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Preface
This book is a compendium of the written contributions submitted by the invited
speakers to the 40th Annual Meeting of the Society of General Physiologists, held
in Woods Hole, Massachusetts, during September 4-7, 1986.There werea-i- 118
abstracts of contributed papers submitted to this meeting, which have been pub-
lished in the December 1986 issue of The Journal of General Physiology.

In selecting the topic for this meeting, we were influenced by the increasing
attention that the role of calcium has been receiving as a possible modulator of a
number of cellular processes. This continuing interest is probably due to, first, the
enormous success in the near past at demonstrating specific cellular mechanisms
that are influenced or modulated by calcium, and second, a recognition that,
although the questions about the role of calcium are more specific, complete
answers are still not available. The number of investigators in various disciplines
who are interested in this topic, as well as the number of publications in this area,
have been rapidly increasing in the past few years. Our goal was to attempt to
achieve a synthesis by bringing together investigators who %,ork in different systems
and are interested in the regulation of intracellular calcium and the modulation of
cellular events, especially at the plasma membrane, that are mediated by alterations
in intracellular calcium and associated events. A more global view of the role of
calcium emerged as investigators described their results using a variety of ap-
proaches in numerous tissues.

Besides being a time for an exchange of ideas, the symposium was also a time
of particular sadness for some of us. Roger Eckert particularly loved Woods Hole
and the fall meeting of the Society of General Physiologists. He so enjoyed the
meeting in general, and the topic of the effects of cellular calcium in particular,
that he had originally agreed to return earl, from a research period in Europe to
be a speaker for us. Sadly, in the summer of 1986, Roger succumbed to the ravaging
effects of a malignant melanoma. We had invited Roger to speak because of the
major contributions he has made to our understanding of the control and regulation
of calcium flux across cellular membranes. His scientific contributions speak for
themselves: almost 20 years of work on various aspects of calcium channels and
their control; numerous well-cited publications; and the training of several young
investigators who have become distinguished in their own right and who have
stepped in with sadness to fill Roger's shoes at this symposium. We respect and
applaud Roger's scientific contributions and will miss them in the future. But, as
significant as his scientific contributions were, we will miss more the energy,
exuberance, and good humor that imbued both his work and his life. We feel that
Roger would be pleased to be remembered in a book such as this, which contains
material so close to his heart.

While Roger Eckert's death occurred prior to the symposium and was remem-
bered at the time of the presentation of his work, another tragic event took place
as we were preparing this volume for press. We were dismayed to hear that the
keynote speaker for our symposium, Professor Peter Baker, suffered a fatal heart
attack while driving home from his laboratory. At the age of 47, Professor Baker's
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death seemed particularly distressing; especially so considering his enthusiastic
discussion and interaction with other symposium participants. Despite his relatively
young age, Professor Baker's accomplishments were numerous. His contributions
to the development of the perfused axon preparation were the basis for the work
of an entire generation of neurophysiologists and biophysicists. More recently, he
played a major role in an examination of the role that intracellular calcium plays
in exocytosis. It was primarily on the basis of this recent work that we invited him
to provide an overview of the field as the keynote speaker for our symposium. He
also was gracious enough to provide an excellent introductory chapter for our
symposium volume based on the material of his keynote address,

Because of the major contributions that both Dr. Eckert and Professor Baker
have made to the role of calcium as a regulator of physiological activity and because
of the personal drive and spirit that they brought to the field, we would like to
dedicate this volume to their memory. As mentioned above, the volume begins
with a chapter by the late Professor Baker on exocytosis. This is followed by
chapters representing the four broad but overlapping areas to which the meeting
was devoted. The first area is the regulation of cytosolic free calcium. Chapters by
Carafoli and Longoni, Nicholls et al., Benham and Tsien, Mullins and Requena,
and Somlyo et al. detail the properties of calcium pathways in the plasma membrane
and intracellular organelles involved in the regulation of free calcium and the
compartmentation of calcium within the cell. The second major topic concerns
receptor-mediated changes in intracellular calcium and phosphatidylinositides,
with chapters by Williamson et al., Schulz et al., and Vergara et al. These chapters
explore the role of cytosolic calcium and other possible mediators, such as phos-
phatidylinositides, in receptor-mediated responses in liver, pancreas, and skeletal
muscle. The third part of the book is devoted to the modulation of membrane
transport by intracellular calcium and calcium channels. The chapter by Grinstein
et al. discusses interactions between cytosolic calcium and proton transport; chap-
ters by Snutch et al., Chad et al., Strong et al., and Cannell et al. cover voltage-
gated calcium channels from their genesis to their modulation by cytosolic calcium.
The fourth part of the book describes various examples of calcium involvement in
intracellular events. Chapters by Hannun and Bell, Hansford and Staddon, Ausiello
et al., Mandel et al., and Rasmussen and Means describe the activation of protein
kinase by diacylglycerol and calcium, the control of mitochondrial pyruvate
dehydrogenase by cytosolic calcium, the cytoskeleton and vasopressin action,
calcium and anoxic cell injury, and calmodulin in relation to cell growth and gene
expression.

We are ourselves very much interested in the role of calcium in regulating
cellular events and are pleased and amazed at the significant recent progress that
is reflected by the contents of this volume. Nonetheless, the complexity and
interrelationship between cellular events provoked one of us (D.C.E.) to relate the
following story to the others during the meeting.

As a young and aspiring graduate student, I was investigating mechanisms of
pacemaking in single gastropod neurons. Often I would have difficulty in interpreting
the results of my experiments and would seek advice from my thesis adviser, Susumu
Hagiwara. On one day in particular, I was especially confounded by results which



Prel fc' AI

seemed more complex and baffling than usual. After confronting Susumu with the
data, I was disappointed to find that this once he did not have an immediate
explanation, or at least a suggestion for an additional experiment. As I was about to
leave his office, he said he was sorry he couldn't help me, but remarked with a smile,
"If the results are so complicated, then calcium must be involved somewhere!" Of
course, he was right, although it required a number of more years and other investi-
gators to demonstrate the various interactions of calcium ions with the spontaneous
pacemaking activity of gastropod neurons. Nonetheless, as I listened to the invited
speakers and examined the various contributed posters of this, the 40th Symposium
of the Society of General Physiologists, I could not help but think of that conversation
many years before.

Douglas C. Eaton
Lazaro J. Mandel
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Chapter 1

Theme and Variation in
the Control of Exocytosis

P. F. Baker and D. E. Knight

Department of Physiolog., MRC Secretory MXechanisms Group,
King's College London. Strand. London, England
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Introduction
In the early 1970's, I (P.F.B.) found myself on more than one occasion lecturing
alongside George Palade, he on his elegant analysis of protein secretion (see Palade,
1975) and I on the newly discovered intricacies of Ca homeostasis in squid axons
(Baker, 1972). It was apparent to me-and I assume to many others-that a major
problem in the study of exocytosis was its inaccessibility to experimental manipu-
lation. My first tentative attempts to learn about exocytosis were made in Cam-
bridge with Andrew Crawford and Tim Rink. On moving to King's College in
1976, 1 was joined by Derek Knight and together we embarked on a more direct
frontal attack on the problem.

The Problem Defined
Exocytosis is one of the better-defined components of membrane flow. It refers to
the fusion of cytoplasmic vesicles with the inner surface of the plasma membrane
and it serves two major physiological functions: to alter the composition of the cell
surface, for instance, by the insertion of receptors, channels, and pumps, and to
release into the external medium molecules previously trapped within the vesicle.
Included in this latter category is the release of numerous nervous transmitter
substances, hormones, and enzymes that are central to many systems of commu-
nication in multicellular organisms. Despite their general physiological importance,
surprisingly little is known at the molecular level of the mechanisms that permit.
direct, and control exocytosis and other components of membrane flow within
cells.

Exocytosis can handle vesicles of markedly different sizes and, in the fastest-
responding systems, can occur in <I ms. It is normally monitored by the appear-
ance in the extracellular fluid of some secretory product, but this does not
necessarily provide much information about the underlying fusion process, as there
may be a delay between fusion and secretion. More direct information can be
obtained either by electron microscopy (Heuser et al., 1979: Chandler and Heuser.
1980: Torri-Tarelli et al., 1985), or. in some favorable cases, electrically, by
monitoring fluctuations in membrane capacitance (Cole. 1935: Gillespie, 1979:
Neher and Mary, 1982; Fernandez et al., 1984). Electron microscopy, especially of
fast-frozen material, can give information about the time course and morphology
of fusion, while capacitance, which for a particular membrane system is propor-
tional to membrane area, permits individual fusion and fission events to be
monitored directly.

The striking result from electron microscopy is that the initial fusion event is
very highly localized (Chandler and Heuser, 1980; Ornberg and Reese, 1981:
Schmidt et al., 1983) and may result from a single molecular interaction. The
narrow pore that is generated widens rapidly into the equivalent of the wide-
mouthed SI-profile seen in transmission electron micrographs and may finally
flatten out, becoming indistinguishable from the plasma membrane. In the partic-
ular case of the adrenal medulla, application to stimulated cells of membrane
markers specific to secretory vesicle antigens reveals discrete patches of vesicle
membrane incorporated into the plasma membrane (Lingg et al.. 1983). These
patches are slowly and selectively retrieved by endocytosis. The extent to which
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vesicles flatten out and the time course and route of membrane retrieval probably
differ from cell to cell, but, in general, they are poorly understood.

There is good evidence that exocytosis, like motility, can be subject to a variety
of different controls. Even within a single cell, it appears that exocytosis is not a
homogeneous process, but rather a set of parallel processes, each with its charac-
teristic features and controls. The two most obvious are the so-called constitutive,
or nonregulated, and triggered, or regulated, forms of exocytosis in which vesicles
either fuse readily with the plasma membrane (constitutive) or queue up, awaiting
a suitable stimulus (triggered) (see Kelly, 1985). In many cells, triggered exocytosis
can be further subdivided in terms of the stimulus required to effect secretion (see
Lundberg and H6kfelt, 1983: Bartfai, 1985) and, by analogy, it seems possible that
constitutive exocytosis will also prove not to be a single homogeneous process.

From the viewpoint of mechanism, it is necessary to seek molecular explana-
tions for the following features of exocytosis: (a) How is membrane fusion brought
about? (b) What determines which membranes fuse and which do not? (c) How
are the various forms of exocytosis controlled?

Remarkably little is known to attempt even a rudimentary answer to the first
two questions, but data are slowly accumulating to permit the third question,
control, to be addressed more fully in at least a few selected tissues.

Mechanism and Specificity
Although the molecular mechanisms that underlie specificity and fusion remain a
mystery, it is worth examining some general principles that may well apply. Most
membrane systems are reluctant to fuse spontaneously and secretory vesicles can
be subjected to very high pressures, for instance during centrifugation, without
undergoing fusion. This observation suggests that membrane fusion is brought
about by a specific set of biochemical events and the mere proximity of membranes
is not enough. Virtually all key cellular processes involve proteins, and although
localized alterations in lipid composition might serve to facilitate fusion under
some circumstances, the involvement of proteins specialized for effecting fusion
seems highly likely. This is certainly the case in the one biological fusion about
which something is known at the molecular level. This is fusion of certain enveloped
viruses with cells. The trick seems to be that the viral membrane has projecting
from its surface a special pH-sensitive "spike" protein (White et al., 1981, 1983).
Viruses attach to the cell surface, become internalized into endocytotic vacuoles,
and, as the pH inside the vacuoles falls, the spike protein undergoes a conforma-
tional change. revealing a hydrophobic sequence that buries itself into the neigh-
boring wall of the vacuole. It is this step that seems to lead to fusion of the viral
and vesicular membranes, permitting escape of the viral contents into the cytosol.
Clearly, the experimental evidence does not favor a pH-regulated process in
exocytosis, but the dependence on a protein specialized for effecting fusion seems
highly likely. Whatever mechanism is used, it must permit both of specificity-in
that only certain membranes fuse with each other-and of control.

Two very general solutions can be envisaged (Fig. 1). By analogy with viral
fusion, described above, the fusion mechanism could be totally built into one of
the reacting membranes (one-sided fusion) or fusion could require a specific
molecular contribution from both reacting membranes ("key-in-the-lock" fusion).
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In its simplest form, one-sided fusion would not permit of any specificity or control,
but by blocking the fusion reaction, both could be achieved, especially if removal
of the block were dependent on interaction with a component of the target
membrane. Key-in-the-lock fusion, on the other hand, has built-in specificity, but
would occur spontaneously in the absence of a blocking reaction. As is clear from
the very diagrammatic representation in Fig. 1, a single fusion process could be
subject to more than one type of block, each of which could be controlled
differently. Until more is known of the underlying molecular mechanisms of
exocytosis, Fig. I is put forward in the hope that it may stimulate new experimental
approaches to the problem.

One-sided fusion
Unblocked Blocked

Key-in-the-lock fusion
Unblocked Blocked

Figure I. Membrane fusion may depend on specific proteins. The figure shows two possible
scenarios for fusion of vesicles with the plasma membrane: one-sided fusion, in which the
fusion mechanism is wholly built into one of the reacting membranes, and key-in-the-lock
fusion, in which both membranes contribute essential components of the fusogenic process.
The left-hand diagrams show the situation in which fusion will occur spontaneously and the
right-hand diagram illustrates some ways in which spontaneous fusion can be blocked and
thereby put under control. The location of the reacting molecules is only diagrammatic and
their positions could be reversed.

Control of Exocytosis
General Features
As its name implies, continuous or nonregulated exocvtosis has not so far been
shown to be subject to specific control, although it is of some interest that fusion
of microsomal membranes derived from the liver, a verv active secretor, requires
low levels of Ca (Judah and Quinn, 1978) and both continuous exoc.tosis and
evoked exocytosis virtually cease during mitosis (Warren, 1985). In the terminology
of Fig. I, continuous secretion is an obvious candidate for either blocked, one-
sided fusion with removal of the block at the reacting membrane or unblocked.
key-in-the-lock fusion.

*rhe rest of this discussion will focus on regulated or triggered exocvtosis.
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which has, until recently, been viewed as a Ca-dependent process. This is particu-
larly true in most nervous and endocrine tissues, although a role for cAMP is
strongly implicated in salivary and pancreatic exocrine secretion. The classic view
derives from studies of transmitter release at the neuromuscular junction, where
the arrival of the nerve impulse can increase acetylcholine release transiently by
10,000-fold and the whole of this increase is dependent on external Ca (Katz. 1966:
Ceccarelli and Hurlbut, 1980). Douglas (1968) subsequently widened the range of
preparations examined and obtained evidence for a central role for Ca in stimulus-
secretion coupling. The weight of experimental evidence was consistent with a
triggering of exocytosis by a rise in free Ca inside the cell, although a slow rate of
secretion is usually possible at the resting level of free Ca. With the development
of suitable Ca-sensors such as aequorin and later quin2 and fura-2, it became

A B

4 F 100 Diocylglycerol
% 40 t-•0.6

ATP 200-0released 20 % /

ereleased 50
05HT 0 0

2 0 .2 - 2 r in 
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co, 0/

(tM) .1- II

Collagen 001 01 10 100

2+

Cal
2  (PM)

Figure 2. Experiments showing apparently Ca-independent secretion and its possible expla-
nation. (A1) In intact platelets. collagen promotes secretion of ATP without a concomitant
rise in free Ca" measured with quin2. Note that as serotonin (5-HT) and ATP are stored in
the same population of vesicles, similar results would be seen if 5-HT were measured. (From
Rink et al., 1983.) (B) In electrically permeabilized platelets, diacylglycerol (which is
produced after exposure to collagen) brings about a marked increase in the sensitivity of the

exocytotic machinery for Ca. (From Knight and Scrutton. 1984a.)

possible to test this hypothesis directly. In general, it seems that a rise in free Ca
from its resting level close to 100 nM into the micromolar range is a sufficient
stimulus for most exocytosis systems (Baker, 1972, 1974: Llinas et al., 198 1: Knight
and Kesteven, 1983: Rink and Hallam, 1984). This view is supported by the finding
that microinjection of Ca into secretory cells, or increasing their permeability to
Ca by exposure to a Ca iznophore such as A23 187 or ionomycin, also brings about
a rise in intracellular free Ca and initiates secretion. However, close inspection
shows that secretion evoked by exposure to an ionophore may need a somewhat
higher free Ca than secretion evoked physiologically, which suggests that factors
other than Ca may also be involved.

Of course, it is always possible that this discrepancy may arise either because
a physiological stimulus brings about a highly localized rise in free Ca or because
the ionophore is increasing Ca in the wrong part of the cell. However, such
arguments are difficult to apply to experiments such as the one illustrated in Fig.
2., where exposure of platelets to the physiological stimulus collagen triggers
scrotonin release with little or no detectable change in free Ca (Rink et al., 1983).
and in some systems, such as the parathyroid gland. release is associated with a
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very clear/a/il in free Ca (Shoback et al., 1984). These experiments suggest that Ca
may be only one of a number of factors involved in the control of exocytosis.
Other factors probably include cyclic nucleotides, products of phospholipid metab-
olism, guanosine nucleotides, and messenger molecules yet to be discovered.

Studies on Permeabilized Cells
A major advance in elucidating the relative importance of these different systems
has been the development of permeabilized preparations in which the intracellular
environment of the exocytotic machinery is subject to experimental control (Baker
and Knight, 1978, 1981, 1987; Knight and Baker, 1982; Baker et al., 1985;
Gomperts and Fernandez, 1985; Knight and Scrutton, 1986). Permeabilization can
be achieved by a variety of techniques, of which two, electro-permeabilization
(Baker and Knight, 1978, 1981; Knight and Baker, 1982) and detergent permea-
bilization (Brooks and Treml, 1983; Dunn and Holz, 1983; Wilson and Kirshner.
1983), have been widely used. In suitable preparations. the cell membrane can also
be permeabilized by exposure to certain toxins (Thelestam and M611by. 1979).
viruses (Gomperts et al., 1983), complement (Schweitzer and Blaustein. 1980). or
ATPa- (Cockcroft and Gomperts, 1980: Bennett et al., 1981). Of the two most
common approaches, detergents make large lesions in the membrane, but also
rapidly inhibit exocytosis (Baker and Knight, 1981), whereas electro-permeabili-
zation makes much smaller lesions ("holes" of effective diameter 4 nm). but has
the advantage of being quick and chemically clean and the "holes" can be vern
stable (Knight and Baker. 1982). An alternative approach suitable for some systems
is to attach a single secretory cell to a patch pipette. Once the membrane under the
pipette is broken, the cell interior can be perfused and exocytosis can be monitored
as changes in capacitance (Neher and Marty. 1982: Fernandez et al.. 1984). Cortical
plaques generated by breaking sea urchir eggs attached to a suitable substrate
provide an even more accessible preparation consisting of portions of plasma
membrane with secretory vesicles attached (Vacquier, 1975: Whitaker and Baker.
1983).

A major conclusion from studies of these preparations is that Ca is required
for the bulk of secretory systems (Baker et al.. 1980: Knight and Scrutton. 1980:
Bennett et al., 1981; Knight and Baker, 1982). even ones in which cAMP seems to
play a prominent role (Knight and Koh. 1984). A major exception is the mast cell
under whole-cell patch clamp, where exocytosis can be extremely difficult to trigger
with anything (Neher and Almers, 1986). Other messenger systems seem, in the
main, to modify the sensitivity of the exocytotic machinery to Ca. Thus, in the
example shown in Fig. 2A. collagen triggers the hydrolysis of phosphatidylinosi-
tides, and the diaclyglycerol that is liberated increases the apparent affinitN of"
exocytosis for Ca such that secretion can take place at the resting free Ca within
the cell (Fig. 2B; Knight and Scrutton, 1984a. h). So far. it seems that the priman
messengers acting rather directly in exocytosis are Ca. which is hydrophilic and
presumably cytosolic. and diacyglycerol (DG), which is highly hydrophobic and
almost certainly restricted to membranes. Both are under physiological control.
and anything that alters either or both is likely to affect the rate of exocytosis.
Other messenger systems such as cyclic nucleotides may only be secondary in that
they serve to modulate the production of the primary messengers. For instance.
cAMP can both increase the probability of opening of Ca channels in response to
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depolarization and also alter the rate of DG production, but it should be stressed
that studies in this area are only in #heir infancy and much still remains to be
discovered. Thus, GTP is required for DG production (Haslam and Davidson,
1984; Berridge, 1984), but it seems likely that its role is best described as permissive
rather than as a messenger.
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Figure 3. The effects of inhibitors of microtubule and microfilament function on the cortical
granule exocytosis in portions of sea urchin egg cortex isolated by attachment to glass
coverslips. (A) A1 100 ;AM colchicine: V. 100 pM vinblastine, 0, 100 MuM nocodazole: 0.
control responses to test solution (-2 pM free Ca) obtained at the beginning and end of the
experiment. (B) 100 ;AM phalloidin (added from stock in isolation medium). (C) 10 ;AM
cytochalasin B. (D) 20 MM NEM-81 (added from 0.5 M KCI): U. experimental: 0. controls.
The isolated cortical fragments were incubated for 10 min with each drug before the addition
of test solution containing the same concentration of inhibitor. Drugs were added from
dimethylsulfoxide ( %), which was applied at this concentration in controls. Cortical granule
exocytosis was assessed photographically. (A and (') Echinus ewiulentux.: (B) l' amnem'hinu

tnliar's: (D) Lvtechinus pictus. (From Whitaker and Baker. 1483.)

Responding to the Primary Message
How do Ca and DG alter the rate of exocytosis? It is still not possible to give even
a remotely satisfactory answer to this crucial question, but in the terminology of
Fig. 1, one possibility might be that they are involved in generating a fusogenic
process. They might, for instance, be involved in the creation of a fusogenic
molecule or in the removal of a block from an underlying fusogenic molecule.

Permeabilized cells have permitted some features of exocytosis to be elucidated
under conditions where the normal physiological controls have been bypassed.
Only a limited number of secretory systems have been investigated, but there are
some common features. (a) Exocytosis is activated in the micromolar range of Ca
concentrations. (h) It is largely unaffected by a wide variety of agents that interact
specifically with the cytoskeleton (see Fig. 3). (c) It can usually be inhibited by
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agents that also inhibit both calmodulin-dependent processes and protein kinase
C. (d) It is usually inhibited by raising the osmotic pressure of the medium by
addition of sucrose.

Systems differ, however, in other features, especially their sensitivity to removal
of ATP. The cortical reaction in the sea urchin egg persists for at least I h after
complete removal of ATP from the superfusion fluid (Baker and Whitaker, 1978),
whereas secretion from adrenal medullary cells, human platelets, mast cells. and
exocrine and endocrine pancreas ceases within minutes of exposure to an ATP-
free medium. Where it exists, this requirement for ATP is very specific and the
preferred substrate is MgATP, which suggests that ATP may be involved in
phosphorylation. The cells that require MgATP also usually display some sensitivity
to phorbol esters and analogues of DG. as well as GTPyS. which probably acts. at

o 5mM

* -

6 0.5 nM
1 0

E

S. 0mM
0.M
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Log Co2 + 
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Figure 4. Dependence on MgATP of catecholamine release from permeable bos ine adrenal
medullary cells. Cells were suspended in K glutamate medium and rendered permeable b
exposure to 10 x 2 kV pulses: r = 2(X) us (se Knight and Baker, 1982). Note that lo%%ering
MgATP reduces the extent of tscretion hut not its apparent aflinit. for Ca.

least in part, b\ stimulating production ofendogenous [Xi. Although the sea urchin
egg maN have a tightl% bound store of A [P. the simplest h.pothesis consistent w ith
the data is that AlP is not essential for exoc\tosis in this tissue and that secretorN
control is exerted directly via a calmodulin-like molecule. [his seems not to he the
case in the %arious mammalian systems examined, where there is a rather specific
requirement for millimolar amounts of MgATP (Fig. 4).

What Is the Role of NIgATP?
Although a number ot proteins are phosphoryiated in a Ca-dependent fhshion. no
one has discovered a substrate that is phosphoryiated in a manner uniquely
associated with exocytosis in eukaryotes. but in %iew of the many possibilities
inherent in Fig. I, this may be too restrictive a criterion. The Ioilure to find a
protein that is phosphorylated (or dephosphorvlated) in parallel with exocvtosis
may also have a purely technical explanation in that minor phosphorylated species
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are very hard to detect. For instance, if only one phosphorylation occurred per
vesicle, the total amount of phosphate incorporated would be extremely difficult
to detect in a permeabilized preparation. which is effectively a whole cell, and
exocytosis has not so far been reconstituted reproducibly in simpler systems. One
phosphoprotein, synapsin I, seems to be generally distributed in the mammalian
nervous system, where it apparently coats the cytosolic faces of synaptic vesicles
and may play some role in exocytosis (Navonne et al., 1984: Llinas et al., 1985).
In certain protozoans, there is very clear evidence for dephosphorylation associated
with exocytosis of trichocysts (Zeiseniss and Plattner, 1985).

Where MgATP is essential, one experimental approach is to examine possible
ATP-dependent reactions that may be involved in secretion. Two stand out: (a) as
substrate for the proton pump that generates the acid internal environment and
positive internal membrane potential of the secretory granule, and (b) as substrate
for the enzyme protein kinase C, which is known to be activated both by Ca and
DG (Nishizuka, 1984), the two major primary messengers for exocytosis.

The first possibility, activation of the vesicular proton pump, is of some
theoretical interest, as one might envisage the proton gradient and potential
developed by the pump as possible sources of energy for exocytosis. Specific models
have been proposed on this basis, such as the suggestion that when the vesicle and
plasma membrane come into close contact-presumably via a Ca-dependent step-
an anion channel may be generated that permits Cl to enter the vesicle from the
extracellular fluid, the entry being driven by the positive internal potential of the
vesicle (Pollard et al., 1979). This specific idea can be tested in permeabilized cells.
but the experimental data give no support because exocytosis can be triggered.
apparently normally, in a Cl-free sucrose medium. Although other possible mech-
anisms utilizing these gradients can be envisaged, they are rather unlikely to be of
importance physiologically because the pH gradient and potential can be collapsed.
either separately or together, in a variety of ways without affecting the ability of
the vesicles to participate in Ca-dependent exocytosis (Knight and Baker. 1985a).

The second possibility seems much more interesting, especially in view of the
finding that most exocytotic systems are affected by analogues of DG (Knight and
Baker, 1983: Peterfreund and Vale, 1983: DiVirgilio et al., 1984: Jones et al., 1985)
and can be inhibited by a variety of compounds that inhibit protein kinase C.
albeit rather nonspecifically. Protein kinase C requires Ca. a phospholipid, and DG
for maximal activity. It utilizes MgATP as substrate and is activated in the low
millimolar range. DG increases the apparent affinity of the enzyme for Ca and can
be replaced in this action by certain phorbol esters, including 12-O-tetradecanoyl
phorbol 13-acetate (TPA). So far, protein kinase C is the only known substrate for
these phorbol esters. and, from the viewpoint of exocytosis, it is particularly
interesting that protein kinase C becomes strongly associated with the plasma
membrane in the presence of TPA and DG (Kraft and Anderson, 1983). Secretory
systems do not all respond to phorbol esters in the same way. Fig. 5 summarizes
the three main types of response that have been observed in permeabilized cells.
Type I exocytosis is characterized by a rather small leftward shift in the Ca-
activation curve after addition of the phorbol ester TPA or analogues of DO. Type
II has a very large leftvard shift such that, at high concentrations of TPA or DG.
secretion seems to become independent of Ca. In type Ill exocytosis, phorbol esters
do not alter the affinity for Ca but increase the extent of secretion. Some examples
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are: type I: catecholamine release from the adrenal medulla (Knight and Biker,
1983); type II: serotonin release from human platelets (Knight and Scrutton. 1984a,
h) and possibly histamine release from mast cells (White et al., 1984); type IL: -
N-acetylglucosaminidase release from human platelets (Knight et al., 1984) and
insulin release from pancreatic 0 cells (Jones et al., 1985).

In the platelet, there are at least two distinct populations of secretory granules.
one of which exhibits type II and the other type III exocytosis. The coexistence of
different types of exocytosis in the same cell may provide a mechanism for effecting
differential release of secretory products. Thus, at low cytosolic free Ca, a rise in
DG will provoke type II exocytosis but will have little or no effect on type II until
the free Ca is also elevated.

Type I Type 11 Type M

Bovine adrenal medullary cells Human platelefs

o I~ I
I0, , 0

- 20-

o ,0-

O- /.0j o30o o

-8 -7 -6 -5 -9 -7 -6 -5 -8 -7 -6 -5
Log C02"( M )

Figure 5. Modification of Ca-dependent secretion in "leak'" cells h\ exposure to the
phorbol ester TPA and other agents: examples of the three classes of response that ha~e been
observed. Data were collected in absence of TPA (0). Responses in the presence of TPA:
Type I: a small leftward shift seen in catecholamine secretion from bovine adrenal medullar.
cells in presence of 3 nM TPA (+), I() MM dioctanox. glycerol (0). (From Knight and
Baker. 1983.) Type II: a marked leftward shift seen in 5-HT secretion from human platelets:
30 nM (TPA) (O): 20 ;M DG (v-): 50 uM GTP'-S (A). Tpe Ill: the lack of any shift. only
an increase in the extent of exoc\tosis of N-acetylglucosaminidase also from platelets: 10
ng/ml TPA (0). (From Knight et al.. 1984.)

Protein Kinase C and Exocytosis
Comparisons between the properties of protein kinase C determined in the test
tube and exocvtosis in "leaky" cells are fraught with problems, two of the most
important being a lack of knowledge of the physiological substrates of the enzyme
(it is conventionally assayed by phosphorylation of histone) and the ver real
possibility that its properties may change during isolation or when it no longer has
membranes with which to associate. In addition. diacvlgl.cerol is a generic term
and it is possible that different forms of C-kinase prefer different members of the
diacyglycerol family.

As the enzyme requires both Ca and DG for activation, it is of interest to
consider what would happen if the enzyme had i, preferred order of binding of
these two substrates. If we neglect the binding of phospholipid and MgATP, there
are three possibilities:
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E DG E DG C a I Ec (1)

Ca DGE Eca Ec (2)

ED"i

DG Ca
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Ca D
Ec.

The Ca dependence of exocytosis predicted by these three schemes is shown in Fig.
6. They are quite different. Scheme 1 shows a small, but limited, leftward shift on
adding DG; Scheme 2 shows a larger shift that continues to increase as the DG
concentration is increased such that at high DG concentrations, secretion will seem
to be Ca independent: and Scheme 3 shows no shift at all, only an increase in the
extent of secretion.

The striking parallel between the Ca dependence of Fig. 6 and the three major
patterns observed in permeable cells may be more than a coincidence (see Baker,
1986). Thus, Scheme I is remarkably similar to type I, Scheme 2 to type II, and
Scheme 3 to type Ill. It is certainly a very interesting point that these apparently
different kinetics can all be generated via the same enzyme simply by specifying
different preferred orders of substrate binding.

Inhibitors of C-Kinase
In view of the data presented so far, it is important to establish whether protein
kinase C is essential for exocytosis or whether it merely plays a modulatory role.
This is a difficult question to anwer unequivocally because there are no really
specific inhibitors of the kinase. The isolate kinase shares with calmodulin sensitiv-
ity to trifluoperazine and other so-called "calmodulin antagonists" and can also be
inhibited by high concentrations of amiloride and polymixin B. Exocytosis is also
sensitive to these agents, but none of the inhibitors is specific enough to clinch the
argument.

It is particularly striking that no inhibitor has been found that can remove the
TPA shift while leaving Ca-dependent exocytosis otherwise unaffected (Knight,
1986a). Agents that inhibit exocytosis all seem to leave a residual TPA shift, which
is consistent with the view that the kinase is directly involved in the machinery of
exocytosis.

In conclusion, for systems that are sensitive to both Ca and DG. the attraction
of the protein kinase C hypothesis is that one single molecule serves as receptor for
Ca, DG, and MgATP. but this economy should be viewed with caution. It does,
however, seem a reasonable working hypothesis that at least one subset of exocy'totic
reactions may utilize protein kinase C as part of the control process. Not all
exocytotic systems are sensitive to phorbol esters, however, and it seems quite
possible that other subsets of exocytotic reactions may utilize other Ca receptors.
such as calmodulin (Baker and Whitaker, 1980: Steinhardt and Alderton, 1982:
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Trifaro and Konigsberg, 1983), calelectrin (Sudhofet al., 1985), synexin (Creutz et
al., 1978), and the chromobindins (Creutz et al., 1983). Even where protein kinase
C may be the main channel through which Ca acts, we do not know how it brings
about exocytosis; in particular, we do not know the nature of the substrates, if any,
that must be phosphorylated and how fusion itself is generated.o.-A .-B ...o. - ..............

10 .1000 100...'
1 10 10

10 10 11o0.

'000 0.1 '0
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Log Ca2 + (M0

Figure 6. Ca dependence of secretion calculated on the assumption of ordered binding of
DG and Ca to protein kinase C. The numbers by the curves refer to DG concentrations.
given in units of micromolar.
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For ease of calculating the curves, the affinity constants K, and KI, fbr Ca and DG (D).
respectively. have been set at I uM. (From Baker, 1986.)

Other Control Factors in Exocytosis
Table I lists a number of agents that can inhibit Ca-dependent exocytosis in
permeable adrenal medullary cells. They include chaotropic anions, high osmotic
pressures, GTP-yS, and botulinum toxins. In no instance is the mechanism of
inhibition known, but each may provide important clues to the mechanism of
exocytosis.

Thus, chaotropic anions may serve to dissociate some macromolecular assem-
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bly that is essential for exocytosis, and inhibition by high osmotic pressures ma'.
reflect the importance of' osmotic factors at some stage in the exocytotic process
(see reviews by Baker and Knight, 1984, Holz. 1986-, Lucy and Ahkong. 1986).
One possibility is that once a point fusion between vesicle and plasma membrane
has been generated, entry of water through this microchannel may he essenttial to

TABLE I
Properties of (a2*-dependent Catecholamine Release
from "~Leaky- Adrenal Niedullary Cells

(1) Activation half-maximal at a Ca>' concentration ot I PM
(2) Requirement for N~gATP is xerxN specific: half-maximal activation requires I mN1
(3) Unaffected by

(a) Agonists and antagonists of acetylchol inc receptors
)) 'The Ca2 channel blocker D-6()() (100 puM)

(c) Agents that bind to tubulin (colchicine. vinblastine. 100( 'gNI)
(di) Cytochalasin B (I mN4)
Wc) Inhibitors of anion permeability (SITS. [)IDS. 100 mM)
UI) Protease inhibitors TLCK (I mM). leupeptin HI mMv)
(g) Cyclic nucleotides (cAMP. cGMP. I mM)
(hi) 'S-adenosl methionine (5 mM)
Wi Phalloidin (I mM)
( j) Vanadate (10" NI)
(Al Leu- and Met-enkephalins. substance P (100 MMI)
(1) Somatostatin ( I MM)
(mn) NH4 CI (30 mM)
(n) Trimethvltin (0.2 mM)

(4) Inhibited bN
(a) Chaotropic anions: SCN > Br > 0l
(h) Detergents (complete inhibition after 10 min incubation '.k.ith 1(1 Mg/!nil of

digitonin. Brij 58. or saponin)
(c) Trifluoperatine (complete inhibition kk'ith 20 Mg/nil)
(d) High Mg-> concentration: a small increase in the apparcnt K, tor Ca-' accom1-

panies a large reduction in I,,
(e) High osmotic pressure: a largc reduction in V.1131. but no significant change InI

the affinity for Ca>'
M ) Carbonvlc~ anide p-trilluormietho\i pcnis lhl(dra/onic (fC'(I11 (4s' inhibitionb\

10 PM)
(g) N-ethyl maleimide (N FM) (1 00' inhibition at 10) ' I)
00,' Neomycin 0I mM)
W) Amiloride H mM)
i) GI PiS (50'% inhibition at 5 MuM)

Wk Botulinum toxin types A. B. C. and D)
(/) Tetanus toxin

enlarge and complete the fusion process. Such water flow may be prevented or
reversed by high external osmotic pressures, permitting the micropore to reseal.

Inhibition by GTP-yS and botulinum toxin are quite different. That GTP-)S
should inhibit at all is surprising because it might be expected to stimulate
phospholipase C and thereby raise the endogenous level of DG. Whether or not
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this occurs, the net effect of GTP-yS is strongly inhibitory in bovine adrenal
medullary cells, and inhibition persists in the presence of high concentrations of
TPA that should saturate the TPA/DG-binding site on protein kinase C. The
implication is that GTP-yS is exerting a direct inhibitory effect on exocytosis quite
distinct from its actions on phospholipase C and the endogenous level of DG. An
analogous but stimulatory role of GTP analogues has been proposed by Barrowman
et al. (1986) to explain their results on histamine secretion in permeabilized mast
cells, and by Knight and Baker (1985h) to account for the response of permeabilized
chicken adrenal medullary cells to GTP-yS. Very recently, Oetting et al. (1986)
have shown that 5'-guanylylimidodiphosphate (GPPNHP) and GTP-YS stimulate
a massive and apparently Ca-insensitive release of parathormone from permeabil-
ized parathyroid cells. The nature of the GTP-tS binding site is unknown, but one
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Figure 7. One possible scheme in which a G [P-binding protein is involved directil in the
transmembrane control of exocytosis. C-TP could he invoked in either stirnulator, or
inhibitory control.

attractive possibility is that G-proteins may be involved directly in exocytosis.
Speculating a little, it is possible that the membrane-associated form of protein
kinase C, or some other molecule involved in exocytotic control, is also subject to
modulation by inhibitory (or stimulatory) G-proteins, and, if this were true. it
would not be a very large step to hypothesize that G-proteins might mediate
transmembrane control of exocytosis (Fig. 7).

A direct effect of this kind might, for instance, underlie a number of presynaptic
control mechanisms. One specific case where this might also apply is the inhibition
of insulin release from pancreatic 13 cells after sympathetic stimulation. This effect
persists after the application of noradrenaline to permeabilized g3 cells and a direct
effect on exocytosis seems to be a real possibility (Jones et al., 1986).

Inhibition by botulinum toxin is also exciting since it persists for many days
and may lead ultimately to the isolation of one of the components of the secretory.
machinery. Botulinum toxin is a potent inhibitor of neuromuscular transmission.
where it appears to bind to specific acceptors on the outer surface of the nerve
terminal, from where it is presumed to gain entry into the cytosol (Dolly et al..
1984: Simpson, 1985). Recently, an action of botulinum toxins has been demon-
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strated in cultured bovine adrenal medullary cells (Knight et al., 1985, Knight,
1986b). Inhibition of catecholamine release is not associated with block of Ca entry
and persists in permeabilized cells that display a lack of response to Ca (Fig. 8).
Very high doses are required, but this may reflect a virtual absence of acceptors on
the adrenal cell surface. This interpretation has received dramatic confirmation in
a very recent series of experiments in which various toxins were introduced directly
into the interior of bovine adrenal medullary cells by perfusion through a patch
pipette (Penner et al., 1986). In these experiments, a range of botulinum toxin
types and also tetanus toxin were very effective blockers of the capacitance increase
that follows the introduction of 10 uM free Ca into the cell interior. So far, the
molecular target of these toxins has resisted isolation.
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Figure 8. Inhibition of Ca-dependent exocytosis by pretreatment of cultured bovine adrenal
medullary cells with botulinum toxin type D. Cells were subsequently rendered permeable
and exposed to Ca: control (0); botulinum toxin-treated (0). (From Knight et al., 1985.)

A fascinating feature of botulinum action is that, after exposure to the toxin.
adrenal medullary cells accumulate catecholamines and behave in all respects as if
they have "forgotten" how to secrete, despite exposure to appropriate messages.
Endogenous agents having actions similar to botulinum toxin could play a key role
in the long-term alteration of synaptic efficacy. which opens up the possibility that
direct effects on the machinery of exocytosis may contribute to both the short-term
and the long-term regulation of synaptic function.

References
Baker. P. F. 1972. Transport and metabolism of calcium ions in nerve. Progress in Biophycx
and Molecular Biology. 24:177-223.

Baker, P. F. 1974. Excitation-secretion coupling. Recent Advances in Physiology. 9:51-86.

Baker, P. F. 1986. Protein kinase C and exocytosis. Progress in Zoology. 33:265-274.

Baker, P. F., and D. E. Knight. 1978. Calcium-dependent exocytosis in bovine adrenal
medullary cells with leaky plasma membranes. Nature. 276:620-622.



16 (ell (atc un and A eihran, Fran sprt

Baker, P. F., and D. E. Knight. 1981. Calcium control of exocytosis and endocytosis in
bovine adrenal medullary cells. Philosophical Transactions of the Ro.val Society' of London,
Series B. 296:83-103.

Baker, P. F., and D. E. Knight. 1984. Chemiosmotic hypotheses of exocytosis: a critique.

Bioscience Reports. 4:285-298.

Baker, P. F., and D. E. Knight. 1987. Experimental control of the internal environment of
chromaffin cells. In In Vitro Methods for Studying Secretion. A. M. Poisner and J. M.
Trifaro. editors. Elsevier/North-Holland. New York.

Baker, P. F., D. E. Knight, and J. A. Umbach. 1985. Calcium clamp of the intracellular
environment. Cell Calcium. 6:5-14.

Baker, P. F., D. E. Knight, and M. J. Whitaker. 1980. The relation between ionized calcium
and cortical granule exocytosis in eggs of the sea urchin Echinus esculentus. Proceedings of
the Royal Society of London. Series B. 207:149-161.

Baker, P. F., and M. J. Whitaker. 1978. Influence of ATP and calcium in the cortical

reaction in sea urchin eggs. Nature. 276:5 13-515.

Baker. P. F.. and M. J. Whitaker. 1980. Trifluoperazine inhibits exocytosis in sea urchin
eggs. Journal of Phisiologr. 298:55P. (Abstr.)

Barrowman. M. M.. S. Cockcroft. and B. D. Gomperts. 1986. Two roles for guanine
nucleotides in the stimulus-secretion sequence of neutrophils. Nature. 3 19:504-507.

Bartfi, T. 1985. Presy naptic aspects of the co-existence of classical neurotransmitters and
peptides. lrends in Pharmaco'ijcal Sciences. 6:331-334.

Bennett, J. A.. S. Cockcroft, and B. D. Gomperts. 1981. Rat mast cells permeabilized with
ATP secrete histamine in response to calcium ions buffered in the micromolar range. Journal
of Ph.vioheiy. 317:355-346.

Berridge. M, J. 1984. Inositol trisphosphate and diacylglycerol as second messengers.
Bio 'lumical Journal. 220:345-360.

Brooks. J. C., and S. Treml. 1983. Catecholamine secretion by chemically-skinned cultured
chromaffin cells. Journal of Neurochemistrv. 40:468-473.

Ceccarelli. B., and W. P. Hurlbut. 1980. Vesicle hypothesis of the release of quanta of
acetylcholine. Physiological Reviews. 80:396-44 1.

Chandler, D. E., and J. E. Heuser. 1980. Arrest of membrane fusion events in mast cells by
quick freezing. Journal of(Cell Biology. 86:666-674.

Cockcroft, S., and B. D. Gomperts. 1980. The ATP4- receptor of rat mast cells. Biochemical
Journal. 188:789-798.

Cole, K. S. 1935. Electric impedance of Hipponoe eggs. Journal of General Phisiolhv.
18:877-887.

Creutz, C. E., L. G. Dowling, J. J. Sando, C. Vilar-Palasi, J. H. Whipple, and W. J. Zaks.
1983. Characterization of the chromobindins: soluble proteins that bind to the chromaflin
granule membrane in the presence of Ca2". Journal of Biological ('hemistr. 258:14664-
14674.

Creutz, C. E., C, J. Pazoles, and H. B. Pollard. 1978. Identification and purfication of an
adrenal medullary protein (synexin) that causes calcium dependent aggregation of isolated
chromaffin granules. Journal of Biological Chemistry. 253:2858-2866.

DiVirgillio, F., D. P. Lew, and T. Pozzan. 1984. Protein kinase C activation of physiological



( anturol '4Efv'(.rtosi 17

processes in human neutrophils at vanishingly small cytosolic Ca' levels. A'ature. 310:691-
693.

Dolly, J. 0.. J. Black, R. S. Williams, and J. Melling. 1984. Acceptors for botulinum
neurotoxin reside on motor nerve terminals and mediate its internalization. Nature. 307:457-
460.

Douglas. W. W. 1968. Stimulus-secretion coupling: the concept and clues from chromaffin
and other cells. British Journal of Pharmacology. 34:451-474.

Dunn, L. A., and R. W. Holz. 1983. Catecholamine secretion from digitonin-treated adrenal
medullaN chromaffin cells. Journal of Biological Chemistry. 258:4989-4993.

Fernandez, J. M., E. Neher, and B. D. Gomperts. 1984. Capacitance measurements reveal
stepwise fusion events in degranulating mast cells. Nature. 312:453-455.

Gillespie. J. 1. 1979. The effect of repetitive stimulation on the passive electrical properties
of the presynaptic terminals of the squid giant synapse. Proceedings ft'he Royal Society of
London. Series B. 206:293-306.

Gomperts. B. D., J. M. Baldwin. and K. H. Micklem. 1983. Rat mast cells permeabilized
with Sendai virus secrete histamine in response to Ca2* buffered in the micromolar range.
Biochemical Journal. 210:737-745.

Gomperts, B. D.. and J. M. Fernandez. 1985. Techniques for membrane permeabilization.
Trends in Biochemical Sciences. 10:414-417.

Haslam, R. J., and M. M. L. Davidson. 1984. Receptor induced diacylg.cerol formation in
permeabilized platelets; possible role for a GTP binding protein. Journal of Receptor
Research. 4:605-629.

Heuser, J. E., T. S. Reese. M. J. Dennis, L. Yan, and L. Evans. 1979. Synaptic vesicle
exocylosis explored by quick-freezing and correlated with quantal transmitter release. Journal
of Cell Biology. 81:275-300.

Holz, R. W. 1986. The role of osmotic forces in exocytosis from adrenal chromaffin cells.
Annual Reviews of Plwsiology. 48:175-189.

Jones. P. M., J. M. Fyles. and S. L. Howell. 1986. Regulation of insulin secretion b. cAMP
in rat islets of Langerhans permeabilized bx high voltage discharge. FEBS Ietters
205:205-209.

Jones. P. M., J. Stutchfield. and S. L. Howell. 1985. Effects of Ca" and a phorbol ester on
insulin secretion from islets of Langerhans permeabilized by high-voltage discharge. Ft,'BS
Letters. 191:102-106.

Judah, J. D. and P. S. Quinn. 1978. Calcium ion-dependent vesicle fusion in the conersion

of proalbumin to albumin. Nature. 271:384-385.

Katz. B. 1966. Nerve. Muscle and Synapse. McGraw-Htill, New York.

Kelly, R. B. 1985. Pathways of protein secretion in eukaryotes. Science. 230:25-31.

Knight, D. E. 1986a. Calcium and exocytosis. CIBA Foundation Symposium 122: Calcium
and the Cell. D. Everard and J. Whelan, editors. John Wiley & Sons. London. 250-270.

Knight, D. E. 1986h. Botulinum toxin types A. B. and D inhibit catecholamine secretion
from bovine adrenal medullary cells. FEBS Letters. 207:222-226.

Knight. D. E., and P. F. Baker. 1982. Calcium-dependence of catecholamine release from
bovine adrenal medullary cells after exposure to intense electric fields. Journal of1lhemhrane
Biology. 68:107-140.



18 Cell (alhiwn and Membrane Transport

Knight, D. E., and P. F. Baker. 1983. The phorbol ester TPA increases the affinity of
exocy-tosis for calcium in 'leaky' adrenal medullary cells. FEBS Letters. 160:98-100.

Knight, D. E., and P. F. Baker. 1985a. The chromaffin granule proton pump and calcium
dependent exocytosis in bovine adrenal medullary cells. Journal of Membrane Biology
83:147-156.

Knight, D. E., and P. F. Baker. 1985b. Guanine nucleotides and Ca-dependent exocytosis.
FEBS Letters. 189:345-349.

Knight, D. E., and N. T. Kesteven. 1983. Evoked transient intracellular free Ca2' changes
and secretion in isolated bovine adrenal medullary cells. Proceedings of the Society of
London. Series B. 218:177-199.

Knight, D. E., and E. Koh. 1984. Ca 2' and cyclic nucleotide-dependence of amylase release
from isolated rat pancreatic acinal cells rendered permeable by intense electric fields. Cell
Calciurn. 5:401-418.

Knight, D. E., V. Niggli, and M. C. Scrutton. 1984. Thrombin and activators of protein
kinase C modulate secretory responses of permeabilised human platelets induced by Ca 2'.
European Journal of Biochemistry. 143:437-446.

Knight. D. E., and M. C. Scrutton. 1980. Direct evidence for a role for Ca ' in amine storage
granule secretion by human platelets. Thrombosis Research. 20:437-446.

Knight, D. E., and M. C. Scrutton. 1984a. The relationship between intracellular second
messengers and platelet secretion. Biochemical Society Transactions. 12:969-972.

Knight, D. E.. and M. C. Scrutton. 1984b. Cyclic nucleotides control a system which
regulates Ca--sensitivity of platelet secretion. Nature. 309:66-68.

Knight, D. E., and M. C. Scrutton. 1986. Gaining access to the cytosol: the technique and
some applications of electropermeabilization. Biochemical Journal. 234:497-506.

Knight, D. E.. D. A. Tonge, and P. F. Baker. 1985. Inhibition of exocytosis in bovine adrenal

medullary cells by botulinum toxin type D. Nature. 317:719-721.

Kraft, A. S., and W. B. Anderson. 1983. Phorbol esters increase the amount of Ca'
phospholipid-dependent protein kinase associated with plasma membrane. Nature. 301:621 -
623.

Lingg, C., R. Fischer-Colbrie. W. Schmidt, and H. Winkler. 1983. Exposure of an antigen
of chromaffin granules in cell surface during exocytosis. Nature. 301:610-611.

Llinas, R., T. L. M. McGuiness. C. S. Leonard, M. Sugimori, and P. Greengard. 1985.
Intraterminal injection of synapsin I or calcium/calmodulin-dependent protein kinase !1
alters neurotransmitter release at the squid giant synapse. Proceedings ()f the National
Academy of Sciences. 83:3035-3039.

Llinas. R., 1. Z. Steinberg, and K. Walton. 198 1. Presynaptic calcium currents in squid giant
synapse. Biophysical Journal. 33:289-32 1.

Lucy, J. A., and Q. F. Ahkong. 1986. An osmotic model for the fusion of biological
membranes. FEBS Letters. 199:1 -1I.

Lundberg, J. M., and T. Hokfelt. 1983. Co-existence of peptides and classical neurotrans-
mitters. Trends in Neurosciences. 6:325-333.

Navonne. F., P. Greengard, and P. De Camillo. 1984. Synapsin I in nerve terminals: selective
association with small synaptic vesicles. Science. 226:1209-121 I.

Neher, E., and W. Almers. 1986. Fast calcium transients in rat peritoneal mast cells are not
sufficient to trigger exocytosis. EMBO Journal. 5:51-53.



(ontrol f I'EXoevtosis 19

Neher. E., and A. Many. 1982. Discrete changes of cell membrane capacitance observed
under conditions of enhanced secretion in bovine adrenal medullary cells. Proceedings of
the National Academy of Sciences. 79:6712-6716.

Nishizuka, Y. 1984. The role of protein kinase C in cell surface signal transduction and
tumour promotion. Nature. 308:693-698.

Oetting, M.. M. LeBoff, L. Swiston, J. Preston, and E. Brown. 1986. Guanine nucleotides
are potent secretagogues in permeabilised parathyroid cells. FEBS Letters. 208:99-104.

Ornberg, R. L., and T. S. Reese. 198 1. Beginning of exocytosis captured by rapid freezing
of Limulus amoebocytes. Journal of Cell Biology. 90:40-54.

Palade, G. E. 1975. Intracellular aspects of the process of protein secretion. Science. 189:347-
358.

Penner, R., E. Neher, and F. Dreyer. 1986. Intracellularly injected tetanus toxin and its
fragment B inhibit exocytosis in bovine adrenal chromaffin cells. Nature. 324:76-78.

Peterfreund, R. A., and W. W. Vale. 1983. Phorbol diesters stimulate somatostatin secretion
in cultured brain cells. Endocrinology. 20:200-208.

Pollard, H. B., C. J. Pazoles, and C. E. Creutz. 1977. A role for anion transport in the
regulation and release from chromaffin granules and exocytosis from cells. Journal of

Supramolecular Structure. 7:277-285.

Rink, T. J., and T. Hallam. 1984. What turns platelets on? Trends in Biochemical Sciences.
12:215-219.

Rink, T. J., A. Sanchez, and T. Hallam. 1983. Diacylglycerol and phorbol esters stimulate
secretion without raising cytoplasmic free calcium in human platelets. Nature. 305:317-319.

Schmidt, W., A. Patzak, G. Lingg, H. Winkler, and H. Plattner. 1983. Membrane events in
adrenal chromaffin cells during exocytosis: a freeze-etch analysis after rapid cryofixation.
European Journal of Cell Biology. 32:31-37.

Schweitzer, E. S., and M. P. Blaustein. 1980. The use of antibody and complement to gain
access to the interior of presynaptic nerve terminals. Experimental Brain Research. 38:443-
453.

Shoback, D. M., J. Thatcher, R. Leombruno, and E. M. Brown. 1984. Relationship between
parathyroid hormone secretion and cytosolic calcium concentration in dispersed parathyroid.
Proceedings of the National Academy of Sciences. 81:3113-3117.

Simpson, L. L. 1985. Molecular pharmacology of botulinum toxin and tetanus toxin. Annual
Retiews of Pharmacology and Toxicology. 25:155-188.

Steinhardt. R. A.. and J. M. Alderton. 1982. Calmodulin confers calcium sensitivity on
secretorN exocvtosis. *ature 295:154-155.

Sudho, -1. C. J. H. Walker. and U. Fritsche. 1985. Characterization of calelectrin, a Ca2' -

binding protein isolated from the electric organ of lorpedo marmorata Journal oqfNeuro-
chemwtrr 44:1302-1307.

ihelestam. M.. and R. Mollby. 1979. Classification of microbial, plant and animal cytolysins
based on their membrane-damaging effects on human fibroblasts. Biochimica et Biophysita
.lcta 557:156-169.

Torri-Tarelli. F.. F. Grohovaz, R. Fesce, and B. Ceccarelli. 1985. Temporal coincidence
between synaptic vesicle fusion and quantal secretion of acetylcholine. Journal of (Cell
Biology 101:1386-1399.



201 (Cii ( noni and.if'mhrantc I ransport

irifaro. J. M.. and R. L. Konigsberg. 1983. Micromnjection of calmodulin antibodies into
chromnaffin cells provides direct evidence tor a role of calmodulin in the secretory process.
Ft'deraw ?fl Pr ic ('dinki4A. 42:456.

Vacquier. V. D. 1975. The isolation of intact cortical granules from sea urchin eggs: calcium
ions trigger granule discharge. D~evelopmental Biology,,. 43:62-74.
Warren. G. B. 1985. Membrane traffic and organelle division. Trends in Biochemical
.'flI'i's. 10:439-443.

Whitaker. M. J., and P. F. Baker. 1983. Calcium-dependent exocvtosis in an in vitro
secretorN granule plasma membrane preparation from sea urchin eggs and the effects of
some inhibitors of cvtoskeletal function. Proceedingv of the Roval Societv of London, .S erus
B. 2 18:397-413.

White. J.. M. Kielan. and A. Helenius. 1983. Membrane fusion proteins of enveloped animal
viruses. Quarterly Revu'ws of Biophysums. 16:151-196.

White. J., K. Matlin. and A. Helenius. 1981. Cell fusion by Semliki forest, influenza and
%vesicular stornatitis viruses. Journal of Celil Biology. 89:674-679.

White, J. R.. T. Ishizaka, K. Ishizaka. and R. 1. Sha'afi. 1984. Direct demonstration of
increased intracellular concentration of free calcium as measured by Quin-2 in stimulated
rat peritoneal mast cells. Proceedin,qs of't he .\tumoal .lcademyi oif Sciences. 81:3978-3982.

Wilson. S. P.. and N. Kirshner. 1983. Calcium-evoked secretion from digitonin-permeabil-
ized adrenal med ullarv chromnaffin cells. Journal of Biological Chu',nistry. 258:4994-5000.

Zieseniss. E., and M. Plattner. 1985. Synchronous exocytosis in Paramecium cells involves
yer' rapid reversible dephosphorylation of a 65-kD phosphoprotein in exocytosis-competent
strains. Journal of'ell Biology. 101:2028-2035.



Regulation of

Cytosolic

Free Calcium



Chapter 2

The Plasma Membrane in the Control
of the Signaling Function of Calcium

Ernesto Carafoli and Stefano Longoni

LaboratorY o/ Bu)(Ih'fistrlv Swtiss Fe'deral hIttut of I'Vchinol/og



12( "l ( ia o tn and A h'n hra, I ran,, , ri

Introduction
The %erN low Ca permeability of plasma membranes insulates the intracellular
milieu from the high concentrations of Ca in the extracellular spaces. In most
eukaryotic cells, the inwardly directed gradient of ionized Ca is of the order of I0.
This is very convenient fbr the signaling function of Ca. The signaling function
requires that the free Ca concentration in the ambient surrounding the cytosolic
targets change rapidly. reversibly, and significantly: the large gradient of Ca ensures
that even a minor (controlled) increase in the Ca permeability of the plasma
membrane leads to significant Ca penetration and to significant changes in the free
Ca concentration around the intracellular targets.

The plasma membrane. however, controls only a minor portion of the Ca
used by cells to satisfy the total demands of their Ca-dependent functions (Carafoli
et al.. 1982). Quantitatively. the largest portion is mobilized from internal stores.
The minor amounts of' Ca imported from the extracellular spaces through the
plasma membrane are of great importance (sometimes essential) to cells. since the\
trigger cascades of'events that may even result in the liberation of a massive amount
of Ca from intracellular stores (Fabiato and Fabiato. 1975).

In addition to being the barrier through which the "trigger" Ca penetrates into
cells. the plasma membrane is by definition the final controller of the Ca balance
between the intra- and extracellular spaces. Its Ca-importing and -exporting systems
are poised in such a way as to produce a final set point. which in adult cells results
in an -I 0.000-fold difference in the ionized Ca concentration that normally exists
between intra- and extracellular spaces. Three Ca-transporting systems are assumed
to exist in most eukaryotic plasma membranes: a channel that mediates the import
of Ca. a Ca-ATPase that mediates its export. and an Na/Ca exchanger that normall\
functions in the export direction, but which could also mediate Ca influx. partic-
ularly in some excitable tissues (eg.. heart). The relative importance of the three
systems varies from tissue to tissue. and it may even be questioned whether a given
system is molecularly the same in all cell types: a Ca channel with the properties
conventionally defined in excitable tissues does not appear to exist in nonexcitable
cells (e.g., the erythrocyte: Varecka and Caratoli, 1982). The liver Ca-ATPase
appears to be different (Lotersztajn et al.. 1981 ) from most other plasma membrane
Ca-ATPases (Carafoli and Zurini. 1982).

The long-term algebraic sum of' the Ca-transporting operation of the three
systems under physiological conditions must by necessity be zero. since Ca overload
and Ca deprivation do not normally occur in cells. The overall operation of' the
two Ca-exporting systems will thus offset the Ca-importing function of the Ca
channel. The Ca-ATPase operates as a system designed to continuousy ciect Ca
from cells. It interacts with Ca with adequate affinity even in the submicromolar
concentrations present in most cylosols. but its total transport capacit. is low. B\
contrast, the Na/Ca exchanger presumably only ejects Ca with reasonable efficienc\
when its concentration in the cytosol increases to levels adequate for its Io\k Ca
affinity.

In this succinct overview, some recent developments in the area of' the ('a-
ATPase and the Na/('a exchanger will be described and discussed. The Ca channel
will not bc considered. since it is the topic of another presentation in this volume.
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The Ca-transporting ATPase of Plasma Membranes
The discovery of the ATPase dates back to 1966 (Schatzmann, 1966). Subsequent
work has characterized the enzyme as one of the members of the so-called E1-E,
transport ATPases. i.e.. enzymes that tbrm a phosphorylated intermediate in the
reaction cycle and are inhibited by vanadate. The studies of Gopinath and Vincenzi
(1977) and Jarrett and Penniston (1977) have established that the enzyme is
stimulated by calmodulin. which increases the affinity of the ATPase for Ca down
to a Km below 0.5 WM. The observation that calmodulin stimulates the ATPase has
opened the way to its isolation in a functionally competent state using calmodulin
affinity chromatography columns (Niggli et al., 1979). The purified enzyme has
been studied in detail, mainly in the laboratories of Carafoli and Penniston (see
Carafoli and Zurini, 1982, for a review). Among the properties that have been
established in the purified enzyme are (a) the transport of Ca in reconstituted

.
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Figure I. Protcol.sis of the purified Ca-ATPase of the erythro)e. e plasmia membrane b\

trypsin.

systems and its Ca/ATP stoichiometry of' 1:1. (h) the obligatorN exchange of
protons, with a probable 2:1 electroneutral stoichiometr\ during the transport of
Ca, and (c) the alternative stimulation of the enzyme in the absence ofcalmodulin
by acidic phospholipids and long-chain polyunsaturated thtt. acids. The stimula-
tion of the purified enzyme in the absence of calmodulin by controlled proteol\sis.
already observed in situ (Taverna and Hanahan. 1980: Enyedi et al.. 1980). is of
particular interest since it has permitted the mapping of functional domains in the
ATPase molecule (Zurini et al.. 1984: Benaim et al.. 1984). Treatment with try psin
produces a number of transient and limit polypeptides (Fig. I). Among the transient
polypeptides. a group ranging in .Al from 90 to 76 kD still contains Ca-stimulated
ATPase activity and pumps Ca into reconstituted liposomes (the lo\%est-.I/, member
of the group. the 76-kD polypeptide. has not vet been reconstituted). Analysis of
the polypeptides of' this group reveals that the sequence of' production is 90. 85.
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81. and 76 kD. The first two products still bind calmodulin: the last two do not.
Protracted trvpsin proteolysis splits the 76-kD polypeptide in a process that
apparently yields two fragments of AI, 48 and 26 kD. The former is still able to
form an acyl-phosphate when incubated with Ca and ATP, but no information is
available on its ability to transport Ca (Zurini et al., 1984). It is of interest that
treatment with trypsin almost immediately removes a polypeptide of AI, -33 kD.
which hinds hydrophobic probes better than any other fragment of the molecule.
and thus presumably contains its most hydrophobic segment(s) (Zunni et al..
!984). Since this fragment is evidently not involved in the transmembrane Ca-
transport reaction (the 90-81-kD polypeptides, which do not contain it, still
transport Ca across lipid bilayers). it is possible that its role is to anchor the ATPase
molecule to the membrane without contributing to the "Ca channel" proper. The
latter would then be formed by other, possibly less hydrophobic, transmembrane
loops (Fig, 2). A similar situation has been postulated to prevail in other E,-E 2

Sites of Colmodjhn binding,

Ca binding, / -P binding,
aspartyl phosphate form ion

33 r[ onChorg '

dorroir. putative
B~rds hydrophebc tronsmembrone

probes Co path

Figure 2. A h~pothetical scheme of' the architecture of the Ca-ATPase in the plasma
membrane.

transport ATPases. e.g., the Ca-ATPase of sarcoplasmic reticulum (MacLennan et
al., 1985) and the proton-pumping ATPase of the yeast plasma membrane (Serrano
et al.. 1986).

The eltects of calmodulin on the Ca-dependent ATP hydrolysis and on the
liposomal Ca pumping by the 90-. 85-. and 81-kD fragments are interesting. The
90-kD fragment exhibits properties that are practically indistinguishable from those
of the intact ATPase: i.e.. it binds calmodulin and responds to it with an increase
in its Ca affinity. In the absence of calmodulin. the activity of the fragment appears
repressed, as is the case for the intact enzyme. The 85-kD fragment binds calmod-
ulin but fails to respond to it: i.e.. its ATPase- and Ca-pumping activities are not
stimulated or are stimulated only marginally: the fragme -t remains repressed in
spite of the presence of the activator. The 8 l-kD fragment does not bind calmodulin
and has fully expressed activity in the absence of the activator. It is of interest that
the stimulation by acidic phospholipids is maintained in this fragment in spite of
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the absence of calmodulin activation. A scheme of the architecture of the calmod-
ulin-interacting domain of the ATPase, based on the results described above,
proposes that access to the active site of the molecule is limited by a 9-kD
polypeptide that consists of the calmodulin-binding site proper and of a peripheral
sequence that does not bind calmodulin but is essential for the expression of its
stimulation (Benaim et al., 1984). Calmodulin activation is visualized as resulting
from a conformational change of the 9-kD sequence that facilitates access to the
active site.

In agreement with findings on other ATPases of the Ej-E 2 group, the Ca-
ATPase of plasma membranes also appears to undergo conformational changes in
the transition from the E, to the E2 state. These changes can be revealed using a
number of methods: intrinsic-fluorescence and circular-dichroism procedures have
recently been used in our laboratory (Kr!bs et al., 1987), and have documented
large modifications of the total a-helix content of the molecule, as well as more
subtle changes. probably confined to the region containing its active site, during
the E1-E2 transition. The latter changes can be conveniently explained with the
occlusion of Ca in a "'pocket" of the molecule, where one or more tryptophans
would experience a different level of hydrophobicitv. ATP would "liberate" the
occluded Ca. returning the pocket to its original conformation (i.e.. to the original
hydrophobicity level).

The Na/Ca Exchanger of Plasma Membranes
Before 1979. Na/Ca exchange had been studied almost exclusively in "intact" heart
(Reuter and Seitz, 1968) and nervous tissue preparations (Blaustein and Hodgkin.
1968). In 1979, Reeves and Sutko succeeded in demonstrating the reaction in a
preparation of vesicles obtained from heart plasma membranes: their finding
opened the way to a number of studies, mechanistic and/or structural. that were
not possible in intact tissues (see Blaustein and Nelson. 1982. and Philipson and
Nishimoto, 1982. for recent reviews). It has now been established that the system
functions electrogenically, exchanging 3 Na for I Ca. and that it has a lower Ca
affinity (Km > 2-10 tiM), but a much higher maximal Ca transport velocity (>15
nmol/mg of membrane protein-s) than the Ca-ATPase. A number of treatments
and compounds activate (EGTA. fatty acids. limited proteolvsis) or inhibit (Mg2 )
the exchange process. The activation/deactivation of the reaction by a phosphorvl-
ation/dephosphorylation cycle is also of interest.

The exchanger has been solubilized from the membrane environment with
the aid of detergents and reassembled in liposomes together with most of the
solubilized proteins (Miyamoto and Racker. 1980). Although the procedure does
not result in the purification of the exchanger, it provides a very important tool in
purification attempts. Since the exchanger is enzymatically silent, and specific
inhibitors that would enable it to be tagged have not yet been identified, purification
approaches must of necessity rely on the reconstitution of the exchange activity for
the success of the procedures to be assessed.

Purification studies on heart sarcolemma (Hale et al.. 1984: Soldati ct al..
1985) and brain synaptosomes (Barzilai et al., 1984) have employed a number of
techniques. including the exposure of sarcolemma extracts to proteases (Hale c
al.. 1984) and the exposure of heterogeneous populations of solubilized and
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reconstituted synaptosomal plasma membrane vesicles to an Na gradient in the
presence of Ca. Hale et al. (1 984) have concluded that the heart plasma membrane
exchanger is a glycoprotein of .11, 82 kD whereas Barzilai et al. (1984) have
identified it with a protein of .l1, 70 kD. Work in our laboratorv (Soldati et al..
1985) has correlated the exchange activity of heart sarcolemmal Triton X-100
extracts with the enrichment of specific proteins after rate-zonal centrifugations on
sucrose gradients. It has been found that the reconstituted exchange activit
correlates best with a protein of Mr -33 kD: the latter protein has thus been
tentatively identified with the exchanger. On the basis of this tentative identifica-
tion. in a more recent series of experiments, polyclonal antibodies have been raised
in rabbits using the 33-kD protein eluted from preparative SDS-polyacrvlamide
gels (Longoni. 1986: Longoni. S., and E. Carafoli. manuscript in preparation). The
purified gammaglobulins inhibit, albeit only up to 50%". the Na/Ca exchange
activity of heart sarcolcmmal vesicles (Fig. 3). As expected, when applied to
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!'igure 3. Inhibition of the Na/Ca exchanger of dog heart sarcolemnma %esiclcs (SI VI b\
antibodies (Ig(i) against the proteins of the 30-kD region of heart sarcolemma. Ilie prepa-
ration of the sarcolenimal vesicles. their solubilization, the preparation of pol\clonal anti-
bodies against the proteins of the 30-kD region of preparative St)S-pol.\acr\lamidc gels. and
the measurement of the Na/Ca exchange process are described in Soldati et al. ( I98).
longoni ( 1996). and Longoni and Caratfoi (manuscript in preparation). (*) Purified 11munC
lg(: (0O) purified preimmune lg(i.

nitrocellulose-transferred protcitns of heart sarcolemma SDS-pol.vacr-vlam ide gels.
they react with a protein of .11, 33 kD (Fig. 4). Interestingly. how\c'er. the\ also
interact with a protein of'.1l, -70 kD and, under nonreducing conditions, also \% ith
a protein in the 140-kD range. Under reducing conditions. the reactivit\ \\ ith the
140-k) band disappears, and that with the component of .11, 70 kD \\eakens.
-hese results indicate that the basic unit of the Na/Ca exchanger max indeed be a

component of .11, -33 kD: they also indicate a disultide-bond-linked transition
from monomer to dimer (70 kI)) to tetramer ( 140 k)), as indicated in Fig. 5. \\C
hope that work now in progress will clarif\ which of these forms is the actic
exchanger species. Other experiments currently underway are aimed at the produc-
tion of niore specific antibodies, since those used in the experiments described ha'c
been raised using an electroeluted SDS-polyacrylamide /one that contains,. in
addition to the main 33-kD band, a number of contaminants.
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Figure 4. Reactivitv of purified immunoglobulins obtained with the proteins of the 10~-1)
region of heart sarcolemma with nitrocellulose-transfe~rred sarcolemmal vesicle extracts.
Details are given in the legend to Fig. 3. Further details on the transfer of' the proteins to
nitrocellulose and on the incubation with the immunoglobulins can be found in Longoni
( 1986). C 1) No dlithiothreitol was present in the medium: (B) 3 mM dithiothreitol was
present.

Summary
Eukarxotic plasma membranes contain three Ca-transporting systems: a Ca chan-
nel. a n AlPase. and an Na/Ca exchanger. The ATPase is a high-afl-Initv. low\-
capacit\ ssstem. which continuously pumps Ca out of cells. The Na/Ca exchanger
is a lo-x%-aflfinIt\. high-capacity system, which is particularly active in excitable cells.
The exchanger probably functions in both the Ca effux and influx directions.

The Ca-ATPase is a single polypeptide Of .XIr 138 kD. which is activated b\
calmodulin or. in its absence, by acidic phospholipids. polyunsatuirated flatttv acids.
and limited proteolytic treatments. Trypsin produces a number of fragments. some
of' which (.11, 90. 85. and 81 WD) function as ATPases and transport Ca across
reconstituted bilayer membranes. Trypsin proteolysis in the presence of different

s- S _

31-* S-S ->H-S
s TT O_ _ TT

S S S

S-S_ H H H

F'igure 5. A h~ pothctical schemc ot'lthe subunit comiiposition ot the plasma nicmbranc Nsa
(a exchanger.



28 ( e// ( "ah'nun and .Memhran, I ranv %irl

eflectors has permitted us to locate the calmodulin-interacting domain of the
enzyme in a 9-kD peripheral sequence that consists of a 4-kD calmodulin-binding
subdomain and a subdomain of 11r 5 kD. which is essential for the expression of
calmodulin stimulation.

The Na/Ca exchanger of plasma membranes has not yet been identified with
certainty. On the basis of purification attempts using different approaches, probable
.11r's of 82, 70, or 33 kD have been proposed. Antibodies raised against the 33-kD
protein partially inhibit the exchange activity of heart sarcolemma vesicles. They
interact with the 33-kD protein, but also. under nonreducing conditions. with
proteins of 11, -70 and -140 kD. Under reducing conditions, the reactivity with
the latter component disappears. It is suggested that the monomeric 1Mr of the
exchanger is 33 kD, and that intermolecular disulfide bridges associate monomers
into dimeric and tetrameric forms.
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Introduction
Isolated nerve terminals (synaptosomes) produced by the gentle homogenization
of brain tissue not only provide a model system for studying the uptake, metabo-
lism, storage, and release of neurotransmitters. but also function as metabolically
autonomous "'mini-cells." In physiological media, their Na* pump maintains a
plasma membrane potential of some -60 mV (Scott and Nicholls, 1980: Rugolo
et al.. 1986). The plasma membrane possesses carriers for the accumulation of
neurotransmitters and precursors by Na* cotransport (for review, see Kanner.
1983), together with multiple pathways for the uptake and extrusion of Ca>2. which
will be discussed in this chapter. Studies with indicators of free cytoplasmic Ca"'
indicate that this parameter is maintained well below I uM in the polarized
preparation (Ashley et al., 1984: Richards et al., 1984; Hansford and Castro, 1985:
Nachshen, 1985).

The synaptosomal cytoplasm contains the complete glycolytic pathway and
relies heavily upon glycolysis for energy production (Kauppinen and Nicholls.
1986a). The guinea pig synaptosomes discussed in this chapter are highly aerobic.
and >90% of the total glycolytic activity in the guinea pig preparation takes place
in synaptosomes containing functional mitochondria, as judged by the 10-fold
stimulation of glycolysis upon activation of the Pasteur effect (Kauppinen and
Nicholls, 1986a).

Guinea pig synaptosomes show a fivefold respiratory control (Scott and
Nicholls, 1980; Kauppinen and Nicholls. 1986a) and this spare respirato capacity
can be utilized, for example, to drive the cycling of Na' across the plasma
membrane in the presence of the Na' channel activator veratridine (Scott and
Nicholls. 1980). The in situ mitochondria maintain a membrane potential of 150
mV (Scott and Nicholls. 1980) and can reversibly accumulate Ca" (Akerman and
Nicholls, 1981a).

Synaptosomes are thus far more "Intact" than is commonly assumed and
provide a suitable system for studying the integration of the plasma and mitochon-
drial Ca 2 -transport pathways in the regulation of cytosolic free Ca>' and the role
of this parameter in the initiation of transmitter release. In this chapter. we shall
review the evidence for the different modes of plasma and mitochondrial Ca"
transport, and their roles in the metabolic and secretory functions of the terminal.

Ca" Transport by Isolated Brain Mitochondria
The chemiosmotic mechanism by which mitochondria link respiration to ATP
synthesis (for review, see Nicholls, 1982) also provides the driving three for the
movement of Ca>' across the mitochondrial membrane (Nicholls and Crompton.
1980: Nicholls and Akerman. 1982). The pumping of H out of the matrix b\ the
respiratory chain leads to a membrane potential - across the mitochondrial
inner membrane of 150-180 mV. negative in the matrix. The inner-membrane
uniport carrier for Ca* allows the electrogenic entry of the divalent cation. Since
the equilibrium distribution of a divalent cation across a membrane increases 10-
fold for each 30 mV of membrane potential. the Ca> -uniporter in isolation would
therefore lead to the irreversible sequestration of Ca2' within the matrix. Howe er.
mitochondria also possess independent pathways For Ca* efflux from the matrix
(Crompton et al., 1976), which in brain mitochondria is a Ca>'/Na' exchange
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(Crompton et al., 1978; Nicholls, 1978). The driving force for Ca>' uptake via the
"efflux" pathway is smaller than that for the uniporter, mainly because the
exchanged Na' compensates for the charge on the Ca-21. As a result, a steady state
cycling occurs that is driven by protons extruded by the respiratory chain but
requires only a small fraction of the mitochondrial energy supply.

Although the ion movements during steady state cycling are symmetrical
across the inner mitochondrial membrane, the kinetics of the individual pathways
are distinctive. The activity of the uniporter increases as the cube of the free
external Ca -

2> (Zoccarato and Nicholls, 1982). Indeed, when Ca>2 is >5 UM, the
entire respiratory capacity of the mitochondrion is utilized to accumulate Ca>.
The only major exception to this appears to be heart, where the V,., of the Ca2

,-

uniporter is limited.
The kinetics of the efflux pathways are difficult to determine in absolute terms,

since the relationship between free and total Ca , in the matrix is not constant.
but depends on the anion content of the matrix, particularly phosphate (Zoccarato
and Nicholls, 1982). In heart mitochondria, the matrix free Ca-' increased linearly
with the Ca -

2> load over the range 1-5 nmol Ca2+/mg protein, but with <1 part per
1,000 as free cation (Hansford. 1985). At higher matrix Ca>* loads (>10 nmol/
mg). the activity of the efflux pathway stabilizes at a rate that shows a reciprocal
relationship with the free phosphate in the matrix: this suggests that the formation
of a Ca2-phosphate complex prevents any further rise in matrix free Ca ' (Zoc-
carato and Nicholls, 1982).

The two pathways allow for the precise regulation of transmembrane Ca,
distribution. At steady state, the external Ca> is maintained, which allows the
uniporter to exactly balance the effmux pathway. Thus, at high matrix contents
(>10 nmol/mg), this "set point" becomes independent of matrix Ca> . and isolated
mitochondria act as perfect buffers of Ca>. For most mitochondria in the presence
of physiological concentrations of Na and Mg. the set point lies in the region 0.5-
3 uM. which is at the upper limit of the normal range of Ca> determined in intact
cells. The verN steep dependence of the uniporter upon Ca> means that any
increase in free Ca>' beyond the set point is rapidly sequestered by the mitochon-
drion.

When there is insufficient matrix Ca 2 to complex with phosphate (<10 nmol/
mg), there is no set point, the activity of the efflux pathway increases with matrix
Ca>* content (Hansford, 1985), and both extramitochondrial and matrix free Ca'

concentrations will increase when more Ca 2> is added to the system. Three matrix
enzymes can be regulated by Ca2> (Denton et al., 1980). Pvruvate dehydrogenase
exists in an inactive phosphorylated form (PDHb) and as a catalytically active
dephosphoenzyme (PDH,). The dephosphorylation is catalyzed by a phosphatase
that is activated by Ca ' in the range 0.1-10 pM. The effect of increasing free Ca'

in the matrix is thus to increase the I'ma, of the PDH complex. The other two
enzymes, NAD-linked isocitrate dehydrogenase (Denton et al.. 1978) and 2-
oxoglutarate dehydrogenase (McCormack and Denton, 1979). show an increase in
their affinity for isocitrate and 2-oxoglutarate. respectively, over the same range of
Ca2+.

Mitochondrial Ca>* transport pathways can thus either regulate matrix free
Ca> (at low matrix Ca>+ loads) or set an upper limit to the cytosolic free Ca-+ (at
higher matrix Ca>*). While it is frequently maintained that only one of these
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functions can be of physiological relevance, this is unnecessarily restrictive. since
the transport pathways would automatically switch from one function to the other.
depending upon the circumstances within the cell.

Ca2" Transport by Intrasynaptosomal Mitochondria
After preparation. which involves Ca -

2> chelators and Ca2+-free media. synapto-
somes contain only 0.5 nmol Ca2/mg protein (Scott et al., 1980). In the presence
of 1.3 mM ('a2, they reaccumulate 5-10 nmol Ca2+/mg protein within 30 min.
Rapid disruption and fractionation of synaptosomes by digitonin in the presence
of RGTA and ruthenium red shows that -50% of this Ca>2+ is within the digitonin-
resistant pellet (Scott et al.. 1980. Akerman and Nicholls, 1981 a). The pellet Ca"
was reduced by 85"1 in svnaptosomes, where the mitochondrial membrane poten-
tial (- , and mitochondrial ATP synthesis were specifically collapsed by rotenone
plus oligomycin. but not when oxidative phosphorylation was abolished, and A ,
\%as retained. by oligomycin alone. This indicated that the Ca> in the digitonin-
resistant pellet was retained by the mitochondrial membrane potential, rather than
b\ ATP (which would eliminate the possibility that the pellet Ca>' was within
digitonin-resistant endoplasmic reticulum).

When synaptosomes are depolarized bv elevated K' or by veratridine. the
total Ca> content increases rapidly by 30-50% owing to activation of the voltage-
dependent Ca" channels (Blaustein. 1975). With high K4 . essentially all the
increased Ca> is further translocated into the mitochondria, which provides a
direct indication, in this in vitro system, of their Ca2'-buffering capabilities (Ak-
erman and Nicholls. 198 1a).

While the "bufTering" mode for mitochondrial Ca -
2> transport can thus be

clearly demonstrated in the isolated synaptosome. the "'dehydrogenase controlling"
mode is more elusive. The depolarization-induced Ca ' entry into synaptosomes
does cause a slight increase in the proportion of PDHa in the mitochondria (Schaffer
and Olson, 1980: Hansford and Castro, 1985). although the synaptosomes have an
exceedingl\ high initial content of PDH,. (90ci in the former study and 68(% in the
latter). Pyruvate (either exogenous or generated by glycolysis) is an excellent
substrate for intact synaptosomes. and the availability of the substrate has a marked
effect upon the magnitude of A ,, in situ (Kauppinen and Nicholls. 1986a). The
ease with which s.naptosomes can be completely depleted of Ca>' (Scott et al..
1980) provides a model for testing the role of Ca- + as an activator of pyruvate
oxidation in a "'cellular" environment. This is important, since the abilit\ of Ca'
to activate the PD11 complex in vitro requires the unphysiological conditions of
an absence of pyru~ate and ver. high ATP/ADP ratios. Rather disturbingl\. no
difference whatsoe~er can be detected in the ability of pyruvate to maintain
synaptosomal 1,, ATP/ADP ratios, or respiration in the presence or absence of'
intrasynaptosomal Ca>21 (Kauppinen and Nicholls, 19861,). Thus, it does not appear
that Ca 2* regulation of' pyruvate oxidation occurs in the near-physiological envi-
ronment of the intact synaptosome.

A major role for endoplasmic reticulum in synaptosomal ('a regulation has
been proposed, based on the ability of hypotonic lvsates of synaptosomes to catalyze
the ATP-dependent uptake of Ca>21 (Blaustein et al., 1978). However, since the
same preparation techniques produce plasma membrane vesicles that can be
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identified b\ marker enzymes (Michaelis et al., 1983) and by the coexistence in the
same membrane of the (Na' + K')-ATPase, a (a'-transporting AlPase (Gill et
al.. 1981). and amino acid uptake pathways (Kanner. 1983). the observed ATP-
dependent Ca transport ma\ be across inserted plasma membrane %esicles rather
than endoplasmic reticulum.

Synaptosomal Plasma Membrane Ca2 ' Transport
In recent y'ears, it has become apparent that the plasma membranes of excitable
cells possess two pathways, a Ca-+-translocating ATPase and an Na+/Ca>* ex-
changer, both of which are capable in theory of'extruding Ca2

* from the cell against
the considerable Ca 2 electrochemical gradient that exists across the membrane
under physiological conditions. Early studies with intact synaptosomes emphasized
a role for Na+/Ca' * exchange in the extrusion of Ca" from the cytosol (Blaustein
and Oborn. 1975). However, the Na' dependence for Ca + efflux could onl\ be
demonstrated in the unphysiological condition of external Ca> depletion (Blaustein
and Ector, 1976). At the same time, a Ca -ATPase acti\ity was detected. %%hich
now appears to be largely localized on the plasma membrane (see above).

To assess the role of the two pathways in the extrusion of Ca> , it would be
advantageous to inhibit each in turn and to see the effect on the abilit\ of the
terminal to regulate Ca". Vanadate is a potent inhibitor of the plasma membrane
Ca2+-ATPase, but is ineffective in intact synaptosomes since it does not permeate
the plasma membrane. An alternative strategy is to lower the ATP/ADP ratio in
the cytoplasm to deprive the Ca2>-ATPase of ATP. When this is done b\ the
combination of iodoacetate and protonophore. the net accumulation of Ca' b\
synaptosomes is increased (Akerman and Nicholls. 1981c). which suggests the
inhibition of an ATP-dependent Ca-'-extrusion mechanism. Controls showed that
Na'-pump inhibition did not underlie the increased Ca> uptake.

An alternative approach is to abolish the driving force for Ca> extrusion b\
the Na'/Ca2" exchanger. i.e., the Na' electrochemical gradient. by ouabain plus
veratridine (Snelling and Nicholls. 1985). Under these conditions. there is an
increased Ca" uptake. but this is almost entirely a consequence of the acti\ation
of voltage-dependent Ca" channels as a result of the plasma membrane depolari-
zation. Ca> stabilizes at -I MM (Hanslord and Castro. 1985) and Ca> can be
pumped out across the plasma membrane as fast as it leaks into the terminal
(Snelling and Nicholls, 1985). These experiments indicate that, at least in the nerve
terminal, the Ca2+-ATPase is the dominant influence at the plasma membrane.
However, calmodulin antagonists, such as tritluoroperazine. cannot be used to
investigate the regulation of the Ca2>-ATPase in situ, since they are potent uncou-
piers of the mitochondria within the synaptosomes (Snelling and Nicholls, 1984).

A steady state cycling of'Ca- between independent uptake and efflux path\ays
occurs across the plasma membrane. Even with polarized synaptosomes. there is a
continuous leak of Ca2+ into the terminal, which is balanced b\ the efflux (Snelling
and Nicholls, 1985). Since the Ca'*-ATPase in the plasma membrane shares with
the mitochondrial Ca-uniporter the property of being highly dependent on ('a'.
in the steady state the plasma membrane would seek to maintain a precisel\
regulated cytoplasmic free Ca' at which the activit% of the Ca2 -ATPase would
match that of the influx pathway. In the nerwe terminal, this balance occurs at
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-0.2 uM (Hansford and Castro, 1985). A threefold increase in inward Ca 2 flux
during chronic plasma membrane depolarization (Snelling and Nicholls. 1985)
appears to raise this plasma membrane set point to 0.5 uM (Hansford and Castro.
1985).

Depolarization-induced Ca" Entry
It has long been established that plasma membrane depolarization induces a rapid
uptake of Ca' into the svnaptosome (Blaustein, 1975) through voltage-dependent
Ca' channels that can be inhibited by high concentrations of verapamil. The
detailed kinetics of Ca entry show an exceedingly rapid phase. lasting only 1-2 s,
f'ollowked b% a continuous Ca" entry, which is elevated beyond the rate seen in
polarized s.naptosomes (Nachshen and Blaustein. 1980: Drapeau and Blaustein.
1983).

Cytosolic Free Ca"-
Measurements of intrasynaptosomal cytoplasmic free Ca" using the fluorescent
(a-Ilndlicator quin2 indicate a resting Ca' of -0.2 yM (Richards et al.. 1984:
Ashle\ et al., 1984: Hansford and Castro. 1985: Nachshen. 1985). With high KCI,
there is a rapid increase to 0.5 pM, while with veratridine. a value of 0.8 UM is
slowly achieved over a 5-min period (Hansford and Castro. 1985). It should be
emphasized, first, that the indicator technique measures the averaged free Ca'
over the whole cytoplasm and so will not register higher concentrations localized.
perhaps transiently, close to the plasma membrane, and second. that the very
presence of the indicator, with its requirement to chelate Ca>2* in order to measure
it, buffers and diminishes the extent of the increase in Ca>*.

As discussed above. cytoplasmic Ca* will stabilize at a value at which uptake
and efflux across the plasma membrane balance. Neither the mitochondrion nor
any endoplasmic reticulum can play a role in defining the steady state Ca'.
Instead. the mitochondrial matrix and endoplasmic reticular lumen must adjust
their Ca> content until uptake and efflux from the cytoplasm balance.

The Coupling of Ca2" to Secretion in the Synaptosome
A dependence on extracellular Ca>' for the depolarization-induced release of a
putative transmitter or hormone has long been accepted as an important criterion
ofexccytosis (Douglas. 1974). Studies with isolated synaptosomes have established
that the rapid kinetics of release of labeled dopamine cDrapeau and Blaustein.
1983) correlate well with the entry of Ca 2 in the first few seconds after depolari-
zation. However. studies of putative amino acid neurotransmitters such as GAB.\
or glutamate have been complicated by the need to distinguish "exoc\totic" release
upon depolarization from the relatively slower depletion of the extensi\e c. to-
plasmic pools of these putative amino acid transmitters. Man\ agents that hae
been proposed to initiate Ca--dependent exocvtosis have been seen on closer
analysis merely to induce the release of cytoplasmic pools of the amino acids after
a decrease in the Na* electrochemical gradient across the plasma membrane (Sihra
et al., 1984). Recentl\, however, we (Nicholls and Sihra. 1986) have described a
continuous fluorometric assaN for released glutamate, which has enabled us to
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follow the authentic exocytotic release of this neurotransmitter and its coupling to
Ca->.

Fig. I shows that in the presence. but not the absence. of external (a'.
depolarization with KCI induces a rapid release of -2 nmol of glutamate per
milligram of synaptosomal protein. The characteristics of this release clearl%
indicate an exocytotic mode, and are as follows (Nicholls and Sihra. 1986: Nicholls.
D. G., T. S. Sihra, and J. Sanchez-Prieto. manuscript submitted for publication).
(a) Ca--dependent release is very rapid and is largely complete before significant
glutamate is lost from the cytoplasm by reversal of the uptake pathway. (h)
Glutamate release shows a sigmoidal dependence of . with a threshold at -40
mV. which is consistent with the need for activation of voltage-dependent channels
(Fig. 2). (c) Ba- and Sr-> can substitute for external Ca-'.(d) Ca>*-dependent
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Figure 1. Dependence of the rapid depolarization-induced release oft -glutamate from guinea
pig synaptosomes upon the presence of external ('a-. Synaptosomes "ere incubated in a
stirred cuvette in the presence of glutamate dehydrogenase and NADP'. Depolarization was
induced by 30 mM KCI and the released glutamate was monitored b the increase in
fluoresLence of the reduced NADPH. (a) With 1.3 mM Ca:" (b) with 0.5 mM FGIA. For
further details, see Nicholls and Sihra (1986).

glutamate release is inhibited by verapamil at high concentrations. (0) Partial
depletion of the cytoplasmic pool of glutamate by a brief exchange with 1-aspartate
has no effect on Ca2"-dependent release. (f) Preincubation of synaptosomes before
depolarization decreases Ca2'-independent cytoplasmic release but enhances Ca,-
dependent release, which is consistent with a translocation from cytoplasm to
vesicle. (g) Veratridine induces Ca2-- dependent glutamate release. (h) Glutamate
release is dependent on cytoplasmic ATP.

One surprising feature is that the Ca> sltored in the intrasynaptosomal mito-
chondria is not able to induce the characteristic pattern of exoc.totic glutamate
release. Protonophores. such as FCCP. cause a rapid release of Ca from the
mitochondria and an increase in cytosolic free Ca>* (Heinonen et al.. 1984), which
is ultimately pumped out of the synaptosome (Akerman and Nicholls. 198 10.
However, no glutamate release occurs (Fig. 3). This is not due to a protonophore-
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induced block of the exocytotic mechanism, since the subsequent addition of K(i
leads to a normal release, but rather implies that actual transport of Ca2* across
the plasma membrane is essential.

The Ca-/2H+ ionophore ionomycin causes the rapid release of glutamate in
a Ca+-dependent manner. Ca2' ionophores have a number of side effects, in that
they depolarize the plasma membrane and deplete the cytoplasm of ATP (Akerman
and Nicholls, 1981h). However, a range of concentrations of ionomycin can be
chosen such that plasma membrane depolarization is insufficient to activate
voltage-dependent Ca2' channels, and ATP depletion is insufficient to inhibit
exocytosis. Under these conditions, the extent of exocytosis is closely comparable
to that seen with KCI (Fig. 4).

Increasing ionomcin concentrations should raise the cytoplasmic free Ca- +

proportionately. We have previously described a technique whereby cytoplasmic
free Ca" can be estimated hy using Ca' ionophorcs (Akerman and Nicholls.

2

"E o,

a

b 0 2I , 0o 0(rmin)2

F'igure 4. lonmrn\cin-induced glutamate release. S naptosomes \\ere incubated as described
in Fig. I. \Where indicated. 5) pvl ionom.cin Io.I ,as added: (a) with 1.3 mM Ca-': (t,)
\\ith (.5 mM (i FA.

1981 ). Briefly. iononcin will dissolve also in the mitochondrial inner membrane
and greatl\ potentiate the Ca' eflIux pathvwa\. The rate ofCa" cycling, and hence
energy dissipation. at the mitochondrial inner membrane becomes a function of
the acti, it of the mitochondrial (a:-uniporter. , hich in turn is a function of the
free cytoplasmic Ca' that has been produced by the action of the ionophore at the
plasma membrane. The respiration of the synaptosomes theretbre increases when
the ionophore is added. owing to this energy load. Calibration with isolated
mitochondria allos a given extent of respiratory stimulation in the presence of
ionomrcin to be equated with a given free Ca> concentration. Fig. 5 shovxs the
relationship betwe en the c\toplasmic free Ca> and the glutamate release obtained
b\ this method,

Ca2  Fluxes during Synaptosomal Exocytosis
\n in\\ard flux Of (a" through \oltage-dependent (a.' channels could readil\
raise (Ca- close to the c. toplasmic Ilace to 5-1I0 M to actlilatc (a'-dependent
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exocytosis. Both the plasma membrane and the mitochondria would then imme-
diately start to remove Ca>* from the cytoplasm. The mitochondrion is likely to
be the dominant process in this initial lowering of Ca2+, since its entire respiratory
capacity can be diverted to the accumulation of the cation, whereas the plasma
membrane Ca2'-ATPase has a much more restricted Vrma,, and the Na*/Ca -'

exchange seems relatively inactive in the guinea pig preparation (Snelling and
Nicholls, 1985). The internal mitochondria should be capable of accumulating
Ca> at an initial rate of-50 nmol/mg min synaptosomal protein from a cytoplasm
with >5 pM Ca2 (Nicholls. 1978). whereas the plasma membrane Ca 2 -ATPase
would be -50 times slower (Snelling and Nicholls, 1985).
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Figure 5. (',oplasmic free ('a' required for the ionomvcin-induced release of glutamate.
Ssnaptosomcs were exposed to a range of ionomvcin concentrations in the presence of
c\ogerous ('a' and the glutamate release was monitored. In a parallel experiment, the
respirator5, stimuiation caused h% the ionophore was followed in an ox.gen electrode. Vhis
was in turn related to the free Ca2' concentration required to induce the same stimulation
in isolated brain mitochondria incubated under plausibl\ physiological conditions. For
further details, see kkerman and Nicholls H 98 1 M.

The mitochondrion would continue to lower Ca>* until its set point was
attained at -I uM. Because of the extremely high capacity of the mitochondrion
to accumulate Ca2

+. this cycle could be repeated man- times, although eventuall\
the cell would demand a sufficient recovery period tbr the plasma membrane to
restore homeostasis. The plasma membrane Ca2>-ATPase would continue to lower
Ca' to 0.1-0.3 pM. Under these conditions, the mitochondrial Ca,>-uniporter
would not be able to balance the mitochondrial elflux pathway, and a net efflux of
('a + from the matrix would occur. The plasma membrane Ca> -ATPase would
thus eventually drain all the excess Ca> from the mitochondrial matrix and initial
conditions would be regained. In this model, the mitochondnion could be envisaged
as the central sink for the Ca>' entering across the plasma membrane to initiate
exocvtosis.
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Introduction
Ca entry across the cell membrane is important as a mechanism of signal trans-
duction in many cell systems. Driven by a steep electrochemical gradient. Ca entr?
may produce a rapid rise in intracellular Ca to trigger the release of hormones and
transmitters, regulate metabolic processes, activate Ca-sensitive membrane ion
channels, or initiate contraction. In light of the varied effects of Ca entry in a wide
range of cell types, it would be reasonable to suppose that Ca entry can be mediated
by a varietv of different pathways.

There is little dispute about the existence of voltage-dependent Ca channels in
a wide variety of excitable cells. Thanks to the development of new recording
methods and new chemical probes, much is known about the properties of voltage-
dependent Ca channels (Hagiwara and Byerly. 1983: Tsien, 1983: Reuter, 1983:
Trautwein and Pelzer. 1985: Tsien et al., 1987a, h). However, voltage-dependent
Ca channels are only one of a number of classes of Ca entry pathways that have
been postulated. In smooth muscle, for example. studies of ion flux. membrane
potential, and muscle tension led both Bolton (1979) and Van Breemen et al.

Ca"a

Ca.

Figure I. Schematic representation of proposed pathways fbr Ca delivery to the myoplasm
of smooth muscle cells. Pathways tbr Ca influx across the surface membrane include (left to
right): voltage-gated Ca channels, a Ca "leak" pathway, and receptor-operated calcium
channels. Receptor occupation by agonists can also induce release of internal Ca stores
(adapted from Cauvin et al.. 1983).

(1979) to propose that Ca entry is mediated by voltage-activated Ca channels and
two other kinds of Ca entry pathways. As illustrated schematically in Fig. 1. it wNas
hypothesized that "receptor-operated channels" open in response to neurotrans-
mitters and other stimulant substances, and that "leak channels" allow a stead%
resting influx of Ca. In this scheme of Van Breemen et al., receptor-operated
channels and leak channels are distinct from voltage-activated channels or intra-
cellular Ca stores that release Ca to mediate contraction in the absence ofextracel-
lular Ca. The concept of receptor-operated channels had already been formulated
by Somlyo and Somlyo (1968, 1971). as part of the explanation for "pharmaco-
mechanical coupling" in smooth muscle. Receptor-operated Ca channels have also
been invoked to explain a variety of findings in liver (Exton. 1982: Reinhart et al..
1984), exocrine gland cells (Putney, 1978), neutrophils (Korchak et al.. 1984). and
other cell types.

In contrast to the present agreement about voltage-activated Ca channels. the
existence of other kinds of Ca entry pathways remains much more controversial.
In the absence of direct experimental recordings under voltage clamp, the concept
of receptor-operated channels has not been universally accepted. Other authors
have argued that receptor-operated Ca channels are not necessary to explain the
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original experimental findings that led to their postulation (e.g.. Cohen et al.. 1986).
For example, observations of neurotransmitter effects on K-depolarized smooth
muscle (Evans et al., 1958) can be attributed to Ca release from internal stores or
to modulation of conventional voltage-dependent Ca channels that are incom-
pletely inactivated. Findings of Ca entry or depolarizing responses even at relativels
negative potentials and even in the presence of dihydropyridines can be explained
by the participation of dihvdropyridine-resistant, Imo-%oltage-acti'ated ('a chan-
nels (Cohen et al., 1986) or Ca-permeable cation channels gated b% intracellular
Ca (von Tscharner et al., 1986). Observations of Ca entrN or contractile actisation
in the absence of any detectable depolarization or even hyperpolarization (l)roog-
mans et al., 1977) could be explained by the participation of ('a-actiated K
channels (e.g., Benham et al., 1986). Arguments along these lines are ditlicult to

settle without an electrophysiological demonstration of receptor-operated channels
that minimizes the confounding effects of other permeabilit\ mechanisms.

In this chapter, we present direct evidence for the existence of all three
categories of Ca-permeable channels, based on patch-clamp experiments in single
smooth muscle cells of the rabbit ear artery. This preparation ser,.es as an example
of how resting Ca entry or Ca entry in response to depolarization and/or neuro-
transmitters controls cytoplasmic free Ca and thereby regulates cellular function
(contraction and control of blood pressure). We report single channel recordings
of (a) voltage-sensitive Ca channels activated b% membrane depolarization. (b)
receptor-operated Ca-permeable channels activated b\ AIP. and () "leak" chan-
nels that are active even without depolarization.

Methods
Adult rabbits (1.5-2.5 kg) were killed by cervical dislocation or b. intravenous
pentobarbitone injection. Single smooth muscle cells from the central ear arter\
were dispersed as previously described (Benham and Bolton. 1986)_ Briefl. the ear
artery was dissected free of connective tissue, cut into strips, and incubated for 90
min in low-Ca saline containing collagenase (Cooper Biomedical. Inc.. Malvern.
PA). elastase (Sigma Chemical Co., St. Louis, MO). and bovine serum albumin.
Cells were separated by trituration and stored at 4'C until use.

Membrane current recordings were made at 2 I°C using standard patch-clamp
techniques (Hamill et al., 1981). Current records were filtered at I kHz and sampled
at 5 kHz for analysis by a PDP-l 1/23 computer. Linear leak and capacitative
currents have been subtracted from the whole-cell current record of potential-
operated channels.

The recording pipettes (1-5 MQ2) contained an intracellular solution of the
following composition (mM): 130 CsCI. 5 HEPES. 10 EGTA. 3 MgCI,. and 0.5
ATP. buffered to pH 7.2 with TEA-OH. The physiological salt solution used for
the cell dissociation and for recording the Ca currents in Fig. I contained (mM):
110 NaCI, 5 KCI. 10 glucose, 10 HEPES, 1.2 MgCI,. and 1.5 CaCI,. buffered to
pH 7.3 with NaOH. Ca was reduced to 10 pM (added Ca) for the enzyme-
containing dissociation media. The isotonic Ba solution contained (mM): I10
BaCI2 , 10 glucose, and 10 HEPES. buffered to p1H 7.3 with TEA-OH. The junction
potential between the pipette and I10 mM Ba solutions was found to be -7 mV
(pipette negative), but has not been corrected for. Bay K 8644 and Ba\ R 5417
were giflts of Dr. A. Scriabine. Miles Laboratories, New Haven, CT.
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Results
Two Components of Voltage-gated Ca Current in Whole-Cell Recordings
To record inward Ca channel currents, we voltage-clamped arterial smooth muscle
cells with Cs-containing patch pipettes to reduce outward K currents, the dominant
membrane conductances in these preparations. When cells were bathed in a
physiological salt solution containing 1.5 mM Ca, small but clear inward currents
could be detected (Fig. 2A). With depolarizing voltage pulses from a holding

A 0 mV B
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1 0 pA

20 ms

C +20 mV D 50-
--- I (pA
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f ^ --- - - - - - ~ - - -
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-50-

50 pA
20MS -100-

Figure 2. Whole-cell Ca and Ba currents in ear artery cells. (-) Inward current record from
a cell in physiological saline containing 1.5 mM Ca. (B) Peak current-voltage relationship
for Ca currents in the same cell: HP = -80 mV. (C) Currents evoked by test pulses to +20
mV from HP = -30 mV (record 1) and HP = -80 mV (record 2) in another cell with 110
mM external Ba. The lower record shows the difference current signal obtained by subtracting
record I from record 2. (D) Peak current-voltage relationships for the same cell as in C,
evoked from HP = -30 mV (diamonds) and HP = -90 mV (circles). (From Benham et al..
1987h.)

potential (HP) of -80 iV. inward current was evoked at test potentials (TP)
positive to -50 mV. and reached a maximal amplitude of 10-15 pA at -0 mV
(B). The extrapolated reversal potential was positive to +50 niV, as expected for a
Ca-selective channel. Most of our recordings were carried out with 110 mM Ba in
the bathing solution (Fig. 2('). This greatly increased the Ca channel current,
reduced the possibility of contaminating outward currents, and improved the
stability of the recording. Cells remained relaxed and often gave peak inward
currents of 100 pA or more for as long as 30 min. In these smooth muscle cells,
unlike many other cell types, the addition of ATP (0.5 mM) to the pipette solution
was su'ficient to prevent rundown.
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With 110 mM Ba as the charge carrier, it was possible to distinguish two
components of inward Ca channel current that showed similarities to the currents
designated as L and T in cardiac cells and neurons (Fig. 2 C). Thus, our studies
parallel those of Bear et al. (1986) and Loirand et al. (1986). A sustained current
(component L) was seen in isolation in response to voltage steps from HP = -30
mV to TP = +20 mV. An additional, rapidly inactivating current (component T)
was recruited by using a more negative holding potential (HP = -80 mV): both
currents were strongly divalent cation selective, reversing polarity near +100 mV
(Fig. 2D). The amplitudes of the inactivating and sustained current components
were roughly equal in the whole-cell recordings illustrated here. However, wide
variations in the relative contributions were seen and some cells showed one type
of current almost exclusively. L current was absent in cells that appeared to be
damaged during the dispersal procedure; in healthy cells, the L currents were often
five times larger than the largest T current ever seen in isolation.

A +10 +30 B TP
-3OmV 10

L- _ -80
TP +10

mostly T

TP +30

most ly L

I50 pA

20 ms

Figure 3. Whole-cell currents in T- and L-rich cells with 110 mM external Ba. (A) Current
records from a T-rich cell (upper traces) and an L-rich cell (lower traces). evoked by
increasingly strong test depolarizations. HP = -80 mV throughout. (B) Effect of changing
the holding potential from -40 to -80 mV in the same two cells as in A. (From Benham et
al., 1987h.)

Kinetic Properties of T and L Currents
The properties of the individual current components were best characterized in
cells that showed one predominant current component. Fig. 3 displays a family of
records from a cell showing T current only (upper row), along with records from
another cell showing mainly L current (lower row). T current was partially activated
at TP = -30 mV and reached a peak at + 10 mV. Even at -10 mV, inactivation
was sufficiently fast so that the current declined completely by the end of the 150-
ms test pulse. If the holding potential was changed from -80 to -40 mV. this
transient current was entirely inactivated (Fig. 3 B). L currents were activated over
a range of test depolarizations somewhat more positive than the activation range
for T currents, and reached a peak at +30 mV. This difference can be seen in the
peak current-voltage relationships for these two cells (Fig. 4, ..1 and B). At a given
test potential, L current showed less inactivation than T current. During the 150-
ms test depolarization, some L current inactivation was seen beyond TP = + 10
mV: at +30 mV. the L current inactivated by -50'(' over the course of the test
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pulse. In contrast to T current, peak L current was reduced very little by changing
the holding potential from -80 to -40 mV (Fig. 3 B, lower traces). The difference
in the voltage dependence of inactivation of T and L currents is illustrated in Fig.
4C. Inactivation of T current is 50% complete at HP = -55 mV, while L current
is half-inactivated at HP = -23 mV.

A B

mostly T mostly L
(pA) I (pA)

V(mV) , , V(mV) ,

-50 -200

mostly T ,mostly L

-80 -60 -40 -20 0
V (mY)

Figure4. (.1 and B) Peak current-%oltage plots (HP = -80 mV) f1r the same two cells shown
in Fig. 3. (C) Steady state inactivation plotted for a T-rich cell (triangles) and an L-rich cell
(squares). The data were fitted by eve by curves of the tbrm I/1,. = /I I - exp[(O - Un)i
k]l. where V,, is the potential at which half" of the current was inactixated. For the T-rich
cell. I.., = 25 pA, IV, = -55 mV. and k = 5 mV. For the L-rich cell. 1. = 42 pA, I' =

-23 mV, and k = 10 mV. (From Benham et al., 1987h.)

Pharmacological Differences between T and L Currents
We found that T and L currents in arterial smooth muscle cells could be distin-
guished by their very different sensitivity to dihydropyridines. like T and 1. currents
in other systems (e.g., Bean. 1985: Nowycky et al.. 1985: Nilius et al.. 1985). We
examined the effects of both antagonist and agonist dihydropyridinc compounds
on L currents. The application of 5 uM (-)PN202-791, an antagonist compound.
almost completely blocked L current, even when the current was evoked from a
relatively negative holding potential (Benham et al., 1987h). With lower concen-
trations of antagonist. it was apparent that the degree of block depended strongly
on the holding potential, as previously reported in smooth muscle cells (Bean el
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al.. 1986) and cardiac cells (Sanguinetti and Kass, 1984: Bean, 1984). Exposure to
the dihsdropyridine agonists BAY' K 8644 or BAY R 5417. the (+)isomer of Ba\
K 8644. caused a large increase in L current amplitude, a shift in the peak current
to more negative potentials, and a more rapid inactivation (Benham et al., 1987h:
see also Bean et al., 1986). In contrast to L currents, T currents were very little
affected by dihydropvridine agonists or antagonists. The T current that remained
in the presence of the dihydropyridine Ca antagonist had a very similar time course
to T current in the absence of drug, and the voltage dependence of inactivation
was essentially the same (Benham et al., 19871h: see also Bean et al.. 1986).

OUTSIDE-OUT PATCH

A 6 +10mV C +10mV

- -80-3 mV. .. r8 . . . .. .v":-_ 115Q-30mV .. ... .-

pA
20 ms

Figure 5. Single channel currents recorded in isolated patches with 110 mM Ba as the charge
carrier. Representative current records were obtained from one patch with three stimulus
protocols. in C., only L channel activity was evoked from a holding potential of-3) mV. B
shows both types of currents with HP = -80 mV. and ,,t shows only T channel openings, at
TP = -3) mV. (From Benham et al., 19873.)

Unitary Currents Carried by T- and [-Type Channels

The whole-cell current recordings provided good evidence that ear artery cells
contain two types of voltage-gated Ca channel. To confirm this at the level of
individual ('a channels, we examined the properties of unitar ' currents in isolated
outside-out membrane patches with 110 mM Ba in the bathing medium. Fig. 5
illustrates two types of Ca channel with voltage- and time-dependent properties
corresponding to components T and L in whole-cell recordings. Channel activit~x
corresponding to L current was elicited by pulses from a relatively depolarized
holding potential (-30 mV) to a test potential of +10 mV (Fig. 5('). The unitar\
currents had an amplitude of - I pA and were evenly distributed throughout the
test pulse. Test pulses from HP = -80 mV to TP = -30 mV (Fig 5-I) evoked
another kind of channel activity that we attribute to T-type channels. In this case.
the unitars currents were only -0.5 pA in amplitude, despite the increased driving
force for Ba entrs at -30 mnV. which indicates that the unitary conductance is
much smaller than in the case of the L-tvpe channel activity in the right panel.

k~~~~!" mmm yi m kml" m i m"m0m 1 m5
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Fig. 5B shows that pulses from HP = -80 to TP = + 10 mV evoke activity of
both types of channel in combination, which is consistent with the behavior of T
and L currents in whole-cell recordings. At this more positive test potential, the
openings of the small-conductance channels are bunched near the beginning of the
sweep, as expected for a rapidly inactivating T current, while openings of the large-
conductance channel are seen throughout the pulse, as in panel C. Two of the
sweeps in B provide an illustration of unusually long openings of the large-
conductance channel, a pattern of gating (mode 2) that occurred in <I' of all
sweeps. Although not illustrated here, mode 2 activity of the L-type channels was
greatly promoted by the presence of dihydropyridine agonists. These observations

0 mV

-70 mV

MEAN PATCH CURRENT

0 1 pA

WHOLE-CELL CURRENT

15 pA

20 ms

Figure 6. Whole-cell and unitary F-type Ca channel currents from the same cell. The bathing
solution contained 5 pM (-)PN202-791 to minimize l-type Ca channel activit\. The \hole-
cell current (bottom trace) was recorded before the creation of an outside-out patch and
%ubsequent recording of unitary currents (noisy traces). The mean patch current is the
average of 143 individual records. Note the similar time coures of the mean patch current
and the whole-cell current. (From Benham et al.. 1987h.)

are very much in line with findings for L-type channels in other preparations.
including A 10 cells, a cell line derived from rat aortic smooth muscle (Fox et al..
1986).

The large-conductance channels were also sensitive to dihydropyridine Ca
antagonists: in the presence of(-)PN202-791, only small-amplitude unitary cur-
rents were observed. We took advantage of the dihydropyridine insensitivity of T-
type channels to look for stronger evidence of a correspondence between unitar\
openings with a small conductance and inactivating T currents in whole-cell
recordings. A whole-cell current was evoked in a cell in the presence of 5 UM
(-)PN202-791 and then an outside-out patch was pulled from the same cell (Fig.
6). The same stimulus protocol was then used to evoke patch currents. The average
patch current showed decay with a similar time course to the whole-cell current
obtained from the same cell. This provides strong evidence that the small-con-
ductance channels underlie the T current in whole-cell recordings.
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Single channel current-volhage plots were constructed from measurements of
unitar-y amplitudes at different potentials (Fig. 9). The data indicate single channel
conductances of 7 pS for the small channel and 26 pS for the large channel. These
values are very similar to those obtained for T and L channels in dorsal root
ganglion neurons (Nowycky et al., 1985) and cardiac cells (Nilius et al., 1985).
There is no indication of the intermediate-conductance N-type Ca channels found

A 10 pM ATP

1 5 Ca, .. .. il l o l I Ir 0
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Figure 7. Responses of ear artery cells under wvhole-cell voltage clamp to bath application of
10 uM ATP: activation of Ca-activated K current as a bioassay of changes in intracellular
free Ca. The external solution was normal saline (A and C) or Ca-free saline (B). The
intracellular solution included 130 mM KCI and FGTA at the concentrations indicated.
Depolarizing voltage pulses 500 ms in duration were applied every 1-2 s. (A) ATP evokes
an inward current at -40 mV and then an outward current at +5 mV in the presence of
extracellular Ca. (B) In the absence ofextracellular Ca ( I mM EGTA), the secondary rise of'
outward current is abolished. (C) The outward current is also abolished b% increasing the
internal Ca buffering. (From Benham et al.. 1987a.)

in various neuronal preparations. As Nilius et al. (1985) observed in heart cells, we
found that L-type channel activity declined within minutes after patch excision.
whereas T-type channels remained active as long as the patch remained stable.

Receptor-operated Channels Activated by ATP
To look for direct evidence for receptor-operated Ca channels, we chose to study
the effects of ATP. This neurotransmitter is released by sympathetic neurons at the
junction with vascular smooth muscle and acts on purinergic receptors on post-
junctional cells. It has been suggested that ATP is responsible for the generation of
excitatory junction potentials (see Burnstock and Kennedy. 1986, for review).

Fig. 7 shows membrane current responses of single ear artery cells to ATP



54 ('.el/ ( ah tun and .l/cIhra I pans ,rt

under varying conditions of extracellular and intracellular Ca. Depolarizing pulses
are used to measure membrane conductance and to promote the opening of Ca-
activated K channels (Benham et al., 1986), which serve as a bioassay of changes
in cytoplasmic free Ca. Panel 1 shows results obtained with a near-physiological
level of external Ca (1.5 mM) and mild Ca buffering (1 mM EGTA) of the pipette
(internal) solution. The cell was held at -40 mV and depolarized to +5 mV everx
2 s. Under these conditions, bath application of 10 pM ATP caused (a) a phasic
increase in membrane conductance associated with a transient inward current at
-40 mV and an increase in outward current at +5 mV. This response quickly

decayed, and was followed by (h) a delayed increase in outward current at +5 mV,
with relatively little current at the holding potential. In the absence of extracellular
Ca (Fig. 7B). the initial inward current was little affected, but the increase in
outward current was abolished, which indicates that the outward current was
dependent on extracellular Ca. The inclusion of 10 mM EGTA in the pipette to
increase intracellular Ca buffering also abolished the outward current (Fig. 7 ().

The aboiition of the delayed increase in outward currents by removal of
external Ca or buffering of internal Ca suggests that Ca entry directly or indirectly
associated with the ATP-activated inward current is responsible for promoting Ca-
activated K current. The ATP-activated inward current has a reversal potential
close to 0 mV. Additional ion substitution experiments (Benham et al.. 1987a)
demonstrate that the reversal potential of the ATP-activated current is little affected
by exchanging extracellular Na with K or Cs, but is shifted to more negative \alues
if the monovalent cations are replaced by impermeant substitutes (e.g.. Tris).
Replacing Cl with gluconate had no effect on the current. These results suggest
that the inward current is generated by a nonselective cation channel and raise the
possibility that the channel may be significantly permeable to Ca.

Our work at Yale has been directed at answering a number of questions that
arise from the experiments of Benham et al. (19 87a). Can Ca flux through the
ATP-activated channel be measured directly? Does ATP act through a second
messenger such as intracellular Ca itself? What is the single channel conductance
of receptor-operated channels and how does it compare with voltage-gated Ca
channels in the same cells?

Direct Demonstration of Ca Permeation

To investigate the divalent cation permeability of the ATP-activated path\\a., we
recorded currents from outside-out patches with isotonic Ca in the bathing solution
and strong Ca buffering (10 mM EGTA plus I mNM BAPTA) of the internal
solution. Fig. 8.1 illustrates a t.pical experiment. The membrane potential xwas
held at %er\ negati\e \oltages %%here %oltage-gated channels arc not acti\ated, and
.\ IwP as applied h\ appl. ing pressure to a puffer pipette. tinder these conditions,
as in e\perimcnts with I\rode's solution. NI P evoked a prominent transient
inard current I hc decline is due to desensiti/ation. inasmuch as a second
application of I1 1 -\ I P I mm later had no elfect. Since Ca is the onl. significant
cationic. charge carrier in the e\iernal solution,. such recordings indicate that the
\ I P-ak n\ated kf hannels rni x" pernicable to ('a. In this respect. the channels in
sm01oth 1 1us1 Ic ma', di lcr from \ I P-acti ated currents in cardiac atrial cells (Friel
and Wean 1,) %,) anld r.'nisor neurons (Krshtal et al.. 1983). w hich seem to lack
%fl Ii. ,An ( J pci I1'CnA111ihi l hut see Sharma and SheL. 1986).
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Fig. 8 B shows results from a very similar experiment, in which current records
were taken on a more rapid time base to allow the resolution of unitary openings.
Traces lasting 400 ms are separated by intervals of 800 ms. ATP was applied from
the puffer pipette between the first and second traces and evoked a large inward
current, which declined rapidly to a level where the underlying unitary current
activity could be resolved. The unitary current amplitude was -0.5 pA at -100
mV with Ca as the charge carrier.

A ATP

2 pA
I 0.5Ss

2 pA
40 ms

Figure 8. ATP-activated current in outside-out patches bathed in 110 mM ('a %hilc the
internal solution contained 130 mM CsCI. 10 mM EGTA. I mM BAPTA. and 10 mM
HEPES-TEA. (.Al) ATP was applied by pressure application from a patch pipette containing
10 pM ATP positioned -100 pm from the cell. HiP = -120 ni'. (B) ATP was applied in
the same way to another cell held at -100 mV. between the first and second traces. Each
400-ms trace is separated by an interval of 800 ms. The ATP current reached a peak of )
pA. Note the unitary currents that are resolved once the A I P response has largely desensi-
tized.

To faciltate comparison of the ATP-activated channels with the two types of
voltage-gated Ca channels described earlier in this chapter, we recorded currents

from outside-out patches with 110 mM Ba as the external charge carrier. Fig. 9.1
shows unitary Ba currents activated by ATP in an outside-out patch at -90 mV.
ATP was applied between the second and third traces shown and evoked unitar\
currents 0.65 pA in amplitude. The unitary current-\oltage relationships for A iP-
activated channels and F- and L-type channels are compared in Fig. 9 B. It is clear
that with 110 mNI Ba as the charge carrier, the ATP-acti\ated channels can be
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Figure 9. (.A) ATP-activated unitary currents with I10 rnM Ba as the charge carrier at 1HP

- -90 mV. ATP was applied bh passike diffusion from the puffer pipette containing 100))
MM ATP. (B) Plot of single channel current against potential for an ATP channel (do\m\.%nard
triangles). voltage-gated T-type channels (squares), and L-type channels (upward triangles)
The data were obtained from three different patches with 110 mnM Ba as the charge carrier.
The data points were averages of 3-10 measurements of unitar amplitude. The filled
triangle indicates the reversal potential for the ATP current as determined from A hole-cell
recordings.

clearl.\ distinguished b, their lower conductance and less positi\e reversal potential.
Together with other lines of evidence, these results suggest that receptor-operated
current and voltage-gated Ca currents arise from different channels.

Fig. 10 compares ATP-activated unitary currents carried by Ca. Ba. and Na.
All three recordings were carried out with a steady holding potential of'-140 nV.
far negative to the range of potentials where voltage-gated Ca channels are kno\\ n
to open. The unitary Na current is about three- to fburtbld larger than either the
Ca or Ba currents at this potential. In this respect, the receptor-operated channels
resemble voltage-gated Ca channels (see Tsien et al.. 1987b, for references).

Although Na ions give larger unitary currents than Ca or Ba ions" the A IP-

110 Ca

110 Ba

130 Na (EGTA)

2pA

20 na

Figure 10. Single channel currents activated b ArP in three patches bathed i n I 10 m NI (a.
I 110 m M Ba, ani 13)) in M Na (I m M EK I A). I he internal solution %N as the same as i nii g.
7. All records were obtained at IP = -140 mV.
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activated channels show a preference tor divalent cations over monovalent cations.
as judged by reversal potential measurements. In experiments to be presented
elsewhere, we found that the ATP-activated current reversed at +12 mV with 1l)
mM Ca outside (and 130 Cs inside), which indicates a mild selectivity in favor of
Ca. To evaluate the relative permeabilities for the main physiological cations at
near-physiological levels of external Ca. we determined the reversal potential of
the ATP-activated current with 2 mM Ca plus 135 mM glucosamine outside and
130 mM Na inside. The average value, -39 mV. translates to a IP, of 3.3
when evaluated with Fatt and Ginsborg's (1958) modification of the Goldman-
Hodgkin-Katz equation.

A C
"''VII - r .... ..'-2,

V (mV)

150 -100 50 0

B

n -2 - jpAl

I]'! -4

I 4 pA

40 rns

Figure II. Leak channels opening spontaneously at negative potentials w ith I 1) mM Ba as
the charge carrier. Outside-out patch with Cs-containing pipette. (A and B) UnitarN currents
at steady holding potentials of -I100 mV (L) and -130 mV (B). (C) Single channel current-
voltage relationship. The straight line indicates a slope conductance of 16 pS.

"Leak" Channels Permeable to Divalent Cations

Radioactive isotope studies of Ca influx have shown that there is a significant
influx of Ca in quiescent vascular smooth muscle in the absence of direct stimu-
lation of voltage-gated or receptor-operated pathways (Van Breemen et al.. 1 )7 9 ).
Although the resting Ca leak pathway has been depicted as a channel in Fig. 1, no
direct evidence has been presented to indicate whether it is a membrane channel
or a transport mechanism. While recording activity in membrane patches bathed
in 110 mM Ba, we have occasionally observed inward unitar\ currents that appear
spontaneously at negative membrane potentials. Records from one such experiment
are shown in Fig. 1I. The unitary amplitude was - 1.6 pA at -90 mV and 2.25 pA
at -130 mV: the associated current-voltage relationship showed a unitarN con-
ductance of 16 pS. On the other hand, the degree of channel opening was not
strongly affected by the holding potential. Further experiments are needed to
explore the ionic selectivity of this channel: from the results with isotonic Ba as
the charge carrier, it is already clear that the channel is different from the ,\P-
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activated channels, which have a conductance of 5-6 pS under these conditions.
The "leak" channels were seen in <10% of the patches: if the Ca flux at physiological
levels is like that of voltage-gated channels, even a sparse distribution of leak
channels might be sufficient to account for the resting Ca influx in quiescent cells.

Discussion
This is the first paper to provide direct evidence in an excitable cell for the
coexistence of three kinds of channels with selectivity for divalent ions: voltage-
gated, ligand-gated. and leak channels. Our experiments strongly support the
hypothesis that these pathways have distinctive properties at the single channel
level.

Voltage-gated Ca Channels

We used a combination of whole-cell and single channel recordings to demonstrate
the existence of two types of voltage-activated Ca channels in vascular smooth
muscle cells. Our results in ear artery are qualitatively similar to whole-cell
recordings of Ca currents in mesenteric artery (Bean et al.. 1986). azygous vein
(Sturek and Hermsmeyer, 1986). and portal vein (Loirand et al.. 1986). and whole-
cell and single channel recordings in coronary arteries (lsenberg and Klockner.
1985). The two types of Ca channel in these vascular smooth muscle preparations
show a strong resemblance to T- and I_-type channels in sensory neurons (see
Nowvckv et al., 1985, for references) and heart cells (Bean. 1985: Nilius et al..
1985). As in other preparations. L-type Ca channels in ear artery cells are charac-
terized by (a) a single channel conductance of -25 pS in 110 mM Ba. (!h) an
average current that activates with relatively strong depolarizations and inactivates
relatively slowly, (c) a clear responsiveness to dihydropyridine agonists and antag-
onists. and (d) a tendency to show progressive rundown with intracellular dialhsis
or patch excision. T-type Ca channels in the artery cells are like those in other
systems with respect to (a) a single channel conductance of 8 pS in 110 mM Ba.
(h) an average current that activates with relativelv negative test depolarizations
and inactivates relatively rapidly. (c) no pronounced responsiveness to dihydropyr-
idine agonists and antagonists. and (d) a relatively greater ability to survive the
dispersal procedure, intracellular dialysis, and patch excision.

Like similar results from the single channel recordings of Isenberg and Klock-
ner (1985) in bovine vascular cells, our findings are significantly different from
those of Worley et al. (1986) and Caffrev et al. (1986). Worley et al. recorded two
types of Ca channel activity in membrane patches excised from rabbit mesenteric
artery cells, which showed unitary conductances of 8 and 15 pS with 80 mNl
external Ba. Both channel types were almost completely inhibited by 50 nM
nisoldipine. Caffrey et al. (1 986) also found a Bay K 8644-sensitive channel with
a conductance of -15 pS (110 mM external Ba) in aortic smooth muscle cells.
These results are quite different from ours. In our hands, the 8-pS channel was
very insensitive to dihydropyridines: the dihydropyridine-sensitive L channel had
a considerably higher unitary conductance of 26 pS. The 15-pS channel observed
by Worlev et al. and Caffrey et al. was also different from the N-type channel in
DRG neurons, which is resistant to dihvdropyridines (Nowycky et al., 1985).
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Ligand-gated Ca-permeable Channels
One of our main conclusions is that ATP-activated channels are different from
voltage-gated Ca channels in several respects.

Voltage dependence. Unlike any known voltage-gated channel in arterial
smooth muscle cells or other excitable cells, the ATP-activated channels can be
opened by ligands at membrane potentials as negative as - 140 mV. The probability
of opening shows no striking voltage dependence, although whole-cell recordings
do reveal some relaxations after large voltage steps.

Unitary currents. With 110 mM Ba as the external charge carrier, the unita
current-voltage relationship of the ATP-activated channels clearly sets them apart
from voltage-gated channels (T- and L-type) or "'leak" Ca channels in the same
cells. The ATP-activated channels are found in virtually every outside-out patch,
sometimes in large numbers, and may be the most common type of Ca-permeable
channel in these preparations.

Pharmacological sensitivity. Unlike voltage-gated Ca channels, ATP-activated
channels gave sizable currents even in the presence of 5 pM nifedipine or 0.5 mM
Cd. We find that ATP-activated channels rapidly desensitize in response to a
maintained exposure to ATP. while voltage-gated channels remain active. Opera-
tionally, either kind of channel can be studied in isolation of the other.

Our results suggest that the ATP-activated channels and voltage-gated channels
may have at least one fundamental similarity: both kinds of channels transfer Na
ions more rapidly than Ca ions, even though reversal potential measurements
indicate that Pt is greater than PNa These findings can be understood in terms of
a pore with high-affinity divalent cation-binding sites, in which "sticky" ions
translocate less rapidly but appear more permeable in reversal potential measure-
ments (see Tsien et al., 1987h, for review).

Distinctions between Direct and Indirect Ligand Activation
Von Tscharner et al. (1986) looked for ligand-gated Ca channels in neutrophils as
an explanation of Ca entry activated by 0Met-Leu-Phe. Instead of a Ca-selective
channel directly activated by ligands. they found evidence for an indirect mecha-
nism involving ligand-activated release of Ca from internal stores, and activation
bN intracellular Ca of a Ca-permeable. nonselective cation channel. The mechanism
of ATP activation in ear artery cells is quite different in that (a) bath application
of ATP fails to activate channels isolated in cell-attached patches, (h) ATP activa-
tion occurs despite strong buffering of internal Ca by EGTA plus BAPTA in whole
cells or outside-out patches. and (c) ATP activation is not prevented by prior
application of caffeine to unload intracellular Ca stores.

While an indirect mechanism of channel activation can be ruled out for ATP-
activated channels, it could be quite important in explaining Ca influx activated
by norepinephrine. Although hypotheses about receptor-operated channels origi-
nated in studies of the action of norepinephrine in vascular smooth muscle. we
avoided norepinephine in our initial studies in view of the known complexity of
its actions (Bolton and Large, 1986). In ear artery cells, evidence already exists that
norepinephrine releases intracellular Ca stores and causes opening of Ca-activated
K channels (Benham and Bolton, 1986). This raises the possibility that norepi-
nephrine-induced inward cation currents are also mediated by a rise in intracellular
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Ca, very much like the inward cation currents activated by fMet-Leu-Phe in
neutrophils (von Tscharner et al., 1986). Norepinephrine also produces additional
modulator' effects on voltage-gated Ca channels, increasing the amplitude of L
currents (Aaronson et al., 1986). Actions of norepinephrine on internal stores and
voltage-gated Ca channels raise complications that need to be sorted out in future
efforts to identify a receptor-operated channel activated by norepinephrine. One
promising approach is to apply caffeine to deplete internal stores and to introduce
strong Ca buffers to suppress internal Ca transients. It will be interesting to see
whether norepinephrine still activates inward currents under these conditions, and
if such currents are carried by the same channels that are opened by ATP.

Comparisons between ATP-activated Channels and Other Ligand-gated
Channels
There are a number of similarities between ATP-activated channels in arterial
smooth muscle and channels activated by acetylcholine at the motor endplate
(Lewis and Stevens. 1979: Adams et al.. 1980), by. N-methyl-n-aspartate (NMDA)
in spinal or hippocampal neurons (Nowak et al.. 1984: MacDermott et al.. 1 )86).
and by internal cyclic (IMP in vertebrate photoreceptors (Havnes et al., 1986:
Zimmerman and Baylor. 1986). Each of these ligand-activated channels shows
significant Ca permeability and larger unitary conductances with Na than with Ca.

The ATP-activated channels in smooth muscle are most like NMDA receptor
channels in their substantial selectivity for Ca over Na. with values of IJP,,, of
-4 (this paper: MacDermott et al., 1986). more than an order of magnitude greater
than acetylcholine receptor channels (Adams et al., 1980). On the other hand, the
ATP-activated channels are relatively insensitive to Mg. unlike NMDA-activated
channels (Nowak et al., 1984: Mayer et al.. 1984). Under physiological conditions.
depolarization causes relief from this Mg block, giving the NMDA-activated
channels a striking voltage dependence not found for the ATP-acti\ated channels.

Divalent Cation-selective Leak Channels
Leak channels that are active in the absence of depolarization or ligand ha\e
received the least attention of all the various kinds of Ca-permeable channels. Our
recordings of divalent cation-permeable channels open at resting potentials provide
the first direct evidence for the leak pathway hypothesized by Cauvin e al. (1983)
in smooth muscle. Recent experiments demonstrate the existence of Ca-permeable
leak channels in other membrane systems. Kuno et al. (19%) have recently reported
a voltage-independent channel in helper T lymphocytes that has a 7-pS slope
conductance and a strongly positive reversal potential with 110 mM Ba as the
external charge carrier. Cardiac sarcolemmal membranes incorporated into planar
bilayers express a Ca-permeable channel open at resting membrane potentials
(Rosenberg et al., 1987). The channels have an apparent open time of hundreds of
milliseconds near -80 mV and a slope conductance of 10 pS \vith -100 mM Ba
or Ca as the divalent charge carrier.

It will be interesting to look for Ca-selective leak channels in other excitable
cells, given that the level of intracellular free Ca in quiescent cells is generall\ much
higher than expected from the operation of Na/Ca exchangers or Ca pumps in the
absence of a countervailing leak. If the transfer rate through individual channels is
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high. as appears to be the case tb(r leak channels t bu.nd so la.r. even a sniall number
of' leak channels might ha~e a profound effect on the resting lexel of' intracellular
free Ca.
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Responses of Ca Indicators Injected into an Axon
It has been known since the work of Hodgkin and Keynes (1957) that stimulation
ofan axon in seawater leads to an increased entr- of(Ca as measured with isotopes
and that this increase is larger at higher concentrations of('a in the seawater.

Using aequorin as an indicator of' intracellular Ca. Baker et al. (1971 were
able to show that stimulation increased the light emission from this indicator, as
did the application of Na-free external solutions. Depolariation of squid axons
had a complex response that could be separated into tetrodotoxin (TTX)-sensitivc
and TTX-insensitive parts.

This study largely confirmed earlier isotopic studies (Baker eI al., 1969h) that
showed that there was a ('a entry that was enhanced by low Na outside the axon
and high Na inside the axon, as well as a rekerse process wxhere Na efflux xwas
shown to depend in part on external Ca. with a mean of 4 Na emerging per Ca
taken up (Baker el al.. 19 69a).

Such studies supported the view that there was a mechanism that exchanged
Na for Ca across the axonal membrane with the requirement of an obligator\
coupling of Na to Ca. There also appeared to be other pathwxaxs that allowed ('a
movement with depolarization, such as the Na channel and a VIT-insensitixc
pathway that was thought to be a ('a channel.

Modification of the Response of a Ca Indicator
Because isotopic studies had sho n that ('a efflux increased with h\ perpolanr/ation
(Mullins and Brinle.. 1975), it seemed possible that the Na/Ca exchange proces,
wAas electrogenic and exchanged more Na charges than ('a charges. Such an
arrangement would make (a mo\emcent membrane potential dependent, not b,.
opening membrane channels. but b running the exchanger in a direction that
depended on the Na electrochemical gradient.

We decided to see to what extent xxe could modif\ the entrx of ('a in response
to stimulation and to stead\ depolaritation in axons %khere (a) the internal Na xax
normal. and (0) internal Na had been reduced b prolonged stimulation of an a\on
in an l.i seawater.

Fhe results of this stud, were that a substantial reduction in [Na], (a) had no
el'ct on ('a entry in response to repetitixc stimulation, and (h) xirtuallx abolished
the response to stead\ depolari/atior; (Mullins and Requena. 18 H.. A Aturther
finding was that if the [('a] in seawater was changed from 50 to I mnM. there \ka,
no measurable response of injected acquorin to stimulation, while the response to
steadx depolari/ation was easilh seen.

When a Squid axon injected with arsena/o IIl is depolari/ed xxith 450 m. K
solution. there is a change in I('a]. as shorwn in Fig. I. ihe resting leel of ('a in
axons is ofthe order of 50 nM and this is increased se\ eraltbld bl the depolari/ation
Of course. the Ca radial gradient resulting from ('a influx can he expected to be
highly nonlinear, but the indicated {('al remains stead\ for manx minutes and Lill,,
to resting levels as quickly as the mixing time of the experimental chamber allo.,
the recoverv' of the resting membrane potential.

If an axon injected with arsenazo Ill is exposed to 1.i seawater and stimulated
for 1W impulses. returned to seawater, and gicn a depolari,'ing test as in Fig. I.
there is no response of the ('a indicator to depolarization. Parallel studies \\ith Na-
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Figture 1. .\n arsena/l I-in-jected squid axon vsas depolarimcd in 450 niM NIK(T 50 ni\1 (a
Solutio, arnd the change in I( a], wNas niieasire A h im ndctd 11 \ ii N a.N
seasmatcr % a,, rcapplied (iMullin,, et al., 1 983).

scnslti\ e electrodes in axons show% that this stimulation in Li1 decreased [Na], to
about hialt its normal value. The eflket is easily\ reversible and a further stimulation
in Na seas'ater to return [Nal, to normal also results in an increase in Ca %kith
depolIa ri /at ion.

Ihle response of' axons to stimulation at 60-100)( imipulses's is difTerent fromn
that obsers ed ss Ith stead\ depolariiation on tw~o counts:. first. it' [Cal,, Is made I
11,1. there is. no response to stimulation (i n terms ol'an increase in Ca) using either
arsenaio Ill Or aequILorin1. Second. the response rises more slowly wN ih stimulation
at 00/s than it does upon depolari/ing the awon wNith KCI. This is to be expected.
since M111t sti inulation at the frequency mentioned, the axon is depolari/ed <1 0('
of'the time1 compared x' ith 1 00"i with KCi.

An expimen11~t iIlustratinrg this fi ndinrg is shown in Fig. I H ere. an axon
stimu1.lated in 50 in N Ca seawater gave an easils Measured aequorin response.
Next. the axon w as depolari/ed w\ith jlust enough [K],, to give about the samne
amplitude response. THe K solution was rermed. [Ca],, w as made I miM. and the
treatments described abosc ewre repeated. I here was clearl\ no response to
stimniulation. as1 Indeed One w\ould not be expected. Sintce responses to Sti in u1lation
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[ 10 m,cotes
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loco 60S c

1. I ,, j (No)C
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50 Mg
50 Co 60/s 50 Cc 465 No I.Co
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Figure 2. 1 his1 a\0on M,&s st1imlatCd Inl S) Ill\ ( alI d NA'MC s 10ste to l rodukc i1C lest
stimulation response and thcni deptflariicd Inl 00 i'n NIk (N-0 Seassate sstl oh 111 \l (aI.
\ttcr this._ the seasxater \ &s changed to I in X ( a Nam (50 Mi!o and a test stinirlflonl OIhen
pro d uced ii respsnw rise , OIC he11C LC eath usetIeii010 in X K d eps a ri/at ion p l nee~k'd a
reslponse similar toi that inI SO mMl (a NIlln and Requen.I. NN]
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are linear %Ith [('a I, and the cxpected response ( /50 of the earlier one) \%ould he
belo\ the noise level. Ihe response to depolari/ation. however, is the same (ccept
fbr a slo\%ed rise time). %%hich suggests that the ('a entries for the two treatments
are ia dilerent nechani,,ms,.

Explaining the Effects of INali
Wh\ should changing the internal Na concentration of al axon affect its response
to depolariiation? One can consider the followIng sorts of explanations: hov, eriln
[Na], (a) increases the bueffering of ('a by the axoplasm. () changes the sensiti\ It\
of tile intracellular Ca indicator, and (c) decreases the amount of ('a that enters
"ith depolarization.

An altered ('a buffering would seem to be most unlikel\ since the response of
the axon to stimulation (a Ca entry mainl. through Na channels) is unaffected h\
lo\wering [Na], and one \would have to invent complicated subsidiarx explanations
about having the Na channel carr\ more Ca as [Na], is decreased. It is true that
mitochondria hae an Na/Ca exchange. but in axons w\ith a normal [Ca].
m itochondrial bultring of Ca is not observable during depolariation.

The ('a indicator aequorin is not sensiti\e to changes in [Na], in the range of
10-20 m\I as Judged by in vitro experiments, and x'e have also used the (+a
indicator arsena/o fIt and showkn the same sort of responses to altered [Na], as
observed with aequorin. Thus. it would appear that there is no basis for the notion
that the indicator sensiti\i\ is modified.

We are left. therefore. with tiie conclusion that a decrease in [Na], decreases
that rate at \Ohich Ca enters the axon with steady depolari,ation. This finding can
be explained if we assume that the rate-limiting step for Ca entry is the formation
of a compound at the inside surface of the membrane that in' olves multiple
binding of Na'. as in the fol lo\i ing reaction:

Na + A = NaX. Na\ + Na = Na\. ... Na,,\.

The Quantitative Dependence of Ca Entry on [Nal
By using arsenazo Ill as an indicator of [Ca],. and enploying an Na-sersitile
electrode to measure [Na],. it was possible to measure the change in [Ca], \ith
depolarization as [Na], was increased. These measurements showved that at an
[Na], of 18 mM. there was no measurable response, while at an [Na], of 3" aiNI.
the response xsas saturated (Mullins et al.. 1983). In between these \alues. the cIre
relating ('a entry to [Na], rose steeply, with a Hill coeflIciCnt of -7. \1hich suggests
a high degree of cooperativitv to the reaction.

'Ihe results of this study are shown in Fig. 3. \wherc the rate at \s hich ('a-
arsenao absorhance rises with time is plotted against [Nal],. Depolariation \\as to
a constant level of -5 m V from a resting potential of' -55 inV. Note that half-
saturation of' this curve is at 28 mM. Studies of' the mean [Na], of squid axons, as
judged by Na electrode measurements. showed a value of 19 ± 16 1m: thus.
f'reshlv isolated axons have very little activation of their Na/Ca exchange s\stem.
hut small increases in [Na], (such as those brought on b\ stimu.lation ) can be
effecti~e in greatl. increasing activation.

Measurements of the dependence of ('a inlux on [Na], have been made
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(DiPolo. 1979) using isotopic measurements and internal dialysis. DiPolo's results
show, a half-saturation of the reaction of -55 mM. or twice the values obtained
either with Na-free solutions or with K depolarization. In addition, the curves so
obtained were initially rather linear, with [Na], at high values for [(a],. and clearly
did not exhibit the high level ofcooperativity shown in Fig. 3.

Steady depolarization does things other than activating Na/Ca exchange in a
direction that carries Ca inward. It also opens ion channels and decreases the
electrochemical driving force on cations moving inward. Therefore, it seemed
useful to see whether the response of the entry of Ca as dependent ol [Na], could
be obtained if. instead of depolarizing the membrane. we applied Na-free solutions.
'hese are known to enhance Ca entry and this entry is the expected behavior of

the Na/Ca exchange system. This is so because the Na electrochemical gradient is
proportional to (,, - -,,) and a change in either ought to have the same effect in
dri\ ing the exchange reaction.
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gigure 3. 1 he iIitial rate tf incrcasC ill [('111, upOnl the application of 3 n i ('a. 450 him K
is plotted (ordinatcl) as a tlunlcion ot [Na], tr l\o a\ons injected NOth arsenazo Ill INiulims

Sal.. I9X3)

\n experiment to test this is shown in Fig. 4. The axon was injected with
aequorin and stimulated in Li to lower [Na], to - 12 mrM. Light was measured as
the external solution was changed from sea\ atcr to Na-free seawater. After the
response was obtained, the axon was depolarized with 450 mNl K. 10 mM Ca
seawater. After the results \\ere recorded. the axon \\as stimulated to raise [Na],
and a second test \was made as outlined above. [he left-hand panel of Fig. 4 shoxs
these responses to both Na-free solution and depolarization for values of Na, from
12 to S(O mM. The right-hand panel shows a plot of the light emission induced b\
Na-free solution and br depolarization and shows that they both fall on the same
cursc. It would appear. therefore. that both Na-free solutions and depolarization
act to promote a Ca entr. that has an identical dependence on [Na],.

Some Physiological Applications
Measurements similar to that cited above (Mullins et al.. 1983) ha\e been made
b\ Lee and Dagostino (1982) and by Eisner et al. (1984) on cardiac cells. In both
cases. Na-specific electrodes were used to measure [Na],. and muscle tension was



use~d as, an index ol (a, release and/or (a entr InI response to an aCtnol )n otia111
or- a ief-t oltage-clamp~l pulSe. a subhstanltial amlou iii of' th. (a nece~sSar\ hr)I
conltraction comics from a store nI the sarcoplasni c retIC1.i lii in. I he Col)ntCfl t of this
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hih) and thle sarCoplasm ic rt In11111 i11i able to storeC more1- Ca since It t~ ke ( Ii tin
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rem~lo\,al of' INa],. fofllos c/ lim meAiatlk h\ a K delpolari/ation. I hie left-hanA panel ho\
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[ he right-hand panel sho\%s. as a fuLnction of' [Na], either the normalized (,as a tra-'ction ot
the maximumi ) magnitude of the incremient in 11ight (tp) or the normialieA square loot I a'
aI traction of' the miaximum11 ) (bottom ) of the Inerement registeredi 101 lie light signal. InI thle
tatter Case, poinlts \Nsre omliltted fort the ;0" light em11sionl ralnCe SIT' LIns Must tic eypeeted
to be milar vxith [('a],. thle expeim-ental poill's sscre: the pealk ol thle rap11d phase kpo,
(A) and the tonic or plateau (,.) reached durITing a K depolaruzationl and the pea (0) andA

thle plateaul (C) obsersed- durlfing thle I ris I Na-he episode. I hie ax~on ss as- injected \\ II
aeqlUorin onl\. \\oil diatmet. 0f.(000 mm11. Membritane potential. ,;4 III\ 1ii4(I ("S
Re Co1 IIa Cta I i 1 1. .
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the imoplasm (luring diastole. The expectation is. therctbore. that cardiac tension
ought to show a high degree of dependence onl fNa), and. in Fig. 5. data haw e en
plotted onl log-log coordinates and show that tension varies as more than the sixth
powxer of' [Nal, Note that a change in [Nal, of' as little as 1 mM can miore than
douhIc tension.

What liappens to Ca That Is Buffered?
PrO iouIS Studies of' the relationship bctwccn fi-e and hound Ca in thle asoplasnm
(Brinlev et al.. 1977) ha\ e show\n that onlk I (Ca in 1 .000) that enter an axon goes
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F'igure 5. Rclaiionstup hciwccen i Wltchtenion (0I)and inltFaCCttuLar N' aJcu\ It\ I, )

and a',., kcrc ploItted on I oga ri t timic coord inaties. at~ [a \cic taken tI rm I cc, anid Di :gosli I n
1982): C, Itrom Fig. 5: A. 1rmm Hig. 0: x. from ha. 7: F1 romi Fig. S. lk: ,iraight in1C a

determinedl b% lcai-squares li near regression vr = (['1)7).

to increase the t'rec 1(Ca). What happens to the other (Ca ions? I'hlere do not appear
to he soluble compouinds in the axoplasin that simipl\ comple\ with C'a at
physiological levels of this ion, nor do the mitochondria appear to pla\ all\ mlaJor
storage role at physiological lew.,Is of [Caj. Ihe structure that accumulates (Ca w\ith
high affinity appears to he the smooth endoplasniic reticulum and this structure
appears to exchange Ca. at least in part. for protons.

Ca Entry Produces Acid
In a study of' thle chlange in pH, upon depolari/ation \W t'ound(, NMIM lint al..
1093) that an easils detectable decrease in p111 Occurs. ]'his finding suggeSts that
thle Uptake of 'Ca b'v intracellular Structures nia\. at least in part. be I-) an ecwhavvC
(' ('a for protons. At a pi1, of' 7.3. both Ca and 11 are present in1 about.1 equal
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concentrations. As noted above, Ca buffering is such that only I Ca in 10' is free"
for protons. only I in 10' is free, so that a small increase in Ca in the axoplasm
such as that produced bv a bioelectric event is ultimately transformed into a veri,
small increase in [H],.

Making the Axoplasm Alkaline Reduces [Cali
If the buffering of Ca occurs by an exchange of Ca for H', then it ought to be
possible to increase the buffering of Ca by decreasing [H]. An experiment to
examine this point is shown in Fig. 6. where an axon was injected with aequorin

120/s

0.24

0.12 C

b

Figure 6. An axon in 5) mM Ca scawater xas stimulated at 120/s for 240 s as showXn in
trace a. Seawater was then changed to 30 mNl NH4. 50 mM Ca for I) min and stimulation
was repeated at 120/s for 200 s (trace /). Finally, the axon "as returned to 50 mM Ca. NH,-
free seawater for 6 min and stimulated again (trace c) (Mullins and Requena. 1979).

and stimulated at 120/s for 4 min. The result (trace a) is a slow rise in light
emission and a fall upon terminating stimulation. Next. 10 mM NH 4CI was added
to the seawater and the stimulation was repeated after a time sufficient for pH, to
have stabilized at a level -0.3 units higher than normal. The resting glow of the
axon declined about fourfold and the response to stimulation rose much more
rapidly and was fivefold smaller than that in the absence of NH 4 (trace 1). Since
the small pH change does not affect Ca entry with stimulation as measured with
isotopes, nor does it affect the sensitivity of aequorin as a Ca indicator, it seems
necessarx to suppose that it is the buffering of Ca that has been enhanced by the
change in p11,. This enhanced buffering lowers both the resting level of [Cal, and
the increase in [Cal, resulting from stimulation. The eflct is entirely reersible
since removal of NH 4 from seawater allows a restoration of the original pH, and
the response of the axon to stimulation. Trace c was taken before the internal pH
had fully recovered and it shows that the resting glow was intermediate betmeen
the initial level and that when pH, was -7.6.

Since studies of the relationship between Ca entrv and [Na], showed little
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sensitix it\ of Ca entry with stimulation and a large dependence on [Na], with
steadN depolarization. it is reasonable to conclude that most Ca entrN with
stimulation is via Na channels, and virtually all Ca ontry with steady depolari/ation
is via Na/Ca exchange.
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Figure 7. The effect of pH, on the magnitude of the Ca signal of the removal of [Na],,
followed by K depolarization. The axon was injected with aequorin only, impaled with a
pH-sensitive microelectrode, and exposed throughout to 10 mM Ca,. In .4 and B. two
selected traces are shown that correspond to Ca signals caused by the substitution of Tris for
[Na],, followed by a K depolarization before (trace at pH 7.16) and after (trace at pH 7.10)
stimulation, a procedure used to elevate [Na], above the physiological level. Note the different
ordinates for the two traces. In C, the magnitude of the aequorin signal is plotted as a
function of the pH, and for the two levels of [Na],. elevated (continuous lines) and
physiological (broken lines). The experimental points are: the peak of the rapid phasic
response (0), the plateau (0) during a K depolarization, and the tonic level (E) during the
Tris episode. Initial pH,. 7.39; membrane voltage. -59 mV: diameter. 0.650 mm. 050683B.
(Requena ei al., 1986.)

Internal pH Affects Na/Ca Exchange
Mullins et al. (1983) studied the effect of pH, on Ca entry with depolarization and
concluded that it is strongly inhibited by a decrease in p1,. Measurements with

isotopes (DiPolo and Beaug, 1982) also showed that effiux that is dependent on
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[Na],, is strongl\ inhibited by acidification of the axoplasm. Studies with cardiac
sarcoplasmic membrane vesicles (Bers and Ellis. 1982) confirm that Na/Ca
exchange in this systcm is enhanced by alkaline pt and inhibited by acid. A similar
sensitivity of intact cardiac muscle cells to internal pH changes (insothr as their
Na/Ca exchange system is concerned) has also been observed (Vaughan-Jones ct
al.. 1983).

It is important to distinguish between the various methods of measuring Na!
Ca exchange as mentioned above and to evaluate the errors that ma\ arise in
connection with the measurements made. In the case of measurements of [(a],
using intracellular indicators, the change in buffering of Ca by changes in pit, ill
confuse these measurements. Thus. making the axoplasm alkaline \kill enhance
buffering and make the actual change in [Ca], an underestimate of the real change
in Ca flux through the exchanger. With isotopes used in axons. since all
measurements are made with internal dialysis, there will be a stronger competition
between the EGTA bultTr used in the dialysis medium to control [Ca], and the
intrinsic buffers of the axoplasm when p1 I, is made alkaline. This eflect might be
expected to decrease Ca influx because of an enhanced ability of the a\oplasmic
buffers to capture incoming isotopic Ca. so that. again, isotopic method,
underestimate the sensitivity of Na/Ca to pi changes.

A recent detailed study of the effects of pft, on Ca cntr\ with depolaritation
(Requena et al.. 1986) is summarized in Fig. 7..A freshly isolated squid axon was
subjected to depolarization and to Na-free seawater and the change in aequorin
glow was measured. The results are shown in panel. 1. The axon was then subjected
to stimulation to raise [Nal,. A second test with Na-free solution and K
depolarization gave the result shown in panel B. Note that the plateau in this panel
is four times that of the initial one. PH, was then manipulated while a glass electrode
inside the axon gave the exact value, and these tests were performed over a range
of' pil, from 6.9 to 7.9: the results are plotted in panel C. What this diagram
suggests is that for axons with an enhanced [Na],. Ca entr\ after K depolarization
approximately doubles in magnitude. going from plt, 6.9 to 7.2. while there is
scarcely an\ change in the response of the Na-frec eftl'c over the same range of'
pi values. If one recalls that a substantial increase in Ca butfring must also be
expected to take place. it is clear that the enhancement ot'buffering and of the Na-
free effect are of about the same magnitude and opposite in direction, so that the
result is only the appearance of no effect. Similarly. the results at a lower [Nal are
that buffering changes (which decrease the signal) and increases in Ca entr\ (which
increase the signal) approximately cancel. A similar finding was made with respect
to the resting glow in the axon in the presence of nornal seawater. as the tabulation

below shows.
A.> on [Na],

pil , lov, High
Resting glo\w

(collll /

6.90 1'200

7.05 900 I,-0

7.15 700
7.50 600 1.700

7.92 61)0 1.7(0)



These r-esults Suggest that when [Na], is low, the effect of' pli, on C'a butfering
is likely to predominate, while when [Na], is high. the etffrcts of' ph, on Na/Ca
exchange and onl butTering tend to cancel.
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Introduction
The subcellular translocations of Ca2

' and the cellular messengers modulating
these translocations play major roles in nearly every aspect of cell function and
are, accordingly, central themcs of modern cell physiology. Thus, the recognition
of the important roles of Ca>2 in muscle and, more recently, in other cells. led to
major questions bearing, respectively, on the identity of the intracellular organelles
that are the sources and sinks of cytoplasmic free Ca>' and on the mechanisms
that couple surface membrane signals to intracellular Ca-' release. Technical
developments have been essential for directly addressing these questions. and the
results described in the present communication, concerning the intracellular move-
ments of Ca 2> and Mg>' and the action of inositol 1.4.5-trisphosphate (lnsP,). are
based predominantly on the development of two methods. The first of these.
electron-probe x-ray microanalysis (EPMA). in conjunction with rapid freezing.
permits the unambiguous and quantitative localization, at electron-microscopic
resolution. of Ca2'. Mg>+. and other elements within cells (A. P. Somlyo, 198541.
1986: A. P. Somlyo and Shuman, 1982). Rapid freezing and cryoultramicrotomv.
in addition to preserving the in vivo distribution of diffusible elements, also provides
the time resolution, on a millisecond time scale, for following subcellular ion
movements triggered by physiological or pathological stimuli.

The time resolution of the action of physiological messengers. independent of
diffusional delays, is also the contribution of the second method: laser-flash
photolysis of inert. photolabile precursors of physiological messengers (Kaplan et
al.. 1978: Lester and Nerbonne. 1982: Hibberd et al., 1984). We have used this
method to determine whether the Ca2 -releasing action of lnsP, in smooth (A. V.
Somlyo et al.. 1985a: Suematsu et al., 1984) and in striated (Volpe et al.. 1985.
1986: Vergara et al., 1985) muscle is sufficiently fast to trigger normal contractions
by delivering the message. across the gap between the surface membrane and the
sarcoplasmic reticulum, to release Ca ' (A. P. Somlyo. 19851)).

Sensitivity and Spatial Resolution: Quantitation of
Low Ca2" in Retinal Rods and Localization
of Ca2" and Cl- in Atrial Specific Granules
EPMA is based on the fact that the ionization of atoms by fast electrons generates
characteristic x-rays having energies identifying the excited atom. The interaction
of incident fast electrons with atomic nuclei generates a background of continuum
x-rays. Elemental quantitation of ultrathin sections with EPMA is generally based
on the linear relationship between elemental concentrations and the ratio of the
number of characteristic/continuum x-rays (Hall. 1971: Shuman et al.. 1976:
Kitazawa et al., 1983). Errors caused by overlap between the potassium K, and the
adjacent calcium K,, peak can be eliminated, for all practical purposes. by scrupu-
lous calibration of the x-ray spectrometer and specific computer fitting methods
(Kitazawa et al., 1982) that also permit removal of the potassium peaks to better
display the calcium K, signal. We illustrate this process with two examples, one of
which contains very low concentrations of Ca> and requires high detection
sensitivity, the other containing high [Ca>] and [CI-] in a small organelle. hence
requiring good spatial resolution and the retention of the subcellular localization
ofa diffusible ion during rapid freezing. cryoultramicrotomy, and EPMA.
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Vertebrate Retinal Rod
lhe elemental composition of dark-adapted and illuminated frog and toad retinal
rods was examined by EPMA in crosections of rapidly frozen retinae (A. P.
Somlvo and Walz. 1985). The averaged x-ray spectrum of the outer segment (Fig.
I) illustrates the very low, physiological Ca 2> content (0.3 mmol/kg dry wt) of the
retinal disks that occupy most of the outer segment. The Ca" content did not
change significantly upon illumination, although the decreased Na + and Mg and
the increased K' clearly showed the physiological light response (A. P. Somlyo and
Walz. 1985). The low Ca -> content of the retinal rod outer segment and the absence
of a detectable. light-induced change in total Ca' are consistent with recent studies
showing. with other methods, that illumination of' rods does not increase free
c~toplasmic [Ca"] (Gold, 1986). as would be expected if retinal disks contained a
high concentration of Ca>' that was released by light.

1 IS Granule 2 Cytop(a '

200- J

CI

P S
0 g Ca

Mg M
Mo f ' M' g (I

2 3 4 2 3 4
keV

Figure 2. A\eraged x-ray spectra obtained from crvosections of rat right atria. The K peaks
haxe been subtracted b\ computer. Panel I: granule: panel 2: paired c\toplasmic spectra
obtained with the identical pobe parameters as used for the collection of panel 1. Note the
high (a, C1 . and S content of the granules.

The lower limits of EPMA quantitation of Ca> have also been explored in
skinned skeletal muscle fibers exposed to EGTA-butfered Ca> (Kitazawa el al..
1982). Given the geometric efficiency of available x-ray detectors, the lower linit
of practical detection sensitivity is ~300 umol Ca'/kg dr\ wt with EPMA. Better
sensitivity may be expected from electron energy loss spectroscop (Shuman and
Somlvo, 1987) and/or improved x-ray detectors.

Atrial Specific Granules

Atrial specific granules (ASGs) are -0.2-0.4 um myocardial organelles (Kisch.
1956: Jamieson and Palade. 1969: Sommer and Johnson. 1980). which store the
prohormones of atrial natriuretic factors (ANFs). peptides secreted by the heart
that have vasodilator and natriuretic activit\ (DeBold. 1986). Averaged \-ra\
spectra of. respectively. ASGs and the adjacent cytoplasm are shown in Fig. 2. \s
indicated by the characteristic x-ray continuum ratios. Ca". ('I-. and S are \erx
significantly higher. and P is lower, in the granules than in the cytoplasm. [he
Ca" content of the granules is 71 ± 3 mmol/kg dry wt ± SEM (N = 90). We
suspect that this represents ('a"' binding to neighboring acidic groups in the
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N-terminal portion of the prohormone sequence. similar to the acidic groupings in
the ('a -binding protein, calsequestrin (Fliegel et al., 1987). The calculated ratio
(6.5) of [Cl ig.... c/[Cl-,t,,i... (assuming that Cl is in solution both inside the

granules and in the cytoplasm) is equivalent to an inside positive Cl equilibrium
potential of +49 mV.

S ~Ca 4 ~Li

N.

CI .-k' ,".

1.0 vm

Figure 3. X-ray maps ofa crxosection of rat right atrium showing the distribution ofelcments
in a 2-Mm region of the nuclear pole. containing mitochondria (Mt. atrial granules ((it. and
condensed chromatin on the inside of the nuclear (N) envelope. The gray level intensities in
the maps are adjusted to indicate the relative elemental distributions. with black being the
lowest and white the highest number of atoms of each element.

Local concentrations can be visualized at electron-microscopic resolution and
x-ray maps obtained by collecting x-ray spectra from each pixel of an area scanned
b\ an electron beam and modulating the display intensity as a function of either
the total number of atoms of a specific element or its concentration within the
microvolumc represented by each pixel. An x-ray map of a cryosection of rat
atrium obtained in this manner is shown in Fig. 3 and illustrates the high
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concentration of Ca, S. and CI and the low concentration of 1 in ASis. [he map
was obtained with a field emission gun. with pixels of' 15 nm diam. collected over
a total period of 36 h. The demonstration of the high Ca" and ( content of
ASGs does not nearly tax the, at least. 8.7-nm spatial resolution of EPMA (A. P,
Somlyo and Shuman. 1982) or the 3.4-nm resolution attained with energx-filtered
electron microscopy (Shuman et al., 1986).

Ca2" Localization in Muscle and Its Mobilization by InsP
Striated Muscle
Ca" can be readily localized with EPMA in the terminal cisternae (fT') of the
sarcoplasmic reticulum (SR), where, in resting striated muscle, most of the cellular
Ca" is stored (A. V. Somlvo et al., 1981). During a 1.2-s tetanus. -6 ()' of'the
Ca" content of the TC is released, accompanied by the uptake of Mg, and K*.
Mg-" uptake into the SR also accompanies caffeine-induced (Yoshioka and Soml, o.
1984) and quinine-induced (Yoshioka and Somlyo, 1987) Ca" release. These
findings, and the delayed post-tetanic return of Mg" from the T(" into the
cytoplasm (A. V. Somlvo et al.. 1985/). suggest that the tetanic influx of '\Ig' into
the SR is through the passive, relatively nonselective Ca' channels of the SR
membrane. Since the Mg" and K' accumulated during tetanic ('a> relea',c is

insufficient to account for the electrical charge released as C'-. it is lik_!\ that
proton influx. undetectable by EPMA, provides the remaining charge halance
within the SR (A. V. Somlyo et al., 1981. 1985/').

The 'cry large amount of Ca'" (-I mmtol/liter cell Yl() released during a
tetanus is distributed within the cytoplasm, and is equixalent to the concentration
of'Ca:--binding sites on troponin and on the soluble Ca '-binding protein par~al-
hurnin (A. V. Somlyo et al.. 198 I ). Indeed. EPMA revealed two kinetic components
of the post-tetanic return of Ca" to the TC': the first component (-25', of the
total ('a> released) accounts for the Ca> pumped back from the ('a:'-specific sites
on troponin to the SR during relaxation, while the second. slo\ component returns
to the I'( 'ifler relaxation, and its time course is consistent wvith the off rate of ('
from par albunin (A. V. Somlvo e al.. 1985/)).

Smooth Muscle

The SR. in spite of its sparsity in some smooth muscles (Devine et al.. 17"2). pla\s
a major role in the physiological regulation of cytoplasmic (a> in smooth, as in
striated. muscle. The ATP-supporied uptake of Ca> (Endo et al.. 1982) has been
directly localized to the SR in smooth muscle with EPMA (A. P. Somlx o et al..
1979. 1982). and has also been identified as the ('a> pump of relati\Clx pure.
fragmented SR preparations (Wuytack et al.. 1984). Ca> is stored both in the
junctional SR that forms surface couplings (A. P. Somlx o and Somlyo. 1971 ) \itll
the plasma membrane (Bond et al., 1984a) and in the central SR (Kow\arski et al..
1985: A. P. Somlyo et al.. 1979). Norepinephrine can release ('a" from the
junctional (Bond et al.. 19 84a) and the central SR (Koxkarski et al.. 1985). in
depolarized or in normally polarized smooth muscles, both in the presence and
absence of extraccllular Ca>*. Approximately 50 of the Ca> stored in the central
SR of the rabbit main pulmonar\ artery is released b\ maximal stimulation \\ith
norepinephrine ( Kovxarski et al., 1985). The lumen of'the central SR communicates
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with that of the peripheral SR (Devine et al., 1972). Therefbre. it is not known
whether the central SR itself is the actual site of Ca -' release. There is no evidence
of significant physiological mitochondrial Ca> uptake in smooth muscle even after
maximal contractions maintained for 30 min (A. P. Somlvo et al.. 1979: Bond et
al.. 19841r Kowarski et al., 1985).

The Time Course of Smooth and Striated Muscle
Contraction Induced by Ca2' Released from the SR
by lnsP Flash-Photolyzed from Caged InsP3

[he release of intracellular Ca' b- InsP, has been measured both with (a'-
selective electrodes in permeabilied rabbit main pulmonary arler\ (A. P. Soml\o
ct al.. 19 85a) and with A('a- in isolated smooth muscle cells (Suematsu Ct al..
1984). and is sufficient to trigger contractions (A. V. Somlvo et al.. 1985a). These
studies. and others showing increased phosphatid.\ I inositol turnover during cholin-
ergic stimulation of smooth muscle (Baron ct al.. 1984). suggested that lnsP[ is the
ph\siological messenger of "pharmacomechanical Ca- release." the membrane
polential-independent mechanism through vdhich excitator\ drugs release (a.'
from the SR (A. V. Somlvo and Somhlo. 1968: for review, see A. P. Somlo.
S9 85c). \ major test of a messenger-wk hether its action is sufficientl\ rapid to

account for its putative physiological role-remained to he demonstrated. There-
fore, we determined the time course of contractions evoked b\ photo[ysis of caged
InsP; (Goldman et al.. 1986: Walker et al., 1987) in permeabilized rabbit main
pulmonary artery smooth muscle, in which we had alread\ established the SR as
the major intracellular source ofacti ator ('a- ( Kokkarski et al.. 1985). Vhe latenc\
of tension de\ elopment (-390 nis) followving photol. sis of caged I nsP. as \ ell as
the rate of ensuing contraction. k\sere com parable to. respecti \cl. the latencies in
intact smooth muscle and the rate of contraction following photolysis of caged
A lP in the presence of Ca" (Fig. 4). When lnsP, was introduced by photol\sis
rather than diffusion from the bath. the scnsiti xit\ to lnsP; was increased by txko
orders of magnitude (i.e.. 0.5 mM (nsP, released upon photolysis induced a
contraction of similar magnitude as that produced b\ 30 pNI hnsP, introduced b\
diffusion), in keeping with the high InsP, phosphatase activity measured in the
main pulmonar\ artcr\ ( 15-20 pM/s) (Walker et al.. 1987). These findings support
the notion that InsP, is the physiological messenger mediating transmitter-induced
(pharmacomechanical) (a-' release from the SR of smooth Muscle. The mecha-
nism ofelectromechanical ( 'a" release in smooth. as in striated (see below) muscle.
remains to be determined (A. P. Somlvo. 1985h).

I figh concentrations of InsP, can also stimulate contractions in skinned skeletal
muscle tfber, and it has been suggested that lnsP- maN also be the transmitter
mediating electromechanical coupling in skeletal muscle (Volpe et al.. I 85. I L)(
Vergara et al.. 1 985). hie \ cr\ slow responses to high concentrations of exogenous
InsP and lhc unph\,siologicall\ low free Mg> required for optimal activit\ ha\ce
been tentbai\cl\ ascribed to diffusional delays and to the action of lnslP-ase
IVergara et al.. 198)5: Volpe et al.. 1985). Our results do not support this interpre-
tall n.

I he contractile response of a mechanically skinned frog skeletal muscle fiber
it) photol\sis " caged InsP . in the presence of low free Nig- (40 pNI). is sho\\ n in
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perfusion of tissues with Ca-free solutions to avoid overestimates caused by Ca2

translocation introduces the possibility of depleting normal, endogenous mitochon-
drial Ca (Bond et al., 1984h).

The concentration of mitochondrial Ca bears on the important physiological
question of whether mitochondria can regulate cytoplasmic free Ca 2> or, alterna-
tively. are metabolically regulated by small fluctuations in matrix free [Ca -*] acting
on Ca 2'-sensitive mitochondrial dehydrogenases (for review, see Denton and
McCormack, 1980: Hansford, 1985). A high mitochondrial Ca2> content (>10
mmoi/kg mitochondrial dry wt) would be consistent with activation of the Ca>'
mitochondrial efflux pathway and mitochondrial regulation of cytoplasmic free
[Ca-], but this would saturate the mitochondrial enzymes. On the other hand. low
concentrations of total Ca (matrix free [Ca -21] of 0-3 uM) would permit the

modulation of mitochondrial enzymes, but not the regulation of cytoplasmic [Ca -2+]
by mitochondria. It seemed particularly important to resolve the question of
mitochondrial Ca content in the liver, an organ in which metabolic regulation
plays a major role and is influenced by hormones that mobilize intracellular Ca>S(Berridge and Irvine. 1984).

EPMA of rat livers rapidly frozen (Fig. 6) in anesthetized animals in situ
indicated that the endogenous mitochondrial Ca> content is low (A. P. Somlyo et

al.. 1985a). Assuming that the ratio of intramitochondrial free to total Ca>" is
10- 3 (Coil et al.. 1982: Hansford and Castro. 1982). the EPMA measurements

indicate that the mitochondrial matrix free [Ca -  is -0.2-0.4 UM. Indeed. the
range of normal endogenous mitochondrial Ca ' in a variety of cells (Table 1) is
below 3 mmol/kg dry wt. In none of these cells (liver. brain, retinal rods, muscle.
etc.) do mitochondria contain a large proportion of intracellular Ca ' or play a
significant role in the physiol(gical regulation of cytoplasmic Ca>'. However. under
pathological conditions. when cytoplasmic free Ca ' rises to abnormally high levels.
mitochondria can accumulate a large amount of Ca>. and could become patho-
logical foci of calcification (e.g.. A. P. Somlyo et al.. 1978). Recent EPMA studies
also indicate that pathological Ca + accumulation by mitochondria (up to -300
mmol/kg dry wt) can be reversible (Broderick et al.. 1986).

It remains to be determined whether mitochondrial Ca ' can be increased
sufficiently by physiological stimuli to activate mitochondrial enzymes. In a series
of experiments in which the intact (nonperfused) liver of anesthetized rats was
frozen, in control animals or after the injection of vasopressin alone (Bond et al..
1986) or with glucagon (infused over 10-12 min in anterior mesenteric or jugular
veins), the average mitochondrial Ca>' ranged between 0.7 and 2.2 mmol/kg drN
wt (SEM = 0.2 for each group). However, taking into account animal-to-animal
variations by analysis of variance, the differences between these values were not
statistically significant. Specifically, mitochondria of animals injected over 10-12
min (total volume of 0.25 ml into jugular vein) with vasopressin (7 x 10-' M) and
glucagon (5 x 10- 7 M) contained (mmol/kg ± SEM) 2.2 ± 0.2 Ca>. compared
with the 1.7 ± 0.2 in diluent-injected animals. These values are markedly different
from the 50 mmol Ca2 /kg dry wt measured by one group (Altin and Bygravc.
1986) in mitochondria isolated from perfused livers of animals injected with
vasopressin and glucagon. Similar measurements made by a second group (Assi-
macopoulos-Jeannet et al., 1986) showed up to -5 mmol Ca2'/kg dry wt. It is
possible that perfusion with Krebs-Ringer solution sensitizes the liver to Ca"
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Figure 6. Electron micrograph of cryosection of rat liver frozen in situ. Mitochondria
(arrows) and stacks of rough endoplasmic reticulum (ER) (arrowhead) are clearly idcntifiahke.
The inset shows a region of rough ER at high magnification. Note the close association of'
the rough ER with the mitochondria, which could interfere with separation of these organelles
into isolated cell fractions.
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loading, including mitochondrial Ca" loading, and some of the Ca -> content

ascribed by these authors to mitochondria may represent Ca -
2> translocated during

isolation or contained in another compartment (e.g., perimitochondrial endo-
plasmic reticulum) sedimenting with mitochondria. On the other hand, it would
also be premature to exclude the possibility, on the basis of our measurements of
total mitochondrial Ca- , that variations in mitochondrial matrix Ca> can con-
tribute to metabolic regulation. Estimates of the [Ca 2+]ree/[Ca]total ratio based on in
vitro experiments may not reflect the correct in vivo values, in which case the
small, and statistically not significant, fluctuations in mitochondrial Ca2> could
give rise to significant changes in matrix free Ca 2 .Nevertheless, the possibility
that changes in mitochondrial constituents other than Ca'. such as Mg 2> (see
below) or ADP (Chance and Williams, 1956). play a major role in metabolic
regulation of mitochondria deserves continued consideration.

TABLE I

Mitochondrial Ca Content In Situ

Animal Tissue Condition

mmol//k, dri" inUochoth-ion ± I: tI

Rabbit Portal vein Relaxed 1.6±0.2
Contracted 30 min 2.3±0.4
0 Ca o. I ±.21
Na-loaded 2.0± 1.0

Main pulmonary arterx Relaxed 2.6±0.31
Contracted 2.0±0.32

Heart (papillary) 0.5_0.2
Guinea pig Portal vein Relaxed 0.7±0.3

Contracted 1.1±0.3
Rat Liver In animal 0.8±0. 1

Brain cortex In animal 1.5±-0.26
Rana iipien. Retinal rod Dark-adapted 0.0±0.2

Illuminated 0.4±0.2

Mmol/kg dr, wt nmol/mg mitochondrial protein.
Significantly different (P < 0.01) from relaxed rabbit portal vein.
Values shown are from electron probe studies referenced in the bibliograph.

Mitochondrial Mg2" Movements In Situ
EPMA of rapidly frozen tissues has revealed subcellular translocations of Mg2+ in
several cell systems. which suggests that changes in Mg 2> may also have regulator\
functions in cell organelles. In addition to the previously mentioned Mg 2> influx
into the SR during Ca2

' release, we have detected changes in the mitochondrial
and cytoplasmic Mg 2> content in smooth muscle (Bond et al.. 1984b). retinal rods
(A. P. Somlyo and Walz. 1985). and parenchymal liver cells (see below). Mito-
chondrial Mg 2> can change in parallel with or independently of cytoplasmic Mg>2 .
The large mitochondrial Mg 2> uptake observed during massive Na' efflux from
rabbit portal vein (Broderick et al., 1986) probably reflects the very active Mg2>
transport system previously identified in mitochondria isolated from smooth
muscle (Sloane et al., 1978).
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The injection of vasopressin and glucagon into the jugular vein increased
mitochondrial Mg 2  in rat liver to 57 mmol/kg dry wt, compared with the 43
mmol/kg dry wt in control animals injected with the diluent Krebs solution (Bond.
M., G. Vadasz, A. V. Somlyo, and A. P. Somlyo, manuscript in preparation). The
increase in total mitochondrial Mg> (32%) is highly significant (P < 0.01) and, if
the relationship between free and total mitochondrial Mg2> is indeed linear (Corkey
et al., 1986), it also represents a 32% increase in matrix free Mg 2+. Such an increase
in matrix [Mg2-+ could modulate mitochondrial enzymes and, perhaps, even be
responsible for some of the effects ascribed to changes in matrix free [Ca>].

Ca2+ in the Endoplasmic Reticulum in Liver
and Other Nonmuscle Cells
The endoplasmic reticulum (ER) can actively transport Ca 2 , via a Ca2 -ATPase
(for review, see Martonosi, 1983: A. P. Somlyo. 1984) and is the organelle that
plays the major role in regulating cytoplasmic free [Ca-]. Sr+ uptake by endothelial
ER was observed some time ago (A. V. Somlyo and Somlyo, 1971), and EPMA of
cr.osections localized high concentrations of Ca -' in the ER of normal vertebrate
retinal rods (A. P. Somlyo and Walz. 1985) and parenchymal liver cells (A. P.
Somlyo et al.. 1985). Compelling evidence has also implicated the ER as the
"nonmitochondrial site" from which excitatory transmitters. such as vasopressin.
release Ca ' using InsP3 as their secondary messenger (e.g.. Burgess et al., 1983.
1984). Vasopressin reduced the Ca>' content (measured by EPMA) of the rough
ER in the liver and increased glycogen phosphorylase activity (Bond et al., 1986).

Conclusions
The subcellular movements of Ca 2> and other elements between cytoplasm and
organelles can be followed in situ by EPMA of tissues rapidly frozen in various
functional states. We have summarized here some of the applications of this
method to the measurement of Ca-2> and counterion movements between the SR
and cytoplasmic Ca-binding proteins in skeletal muscle, and to the identification
of the SR as the intracellular source of activator Ca -' in smooth muscle. EPMA
also provided strong evidence showing that, in liver and in other nonmuscle cells.
the ER. but not mitochondria. plays the predominant role in the physiological
regulation of cytoplasmic free Ca-. The possible roles of Mg uptake into
mitochondria and into the SR remain to be established, but the detection. with
EPMA. of subcellular Mg -' movements is yet another example of obtaining new
information with a new method.

The kinetics of the contractions induced by photolysis of an inert. photolabile
precursor of inositol 1,4,5-trisphosphate in permeabilized muscles support the role
of InsP.3 as a physiological messenger in smooth, but not in striated, muscle.
However, given the possibility of a "missed modulator" or another, more active
inositol phosphate, it would be premature to completely exclude this mechanism.
Finally, the obvious benefits of obtaining time-resolved information from, respec-
tively. laser-flash photolysis and rapid freezing lead us to predict that the combi-
nation of the two methods will find useful application in future studies.
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Introduction
It has been recognized for a number of years that changes of the intracellular free
Ca2  concentration caused by cell-activating agonists serve as an important signal-
ing mechanism for the regulation of different cell functions. Ca2+ provides a
coordinating link by causing activity changes of a variety of proteins, including
protein kinases and phosphatases (Cohen, 1985) and several mitochondrial dehv-
drogenases (Denton and McCormack, 1985), either directly or after binding to
calmodulin or other Ca2+-binding proteins. Changes in the activity of these Ca 2+-
dependent proteins are uniquely involved in eliciting cellular functions character-
istic of the cell type, notably secretion in many cells and activation of metabolic
pathways, such as hepatic glycogenolysis and gluconeogenesis in liver (Williamson
et al., 1981; Rasmussen and Barrett, 1984). Until recently. however, the source of
the Ca2> and the mechanism of hormone-stimulated cellular Ca2> mobilization
were largely unknown.

The link between hormone or ligand interactions with cell surface receptors
and the subsequent increase of cytosolic free Ca2> were discovered as an extension
of earlier work demonstrating increases of phosphatidylinositol turnover in a variety
of tissues where intracellular signaling was thought to occur via Ca2 (reviewed by
Downes and Michell, 1985; Hokin. 1985). Many studies have now established that
a wide range of compounds, including hormones, neurotransmitters, secretagogues.
antigens, chemoattractants, and cycloxygenase and lipoxygenase products of ar-
achidonic acid metabolism, activate a specific phosphodiesterase, termed phospho-
lipase C, which breaks down inositol lipids in the plasma membrane. These lipids.
comprised mainly of phosphatidylinositol (PI). are minor components of mem-
branes, but are highly metabolically active compared with the structural phospho-
lipids forming the membrane bilayer. Together with the phosphorylated derivatives
phosphatidylinositol-4-phosphate (PIP) and phosphatidylinositol-4.5-bisphosphate
(PIP,). these inositol lipids serve as precursors for metabolic signal generators
responsible for the mediation of the Ca2'-dependent biological responses (William-
son et al.. 1985).

A number of recent reviews have provided different perspectives of the role of
inositol lipid metabolism in signal transduction and the separate roles of inositol
1.4,5-trisphosphate (IP;) in causing the release of intracellular sequestered Ca ->1
and 1.2-diacylglycerol in the activation of protein kinase C (Berridge and Irvine,
1984: Hokin, 1985; Downes and Michell, 1985, Williamson. 1986: Nishizuka.
1986: Williamson and Hansen, 1987). This chapter is concerned primarily with
the Ca2+-mobilizing effect of glucagon and the negative feedback effects exerted by
activation of protein kinase C.

Signal Generation
Fig. I provides a schematic representation of the major metabolic events that occur
after the addition of a Ca2'-mobilizing agonist to a target cell. Typical receptors
present in the hepatocyte plasma membrane that are coupled to Ca + mobilization
are those for vasopressin. angiotensin II, and a -adrenergic agonists such as Dhcn-
ylephrine. A number of recent studies (see Litosch and Fain, 1986. and Williamson
and Hansen, 1987, for reviews) have ascertained that receptor-mediated activation
of phospholipase C is accomplished by a GTP-binding protein, denoted by G, in
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Fig. 1. Unlike the GTP-binding proteins G, and G,, which are involved in modu-
lating adenylate cyclase activity (Gilman, 1984; Northup, 1985), the GTP-binding
protein that is assumed to activate phospholipase C has not been isolated or
characterized. In liver, receptor coupling through this putative G-protein to inositol
lipid metabolism is not sensitive to inhibition by pertussis toxin (Pobiner et al.,
1985: Uhing et al., 1986).

Immediately after the addition of vasopressin to hepatocytes, in which the
inositol lipids have been prelabeled in the inositol ring with [3H]mvo-inositol or in
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Figure 1. Schematic representation of reactions involved in signal generation from inositol
lipid metabolism. G,. postulated unidentified GTP-binding protein. R, fatty acid side chain

(mainly stearvl). R2, fatty acid side chain (mainly arachidonyl).

the phosphate head groups with '2P inorganic phosphate, there is a rapid activation
of phospholipase C, as evidenced by decreases of PIP and PIP, contents and
increases of cellular m 'vo-inositol I ,4-bisphosphate 11 ns( I,4)P21. ?n *vo-inositol 1 .4.5-
trisphosphate [lns(l.45)P31, and diacylglycerol levels (Thomas et al.. 1983. 1984:
Creba et al., 1983; Charest et al., 1985; Bocckino et al., 1985). Ins(1, 4.5)P 3 activates
a putative Ca 2, channel in a subpopulation of the hepatic endoplasmic reticulum
(Joseph et al., 1984: Burgess et al., 1984; Joseph and Williamson, 1986). resulting
in a rapid rise of the cytosolic free Ca2' and activation of phosphorylase (Charest
et al.. 1983: Thomas et al., 1984). Ins(l.4,5)P3 is inactivated through metabolism
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by two routes: by a 5-phosphatase to Ins( 1,4)P 2 and by an ATP-dependent 3-kinase
to myo-inositol 1,3,4,5-tetrakisphosphate (IP4) (Irvine et al., 1986: Hansen et al..
1986; Cerdan et al., 1986). Degradation of IP4 also occurs by the 5-phosphatase to
a second inositol trisphosphate isomer, namely myo-inositol 1,3,4-trisphosphate
[lns(1,3,4)P 3] (Batty et al., 1985; Hansen et al., 1986: Irvine et al., 1986). In liver.
the 5-phosphatase is mostly bound to the plasma membrane (Storey et al., 1984:
Joseph and Williams, 1985), while the 3-kinase is located primarily in the soluble
fraction (Hansen et at., 1986). Ins( 1,3,4,5)P 4 and ins( 1,3.4)P 3 are essentially inactive
in causing Ca2 ' release from intracellular organelles and presently have no known
function (Williamson and Hansen. 1987).

Diacylglycerol, the other second messenger released by the action of phospho-
lipase C on inositol lipids, is the physiological activator of protein kinase C
(Nishizuka, 1986). This protein kinase is also activated by tumor-promoting agents
such as phorbol myristate acetate (PMA), which, like diacylglycerol, decrease the
requirements of the enzyme for free Ca-* to values found in normal resting cells
(Ashendel, 1985). The physiological target proteins for protein kinase C are still
largely unknown, although many proteins have been shown to be phosphorvlated
at serine and threonine sites in vitro (Nishizuka, 1986). In a number of secretory
cells, the activation of protein kinase C, together with a sustained increase of the
cytosolic free Ca- ', appears to be necessary for prolonged functional effects (Nish-
izuka et al., 1984; Rasmussen et al., 1984). However, in liver (Cooper et al., 1985:
Lynch et al., 1985: Corvera et al.. 1986) and a number of other cells (Nishizuka.
1986- Williamson and Hansen, 1987), agonist-mediated activation of inositol lipid
metabolism is inhibited by PMA. The present article is concerned with this aspect
of protein kinase C function.

Kinetics of Hormone-induced Increases of Inositol Phosphates
Previous studies with hepatocytes prelabeled with [3Hjinositol have shown that
after the addition of vasopressin, there was a rapid production of Ins( 1.4.5)PI and
tns( 1,3.4,5)P 4 and a slower accumulation of Ins( i,3.4)P 3 (Hansen et al.. 1986). Fig.
2 shows that with a saturating concentration of the aj-adrenergic agonist phenyl-
ephrine, the accumulations of Ins(l.4,5)P3 and Ins(l.3A,5)P 4 peaked after 5 s and
fell within 30 s to values that were only slightly elevated above control. In contrast.
the accumulation of Ins( 1,3,4)P 3 was slower, reaching a maximal value after 30 s.
and thereafter declined gradually. After 1 min of hormonal stimulation, lns( 1,3,4)P;
accounted for -90% of the increased production of IP, isomers. These changes
were quantitatively much smaller than those induced by vasopressin (Hansen et
al., 1986).

Glucagon has also been shown to cause a mobilization of intracellular Ca'*
(e.g., Charest et al., 1983), but has been reported not to cause an increased
breakdown of inositol lipids in hepatocytes (Creba et al., 1983: Charest et al., 1985:
Poggioli et al., 1986). Fig. 3 shows that 10 nM glucagon, which causes a maximal
increase of cytosolic free Ca 2 in hepatocytes, produced a very small but statisticall.
significant increase of Ins(l,4,5)P 3. This was associated with relatively greater
percentage increases of Ins(I,34,5)P4 and lns(I,3,4)P3 . The rate of accumulation
of lns(l,3.4)P3 was slower than that of Ins(l,3,45)P4, as with phenylephrine-
stimulated hepatocytes (Fig. 2). These data demonstrate. therefore, that glucagon
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Figure 2. Time course of the effects of phenylephrine (10 AM) on the accumulation of
[3Hlinositol phosphates in rat hepatocytes. The experimental conditions for preparation of
hepatocvtes. incubation with [2-'Hjmvo-inositol. and separation and analysis of the inositol
phosphates were the same as described by Hansen et al. (1986). Control values were:
1ns(I.4.5)P3. 288 ± 26 cpm;, Ins(l.3A45)P,. 54 ± 8 cpm-: Ins([ .3.4)P,. 42 ± 4 cpm (means±
SEM of four experiments).

does produce a small increase of Ins(lI 4,5)Pj, presumably derived from the break-
down of PIP,, which may account for its Ca2'-mobilizing effect.

Glucagon-induced Mobilization of Intracellular Ca 2 +

Fig. 4.4 shows the effect of different concentrations of glucagon in causing an
increase of the cytosolic free Ca 2 , in quin2-loaded hepatocytes. Half-maximum

220-

0-

0

0 20 40o 60 80 100 120

Seconds after Glucagon (10 nm)

Figure 3. Time course of the effects ofglucagon (10 nM) on the accumulation of ['H~inositol
phosphates in rat hepatocytes. The experimental conditions were the same as in Fig. 2 and
the values shown are means ± SEM of nine experiments.
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effects were obtained at I nM glucagon and maximum effects were obtained at
-10 nM, in agreement with the data of Sistare et al. (1985). Characteristically,
there was a short delay of 5-15 s before the rise of cytosolic free Ca 2 could be
observed. With increasing concentrations of glucagon, this delay diminished, while
the rate of increase of cytosolic free Ca2

' and its peak value increased. Fig. 4B
shows that the addition of 8-bromo-cyclic AMP (8-Br-cAMP) to quin2-1oaded
hepatocytes also produced a concentration-dependent increase of cytosolic free
Ca2 ', with half-maximum and maximum effects at 20 and 100 tiM, respectively.
These results suggest that the Ca2 +-mobilizing effects of glucagon may be secondary
to the production of cAMP, rather than parallel events.

400 A

300.
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,. 200. fflr/ 5 n

o
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-100

U_
2 300 I00' M 3

200-

8-Br-cAMP

00 0 20 40 60 80 100 120

Time (seconds)

Figure 4. Effect of different concentrations ofglucagon (A) or 8-Br-cAMP (B) on the cytosolic
free Ca2' of isolated hepatocytes. The cylosolic free Ca+ in cells loaded with quin2 was
measured as described by Thomas et al. (1984).

The initial phase of the increase of cytosolic free Ca'+ induced by 10 nM
glucagon was completely dependent on the mobilization of intracellular Ca2-. as
illustrated in Fig. 5. A small excess addition of EGTA just before glucagon had no
effect on the rate or extent of the initial rise of Ca2. , but in the absence of
extraceilular Ca - , the cytosolic free Ca- + returned to control values within 3 mi
rather than remaining elevated. This transient increase of cytosolic free Ca -' with
hepatocytes incubated in low extracellular Ca2+ medium is associated with a net
loss of Ca>2+ from the hepatocytes (Mauger and Claret, 1986). In common with
vasopressin, angiotensin II. and al-adrenergic agonists (Mauger et al., 1984. 1985:
Blackmore and Exton. 1985; Joseph et al., 1985), it is apparent that the glucagon-
induced Ca' transient has two components, an intracellular Ca + mobilization
and an influx of Ca 2 from the extracellular medium.

Fig. 5 also shows that a subsequent addition of phenylephrine after glucagon
addition caused a further small increase of the cytosolic free Ca + in either the
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Figure 5. Effects of sequential additions of glucagon and phenylephrine (Phe) on the cytosolic
free Ca2' of isolated hepatocytes incubated in the presence and absence of extracellular Ca*.
A low extracellular Ca2+ concentration was obtained by addition of 1.4 mM EGIA to
medium containing 1.3 mM Ca2 ' 30 s before hormone addition.
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Figure 6. Effects of sequential additions of agonists on the cytosolic free Ca' of isolated
hepatocytes. VP, vasopressin: Phe, phenylephrine.
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presence or absence of extracellular Ca 2 . Under these conditions, the phenyleph-
rine-induced increase of cytosolic free Ca2+ was only 20% of that obtained without
prior glucagon addition, which indicates that the two hormones may be mobilizing
Ca2 + from the same intracellular pool. This was confirmed in further experiments,
which are shown in Fig. 6. When vasopressin was added at the peak of the 8-Br-
cAMP-induced increase of cytosolic free Ca 2+, a small additional mobilization of
Ca2+ was observed (Fig. 6A). On the other hand, the addition of 8-Br-cAMP at the
peak of the vasopressin-induced Ca21 transient showed a negligible further response
(Fig. 6B). That the different hormones were probably mobilizing Ca 2+ from the
same intracellular Ca2+ pool is also illustrated by the fact that the addition of
vasopressin after a submaximal concentration of phenylephrine (Fig. 6 C) produced
a further increase of cytosolic free Ca2+ to the same value of -400 nM as observed
when vasopressin was added as the first agonist (Fig. 6 B). Similar results have been
reported recently by Combettes et al. (1986).

As an alternative approach to determine whether glucagon and vasopressin
were mobilizing Ca2+ from the same intracellular pool, the hormone-induced
changes of cytosolic free Ca2 + were measured in hepatocytes after the prior addition
of uncoupling agents to deplete the mitochondria of Ca2 +. For this purpose, it was
necessary to correct for the spillover of the NADH fluorescence into the photo-
multiplier measuring the quin2-Ca fluorescence in the two-channel filter fluorom-
eter (Thomas et al., 1984). The importance of this correction is illustrated by the
data shown in Fig. 7 and derives from the fact that the fluorescence emission
spectrum for NADH overlaps with that for the quin2-Ca complex (Tsien et al.,
1982). The uncoupling agent chosen for these experiments was 1799 (Hevtler.
1979), which is nonfluorescent when excited at the wavelength of 339 nm required
for quin2-Ca excitation. The upper trace of Fig. 7 shows the quin2 fluorescence
recorded from the output of a photomultiplier with a bandpass filter of 490-550
nm, while the middle trace shows the NADH fluorescence recorded using a
bandpass filter of 420-450 nm. After the addition of 1799 to the quin2-loaded
hepatocytes, a decrease of fluorescence was observed in both channels. However,
after correction for the spillover of NADH fluorescence into the quin2 channel
(see legend to Fig. 7), the corrected quin2 fluorescence (third trace of Fig. 7)
increased upon addition of 1799. showing the expected increase of cytosolic free
Ca2+ as a result of efflux of Ca2+ from the mitochondria. In further experiments
reported here, only the corrected quin2 fluorescence changes are shown.

Fig. 8A shows the effect of vasopressin on the cytosolic free Ca2+ of quin2-
loaded hepatocytes in the absence and presence of a prior addition of 1799. A
smaller vasopressin-induced increase of the cytosolic free Ca2+ was observed in the
presence of the uncoupler than was observed in its absence, although the peak of
the Ca 2 increase was the same. Fig. 8 B shows that similar qualitative results were
obtained after glucagon addition, although the rate of change of the cytosolic free
Ca2' with glucagon was slower than with vasopressin (Charest et al., 1983). These
results indicate that the hormone-sensitive intracellular Ca 2 pool was partially
sensitive to mitochondrial uncoupling agents with both vasopressin and glucagon
as agonists.

The addition of agents to intact cells or isolated organs to produce an
uncoupling of oxidative phosphorylation, a collapse of the mitochondrial mem-
brane potential. and efflux of Ca24 has been used as a nondisruptive technique to
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Figure 7. Effect of 1799 (5 pM), an uncoupler of oxidative phosphorylation, on quin2-Ca
and NADH fluorescence changes in isolated hepatocytes. The upper trace (quin2) records
the fluorescence emission between 490 and 550 nm and the middle trace (NADH) records
the fluorescence emission between 420 and 450 nm, using two photomultipliers and an
excitation wavelength of 399 nm with a two-channel filter fluorometer (see Thomas et al.,
1984). The quin2-corrected trace (F,,) was obtained by correcting for NADH spillover
using the formula: Foo, = (FQT - xFNT)/I - x *v, where FQ- is the total fluorescence in the
quin2 channel, FNT is the total fluorescence in the NADH channel, x is the ratio of
fluorescence observed in the quin2 channel to that in the NADH channel upon addition of
a standard NADH, and r is the ratio of fluorescence observed in the NADH channel to that
in the quin2 channel upon addition of quin2 free acid with saturating Ca 2'. The constants
x and v were determined by adding NADH or quin2 to hepatocytes (5 mg/ml) after
permeabilization with 0.1% Nonidet, and were 0.62 and 0.18, respectively. Data were
accumulated using an IBM personal computer fitted with a Data Translation DT 2801 fast
A/D board and were collected every 500 ms for 4 min.
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Figure 8. Effect of vasopressin (A-) and glucagon (B) added after the uncoupler of mitochon-
drial oxidative phosphorylation 1799 (5 pM) on the cytosolic free Ca2 concentration of
isolated hepatocytes. The cytosolic free Ca was measured with quin2 and the quin2-Ca
fluorescence change was corrected for simultaneous NADII fluorescence changes as de-
scribed in the legend to Fig. 7.
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estimate the mitochondrial Ca2' content of intact cells (Bellomo et al., 1982, Joseph
and Williamson, 1983). Studies with a flowthrough perfused rat liver have shown
that when vasopressin was infused after prior treatment with the uncoupling agent
2,4-dinitrophenol, the total amount of hormone-induced net Ca2  efflux was
decreased to 53 ± 6 nmol/g wet wt, compared with a value of 97 ± I nmol/g wet
wt for vasopressin alone (Kleineke and Soling, 1985). In these studies, the values
found for total net Ca2" efflux after separate additions of the Ca 2 , ionophore
A23187 and 2,4-dinitrophenol were 96 ± 7 and 19 ± 2 nmol/g wet wt, respectively.
These results show that the uncoupler-sensitive Ca2+ pool in the intact liver is small
relative to the vasopressin-sensitive Ca2  pool, and that part of the latter pool is
sensitive to uncoupling agents, in agreement with the data shown in Fig. 8A.

This finding is at first sight unexpected, since it has been shown that the
addition of lns(l,4,5)P3 to permeabilized cells causes the release of Ca2  only from
a nonmitochondrial intracellular Ca2" pool (Joseph et al., 1984; Burgess et al.,
1984; Streb et al., 1984). Consequently, Ca2" mobilization elicited by vasopressin
should be insensitive to mitochondrial uncoupling agents. Since this is not the case,
it appears that mitochondrial uncoupling agents cannot be used as a tool to produce
a selective release of Ca2" from the mitochondrial Ca2  compartment of the cell as
they also release Ca2" from part of the endoplasmic reticular Ca24 pool. This
conclusion probably accounts for the finding that the hormone-sensitive Ca 24 pool
obtained in an earlier study with isolated hepatocytes, which employed uncoupling
agents and A23 187 to investigate the relative size of intracellular Ca2' pools, was
partly mitochondrial and partly endoplasmic reticular (Joseph and Williamson,
1983). It is inappropriate, therefore, to conclude from the data of Fig. 8B and
similar experimental approaches using mitochondrial uncoupling agents to probe
the nature of the intracellular source of glucagon-releasable Ca2' (Kraus-Fried-
mann, 1986) that glucagon elicits release of Ca24 from a mitochondrial Ca2' pool.

It is seen from further experiments illustrated in Fig. 9 that when a comparison
is made of the maximum vasopressin- and glucagon-induced changes of cytosolic
free Ca24 in quin2-loaded hepatocytes. the responses to the two hormones are
dissimilar in several respects. With vasopressin, the peak increase of cytosolic free
Ca2' was achieved after 5 s. With glucagon, there was a longer lag before the
cytosolic free Ca2  started to increase, and the peak increase was achieved after 30
s. Also, the maximum increase of cytosolic free Ca - with glucagon was only about
half that achieved with vasopressin. Phenylephrine (10 uM) gave responses that
were essentially the same as those produced by vasopressin, while feiskolin (10
pM), added to activate adenylate cyclase directly (Daly, 1984), gave an increase of
cytosolic free Ca2' similar to that produced with glucagon or 8-Br-cAMP (data not
shown; Staddon and Hansford, 1986; Combettes et al.. 1986). These results.
together with the data shown in Figs. 5 and 6, demonstrate that glucagon, externally
added cAMP derivatives, or intracellularly generated cAMP are only capable of
eliciting a partial release of Ca-21 from a Ca -> pool that is common to other Ca-+-

mobilizing agonists and appears to require lns( 1,4.5)P as a second messenger.

Inhibitory Effects Induced by Activation of Protein Kinase C
Previous studies from this (Cooper et al., 1985) and other laboratories (Ly nch et
al., 1985; Corvera et al.. 1986) have shown that pretreatment of hepatocytes for
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Figure 9. Comparison of vasopressin- and glucagon-induced changes of cNtsoi free Ca"
in isolated hepatocytes. The cytosolic free Ca* was measured with quin2 and the quin2-Ca
fluorescence change was corrected for simultaneous NADH fluorescence changes as de-
scribed in the legend to Fig. 7.

short times with the phorbol ester PMA caused a complete inhibition of the
phenylephrine-induced increase of cytosolic free Ca>. activation of phosphoryiase.
and PI turnover. A similar but less complete inhibition of the glucagon-induced
(Fig. 10.-) or 8-Br-cAMP-induced (Fig. lOB) increase of cytosolic free Ca' is
produced by pretreatment of hepatocvtes for?2 min with a maximum concentration
(100 ng/ml) of PMA (see also Blackmore and Exton, 1986; Staddon and Hansford.
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Figure 10. Fl'ect of PMA on glucagon- (1) or 9-Br-cAMP- (BI) induced increase ofcvtosolic
free Ca' in isolated hepatocy tes, PM A H MK ng/ml1) was added to hepatocvtcS (5 ig dr %4t/
ml) 2 min before agonist addition.
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1986). The small increase of cytosolic free Ca2 observed after the addition of these
agonists in the presence of PMA was also observed when the hormone wab added
immediately after a slight excess of EGTA, which indicates that the incomplete
inhibition was not due to Ca2 entry across the plasma membrane (data not shown).

Further studies (Fig. I A) showed that a half-maximal effect of PMA in
inhibiting the peak increase of the cytosolic free Ca2 induced by 100 JM 8-Br-
cAMP was obtained at 2 ng/ml of PMA, with maximum inhibition at - 10 ng/ml.
A similar sensitivity was obtained for PMA inhibition of the phenylephrine-induced
increase of cytosolic free Ca2" (Cooper et al., 1985), Fig. I I B shows that PMA had
no effect on the activation of phosphorylase induced by the addition of 8-Br-
cAMP, which indicates that the steps involving activation of cAMP-dependent
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Figure 1I. Concentration dependence of the effect of PMA on changes of cytosolic free Ca
(A) or phosphorylase activity (B) induced by 100 ,M 8-Br-cAMP in isolated hepatocytes (5
mg dry wi/ml). Results are means ± SEM of three separate experiments,

protein kinase, its phosphorylation of phosphorylase kinase, and the further phos-
phorylation and activation of phosphorylase were not affected by PMA (Blackmore
et a)., 1986).

The effect of PMA pretreatment on phenylephrine-induced increases of ino-
sitol polyphosphates in hepatocytes prelabeled with [Hlinositol is shown in Fig.
12. PMA (100 ng/ml) prevented the hormone-induced increases of ins( 1l4,5)P,.
Ins(l.3,4,5)P 4, and lns(l,3.4)P, (Fig. 12), as well as the increases of inositol his-
and monophosphates (data not shown). This effect is most readily seen in the tissue
content of the lns(l,3,4)P3 isomer, which shows the greatest percentage increase
with phenylephrine. In control, nonstimulated cells, the content of [3H]lns( 1.4,5)P,
was sixfold greater than the contents of ['H]lns(1,3.4.5)P 4 and [1-flns(l.3.4)PI.
and was decreased slightly ( 5%) by PMA pretreatment alone.

Fig. 13 (control panel) shows that 30 s after the addition of 100 jMN g-Br-
cAMP to [3Hjinositol-labeled hepatocytes, there was a small increase of lns( ,4.5)P,.
but larger and statistically significant increases of Ins( 1,3,4)P; and Ins( 1.3.4.5)P 4.
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Figure 12. Effect of PMA pretreatment (100 ng/ml for 3 min) on phenylephrine-induced
changes of [3Hjinositol phosphates in isolated hepatocytes (20 mg dry wt/ml). Results are
means ± SEM of four separate experiments.

The right-hand panel of Fig. 13 shows that these changes were all abolished by a
3-min pretreatment of the hepatocytes with 100 ng/ml PMA. Similarly, the
increases of inositol phosphates induced by glucagon were abolished by PMA
pretreatment of hepatocytes (data not shown).

Epidermal growth factor (EGF) has recently been shown (Johnson et al.. 1986)
to elicit an increase of cytosolic free Ca2 ' in hepatocytes, with this effect being
inhibited by pretreatment of the cells with pertussis toxin or PMA. The EGF-
induced increase of cytosolic free Cal' as measured with quin2 resembles that
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Figure 13. Effect of PMA pretreatment (100 ng/ml for 3 min) on 8-Br-cAMP-induced
changes of [3H]inositol phosphates in isolated hepatocytes (20 mg dry wt/ml). Results are
means :t SEM of six separate experiments assayed 30 s after the addition of 100 uM 8-Br-
cAMP.
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elicited by glucagon, forskolin, or cAMP analogues in being smaller and of slower
onset than the vasopressin-induced increase of cytosolic free Ca2 (data not shown:
Bosch et al., 1986). However, Bosch et al. (1986) were unable to demonstrate that
EGF had any stimulatory effect on the accumulation of inositol phosphates in rat
hepatocytes. Fig. 14 shows that 100 ,M EGF, which gives a maximum increase of
the cytosolic free Ca2+ , caused statistically significant increases of lns(I.4.5)P3.
lns(l,3,4)P., and lns(l,3,4,5)P 4. This effect of EGF on inositol lipid metabolism
was blocked by pretreatment of the hepatocytes for 3 min with 100 ng/ml PMA
(Fig. 14). These results, with a number of receptor-dependent and -independent
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Figure 14. Effect of PMA pretreatment (100 ng/ml for 3 min) on EGF-induced changes of
['Hjinositol phosphates in isolated hepatocytes (20 mg dry wt/ml). Results are means ±
SEM of four separate experiments assayed 30 s after the addition of 100 gM EGF.

agonists that produce an activation of phospholipase C. increased formation of
Ins( 1.4,5)P3, and mobilization of intracellular Ca2+.suggest that the PMA-mediated
inhibition of these responses may be caused by a common mechanism.

Mechanisms of Action of Glucagon- and PMA-induced
Negative Feedback
The present results are in substantial agreement with a number of other studies.
which collectively show that glucagon increases the cytosolic free Ca-' of hepato-
cytes with approximately the same sensitivity as it elevates cAMP levels and
activates phosphorylase. As with other hepatic Ca 2'-mobilizing hormones. which
include such diverse agonists as vasopressin, angiotensin II. ,-adrenergic agents
(reviewed by Blackmore and Exton. 1985; Williamson et al., 1985). EGF (Johnson
et al.. 1986), and opiate peptides (Leach et al., 1986), glucagon causes an initial
mobilization of Ca-' from intracellular storage sites and also promotes an increased
flux of Ca>' - across the plasma membrane. This is shown by the fact that the
hormone-induced increase of cytosolic free Ca" to its peak value is independent
of the presence of extracellular Ca", but Ca 2 is required to produce a sustained
elevation of the cytosolic free Ca>+ above resting levels (cf. Fig. 5).
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Each of the agonists appears to elicit the release of Ca2" from a common
intracellular Ca2* pool, which is partially sensitive to the Ca2+-mobilizing effect of
mitochondrial uncoupling agents. However, in contrast to earlier reports (reviewed
by Kraus-Friedmann. 1984). more recent evidence strongly favors the concept that
treatment of hepatocytes with Ca2'-mobilizing hormones leads to an increase
rather than a decrease of the mitochondrial Ca2+ content, mainly as a secondary
consequence of the elevated cytosolic free Ca2 + (Shears and Kirk, 1984: Mc-
Cormack, 1985). Since mitochondrial uncoupling agents appear not to cause a
selective release of Ca 2 from the mitochondria, their use for probing the nature of
the intracellular organelles responsible for hormone-induced Ca2'+ release is subject
to doubt. Consequently, from the observation that uncoupling agents diminish
glucagon-induced Ca2' release in hepatocytes (Fig. 8) or perfused liver (Kraus-
Friedmann. 1986). it is not possible to deduce that the mechanism of intracellular
Ca -' release induced by glucagon or cAMP is different from that of the other Ca>-
mobilizing hormones.

The common mechanism of action tor all these agonists appears to be an
activation of phospholipase C, with production of Ins(l,4,5)P 3. The changes of
Ins( l.4.5)P 3 and other inositol phosphates induced by these different agents,
however, show large quantitative differences, which are not proportional to their
ability to mobilize Ca ' and increase the cytosolic free Ca>' concentration of
hepatocytes (Williamson and Hansen. 1987). A peak increase of lns(l,45)P;
levels of 45% above control values produced by phenylephrine gives the same peak
increase of cytosolic free Ca" as vasopressin, which increases Ins(I.4.5)P3 levels at
least 10-fold. However. glucagon. 8-Br-cAMP, and EGF. which increase
Ins(1,4,5)P3 levels by only 5-10%, cause a both smaller and slower increase of the
cytosolic free Ca 2 , which suggests that the Ca-'-mobilizing effect of these weak
agonists is limited by their rate of production of Ins(l.4,5)P,. Prentki et al. (1985)
have shown that by infusing lns( ,4.5)P3 at different rates into the medium
containing permeabilized cells supplemented with ATP to allow Ca ' uptake by
the endoplasmic reticulum, different steady state levels of Ca -' in the medium can
be achieved. These authors suggested that suboptimal concentrations of Ins( 1,4,5)P 3
modulate Ca' cycling across the endoplasmic reticulum membrane, with
lns( l.4.5)P 3-mediated Ca>' efflux being balanced by ATP-dependent Ca' influx.
which results in regulation of both the Ca 2 content of the Ins(l.4.5)PI-sensitive
Ca ' pool and the cytosolic free Ca ' concentration. This concept is compatible
with the smaller and much less biphasic nature of the Ca ' transient induced by
glucagon as compared with vasopressin (Fig. 9).

The kinetics of accumulation of lns( I.4,5)P 3 with the different agonists also
show differences. With vasopressin (Hansen et al., 1986) and phenylephrine (Fig.
2), there is an initial overshoot of Ins( 1,4,5)P 3 production before a steady state level
is reached within the first minute of hormone action, while with glucagon (Fig. 3).
8-Br-cAMP, and EGF (data not shown), the steady state level is achieved within
10 s. During the steady state, the rate of production of Ins(l,4,5)P3 from PIP,
becomes equal to the sum of its rate of degradation to Ins( I,4)P, by the 5-
phosphatase and its rate of phosphorylation to lns(1,3.4,5)P 4 by the inositol
phosphate 3-kinase. The flux through the two disposal pathways for lns(I.4.5)PI is
probably about equal (Williamson and Hansen. 1987), with the relatively higher
activity of the phosphatase being compensated by a higher K,, (3 uM) than that for
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the kinase (0.2 pAM). From studies with cytosolic fractions from insulin-secreting
RIN m5F cells, it has been suggested that the biphasic kinetics of lns(l,4,5)P,
accumulation frequently observed during agonist stimulation of cells are caused by
a secondary activation of the kinase (V ma effect) mediated by the rise of the
cytosolic free Ca2

1 (Biden and Wollheim, 1986). However, the purified Ins( 1,4,5)P 3
kinase from brain shows only an inhibition of activity with Ca 2, concentrations of
_1 uM (Johanson, R., and K. E. Coll, unpublished observations). Hence, at present,
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Figure 15. Effect of protein kinase C on Ins( 1,4,5)P3 5-phosphatase activity. Partially purified
5-phosphatase from rat brain was incubated for 10 min at 30'C with protein kinase C (I
nmol/min sp. act.) in a buffer containing 50 mM MOPS, pH 7.1, 200 ug/ml phosphatidyl-
serine. I M PMA. I mM CaCI2, 3 mM MgCI2 . I mM ATP. 200 uM EGTA, 12.5 mM
creatine phosphate, 2 mM dithiothreitol. and 10 U/ml creatine phosphokinase. Control
conditions contained a final EGTA concentration of 2 mM. After preincubation. 45 Ul was
transferred to Eppendorf tubes containing 5 ul of I mM [3H]Ins(l.4.5)P3 and quenched at
appropriate times with 100 Al of 200 mM formic acid. Subsequently, remaining Ins(I.4.5)PI
was quantified by separation from other inositol phosphates by Dowex AG-I x 8 chroma-
tography. Values shown are means ± SEM of three experiments.

it is unclear whether Ca2" activation of the kinase requires a cofactor protein,
whether the phenomenon is dependent on the cell type, or whether a different
mechanism is responsible for the decline of lns(l.4.5)P 3 levels from their peak
value (see below).

The activity of crude (Biden and Wollheim, 1986) and purified (Hansen, C.
A., and J. R. Williamson, unpublished observations) lns(l,45)P3 5-phosphatase is
not affected by Ca2", but a purified enzyme isolated from platelets has been shown
to be phosphorylated and activated by protein kinase C (Connolly et al., 1986).
Similar results have been obtained with purified brain 5-phosphatase, as illustrated
in Fig. 15. The addition of purified protein kinase C to the Ins(l.4.5)PA 5-
phosphatase assay medium resulted in a doubling of the rate of lns(I,4,5)Pj
degradation when the substrate was added at a saturating concentration of 100 PM.
The phosphatase activity was obligatorily dependent on an excess of free Mg2 , as
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shown by the lack of Ins(l,4,5)P3 degradation in the presence of excess EDTA. The
addition of excess EGTA in the presence of activated protein kinase C decreased
the phosphatase activity to control rates (data not shown).

In accordance with the above studies showing activation of the 5-phosphatase
by protein kinase C in vitro, pretreatment of human platelets with diacylglycerol
to activate protein kinase C in situ enhanced the rate of hydrolysis of lns(l,4,5)P 3
when added to subsequently permeabilized cells (Molina y Vedia and Lapetina,
1986). An alternative mechanism to a Ca2+-mediated activation of the Ins(l,4,5)P 3
kinase to account for the biphasic lns(l,4,5)P3 kinetics after agonist stimulation,
therefore, is a diacylglycerol-mediated activation of protein kinase C and enhance-
ment of Ins(1,4,5)3 degradation by the 5-phosphatase. Clearly, this mechanism will
be more effective with strong than with weak agonists, since the former type will
generate more diacylglycerol and hence produce a greater degree of activation of
protein kinase C. As previously mentioned, a biphasic accumulation of Ins( !,4,5)P 3
appears to be dependent on the degree of agonist-induced activation of inositol
lipid breakdown. Hence, a modulatory negative feedback effect on the disposal of
Ins( 1,4,5)P3 by the diacylglycerol branch rather than the Ca2

' branch of the inositol
lipid signaling pathway appears to be more in accordance with the overall results
obtained with a variety of different agonists in hepatocytes. However, it should be
stressed that in liver, at least, this potential mechanism for the modulation of
Ins(l.4,5)P 3 levels does not necessarily attenuate the Ca 2+-signaling effect of the
agonist, since the addition of phenylephrine after the peak of the vasopressin-
induced Ca 2 transient, or vice versa, does not augment Ca 2

, mobilization (Rein-
hart et al., 1984: Joseph et al., 1985), which indicates that the steady state
Ins(1.4,5)P3 concentration is more than sufficient to elicit a maximal release of
Ca2

1 from the hormone-sensitive Ca 24 pool (see also Williamson, 1986).
In contrast, when protein kinase C is fully activated by the addition of PMA

or suitable exogenous diacylglycerols to hepatocytes, the Ca 2+-mobilizing effects of
phenylephrine. glucagon, and EGF and the increases of inositol phosphates induced
by these agonists are abolished or greatly attenuated. Vasopressin-induced Ca -2 ,

mobilization in hepatocytes is only inhibited by PMA pretreatment at very low
agonist concentrations, even though the accumulation of inositol phosphates is
decreased at all vasopressin concentrations (Lynch et al.. 1985). These results reflect
the fact that, with this agonist, the negative feedback effect of PMA is not sufficiently
powerful to diminish the Ins( 1,4.5)P 3 level to below its effective concentration for
eliciting Ca2+ release, except at suboptimal vasopressin concentrations. It is plau-
sible that a protein kinase C-mediated activation of the inositol phosphate 5-
phosphatase contributes to the PMA-induced inhibition of agonist-induced IP3
mobilization. However, as illustrated in Fig. 16, interactions at other sites, notably
the receptor itself or the GTP-binding coupling protein, resulting in an inhibition
of the agonist-induced activation of phospholipase C, also appear to be involved
in the general phenomenon of protein kinase C-mediated negative signaling
(reviewed by Williamson and Hansen, 1987). The extent to which negative feedback
by agonist-induced activation of protein kinase C in different systems can account
for receptor desensitization under physiological conditions and the nature of the
molecular mechanisms inavolved nevertheless remain speculative (for review, see
Sibley and Lefkowitz. 1985).

The mechanism by which glucagon causes an activation of phospholipase C
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also cannot be defined unambiguously. In a recent study with isolated hepatocytes,
Wakelam et al. (1986) showed that glucagon over the concentration range from
0.1 to 10 nM gave a biphasic increase of inositol phosphates, while a glucagon
analogue, (I-N-a-trinitrophenylhistidine-12-homoarginine) glucagon, which is in-
active in stimulatory adenylate cyclase, produced a normal dose-response curve for
stimulation of inositol phosphate production. These authors also found that the
sensitivity of glucagon to stimulate inositol phosphate formation (Ka = 0.25 nM)
was considerably higher than that for stimulation of adenylate cyclase (6.3 nM).
and suggested that hepatocytes possess two distinct glucagon receptors, one coupled
to phospholipase C and the other to adenylate cyclase. with mutual inhibitory.
interactions by the separately generated signaling systems. Cyclic AMP does not

ATP ATP Agoinist

I J ctor

Phosphlipase C _Pr'oloein

C-Kinase

AT IsV 4 5P 3  Ins(l,4)P2

Ins( 1,3,4.5)P 4  i Ins (1,3,4) P3
'P.3

A-Kinose 4- cAMP

Figure 16. Scheme illustrating potential sites for negative feedback signaling for agonist-
stimulated inositol lipid metabolism by diacylglycerol (DG) activation of protein kinase C
(C-kinase). Also illustrated is the possibility that the inositol phosphate 5-phosphatase may
be inhibited bv cAMP-dependent protein kinase phosphorvlation.

inhibit inositol lipid breakdown, as shown by the present data. which demonstrate
cAMP's positive signaling role in Ca -> mobilization. Also, a biphasic glucagon
dose-response curve for lns(1,4,5)P, production does not seem compatible with the
normal monotonic dose-response curve for the increase of cytosolic free Ca " .

Furthermore, only a single class of glucagon-binding sites has been described in rat
hepatocytes, although they apparently exist in interconvertible high- and low-
affinity sites (Horwitz et al.. 1985, 1986). Although a direct coupling of the glucagon
receptor (or a particular state of the receptor) through a GTP-binding protein to
phospholipase C cannot be excluded, cAMP appears to interact with the inositol
lipid signaling pathway to induce Ca2' mobilization independently of the glucagon
receptor. One possible site of action could be at the level of the (i-protein ,k-
subunit, with promotion of dissociation of the j3h-subunits from the inactive
heterotrimer or stabilization of the active GTP-bound ,-subunit upon phospho-
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rylation of the protein. An alternative possibility, illustrated in Fig. 16, is a possible
inhibition of the inositol phosphate 5-phosphatase by cAMP-dependent protein
kinase. A negative interaction at this site implies a basal activity of phospholipase
C and would be consistent with the small increases of ins( l,4,5)P3 and its metabolic
products, as observed with the rise of cAMP in hepatocytes. Phospholipase C itself
has not been reported to be phosphorylated or altered by either cAMP-dependent
protein kinase or protein kinase C. If the site of action of these two kinases is on
the same protein, then phosphorylation by the different kinases would have the
interesting effect of modulating its activity in opposite directions. Further studies
are required to determine whether the glucagon receptor can couple via a G-protein
to phospholipase C or whether glucagon effects are exerted entirely as a secondary
consequence of cAMP production.

Summary
Interactions between the different signaling roles of mvo-inositol 1,4,5-trisphos-
phate and 1,2-diacylglycerol, the products of agonist-stimulated phosphatidylino-
sitol 4,5-bisphosphate breakdown, are assessed in isolated rat hepatocytes. Meas-
urements of the kinetics of accumulation of individual [3H]inositol phosphates
after the addition of different Ca2+-mobilizing agonists in general support the role
of inositol 1,4,5-trisphosphate as the second messenger responsible for release of
sequestered intracellular Ca 2. Various agonists, when added at maximal concen-
trations, however, produce qualitatively and quantitatively different responses,
which reflect varying abilities of the agonists to activate phospholipase C. Qualita-
tive differences are revealed by a pronounced biphasic pattern to the lns(I,4,5)P 3
accumulation after vasopressin and phenylephrine stimulation, which is indicative
of negative feedback. It is suggested that this effect is mediated by a partial
diacylglycerol activation of protein kinase C, which in vitro causes an activation of
inositol phosphate 5-phosphatase and hence promotes removal of Ins(l,4,5)P3 to
lns(l.4)P2. An alternative mechanism proposed by Biden and Wollheim (1986) of
a secondary Ca2> activation of Ins(l,4,5)P 3 3-kinase is considered less likely as a
general mechanism, since highly purified kinase prepared from rat brain shows
only an inhibition by Ca . Glucagon. 8-Br-cAMP, and EGF induce small increases
of lns(l,4,5)P. in hepatocytes, together with slower and smaller increases of
cytosolic free Ca>2+ than those produced by vasopressin or phenylephrine. with Ca -'

being mobilized from the same intracellular pools with each of the agonists. The
Ca 2'-mobilizing effect of glucagon. therefore, may be entirely due to a cAMP-
dependent process, although a direct receptor-mediated activation of phospholipase
C. as suggested by Wakelam et al. (1986), remains a possibility. The EGF receptor
appears to be coupled to phospholipase C. presumably via a G-protein. It is
speculated that the mechanism by which cAMP increases Ins(I,4,5)P3 levels in
hepatocytes could either be by phosphorylation and inhibition of inositol phosphate
5-phosphatase or by phosphorylation and facilitation of the coupling between the
G-protein and phospholipase C. When protein kinase C is maximally activated by
pretreatment of hepatocytes with PMA, the stimulatory effects of phenylephrine,
glucagon, 8-Br-cAMP. and EGF on the accumulation of inositol phosphates and
increase of cytosolic free Ca ' are largely inhibited. It is doubtful that a protein
kinase C-mediated stimulation of the inositol phosphate 5-phosphatase is sufficient
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to account for this effect since the products of this enzyme step, namely Ins(I,4)P2
and lns(I,3,4)P 3, do not accumulate, even transiently. PMA-induced negative
feedback of agonist responses probably also involves inhibitory effects at the level
of the receptor (Leeb-Lundberg et al., 1985) or the G-protein responsible for
coupling receptors to phospholipase C.
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Introduction
Cellular activation of a wide variety of cell types is accompanied by enhanced
metabolism of phosphatidylinositides. Both the hydrolysis products diacylglycerol
(DG) and inositol 1,4,5-trisphosphate (IPO) are intracellular messengers for cellular
responses such as secretion, metabolism, contraction. phototransduction. and
proliferation (Berridge and Irvine. 1984).

While IP3 leads to Ca 2 release from intracellular stores (Streb et al.. 1983)
and a consequent rise in the cytosolic free Ca2* concentration by which (a and
Ca2*-binding. protein-dependent protein kinases are activated. DG activates pro-
tein kinase C. In a further step in this cascade ofevents. protein kinases phospho-
rDlate target proteins involved in the ultimate cell response.

In acinar cells of the exocine pancreas, one important pathway by which
enzyme-. NaCl. and fluid secretion are stimulated involves the activation of
phospholipase C by muscarinic and peptidergic receptors. which leads to a break-
down of phosphatidylinositol 4,5-bisphosphate (PIP,). Another pathway that leads
to enzyme secretion is governed by the stimulation of adenvlate cyclase. a rise of
cyclic AMP, and the activation of protein kinase A in the same type of cell. whereas
in duct cells this pathway is coupled to NaHCO, and fluid secretion.

In this chapter. some steps in intracellular signal transduction will be discussed
and illustrated by the pancreatic acinar cell. These include receptor coupling to
phospholipase C. generation of IP , Ca-' release from intracellular Ca2* pools. Ca'
uptake mechanisms into Ca" stores. and direct triggering of exocytosis by activators
of protein kinases. such as Ca-> and phorbol ester for protein kinase C and cAMP
for protein kinase A. Experiments were done on isolated acinar cells and acini
obtained by treatment of pancreatic tissue with collagenase (Kimura et al.. 1986).
In some experiments. cells were permeabilized with digitonin (Kimura et al.. 1986)
or by washing in Ca2 -free media (Streb and Schulz. 1983). Ca2' uptake and Ca'
release from permeabilized cells was measured by monitoring free Ca concentra-
tions in the incubation media using a Ca>+ electrode (Streb and Schulz. 1983).

IP3 production was estimated after prelabeling of cells with ['H]mvw,-inositol
and separation of inositides released into the incubation medium b\ means of
anion-exchange columns (Streb et al., 1985).

Is a GTP-binding Protein Involved in the Activation of
Phospholipase C?
Guanine nucleotide-binding proteins (N- or G-proteins) play an important role in
regulatory processes such as hormonal activation of adenylate cyclase (N, and N,)
or in light-catalyzed activation of cGMP phosphodiesterase in rod disk membranes
(transducin) (Rodbell, 1980: Manning and Gilman, 1983: Lesitzki. 1984). Re-
cently, evidence has been obtained that GTP-binding proteins are also involved in
the coupling of Ca2+-mobilizing receptors with phospholipase C, which leads to
hydrolysis of PIP2 (Cockcroft and Gompers. 1985). The weakly hydrolyzable GTP
analogue GTP-yS has been shown to activate phospholipase C in many systems
(Gomperts. 1983: Haslam and Davidson, 1984: Cockcroft and Gomperts. 1985:
Litosch et al., 1985: Wallace and Fain. 1985: Uhing et al.. 1986). In permeabilized
pancreatic acinar cells. the effect of cholecystokinin-pancreozymin octapeptide
(CCK-OP) on Ca: release is increased when GTP-IS is added to cells together with
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the hormone (Fig. 1). As shown in Fig. 2. the addition of GTPYS to leaky acinar
cells by itself increases lP3 production. Ca2' uptake is not affected by GTP-YS.
However, when steady state is reached, Ca>' release occurs (Fig. 2). The following
CCK-OP effect is reduced, probably by an alteration of the GTP-binding protein
in the presence of GTP or its analogues that leads to a decrease in the receptor
affinity to the agonist (Sokolovsky et al., 1980: Koo et al., 1983; Levitzki. 1984).

Fluoride in the presence of Al ~ has been reported to activate N,. N1. and
transducin (Sternweis and Gilman, 1982; Kanaho et al., 1985). Recent studies on
the GTP-binding subunit of transducin suggests that A1174 can substitute for the -y-
phosphate of GTP because of structural similarities between AlF and P04' (Bigay
et al.. 1985). It has been shown in isolated hepatocytes that AlF4- is able to mimic
the etfects of the Ca 2,-mobilizing hormones on PIP-, hydrolysis. IP3i formation, and
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protein that is also substrate for pertussis-mediated ADP ribosylation in leukocytes
(Verghese et al.. 1986) and to inhibit agonist-activated phospholipase C by a cAMP-
independent mechanism (Okajima and Ui, 1984). In permeabilized pancreatic
acinar cells, preincubation with activated cholera toxin for 30 min inhibits subse-
quent hormone effects on both IP3 production and Ca 2' release (Fig. 4). This effect
of cholera toxin does not appear to be mediated by cAMP, which is increased
because of activation of adenylate cyclase by cholera toxin, since the addition of
either cAMP or 8-Br-cAMP to permeabilized cells does not mimic the effect of
cholera toxin on IP. production or on Ca 2' release (Schnefel, S., H. Banfic, G.

C,
2 .

10 nmol IP,
GTyS -CCK-OP 5.10-7

1l 1 j m o , /ip , r

S-6.6-

0,
-S 6.4

6 - cells
_621

2 2000- GTPYS(----) CCK-OP

E
- 1200-
CL

.' 400-- 0- - .. . ..

0 10 20 30 40 50
Time [min]

Figure 2. Effect of GTPIS (50 MM). CCK-OP (0.3 MM). and IP3 (0.5 AM) on Ca' release
(upper panel) and of GTP-7S and CCK-OP or, P3 production (lower panel). For determi-
nation of IP, production. inositol phospholipids were prelabeled by addition of 100 Ci/ml
(-6 uM) j2-H]my-inositol during the last hour of collagenase digestion. Cells were then
washed three times with the "Ca 2 -free buffer" supplemented with I mM unlabeled inyo-
inositol and once again without invo-inositol. At the given times, aliquots of the cell
suspension were removed from the incubation medium and mixed with the same volume
of ice-cold 20% wt/vol trichloroacetic acid, and the samples were centrifuged for 4 min at
12.000 rpm. The supernatant was analyzed for inositol phosphates, using anion-exchange
columns as described previously (Streb et al., 1985).

Schultz. and I. Schulz. manuscript submitted for publication). We therefore assume
that the effect of cholera toxin on IP3 production is due to a direct etfect of cholera
toxin on an N-protein that couples the hormone receptor to phospholipase C.
Another possibility is an effect of N, on adenylate cyclase and direct inhibition of
phospholipase C by v,. Inhibition of phospholipase C b\ the dh complex of the N,-
protein that is liberated from N, by cholera toxin-induced ADP ribosylation of the
o,-subunit is another, but less likely, possibility to explain the data obtained.

IP 3-mediated Ca2" Release
IP3., when added to permeabilized cells (Streb et al.. 1983) or isolated endoplasmic
reticulum (ER) (Streb et al., 1984), releases Ca 2+. Since only 30-40% of the total
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Ca 2' that is taken up by the ER can be released by IP3., it is evident that only part
of the ER is IP3 sensitive. It is also possible that this part is a subcompartment or
does not belong to the ER. So far, this IP,-sensitive organelle has not been clearly
distinguished from the ER, but it does not appear to be mitochondria, zymogen
granules, or plasma membranes (Streb et al., 1984).

The mechanism of IP1 action is not yet clear. High-affinity binding sites for
IP3 have been identified in microsomes from different cells (Baukal et al., 1985:
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Figure 3. Effects of KF. ('CK-OP. and IP, on Ca2' release and of KF and CCK-OP on [P,
production in isolated permeahilized pancreatic acinar cells. Permeabilized cells were incu-
bated in a standard medium in the absence (continuous lines, open circles) or presence
(dashed lines, open triangles) of KF (10 mM). Where indicated. CaC 2 (10 nmol/3 ml to a
final concentration of 3.3 umol/liter). CCK-OP (0.3 pM). or IP, (0.5 PM) was added.

Spat et al., 1986a, h) and it is assumed that IP opens a Ca" channel and that
electrogenic Ca" release can take place only if a counterion is present (Muallem
et al., 1985). Recent evidence suggests that GTP hydrolysis might be involved in
the mechanism of IP3 action, since in some tissues the IP3 effect on Ca2* release
can be only seen in the presence of GTP, and not in the presence of GTP analogues
that are weakly hydrolyzable, such as GTP-yS and guanylylimidodiphosphate
(GPPNHP) (Dawson, 1985: Dawson et al., 1986: Gill et al.. 1986, Ueda et al..
1986). As shown in Fig. 2, in our preparation. the effect of exogeneously added IPI
on Ca2* release was inhibited even in the presence of GTP-yS. It is therefore not
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,erm likely that an N-protein is involved in the action of IP3, and GTP-dependent
phosphorlation of a regulatory protein seems to be more likely.

Ca2" Uptake and Ca2" Extrusion Mechanisms in the ER and
the Plasma Membrane
After Ca -' release from the ER. the cytosolic free Ca-' concentration rises and
then declines to a lower level within minutes. If Ca 2+ is present in the extracellular
medium. Ca-' influx into cells takes place (Kondo and Schulz, 1976) and the
cytosolic Ca-' concentration stays at a higher level as compared with the absence

C02

-6 9- CT 0--) 0 neol CCK-OP I P
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Figure 4. Effects of cholera toxin (CT) (40 ug/ml) on CCK-OP- and lP,-induced Ca>
release and on IP, production in permeabilized pancreatic acinar cells. Permeabilized cells
were incubated in the absence (circles) or presence (triangles) of cholera toxin that had been
preactivated with 20 mM dithiothreitol for 30 min at 37"C. In addition, the incubation
medium contained I mM NAD*. Where indicated, CaCI' (3.3 pmol/liter added as 10 nmol
3 ml). CCK-OP (0.3 PM), or IP, (0.5 pM) was added.

ofextracellular Ca2' (Ochs et al., 1983: Schulz et al., 1985). This observation agrees
with the previous conclusion that the initial event of secretagogue action is Ca"
release from an intracellular store that leads to a burst of secretion, which ceases if
Ca>2, is absent in the extracellular medium. However. if Ca -2> is present. secreta-
gogue-induced Ca" influx leads to susta;ned secretion (Petersen and Ueda, 1976).
The cytosolic free Ca ' concentration is regulated by intracellular Ca> uptake
mechanisms as well as by Ca>' extrusion over the plasma membrane. Although
mitochondria can take up Ca>'. they seem to act as an emergency Ca>' pool if the
cell has an overflow of Ca , whereas at physiological conditions, mitochondrial
Ca>2, is rather low (Somlyo et al., 1985). Fine regulation to -100 nmol/liter free
cytosolic Ca2' concentration is achieved by the ER and the plasma membrane but
not by mitochondria (Streb and Schulz. 1983). In the presence of mitochondrial
inhibitors, Ca ' uptake is slower, as compared with the control: however, a steady
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state free Ca" concentration ot -2 x 10' mol/liter is reached (Streb and Schul,
1983).

If nonmitochondrial Ca>* uptake is inhibited by the AlPase inhibitor n-
date, the initial rate of Ca2' uptake is the same as in control cells: ho%%ever, the
steady state free Ca' concentration is not reached. Ca2' uptake into the nonmi-
tochondrial Ca>' pool was further investigated using cellular subfiractions isolated
b% difTerential centrifugation of the cell homogenate. We found that ('a" uptake
into isolated ER had the same properties as that into permeahili/ed cells concerning
the dependences on Ca>. Mg>'. cation. anion. pHl. and ATP (Baverdorftkr et al.,

[1able I
iransport Characteristics of the (Ca2' + NMg *-A I'ases in Vesicles
from Plasma Membrane and Rough FR*

For (Ca- 'UptIkC Plasmaz membrane Rough L.R

U a>
\Ia\IlUni I)

0. 8 (1(.54

Nla\ijnunl1 5A000 1 J00)
&, "1.000)

Suhstrate Apet'ct 1.\ [P'IP (Ii > 1_111P > III, >

spciticlv o 1,01 Mg' h, > Mn * >> Z1' Mg' >> NI i

Cation depiendenice K' > Rh' > Na' > I ' Rh' K' \ a- >1'I
cholinle' chline'11

\'smon dependence CI 2: Br 2! 1 > S(N > CI > Br > 0gLuConakM > SC)
NO, > isethionate > glu- NO; > I > eselaniate
coflatc > cyclamiatc > SUN
s04 : glutarate_

O~xalate dependclnce No Yes

'Summari/ed from the rcsults of Baverdortker ct al. (1985).

(Ca"' upItae decreases ahose 2 uniol/Iiter ('a2 .

1984). Furthermore. a Ca '-AlPase was localized in the ER that also showed Ca"'.
cation, and anion dependences in its phosphor-ylation-dephosphorxlationi c\cle
similar to Ca uptake, which indicates that this Ca 2 -ATPase is the Ca' pump
that adjusts the cytosolic free Ca>' concentration to a low cvtosolic level (Imiamura
and Schulz. 1985). However, in intact cells, the final adjustmient of' the cvtosolic
free Ca> concentration is perf'ornied by Ca2>-extrusion mechanisms in the lplasima
membrane. We have therefore also Studied both MgATP-dependent Ca> transport
and an electrochemical gradient-coupled Na/Ca2' exchange mechanism tn Iso-
lated plasma membranes of pancreatic acinar cells (Baverdor1 er et al., 19851, /0).
As shown in Table 1. MgAITP-driv!en Ca ~ transport inl ,esicles of plasmia meml-
branes diff'ers 'in man\ respects from that in the ER. Most striking is the anion
dependence. Whereas the lipophilic anion SCN augments NIgATP-drisen ('
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uptake into plasma membrane vesicles. Ca" uptake into endoplasmic %esicles Is
inhibited.

In the presence of weakloy per-meant anions Such as gluconate, cyclamate, and
SO>- MgATP-driven Ca>2 uptake into vesicles from the plasma membrane is
inhibited. This indicates that Ca- transport in the plasma membrane is electro-

~F 21

0 -

F -- F

3.

Figure -5. FEl11ect of 'ditrenl anions o~n "C'(' uptake, ((a- + Mg> -Al Pase acti\ mt\. and
PT incorporation ot the (Ca- + M/g' )-A"FPase Intermediate in \esicles from pancreatic FR.
A raction with FR had been obtained b\ diftkrential cenltrifugation at L! f0(1 tr IS mm

(a> uptake wsas measured in a but'lcr containing 130) niM K* salt ). ith anions as 1idicated.
31) mM I 11. PES buffer (p1 1 7 adjusted with Tris) in the presence of 0(11 m%, antil\ cm AV

and 0)05 mM oligomvcin using 'Ca. C a- uptake was initiated b\ adding iris-A ITP I
rnmol/liter(. At gisen times. samples oxcre filtered through cellulose nitrate filters (pore siic.
1.65 um). Fhe values for ATP-driosen Ca transport into vesicles were calculated as thle
ditkerence between Ca content in the presence and absence of' -I-P as described I Ra'~r-
dortler ct al.. 1984), (C'a> + Mg> -AiPase activity and "I" incorporation Into) the I Ot)-kl)
(Ca-' + Mg>')-A'IPase intermediate were measured in the presence of' 13(0 nlN K' salt ot'
the indicated anions in the presence of [ tPlIAiP (5 umol/liter). Bhe reaction %'as stopped
with 10'( trichioroacetic acid and the sample was centrifuged at 2.2Sf) o: for S min. [hle
pellet ssas dissolved with lithium dodecc I sulf'ate I LDS) and submitted to 1t)S-polNacr\ I-
amide gel electrophoresis. The phosphorvlated IflO-ki) protein )xas excised from the gel and
ra(1ioacti~itv "as counted as described 1 Imamura and SChul11, 1985). [he supernatant \\as
mixed \kith charcoal and centntf'uged at 2,50 1 f'or 1) mmi. and the P, liberated osas
counted and determined in the supernatant by liquid scintillation couintin1g.(a + Mg
\i'Pase activ ity was estimated bs, subtracting the AlPase actiN, it\ In thle absence of' (a.
from that in the presence of'Ua'' as described (nimamura and Schull. I 985).
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genic, the charge of transported Ca 2 being compensated by lipophilic anions.
Indeed, under conditions at which Ca>+ transport was studied in the presence of
electrochemical K' gradients, the electrogenicity of Ca 2 transport in plasma
membranes has been revealed (Bayerdorffer et al., 1985a).

In the ER, a clear distinction between electrogenic and neutral Ca 2
* uptake in

the presence of permeant and weakly permeant anions could not be made since it
appears that anions also have a direct effect on the Ca2+-ATPase molecule. Thus.
CI ions stimulate, whereas SCN- inhibits, Ca2+ uptake. the (Ca + + Mg 2+)-ATPase.
and phosphorylation of the 100-kD (Ca 2> + Mg 2+)-ATPase intermediate (Fig. 5).

Involvement of H Ions in Ca2' Uptake into the ER
An unexpected observation on the effect of inhibitors of Ca2+ uptake in the ER
was the finding that protonophores such as nigericin and carbonyl cyanide /I-
chlorophenyl-hydrazone (CCCP). as well as the H'-ATPase inhibitors .V-ethylmal-
eimide (NEM) . dio-9. and 7-chloro-4-nitro-2,1.3-benzoxadiazole (NBD-CI) inhib-

Table I!
Effects of Ionophores and Inhibitors on NIgATP-drien 4 Ca2+ Uptake, (Ca2  + .Ig2 )-
ATPase Activito, and If+ Transport into Isolated Vesicles from Pancreatic Rough ER

(Ca:* + Mg '
Inhibitor "'Ca' uptake AIPase Ht transport

activit\

C C-

Control 100 10) 100
ccCP ( 1o0 NI) 78±7 5) 124±7 (3) 0) 51)
Nigericin (10 M) 76±5 (3) 103±8 (3) 0 (29)
A23187(2 x 10- NI) 4±1 (4) 153±45 (3) ()
NBD-CI ((10 M) 65 (2) 125±6 (2) 0 (21
NEM (5 x !0- M) 55±17 (3) 30±3 (4) '21)
Dio 9 (0.25 mg/ml) 3±1 (4) 138±12 (4) 21±10 (3)
Vanadate (2 x 10-' M) 10±2 (10) 15±4 (3) 98+25 (4)

4"Ca 2' uptake. (Ca" + Mg-')-ATPase activity. and tt' transport xere determined as
described in the legends to Figs. 5 and 6.

ited Ca + uptake into the ER (Table 11). These results led us to assume that an
inside-to-outside-directed H + gradient over the endoplasmic membrane might be
involved in Ca-+ uptake. We therefore looked tor the presence of an H + pump in
endoplasmic membrane vesicles. As shown in Fig. 6. H+ uptake. as visualized bN
the acridine orange method (Rottenberg and Lee, 1975). takes place in the presence
of MgATP. The H+ gradient formed can be dissipated by protonophores. Inhibitors
of H+-ATPase and H+ uptake decreased intravesicular acidification to various
degrees. NBD-CI being the most effective. Vanadate, which blocks Ca>'-ATPase
and Ca>2+ uptake into the ER (Streb and Schulz, 1983: Imamura and Schulz. 1985).
had no effect on H' transport (Table It). Since Ca2+-ATPase is stimulated b the
protonophore CCCP. whereas Ca>2 uptake is inhibited (Fable I1). the easiest
assumption is that there is a pH-regulated Ca + channel present in the ER
membrane. At a pH that can be generated by the H + pump (-pH 6) (1ht'venod.
F., and I. Schulz. manuscript in preparation). the Ca> channel is closed. whereas
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at higher pH, it opens up. Because of a Ca -
2
+ leak at alkaline pH inside the vesicle.

the Ca -* pump is not as efficient as at a lower p11 and Ca2> uptake is decreased.
However, under these conditions of dissipated Ca 2 + gradient, Ca2+-ATPase activity.
as measured in closed vesicles, is increased. Evidence that both Ca>* and H' uptake
occur in the same pool that is also sensitive to IP3 comes from the observation that
the eflect of IP3 on Ca>' release is diminished after protonophore addition (Thdv-
enod, F., and I. Schulz, manuscript in preparation). These data indicate that Ca:"

is released from the same Ca ' pool into which H ions are taken up and regulate a
Ca ' leak pathway. Whether this pathway is the same as that by which IP,-induced
Ca ' release also occurs remains to be determined.

K- gluconate (no ATP)

Ac b Tte P ATP KOCI (no ATlP)

" K-gluconate with ATPI

~KC1

A493-540 T
0002 

,e
I mm

Figure 6. MgATP-driven H transport into rough ER (27.()())-g pellet) from rat pancreas
as measured hN absorbance changes due to acridine orange uptake. The incubation buler
contained (mM): I)) mannitol. 100 KCI or K-gluconate. 5 HEPYS. 5 MgSO 4 (pi "11
adjusted with Tris). 0.006 acridine orange. K-A1P (1.5 nmN1) was added to the medium
where indicated: the p1l gradient was dissipated b addition of the protonophore C('(P
( 10 ' Mi. The difference in absorbance at 493-541 nm ",as measured in a dual-wa\elength
spectrophotometer (Thvenod. F.. and 1. Schul,. manuscript in preparation).

Involvement of Ca"+ and Protein Kinases in Secretion from the
Exocrine Pancreas
Both hydrolysis products of phosphatidvlinositol-4.5-trisphosphate. IP, and IX;.
are important intracellular messengers in the triggering of exocytosis. IP;-induccd
Ca ' release from the ER leads to a transient rise in cytosolic free Ca'. which
initiates secretion: for sustained secretion. Ca-' influx into the cell is necessar\
(Petersen and Uieda. 1976) to keep the cytosolic free Ca' at a slightly elesated
level (Ochs et al., 1983. Schulz et al., 1985). In this second phase, the rise of IXi
and the activation of protein kinase C are probably the dominant pathwass invohkCd
in secretion (Rasmussen and Barrett, 1984). If the Ca> ionophore A23187 is added
to isolated pancreatic acinar cells, which elevates cvtosolic free Ca> to the levels
obtained with secretagogues. a short burst of secretion occurs that ceases within
minutes (Fig. 7). When phorbol ester, a protein kinase C activator, is added, a slo\
secretorN response can be elicited. lowever, if both A23187 and phorbol ester are
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added together, a response is obtained that mimics the effect of secretagogucs.
Initially, secretion increases at a rate similar to that obtained in the presence of
A23187. After 10-20 min, the rate decreases and secretion continues at a lower
rate, which is similar to that obtained in the presence of phorbol 12-ms ristate 13-
acetate (TPA) (Fig. 7).

These observations indicate that both Ca2* and the activation ot protein kinase
C are involved in the triggering of exocytosis b. secretagogues that act % ia phos-
pholipase C. The other pathway mediated by cAMP is also dependent on (a". In
permeabilized acinar cells, an increase in the free Ca" concentration I., the
surrounding medium increases enzyme secretion ers little. In the presence otf
TPA, enzyme secretion is further increased. Similarly. cAMP also sho s (a -

A, f, -. -

Tirne min ,

Figure 7. Effects of('a ionophore A23 187 (10 moliliter). IPX f1M mol itcr;. ,ind
A23 187 plus TPA on enz me ('H protein) release with time in isolated pancreatic acin. Rat
pancreatic tissue %kas prelaheled with ['4ileucine. Acini wcre isolated b\ collagenase treat-
ment (30 mini and preincubated in the absence of added ' (tO mini .ith or ilthout
A23187 as indicated in a buffer containing(mmol/liter): 145 NaCl. 4.7 K(I. 1.2 \Mg(l,. 12
KfiPO,. 10 HEPES. adjusted with NaO-I to pH 7.4 at 37C and gassed kilh 100 0, In a1
shaking Aater bath. At zero time, Ca ( I mmol/liter) %%as added to the incubation media.
and TPA (10- mol/liter) was added where indicated. Samples were taken immediatchl after
these additions (time zero) and after 1I). 3). 6). and 9) min of incubation. Radioacti\ iM
\kas counted and ['1t]protein released b\ cells is expressed as the percent of' the total
trichloroacetic acid-precipitable 'Il-labeled protein content present in the cells.

dependent stimulation. If both TPA and cAMP are added together. a marked
increase in enzyme release, with a shift in the activation curve to lower free ('a->

concentrations, is seen (Fig. 8).
We interpret our data to mean that Ca>+ is necessar for stimulation but it is

not the only intraccllular messenger. The small stimulation b\ ('a' could mean
activation of Ca:* /cal moduli n-dependent or other Ca-'-binding. protein-depend-
cnt protein kinases. 'IPA activates protein kinase C. which is also ('a ' dependent.
Although cAMP-dependent protein kinase A is not dependent on Ca" (Burnham
and Williams, 1984). the stimulation curve in Fig. 8 shows that cAMP-induced
cnz\ mc secretion is dependent on Ca". This could mean that ('a" /callmodulin-.
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cAN'P-. and DG-dependent protein kinases act synergistically on some step in-
volved in secretion. Protein phosphorylation bo, these protein kinases is probablN
criticall, involved in the fusion of' /~N-ogen granules with the luminal plasma
membrane (Burnham and Williams. 1984). It is also possible that GIP-hinding
proteins are invol ed in the last step of exoc~tosis. as has been described for other
secretory cells (Cockcroft and (jomperts. 1985: Knight and Baker, 1985: (jomperts
et al.. 1986). The exact location of these Functions and their interrelation remain
to be determined.

20-
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present in cells before stimulation (Kimnura et al.. 1986).

Summary
Cell activation of different cell types is accompanied h\ receptor-mediated stiml.-
lation of' phospholipase C and a consequent breakdown of' phosphatidsli1nositol
4,5-bisphosphate. Evidence suggests that G-b-inding proteitns are involved in this
signal transduction mechanism. which couples receptors to phospholipase U. Both
the h~drol,,sis products diacxlglvcerol (DG) and inositol I .4.5-trisphosphate (111",
are intracellular messengers 1tbr cellular responses such as secretion, as illustrated
by the pancreatic acinar cell. IP, releases Ca' f'rom a nonimuochondrial Cav' pool
likely to be the endoplasmic reticulum (ER). [his C'a" release leads to a transient
rise in the cvtosolic tree (Ca concentration f'rom -10(0 to -.800 nmiol/liter. h%
which entvme secretion is initiated. For sustained secretion. Ca"' influ\ into the
cell is necessary to keep the cytosolic free Ca" concentration at a slightly dlesated
level. Acti\sation of protein kinase C by, FXi and ('a'> seems to pla\ a mnajor role
in the second, sustained phase of' secretion. (' reuptake into the FR and Ca."
extrusion tfrom the cell are achiesed 1), (Ca. + Mg")-,A1IPase in both the FR and
the plasma membrane as well as b\ an Na /('.i- exchange in the latter. In the
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final ste.p of' exocytosls. protein phosphors lation bs ( a"-, DO( -. andc \N-
dependent protein kinases is probably ins~olsed.
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Introduction
It Is currentl\ %%idel\ accepted that, in skeletal muscle fibers. the depolarization of'
the transverse (T-) tubular svstemn membranes is uniquely responsible for the Ca
release from the terminal cisternae of the sarcoplasmic reticulum (SR) (Huxle and
-Ta~lor. 1958: Hodgkin and Horowicz. 1960: Ebashi et al., 1969). In all likelihood.
the transfier of inflormation occurs across well-defined structures called triads or I-
SR junctions (Peachev. 1965-, Franzini-Armstrong, 1970) at which the two mem-
branes (T-tubule and SR) are separated by a gap of 100-200 A. It has been reported
recentl\ (Vergara and Tsien, 1985:, Vergara et al., 1985:, Volpe et al.. 1985) that
ino0sitol 1A..5-trisphosphate (lnsP;) may play a key role as a chemical link in
eccitation-contraction I EC) coupling in skeletal muscle. We proposed (Vergara et
al.. 1985) that the F-tubUlar depolarization induces the release of' lnsP,. x\hich
diffuses through the very narrow gap separating the T-tubule from the SR and
binds to a specific receptor of a chemicall\ activatable Ca channel at the SR.

fI g. I illIstrates thc proposed] chemical sequence flor the inxolxenicnt of
nttsitof phosphates and phosphoinositides In mu1Lscle FC coupling: it is taken

lirotitcrallI' from t hc scheme proose hxBrIdg n inc ( 1984) inmol i g
Ils' ImP i the rccptor-mredilated release of Ca> from the endoplasmnic rcticul Li ii.
\\ hich hlas bccn xx idel\ x rified to occur ill sex cral cell and tissue preparations.
I liic arc. fioxmc~cr. Mx~O aspects oft Iiis scheme that ha, c hccn specifical lx modi ficd

inl our proposal for iii uscic. (a i \kc dIcti c a ,[pccitfic morphological sitc at xx iuJ
tIlC\C Chcnical rcact I tn , occLIi r. nla mCI\ tilc I -SR u ~nct itns. Miehrc the inernirancs
flil 11C t cVI uhicsW and the SR comei inl contact \%ith cach other. leax ing axci-
dicfincd tial ofit I- 2t iiv ib \kc propose that Inl in iiscle. l11c I-tubular depolar-
/.ittonl. rath1cr thanl agns-ccpo inding. niaN hc the initial signal responsibic
htil lK' ac.ti\ x at on of pohipacC.icading to thc rcleasc of' Insl, and iaIcxI
gci ol I )(i from) the h,,drol\ si of pi)iosphatidN linositol 4.5-bisphtrsphatc (PIP')

Ih 11 nl( rCI csd At ilii triadic utnction xxoldk diffUsc to thic Icr*11MIa "cisternac
iK 1c'-,R arid hind to a1 r'cccptttr. illducing11 the rcleasc. of (>i

HrrlC .tc'cx dcnCC xupp~jort1i rg ourI proposal 1"is as huloxx" s1 gara et 11..
(,I I Icct rical xi N11uat1 o100of xkcictaI iMuiscle released I nSPZ. I h) Ils" nIT iL nd

111 rcicaIC kt ( a f roni thc SR. I his \\ as x cri lied inl in icroi utectionl expcrin ifctx hx
Otsci i r Ii! local contract ures, inl intact and ,kinned mnuscle fibers.. and h\ nicaxuring
1ccuxton in skiluncd fibcer (,er )cts M.IBockers of tlic inlosioi trisphosphatasc
CfllliLL( hancd hc C aI rclcasc fIlln t he SR inl skin ncd fil hcr. (d I BlockcB- of' t hc
'lphlipaxc C -depc ntIIC1 hl\droI\sis of' Ilc pPhpopiioiicIPlI. such-1 as
ill\ciii01 arid other pok anliics. blockcd I-C coupling Inl iNoItc niux.1cic fibcrx_1
lindcr ph ilg ccondiionls.

Mlan\ of tficse ohsCr~ ations haxc bccn cithcr colcctit cix or- mldix dua~i11
rcprt d ccd in ditflircn t labo ratorics tli roughOit thc %%Ordd. I tliesc arc cxpectali \

im po rtanlt inl skinneid fi hcr pr-cpa rations,. in xxii cl t here has bccnl additional
cx idcricc dcm nstiating that I nsll Is capahle off il niliig coiltract urcs (DI onaldsoni
ct l l. . I 1)SO: Ni cck ct al.. 19) . in sonic case, at cxt rciiici Io\\ coiiccn trat ions
Mmit)inadso tr al ., I980). 1 here arc. lioxxcx cr. a tfe%% rcports of iicgat xc rcsu I t" iii
~klii~I 1UNCIuCc fibers, (I ca et al.. 1 996) and Inl isokled SR pri'paralioriN (Sc.hcrcr

anrd Iergus~on. 1985: MIoxsesian ct ial. . 198)f. xxiili need to he sciuiCori1NidTCd
as a x a nii tng ahi nit thle proje~cted speciflic roic of I isl); in t he FC i'Oupi i ug proccss.
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These results ma.% point toward the possibility that an Inositol phosphate(s) other
than lnsP, mas be the actual transmitter(s) in muscle. AlternatiselN. thes mas he
explained in terms ot a conspiracy between a restricted diltusional %pace at the -1 -
SR junction. with verN strategically located degradative enzymes where the bio-_
chemical reactions may occur, and a likely modulation of the chemical processes
hx cofactors that may be lost in the skinning or SIR membrane isolation processes.

We present here new evidence in support of' a chemical coupling process at
the level of the triads in skeletal muscle in which the inositol phosphate/phospho-

Ins

% ~) YA Ptdlns(4.5)P PK lipase

7C

P, 'in

Inns 1

Pi ns(I.1 4V5PP
In(, 2' nP-S

SP ~ Ca 2

F'igure 1. 1 he proposed role ol'I nsPI as a chemnical link in t-C coup!ling at thle I -SR Iin nction.
I1-tuhular miemrniane depolari/ation I V, stimulates the hsdrolxsis (it' IT h, phospholipase
C to t'orm 1IXI and InsP;. [he latter hinds to a spcific receptor on the SR to releasc (..
InsP, is, rapidl% degraded hs, InsP,-ase to form InsP2. ]he soluble eCle ends ssith 11110
inositol (Inst. s"hich is readilx transported across the mrembriane. Ins is also rapidl\ in1COr-
porated into the lipid phase to t'orni phosphatid' lnositol PI). %Nhich is phosphorx lated tv ic~e
to lorm PlP.,

inositide metabolic pathways may play a key role. Speciticall\. we "sill attempt to
answer two global questions in this regard: (a) Does the timing of' the coupling
process at the triads allow for a chemical process to occur. and related to that. is
the lnsPi-induced release ol~a last enough to mediate the phxsiological coupling,.
(b) Are the critical pathwaxs supporting the InsP, metabolism present in skeletal
m usclIe?

Methods
[he phsioogical experiments were performed in single semlIteinIosus m7uscle
fibers of Rana (atesciana [he\ were mounted In a Vaseline-gap chambecr (I lillc
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and Campbell, 1976) modified for optical recording (Vergara et al., 1978: Palade
and Vergara. 1982: Heiny and Vergara, 1982), and were stimulated with 0.5-ms
current pulses to elicit membrane action potentials from the fiber segment. -100-
150 pm long. in pool A of the chamber. The fiber ends in pools E and C of the
Vaseline-gap chamber were cut in internal solution (relaxing solution) containing
100 mM K-aspartate. 20 mM K-MOPS, 5 mM phosphocreatine, 3 mM ATP, 3
mM MgSOs, 0.2 mM EGTA. and adjusted to pH 7.1. pCa 7.0: the osmolalit% was
adjusted to 245 mosmol. In experiments to measure the T-tubular signals. the fiber
segment in pool A was initially stained with a Ringer's solution containing 0.3-0.5
mg/mIl of the dye NK2367 (Nippon Kankoh-Shikiso Kenkyusho Co.. Okayama.
Japan) for 15 rin and later ,as continuously perfused with 0.02 mg/ml dye.

Potential changes across the T-s~vstem membranes were monitored with the
membrane-impermeable potentiometric dye NK2367 using nonpolarized light at
670 nni. The dce-related absorbance changes recorded under these conditions arise
predominantly from the -system and represent a "weighted average" of changes
in the T-tubular membrane potential (Heiny and Vergara. 1982. 1984: Ashcroft et
al.. 198S). Ca release from the SR was monitored Aith the Ca-indicating d\es a/o I
or antipyrvla/o III (Aplll) diffused into the myoplasm from the cut ends of the
muscle fibers (Vergara and Dela\. 1985: Dela\ et al.. 1986). The former dye \\as
used in the majorit\ of tie experiments. mainly because it is most sensitive to (a
at 480 nm. a \\a\elength at which the polentiometric dye signal is negligible: hence.
(a transients at 480 nm and T-system potential signals at 670 nm do not
contaminate each other in fibers simultaneously stained with both dxes (Vergara
and l)ela.. 1986).

Microinjection experiments were performed in chemicall\ skinned muscle
fibers using the procedures described elsewhere (Vergara et al.. 1985). The fibers
were bathed in relaxing solution plus 0.1 mM CdCl. The micropipette contained
relaxing solution, 1.5 mM lnsP1. and 0.5 mM arsenazo Ill. The pictures shown in
Fig. 4 correspond to photographs taken from still-frame video images reproduced
on a high-resolution color monitor.

Biochemical studies on the production of inositol phosphates and tile charac-
terization of phosphoinositides were conducted in intact pairs of sartorius and
semitendinosus muscles of the frog Ram catx.h'iana with wet weights of 1-2 g. \
muscle pair was incubated for 3 h at room temperature in Ringer's solution
containing either [2--Hmyo-inositol (Amersham Corp.. Arlington Heights. IL: 14
Ci/mmol sp. act.) at a total concentration of 12 pM. or carrier-free ;-P (.-Amersham
Corp.: 60 pCi/ml of Ringer's solution). In both cases. the muscles were washed
extensively in isotope-free Ringer's solution containing 10 ' M curare for up to I
h before the experiments were started. Experimental muscles were electricall\
stimulated at tetanic frequencies (50 Hz) for variable periods of time with 0.5-ms
current pulses applied directly to the muscles between two Pt wires located close
to the tendons. The muscle temperature was equilibrated for several minutes \\ ilh
that of Ringer's solution in a temperature-controlled bath. A fraction of a second
before the end of a stimulation period, the table supporting tile temperature-
controlled bath and the liquid N, containers cooling two copper hammers \%as
dropped and the hammers were freed to travel toward the muscle. [he smashing
force that the hammers applied to flatten the muscles was -200 lb. [he thickness
of the "muscle wafer" after smashing was -0.5 mm and \as adjusted b. interposing
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metal stoppers between the hammers. The freezing times (20 to -10°C) in this
system have been measured to be on the order of tens of milliseconds. Resting
control muscles were immersed in Ringer's with 10- - M tetrodotoxin ([ITX)
mounted in the smasher apparatus, and smashed without stimulation. The fast-
frozen muscle wafers in either case were ground to a tine powder in liquid N, and
homogenized in a mixture of chloroform/methanol/concentrated tCI (100:200:5.
vol/vol) followed by chloroform and deionized water. Phospholipids containing
phosphoinositides in the lower organic phase and inositol phosphates in the upper
aqueous phase were separated by a single partitioning step after centrifugation for
15 min.

Our studies required the remoxal of nucleotides without the loss of inositol
phosphates. This was achieved b treating the muscle extracts with activated
charcoal, which completelY removed nucleotides (monitored by A- 4 ) but spared
all the inositol phosphates (Meek. 1986). The steps followed in the separation of
inositol phosphates and phosphoinositides (Asotra and Vergara. 1986) consisted
mainly of the utilization of anion-exchange high-pressure liquid chromatograph%
(HPLC) to separate inositol phosphates (Binder et al.. 1985). gl.cophase G-bound
neomycin aflinity-column chromatographN for the separation of phosphoinosiitides
(Schacht, 1978). thin-layer chromatograph (FIC) or HETLC. and autoradiogra-
phy tor further identification of'phosphoinositides and other phospholipids (Emils-
son and Sundler. 1984), and high-scnsitivit\ methods for the determination of
organic phosphorus (Nakamura, 19)52: Hess and I)err, 1975). The anion-exchange
HPLC has also been used for monitoring changes in the lexels of nucleotides in
resting and stimulated muscle extracts and to assax the actix it of inositol (1.4.5)1'-
5-phosphatase (lnsP,-ase). inositol (I .4)1P 4-phosphatase (InsP2 -ase). and inositol

(I )P I-phosphatase (insP-ase) quantitatixelf.

Results and Discussion
Kinetics of Ca Release from the SR
As a background to the first question proposed in the Introduction. \xe muNt
remember the morphological properties of the membrane s\stems in\ ofh ed in F(
coupling in skeletal muscle. The I-tubule penetrates radiall\ into the muscle fiber
and, just beneath the surface membrane. is immediatelh apposed b\ the terminal
cisternac from the SR, forming the typical T-SR junctions (Peache., 19,5: tiran/ini-
Armstrong. 1970). [his contact exists \irtually along the entire length of the I-
tubule (Zampighi et al., 1975). giving the basis for considering the triad as a specific
organelic of skeletal muscle. This organelle shows a peculiar nlorpholog\. including
the so-called "feet'" and a kkell-defined gap bet%.een t\\o membrane compartllents
lt-ran/ini-,i\rnstrong. 1970). 1 he morpholog\ of the I-SR junction is reminiscent

of that of another junction important in muscle: the neuroni usncular -IL net i1.
I tokcxer. it should be emphasized that the latter iS used for electrical coini
cation betcen t.%o diff.rent cells separated h\ a gap of extracellular spacc. x\\hle
the former responds to the functional need of a comm unication beteen txo
membrane compartments '.ithin the same cell separated b a gap of intracellular
space. Nonetheless. %ke ma' use the analog. het'ecn these 1o organelles and test
% hether specific features of the coupling at the neuromllLuscular-,junction are obser" e'd

at the I-SR junction as \,,ell. One of the reinf'orcemenis of the concept of clici cal



coupling at the neuromu1Lscular juniction camne from experiments (Katz and Miledi.
1 965a)l slimsing a transmission delay compatible with an underliing chemical
react ion scheme. In relation to the EC coupling process, this question has been
more1- dim1cult to answer because none of' the membrane compartments Involved
are amenable to direct Stud\ by electrical methods. H-owever, with the aid of optical
inethodologx. we have recently obtained evidence demonstrating that the Coupling
process at tilc T-SR Junctions in skeletal muscle fibers displays a junctional latency
(thle "triadic delay") analogous to thle sy naptic dela\ of the neuromuscular junctio
\'ergara and Dela%. 1986).

Fig 21 shows a lfiimil\ of traces obtained f'romn a fiber stained with both azo I
and NK2367 dyres. Trace a corresponds to the electricallyv recorded membrane
action potential. trace 1) to the optically recorded average I-tubular action potential.
and trace ( to the (Ca absorbance signal. A\ prolonged time intll of - socr
[b)txkCCen thle upSwing of' the rneinbrane action potential and the onset of' the (a
transient: we Call this time interval the 'tlal coupling lag." The potentiomletric

1' igure 2. Surlface mntnhrane JCtioti potential (trace a). I -thUlar- poietCtZial SienaZI trc /I.
an1d ( a "ignaI Mtace I he optical traces ssere obtaied inl suICCessi\e rCcording at
In i ~nati ng ols 6-70nt\ t(~ nml I 10 "\eep" a\ eraged) and 4"M 1 mi 2 cesa aad)

ICespeetis eI\ from11 '1 CLii I'iber prertiCdonl stainecd %\10th \K236'- and 200 PMI a/o . I eimper-
AUItu. 13( I 11e \K236- translit represetst, an increase inl absorbanee. and the a/o i
rall1Cl nsie LJCCic Ie~ aiadersthe late falling phase ofthell t-s~ stemi signals akssa\' s shoss
n tef I'rence from ibe 1 os 110 emen Clt MIsubsequent to the ('a relIease. CM lodi I ed fi'onIl \ereara
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signal has no significant lag. but shows a relatis el\ slowk ri sing phase. \\ith a time
to peak of' - I1.8 ins. Since the depolarization of' thle i-tubu1lar s\ystemn is clear)\
interposed between the activation of the surface membrane and the ielease of (a.
part of' thle obsers ed total Couplinrg lag may be due to kinetic limiitations of, this
membhrane compartment. 13\ analogy w\ith the experiments of' synaptic delay. \\c
define the onset of' the ('a release as thle first perceptible systemnatic departure- of'
thle ('a signal fromn baseline. We developed a method to dernse the total coulphlig
lag with itnpro\ ed statistical significance b,. w.hich thle earl\ phase of' the record
ssasS fitted b\ a feast-squares method to a matheniatical lag fuinction: the onset of'
thle ('a Signal wkas defined as the tintle "hlen thle fit fuinction first departed perceptib-l\
from /cro. [1he tot1al Coupling lag thus obtained for trace a ill Fig. 2 Is 2.08 ins. Inl
e\peritiients ssili seseral ('a-indicating d\cs. \we Nerified that thle lag is aii intrinsic
propcrt\ of' tile ( a-release process, independent of' tile d\Se used (Vergara and

I lie total Coupl inrg lag Is thle SLI inOf' a genine "triadic dcla\ anrd the lav
caused b\ the kinritic li mitat ions ol' ihe 'I-ss stern. cal led thle "propagationlal lag." It
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is necessary to exclude the latter component in order to calculate the time required
to couple the T-tubule voltage to the Ca release. A first-order estimate could be
made by measuring the time elapsed between stimulation and the time when the
average T-system membrane potential reached a threshold for Ca release. Appro-
priate numbers for this threshold can be obtained from published values of
experiments monitoring tension development or Ca transients in response to steady
state or prolonged depolarizations. These values range between -60 and -40 mV
(Hodgkin and Horowicz. 1960: Heistracher and Hunt. 1969: Adrian et al.. 1969"

Table I
Values for Kinetic Parameters Taken from Several
Fibers under Different Experimental Conditions

Tempera- Total Propaga- TriadicCa dye ture coupling tional delax
lag lag

Fiber I Azol 7 3.90 0.67 3.23
12 2.38 0.57 1.81
17 1.46 0.50 0.96

20 1.30 0.46 0.84
25.6 0.96 0.40 0.56

Fiber 2 .\,o 13 2.08 0.56 1.52
ApIll 13 1.96 0.56 1.40
Azol 4.5 4.48 0.70 3.78
ApIll 4.5 4.56 0.70 3.86

Fiber 3 .\zo 1 6 3.43 0.802). 6 3
12. 251 0.68 1.83

19 1.71 0.58 1.13

Fiber 4 AoI 3 3.56 0.76 2.80
13 1.78 0.64 1.14

Fiber A io 1 4 3.46 0.77 2.69
18 3.34 0.65 0.89

Vergara and Caputo. 1983): they would predict, for the experiment in Fig. 2.
propagational lags ranging between 0.5 and 0.7 is. A better method of estimating
the true propagational lag from the T-tubular depolarization signals was described
b\ Vcrgara and Delay (1986). Values of the propagational delay calculated b\ these
auth-rs. from fibers under various experimental conditions, are presented in Table
I. column 5. The values of the triadic delay computed by subtracting the propaga-
tional lag from the total coupling lag (column 4) are included in the last column
of Table I. it should be noted that these values appear to be sufficiently long to
allow for a chemical reaction.

Temperature Dependence of the Coupling Process

[he suggestion of a chemical coupling is corroborated by experiments at different
temperatures. Fig. 3 shows a familv of Ca transients recorded with azol at several
temperatures in a fiber stimulated at the time indicated by the arrow. The transients
illustrate the strong temperature dependence of the total coupling lag. The corre-
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sponding data on the temperature dependence of the triadic delay are given in
Table I. including the values for the propagational lag at each of these temperatures.
Although there is some variation in the range of triadic delay observed from fiber
to fiber, the dependence on temperature found for the individual fibers is consistent.
Assuming a single Arrhenius type of activation process, these data correspond to
an activation energy of 16.4 kcal/mol, which is equivalent to a Qp, of 2.7 between
10 and 200C. Our results demonstrate that the process of Ca release from the SR
follows the T-system depolarization with a measurable delay ranging from -0.5
ms at 25.6C to -4 ms at 4°C. which is compa'ible with the possibility that a
temperature-dependent chemical coupling process occurs across the T-SR junction
in skeletal muscle fibers. Even the small triadic delay at high temperatures (nearl\
0.5 ms) allows ample time for the occurrence of a chemical process. considering
that delays across the neuromuscular junction fall within the same range. The large
QM for this process even suggests that a sequence of chemical steps ma. be involved.
The temperature dependence obtained for Ca release from the SR is similar to that

25'

t
002

5 ms

Figure 3.A series ol'a/ol (a transients recorded lrom a single muscle fiber al the indicaied
temperatures" stimulation began at the arrom. Single-s\\cep recordings.

obtained b. Katz and Miledi ( 1965 ) tor the neuromuscular junction. plausibl.
because such a similarity arises from the involvement of multiple chemical steps
in both junctions.

Time Course of Ca Release in Response to InsP3

The existence of'a latency in the coupling process at the T-SR junctions, although
suggestive of the involvement of a chemical link. does not provide any direct
information about the role of inositol phosphates. lnsP, in particular, in this
process. Moreover. it poses the problem that the Ca release from the SR in response
to these chemical transmitters has to be fast enough to be compatible \ith the
relatively short coupling delays. The exact solution to this problem remains to be
established in the future. However, we have obtained some circumstancial evidence
of this etkct from microinjection experiments like the one illustrated in Fig. 4. The
figure shows a sequence of video images separated by 33-ms intervals before (framc
I ) and during (frames 2-5) the application of an iontophoretic "pulse" of InsP,
close to the edge of a skinned skeletal muscle fiber. The onset of a cathodal pulse
(inside of the pipette negative with respect to the bath) was associated with a
blurring of the fiber's image caused b\ the release of a negatively charged coloring
dse (arsenazo Ill) together with InsPj (frame 2). Frame 3 shows the first indication
of a mechanical response (shortening of sarcomeres), which becomes more pro-



(h(nu l,/( " phllag I; / the/ 141

nounced at later times (frames 4 and 5). Control experiments. performed in the
same fiber, demonstrated that pulses of' the reverse polarity and pulses without
lnsP; in the micropipette failed to elicit a significant mechanical response. The

• III... . "I

.~~.............. ., .. i! : 3

~~ ~~~~~ ~~~ ....ii=: .ii: .. .......... . i

Figure 4. Sequence of video images showing the mechanical response of a single muscle
fiber to iontophoretic application of lnsP,. The tip of the micropipette delivering InsP is
shown beneath the muscle fiber. The contractile response is evidenced by a shortening of
the sarcomere spacing and eventually a loss of the striated appearance of the fiber.
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important information obtained from these experiments demonstrates not onls
that lnsP; is able to release Ca from the SR. but also that the response time by the
SR has to be shorter than 33 ms. Admittedly, this interval is still too long to be
compatible with the physiological delays described above. However. the visual
response monitored in these experiments includes the response of the contractile
machinerv to Ca release, which is probably the rate-limiting process. Also. the
experiment is technically limited because the video system did not provide an
adequate time resolution to test a possibly faster process.

Biochemical Support for a Chemical Link in EC Coupling

An immediate consequence of the chemical coupling hypothesis is that there may
be a cascade of enzymatic reactions ultimately providing the chemical link between
the depolarization of the T-tubule and the release of Ca from the SR. There are
two general approaches that we have followed in the initial stages of the investiga-
tion of these biochemical pathways: (a) we performed in vivo experiments in % hich
electrically stimulated muscles were rapidly frozen at different levels of activation.
followed by a detailed analysis of the biochemical balance of the relevant metabo-
lites. and (b') we characterized biochemically the phosphoinositide metabolism in
whole muscle and its subcellular fractions, which may participate in the EC
coupling process.

Release of InsP3 in Skeletal Muscle
One of the most important pieces of evidence supporting the role of lnsP in EC
coupling came from the experiments showing that increased amounts of' radiola-
beled inositol phosphates, separated with anion-exchange chromatograph.. were
detected in soluble extracts from stimulated as compared with control muscles
(Vergara et al.. 1985). These experiments were extended and improved in order to
attempt the quantitation of inositol phosphates in muscle at rest to study the
changes induced by electrical stimulation. For this purpose, we improved the
methodology of fast-freezing of muscles and their subsequent chemical analysis
(Mommaerts and Schilling. 1964: Asotra and Vergara. 1986). Anion-exchange
HPLC provided a clear advantage over the anion-exchange chromatography in
that it could quantitatively resolve the low levels of various inositol phosphates
(nanomoles) as well as the high levels of adenosine nucleolides and phosphocreatine
(micromoles) present in muscle extracts (Homsher et al.. 1981). Fig. 5 shows the
HPLC separation and quantitative phosphorus determination of the inositol phos-
phates extracted from a sartorius muscle stimulated for 10 s at 20C and 50 Hz
compared with that of an unstimulated contralateral control muscle. It is clear that
the levels of InsP3 . InsP,. and insP increased in the stimulated muscle. The levels
of InsP3 in muscles stimulated for 5. 10. or 20 s at 20C were maintained at a
constantly high level (8 nmol/g wet wt) compared with a negligible amount in
control muscles (<0.3 nmol/g wet wt). The levels of InsP, increased with the
duration of electrical stimulation (reaching -80 nmol/g wet wt after a 20-s tetanus).
which suggests that the InsP, formed during muscle activation is also dynamicall.
degraded to form lnsP. In experiments where muscles were stimulated al lo\\
temperatures (1-5°('). high levels of InsP, with relatively low le\els of InsP, \\ere
usually observed, which shows that the degradation of InsP, is also a temperature-
dependent process. While these data on the synthesis of InsP, and InsP, can be
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Figure 5. (A.) Phosphorus contents of* inositol phosphates extracted from resting muscles
(lower panel) and muscles stimulated for 10 s (upper panel) at 20'C after separation %iith a
uBondapak NH- anion-exchange HPLC column (Waters Associates. Milford. MA). Inositkil
phosphates Were separated from charcoal-treated. nucleolide-free muscle extracts isocrafi-
call,, for the initial 20 rain with 60 mM ammonium acetate/acetic acid. pHt 4.0. and h\
applying a linear gradient up to 2 M ammonium acetate/acetic acid, pli 4.0, oser the next
f(H) min. (B) Net increase in the phosphorus contents of InsP, InsP,. and Ins]"', \kith 1(0 s
stimulation \, as obtained by subtracting the phosphorus contents of' resting muscle (.
bottom) Ifrom those of the stimulated muscle (. 1. top): the InsP, content is shown at eight-
times-higher gain than the %.-ale for InsP and InsP..
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taken as an adequate support of the proposed view of the physiologicai significance
of' inositol phosphates during EC coupling, they prompted us also to investigate
whether the increased levels of' lnsP3 were maintained in the muscles,~ which were
first stimulated and then briefly relaxed before fast-freezing. If. indeed. lnsP3 (and
possibly other inositol phosphates) were a chemical link in EC coupling. one would
expect not only that its levels would increase in muscle upon stimulation, but also
that they would revert to a negligible concentration upon brief relaxation after a
tetanus. Fig. 6 shows the levels of inositol phosphates in a semnitendinosus muscle

'' r btir m /mjn
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the ]egend to Vig. 5 tr othler conditions".

that was stimulated at ST( for 12 s and allowed to relax 1.wr I s bet'Ore fiist-frec/ing
compared with its contralateral muscle, which was stimulated lbOr the same timc.
In several such experiments, a relaxation period of' I s after a tetanus resulted in
the disappearance of' nsP, and a reduction of lnsP, to one-hall'maximal.

As shown in Fig. 1. the release of lnsP; after muscle depolariiation is proposed
to be generated from the precursor phospholipid PIP, h\ the activation of' a
membrane-bound phospholipase C. An 'important step in the validation of this
lipothesis requires the identification of this lipid in muscle. Fig. 7 shows that tile
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autoradiogram of a TLC separation of lipids extracted from 12P-Iaheled frog skeletal
muscle indeed contains intense spots of radioactivity associated with PIP and PIP,.
The identit, of both muscle phosphoinositides has been verified by coelution with
standards. comparison with published R, values. phosphorus determination, and
glvcophase (i-bound neomycin affinitv-colu mn chromatography (Emlisson and
Sundler. 1984, Schacht. 1976, 1978). The determination of' phosphorus by a
sensitive malachite green method (Hess and Derr. 1975) and neomyicin atiinilt\-
column chromatography has allowed us to quantitate the amount of PIP2 in resting
muscles to be in the ran'ge of 4-8 nmol/g wvet wt. Our yields of total phospholipids
extracted are -I mmol/g fresh wtI. At this point, it seems that the steady state PIP,
pool in muscle is barely adequate to support the synthesis ofphysiologicallv relevant
levels of lnsP3 during muscle contraction. Nevertheless. Fig. 8 shows that dynamic

f ront

I PE, PC, PS, PA

* PI

9 PIP

*PI P2

origin

Figure 7. A utoradiograph of* one-di mIcUSIOnadl 11 ('f oT -IahClCd i 111LICI prd0v, 1 1111d, \Cr
c \iracted u ndLCr shgWhtl\ icidic conditions and I L(' plates %\re dc' cloped \killh chlor010brm1

mcthanol amnor (2: I. . phosphatid,,le iha nolai Infe: P('. phosphiatid\ Ichol Tic: Ps.
phosphaid~ %Icrinc: PAX. jf0phosphatidc acid: Pl. phshid ioio:PIP. pho~phadtid\ Ii no-
,,io[ 4-phosphatc: P,,P phosphatid\hi nositol 4. 5-bisphosphiatc.

changes occur in the phosphoinositide pool upOnl Muscle stimlulation. I thre-C
phosphoi nosi tides of resting and stimulated muscles labeled \%tith 12-1llnro-
inositol \%ere separated by neom\cin atblits -column11 chromlatograph\ . Inl restingi
muscles, the amount of, 'I -lahel incorporated is mlaximial ini phosphatid\ Ii rositol
Pl) Meuted %% ith I SO mM ammonium acetate). follow~ed b\ that inl phosphatid\ I-

inositol 4-phosphate (PIP) (eluted with 350 mMN amnmonium acetate) and in PIP,
Meuted with 12 N HG). The phosphoinositides of the eleetricall\ stimulated muscle
exhibit a distinct decrease in their radiolabel. which demnonst rates that these lipids
are readil\ mobilized during muscle activation. We have obtained similar results
tbr the stimulation-related loss of'radiophosphorus fromt thle phosphoitnositides of
skeletal muscle labeled with 12P (not shown). Whetherf thle loss Of PI P upon
stimulation represents exclusively its phosphorylation into Pt P, or also includeCs a
fraction that may be degraded directly into another product (such as InsP,) is not
\et clear and calls for further investigation. Additional information onl the presence
of' phosphoi nosi tides and their role in I C coupling has recently been pro\ ided Inl
studies on the activities of PI-kinase and IPl-kinase in the T -tubule membranes
isolated from skeletal muscle (HIidalgo et al.. 1986: Varsan\i et al.. 1 986). These



146 ('11( ah/InI and ti n/llbram' I rltprtt

kinases have already been described in other preparations in which phosphoinosi-
tides are known to play an important regulatory role in cell function (Harwood
and Hawthorne. 1969: Downes and Michell. 1982: Dale, 1985). However, their
activity in muscle T-tubule membranes seems to be especially high (Hidalgo et al..
1986). and consequently this preparation may not only be relevant to the stud\ of
EC coupling but may also be useful as a general tool in membrane enzyme research.
However. the formation of InsP, and InsP from the direct degradation of PIP and
PI cannot be ruled out and must also be investigated. It is logical that absolute
amounts of InsP and lnsP may play a role in some sort of feedback mechanism
exerting an overall control on the generation of InsP, and PIP,.

The quantitation of the levels of InsP. lnsP,. and InsP and of their respective
precursor phosphoinositides in resting and electrically stimulated muscles, as
described aoove. provides an insight into the rates of synthesis of the second

20

P i
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x E- 10
PI P2
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150 mM 350 mM 12 N

t ammonium acetate fractions HCI

Figure 8. Neomycin affinity-column chromatography of phosphoi nosi tides from [2- Hlmlr,,-
i nositol- labeled. resting. and stimulated muscles. PE. PC, PS. and PA are not retained b\
immobilized neomycin. Pl. PIP. and PIP, are eluted with 150 mM ammonium acetate. 350
mNM ammonium acetate. and 12 N HCI. respectively. in chlorotorm/methanol/water (3:6: 1.
vol/vol). Temperature, 20'C. Solid line with circles. resting muscle solid line without
symbols, stimulated for 10 s.

messenger molecule(s) during muscle contraction. However. to understand the
overall involvement of the inositol phosphates in EC coupling, it is imperative that
we also know about their rates of degradation. To this end, we studied the activities
of' three enzymes responsible for the catabolism of the inositol phosphates. viZ..
lnsP3-ase, InsP,-ase, and insP-ase, in vitro. We describe here only the results of'
InsP,-ase. Fig. 9 shows the results of a typical experiment to determine InsP,-ase
activity in crude muscle homogenates that were incubated with [2- Hl in osto
in the presence of appropriate cofactors such as high ATP, Mg, and EGTA (to
adjust free Ca). The reaction was started by the addition of homogenate. allowed
to proceed at room temperature (20°C) for various periods of time. and terminated
by the addition of 10% trichloroacetic acid (TCA). InsP,-ase activity was measured
in terms of the radioactivity appearing in lnsP, or that lost from the initial InsP,
after HPLC separation. Similar experiments done with isolated SR microsomes
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showed that only a part of the crude muscle homogenate lnsP3-ase activity was
present in the microsomes. These results show that skeletal muscle has lnsP,-ase
activities comparable to those of nonmuscle preparations in which InsPj is accepted
to be an important second messenger (Downes et al., 1982: Sefred et al., 1984:
Storey et al., 1984: Connolly et al., 1985" Streb et al., 1985; Rana et al., 1986).

However, further quantitative studies are needed to determine whether skeletal
muscle InsP,-ase activities are sufficient to degrade the amounts of insP, formed
in stimulated muscle, within short periods of relaxation.

SInP2 lnSP3

4 0

50 ()

L tr- ,, n r 'rT7,n)

Figure 9. HPL(C chromatographic separation of inositol phosphates illustrating lnsP,-ase
activit.y of crude muscle homogenates. A bundle ofsemitendinosus muscle was homogenized
in relaxing solution of pCa 7 (see Methods). An aliquot of homogenate containing 70 mg of
muscle weight was added to I ml of the relaxing solution, which contained 5 nCi/ml
[2-'Hin.to-inositol, and was incubated at 20C for various periods oftime before terminating
the reaction by addition of 10" TCA. Incubation: solid line with no symbols. 30 5: open
circles, I min: filled stars. s min: open stars. 10 min.

Summary
The process of' EC coupling at the T-SR junction in skeletal muscle shows the

characteristic features observed in other chemical junctions: namel.\, there is a

considerable temperature-dependent latency between prejunctional and postjunc-
tional events. This evidence gives further support to the possible involvement of

inositol phosphates, InsP, in particular, in the aforementioned process. Although

the kinetics of Ca release in response to InsP; microinjections have not been
appropriately studied yet, our preliminary evidence does not rule out the proposed
role of insP, as the chemical transmitter. The biochemical analysis of inositol
phosphates and phosphoinositides in control and stimulated muscles demonstrates
significant changes in the concentration of the key moieties proposed to be relevant
in several other preparations. Apparently. the enzymatic machinery for the relevant
biochemical reactions of the inositol phosphate/phosphoinositide cycle is present

at high levels in muscle. It remains to be investigated whether some aspects of this
ccle ma\ ha-e been selectively adapted for the fast process of'Ca release in muscle.
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Introduction
The entry of Ca2' through \oltage-gated channels has two major functions. First.
Ca' fluxes elevate the intracellular concentration of this important second mes-
senger. Second, Ca' currents directly influence membrane potential. thereb
contributing to impulse patterns. Ca- channels ser~e these functions in a variet\
of nerve, muscle, and endocrine cells (Reuter, 1983: fsien. 1983). As might be
expected from their wide distribution and their role in regulating a number of
cellular functions. ,oltage-gated Ca." channels form a heterogenous famil.. Diverse
types of Ca- channels can be distinguished \ith regard to gating kinetics, phar-
nmacolog . and permeabilit, (I o\ and Krasne. 18 1. \rmstrong and Matteson.
1985 Now,ck. et al.. 1985). I or the purpose tft characteriiing the \arious forms
of ,oltage-gated (a>* channels, it w\uld be desirable to stud\ them in a similar
membrane ens ironment.

The util iation of \ onpu, ot.\tes a, an cpression s. stem for the stud. of
exogenous %oltage-gated ion channels and ncurotransmitter receptors "as initiallh
demonstrated by Barnard. Nfiledi. and c,-vorker, (Barnard et al.. 1982: Miledi et
al., 1982: Gunderson et a l'S,, While these studies used mRNA isolated from
a number of tissues and organisms. it has also been demonstrated that RNA
synthesi/ed in sitro from the cf)N\s of the cloned nicotinic acetsIcholine receptor
and the voltage-gated Na' channel are translated in \c'urlou' ooc\tes to gisc
functional transmitter and soltage-gated channels, respectixel (Mishina et al..
1985: White et al.. 19K5. Noda c -al.. 19166. Ihis chapter describes a means of
studying several aspects of the dixersit\. molecular biolog. and ph'siolog. of
\oltage-sensitise ('a channels using \copu'i oocstes that ha'e been injected "ith
mRNA isolated from electricall. excitable tissues.

Experimental Procedures
The study of ion channels s\nthesized from exogenous mRNA in n ,opto ooc\tes
requires both a steady supply of healthy .Xempu% lI-i' frogs and a source of high-
quality RNA. A number of companies, including Xenopus One (Ann Arbor. Ml)
and Nasco Biologicals. Inc. (Fort Atkinson, WI). suppl\ mature 'emales that ba\c
previously been injected with human chorionic gonadotropin to show, that the'\

contain ripe oocytes and to induce a fresh round of oocyte de\elopment (nonin-
jected females are also available). The ovaries of' such frogs usually contain stage 5
and stage 6 oocytes (Dumont, 1972) capable of translating exogenous mRN-\
(Gurdon et al., 197 1). The care and maintenance of,\enopu.s frogs in the laborator\
is relatively simple. Several discussions on this subject are available (Nieukoop
and Faber, 1967: Brown, 1970).

RNA suitable for injection can be isolated from the tissue or cell line of
interest using any procedure that results in a good yield of high-molecular-veight
RNA (the rat brain Na channel, for example, is encoded by an -9-kb mRNA). In
selecting an RNA-extraction method, one must consider the nature of the source
tissue. In our hands, good yields of high-molecular-weight, translatable RNA can
be obtained from the brain using a modification of' the LiCI-urea procedure of'
Auffray and Rougeon (1980). The isolation of RNA of similar quality from tissues
such as the heart and skeletal muscle, however, requires the use of a more effective
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RNAse inhibitor. For these purposes. we used a modification of the guanidine-H(
procedure of Chirgwin et al. (1979).

The preparation and injection of oocytes is straightforward and can easilh be
accomplished in a single day. Frogs are anesthetized with 0. 15f(% tricaine and several
ovarian lobes are excised. The ovarian tissue and follicular cells surrounding the
oocytes can be removed either manually or enzymatically. Both procedures appar-
ently cause some transient damage to the oocyte membrane: however, this does
not seem to affect electrophysiological experiments performed 2-4 d after mRNA
injection (Dascal, 1986). We do, however, allow the oocytes to recover from the
defolliculation procedure for several hours before the injection of mRNA. Injection
is performed by positive displacement using a 10-pl micropipette (Drummond
Scientific Co.. Broomall. PA). While the gradations on this instrument theoreticall\
allow for distinction between 10-ni aliquots of solution, it is best to initially calibrate
the actual volume injected and then to assume that this volume is constant per
division for further injections. Electrophysiology is performed with a standard two-
microelectrode voltage-clamp circuit with oocytes that have been incubated for 2-
7 d in ND96 supplemented with antibiotics as previously described (lconard ct
al., 1987).

Results and Discussion
Detection of Voltage-gated Ca2" Channels in Xenopus Oocytes
Under voltage-clamp conditions at potentials near the normal resting potential of
the oocyte (-50 to -70 mV). an inward current can he coked by intracellular
injection of Ca ' (Barish. 1983). In addition. depolarization to potentials more
positive than -20 mV elicits a transient outward current (Miledi. 1982). These t o
currents appear to result from activation of endogenous Ca,*-dependent (1
channels. The difference in the direction of current floA in these two cases reflects
the fact that the Nernst equilibrium potential for 0- in X\nopit Oocxtcs is

approximately -25 mV. In normal physiological solution. depolarization from a
holding potential of -100 to 0 mV produces a transient outward current. usuallk
<100 nA in amplitude and 0.5-1 s in duration. The current is inactivated bx >'5'
at a holding potential of -40 mV (Fig. 1.I). The absolute dependence of the
detected CI- current on both external and intracellular (a." and its xoltage-
dependent activation properties suggest that it occurs because (a. *. entering the
cell through voltage-activated Ca' channels. in turn actisates the (0l channel
If, , (Barish. 1983: Miledi. 1982).

In order to characterize voltage-gated Ca" channels in oocvtes injected %\ith
RNA from excitable tissues, it was first necessary to identit\ and characterize an\
endogenous Ca" currents in uninjected oocytes. Substitution of Ca ' with high-
Ba : + saline results in a significant reduction in the amplitude of h ( .. allowing the
initial detection of a net inward current upon depolarization from -80 to + 1) nV.
The replacement of Ca2* with Ba>+ does not completely inhibit 1 , ... howeve~r, as
evidenced by the rapid (within 50 ms) appearance of the outward /,h . (for
example. see Fig. 3 with a brain RNA-injected oocyte). In order to eliminate the
remaining ( 1,,. it was also necessary to replace external 0l with methanesulfon-
ate. Under these conditions. the endogenous Ca2' channels could be studied (\\ ith
Ba> as the current carrier: Dascal et al.. 1986: Leonard et al.. 1987). 11., in control
oocvtes is transient. inactivating with an exponential time constant of -(). 12 s.
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Like lIa. the endogenous Ba-' current is almost completely inactivated by holding
potentials of -40 mV. IB is not blocked by removal of Na* from the bath, nor is
it inhibited by I uM tetrodotoxin (TTX). It is. however, completely blocked by 50
uM Cd: , which suggests that the current does indeed involve voltage-gated Ca>'
channels.

In oocytes that have been injected with mRNA isolated from excitable tissues.
the amplitude and waveform of/c((a are dramatically altered as compared with

0 mV
-40 mV _ -

-80 -1YMV

A
CONTROL

B

>, HEART

C

BRAIN
1000 nA

Figure I. Comparison of , in nollnJected oocte, 1 1) and ooc}tct, injected , llh Ceiher
rat heart RNA (B) or rat brain RNA (C). I he pulse protocol is ,ho'an at the top of the
figure. Ooevtes Aere bathed in normal saline during recording.

those of control cells (Dascal et al.. 19960 Leonard Ct al., 1987). ig. I shosss. for
example, that oocytes injected with rat heart RNA often shoA an 1, .. ith tmo
partially overlapping peaks. For brain RNA in particular, the amplitude of ,i is
typically 30-50 times greater and lasts several times longer than in control ooc\tes
(Fig. I (). It is also noteworhN that in RNA-injected oocytes,, ,, .,, inacti'ates less
than in control cells when depolarized from a holding potential of-40 iV.

Clearly, the translation of exogenous RNA from electricall excitable tissues
by the oocyte provides for additional components that modil\ 1 ,. Ihe simplest
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explanations to account for these observations include the following. (a) RNA
encodes for a distinct population of voltage-dependent Ca2' channels, which, upon
membrane depolarization, open and allow additional Ca -' to enter the cell and
activate the endogenous CI- channels. (h) RNA encodes a distinct population of
Cl- channels that are either voltage-activated upon membrane depolarization or
are Ca2e-activated, and have different properties than the endogenous Ca2'-acti-
vated Cl- channels. (c) RNA encodes proteins that modify the endogenous com-
ponents of I(1(j). (d) Any combination of the above may be possible.

An examination of /Ba in oocytes injected with brain, heart, and skeletal muscle
RNA shows that, at the very least, a newly synthesized population of voltage-gated
Ca 2 channels can accoun t for the modified !(.tal (Dascal et al., 1986: Leonard et
al.. 1987). In oocytes injected with these RNAs, IB, is significantly enhanced, shows
different activation and inactivation properties, and responds to the application of
drugs and neurotransmitters differently than does the endogenous INa. In addition.
oocytes injected with RNA from each of these tissues display a unique set of Ba>*
currents. The next section describes the Ca2 ' channels s.nthesized by X'c'nopll.s
ooctes after the injection of rat heart and brain RNAs.

leart RNA-directed Ca2' Channels
Fig. 2 shows a t\pical 1B, resulting from the injection ot heart RN \ isolated from
neonatal rats (2-8 d). Depolari/ation from a holding potential of"-8() mV to a test
potential of -I0 mV acti\ates an in\Nard current that is maintained for several
seconds. The current-voltage relationship for the heart I,, shows that it activates at
potentials more positive than -30 mV and pleaks at approximatel. + 1 m\ It is
completely blocked by 20 M ('d".

Several 1.4-dih\drop. ridine compounds. for instance nit'dipine and nitren-
dipine, are used clinically to treat a number otf cardiovascular disorders, including
angina, h. pertension, and arrh\thinias. lhese "('a'" channel antagonists" (Fleck-
enstein. 1977. 1983) bind specificall. to voltage-gated Ca. channels and block the
voltage-dependent flow of ('a' into the cell. Other dih.drop\ ridines, for instance
BAY K 8644. act as Ca' channel agonists and enhance the acti\ation of Ca '

channels (Schramm et al.. 1983: lss et al.. IL)84). Because the dih.drop.ridines
are thought to bind specificall. to voltage-gated (a " channels in cardiac tissue.
one might expect these compounds to alect the I,,. observed in oocvtes injected
with heart RNA. Indeed, the noninactixating /I.. obserxcd in heart RNA-injected
oocxtes is specifically inhibited b% nifedipine (I-I0 pM: Dascal et al.. 1986). In
addition, the Ca 2 channel agonist B,\Y K 8644 selecti\chl enhances the heart /H.
by -65' ; for a depolarization from -8(0 to - 1() mV (Fig. 2: n = 2). Significantl.,
of the two t.pes of ('a channels observed in heart atrial and \entricular cells, it
is the noninactivating "'L .-type" channel that is sensitixc to dihvdrop. ridines (No% -
vckv et al.. 1985: Bean. 1985: Nilius et al.. 1985). Vhus, the /i, we observe in heart
RNA-injected oocxtes appears similar to the heart [.-typc channels in its actixation
and inactivation properties and in its sensitivity to dih.drop.ridines. Ihe observed
interactions of the dihvdrop~ridincs with the voltage-gated ('a> channels sxnthe-
si/ed in .t'mi,u\ oocytes suggest that the oocytes have assembled functional ('a.
pol. peptides with many normal functional characteristics.

In pre-ious studies with oocytes injected with heart RNA. we reported a
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transient IB, that decays in <0.5 s (Dascal et al., 1986). This current was Insensitive
to dihydropyridines and showed a slightly different current-voltage relationship
from the nonactivating IBa' The transient 1

p. was not detected in all heart RNA-
injected oocvtes and was smaller than the noninactivating component when it was
present. The transient 'Ba possessed some properties similar to those of the transient
IBa observed in control oocvtes and some properties similar to the transient T-tvpe
Ca 2 channel observed in ventricular tissue (Nilius et al.. 1985). For these reasons.
at this time we cannot positively Identify the transient IR, observed in some heart
RNA-injected oocytes as specific to the heart RNA preparation rather than to an
unusual endogenous 'Ba.

-10 my

80 my

50 nAL

40 ms

BAY K 8644

Figure 2. 1 nhlancement oft /I,., h\ B AY K 8644 in an ooc\ e injected vith rat heart R\N.\.
I,, \%a elicited h\ a depolari/ation to 1 It mV' from I holding potential of' -80) nV. The
hathing 1LunOIn 'ontained Ba methanesult'Onaie ,~ahne 4(0 m,% Ba. 50 m-IM Na. 2 T11M1 K.
S mki fit P1-S. p11 7 2. %%ith met hanesu It'nate) and I "MITX.

In the heart, Ca' currents are modlilated b\ the antagonistic eftfects of
acet\lcholine and 3-adrenergic agonists I\ assort et al.. 1969: Reuter. 1983: - Lien.
1983). C' currents are enhanced b% 3-adrenctrgic agonists through the ele\.ati)n
ofcAMlP levels and the subsequent actixation ofa c-\MP-dependent protein kinasec.
In fact, the slov . L-t\ pe Ca -' channel in Cardiac tissue Is specilficall\ modulated h\
cAMP-dependent phosphor\Iation (Bean. 1985). Ini ooc~tes injected %kith heart
RNA\ (1)asal et al.. 1 980), enhancement of thle nonlinacti, ating 'H xas obserx ed
\,ith three independent activrators of the 4-adrenergic patliwa\ (a) I'he application
of' the il-adrenergic agonist isoproterenol (1 M pI enhanced /K,, to - I135' of the
control level. The ellkct was reversible and w~as inhibited b\ 10 uN1 propranolol.
Uh) The application of the adenNlate eve lase activator fbrskolin (40 PMI) increased
/it, to - 150'; of the control level. (c) (he injection ot cA NIP into thle ooc\ te ( 2-4
pmol/ooc\vte) enhanced IB,, to I 130('' of the control level.

One effect of acet\ lcholine on heart is to decrease C~a' Currents. possibl\ h\
inhibition of' adensate eveIlase (Murad et al-. 1962) and possibly h\ ac'ti ati Ilg
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cAMP phosphodiesterase (Hartzell and Fischmeister. 1986). The application of 10
uM acetvicholine to heart RNA-injected oocytes reduced IR, to ~65; of the
control level, which is consistent with its effect on intact cardiac tissue.

The modulation of the heart 1B, in RNA-injected oocytes is quite striking: all
the necessary components for a number of multistep regulatory pathways are
functional and are able to correctly modulate the newly synthesized Ca-' channels.
It should be noted that Nenopus oocytes possess endogenous muscarinic. adrenergic
(Kusano et al.. 1977: Dascal and Landau. 1980: Dascal et al., 1984). 13-adrenergic.
and purinergic (Lotan et al.. 1982) responses, and that at least two second-
messenger pathways (including the cAMP-A kinasc pathway) operate to mediate
these responses (reviewed by Dascal. 1986). Thus, we do not know whether the
heart RNA encodes the necessary modulator-.' components or whether all of the
observed modulations of IB, are directed b\ the oocyte's inherent machinery. This
question might be approached by size fractionation of the heart RNA into discrete
classes of mRNAs before injection.

Brain RNA-directed Ca2  Channels
Voltage-dependent Ca>' channels are found in the cell bodies. dendrites, and
synaptic termini of neurons (reviewed by Miller. 1986). At the presynaptic nerxe
terminal, they perform the important function of introducing depolarization-
dependent bursts of 'Ca into the cytoplasm. which in turn initiate the release of
neurotransmitter into the synaptic cleft. Because it is presentl. not possible to
measure directly the Ca->+ currents at the presynaptic termini of mammalian central
nervous system (CNS) neurons. much of the present knowledge of pressnaptic
currents is based on the study of pinched-off nerve endings called ssnaptosomes.
While the analysis of synaptosomes has provided much information regarding
press naptic Ca' channels, it wNould be beneficial to hase an independent method
with which to stud\ these currents. The analysis of Ca'" channels s\ nthesi/ed firom
CNS-deri%ed RN.A after injection into ,Xtwip.l ooctes ma\ offer a practical
alternative.

Ooc.tes injected with rat brain RNA (14-16 d postnatal) shovs both an
increased l1,(, (up to 4 pA from holding potentials of -100 mV: e.g.. Fig. I (')
and increased IBa (up to 1.2 MA) compared with uninjected oocytes. Both currents
also show less inactivation at a holding potential of'-40 mV as compared s'ith the
endogenous IR, (Leonard et al., 1987). Fig. 3A shows a record of a brain RN.,-
induced /, in the presence of)40 mM BaCIh saline and I uN I IX. In this solution.
a large. rapidly activating inward current that peaks al + It) mV is obser\ed. Within
20-30 ms of the maximum inward peak, an outward current appears. Fig. 311
shows that the majorit ol the outward current can be blocked b\ the (' channel
blocker 9-anthracene carboxylic acid (9-AC). which suggests that / . is respon-
sible for a large portion of the outward current. In 9-A(' sith the addition of l0()
pM (*d:' to block the inward /,,. a small amount of outmard current remains at
more positise potentials (Fig. 1. [his is prohably a brain RN.\-encoded K"
current. wkhich complicates the detection of/,.,, In order to circunis ent this problen.
"c routinels incubate the oocstes in saline in which K' has been replaced b\ ( "'
for I -2 d betlfrc soltage-clamping. Ihis ( s treatment blocks - {() of tc outa;ard
current remaining after block , "ith 9-A(' and (d . as sho\n in I ig 3. I lie iai n
RN. /",, measurcd in Ba methanesull Onate is sinnilar to that stho.ri in I ig I I? tr
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BaCI2 and 9-AC. The current peaks at approximately + 15 mV when depolari/ed
from a holding potential of -80 mV and is verN sensitive to low concentrations of'
Cd + (50'i block at 6 uM). The brain RNA Ij is insensitive to the effects of,
dihydropyridine antagonists and agonists (Leonard et al.. 1987).

A'

1a2

Figure 3. D~etection of IH, in presence of Ba('I-.An ooct %%as injected kith rat brain RN\
and \voltage-clamped in the preseril.e of' RaCI. saline ss ith I N M FX (.1). \%ith the addition
of' I mM 9-AC to block CI channels, most of the out%%ard current disappeared IB) I hec
f'urther addition of' IW u(M C'd>' eliminated the ins~ard '.leas ing anl Outxard 1,. that
actis ated at positive potentials (C) I [he OOC te %ias inIcubated inl saline in )s' hich) the 1K, \as
replaced h\ (V for 24 h bef'ore recording.

As in mammalian heart, smooth muscle, and skeletal muscle, high-affinit\
dihsdropsridine-binding sites exist in mammalian brain (Miller and Freedman.
1984). A recent revNriew by Miller ( 1986) argues that somec of' these sites represent
dihsdrops~ridine-sensitive Ca' channels. To attempt to determine wNhether the
difference in drug sensitivity between the 1p, induced b\ heart and brain RNA
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Figure 4. Effect of illedi pine on /I,, in an oocste injected %kith RNA isolated 1rmm rat brain
hippocamnpus. The current ohserxed in the presence of' 5(1 uN nifedipine is identical to the
current elicited in the absence otlthis antagonist. I he pulse protocol is shoss .n at lop oi'the
figure. It,, A~as detected in Ba rnethanesult'Onate .,aline .%Ith I M I IX.

siMplsr reflects a much lowAer abundanlce of dih\d rop~ridine-sensitise Ca>'. l mR N
in the brain. \Ne also tested RNA isolated from a region ot' the brain enriched in
dihsd rop\ ridine-binding sites. Autoradiographic mapping of ('Ildih\drOp\ ridine-_
binding sites in rat brain shows that one of the regions with the highest densit\ of'
binding sites is the hippocampus W(ortes et al.. 1984). If' these dihsdrop~rine-
binding sites represent functional Ca" channels, wec might ekpect that RNA isolated
from the hippocampus and injected into oocstes \\ould shossk a iffdipinle-sensitts
/I,,. As demonstrated in Fig. 4. this is not the case. The onl\ detectable /I, in
ooc\tes injected wvith RNA isolated f'rom rat brain hippocampus is insensitis e to
nifedipine. Figs. 5 and 6 shoss that the Iii., detected in oocstes injected ss ith
hippocanipal RNA resembles the /'H. detected ssith \xhole brain RN \ wkith regard
to current-\oltage characteristics: the threshold for actixatio)n is around -40 ill\
and the peak is betxseen +10 and +20 mV (Fig. 5.). Similarl\. the inactisation
kinetics are similar:. one-third of the peak brain /it., at +10 ( mV inactis ates sx ith a
'single-exponential timleconstant of 650 rm, wxhile the rematiningtfraction inactix atesl
%er\ little oxer a 3-s depolari/ation. Also, the stead\ state inactixationi profile o H

4AHRA N

I igure 5. (omrparison of' the currenit-s oltage relationship of 'H in oocx tes injected ssii
RNA\ isolated fror either intact rat brain or the hippocamnpus.



1621ci ah I 1o I and tif a tieh I I

in oocvtes injected with RNA from the hippocampus and whole brain are similar
(Fig. 6). Approximately one-third of 1s., does not inactivate. even wkith prepulses to
+10 mV.

There is some disagreement in the literature over the sensitivity of' brain
synaptosomes to dihydropyridines (Nachshen and Blaustein. 1979: Daniel) et al..
1983-, Rampe et al., 1984-, Turner and Goldin. 1985-. Suszkix% et al., 1980). Our
results showing the insensitivity of the brain IR, to dihydropvridines are similar to
those reporting the failure of dihydropyridines to block the depolarization-depend-
ent uptake of Ca2* into synaptosomes (Nachshen and Blaustein. 1979-: Daniell et
al., 1983: Rampe et al.. 1984:, Suszkiwk et al., 1986). The time courses for inactiva-
tion of the IF, In brain RNA-injected oocvtes and that reported for Ca- uptake
into synaptosomes are similar, which suggests the possiblit% that the IH. that "~e

8C0

BC) K7 C 4., 2 1,

ONING ~E~.
Figure 6. Inactivation ot411, in ooc~tes injected %%th hippocamnpus RNA. Note that h..does
not completely inacti~ate. The result is identical to that t"Ound %kith RNA fromn intact rat
brain.

observre in brain RNA-injected oocvtes is due to the mRN-X\ encoding press naptic
\oltage-dependent Ca2' channels,

ht should he noted that several alternative explanations exist for these result,,.
The predominant heart and brain Ca> ,channels may have different primar% amino
acid sequences and may' be encoded by different mRNAs. T he brain mRNA mna\
encode several types of Ca:* channels, which in brain are dihxydropy ridine resistant
and sensitive. Possibly the latter are properly expressed in oocvtes but are too los%
in relative abundance to be detected, even in the hippocampus RNA preparation
Alternativeh., the brain dih, dropyridine-sensitive Ca" channels maN not undergo
the correct post-translational modifications to acquire dih- drops ndine sensitis its.
although the heart RNA Ca2* channels do so. Finally. ve cannot rule out the
possibility that another poly peptide, either encoded in the RN..\ preparation or
endogenous to the oocvte. interacts with the brain Ca. channel to alter it,,
sensitivit% to dihydropvridines.

Iaddition to kinetic differences and the lack of effieci of nit'edipine. the brain
Ili is distinct from the heart RNA ll, bs a number of' other criteria. Unlike the
heart RNA hI.. the brain RNA 4p, is insensitive to forskolin. w~hich actisates
adenylate cyclase. and is not blocked by the application of acetyleholine. Table I
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Yable I
Ba2' Currents in Xenopus Oocytes

EndognousInduced by Rat mRNA

Endgenus Heart (2-8 d) Brain (14-16 d)

rime course Transient (0. 12 s) Maintained Partial inactivation (0.65 s)
50'( inactivation -60 mV -- 20) mV
Peak current (ml) + 15±5 +15±5 + 15±5
Cd' block <50 mM -20,uM 6 JUM
Nifedipine No effect* Block No effect
Bay K 8644 Increase No effect
A kinase No effect Increase No effect
Acetvlcholine No effect Decrease No effect
C kinase 9 Increase

/ , measurements.

summarizes these and other characteristics of the Ba> currents we have studied in
xcnopu oocvtes.

Conclusions
-The main conclusion from our results is that one can distinguish among diverse
Ispes of Ca' channels directed b-% exogenous mRNA in Xetwpjj ooc,.tes. In
theorN. it should be possible to extract mRNA from any number of tissues or tissue
culture cell lines, to inject the mRNA into .Xenopu.o oocvtes. and to characterize
the Ca' channels s~rhesized. A more thorough analssis of the Ca' channels than
that reported here, including the stud-, of channel modulation. should be possible
using the -big patch" technique (Leonard et al.. 1986) and single channel recording
methods. The fact that. in both heart and brain RNA-injectcd oocvtes. one t, pe
of Ili dominates could reflect mRNA abundances in these tissues or represent a
bias on the part of the oocvIe's translational and post -t ranslatilonal machinerxN for
certain mRNAs and pol~peptides.
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In Memoriam: Roger Eckert, 1934-1986
Roger Eckert died of cancer on June 16, 1986. A few words cannot give a true
account of the man. Although each of us knew him in a different wa. we all have
fond memories of Roger. Suffice it to say that he was a dedicated scientist, a proud
father. and a warm and loyal friend to many. He is sadly missed by his family.
friends, and colleagues.

The experiments reported here were carried out in Roger's laboratory at UCILA
with his support and guidance. They were based on a decade of research by Roger
and his students on Ca-mediated inactivation of Ca currents in Iaranecium and
molluscan neurons. Roger was also involved in the work presented here, but his
untimely death prevented him from participating in writing this article. Therefore.
the responsibility for any errors or omissions rests with the authors.

Introduction
Ca ions regulate vital processes in a wide variety of cells, and voltage-gated, Ca-
selective ion channels in the plasma membrane provide a means of rapidly injecting
Ca into the cell. In this chapter. we will review the evidence from our experiments
on molluscan neurons and a mammalian cell line showing (a) that one class of
voltage-activated Ca channels inactivates when Ca ion accumulation inside the cell
results in dephosphorylation of the channels b\ a Ca-dependent phosphatase. and
(h) that dephosphorylated channels remain inactivated until they are rephospho-
rvlated bv the cyclic AMP-dependent protein kinase. This dependence of Ca
channel lunction on phosphorvlation provides cells with a mechanism for modu-
lating Ca fluxes across the cell membrane in response to external signals and to
changes in the intracellular concentration of Ca or the metabolic state of the cell.

The inactivation of Ca currents in molluscan neurons is a Ca-dependent
process: it depends on the entr-N and accumulation of Ca ions inside the cell
(Tillotson, 1979: Eckert and Tillotson. 1981). Thus, depolarizing sufficiently to
reduce Ca influx, substituting Ba for Ca, and buffering internal Ca with EGTA all
reduce inactivation of the Ca current in those cells. This type of Ca current
inactivation was analyzed in Paramecium by Brehm and Eckert (1978) and has
been described subsequently in a wide variety of cells (reviewed b\ Eckert and
Chad, 1984), including cardiac muscle (Mentrard et al., 1984: Lee et al., 1)85:
Nilius and Roder, 1985). The initial experiments implicating cAMP-dependent
phosphorylation in the regulation of Ca currents were carried out on cardiac muscle
cells over 10 years ago (Tsien et al., 1972). and subsequent studies have confirmed
that activation of the cAMP-dependent protein kinase in the heart increases peak
Ca currents and slows their inactivation by increasing the probability of channel
opening on depolarization (Osterrieder et al., 1982: Reuter, 1983: Bean et al..
1984).

Further studies of Ca channel regulation have been hindered by the rapid loss
of Ca current that occurs when the cytoplasmic side of the membrane is exposed
to standard physiological saline solutions during whole-cell dialysis (Hagiwvara and
Nakajima. 1966: Byerly and Hagiwara. 1982) or after excision of an isolated patch
of membrane (Fenwick et al., 1982: Cavalie et al.. 1983: Nilius et al., 1985). Like
the reversible inactivation of the Ca current in intact cells, this irreversible loss of
activity, or "washout," in dialyzed cells is slowed by Ca buffers (Byerly and
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Hagiwara. 1982: Fenwick et al.. 1982) and substances that promote cAMP-
dependent phosphorylation (Doroshenko et al., 1982, 1984: Forscher and Oxford.
1985: Byerly and Yazejian, 1986: Chad and Eckert, 1986).

Phosphorylation Maintains Ca Channel Activity
Dialyzed Molluscan Neurons
We have investigated the processes underlying washout in voltage-clamped h'li.
aspersa neurons dialyzed intracellularly with artificial saline solutions (Chad and
Eckert. 1984, 1985a, 1986). In these experiments, Ca was used as the charge carrier
and Ca buffers were omitted from the intracellular solutions to permit investigation
of Ca-mediated processes such as inactivation. Voltage-activated Ca currents were
isolated by ion substitutions and pharmacological blocking agents. Fig. I1 plots
the normalized peak current in 50 mM Ca. during 100-ms voltage steps to +10
mV from a holding potential of -40 mV. vs. time during dialysis. When the
dialysis solution contained only Cs-asparate, HEPES. and ATP-Mg. the peak Ca
current declined rapidly (Fig. 1.., curve a). We have also observed that this time-
dependent loss of Ca current, or washout, can be slowed by adding EGTA or the
catalytic subunit (CS) of cAMP-dependent protein kinase to the dialysis solution:
however, neither of those additions eliminated washout entirely, nor did they
restore current that had already washed out (Chad and Eckert, 1986).

The results of such experiments were very different when the dialysis solution
was supplemented with 0.1 mM leupeptin. an inhibitor of Ca-dependent proteases
(Murachi, 1983). In the experiment illustrated in Fig. 1.4, curve h, there was
initially some instability in the peak current as the last traces of contaminating
currents were blocked, but after 8 min a steady washout of Ca current was observed.
Thus, leupeptin by itself has no effect on washout. CS was then added to the
dialysis solution at the time indicated by the arrow. In the presence of leupeptin.
the peak Ca current rapidly returned to its original value and remained stable for
>1 h. Washout was fully reversible only when a protease inhibitor such as leupeptin
was present throughout the perfusion. The restoration of Ca current by CS also
depended on the presence of a hydrolyzable form of ATP with Mg and was not
observed when CS had been heat-inactivated (Chad and Eckert. 1986).

The Ca currents maintained by phosphorylation in the presence of leupeptin
were activated maximally at +20 mV in 50 mM Ca, and were not altered by more
negative holding potentials. Fig. I B shows plots of the peak current-voltage
relationship for one cell in three different divalent solutions of equal molarit. (50
mM). In each case, the curve has a simple bell shape, but the order of maximum
current is Ba > Sr > Ca. The substitution of Ba for Ca in the extracellular solution
also caused a shift of the curve to more negative potentials. A similar but smaller
shift was seen with Sr. Presumably, the shifts reflect differences in the efficacy with
which different divalent ions screen surface charges. Thus, Ca channels that have
a greater effective conductance to Ba than to Ca and are not affected by changes
in holding potential seem to underlie the Ca currents maintained by phosphoryla-
tion.

Leak-corrected Ca currents recorded at different times during a dialysis exper-
iment are shown in Fig. 2. The control trace (a), taken right after perfusion had
been established with the minimal solution plus leupeptin, shows an inward current
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that peaked and then inactivated during the pulse; no outward tail current is visible.
The current was then allowed to wash out partially (40%, not shown) before the
addition of CS to the dialysis solution. The current restored by CS (trace h) had
activation kinetics similar to the control but had slower inactivation kinetics. When
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Figure 1. (A) The Ca current washes out during dialysis of a He/i.x neuron in the absence of
kinase activity. Normalized peak amplitudes of Ca currents (leak-corrected) recorded during
100-ms steps to +10 mV are plotted vs. time during dialysis for two different cells. The
extracellular concentration of Ca was 50 mM and the holding potential was -40 mV. (a)
Dialysis of the cell with a Cs-aspartate solution that contained TEA (10 mM). HEPES (100
mM, pH 7.8), ATP-Mg (7 mM), dibutyryl cAMP (5 mM), and dithiothreitol (5 mg/ml) did
not sustain the Ca current. (b) Another experiment in which 100 yM leupeptin was added
to the dialysis solution. Initially, washout proceeded at the same rate as the control in trace
a: however, the addition of the CS (20 Mg/ml) of the cAMP-dependent protein kinase at the
arrow produced full recovery of the Ca current, which persisted for the remainder of the
experiment. (B) The amplitude of the inward current depends on the divalent ion carrxing
the charge. Peak current (x 10 nA: leak-corrected) was plotted vs. step potential for a series
of depolarizing pulses from a holding potential of -40 mV for the three divalent species.
The external divalent concentration was 50 mM and the order of maximum current was Ba
> Sr > Ca.
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CS was again removed from the dialysis solution, the Ca current washed out until
only a small fraction of the original current remained (trace c). The remaining
current was inward throughout the pulse, which indicates an absence of contami-
nating outward currents.

Thus, it appears that dialysis disrupts the maintenance of Ca current in at least
two ways, one reversible and another irreversible. Reversible washout can be
prevented by the phosphorylating activity of cAMP-dependent protein kinase. We
have interpreted this result to imply that the Ca channel, or a protein closely
associated with it in the membrane, must be phosphorylated to respond fully to
membrane depolarization. The irreversible component can be prevented by the
protease inhibitor leupeptin. Since CS stabilized the current in the absence of
protease inhibitors, but did not fully reverse the washout that had occurred before

b

0 5 nA L

10 ms

Figure 2. Ca currents recorded at different times during a dialysis experiment similar to that
shown in Fig. I A. Inward currents were elicited by 100-ms pulses to + 10 mV from a holding
potential of-40 mV and were leak-corrected. (a) After establishment of dialysis, contami-
nating currents were blocked and an initial Ca current was recorded. Note that all tail
currents are inward. The Ca current washed out by 40%, although the dialysis solution
contained both ATP-Mg and leupeptin (not shown). (b) The addition of CS (20 gg/mI)
restored the peak current to its original value with no change in activation kinetics, although
inactivation was slower. (c) When CS was removed from the dialysis solution, washout
resumed at its original rate until the current was reduced to a small fraction of its original
value. This small current remained inward throughout the pulse, showing an absence of
voltage-activated, contaminating outward currents.

it was added, we also conclude that dephosphorylated Ca channels are more
susceptible to proteolysis than phosphorylated channels (cf. Holzer and Heinrich,
1980).

Cell-free Membrane Patches from a Mammalian Cell Line
Further support for the role of phosphorylation in the maintenance of Ca channel
activity has been obtained from analogous experiments on individual Ca channels
in cell-free patches of membrane (Armstrong and Eckert. 1985, 1987) from an
electrically excitable cell line (GH 3) derived from a rat pituitary tumor (Tashjian.
1979). To avoid the irreversible loss of activity attributed to proteolysis, these
experiments were all conducted in the presence of 0. 1 mM leupeptin.

The recent application of the patch-clamp technique to the measurement of
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currents flowing through individual ion channels (Hamill et al., 1981) has revealed
at least three classes of voltage-activated Ca channels in mammalian cells (Carbone
and Lux, 1984: Nowycky et al., 1985: Nilius et al., 1985). These classes are
distinguished on the basis of their relative conductance to Ca and Ba, the voltage
dependence of their activation, their sensitivity to antagonists, and their mechanism
of inactivation (Matteson and Armstrong, 1986: McClesky et al.. 1986). All
electrically excitable mammalian cells tested thus far appear to have at least two of
the classes in common. One class undergoes voltage-dependent activation and
inactivation in a manner analogous to Na channels. These low-conductance (-10
pS in 90 mM Ba2+), low-threshold (-40 mV), dihydropyridine-insensitive Ca
channels inactivate rapidly at the relatively depolarized holding potential (-40
mV) used in our studies, but do not require ATP or exogenous kinases to remain
active in cell-free patches of membrane (Armstrong and Eckert, 1985: Nilius et al.,
1985).

The other widely distributed class of Ca channels (-23 pS in 90 mM Ba> I
also exhibits voltage-dependent activation (threshold = -20 mV) but differs in its
mechanism of inactivation and its sensitivity to dihydropyridines. This class shows
little voltage-dependent inactivation in Ba. but stops responding to depolarization
altogether when the cytoplasmic side of the membrane is exposed to standard
physiological saline solutions (Fenwick et al., 1982: Cavalie et al., 1983: Nilius et
al., 1985). Our studies focus on this latter class of Ca channels, which closely
resemble the phosphorylation-dependent Ca channels in leli.x in their voltage-
dependent properties. Therefore, the conditions that enabled the maintenance of
Ca current in Jheli neurons (Chad and Eckert, 1986) were modified for use with
GH, cells (Armstrong and Eckert. 1987).

Fig. 3 illustrates the phosphorlation dependence of the unitary Ba currents
through Ca channels in a patch of membrane from a GH3 cell. Within I min of
excising the patch of membrane with its cytoplasmic side facing a CsCI solution in
the bath (inside out), the channel stopped responding to depolarization. This loss
of activity occurred even though the concentration of Ca ions on the cytoplasmic
side was buffered below 10 nM with 5 mM EGTA. The loss of activity was
complete: no channel openings could be elicited at any voltage. Adding ATP to
the solution perfusing the bath restored a small amount of activity in this patch,
but when CS was added with ATP, activity eventually resumed at its original level.

In other patches, 2 mM ATP by itself prevented the loss of activity without
added exogenous CS (Armstrong, 1986). An example is shown in Fig. 4.,
However, unlike ATP plus CS. ATP by itself was not always sufficient to sustain
activity. The effect of ATP did appear to be mediated by phosphorlation. as the
nonhydrolyzable analogue of ATP, AMP-PCP, did not sustain channel activity
(Fig. 4B). Because CS in brain tissue is often membrane-bound (Nairn et al., 1985).
we investigated the possibility that ATP sustained activity by acting as a substrate
for an endogenous kinase isolated with the patch. A specific protein inhibitor (PKI)
of CS, with a dissociation constant near I nM, has been purified from skeletal
muscle (Walsh et al.. 1971). When PKi was added with ATP. Ca channel activitx
in most patches from GH3 cells disappeared as though no ATP had been added
(Fig. 4 C). This result suggests that an endogenous cAMP-dependent kinase is often
attached to the membrane in sufficient proximity to Ca channels to regulate their
activity. That may help explain why extended recordings of Ca channel acti\it\
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have been obtained in other preparations in the presence of ATP and Ca butlers
but no exogenous CS (Carbone and Lux. 1984: Forscher and Oxford. 1985: Bverl\
and Yazejian, 1986).

An endogenous kinase cannot explain the successful reconstitution of (a
channel activity in the absence of ATP (Aflolter and Coronado, 1985: Ehrlich et

mean * openngs

2 4 6 7
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5- -- patch excised inside out

10- "- ATP-Mg perfusion begins

15-

20- - catalytic subunit added

30 4

35

40

2 p A
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Figure 3. The ('S of the cAMP-dependent protein kinase restores voltage-activated Ca
channel activity in a cell-free patch of membrane from a GH. cell. The graph on the left
plots the average number of channel openings during voltage steps from -40 to 0 mV vs.
time after the formation of a gigohm seal with a patch pipette containing 90 mM Ba. 20
mM TEA, and 2 uM TTX. On the right, representative traces from the time indicated are
displayed. Ca channel activity ceased within I min of excising the patch awa. from the cell
and exposing the cytoplasmic side of the membrane to a nminimal CsCI solution containing
40 mM HEPES, pH 7.2. 5 mM EGTA, pCa 8. and 0.1 mM leupeptin. Adding 2 mM ATP-
Mg to the solution perfusing the bath restored very little activity. At the time indicated b\
the third arrow, perfusion of the bath was stopped and - I g of purified CS was added. The
experiment was halted after 40 min when the gigohm seal was lost. (Reproduced with
permission from Armstrong and Eckert. 1987.)

al.. 1986: Rosenberg et al.. 1986). In those studies, the Ca channels in disrupted
muscle membrane preparations were isolated by their aflinity for dihyvdropx ridines.
clinically important drugs that modulate the class of Ca channels whose activit\
appears to depend on phosphorylation in our experiments (Hess et al., 1984). In
particular. one dihydropyridine. BAY K 8644 (Schramm et al., 1983), produces a
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dramatic increase in the open time of these Ca channels. In the absence of BAY K
8644. the probability of successful reconstitution is very low (Affolter and Coron-
ado. 1985). This could reflect the proportion of Ca channels that remain phospho-
rylated during the reconstitution procedure and/or some effect of BAY K 8644 on
the susceptibility of the channels to dephosphorylation.

Therefore, we decided to test the ability of BAY K 8644 to prevent the loss -)f
activity in patches exposed to the minimal CsCI solution buffered with ttEPES
and EGTA (Armstrong et al., 1987). As illustrated in Fig. 5. 1 AM BAY K 8644
delayed the loss of activity in cell-free patches exposed to the minimal saline
solution, but only when it was added before the patches were excised (Armstrong
and Eckert, 1987). In the absence of ATP, BAY K 8644 (0.1-10 mM) did not

A
T ATP

04--

-me -r;

03B AMP-PCP 0 08 C TP+PKI02 B

0.1 0.04

0.0 0.00
0 5 10 15 0 5 10 15

T,me (m nj Time (mrm)

Figure 4. ATP alone can maintain activity by serving as a substrate for an endogenous
kinase. In this figure, the fraction of time Ca channels spend in the open state during voltage
steps to 0 mV is plotted vs. the time elapsed after the formation of a cell-free patch from a
GH3 cell. The CsCI solution bathing the cytoplasmic side of the membrane in these outside-
out patches contained 2 mM Mg2 , 40 mM HEPES, pH 7.2, 5 mM EGTA, pCa 8. 0. 1 mM
leupeptin, and the reagents indicated.

restore activity to Ca channels that had already stopped responding to depolariza-
tion (Fig. 5 B). Since our experiments suggest that the loss of activity results from
dephosphorylation of the channels, we postulate that Ca channels modulated by
BAY K 8644 are less susceptible to dephosphorlation. This could explain how
BAY K 8644 facilitates the reconstitution of these phosphorylation-dependent
channels in the absence of ATP, and may underlie the effect of BAY K 8644 on
gating.

Ca-dependent Inactivation
The experiments reported here all support the hypothesis that Ca channels in
dialyzed molluscan neurons and cell-free membrane patches from a mammalian
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cell line do not respond to membrane depolarization under conditions that prevent
cAMP-dependent phosphorylation. Under normal conditions, the inactivation of
the phosphorylation-dependent Ca current in molluscan neurons results from Ca
ion entry and accumulation inside the cell (Tillotson, 1979: Eckert and Tillotson,
1981 ). Consequently. Eckert and Chad (1984) hypothesized that inactivation might
be produced by an endogenous. Ca-dependent phosphatase.

TiMe after formoto" 10 rnmr
of cell-free porh

B 30 ms

Figure 5. (A) Previous exposure to I AM BAY K 8644 delays the loss of voltage-activated
Ca channel activity in cell-free membrane patches from GH; cells exposed to a minimal
CsCI solution containing 40 mM HEPES. pH 7.2, 5 mM EGTA, pCa 8, and 0.1 mM
leupeptin. (B) Adding 1 uM BAY K 8644 to another outsid, -out patch after activity had
ceased did not restore activity in the absence of ATP. The records display representative
activity during voltage steps from -40 to -20 mV in A (left), to 0 mV (right), to -10 mV
in B (left). and to + 10 mV (right).

Calcineurin Enhances Inactivation in Molluscan Neurons
Calcineurin is a Ca- and calmodulin-dependent phosphatase (lib), originally puri-
fied from mammalian brain, which is stimulated directly by micromolar concen-
trations of Ca and indirectly through calmodulin (Klee et al.. 1979: Stewart et al.,
1982). Thus. calcineurin could act as a link between elevated intracellular Ca
activity and the dephosphorylation that appears to lead to inactivation of the Ca
channel. We have tested that possibility in voltage-clamped helix neurons dialyzed
with (sCI. HEPES, leupeptin. ATP-Mg, and CS to stabilize the current, but with
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no Ca buffers to reduce Ca ion accumulation (Chad and Eckert, 1985h. 1986). An
example is shown in Fig. 6. After obtaining a stable current, the perfusate was
changed to one containing the same amount of CS but with added calcineurin (40
ug/ml protein) and calmodulin (10 uM). The augmentation of Ca buffering
normally slows inactivation, however, calcineurin (Fig. 6) markedly increased the
rate of inactivation. In other experiments, addition of EGTA to the internal solution
or substitution of Ba for external Ca resulted in a much slower rate of inactivation.
Under those conditions, however, exogenous calcineurin produced no increase in
the rate of inactivation. Thus, calcineurin-enhanced inactivation of the Ca current
in dialyzed cells has the same Ca dependence as the inactivation of the Ca current
in intact cells (Chad and Eckert, 1986).

Ca-dependent Inactivation in GII., Cells

Like the Ca current in Hl/ix and .tlplih'ia neurons, the Ca current through
phosphorlation-dependent Ca channels in GH, cells, voltage-clamped with patch

L odeiControl

10 ms

Figure 6. Effect of exogenous Ca-dependent phosphatase in a dialyzed Itefi neuron. The
addition of calcineurin (40 pg/ml) plus calmodulin ( 10 pM) to the dialysis solution increased
the rate of inactivation of the Ca current during a voltage step from a holding potential of
-40 to +10 mV. (Reprinted with permission from Eckert et al.. 1986.)

pipettes in the whole-cell configuration. also exhibits Ca-dependent inactivation
(Kalman et al,. 1987). Although 5 mM EGTA in the pipette solution did not
suppress inactivation completely (cf. Matteson and Armstrong, 1984). substituting
Ba for ('a as the charge carrier did eliminate the inactivation observed during steps
from -40 to 0 mV (Fig. 7.1). Thus, inactivation is specific to Ca as the charge
carrier, and 5 mM BAPTA (Tsien, 1980), a more efficient buffer of rapid Ca
transients (Neher and Marty. 1985). suppressed inactivation completcl. (Fig. 7 B).
In contrast to lelix and .l'/l.'ia neurons. holding GH, cells at more negati\e
potentials revealed the presence ofanother class ofCa channels that exhibit \ oltage-
dependent inactivation. lowever, in most (ill, cells, those channels were largel\
inactivated at a holding potential of -40 mV, and depolarizing steps from -40
mV revealed little remaining current after the phosphor\ lation-dependent channels
"ere allowed to wash out or after the\ Aere blocked %kith I PM nimodipine (Fig.
'7 I). (iltl cells also contain calcineurin (l-arberet al . 19 5). and we haxe postulated
that the basal acti\ it\ of this membrane-bound en,\me ma\ be responsible fOr the
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Figure 7. Voltage-activated Ca currents recorded in the whole-cell configuration from GH,
cells during voltage steps from -40 to 0 mV. The patch pipette contained a CsC! solution
buffered to pH 7.2 with 40 mM HEPES and to pCa 8 with either 5 mM EGTA or BAPTA.
(.1) Although EGTA does not suppress inactivation of the current completely, substituting
Ba for Ca as the charge carrier demonstrates that inactivation is Ca specific. (B) 5 mM
BAPTA completely suppresses inactivation of the dihydropyridine-sensitive Ca current.

loss of Ca channel activity we observed in cell-free patches even in the presence of
Ca buffers (Armstrong and Eckert. 1987).

Endogenous Enzymes Also Modulate Inactivation

To investigate whether endogenous enzyme systems participate in inactivation, we
have injected agents that modulate the cAMP-dependent kinase into metabolically
intact AI.Nia neurons (Kalman and Eckert. 1985: Eckert et al., 1986). In these
experiments. iplV.ia neurons were voltage-clamped with a conventional two-
electrode system and Ca currents were isolated bN ion substitution and pharma-
cological blockers (cf. Chad et al., 1984). Intracellular injection of the purified CS
of the kinase increased the peak Ca current and, in some cases, slowed the rate of
inactivation (Fig. 8). even though larger Ca currents normally inactivate more
rapidly because of the increased influx of(a ions into the cell (Chad et al.. 1984).

control

125 nA

CS

Figure 8. I leet o! pressure inlection of the c\ogenous (S of cAMI -delendent protein
kinase into an 1p ll neuron. (a currents elicited b\ oltage steps to + 10 m\' from a
holding potential of -40 m\ .'ser inlction ('S). the pwak current increased and the rate
f inactioitio slowed
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The effects of(S were mimicked by injections of 8-hromo-cAMP (8-Br-cAMP). a
nonhydrolvable derivative of cAMP. Further evidence implicating an endogenous
kinase in the effect of cAMP on inactivation was obtained b. injecting the
regulatory subunit (RS) of the kinase, which inhibits cAMP-dependent phospho-
rylation by binding to the catalytic subunit. In the experiment illustrated in Fig.
9.1. the first injection resulted in a faster inactivation rate during the pulse but no
change in the peak current. A subsequent injection decreased both the peak current

A

3,

30 hA ' -30 m s ,

Figure 9. Elfkct of pressure injection of the RS of cAMP-dependent protein kinase i.2 Ing
nil) tollovved hx iontophoretic injection of 8-Br-cAMP into ..tpy6ia neurons. Ca currents
kerc elicited by steps to +10 mV. I.l) The largest current (I) was recorded hefore injection
of RS. After injection (2). the rate of inactivation increased. With further injection of RS

3), the peak current decreased and the rate of decline of the current sloced. ('ell I 2. (I?)
I he e-lects of prior RS injection ( I) were partially rexersed by iontophoretic injection ot '-
Hr-,cAMP (2). Cell 1.4, (Reprinted with permission from 1ckert ct al.. 1980.)

and the rate of inactivation. Since the rate of inactivation also depends on ho%
much ('a enters the cell, we presume that the slower rate of inactivation results
from the reduction in peak current. Finally. the effects of RS were reversed h\
injecting 8-Br-cANIP (Fig, 91B). which relieves CS from inhibition by binding to
RS and promoting its dissociation. The Walsh inhibitor protein (PKI: Walsh ct al..
I -1 ) produced effects analogous to those produced by RS (Eckert et al.. 19I0).
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\lthough cAMP and ('S alwAays reversed the effects of previous injections of
RS, the\ onl. produced effects on their own in about halt'the cells tested. Therefore.
it appears that in man\ molluscan neurons the phosphorylating activity of endog-
enous CS is suficient :o keep the majority of Ca channels in an activatable state.
Consequentl\, the addition of more cAMP or exogenous CS has little effect. When
the basal level of phosphor\lation b' the cAMP-dependent kinase was first reduced
b\ lowering the amount of free CS with exogenous RS. then the subsequent
addition of cAMP always enhanced the Ca current and slowed inactivation. As the
effects of cAMP analogues will depend on the metabolic state of the cell, this
variation in the resting level of Ca channel phosphorylation ma' account for
published observations that cAMP analogues do not enhance Ca current in certain
metabolically intact molluscan neurons (Gerschenfeld et al.. 1986), but do enhance
Ca currents in other molluscan neurons (Lotshaw et al.. 1986) and mammalian
cells (Reuter. 1983: Bean et al., 1984: Luini et al., 1985).

Discussion
Our tentative conclusions from these experiments are summanzeo schematically
in Fig. 10. Only phosphorylated channels open when the membrane is depolarized:
dephosphorvlated channels are inactivated. The Ca influx through open channels
promotes inactivation by stimulating a Ca-dependent phosphatase. To remove
inactivation, dephosphorylated channels must be rephosphorylated by the cAMP-
dependent kinase. and that requires ATP-Mg. Phosphorvlated channels do not
inactivate until they are dephosphorylated. and Ba ions are unable to stimulate the
phosphatase.

Phosphorylation

The experimental results from dialyzed neurons and cell-free membrane patches
indicate that the dihydropyridine-sensitive Ca channels that have a higher con-
ductance in Ba and a higher threshold of activation, and do not exhibit voltage-
dependent inactivation, also have a much lower probability of opening when the
membrane is depolarized in the absence of phosphor-lation. If that probabilit\ is
not zero. it appears to be too low to measure for individual channels in their native
membrane (Armstrong and Eckert. 1987). Since the kinase and ATP-Mg are
sufficient to restore activit, to cell-free patches that have been perfused for several
minutes with minimal saline solutions (Fig. 3). the phosphor.lated site that
regulates the activityv of the channel must be closely associated with the proteins
forming the Ca-selective pore in the membrane.

Biochemical studies of a putative Ca channel protein isolated from skeletal
muscle b, its aflinit% for dihvdropyridines reveals a multisubunit complex. onc
subunit of which is extremely sensitive to proteolysis (Curtis and Catterall, 1984).
One or more subunits are also substrates for cAMP-dependent protein kinase
(Curtis and (atterall. 1985: Hosey et al., 1986). Furthermore. the site on the protein
that is phosphorxlated by the cAMP-dependent protein kinase can be dephospho-
rxlated b\ calcineurin in a Ca/calmodulin-dependent manner (ttosc et al.. 196i .
[hus. biochemical exidence also suggests that the phosphorxlated site postulated
to control channel activit\ is part ofthe channel itself. Finall\. biochemical e\ idcnic
also indicates that both the CS of cAMP-dependent kinase and calcincurin ar
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membrane-bound enzymes. often in close association with one another (Iathawux
et at.. 1981:, Aitken et aL.. 1982). Theref'ore, it Is not implausible to imagine that
Ca channels in the membrane could be regulated by these ent~mes on a phxsio-_
logically relevant timne scale. Other types of' voltage-activated Ca channels max
require phosphoryldation by different kinases to respond fully to depolarization
(DeRiemer et al., 1985: Paupardin-Tritsch et al.. 1986).

Another type of voltage-activated Ca channel in mammalian cells does not
appear to require phosphorylation 1*or sustained activiIty in ccll-f'ree patches (Arm-
strong and Eckert. 1985: Nilius et al.. 1985). but they, inactivate rapidix at the
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Dephosphorylation
The effect of elevated intracellular Ca activity on both channel maintenance and
inactivation suggests that the dephosphorylation that appears to underlie inactiva-
tion of the channel may be due to a Ca-dependent phosphatase. Calcineurin, a Ca-
dependent phosphatase (Klee et al., 1979), has been localized immunohistochem-
ically in neurons of Aplysia (Saitoh and Schwartz, 1983) and GH 3 cells (Farber et
al., 1985). When Helix neurons were dialyzed with exogenous calcineurin and
calmodulin, inactivation of the Ca current was enhanced in a divalent-specific
manner. Thus, we have hypothesized that dephosphorylation of a site on, or closely
associated with, the Ca channel by an endogenous Ca-dependent phosphatase
produces inactivation (Chad and Eckert, 1986). Biochemical studies (Hosey et al.,
1986) demonstrating dephosphorylation of a putative Ca channel protein by
calcineurin support that conclusion. In our experiments, recovery from inactivation
was accelerated more by factors that increased buffering of intracellular Ca than
by factors that stimulated phosphorylation. Thus, we suspect that the rate of
recovery from inactivation is governed predominantly by the decrease of phospha-
tase activity as the Ca concentration inside the cell returns to its resting level.

Proteolysis
The prevention of irreversible washout in Helix neurons by the protease inhibitor
leupeptin (Chad and Eckert, 1986) and the slowing of washout by Ca chelators
(Byerly and Yazejian, 1986) suggest that a Ca-dependent protease could be respon-
sible for the irreversible loss of channel activity. One family of endogenous Ca-
dependent proteases, the calpains (Murachi et al., 1983), is inhibited by leupeptin
and EGTA. Calpains are normally regulated by another endogenous protein,
calpstatin, that is not membrane bound (Aoyagi et al., 1969: Sasaki et al., 1984).
Thus, intracellular dialysis may remove calpstatin and. hence, disinhibit the cal-
pains. The sensitivity of this postulated proteolysis of Ca channels to intracellular
Ca levels could play an important role in the feedback regulation of the number
and turnover of Ca channels in normal cells.

In conclusion, we have implicated a cAMP-dependent kinase, a Ca-dependent
phosphatase, and a Ca-dependent protease in the maintenance and inactivation of
an important class of voltage-activated Ca channels. These enzymes provide the
cell with many potential mechanisms for modulating the influx of Ca from the
environment.

Summary
The predominant class of voltage-activated Ca channels in molluscan neurons
(Helix) and a mammalian cell line (GH 3) do not respond to membrane depolari-
zation under conditions that prevent cAMP-dependent phosphorylation when the
cytoplasm is replaced with standard physiological saline solutions. Under normal
conditions, inactivation of these channels results from Ca ion entry and accumu-
lation inside the cell. In dialyzed neurons, inactivation is enhanced in the presence
of an exogenous Ca-dependent phosphatase, and inactivated channels appear to be
susceptible to Ca-dependent proteolysis. Rephosphorylation of the channels by a
cAMP-dependent kinase removes inactivation and protects the channels from
proteolysis. Thus, phosphorylation/dephosphorylation reactions appear to be an
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important means of modulating Ca channel activit, and may underlie both Ca-
dependent inactivation and the metabolic maintenance of the channels.
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Introduction
Intracellular Ca2" regulates a variety of cellular processes in nerve cells. In addition
to its rapid effects on secretion and excitability, a rise in intracellular Ca2" activates
a variety of enzymes that may produce long-term changes in excitability and
influence parameters such as neurotransmitter synthesis and the growth of neurites.
Such Ca+-dependent alterations in excitability may result in lou:g-term alterations
in behaviors that are controlled by specific neurons.

Molluscan neurons have provided several important model systems for the
investigation of processes that are regulated by intracellular Ca2". Pioneering studies
of the voltage-activated Ca2

, current, Ca2-activated K' current, Na'-Ca2
' ex-

change, and secretion have been carried out in molluscan cells. In this chapter. we
discuss some of the Ca2+-dependent mechanisms that lead to long-term changes in
the excitability of a simple system of invertebrate neurons. In particular, we describe
the role of the second messengers inositol trisphosphate and diacylglycerol in the
control of K' and Ca- currents and the existence of three species of Ca2 + channels.
two of which may be regulated by intracellular enzymes.

The Bag Cell Neurons
The bag cell neurons of the mollusk Aplvsia provide several advantages for the
investigation of prolonged changes in neuronal excitability. These cells are the
"command" neurons for a prolonged sequence of reproductive behaviors culmi-
nating in egg-laying. They are found in two anatomically distinct clusters in the
abdominal ganglion. Each cluster contains 200-400 large neurons (40-120 Am
diam), which are electrically and morphologically homogeneous (Kupfermann and
Kandel, 1970, Chiu and Strumwasser, 1981). Because of these structural features,
the cells can be studied in isolation from all other neurons, using both electrophvs-
iological and biochemical techniques. In addition, the cells can be enzymaticalv
dispersed and grown in primary culture, where they maintain many of their
electrical characteristics (Kaczmarek et al., 1979; Kaczmarek and Strumwasser,
1981). Voltage-clamp and patch-clamp techniques can be used to study such single
neurons in culture.

The bag cell neurons in the abdominal ganglion normally have very negative
resting potentials and display no spontaneous electrical activity. However, a brief
extracellular stimulus applied to the adjacent pleuroabdominal connective nerve
will cause the cells to depolarize and fire for 30 min (Fig. i 4). Such afterdischarges
can also be triggered by the application of identified peptides isolated from the
reproductive tract (Heller et al., 1980). During the afterdischarge, the cells release
several peptides, which act on other neurons and on the reproductive tract to bring
about egg-laying behavior (Arch et al.. 1976: Chiu et al., 1979: Rothman et al.,
1983, Scheller et al., 1983).

The afterdischarge is not just a simple consequence of depolarization, but
represents a major transformation of the cells' electrical properties. The action
potentials during an afterdischarge are greatly enhanced in height and width
compared with action potentials elicited by current injection in resting cells (Fig.
I B). In addition, the cells acquire the ability to fire repetitively (for a review, see
Kaczmarek et al., 1986).

The stimulation of an afterdischarge is associated with the activation of at
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least two major enzyme systems. One of these, the adenylate cyclase system, has a
well-characterized role in initiating and maintaining the afterdischarge. Cyclic
AMP levels rise during an afterdischarge, and afterdischarges can be initiated and
prolonged by application of exogenous cAMP analogues or by forskolin (Kaczma-
rek et al., 1978). The application of cAMP analogues or the direct microinjection
of the catalytic subunit of cAMP-dependent protein kinase leads to similar changes
in the electrical properties of isolated bag cell neurons in cell culture (Kaczmarek
et al., 1980; Kaczmarek and Strumwasser, 1981). At least some of the electrical
changes seen during an afterdischarge are likely to be due to the cAMP-induced
reduction of three voltage-dependent K' currents, an effect that has been exten-
sively characterized in voltage-clamp studies on isolated cells (Strong, 1984; Strong

A Afterdischorge
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STIM 10S

B C

50 my

200 ms

Figure I. (.A) Onset of afterdischarge in the bag cell neurons triggered by brief electrical
stimulation of the pleuroabdominal connective nerve (STIM). (B) Action potentials evoked
during the stimulus train that triggered a discharge. (C') Enhanced action potentials 10 min
after the onset of afterdischarge.

and Kaczmarek, 1986). In addition, elevations of cAMP lead to changes in synthesis
of the egg-laying hormone (ELH) precursor as well as the subsequent proteolytic
processing of this molecule (Bruehl and Berry, 1985: Azhderian and Kaczmarek.
1986).

The second major enzyme system that plays a role in the transformation of
the electrical properties of the bag cell neurons is that linked to the turnover of
phosphoinositides. A primary action of many hormones and neurotransmitters is
to increase the rate of hydrolysis of membrane phosphoinositides. The hydrolysis
of phosphatidylinositol bisphosphate leads to the formation of two potential
second messengers, inositol trisphosphate (IP3) and diacvlglvcerol (Berridge. 1984).
Evidence obtained using a variety of cell types has indicated that an elevation of
IP3 causes the release of Ca2

1 from intracellular stores. The formation of diacyl-
glycerol, on the other hand, is believed to be the major intracellular pathway for
the activation of the Ca2'+/phospholipid-dependent protein kinase (protein kinase
C) (Nishizuka, 1984). This chapter discusses the way in which each of these second
messengers modulates the excitability of the bag cell neurons.
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Inositol Trisphosphate
Stimuli that trigger afterdischarges in the bag cell neurons cause increased hydrolysis
of phosphoinositides in these cells, as measured by the increased incorporation of
tritiated inositol into membrane lipids and inositol polyphosphates. This result is
seen after two different procedures known to activate the cells: electrical stimulation
of the afferent connective nerve and application of reproductive tract extracts
(Fink, L., and L. K. Kaczmarek, unpublished results).

The electrophysiological effects of IP3 injection into cultured bag cell neurons
are consistent with the hypothesis that IP3 causes the release of Ca 2  from intracel-

A

B

Figure 2. (A)1 Hyperpolarizing voltage response of an isolated bag cell neuron to intracellular
pressure injection of IP, (arrow). (B) The efTect of IP, injection on the response of the cell
to a series of constant hyperpolarizing current pulses. The injection produces an apparent
increase in membrane conductance that is not mimicked by control injections or by passive
hyperpolarization of the membrane. (Calibration bars: I min. 15 mV.)

lular stores, as has been observed in several non-neuronal cell types. Direct
microinjection of IP3 into the soma of an isolated bag cell neuron causes a transient
hyperpolarization of the membrane that occurs with a conductance increase (Fig.
2) (Fink et al., 1985). This response to IP, is abolished by 50 mM tetraethylam-
monium. Single channel recordings from these cells (Fig. 3) have demonstrated
that the hyperpolarization is associated with an IP,-Induced opening of channels
that are likely to be Ca-'-dependent K' channels. These observations can be
explained most simply by postulating that IP' induces the release of intracellular
Ca2 ,, which then activates a Ca'-dependent K' current. In fact, in preliminay
experiments using bag cell neurons preloaded with the Ca -' indicator fura-2 (Fink
et al., 1985), IP3 injection was followed by an increase in the Cal' signal. Moreover,
the direct injection of Ca 2 elicits a hyperpolarization very similar to that seen after
IP, injection. It is interesting that the magnitude, time course, and pharmacological
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sensitivity of the IP3-induced hyperpolarization closely match those of the hyper-
polarization that immediately follows synaptic stimulation of an afterdischarge in
intact clusters of bag cell neurons (Fig. I A). This raises the possibility that the
production of 1P3 is one of the earliest events in the transition from the resting to
the active state.
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Figure 3. Effect of IP, injection on single channel activity recorded in cell-attached patches
on isolated bag cell neurons. (A) In a patch maintained at the resting potential of the cell
(-40 mV), IP, injection elicits the repeated opening of channels, presumed to be Ca'*-
dependent K channels. (B) Pooled data from three experiments illustrating the time course
of opening of single channels carrying outward current after IP3 injection.

Ca2 -dependent Protein Kinases
The elevation of intracellular Ca2-' may have multiple consequences, one of which
is the activation of enzymes that require Ca2" as a cofactor. A major Ca2'-dependent
enzyme in the .. plvia nervous system is a protein kinase that also requires
calmodulln for its activation (Novak-Hofer and Levitan, 1983). By the criteria of
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peptide mapping, pharmacology, and substrate specificity, this enzyme shows
marked homology to the mammalian enzyme Ca/calmodulin kinase 1I (DeRiemer
et al., 1984). The injection of the purified kinase into single bag cell neurons has
not been found to cause any reproducible changes in the cells' electrical character-
istics. However, the enzyme may play an important role in secretion, as has been
proposed for the squid giant synapse (Llinas et al., 1985).

A second major Ca 2 -dependent enzyme is protein kinase C. whose activation
requires diacylglycerol and phosphatidylserine as well as Ca 2 (Kikkawa et al.,
1982). Protein kinase C has been characterized in the nervous system of Ap'sia
and has been shown to have properties quite similar to the enzyme found in
mammalian brain. In particular, the activation of the enzyme by the second
messenger diacylglycerol may be mimicked by low concentrations (10 nM) of
phorbol esters or by synthetic diacylglycerols (DeRiemer et al., 1985a).

Control

DOG

Figure 4. The response of an isolated bag cell neuron to DOG, an activator of protein kinase
C. Action potentials were evoked by a series of constant current pulses (lower trace).
(Calibration bars: 50 mV. 0.1 nA, 350 Ms.)

The electrophysiological consequences of protein kinase C activation have
been characterized in the cultured bag cell neurons. The application of the phorbol
ester TPA (12-O-tetradecanoyl-phorbol 13-acetate) (DeRiemer et al., 1985h). or
1,2-dioctanoylglycerol (DOG), a synthetic diacylglycerol that is a potent activator
of protein kinase C, causes a marked enhancement of the height of the action
potential (Fig. 4). This enhanced spike height was mimicked by injection of protein
kinase C purified from bovine brain (DeRiemer et al., 1985h). (In contrast, the
elevation of cAMP causes a marked enhancement of the action potential width in
these cells [Kaczmarek et al., 1985].)

The ionic basis of enhancement of spike height by protein kinase C activation
has been investigated using the whole-cell voltage-clamp technique. Pretreatment
with the phorbol ester TPA causes an increase in the magnitude of the voltage-
dependent Ca" current (Fig. 5), with no obvious changes in its voltage dependence
or kinetic properties. None of the three major voltage-dependent K' currents found
in these cells is affected by pretreatment with phorbol ester (DeRiemer et al.,
1985b). In contrast, elevations of cAMP reduce all three of these K' currents but
have no effect on the Ca2" current.

The enhancement of Ca2" current after protein kinase C activation has been
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characterized at the single channel level. Single channel recordings have been made
on isolated bag cell neurons using the cell-attached pipette configuration (Hamill
et al., 198 1). To optimize the recording of currents through single Ca-' channels,
the pipettes contained 185 mM Ba2+ as the charge carrier. In control, untreated
cells, or in cells treated with inactive phorbol analogues, inward current events
such as those shown on the left-hand side of Fig. 6 are observed. These correspond
to a voltage-activated channel with a single channel conductance of 12 pS. However,
after pretreatment of the cells with activators of protein kinase C, another voltage-
activated channel is expressed, one with a single channel conductance of 24 pS
(Fig. 6). This larger channel is never seen in control cells or in cells treated with
phorbol compounds that are not activators of protein kinase C (Table I). The

-20 20 mV
- - - -

Control

I TPA

10

Figure 5. Enhancement of inward current in voltage-clamped, internally dialyzed bag cell
neurons by pretreatment with the protein kinase C activator TPA. Inward current density
as a function of voltage is plotted for control and TPA-treated cells isolated from the same
bag cell cluster (DeRiemer et al., 1985h).

properties of the two channels can qualitatively account for the observations made
with whole-cell recordings: both channels activate on depolarization of a patch to
near 0 mV, both show little inactivation during 100-ms depolarizations, and the
kinetics of activation for both channels are relatively rapid (Strong et al., 1987).
The most straightforward interpretation of these results is that the enhancement of
the Ca 2> current by protein kinase C is due to the activation of the large channel,
a covert channel whose activity is undetectable before the stimulation of protein
kinase C.

An interesting feature of the enhancement of the Ca 2> current by activation
of protein kinase C is that the process is disrupted by both intracellular dialysis
(whole-cell recording) and cell-attached recording. The enhancement of the Ca>'
current can be readily observed when a cell penetrated by microelectrodes is
exposed to activators of protein kinase C. However, these agents have little or no
effect if they are added after whole-cell patch recording has been initiated (De-
Riemer et al.. 1985h), although, as described above, pretreatment of a bag cell
neuron with phorbol esters reliably increases the amplitude of the Ca ' current
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Control T PA
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Figure 6. Activators of protein kinase C induce the appearance of a species of Ca> channel
that is not observed in control cells. Unitary currents were recorded in cell-attached patches
using Ba +-containing pipettes. The left-hand panel shows recordings of unitary channel
openings during depolarizations of a patch on a control cell. The right-hand panel shows
recordings from a cell exposed to TPA. In the latter, two sizes of openings are observed, one
of which has no counterpart in control cells.

that is measured using this technique. In addition. although 36% of the patches in
cells pretreated with a phorbol ester contain the large. 24-pS channel. we have
never observed the appearance of the large channel when phorbol esters were added
to the bath or to the inside of the pipette after the cell-attached patch had already
been formed (Strong et al., 1987).

It is not yet clear why the protein kinase C enzyme system or the large channel
is especially sensitive to both of these patch-clamp recording techniques. The
sensitivity appears to be specific to the regulation of Ca"' current by this enzyme.
as intracellular dialysis does not disrupt the modulation of K' currents by cAMP

Table I
Summary of Observations of Single Ca Channels in the Absence
and Presence of Activators of Protein Kinase C

Condition Number of No Small Large
patches channels channels channels

C. C

Control 33 64 36 0
TPA pretreated (10-20 nM) 28 43 36 36
DOG pretreated (1.5 ug/ml) 3 0 33 66

Inward channels were observed in cell-attached patches using 185 mM Ba>' as the charge
carrier, and were classified as small (<16 pS) or large (>20 pS) according to their slope
conductance. Cells were pretreated with TPA or DOG for 10-120 min. Some patches in
TPA-treated cells contained both large and small channels (note that the sum is >I (W).l
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in these cells (Strong, 1984; Strong and Kaczmarek, 1986). One interesting possi-
bility is that the techniques interfere with the translocation of protein kinase C
from the cytoplasm to the plasma membrane. Such a translocation occurs with
activation of the enzyme in other systems (Kraft and Anderson, 1983, Wolf et al.,
1985), and preliminary evidence indicates that this process also occurs in the bag
cell neurons. A second possibility is that the covert channels are inserted into the
plasma membrane from an intracellular pool by an exocytotic event. Such a process
could well be disrupted by the patch-clamp techniques.

_ 14 pA

VH 20 ms
30
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Figure 7. Recordings of unitary currents in a cell-free, inside-out patch from a bag cell
neuron, showing the openings of a large-conductance, relatively voltage-independent inward
channel. The recording was made using 185 mM Ba 2 (along with K' blockers) in the
pipette and 535 mM K-aspartate. 20 mM EGTA at the cytoplasmic face of the membrane
patch.

A Second Covert Ca2" Channel
Although the two channels described above are the only two types of Ca2' channel
that can normally be observed in cell-attached patches on the somata of bag cell
neurons, we discovered, in the course of these experiments, that a third type of
Ca 2+ channel is also present in the plasma membrane of these cells. Examples of
the activity of this channel, recorded in an inside-out, cell-free patch, are shown in
Fig. 7. Two of the striking characteristics of this channel are its very large unitary
conductance (85 pS, Fig. 8) and its relative voltage independence; channel openings
have been observed at all potentials examined (- 150 to 150 mV). These character-
istics indicate that it is probably the same channel that has been characterized by
Chesnoy-Marchais (1985) in other Aplysia neurons using outside-out recording
techniques. We have found that openings of this channel during cell-attached
recording are observed extremely rarely. However, as soon as a patch is removed
from the cell (e.g., to make an inside-out recording in K-aspartate), this large
voltage-independent channel appears. Thus, it is likely that the channel is always
present in the membrane, but is maintained in its closed state by cytoplasmic or
cytoskeletal factors. In search of a physiological regulator for this channel, we have
applied ATP, Ca2- . and GTP to the cytoplasmic face of the channel, but have seen
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no effects of these agents. As reported by Chesnoy-Marchais (1985), the channel is
present in large numbers (there are usually several in each patch). Thus, if significant
numbers of this second type of coven Ca 2 , channel were to open on an intact cell,
they would induce a very large and voltage-independent influx of Ca - . The
physiological conditions under which such influx is likely to occur are currently
being investigated.

Conclusions
The sequence of behaviors that occur in vivo after a discharge in the bag cell
neurons results from the action of several neuroactive peptides that are secreted
from these cells (Kupfermann, 1970: Dudek et al., 1979, Strumwasser et al.. 1980).
The release of these peptides is likely to be tightly regulated by the levels of

pA

-40 -20 20 40 mV

185 Bao/535 K,

-8
85 pS

Figure 8. Single channel current-voltage relation for the channel shown in Fig. 7.

intracellular Ca2' during the discharge (Stuart et al., 1980: Kaczmarek and Kauer,
1983). One mechanism that may induce rapid changes in Ca -' levels, and which
may play a role at the very onset of a discharge, is the release of Ca-' from
intracellular stores by the second messenger IP3.

The bag cell neurons use several independent pathways to regulate the influx
of Ca -> through the plasma membrane. The very large voltage-independent Ca>'
channel represents one pathway for the elevation of intracellular Ca-* whose
regulation is not yet understood. The action potentials of these cells have a
prominent Ca ' component and at least two second-messenger systems, linked to
the activation of protein kinases, which regulate the height and width of these
action potentials. The width of action potentials may, in large part. be determined
by K' currents whose amplitude and kinetics are regulated by cAMP-dependent
mechanisms. On the other hand, as described in this article, the activation of
protein kinase C enhances the voltage-dependent Ca>' current and hence the influx
of Ca* during the action potential. Since the latter is a Ca -activated enzyme.
this system may provide a form of positive feedback that promotes the "all-or-



.chhvaiion oI)Vpli.-a Neuron.m hi, (a and ( a-de1p'ndent En:vtpw 197

none" character of the afterdischarge. Moreover, the cAMP and protein kinase C
pathways are likely to act in parallel during the afterdischarge to enhance excitability
and Ca 2' influx.
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Introduction
Depolarization of the heart leads to a transient increase in the intracellular calcium
ion concentration. [Ca2>],. which activates muscle contraction (Allen and Blinks.
1978). Much has been learned about the [Ca2>], transient in cardiac ventricular
muscle with the use of Ca2> indicators such as the bioluminescent protein aequorin
(Allen and Blinks. 1978: Fabiato, 1985). Nevertheless. the description of the
mechanisms that control changes in [Ca2] 1 is incomplete (e.g.. Eisner and Lederer.
1985). For example, the voltage dependence of the magnitude of the [Ca 2],
transient is unknown. This question has been extremely difficult to address for
many reasons, including the difficulties in obtaining large and interpretable signals
from previously used Ca2> indicators and the difficulty in adequately voltage-
clamping multicellular ventricular muscle preparations. Recently, a new family of
Ca" indicators, which includes fura-2. has been introduced that overcomes man%
of these limitations. The high quantum efficiency of fura-2 allows for [Ca'],
determinations in single cells (Grvnkiewicz et al.. 1985). Using patch-clamp tech-
nology to voltage-clamp single cardiac cells (Hamill et al.. 1981). it is now possible
for us to determine the effects of membrane potential on the [Ca"], transient. This
technique should therefore allow us to study in a more thorough manner the
mechanisms that control [Ca-'>],.

We have examined the Ca2+ transient in voltage-clamped single rat ventricular
myocytes using the fluorescent Ca" indicator fura-2. The indicator was introduced
into each cell by allowing the K + salt of fura-2-free acid to ditfuse into the cell
from the patch electrode used to voltage-clamp the myocyte. The spatial distribu-
tion of [Ca>*], was examined with the use of a digital imaging fluorescence
microscope (Tanasugarn et al.. 1984: Williams et al.. 1985: Bright and Ta~lor.
1986). We have fbund that Ca" is uniformly distributed in the cytoplasm at rest
under physiologically normal conditions. With depolarization. (Ca>], rises rapidl\
but unitormly throughout the cell. Furthermore. the peak level of [Ca>+], reached
during the transient is dependent on the si/e of the depolarization. In addition.
under conditions of"Ca'* overload" (Kass et al.. 1978: Lakatta and l.app '. 19811.
propagated waves of elevated [Ca>] are observed within the cell.

Methods
Preparation of Cells

Isolated single rat ventricular muscle cells were obtained using a cons entional
enzymatic isolation procedure (Powell et al.. 1980: Hume and Giles. 19811. Rat
hearts were rapidly removed from 4-6-wk-old rats that had been anesthetized %kith
intraperitoneal pentobarbital (50 mg/kg). The hearts were perfused using the
l.angendorff method. After a brief perfusion with ('a'-frec solution. I mg/ml of
collagenasL (type II. Worthington Biochemical Corp.. Freehold. NJ) and suflicient
(Ca('l to increase Ca(Cl to 50 pM were added to the perfusion solution. Perl'usion
was continued for an additional 20 min. The heart vas then minced and gcntl,
triturated in an enzyme-free solution containing 50 MM Ca(':. Free-floating cell

cre separated from the larger remaining pieces of tissue and Ca' %as ele\ated to
I mM oter 30 min. The cells were stored in I mM solution at 37V akkalltng
e\perimental use.
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Solutions
The dissociation solutions contained (in mM): 118 NaCi, 25 NaHCO3, 4.8 KCI.
1.2 MgSO 4, 1 KH2PO6, 10 glucose (pH 7.4 at 37°C with 95% 02/5% C0 2). CaCl,
was added as indicated. The storage solutions contained (in mM): 145 NaCI, 4
KCI, 1 MgCI2, 10 glucose, 10 HEPES (pH 7.4 at 37°C), I CaCI2 .The pipette-filling
solutions contained (in mM): 120 K-glutamate, 20 CsCI, 10 KATP, I MgCi,, 10
glucose, 3 PIPES (pH 7.2 at 370C), 0.07 K'-fura-2.

Voltage Clamp
We recorded membrane currents using a single-microelectrode voltage clamp in
the whole-cell clamp mode (Hamill et al., 1981). Before any series resistance
compensation, the electrode resistance with the usual pipette-filling solution was
1.5-3.0 MQ.

Digital Imaging Fluorescence Microscope
A Nikon Inc. (Garden City, NY) Diaphot microscope with an epifluorescence
illumination system containing a 100-W Hg light source was modified to have
quartz optics and selectable 10-nm-wide interference filters centered at 340 or 380
nm in the illumination pathway. Fluorescence at 510 nm was measured bX
obtaining fluorescent images of cells with a DAGE intensified silicon-intensified
target (ISIT) video camera (model 66. DAGE-MTI, Inc.. Michigan Cit.. IN) or b\
detecting the fluorescence signal from a 10-mm-diam spot on a cell with a Thorn-
EMI photomultiplier tube (EMI 9698). A more complete description oftthe s' stem
is given in Cannell. M. B.. J. R. Berlin. and W. J. Lederer (manuscript in
preparation).

Recording and Analysis of Data
The video data with timing and calibration information vere recorded on a video
cassette recorder (PV8500. Panasonic Industrial Co.. Secaucus. NJ). Video signals
were digitized using PC Vision hardware (Imaging Technology. Woburn. MA) on
a PC-AT computer (PC's Limited. Austin, TX) and image-processing software
written by us. Membrane currents and potentials. as well as light signals from the
photomultiplier tube data, were recorded on FM tape and later digiti/ed v\ith a
Data Translation (Marlboro. MA) 2805 analog-to-digital converter and Vacuum
MkIl (c) software (Micro-Based Computer Systems, Baltimore, MD).

Ca2  Measurement Procedure

After a gigohm seal was formed between the microelectrode and the cell, back-
ground autofluorescence was measured when the cell was illuminated \%ith 340-
nm and 380-nm light. [he membrane under the electrode was then ruptured to
Iorm a lovk-resistance electrical pathwa. into the cell and to allow fura-2 to diffuse
into the cell. A stead\ level of Iluorescence was gencrall. observed within 10 main.
Xt this point. autofluorescence was a minor component of the total light signal. To

obtain ratio images of fura-2 fluorescence. a single video frame obtained during
illumination with 340-nm light was divided pixel by pixel with a video frame
obtained during 380-nm illumination after subtraction of the appropriate back-
ground images.
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Fluorescence Ratio and Calibration of Ca'+ Signal
The measurement of Ca2+ levels with fura-2 uses the ratiometric technique (Heiple
and Taylor. 1982). This technique involves measuring fluorescence at two illumi-
nation wavelengths. L I and L2. The fura-2 fluorescence at a single wavelength is
described in Eqs. I and 2. For a 1:1 complexation of Ca2> and fura-2 (Eq. I). the
total fluorescence at a single wavelength depends on the sum of the fluorescence
from the Ca2+-bound form of the indicator and the Ca+-free form of the indicator
(Eq. 2). The fluorescence from the Ca->-bound form of the indicator illuminated
with light at wavelength LI (/ 1) is given by the product of .%1. the molar
fluorescence coefficient for the Ca2-bound form of the indicator at 1. 1. [fura-Cal.
the concentration of the Ca2+-bound form of the indicator, and 1. the etlk-ctic
thickness of the sample containing the Ca>-bound form of the indicator. Similarl\.
the fluorescence from the Ca2+-free indicator is given by the product of .111 . the
molar fluorescence coefficient for the Ca2+-free form of the indicator at I.I.
[fura]. the concentration of the Ca2*-free form of the indicator, and T. the eflctie
thickness of the sample containing the Ca2+-free form of the indicator.

Ca" + fura (fura-Ca): (1)

I-',, = (/ 31 x [fura-Ca] x T) + (.1, x [fural x 1). (2

Dividing the fluorescence measured during illumination with light of wavelength
I (t,) by fluorescence with illumination at wavelength 2 ( 1 ..) and substituting
Eq. 3 for the equilibrium dissociation constant.

Kd = ([Ca'* ] x [fura])/[fura-Ca]. (3)

will yield Eq. 4. The fluorescence intensit. ratio is

F,/ I[Ca 'I x (.11 /Kd) + .11, i4

P'/ J[Ca>J X (.15a/k) + .I j (4)

Eq. 4 expresses the fluorescence ratio as a function of Ca> and a number of
constants. Neither the concentration of the indicator nor the effective thickness of
the sample play any role in this relationship. Using the same equipment and a
series of EGTA-buffered test solutions instead of cells, one can measure the
relationship between the fluorescence ratio and Ca'. This calibration curve im-
plicitly defines the constants that relate [Ca-'], to the fluorescence ratio and permit
one to calibrate the fluorescence ratio in terms of Ca-' from the experimentall.
constructed curve. It is important to remember. however, that if the calibration
solution used to establish the calibration curve does not adequately represent the
intracellular environment, then the calibration of Ca-' will be in error.

Results and Discussion
Intracellular Ca 2> was measured in voltage-clamped myocytes (Cannell et al.. I986:
Berlin et al., 1987). Fig. I shows records of the fluorescence of a cell in which the
K' salt of fura-2 was allowed to diffuse into the cell from the pipette. The cell '\as
held at a resting potential of-64 mV. The fluorescence intensity of the cell at rest
is shown during illumination with 340-nm light (Fig. I B) and 380-nm light (Fig.
I C). At either illumination wavelength, the fluorescence intensity is not uniform
throughout the cell. This nonuniformity may reflect the spatial variation of cell
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thickness, the effective concentration of fura-2, or the intracellular Ca2,+ concentra-
tion (as discussed in the Methods). The two nuclei seen in the transmitted light
micrographs can also be seen as areas of increased fluorescence intensity when the
cells are illuminated with 340-nm and 380-nm light. The ratio image, obtained by
dividing (pixel by pixel) the 340-nm background-subtracted image by a similar
image obtained with 380-nm illumination, is quite uniform (Fig. I D). Neither the
nuclei nor the variations of cell thickness are associated with systematic variations

A B C

D E

Figure I. Fura-2 fluorescence images of a single cardiac cell. (.A) Transmitted light micro-
graph of a single rat ventricular myocvte whose membrane potential is being clamped via
the microelectrode at the lower left of the picture. Fura-2 diffused into the cell from the
pipette as described in the Methods. The large box around the cell shows the region of the
field that was illuminated by ultraviolet light. The small circle on the cell shows the area of
the cell from which the photomultiplier tube measured fura-2 fluorescence. (B and 0)
Fluorescence micrographs of the cell held at -64 mV during illumination with 340-nm and
380-nm light. respectively. Note that the out-of-focus cell (which does not contain fura-2) at
the top right of .A is not visible. The two regions of brighter fluorescence approximately
halfway between the center of the cell and its ends coincide with the two nuclei of the cell.
(D) Image of fluorescence ratios obtained by dividing the image recorded during illumination
with 340-nm light (B) by that recorded during illumination at 380 nm (C) after appropriate
background subtraction. (E) Image of fluorescence ratios obtained in the same manner but
at the end of a I(X)-ms depolarizing pulse to -4 mV. Note the uniformit. of both ratio
images. The mean ratio of the resting cell in D is 0.21 ± 0.03 (SD). while the mean ratio of
the cell at the end of the depolarization is 0.43 ± 0.08 (SD). ]his shows that membrane
depolarization produced a significant increase in [('a'*],.

in the magnitude of the ratio image. As the fluorescence ratio depends only on
[Ca'*],. the uniformity of the ratio image suggests that, at rest. [Ca2+], is uniform
throughout the cytoplasm and that [Ca"], is the same in the nuclear and cytosolic
spaces. This result is in contrast to the nuclear and subsarcolemmal increase in
intracellular Ca' seen in smooth muscle (Williams et al.. 1985). The mean intensity
of the ratio image shown in Fig. 1 ) is 0.21 ± 0.03 (SD). The distribution around
the mean intensit% is approximately (aussian. as would be expected for a fluores-
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cence intensity variation caused by photon noise. The mean value of the intensity
ratio obtained for Fig. I D has considerable precision, since each pixel of the ratio
image constitutes an independent sample measurement and >4.500 pixels are
contained within the cell boundary. The ratio images shown in Fig. I were obtained
from one pair of video frames with no signal averaging. The degree of precision
could be improved by signal averaging.

Fig. 2 shows the Ca ' transient that results from depolarization of a cell from
-50 to 0 mV for 100 ms. At each point, the mean ratio of fluorescence of the cell
was determined by dividing a single video frame recorded during illumination with
340-nm light by a single frame at 380-nm illumination, as described above. An in
vitro calibration curve was then used to estimate the level of [Ca>*], (see Methods).

0 POTENTIAL (mY)
-50

0.5 F CURRENT (nA)

nA [

1.0

* • CALCIUM (pM)

0.5

0.0 300 ms

Figure 2. Time-dependent changes of [Ca"], elicited b\ a voltage-clamp depolarization.
The rat cardiac ventricular cell was loaded with fura-2 from the voltage-clamp pipette
containing 0.2 mNi fura-2. The cell was depolarized from a holding potential of -50 to 0
mV for 100 ms at 1.0 Hz. Background-subtracted images recorded during illumination with
340-nm light were divided (pixel by pixel) by images recorded during 380-nm illumination
to obtain images of fluorescence ratios. The mean fluorescence ratio calculated from each
image was converted to [Ca2*], with a calibration curve as described in the Methods.
(Reprinted with permission from Cannell et al., 1986.)

The time course of the transient was determined by repeating these steps for a
series of consecutive video frames recorded during illumination with 340-nm and
380-nm light. Note that [Ca-], rises rapidly after depolarization until the end of
the pulse. After membrane repolarization, [Ca2+], declines back to its resting level
with a half-time of - 110 ms. In addition. Fig. IE shows that at the end of a 100-
ms depolarization. [Ca2>], is uniform throughout the cell, even though the level of
[Ca>'], is much higher than in the resting cell.

The above results indicate that [Ca-], within the cell is spatially uniform at
rest and at the peak of the Ca-> transient. That [Ca>'], appears uniform at the peak
of the Ca ' transient may' be somewhat surprising. During the normal Ca>
transient. Ca>2* is released from the terminal cisternae of the sarcoplasmic reticulum.
and it enters from the extracellular space via Ca2> channels in the sarcolemma and
t-tubular system. Such a net movement of Ca' from regions of high [Ca>] to
regions of low [Ca>2] clearly requires that the Ca2 distribution within the cell be
nonuniform during the period of this movement. It is equally clear, however, that
for a normal transient, such inhomogeneities must exist at the sarcomere level (i.e..
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over distances of <2 jm). The spatial resolution of our imaging system for
fluorescent sources is between I and 2 gm and consequently does not permit us to
easily resolve such events, even if they persist for long periods (see below). In
addition, our video imaging system cannot resolve rapidly changing events (i.e..
milliseconds), so that we would not be able to resolve these predicted spatial
inhomogeneities (see below). Indeed, we have not been able to detect systematic
inhomogeneities in the spatial distribution of [Ca 2*] during a normal Ca -

21 tran-
sient, the ratio images obtained during the transient being about as uniform in the
distribution of ratio values as the images of a cell at rest (data not shown).

Figure 3. Propagated wave of elevated [Ca2],. The ventricular myocyte was voltage-clamped
and loaded with fura-2 as described in the Methods. The cell was exposed to a low-K' (0.2
mM) solution to inhibit the Na' pump and produce Ca" overload. Fluorescence images of
the cell were obtained during illumination with 380-nm light, hut the image on the left was
recorded 100 ms before the image on the right. The dark band (indicating elevated [Ca - ],)
is moving from the upper left end of the cell to the lower right end of the cell. This wave of
elevated Ca2' was traveling at -100 um/s. (Reprinted with permission from Lederer et al..
19N7.)

In contrast to the case of the normal Ca -' transient, there is a condition
associated with marked spatial nonuniformity of [Ca'],. Fig. 3 shows an example
of this phenomenon, which occurs when spontaneous waves of contraction arc
observed in a voltage-clamped rat myocyte under conditions of "*Ca -' overload"
(produced, for example, by exposure to low extracellular K' to inhibil the Na'
pump [Eisner and Lederer, 1979]). A wave of increased intracellular Ca -2+ propa-
gates spontaneously from the upper left to the lower right along the long axis of
the cell. Because these images were obtained using 380-nm illumination, the dark
hand of decreased fluorescence indicates the regions of the cell where intracellular
Ca- is relatively elevated. From the propagation velocity of the wave and the
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width of the elevated region of Ca". we estimate that the duration of the wave
phenomenon at a point within the cell is ~150 ms. This is comparable to the
duration of the normal Ca" transient. We observed similar results in rat cells that
were not voltage-clamped and that were loaded with fura-2 using the acetoxvmeth. I
ester form of fura-2 (fura-2 AM) (Berlin et al.. 1985: Wier et al.. 1987).

It has been suggested that these fluctuations in intracellular Ca>' arise from
the spontaneous release of Ca -' from the sarcoplasmic reticulum (Fabiato and
Fabiato, 1975: Kass et al.. 1978: Orchard et al., 1983: Wier et al., 1983: Allen et
al., 1984). These fluctuations are believed to be responsible for a number of
phenomena observed during Ca -' overload, including Ca2 -activated arrhythmo-
genie electrical currents, such as 1-T (Lederer and Tsien. 1976: Kass et al., 1978).
increased membrane current fluctuations and tension fluctuations (Kass and Tsien.
1982: Cannell and Lederer. 1986). and altered contractile activity (Lakatta and
Lapp. 1981: Capogrossi and Lakatta, 1985).

There are several important concerns associated with imaging time-dependent
changes in [Ca>+], in heart cells. including (a) the speed of response of the video
camera. (I') the temporal distortion produced by the sequential read-out of pixels
during the video frame, and (c) the requirement for stereotyped responses locked
to the video framing rate.

The temporal resolution of the imaging system is limited by the response time
of the ISIT camera as well as by the video frame rate. During increases in
fluorescence. there is a "lag" in the response because of the properties of the camera.
Additionally, during a decrease in fluorescence. there is a "persistence" of fluores-
cence. Fig. 4 illustrates how the response time of a specific camera (model 66.
DAGE-MTI) is affected by persistence and lag. The experiment was carried out b\
illuminating a fluorescent object with 380-nm light. A shutter controlled the
illumination period as indicated in the figure. The ISIT used in this example has
separate settings for the video amplifier gain and intensifier gain. At a fixed oxerall
gain, the response time of the camera can be improved by decreasing the gain of
the video amplifier while increasing the gain of the intensifier stage. These gain
settings. which improve temporal resolution, are. however, associated with loss of
spatial resolution.

A way to minimize many of these effects is to use gated illumination rather
than continuous illumination. Gating the illumination to the vertical syvnchroni-
zation signal of the video camera means that a flash of light is applied at 30 H/
during the vertical retrace signal. Consequently, image persistence is the only one
of these problems that remains (Cannell, M. B.. J. R. Berlin. and W. J. Lederer.
manuscript in preparation). All of the images shown in this article use continuous
illumination.

The video framing rate is set at 30 Hiz for most commercial systems available
in the U.S. This means that each pixel is read out once every 33 ms. Consequently,
the maximum temporal resolution of such systems is 30 Hz. (Faster video s\stems
can be designed, but these systems require custom-built video and computer
hardware and software. In addition. to maintain equal sensitivity at equal spatial
resolution, the average fluorescence intensity must increase in direct proportion to
the framing rate. Therefore. either the indicator concentration or the illumination
intensity must increase proportionately. This introduces additional problems as-
sociated with Ca>2+ buffering, indicator bleaching, and photon-induced damage to
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the cell. These topics are beyond the scope of this report.) Because each pixel is
read out sequentially, there is -30 ms between the time when the first pixel (upper
left of the video frame) and the last pixel (lower right of the video frame) are
determined. This will lead to an image composed of pixels within each video frame
that are obtained at slightly different times. Thus, when Ca2

1 is changing rapidly.
some distortion of the [Ca 2 1, within the image may occur during the video frame
because of the differing sample times. Since the cardiac cells are long and narrow,
the cell can be placed horizontally in the video image to decrease the time between
reading the first and last pixel containing the image of the cell. In addition, the
persistence and lag of the video camera discussed above tend to make the camera
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Figure 4. Response characteristics of the video camera. The output signal of the ISIT camera
is plotted as a function of time. A fluorescent target was illuminated with ultraviolet light
(380 nm) during the period indicated in the top panel of the figure. The ultraviolet
illumination was controlled by an electromechanical shutter triggered synchronousl. with
the vertical retrace of the camera. The response characteristics of the camera were examined
at a fixed overall gain while the relative amount of gain between the video amplifier and the
intensifier stages was varied. The average level of the camera output voltage during each
video frame is plotted as a function of time. The filled circles show the camera response
when the intensifier gain was set maximally and the video gain was set at a minimum. The
filled triangles show the camera response when the intensifier gain was set at a minimum
and the video gain was set maximally. The response time of the camera becomes slower as
the intensifier gain is decreased and the video gain is increased.

act as a low-pass filter to the video information. During the Ca-' transient, the
degree of uniformity of [Ca2'I, distribution was measured in records 100 ms after
membrane depolarization. At this time, [Ca2+], is at or near its peak value and is
changing relatively slowly, so that distortions introduced during the scan of the
video frame are minimized. However, as pointed out above, we have not observed
any systematic variations in [Ca2 ,1, within the cell during the normal Ca>* transient.
so this type of distortion does not appear to be a major problem in these experi-
ments.

In order to use fura-2 to image Ca" transients with our system, the Ca->
transient must be a stereotyped event. This is required because of the poor response
time of the video camera and because of the inability to rapidly switch the
wavelength of the illuminating light between 340 nm and 380 nm. Consequently,
the fura-2-loaded cell is first illuminated with 340-nm light while a voltage-clamp
depolarization is carried out. The illuminating light is then changed to 380 nm and
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the same depolarization is repeated. The ratio is therefore obtained from matched
pairs of video frames taken during illumination with 340-nm and 380-nm light.
To correctly match the video frames recorded during illumination with different
wavelengths of light, it is necessary that the Ca- transient be locked to the video
framing rate. This is done by triggering the voltage-clamp circuit from the vertical
synchronization pulse of the video frame. We have chosen to do this at rates
between 0. 1 and 1.0 Hz in these experiments. In heart cells, this adaptation of the
ratiometric technique is possible because the Ca>' transient behaves in a stereotyped
way when voltage-clamp depolarizations are repeated at a fixed rate. The Ca '

transient in Fig. 2 was obtained using the procedure outlined above.
This same limitation, however, has prevented a complete description of the

spontaneous waves of Ca' observed under conditions of Ca>2, overload. In the
absence of synchronization to the video framing rate, these waves of Ca" can only
be viewed during illumination at a single wavelength (in Fig. 3. at 380 nm). There
is no reason to believe that the effective concentration of fura-2 or cell thickness
changes during the wave to a degree significantly different from that during the
normal [Ca2'+, transient. Thus. by comparing the fluorescence intensity change we
observed during the normal transient with that observed during the wave of elevated
Ca-'. we find that the maximum level of Ca2

' reached during the wave in this cell
is comparable to that seen during the Ca-

2> transient.
To improve our ability to record rapidly changing fluorescence signals, we

have also used a sensitive, high-speed detector (photomultiplier tube) to measure
changes in fluorescence intensity. While the response time of the photomultiplier
tube (PMT) is much faster, its spatial resolution is quite poor because it measures
total fluorescence from a 10-pm-diam region of the cell. The region is chosen (see
Fig. 1.4) so that it is located near the center of the cell. avoiding the nuclei and
edges of the cell. We saw no detectable movement artifact unless the area sampled
by the PMT was close to the edge of the cell. a complication that is easy to avoid.
given the -20-pm width of the cells. Fig. 5 shows a typical Ca -' transient recorded
with the PMT. The rise in the Ca -

2
+ transient is extremely fast (-100 s- ') and is

consistent with the idea that the rate of change of the fluorescence intensity signal
may be limited by the reaction kinetics of the fura-Ca 2 reaction. Additionally. we
observe that the peak level of [Ca>], is achieved within 30-80 ms. This result
suggests that while the measurement of Ca-

2
+ using the ISIT camera will not

accurately report the changes of Ca-> during the time when Ca>21 is changing
rapidly, at the time of the peak of the Ca>2* transient and at subsequent times, the
ISIT camera and PMT will both give similar measurements of Ca ' . This is in
agreement with our other data.

How does the Ca ' transient reported by fura-2 compare with other measure-
ments of the Ca2> transient? The peak level of intracellular Ca' revealed by the
PMT detector, between 600 and 1.000 nM, is similar to the value obtained under
similar conditions by Allen and Kurihara (1980, 1982) in aequorin-injected rat
papillary muscle. Furthermore, the half-time of decay of Ca ' determined from the
fura-2 signal (-100 ms) is also similar to that calculated from the decay of the
aequorin light signal reported by Allen and Kurihara (1982) under similar condi-
tions. Thus, there is good evidence that the fura-2 signal is accurately reporting the
time-dependent changes in cytosolic Ca ' .

By using the method described in this article for measuring intracellular Ca>
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Figure 5. Ca2+ transient with high temporal resolution. Ca- + transients in a ventricular
myocyte were produced by 100-ms voltage-clamp depolarizations from -64 to 4 mV. A
photomultiplier tube measured the fluorescence intensity (at 510 nm) from a 10-Um-diam
region of the myocyte. The cell was illuminated sequentially with 340-nm and 380-nm light.
The ratio of the fluorescence intensity (340/380) is plotted against time. Intracellular Ca2

levels were estimated from the fluorescence intensity ratio and an in vitro calibration curve
as described in the Methods. (Reprinted with permission from Lederer et al., 1987.)

while simultaneously voltage-clamping single cardiac cells. we are able to examine
for the first time the voltage dependence of the Ca2 1 transient in cardiac ventricular
muscle. Fig. 6 shows the effect of graded depolarizations on the magnitude of the
Ca" transient, monitored from the changes in fluorescence intensity while illumi-
nating a fura-2-loaded cell with 380-nm light. The membrane was depolarized
from -64 to -4 mV for 100 ms in 10-mV increments. With increasing depolari-
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Figure 6. Voltage dependence of the Ca'* transient. These data were recorded from the
same cell as shown in Fig. 5. Fluorescence intensity was measured from a 10-Um-diam spot
on the cell with a photomultiplier tube. The records shown were taken during illumination
of the myocyte with 380-nm light only. During illumination with 340-nm light, changes in
fluorescence intensity were in the opposite direction (i.e., an increase in intensity): however,
the magnitude of change and the rate of the change in fluorescence showed the same voltage
dependence. (Reprinted with permission from Berlin et al., 1987.)
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zation, the initial rate of change of fluorescence and the peak change in fluorescence
increased to a maximum that was voltage independent between -14 and +26 m V
(the records from depolarizations to potentials more positive than -4 mV are not
shown). The rate of recovery of fluorescence (1o I z 120 ms) was also independent
of depolarization amplitude. The maximum rate of change in the fluorescence
signal that accompanies the rising phase of the Ca>* transient in Fig. 6 is -100 s- '
and is probably dye-limited, as suggested for the results presented in Fig. 5. With
340-nm illumination, depolarization produced changes in fluorescence (i.e.. an
increase in fluorescence intensity) of similar time course but in the opposite
direction to those obtained with 380-nm illumination. This confirms that the
changes in fluorescence intensity shown in Fig. 6 reflect true changes in [Ca-],.

Summary
We have examined the distribution of Ca>* in voltage-clamped cardiac myocytes
under resting conditions and during the Ca-, transient. We find that the resting
Ca -> level in a quiescent rat myocyte bathed in I mM extracellular Ca is relatively
low (between 60 and 100 nM) and uniform. At the peak of the Ca 2> transient. Ca>
can rise to a level as high as 600 nM to 1.0 ,M. Furthermore. the magnitude of
the Ca>* transient is dependent on the size of the membrane depolarization. There
is good agreement between measurements made using video imaging and those
made using a photomultiplier tube for the value of intracellular Ca ' at the peak
of the Ca>* transient and for the subsequent slow changes in intracellular Ca>'. On
repolarization, intracellular Ca' falls with a half-time of -100 ms. The uniform
distribution of Ca>* reported in the Ca ' images of myocytes at rest and at the
peak of the Ca' transient under normal conditions is in contrast to what is
observed during "-Ca-* overload" when subcellular regions of elevated Ca> are
observed to propagate along the cell. Thus, the measurement of (Ca>], in cardiac
myocytes with fura-2 has already yielded important new information that was not
available using other techniques to measure [Ca2 ], in cardiac ventricular muscle.

Acknowledgments
We would like to thank Dr. R. J. Bloch for the use of his DAGE ISIT video camera
and K. MacEachern for assistance in preparing the manuscript.
This work was supported by the National Institutes of Health (HL-25675) and b\
the American and Maryland Heart Associations. The work was carried out during
the tenure of an Established Investigatorship of the American Heart Association
and its Maryland Affiliate. J.R.B. is supported by a fellowship of the Maryland
Heart Association. M.B.C. is the Young Investigator of the Maryland Heart
Association.

References
Allen. D. G.. and J. R. Blinks. 1978. Calcium transients in aequorin-injected frog cardiac
muscle. Nature 273:509-511.

Allen. D. G., D. A. Eisner. and C. H. Orchard. 1984. Characterization of oscillations of
intracellular calcium concentration in ferret ventricular muscle..lAurnal of 'h v'stoIy
352:113-128.



(a Transi'nt in I 'ollagt'-( lamped tl'art .lus' 2113

Allen. D. G.. and S. Kurihara. 1980. Calcium transients in mammalian 'entricular muscle.
European Ithart Journal. I A:5-15.

Allen. D. G., and S. Kurihara. 1982. The effects of muscle length on intracellular calcium
transients in mammalian cardiac muscle. Journal of Physiology. 327:79-84,

Berlin, J. R., M. B. Cannell. W. F. Goldman, W. J. Lederer. E. Marban, and W. G. Wier.
1985. Subcellular calcium inhomogeneity indicated by fura-2 develops with calcium overload
in single rat heart cells. Journal of'Physiology. 371:200P.

Berlin. J. R., M. B. Cannell. and W. J. Lederer. 1987. Voltage-dependence of the Ca"*
transient in rat cardiac ventricular cells measured with fura-2. Journal of Phitolov
382:108P.

Bright. G. R., and D. L. Taylor. 1986. Imaging at low light level in fluorescence microscop .
In Applications of Fluorescence in the Biomedical Sciences. D. L. Taylor, A. S. Waggoner.
R. F. Murphy, F. Lanni, and R. R. Birge. editors. Alan R. Liss, New York. 257-288.

Cannell, M. B., J. R. Berlin. and W. J. Lederer. 1986. Ca-" transients elicited b% voltage-
clamp depolarizations in single rat ventricular muscle cells calculated from fura-2 fluores-
cence images. Bioph'sicalJournal. 49:466a. (Abstr.)

Cannell, M. B., and W. J. Lederer. 1986. The arrhythmogenic current I in the absence of
electrogenic sodium-calcium exchange in sheep cardiac Purkinje fibres. Journal oI P1t.v'iol-

ovgy. 374:201-220.

Capogrossi. M. C.. and E. G. Lakatta. 1985. Frequenc modulation and synchronization of
spontaneous oscillations in cardiac cells. .Imerian .lournal o/ll rvuoho'~v 248:H412-
H418.

Eisner. D. A., and W. J. Lederer. 1979. Inotropic and arrhythmogenic effects of potassium
depleted solutions on mammalian cardiac muscle. Journal of Ph%'siologl. 294:255-277.

Eisner, D. A.. and W. J. Lederer. 1985. Na-Ca exchange: stoichiometry and electrogenicitN.
Alrmerican Journal of PhYsiology. 248:CI 89-C202.

Fabiato. A. 1985. Simulated calcium current can both cause calcium loading in and trigger
calcium release from the sarcoplasmic reticulum of a skinned canine cardiac Purkinje cell.
Journal of 'General Physiology. 85:291-320.

Fabiato, A.. and F, Fabiato. 1975. Contractions induced b. a calcium-triggered release of
calcium from the sarcoplasmic reticulum of single skinned cardiac cells. Journal of Phvi-
olog',. 249:469-495.

Grynkiewicz,. G., M. Poenie, and R. Y. Tsien. 1985. A new generation of Ca.' indicators
with greatly improved fluorescence properties. Jlournal of Biolo ical (hepnorv 260:3440-
3450.

Hamill. 0. P.. A. Marty. F. Neher. B. Sakmann, and F. J. Sigworth. 1981. Improved patch-
clamp techniques for high-resolution recording from cells and cell-free membrane patches.
Pluger. .lrchiv. 391:85-I(X).

Heiple, J. M., and D. 1,. Taylor. 1982. An optical technique for measurement of intracellular
pH in single living cells. In Intracellular pH: Its Measurement. Regulation and Utiliiation
in Cellular Functions. R. Nuccitelli and D. W. Deamer, editors. Alan R. liss. New York.
21-54.

Hume. J. R., and W. Giles. 1981. Active and passive electrical properties of single bullfrog
atrial cells. Journal ofGeneral PhyioloU. 78:19-42.

Kass. R. S.. W. J. Lederer, R. W. Tsien, and R. Weingart. 1978. Role of calcium ions in



214 (ell Calcium and Membrane Transport

transient inward currents and aftercontractions induced by strophanthidin in cardiac Pur-
kinje fibres. Journal f'Ph.v.siolog. 281:187-208.

Kass, R. S., and R. W. Tsien. 1982. Fluctuations in membrane current driven by intracellular
calcium in cardiac Purkinje fibers. Biophysical Journal. 38:259-269.

Lakatta, E. G., and E. M. Lapp&. 1981. Diastolic scattered light fluctuations, resting force
and twitch force in mammalian cardiac muscle. Journal ofPh)wiohogv. 315:369-394.
Lederer, W. J., M. B. Cannell. and J. R. Berlin. 1987. Intracellular calcium measurements
and calcium imaging in cardiac muscle using Fura-2: calcium fluctuations are linked to
cardiac arrhythmias and negative inotropy. In Initiation and Conduction of the Cardiac
Pacemaker Response. W. R. Giles. editor. Alan R. Liss, New York.

Lederer, W. J., and R. W. Tsien. 1976. Transient inward current underlying arrhythmogenic
effects of cardiotonic steroids in Purkinje fibres. Journal qf Physioogy. 263:73- 100.

Orchard, C. H., D. G. Allen, and D. A. Eisner. 1983. Oscillations of intracellular Ca2* in
mammalian cardiac muscle. Nature. 304:735-738.

Powell, T., D. A. Terrar, and V. W. Twist. 1980. Electrical properties of individual cells
isolated from adult rat ventricular myocardium. Journal of Physiohy 302:131-153.

Tanasugarn. L.. P. McNeil. G. Reynolds. and D. 1.. Taylor. 1984. MicrospectrofluorometrV
450 digital image processing: measurement of cytoplasmic pH. Journal of 'Cell Biology.
98:717-724.

Wier, W. G., M. B. Cannell, J. R. Berlin, E. Marban, and W. J. Lederer. 1987. Fura-2
fluorescence imaging reveals cellular and subcellular heterogeneity of [Ca2*1. in single heart
cells. Science. 235"325-328.
Wier, W. G., A. A. Kort, M. D. Stern, E. G. Lakatta, and E. Marban. 1983. Cellular calcium
fluctuations in mammalian heart: direct evidence from noise analysis of aequorin signals in
Purkinje fibers. Proceedings ol'the National .Icademy of/Science.%. 80:7367-7371.

Williams. D. A., K. E. Fogarty, R. Y. Tsien, and F. S. Fay. 1985. Calcium gradients in single
smooth muscle cells revealed by the digital imaging microscope using fura-2. Nature.
318:558-561.



Chapter 14

Cytoplasmic Free Cal' and the
Intracellular pH of Lymphocytes

Sergio Grinstein, Julia D. Goetz-Smith, and Sara Cohen

Departments of Ce'll Biology and Immunology, Hospital for Sick
Children, and Department of BiochemistrY, UniversitY of Toronto,
Toronto, Ontario, Canada



'el (" tano and .hmblrane I ran 'i, ,rt

Introduction
The intracellular pH (pH,) is actively and precisely regulated in mammalian cells.
The stringency of this regulation is indicated by the existence of multiple (redun-
dant?) pH-controlling systems, such as the Na'/H* antiport and the Na*-dependent
ClI/HCO- transporter. in addition to passive and dynamic buffering s.stems.
such as CI-/HCO- exchange. Similarly. the concentration of free cytoplasmic Ca'
([Ca-J],) is tightly regulated by multiple transport systems in the plasma membrane
(the Ca>* pump and the Na+/Ca -* antiport) and in intracellular compartments
such as the endoplasmic reticulum and the mitochondria. However. although
accurately regulated, these parameters are not invariant, and changes in pH, and
[Ca->], are central to a variety of physiological processes including secretion.
contraction. and cellular proliferation. The mechanisms underlying variations in
pH, and [Ca2>], are not entirely understood, but it is remarkable that mank of the
conditions that affect one of these parameters also modif the other (reviewed bN
Busa and Nuccitelli. 1984: see also Table 1). Thus, coupling between the changes
in [Ca-'+], and pH, has been suggested (Busa and Nuccitelli. 1984). The purpose of
this chapter is to review recent work from our laboratory analyzing the relationship
between the cytoplasmic levels of Ca2* and H in rat thymic lymphocytes.

Effects of Cytoplasmic Alkalinization on ICa2'ij
Unlike other cell types, rat thymic lymphocytes were found to respond with a
delayed increase in [Ca"], to the addition of the tumor promoter 12-O-tetradeca-
noylphorbol-13-acetate (TPA) (Grinstein and Goetz. 1985: Fig. I BI). The change
in [Ca>*], was prevented by the removal of extracellular Na* or b\ the addition ot
amiloride or submicromolar concentrations of 5-N-ethvl-N-prop. lam i no am iloride.
At these concentrations, the latter compound is an effective blocker of the Na"
H' antiport. but has little effect on either Na* channels or on Na*/Ca> exchange.
Therefore, the change in [Ca2 ], appeared to be related to Na*/H countertransport.
which is known to be activated bv TPA in a variet\ of cells. including thkmoc\tes
(Burns and Rozengurt, 1983: Moolenaar et al.. 1984" Rosoffet al.. 1984: (rinstein
et al.. 1985: Fig. I B). This notion was supported by observations made in h\per-
tonically treated cells. Like TPA-treated cells, osmotically shrunken thsmocste
also display a pronounced activation of the Na*/H* antiport (Grinstein and
Rothstein. 1986: Fig. I). This activation is also accompanied by a delayed ele\ation
of [Ca 2], (Fig. I .A). which is equally sensitive to the pyrazine diuretics and to the
removal of extracellular Na.

The association between Na*/H' countertransport and the le\els of cxto-
plasmic Ca-' was confirmed using monensin. an ionophore that can operate as an
exogenous Na*/H' exchanger. The addition of monensin to Iymphoc~tes sus-
pended in physiological (Na*-rich) media induces the uptake of Na" and a pro-
nounced cytoplasmic alkalinization. which is followed by an elevation in [Ca."],
(Fig. I D). In contrast, when added to cells in K*-rich medium. monensin catalyzes
the loss of internal Na'. has little effect on pH,, and does not significantly affect
[Ca ],. This indicates that the effects of monensin on Ca>* are due to alterations
of the transmembrane gradients of monovalent cations, and not to the ionophore
per se. Similar effects of monensin on [Ca ?' ], wore subsequently reported b\ Rosoff
and Cantley (1985) for 70Z/3 cells, and a relationship between endogenous Na'
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W exchange and changes in [Ca2*], has also been suggested for sea urchin sperm
(Schackmann and Chock. 1986).

The change in [Ca:J, that results from stimulation of the antiport could he
associated with either the increased intracellular Na + concentration or with the
elevated cytoplasmic pH. To test these possibilities, alternative methods were used
to sars these parameters independently. Changing the concentration of Na* could
affect [Ca'], b% promoting the countertranspofl of external Ca2 ' for cellular Na' ,

Indeed, the presence of Na+/Ca2 + exchange in a membrane-rich fraction isolated
from Iymphocytes was recently reported (Ueda. 1983). The concentration of
intracellular Na* ([Na+],) in lymphocytes can be increased rapidl by means ofthe
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Figure I. ( hange, in ct toplasmit pll (top trace of cach panel) and ctoplasii. (a (bottom
trace in each panel) in rat thmic Irnphoc.tes ,upended in ('a'-containing medium. ( I1
Where indicated, the ,,olution was made hx-,rtonic (55() mosMi h, addition of concentrated
\-methIglucamine (I. (R) Addition of 2(0 nNl TPA. (C) Addition of 20 mN NIL( I.
.\ddition of 5 uM monensin. (hI) Addition of I um gramicidin. pl, and ('a ', %%ere
measured fluorimetricall\ using bis(carh(oscth.l)carbox.tlutrescein (('(L'-) and quin2.
respectiel\. (Wrom (;rinstein and (locti. 195.)

conductive cation channel-former gramicidin. or more slowi by inhibition of the
Na+/K + pump with cardiac glycosides. Incubation of rat thymocItes with I mN
ouabain for 30 min at 37°C increased [Na+], from 24.9 ± 3.3 to 47.7 ± 3.7 mNI (t
= 4). without significantly changing [Ca+], (89.4 ± 8.5 and 78.8 ± 4.5 nM.
respectively). Incubation of the cells with 2 yM gramicidin for 6 min increased
[Na+], to 58.1 ± 7 mM (n = 4). As shown in Fig. I E. under comparable conditions.
pH, was found to decline slightly (0.04 ± 0.014 units), whereas (Ca-], increased
only marginally (A[Ca 2+], = 16 ± 3 nM: n = 5). These results indicate that the level
of [Ca-2+], is relatively insensitive to changes in [NaI], and suggest that. if present.
the Na/Ca2* exchange system is not essential for [Ca2+], homeostasis. Although
our data are in apparent contradiction to the results of Ueda (1983). they are in
agreement with the findings of Tsien et al. (1982) for porcine mesenteric I.nmpho-
cstes and ofGelfand et al. (1984) for human blood lymphocytes.

The dependence of [Ca>+], on pH, was tested using Nt' to alkalinie the
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cytoplasm. This cation is in equilibrium with the unprotonated weak base NH ,
which, unlike NH readily permeates the membrane. Having reached the intra-
cellular compartment. NH 3 can combine with cytoplasmic H* to form NH.
thereby alkalinizing the cytoplasm. As shown in Fig. I C. the alkalinization is ver
rapid but is not sustained. The ensuing relaxation is thought to be due to the entry
of the acidic NH:. either through conductive channels or by taking the place of
K* in the Na*/K' pump. The transient alkalinization is followed by a pronounced
increase in [Ca- ],. which is similarly not sustained. These data indicate that the
changes in [Ca 2], are secondary to the cytoplasmic alkalinization. This was further
suggested by the gradual elevation of [Ca2+]i detected in cells that similarly became
alkaline after resuspension in a medium of pH,, = 8.2. Taken together, these results
suggest that the elevation of [Ca2+], that accompanies the activation of Na+/H 4

exchange is a result of the change in pH, caused by the extrusion of H' equivalents.
Because quin2 is a tetracarboxylic acid, its apparent affinity for Ca + is sensitive

to pH. It was therefore essential to establish that fluorescence changes like those in
Fig. I reflected true increases in [Ca 2 ], as opposed to pH-dependent changes in
the affinity of the probe. Four lines of evidence indicate that the measurements are
reliable. (a) Maintaining [Ca2>] constant by means of Ca2+-EGTA buffers. we found
that quin2 fluorescence increased by 52% while the pH was varied in the 7.0-7.5
range, which encompasses the range of pH, values in Fig. 1. This small change
cannot account for the increases noted in Fig. 1, which are equivalent to _ I 5" of
the maximal fluorescence, the change is in keeping with the reported pK, of the
acidic groups of the probe (Tsien et al.. 1982). (b) A comparison of the time courses
of the pH, and [Ca-'], changes indicated that the increase in quin2 fluorescence
consistently lagged behind the cytoplasmic pH change. In some instances (e.g.. Fig.
I..-1 and C). [Ca2], attained a maximal level up to 2 min after the pH, reached the
most alkaline value. This delay is not inherent to quin2: in cell-free solutions, the
response of the probe to changes in [Ca - ] was found to be virtually instantaneous
(Grinstein and Goetz. 1985). (c) When measured with quin2. the pH-induced
changes in [Ca->], were greatly reduced by removal of extracellular Ca> (Fig. 2).
Because removal of Ca> did not alter pH,, these observations further rule out that
the fluorescence changes merely reflect alterations in the affinity of the probe at
constant [Ca-2],. (d) The pH-induced elevation in [Ca>2], could also be detected
using indo-1. a second fluorescent [Ca>'], probe with different chemical properties
(Fig. 3). Even though the baseline fluorescence displayed a slight upward drift.
probably caused by leakage of indo-1 from the cells, the addition of monensin (Fig.
3.1) or NH: (not illustrated) produced an increase in [Ca-> ], comparable to that
recorded with quin2.

Because of its large extinction coefficient and quantum yield. indo-I can be
used at concentrations that are considerably lower than those required when using
quin2. Thus, unlike quin2, indo-I contributes only modestly to the cellular Ca>-
buffering power and is more suitable for the study of small changes induced b%
release of finite Ca ' stores, such as membrane-bound intracellular compartments.
We therefore undertook studies to determine whether, in addition to increasing
Ca>2, uptake from the medium. cytoplasmic alkalinization also led to the release of
intracellular Ca 2 stores. Typical results are shown in Figs. 3 and 4. The addition
of monensin to cells suspended in Ca 2'-free medium containing I mM EGTA
produced a small but consistent increase in indo-I fluorescenc: (Fig. 3B). This
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Figure 2. Comparison of the pH,-induced changes of [Ca-'*, in thymocytes suspended in
Ca'-containing and Ca2 -free media. (.) Quin2-loaded cells were suspended in medium
with (top trace) or without (bottom trace) Ca2*. Where indicated, cytoplasmic alkalinization
was induced by hypertonic shrinking as in Fig. 1. (B) Cells were suspended in medium with
or without Ca- as in 1 and, where indicated. 20 nM TPA was added. (C) (vtoplasmic
alkalinization was induced at the arrow b- addition of 20 mM NHF'I. (From Grinstein and
Goetz. 1985.)
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Figure 3. Effect of cytoplasmic alkalinization on [Ca-'],. monitored using indo- I. I mo-
cvtes were loaded with indo-I by incubation with I MM of the parent acetoxN meth\l ester.
(.A) The level of [Ca'*], was recorded continuously in Ca-containing medium. W,'herc
indicated. 5 MjM monensin was added, followed by I mM ionomycin. (B) Cells were suspended
in Ca"-f'rce medium containing I mM EGTA. Where indicated by the arrows, monensin
(5 xM). ionomvcin (I M). and CaC 2 (2 mM) were added sequentially. (C) Cells %Nere
suspended in Ca-,*-free medium with EGTA. lonomycin (I MuM) and monensin (5 pM) were
added sequentially. Representative of three similar experiments. Temperature. 37C.
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change probably represents a release of Ca -
2> from internal stores, rather than a

nonspecific effect of the ionophore, since it failed to occur when the stores were
pre% iously Apleted by pretreatment with ionomycin (Fig. 3 C'), a divalent cation
ionophore. It is noteworthy that the ionomycin-induced change was smaller in cells
pretreated with monensin (compare B and C of Fig. 3), as expected for a release of
Ca-> from overlapping pools. Similar observations were made when alkalinization
was accomplished by pulsing with NH' (Fig. 4). The pH, change was associated
\with a transient rise in [Ca'],. which was absent if ionomycin was added earlier.
In fact. a small decrease in [Ca-* J, was noted upoa addition of NH4- to ionomycin-
treated cells. which is suggestive of Ca binding to cellular components that may
have increased their negative charge because of deprotonation. A similar observa-
tion was made after monensin addition (Fig. 3C'). In summary, these results
indicate that cytoplasmic alkalinization not only increases the net influx of extra-
cellular Ca-*. hut also promotes the liberation of Ca>' from internal stores.

A BCa-

250

NH. OnO NH'

Figure 4. Release of intracellular ('a' stores h\ NI;. Indo-l-loaded th.\moctes %%ere
suspended in ('a2'-free medium with EGTA. (1.) Where indicated. 30 mM n% H(l \kas
added, follomed hv I pM ionomscin. (B) lonomcin (I uM) and Ntlt'I (3(0 inM %%ere
added \,%here indicated. Other details as in Fig. 3.

Effects of Increasing jCa2"J on Cytoplasmic ptt
The relationship between [Ca2>], and the intracellular pH has been studied in a
variety of cell types. A partial summary is shown in Table I. Seseral procedures
have been used to elevate [Ca2*]1 . including microinjection. re\ersal of the intrinsic
Na /Ca -

2, exchanger, and, more frequently. permeabilization vith di\alcnt cation
ionophores such as A23187 and ionomycin. In most instances, increasing [Ca>],
lowered pH, by 0. 1-0.3 units. For instance, a distinct cytoplasmic acidification %as
reported by Moolenaar et al. (1983) when human Ibreskin fibroblasts \%ere treated
with A23187. However, using the same cell type. Muldoon et al. (1985) and
Hesketh et al. (1985) found that A23187 induced an alkalinization. lhus. it
appeared possible that increased [Ca2*], elicits multiple responses and that the
predominant effect observed depends on the particular con .itions used.

We therefore analyzed the responses of lymphocytes to Ca' ionophores under
conditions where different components could be discerned. Tipical results using
ionomycin are illustrated in Fig. 5. At high concentrations of the ionophore (e.g..
3 uM). a rapid alkalinization was observed (Fig. 5. D and F). This effect is
biologically unimportant, as it reflects the exchange of extracellular Ca> for internal
H' , catalyzed by the carboxylic ionophore. Accordingk. the alkalinization \%as
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Table I
Effects of Elevating [Ca2 I on the pHi

Biological system Effect on pH. Reference

Fibroblasts (mammalian) Increase Muldoon et al. (1985)
Fibroblasts (mammalian) Increase Hesketh et al. (1985)
Fibroblasts (mammalian) Decrease Moolenaar et al. (1983)
Fibroblasts (mammalian) Decrease Ives and Daniel (1986)
Lymphocytes (mammalian) No effect Rink et al. (1982)
Lymphocytes (mammalian) Increase Hesketh et al. (1985)
Lymphocytes (mammalian) Increase/decrease Grinstein and Cohen (1987)
Synaptosomes (mammalian) No effect Richards et al. (1984)
Cardiac muscle (mammalian) Decrease Vaughan-Jones et al. (1983)
Cardiac muscle (mammalian) Decrease Hoerter et al. (1983)
Urinary bladder (turtle) Decrease Arruda et al. (1981 )
Sperm (sea urchin) Increased Schackmann and Chock (1986)
Neuron (snail) Decrease Meech and Thomas (1977)

dependent on external Ca2* , but was insensitive to the nature of the main mono-
valent cation in the medium or to the presence of amiloride. At lower ionomycin
concentrations, a more complex pattern ofpH, changes emerged. In Na'-containing
solutions, a slow cytoplasmic alkalinization predominated (Fig. 5.A). In contrast.
in Na+-free media or in Na' solutions containing amiloride or its 5-,V-disubstituted
analogues, treatment with ionomycin induced a distinct acidification (Fig. 5. B and
C). The mechanisms underlying these pH, changes are analyzed below.

PHi] 325
C 7.40 F

pH i ] 7.2 
7.25 174

7.10

B 7.1 -7.25, rpHi

6.9

p H i  7 1 C2 ra i n7 . 0 F a 2

6.9- 7.10- -Ca 2+

Figure 5. EFtlcts ofionomcin on ptH, in rat thvmocytes. BCECF-loaded cells were suspended
in either Na'-containing solution (.A and D). Na'-free (N-methylglucamine) solution (B and
F). or Na*-containing solution with 200 uM amiloride at 37C. Where indicated bx the
arrow~s. either O,4 uM (.I-() or 3 MM (D-F) ionomycin "as added. (From Grinstein and
Cohen. 1987.)
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Mechanism of Intracellular Acidification
A cytoplasmic acidification can, in principle, be produced by: (a) increased meta-
bolic acid production. (h) release of acid equivalents from intracellular stores, and
(c) entry of acid equivalents from the medium. Evidence is presented below that,
although a and/or h contribute measurably to the acidification, most of the
observed changes can be accounted for by uptake of extracellular H' equivalents.

Val A

Val E CCCP F
AF -10% T 7.10 - 4470
F pHi

Val 6.95 - V pHi

6.80-
B 6.75

2 min

2 min G K

71-CCU6 6.40PHI 71 Val [7.30

-30] 6.9- Gram 71

Gram CCU 6.7]

-60j \

Figure 6. Effects of monovalent cation ionophores on membrane potential (left-hand panel)
and pH, (right-hand panel). Membrane potential was measured with either diS-C,-(5) (A1 and
B) or bis-oxonol (C and D). The former dye was used because bis-oxonol is incompatible
with valinomycin. (A) Cells were suspended in K*-rich medium. Where indicated, I M
valinomycin was added. (B) Cells suspended in Na'-rich medium. Valinomycin ( u.M) and
gramicidin (50 nM) were added where indicated. The fractional fluorescence change (AI,
F), relative to the fluorescence of the dye before the addition of cells, applies onlh to .I and
B. (C) Cells were pre-equilibrated with bis-oxonol in Na'-rich (physiological) medium.
Where indicated, 50 nM gramicidin was added. (D) Cells suspended in Na-rich medium.
Where indicated, I PM CCCP was added. The membrane potential calibration in millolts
applies to (and D. (E-1l) pH, measurements using BCECF. (F) Cells in Na* medium %ith
200 PM amiloride. Valinomycin (1 pM) was added. (F) Cells in Na* medium wkith amilorde.
First. I pM ('CCP and then I uM valinomvcin were added. () Cells in Na' medium plus
amiloride. (CCP (I uM) and gramicidin (100 nM) were added. 11) ('ells in K-rich
medium. (CCP (H uM) and valinomycin (0 uM) were added. (From (;rinstein and ('ohen.
1987.)

Protons can be driven into the cell (or OH- out) by the internally negatise
membrane potential (Em). This phenomenon can be clearly illustrated either b\
increasing the H' conductance at constant lEm (e.g.. by means of carbon\l c\ anide
mn-chlorophenylhydrazone [CCCP]) or by hyperpolarizing the membrane (with
valinomycin) while continuously measuring pH, (Fig. 6). If Na+/H* exchange is
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precluded, both procedures induce a cytoplasmic acidification, which is accentuated
when the two variables are combined (Fig. 6 F). Conversely, the effect of CCCP
can be counteracted if the cells are depolarized with gramicidin (Fig. 6 G). These
data suggest that the acidification produced by changing [Ca2 ] could result, at
least in part, from membrane potential-driven uptake of H' equivalents. Indeed.
a marked hyperpolarization has been observed after the addition of Ca2' ionophores
to lymphocytes (Rink et al., 1980, Grinstein and Cohen. 1987). This potential
change is thought to be due to the increased [Ca2 

2,, which is a major determinant
of the K -conductive permeability.

A B

lono Gram lono

pH,
7.0

6.9-

C D E

7.1 - CC C P CC C P ln o

pH,

6.9 Qu. n

lnno

ln 2 min

6.7- -

6.5

Figure 7. Changes in cation conductance affect the ionomycin-induced pH. changes. BCECF-
loaded cells were suspended in Na medium with 200 AM amiloride (.-. B. C, and L) or in
K -rich solution (D). (A) Addition of 0.4 AM ionomycin. (B) Sequential addition of
gramicidin (100 nM) and ionomycin (0.4 AM). (C) Sequential addition of CCCP ( A M)
and ionomycin. (D) Sequential addition of CCCP and ionomycin. (E) Sequential addition
of CCCP, quinine (100 AM). and ionomycin. (From Grinstein and Cohen. 1987.)

That the effects of [Ca2 ], on pH, are associated with the hyperpolarization is
suggested by two observations. First, increasing the H' conductance with CCCP
magnified and accelerated the acidification induced by ionomycin (Fig. 7C).
Second. the acidification was reduced when the hyperpolarization was prevented
either by elevating [K],, or by introducing gramicidin (Fig. 7. B and D). even when
CCCP was also present. These results are consistent with an increased H' influx
driven by the hyperpolarization, and imply that the cells have a finite conductance
to H' (equivalents). Because the effects of ionomycin on pli, were not entirely
eliminated by depolarization, it is likely that other acid sources, such as metabolic
generation or intracellular stores, also contribute to the acidification. Finally. the
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possible existence of a Ca2 --activated K+/H' exchange. such as that described in
.-lnphuna red cells by Cala (1985). has not been ruled out.

Mechanism of Cytoplasmic Alkalinization
Several lines of evidence indicate that the increase in pH, recorded when cells are
suspended in Na medium with low (submicromolar) concentrations of ionomvcin
is due to Na/H exchange: (a) the effect is accompanied by extracellular acidifi-
cation: (h) it requires the presence of extracellular Na* and is associated with a
gain in the cellular Na' content: and (c) all of these phenomena are prevented by
micromolar concentrations of amiloride.

The consequences of increasing [Ca-'], on the rate of operation of the Na*/
H* antiport had been studied earlier in both intact cells and in isolated membranes.
No effects were seen in renal brush border membrane vesicles (Aronson et al..
1982). In intact cells. pH, measurements revealed little or no effect in some cell

A B

PHi ono

7.2- ,j

7.1- 2 min
+ Amiloride

Figure 8. Effect of ionom.cn on pH, in untreated and protein kinase C-depleted th. moc. tcs.
Cells were preincubated for 24 h in the presence (B) or absence (.) of 2 x 10 -M TPA. Ihe
cells were then washed. resuspended, and loaded with BCECF. pH, \as recorded in Na -
containing medium and. vhere indicated, 0.1 yM ionomycin was added. Amiloride (200
pM) was present throughout the recording period in the bottom trace of B. (From G(rinstein
and Cohen. 1987.)

types (Moolenaar et al.. 1981). but clear stimulation in others (Muldoon et al..
1985: Villereal et al.. 1985). Because pH, is affected by a variety of factors. it is
conceivable that activation occurred in every instance, but was in some cases
obscured by a concomitant acidifying process.

Stimulation of protein kinase C has been shown to activate Na+/H' exchange
in thymocytes and other cells (see Grinstein and Rothstein. 1986. for revie%-.
Because this enzyme can be activated in vitro by raising [Ca-+]. it is conceivable
that ionomycin stimulated the antiport via the Ca-'-mediated activation of protein
kinase C. However. the following evidence suggests that stimulation of protein
kinase C did not play a significant role in the Ca-'-induced Na+/H exchange: (a)
protein phosphorylation. measured in situ, was stimulated markedly by phorbol
esters, but only marginally by ionomycin: (h) migration of soluble C kinase to the
membrane, an independent criterion of activation of this enzyme, was negligible
in ionomycin-treated cells: by comparison. phorbol esters induced nearly quanti-
tative translocation of the kinase: (c) ionom~cin stimulated the antiport in cells
pretreated with phorbol ester for 24 h (Fig. 8). The prolonged treatment with
phorbol ester results in down-regulation of total protein kinase C, measurable b\
the loss of Ca -' - and phospholipid-dependent phosphotransferase activity and by
the obliteration of the pH, response to added TPA (Grinstein et al.. 1986). This
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Figure 9. Volume changes in ionom, cin-treated thsmocstes. I he cells \Aerc suspended in
isotonic Na'-containing medium (140 mMv Na': solid circles and open 44uares). isotonic:
mixtures containing 70(1mM Na' and 7() mj .\-methxlglucamine (solid squaresi. or '1 miM
Na' and 7(0 mM K (triangles). or in 140 mM1 Na' solution made h~pertonic h% addition
of 25 mM1 N-methlglucamine G1 iopen circles,). Where indicated. ().4 ;j\1 lonom~cin %kas
added at time zero. Cell \olume \kas determined elect ron icallk at the indicated interals
us;ng the Coulter-Channel\ zcr coi ination. (From instein anid Cohen. 1lUCA

i mplies that the presence ot protein kinase Cis nol essential to obtain the aciliation
of Na'/H' exchange by Ca>

The addition ofCa>" ionophores has been reported to induce cellular shrinking
in other cell types (Hoffmann. 1 985:. Cala. 1 985), resulting from the loss of KCIl
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pH .-Hyper lono

140 Na 4  4 Na4
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C D
7.3 Ionolono

71 70 K + 70 Na* 70 NMVG *70 Na*

Figure 10I. Si milaritN of the ionomy cin-induced and osmotically induced actiN ations of Na*
H' exchange. Thymocytes were loaded w~ith BCECF for the lluorimetric determination of
pH, (A) Cells were suspended in isotonic Na* medium. Where indicated. the medium \%as
made hypertonic hs addition ot'25 mM N-methylglucamine Cl. (B) Cells suspended in Na'
medium. lonomvcin was added at the arrow. (C) Cells suspended in medium containing 70)
mM K' and 70 mM Na'. lonomscin wvas added at the arrow. (1)) Cells in medium ssith 7()
mM N-methylglucamine' and 70 mM Na*. Ionomycin was added where indicated. (From
(,rinstein and Cohen. 1987.)
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and osmotically obliged water. Because shrinking of I mphocytes has been shown
to actisate Na*/U- + exchange. we considered the possibility that the ionomcin-
induced alkalinization was secondar\ to a change in cell %olume. Indeed. measure-
ments of thvmocvte \olume by electronic siing indicated that shrinking was
occurring when cells suspended in Na*-rich (physiological) medium were exposed
to ionom cin (Fig. 9). Moreoser. shrinking the cells to a comparable degree b,
subjecting them to mild]\ hypertonic media (Fig. 9) resulted in a comparable
alkaliniiation (1ig. 10). Importantly. if'the %olume change induced by ionomscin
\xas preented by increasing [K], the alkalinization was greatly reduced. This "as
not due to the reduction of [Na],. inasmuch as replacement with .- methl-t)-
glucammonium" presersed both the shrinking and pH, responses (Figs. 9 and 10).
I aken together. these results suggest that at least part of the activation of the
antiport is the result of cell shrinking.

\llereal and co-k~orkers (Villereal et al.. 1985: Muldoon et al.. 1985) ha\c
\gtlgced that 11a mnechanlism n, o1\ ing calmodulin is responsible for the stimulation
of thc a 1" echanger b\ \2. 18. in tibroblasts. This conclusion was based on
the inhibitor\ eftlects of a \ariet\ of calmodulin antagonists. On the other hand.
Calmodulin blockers ha~e been reported to block the cell solume changes induced
b\ (a" ionophores in peripheral blood l\ mphocxtes ((;rinstein et al.. 1982). It is
therefore concciable that the stimulation of the cation antiport in fibroblasts is
mediated, at least in part. b shrinking.

Concluding Remarks
\ reciprocal relationship exists between p1I, and [Ca"], in thmic lmphocytes.
I he c\ toplasmic pt1 can be modified b\ elesating [Ca'],. whereas [Ca-], increases
\Ahen the cytoplasm becomes alkaline. l-he pH, dependence of [Ca>j, could have
important physiological consequences. inasmuch as pH, is affected under a variet\
of circumstances. In particular. mitogenic lectins have been reported to alkalinie
the c. toplasm of quiescent thvmoctes %kithin minutes (Hesketh et al., 1985). a
change that is associated A ith increased [(a.']. Although an initial transient phase
of( 'a" uptake precedes the change in pH,. a second phase lasts several hours and
could be due to the persistent increase in pH,. Conversely. a reduction of pHt,
during acti\ation of anaerobic metabolism could be reflected in decreased [(a-'],.
Similarl, the [Ca. ], sensitivity of pH, could be manit-sted under physiological
circumstances. Whether by changes in plasma membrane permeability and/or bx
release of internal stores. [Ca>"], increases %\hen cells are stimulated with hormones.
gro %th factors. neurotransmitters. and various phxsical stimuli. It will be of
importance to determine whether accompan.ing pH, changes occur in these
instances and to define their consequences.
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Mechanism of Activation of Protein
Kinase C: Role of Diacyiglycerol and
Calcium Second Messengers
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Introduction
P~rotein kinase C. a C'a and phospholipid-dependlent protein kinase. is nim~
recognized as apix otal regulator\ element In signal transduIction, tumnor promotionl.
andceli regulation (Nishizuka. 1 984). Nish i uka and CO-\k orkers disco\ cred protein
kinase C in rat brain cytosol (Takai et aL.. 1977). Later. protein kinase C \kas found
to require phospholipid and su praphysio logic concentration% ot Ca' for optimal
acti' it\. In a subsequent evaluation, it was found that neutral lipid fractions.
speciticall\ diacxlglscerol (DG), increased the affinit% of' the enz\me to(r (a- in
the presence of IDi. low\ micromolar concentrations of Ca"' w ere sufficient for lull
actixation (Kishimoto et aL. 1980). These results led Nishizuka to postulate a link
bet%%ecin phosphatidvlnositol turnover and activation of' protein kinase ( bhr
re' ie\%. see Nishjiuka. 1984). [his mechanism of' transmeibhranc signaling is
thot.ght to in' olve receptor-mediated phosphatid\ linositol 1 PI) turnow r through a
G [P-dependlent activation of' phospholipase C. PI breakdoxn results in the tfir-
nmation of' twko second messengers. DGi and inositol trisphosphate tIP,). 1X then
actisates protein kinase C and 1P, leads to the mobilization of' intracellular Ca
(Berridge. 1984). [his increase in intracellular(Ca au-s ssnergisticall%\ vIth DO~ in
actixating protein kinase C_.

I urther interest in protein kinase C skas generated with the finding that phorbol
esters,. potent tumor promoters. acti~ate protein kinase C iWastagna ,-I a].. 19~S2.
Protein kinase C \% as also slinm n to be the phorbol ester receptor N\iedel et al_.
N~) . 1Ihese findings Implicated protein kinase C in tunior promotion, regulation
of cell proliferation, and oncovenesis ( NishizUka. 1983. 1 984)I.

I)Gs as Second MIessengers
W~ith the disco% er' that I)( Is modulate protein kinase C actio, It\ In s itro. it became
necessar, ito demonstrate that IX ;s also Induce biological responses in intact cells.
[-his was paricularl\ important because of the ins olvenient of' 1X as a comnmon
intermediate in glscerolipid metabolism, a role that initiall\ appears to be at
sariance s"ith a second- messenger function of' these molecules. The usual [Xvs.
such as 'i- l-stear\1-2-arachi dons Iglveerol and n- I -2-di]oleo\ lgl \cerol. basec a ser\
to%% monomer solubilits in water. which precludes their use in biological s~ stemsN.
to overcome this problem. \n- I -oleo-,l-2-acetv.lglscerol %%as ss ntheslied and then
tested in vitro and in intact cells such as human platelets. It activated protein
kinase C in both situations (Kaibuchi et al.. 1983), Additional studies skerc
perfo~rmed with a -cell-permeable" rIX;. s,-l .2-dioctano\lgl~cerol ldiCo. diC. %%as
able to enter cells and actisate protein kinase C (fo(r rcevies,. see Clanong ct al..
19860). These studies clearly demonstrated that exogenous [XI was biologicall\
actise and capable of activating protein kinase C, whereas closely related analogueCS
were not. In certain situations, such as with platelets. Ii b\ itself s~as insumlcient
to generate a full biologic response. I Inder these circumstances. IX I and (Ca.- acted
sN nergisticallN to activate platelets (Kaibuchi et al.. 1983).

In addition to the demonstration that exogenousl\ delisered IX Is %%ere biolog-
ically active. experiments were performed to stud\ the changes in IX; le\sels upon
stimulation. These experiments took twAo general forms. Labeling cellular lipids
wvith radiolabeled arachidonic acid or other famt acids allosked the examnination of'
the WG. phosphatidic acid. and phosphatidslinosi tide changes that occurred after



stimulation in numerous cell systems (Nishiiuka. 1983). Th le other approach to
this problem was based on the measurement of DC( mass in crude lipid extracts, of*
tissues b-, the quantitatie conversion ot' IXi to phosphatidlic acid through thle
action of' DG kinase from LxScherichia co/i (Loorms et al.. I1981). '1hese studies
confirmed the increase in DGi levels in thrombin-stimulated platelets and InI
vasopressin-stimulated hepatocytes. Since K-r.s- and i-transfo(rmed normal rat
kidney cells had elevated levels of DG, the possibility, that IX) activation of protein
kinase C may play a role in cellular transflormation was raised (Priess et al.. 1986).
These mass measurements extended the work of* Fleishmann et al. (1986) in ras-
transf'ormed cells.

MECHANISM OF PROTEIN KINASE C-

ACTIVATION BY DG SECOND MESSENGERS

Poei Kas C s T

(1983),/E hdetbihdterqrmetvor QsC>ad hshoiid secal

Figurep1.tMdlrn of' .fo protein kinase C activ [ity.cn vitenro .modulatonucof
p'rot e. k1986e Ct actiin fC rmaill increase th)ti fte

for itr Ca aysi Ks o of Lipi Co190.furter effotat nligtacition of
Protein kinase C t ii oatr eehmee ytepyia rpriso

sonivateliidsprions ti hat wereig. .i ealy used.esevesocles arte hoeere
neouass in s e nercist as multeinela e or unithm tlipr fos.Moreo. siuch
S1983eshaggregtaled the preeen fr Ca>. Tod orm hsedlifficultes, ourll
laborpatrxdeveloped a(PxSmieleas. for protein kinase C activitv.I ir moduainno'

lo(" siooet al.. 1980)) wheeinther lipdfortttos are dispesedng en niicls.tiono'
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characterization of 'Triton X- 100 micelles and Triton X-1I0(1/phospholipid ixed
micelles and because of' the suitable kinetics of* mnicelle f'ormation \\ ith I riton V-



100. Since Triton N- 100/phospholipid mixed micelles are homogeneous in suec
and composition and do not coexist with pure Triton N-100 micelles. they allow
the ssstemnatic and independent variation of lipid cot actors. Therefore. the number
ol lipid cotactors required for activation could he estimated. InI the presence of' 1001
pm. (' en.'me activit. could be fu ll\ reconstituted bs rtnN 0 ie
mlicelles containing 8 mol '(' PS and 2 miol '( DG(. Triton X-I00 provides an inert
surfaice (%%Itit respect to protein kinase C) into which liid cotactors arc partitioned.
Other non-ionic detergents. as well as somec Ionic detergents. were also able to
support protein kinase C actis it\ in thle presence olt Ca' and the lipid cof'actors
OIlannun et al.. I1980a) . Furthermore. en/s me activi t\,\as primiaril\ determined
h\ thle surfaice concentration of the lipid coIt.ictors, i.e.. h\ the lipid:detergent mole
percent rather than b\ thle bulk concentration of' liids. Protein kinase C en/\s tie
actis It\ \\as lost \"hen the surfaice concentration of' both lipid cofactors MG[X and
PS) was diluted b\ thle addition of detergent (1lannun et al.. I1986a). Actis t\ \\ as
nsensitis e to the Iriton X-I00 concentration (as long as thle critical 111 icellar

concentration %%as greatl\ exceeded) If' the mole ratio of' PS and [DG \as kept
unchanged. That is. en/\nme actis it\ was Independent of the MMICl numberI. but
dependent on the micelle composition. [his behavior isexpected s' ith amlphipathic
molecules that pretferentil partition into miicelles. Ihese results illustrate thec
important point that protein ki nase U is sensitis e to the microens ironnment oftheli
surface (membranecs. sscles. or ixed nlcellesI.

Next, the stoichionietr\ ol' protein kinase C actis ation h\ lipid cofactors, \N as

studied Using thle Iii ixed-mlicelle Methods (lI an nun et al.. I1985). The ell/\ til k\,ias
found to has e a requirement for PS. [DG. and C'a I . At 8 niol ', PS and II the
presence of' C-'* . actis It\ %\as strong0,\ dependent onl DG. Mlaxi mal acti\ its \\ a"
obsers ed at I 11101 'I( (1Fig. 2). CI whch -Tcrspon~ds to anl aserac of' 1.4 D6(
molecules in each [riton N-IO0 mixed mlicelle. When the P~S dependenice \a',
studied in the presence of Ca-" and( 21.5 mol ', 1DO (Fig. 3). there ss as anl Initial lag
in activit\ until 3-4 mol ', PS was reached, after ss hich actiation b\ PS occurred
in a high]\ cooperatise manner. w\ith anl apparent IHill number near 4.8. Next, the
interrelationships between (Ca"*. PS. and D)G sscre studied. DO( increcased thle
aftinits of' thle ellnic e tr both ('a-'* and PS (lig. 4). Simillarls . (a' miodulated
the affinit\ of' the enis mc to D)(G and to PS. I obl-reCciproeal plots shoss er
changes in K,,, (apparent) ss ih little effect ('n 1 A~ *t all concenitratin lofl(a
and DG used. PS actis ation remained highl\ coopecratis e. ss ith HIill numbers1I-1
ranging betsseen 4 and S. I hese data suggested that protein kinase C acti' ation
requires Ca- ~. one molecule of' [DG. and at least four mole1cules of' PS In echtJ
mlicelle. To further elucidate the stoichionietr\ of fihe Jacti lionl and to st Ud\ the
number of' lipid molecules interacting \vithi thle enli me. it becamei nccessarsA to
stud\, the interaction of' protein K-inase C with thle deegn lpdmixedmcel.
Miolecular sieve chromnatograph\ of protein kinase C and I riton X- I100 'lipid mlied
micelles wNas used to analvie these Interactions (1 iannll11 ont al.. I 985: I.annu ad
Bell. 1986). These studies showed that monomeric protein kinase C interacted ssth
single I riton N-I 00/lipid mixed micelles. Fie results imph\ that protein k illas C
nteracts with the lipid col'ictors present in each micelle. [hfe stoichiornetr\ oftheli

interaction between the en/vme and Its lipid col'actors could then he deduWcd t0

be one 1)(I and( four PS molecules interacting s' ith monomeric protein.
[-he molecular siesc eStudies also pros d to be a Model 1'0r thle anals \Y of theC



Figure 2. DO6 dependence ot protein kinase C acti'.at ion h\ nised mi1"cce. NjI sd mIncelics
s% crc formned wxith 8.0 niol '7 PS. CAT, 1 ss s added ito a final concentrai ion of' 10 A( AN. I
rnol ', of' di('j, corresponds to 43 pNI. I Reproduced from IL1ann Ii n ci al1.. \\11 5 s 1
perm issi1on of'II h'01/id unol 11Th 1 e; ( I'hem St(ru'

Interaction of protein kinase C with surfatces. It xx as found that the association of'
protein kinase C wh nmed micelles required ('.a" and PS onl\. In this State. thle
en/s me %%as (1oun1d to a surface (mhixed micelles) hut w~as mnacti e. The subsequent
addition of DG resulted in activ ation. These tindings suggested a txo-step mnecha-
nisni for protein kinase C activation, where in the first step thle en/\Ilme associate,,
xx ith a surfaice. and in the second step it becomes actixated by thle generation of'
[)( . This t\sso-step mechanism and thle deduced stoichiomnetrx closel% reflect thle
in x io situation. Plasma mnembranes contain 8-2() mol '(' PS. In the presence of'
(Ca-. protein kinase C xxould be toiund as a miembrane-associated. but inacti\ e.
protein. The breakdoxs n of' PI w\ould then lead to thle generation of DG(. %O ich
xs old activate protein kinase C.

40Q

E30

20

0 2 4 6 8 10
PHOSPHATIDYLSFERIN[ (melol

Figure 3. P~S dependence of' protein kinase C activation h\ rimed inicefles. di( \\,as
present at .i inol (ff107 uNlI) and ( a( I at 1I (iN10 . I mol " PS corresponlds to 43 AMI.

(Reproduced from Iflannunl ct al.. 1985. \% ifi permission of I' .h 'i BJO' Ii'hei ii
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The mixed-micelle methods were also applied I*Or the stud% of actixation and
binding of protein kinase C b% phorhol esters (H1annun and Bell. 1986). 1The results
showed that monomeric protein kinase C hinds phorhol dihutv rate in the presence
of Ca" and PS. Again, the PS dependence dlisplayedl the same degree of coopera-
tislt\ that wvas seen when DGi was used as the activator. Phorhol esters also
modulated the allinit\ of' the en/\ me for PS and Ca- in a manner analogous to
that of DG.

2 2' ~~
Figure4.~~~~~~~~~~~~~ AA P~and DGitreedne Epocnknse'ciaonh emcees

Doulc-ecirocl potsshoiga prdmnnefeto'DinthK(aaet)fPS

Fiue4o .)PSadtGitrdpnec fprotein kinase C. ah hi egh fh t ctipreattion hs i12dG mic\as
%aieduhleresuca ltshoing sflyacie predmiatei kct C. excep onr theosapae ofPs

wih the Dsrest at c.h ains.5 0.1.() and the(0 looes .yrpobc (Repro_'duced roml

cerol and .sn-1.2-dipropano'lglycerol) (Hannun et al., 19860). Another series of'
DG( analogues with substitutions at the sn-I1, -2. and -3 positions were s\ nthesi/ed
and evaluated for their etTets on protein kinasc C activation using thle mlixed-
micelle methods. In brief- these studies established that both okygen e'AIers were



essential, as was the sn-3 hydroxvl. and actiation was stereospecific (Ganong et
al.. 1986h: Hannun et al.. 1986a: Boni and Rando. 1985).

Model for Protein Kinase C Activation by PS, DG, and Ca -2 '+

The mechanistic studies using the mixed-micelle methods and the structure-
function studies conducted with the DG analogues have allowed the lormulation
of a molecular model for protein kinase C activation (Ganong ct al.. 1986/0. A
complex forms between Ca>. PS. and protein kinase C (Fig. 5). whereb\ the
protein becomes associated with the micellar surface through a Ca'* bridge binding
the protein and four PS molecules. In this state. protein kinase C is "primed" but
inactive. DG (or phorbol ester) then activates the enzyme by specifically binding
to protein kinase C and Ca> through its sn-l and -2 oxygen esters and the N1n-3
hvdroxyl. Ca> plays a central role in the lormation of the active complex b\
simultaneously binding four PS molecules. one DG molecule, and protein kinase
C. This model of protein kinase C activation by lipid cofactors accounts tr the
observed lipid dependences. the role of Ca" and PS in enz\ me-micelle interaction.
the observed stoichiometrv with DG and PS. and the interdependence of Ca>-. PS.
and DG. where each one of these molecules modulates the affinity of the enz/ me
for the other two. This model is also consistent with phorbol esters acti\ating
protein kinase C b a mechanism similar to that of DG. Additional interactions
may occur between phorbol esters and protein kinase C to account for their greater
affinity for the enzy me. This model remains speculative at the present time: it rna\
help in the design of further experiments to study the molecular mechanisms of
protein kinase C activation and regulation.

Inhibitors of Protein Kinase C: Mixed-Micelle Analysis
A number of inhibitors of protein kinase C have been identified. These include the
phenothiazines (Mori et al.. 1980). adriamvcin (Wise et al.. 1982). dibucaine (Mori
et al.. 1980). alkyllvsophospholipid (Helfman et al.. 1983). cp-46.665, an antinco-
plastic lipoidal amine (Shoji et al.. 1985). the antiestrogen tamoxifen (O'Brien et
al.. 1985). .erapamil (Mori et al.. 1980), and H-7 (Hidaka etal.. 1984). Except for
the last. w\hich interacts at the ATP site of' the enzyme. the analysis of the
mechanisms of inhibition has suggested that these compounds interfere with the
lipid colhctor regulation of protein kinase C. Detailed analysis of the mechanism
of inhibition by these inhibitors has been fraught with technical problems. First.
these molecules are amphiphiles that partition, in part. into membranes or vesicles.
Their "effective" surface concentrations are therefore unknown, while their bulk
concentrations will be misleading. Second. many of these compounds have deter-
gent or "membrane-perturbing" effects, and since they are effective at concentra-
tions equivalent to those of' PS used in the assays (10-100 pM), their physical
elffcts on vesicles may obscure specific interactions with the enzyme. Third. the
nonhomogeneous nature of sonic dispersions of lipid vesicles precludes molecular
analysis. The mixed-micelle methods, on the other hand. circumvent man\ of these
problems. Triton X- I 00/phospholipid mixed micelles are homogeneous in size and
composition. lipid cofactors are dispersed uniformly and in a low mole fraction:
therefibre. the physical characteristics of micelles are determined principally b\
I riton - 1(0. Similarly. the addition of' low mole fractions of "membrane-acti\ C"
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Figure 5. Model ot protein kinase Cact ivat ion b\ PS. MX and ('a-''. 1) I (erhecad ic% of'
tour space-tilling models ot' PS. Fhe tour carboxyl groups are stiom~i in close promimit\ ito
hind Ca-". IlB) A view in the transverse plane of the memrniane hilaxer shokking thle comples
ofC'a-'* and tour molecules of'PS. An availahle bond to ('a2.* IS sho%% I1 Unoccupied h\ lagavid
farrokk:. (C)D I Sil\ isson to ligate directIk to Ca- present in thle PS/(a -a /protein kinase
conmplex, DGC nlas then has e tw,\o additional contact points with protein Li nase C. (M
I'rotei n i naseC 'isc envisioned to hind to the comple\SII Ills B in l I. othe membrIhian TIC rtLI ICC,
InI this State, thle en/x me is inactis e. J.F) Protein iiinase C 'is activated Mi en DCG becomesl
associated ss ih the foUr- PS/( a-''"/protein iiinase Ccomplex. (Fig. 5 ofC ianlongoe al.. I '48 I.)
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inhibitors would not change the basic structure of mixed micelles. Also. these
amphiphilic inhibitors are soluble in detergent solutions. and surface dilution
kinetics can be analyzed to evaluate the relative importance of' surface (mole
percent) concentrations as opposed to bulk (molar) concentrations. Finall\., since
the assay is quantitati\e. it lends itself to kinetic anal\sis. Uising these methods. \iie
evaluated the mechanism of action of' a number of compounds (Hannun. Y', A..
and R. M. Bell, unpublished observations). The phenothiazines \vere found to be
competitive inhibitors of protein kinase C with respect to PS in concentrations
equivalent to those of PS required lor activation. The mechanism involved inhi-
bition of the DG-phorbol ester interaction with protein kinase (. Also. these
inhibitors were found to display surface dilution kinetics. An increase in the number
of Triton X-1O0/PS/DG mixed micelles. \while it does not affect baseline enzyme
activity. diminishes the potenc\ of these inhibitors. This is because the surface
concentration of the inhibitors decreases with the addition of more micelles.
Keeping the inhibitors at the same mole percent (with respect to Triton X-10()
produces the same degree of inhibition, regardless of the molar bulk concentration
of the inhibitors. Similar analyses have been conducted on other inhibitors, such
as adriamycin and verapamil. as well as some novel inhibitors, such as acridine
d\es (Fig. 6) and related compounds. Preliminary analysis of inhibition b\ acridine
orange suggests that one molecule of this inhibitor interacts with two molecules of
PS within the four-PS/Ca- /protein kinase C complex, thus preventing the inter-
action of DG (phorbol esters) with the mixed-micelle/protein kinase C complex
0 lannun. Y. A., and R. M. Bell, manuscript in preparation). The enzyme remains
bound to the micelle. but in an inactive state.

Sphingosine Inhibition of Protein Kinase C
Sphingosine was found to be a potent and reversible inhibitor of* protein kinase (
Olannun et k1., 1986h). It was almost as etlkective an inhibitor as )G was an
actl\ator (Fig. 6). Mechanistic studies showed sphingosine to interact \ith the
regulator. domain of protein kinase C. with little ell',ct on the catalytic domain.
Kinetic anal\sis also showed that sphingosine interacted competitively with Ca'
PS. and l)( . Sphingosine also inhibited phorbol ester binding to protein kinase C.
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but did not cause the dissociation of the enime from the mixed-micelle surl'acc.
Since sphingosinc is a naturall. occurring compound with a role in the intermediar\
metabolism of sphingolipids, we were interested in the possible physiologic role
sphingosinc may have as a negative effector of protein kinase C. To explore this
hypothesis, the effects of sphingosine on protein kinase C activation wcre tested in
a number of systems. In human platelets (Hannun et al.. 1986h). sphingosinc wkas
found to potently inhibit 40-kD phosphorylation induced b\ thrombin. di(,. or
phorbol ester. Sphingosine also inhibited ['f1 phorbol dibutyrate binding to human
platelets. In neutrophils (Wilson et al.. 1986). sphingosine inhibited the effects of
phorbol ester. DG, the cherotic peptide f-met-leu-phe. opsonized /%mosan.
and arachidonate on the activation of the oxidative burst. Finally. sphingosine was
fbund to inhibit the DG- and phorbol ester-induced diftierentiation of the human
promyelocvtic cell line HL-60 (Merrill et al.. 1986). These experiments established
that sphingosine inhibits the activation of protein kinase C in different cell types

0o0
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Figure 6. Inhibition of protein kinase C b\ adriamycin. acridine orange. and sphingosine.
Triton X- o0 mixed micelles contained PS at 6 mol "i and di(', at 2 nool ". Ca:" xas at
100 pM. Acridine organge and adriam.cin were added from fresh aqueous solutions.
Sphingosine was added with the lipid cofactors.

and by different agonsts. The\ also suggest that sphingosine ma\ be generall.
useful as an inhibitor fbr the investigation of protein kinase C function in cell
ssstems. The hypothesis that sphingosine modulates protein kinase C acti\it\
physiologically could explain a number of observations. First. resting intracellular
levels of DG do not activate protein kinase C. This could be explained if protein
kinase C" activity in the resting state is modulated by both positive (DG) etectors
and negative (sphingosine) effectors. Second. previous studies have revealed that
widely varying levels of exogenous DG are required to activate protein kinase C in
different cell systems (Ganong et al.. 1986,). This may be a result of differences in
the levels of free sphingosine exerting variable inhibition of protein kinase C.
Finally. the generation ofsphingosine in response to extracellular signals ma. pla.
,: negative fiedback role on protein kinase C activation by agonists. Fuiither
investigation of these intriguing possibilities requires quantitative measurements of'
sphingosine levels in cells, as well as measurements of' sphingolipid turno\cr.
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Introduction
It is well established that the Ca ion plays a central role as a mediator of excitation-
contraction and stimulus-secretion coupling (see, e.g., Katz, 1970; Rasmussen.
1981). Perhaps less well known is the role that this ion also plays in activating
mitochondrial oxidation and thereby making available ATP at an increased rate
to match the increased energy demands associated with contraction and secretion.
This activation has been most clearly established for pyruvate dehydrogenase
phosphatase (Denton et al., 1972; Pettit et al., 1972), glycerol 3-phosphate dehy-
drogenase (Hansford and Chappell, 1967), NAD-isocitrate dehydrogenase (Denton
et al., 1978), and 2-oxoglutarate dehydrogenase (McCormack and Denton, 1979).
In the case of pyruvate dehydrogenase phosphatase, activation by micromolar
concentrations of Ca ions leads to the generation of an increased amount of the
active, dephospho form of the pyruvate dehydrogenase complex (PDHA) (for
reviews, see Hansford, 1980: Wieland, 1983). In the case of the other three
dehydrogenases, activation is of an allosteric nature and results in a decreased Km
for the substrate.

Further, recent work by Moreno-Sdnchez (1985a. b) has also raised the
possibility that low, physiologically appropriate concentrations of Ca>+ activate the
mitochondrial adenine nucleotide translocase, or the ATP-synthase. or both. This
would mean that Ca 2> is involved not only in stimulating the reactions that give
rise to the generation of the mitochondrial proton electrochemical gradient (
(see Mitchell, 1966, 1979), but also in the reaction that couples APn* to the
synthesis of ATP. Aspects of this will be discussed later in this chapter.

It is now established not only that purified pyruvate dehydrogenase phospha-
tase responds to Ca ions (Denton et al., 1972: Pettit et al., 1972). but also that
intact, respiring heart mitochondria are sensitive to variations in the Ca-' concen-
tration of the surrounding medium ([Ca- ]0 ), such that a minority of the total
pyruvate dehydrogenase is in the form of PDHA when [Ca+] 0 is 10- M. but a
large majority is in this form when [Ca 2] 0 is 10-6 M. The results for the purified
phosphatase are presented in Fig. 1.4, and the results for intact rat heart mitochon-
dria are given in Fig. I B. It is noted that whereas the sensitivity of enzyme
interconversion to the extramitochondrial free Ca2' concentration can be manip-
ulated by changing the Na' concentration (Fig. I B: Denton et al., 1980) or the
Mg>2 concentration (Denton et al., 1980: Hansford. 1981 )-procedures that change
the magnitude of the mitochondrial membrane Ca-

2
+ gradient-50% activation of

pyruvate dehydrogenase occurs at a Ca2+ concentration of 0.41 jM when the ionic
composition of the medium mimics that of the cytosol. This value is somewhere
between resting and stimulated values for the heart cytosolic Ca>+ concentration
([Ca 2 +],; see below).

Thus, control by Ca" is plausible for the intact cell. But can it be demonstrated
to occur? This chapter presents recent work from our laboratory in which we folioN
the response of the PDH.t content to the elevation of(Ca ]+ to determine whether
this is consistent with a cause-and-effect relationship. The cell types employed are
freshly isolated, Ca 2*-tolerant cardiac mvocvtes from adult animals, in which wre
raise [Ca2+1, by plasma membrane depolarization, and freshly isolated hepatocytes.
in which case we use the Ca-'-mobilizing hormones phenylephrine. vasopressin.
and glucagon.
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Methods
The procedures for the isolation of Ca2+-tolerant cardiac myocytes from adult rats,
the loading of these cells with quin2, and the studies of quin2 fluorescence and of

the measurement of pyruvate dehydrogenase have all been described in Hansford

(1987).
The procedures for the isolation of hepatocytes, the loading of these cells with

quin2, and the measurement of the fluorescence of intracellular quin2 have been
described by Staddon and Hansford (1986). Procedures for the measurements
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Figure I. (A) Activation of pyruvate dehydrogenase phosphatase by Ca-2 (h1) Eftcct of
increasing [Ca2+],. on the PDHA content of respiring, coupled rat heart mitochondria. (.A)
Enzyme activity was measured in mitochondrial extracts and is presented as a function of
the concentration of Ca2' (filled circles) or Sr2 1 (open circles). (Reprinted with permission
from McCormack and Denton. 1980.) (B) Mitochondria were incubated in media containing
the concentration of Ca 2' indicated, stabilized with EGTA buffers, and sampled for PDtt,
content when enzyme interconversion had attained a steady state. The respiratory substrate
was glutamate plus malate: full details are given in Hansford (1981). The concentrations of
Na* in the incubation were: none (filled circles), I mM (open circles), 10 mM (open squares).
20 mM (filled triangles). All incubations contained I mM Mg 2 *.
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of the fluorescence of Intracellular indo- I and of' reduced nicotinamide ade-
nine dinucleotide and reduced nicoti nam ide adeni ne din ucleotide phosphate
[NAD(P)HJ and for the extraction and measurement of hepatocste pyruvate
dehydrogenase have been described b% Staddon and Hiansford ( 19X7).

Table I
Effect of Ruthenium Red and Ryanodine on the Increase in PIMI4
Content Induced by KCI and Veratridine Plus Ouabain

Condition I1)1I (7i of total)

(Al 5 mMi KU! 31 7tl 14t 32
20 mM KU! 3 9. S±o. 6 (41
40 mM KOI 49 5±4.6(6)
55 mM KC! 49.3± 3.6 (8)
80 mM KO! 60.6)±3.9 (11)

(1B) S mM" KO! + ruthenium red 3I I S-±27 (31
4(1 mNl KOI + ruthenium red ;8 '±2 3 (3)
55 mM KOi + ruthenium red 3.±.)(l
8(0 m%1 KU! + ruthcnium red 3 .s ± .1 (1)

'( 0 mM~ KU! + rxanodine .19.8±4.1I (3)
4)) mM% KG) + r~anodine 56(0±o.9 (8)

5 mM KO! + rxanodine t)2.3±7.0 8)
8(0 mM KO! + rxanodine 72.7±9.2'1(8)

MI) %I M cratridmnc 3"1.6±4.5 (6)
215 MM 'eratridine 5 1.0± 1.9 H10)
2 5 ju N1cratridine + 0.2 mMl ouahamn f~r7.6±3.9 (8)
((.2 mM ouahain 45.6±5.0 (5)
25 MiNI 'ratridine + 0.2 mnM ouabamn + ruthenium red 3 5.8 ±2.0 0 0 )§

(1..) 25 uNM eratridine + (0.2 mM~ ouahain + r~anodine 52.6±4.1I (3)

Suspensions of rat cardiac m'ocvtes werc ncuhated and sampled for PDI-I, content as
described in Hanstbrd ) 1997). 1hc basal medium contained 5 mM KU!: higher concentra-
tions of~ K* were achiesed by mixing volumes of an isotonic medium in wAhich K replaced
Na ions. Sampling \&as done 10 min after the addition to the suspension of K'-containing
medium or of verairidine plus ouabain, as appropriate. Where indicated, ruthenium red and
r~anodinc were added 3 min before the K-containing medium or %eratridine. to gi',e
concentrations of' 12 and I MNI respecti'el%. D~ata are presented as means ± SFM. NNIth the
number of preparations in parentheses. Values of I)11. are significand'. lower in the
presence of'ruthenium red than in otherwise identical incubations omnitting ruthenium red.
* 1) < 0.0(5. * < 0(8(5. p 1 < ((.0( 1.

Results and Discussion
Response of PDII., Content and of ICa2 *I, of Cardiac MIyocytes to Plasma
Membrane Depolarization
It can be seen from 'Fable I that the elevation of the extracellular K*concentration
from 5 to 80 mM. a procedure that leads to a graded depolarization and increase
in [Ca2*1, (Pow-ell et A.. 1984: Sheu et A,. 1986), also gives rise to a progressixe
increase in PI)1.,\ content. Equally, the treatment of the myocvtes withi veratridine
plus ouabain, a procedure that might be expected to lead to depolariiation and
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Na+ overload (Escueta and Appel, 1969: Ohta et al., 1973), gives rise to a large
increase in PDHA.

The response of [Ca2*]I to these interventions is shown in Fig. 2. Raising [K+]
to 40 mM gives a larger increase (A) than does raising [K*] to 20 mM (B). Ouabain
alone, added to inhibit the Na+-K+-ATPase (Escueta and Appel, 1969), gives a
very modest increase in [Ca2+1,] which is consistent with the known insensitivity
of the rat to cardiac glycosides (C). However, ouabain does potentiate the effect of

A

70 pmoI OUA AIN 30 moI KCI/

UMn /
Z DIGITONINLU. DIGITONINit B
o DTPA

B D
DTPA

i- 50 nmol
30 umol KCI 3 min VERATRIOINE E

OUABAIN
10 nmol

VERATRIDINE

Figure 2. The effect of plasma membrane depolarization on the fluorescence of suspensions
of cardiac mvoc-ves loaded with quin2. Cells were incubated at 3.5 mg of protein/ml in
medium containing 7.5 gM quin2 AM. for 30 min at 37"C. This generated cells containing
0.73 nmol ofquin2/mg protein. After this loading step, the cells were washed by centrifuga-
tion and used for the fluorescence studies shown. Where indicated, millimolar C12 was added
to 0.1 mM to quench the fluorescence of extracellular quin2. digitonin was added to 5 PM

to allow the Mn 2- to react with intracellular quin2, and diethylenetriaminepentaacetic
anhydride (DTPA) was added to I mM to remove Mn - from the quin2/Mn- chelate and
therefore generate maximal fluorescence. Full details are given in Hansford (1987).

a nonsaturating concentration of veratridine (E), which acts by holding open Na'
channels (Ohta et al.. 1973, Blaustein and Goldring. 1975). Veratridine alone gives
a large, rapid increase in [Ca2*1, (D) when added to the high concentration (25
uM) used for the pyruvate dehydrogenase studies.

It is clear that there is a relation between the decrease of increase in [Ca-'*1,
shown in Fig. 2 and the degree of increase in PDHA content shown in Table 1. It
is not possible, in our opinion, to define the changes in [Ca2+ more quantitatively,
as the calibration of the fluorescence signal from quin2 is marred by the apparent
presence of more than one compartment for the dye within the cell (see Hansford.
1987, and Staddon and Hansford. 1986, for more discussion).

Whenever [Ca 2-+] is sufficiently elevated, a muscle will undergo contraction
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and the availability of ADP to the mitochondria will increase. Pyruvate dehydro-
genase interconversion is sensitive to changes in the mitochondrial ATP/ADP
ratio. as ADP inhibits the pyruvate dehydrogenase kinase (Hucho et al., 1972: see
also Hansford. 1976). and so the question arises as to how important are changes
in [Ca-,>I, per se in signaling metabolic demand to this enzyme system. vis-a-,is
changes in the ATP/ADP ratio that occur because of' muscle contraction. The
following arguments bear on this point.

(a) The presence of ruthenium red. an inhibitor of the uptake of Ca2' by the
mitochondria (Moore. 197!). largely prevents any increase in PDHA content due
to high concentrations of K* or to treatment with veratridine plus ouabain (Table
1). However, ruthenium red does not attenuate the response of (Ca-*], to these
interventions. (This is presented not only because of the degree of fluorescence
quenching due to ruthenium red: the percentage change of the quin2 signal in
response to KCI or veratridine is identical in the presence and absence of the
inhibitor.) Ruthenium red also does not alter the frequency of spontaneous "wvay-
ing" that occurs in a significant fraction of these cell populations and has been
taken to reflect values of [Ca-], (Kort et al.. 1985).

(h) Treatment of the cell suspensions with ryanodine. an inhibitor of sarco-
plasmic reticulum Ca > transport (Sutko and Kenyon. 1983). renders the cells
totally quiescent when viewed under the microscope. but has no effect on the
elevation of PDHA content in response to the interventions shown in Table I.

(c) Loading of the cells with the Ca-2 -chelating agent quin2. to an intracellular
content of 0.5-0.7 nmol/mg of protein, makes the cells totally quiescent. but does
not diminish the response of the PDH. content to procedures that elevate [Ca"],.
These data are presented in Table II.

From these results, it seems quite clear that increased mechanical work is not
a prerequisite for the activation of pyruvate dehydrogenase and that the enzt me
system is capable of responding to changes in [Ca:'], alone. However, that does
not rule out a supplementary effect of a decreased mitochondrial ATP/ADP ratio
in actively contracting heart muscle, and it is noted that the degree of mechanical
work performed by the "waving" cells in this study is likely to be very small
compared with their workload in the animal. Nevertheless, the efficacy of the Ca'
signal is established.

We regard the use of quin2-loaded cells as very informative and note that
major changes in steady state values of [Ca-'J, can be demonstrated (Fig. 2).
concomitant with enzyme activation (Table 11). but without any evident contrac-
tion. It is apparent that at -0.5 mM intracellular quin2, the degree of Ca-' buffering
is such that Ca2 -induced Ca>' release from the sarcoplasmic reticulum (Fabiato
and Fabiato, 1975: Fabiato, 1983) is inhibited.

Response of PDtl. Content and of [Ca2 ],. of Ilepatocytes to Glucagon,
Vasopressin, and Phenylephrine

It is known that t,-adrenergic stimulation and the hormone %asopressin raise
[(Ca-'] in hepatocytes (Charest et al.. 1983: Berthon et al.. 1984 Ihomas et al.,
1984) as well as stimulating the pathway of gluconeogenesis. RecentlN. it has been
found that the hormone glucagon, which also stimulates gluconcogenesis. but
which had formerly been considered to act solelh through the elevation of cyclic

\MP. also gises rise to an increase in [Ca 2 ]. (Charest el al.. 1983: Sistare el al.,
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I able 11
Effrect of Add ition of KCI and of Veratridine Plus Ouabain
on the PINI, Content of Quin2-loaded Cardiac INoc3.tes

Condition PDHA,
(%of total)

5 mM KCI 34.2±4.6 (6)
20 mM KCl 41,5 (2)
40 mM KCI 45.3±3.1 (4)
55 mM KCI 44.7±5.1 (5)
80 mM KCI 57.3±5.5 (3)

25 pM secratridine + 0.2 mM ouabain 62.5±2.8 (4)

1 he experiment %%as conducted as described in "Table 1. with the exception that the mvocvtes
"ecre loaded with quin2 hx a prior 30-mmn incubation with 7.5 PM quin2 AM. The data are
deris.ed from the number of experiments indicated but only three preparations of cells were
used. (From I-ansford. 1987.)

1985:, Staddon and Hansford. 1986). For this reason. we chose to investigate
whether the PDH.5, content of hepatocytes responded to these agents and. if' so.
whether there was a quantitative relationship between changes in [Ca2>I, and
changes in PDH.N content. Early in this investigation. we discovered that the
activation of protein kinase C by phorbol esters results in an attenuation of the
increase in [Ca'*], that normally occurs upon exposure to glucagon (Staddon and
Hansfbrd. 1986). The site of action of protein kinase C is distal to the glucagon
receptor. as phorbol ester can also effectively antagonize the action of dibutvrvl
cAMP and forskolin in raising [Ca2'], (Staddon and Hansford. 1986). There is a
distinction here between the effects of phorbol esters on the response to glucagon
and that to the nv-adrenergic agonist phenylephrine: in the latter case. the locus of
action is thought to be the ( ,-receptor (Cooper et al., 1985:, Lynrch et al.. 198 5).

For the purposes of the present study, glucagon. vasopressin. and phenyleph-
rine provided tools allowing the elevation of [Ca2>{. and the phorbol ester 4 3-
phorhol 12-myristate 13-acetate (PMA) provided a tool for reversing this effect.
when stimulation was by either glucagon or phenvlephtine. Table III shows that
phenylephrine. vasopressin. and glucagon each gave an increase in PDHA content.

Fable Ill
Actkation of P~ruvate lDehydrogenase by Phenylephrine. Vasopressin,
and (Glucagon in liepatocsites and the Influence of PNMA

I Ilormone P[)14 actis itN Plus PMIA (5ot) 0.1I

1 .01±0.05 (8) (0.1,8±0.06 (S)
Phen leph ri ne (25 pM) 1 .20±01.09 (6)* 1.0)1 ±0.t)S ())
'Vasopressin (25 nM) 1.69±0.13(8): 1. .5 9±0. I I(S)"
(Glucagon 110 nM) 2.27±0.22 (8): l. _5 ±t).13 (80~

Ps rus ate dehvdrogenase actix ts was measured as described in Staddon and Hanslbrd t 1987).
VaIle shov n are means + SEM. with the number of' cell preparations indicated in
parenitheses. [ he statistical significance for the difference between salues in) each \ertical
column "sas determined b\ at paired i test: *p1 < 0,011: 11) < 0.(X1 < 0.05. In comparis on
bectween column%: PMA was without effect on unstimulated PIH, content; PM.. %%is
wsithout effect on the %asopressin-indUced and phen~ lephrine-induced increase in P)H,
Content: PM ,\ o~gnificantl\ (/p < 0.11(1) diminished the actisation Caused b\ glUcagon.
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with increasing effectiveness in that order. The response to phenylephrine was
abolished by pretreatment with PMA, whereas the response to glucagon was
severely attenuated and that to vasopressin was unaffected (Table 111).

When [Ca2 1, was monitored in quin2-loaded hepatocytes (Fig. 3) it was found
that glucagon. vasopressin. and phenylephrine each gave a large increase in
(Ca2>],. which was sustained, provided that the cells were incubated in a medium
containing physiologically appropriate levels of Ca2'. Prior treatment with PMA
abolished the effect of phenylephrine, as had previously been shown by Cooper et
al. (l19S) and Lvnch et al. ( l985l. and severely attenuated the response to glucagon.
The response to \asopressin was unaffected.

The general correspondence between changes in [Ca ,]'I and changes in PDH,
content is consistent with the thesis that the former is a determinant of the latter.

3 "

,a, iw >
4 - PMA

PMA .M g,.>cag-

Phenviepn'ne

Figure 3. The response of hepatocue lCa>), to treatment with glucagon. phen\Iephrne.
and %asopressin. Hepatocvtes "ere loaded wkith quin2 by incubation of the cells (2.5 me
protein/mIl with 100) UNM quin1 NNM f or IS mill at 37'('. Thiispr~cedture gase cells conitainingp
I nmiol 'nimg of cell protein, or -I m1VI intracellUlar qui n'. Fluorescence measurements oscre
made as described bs Staddon and I lanisford (I 1986. 1In trace a. glucagon was added ito
nM. PMA to 500) nM. and ionnmy.cin to II.)pM. In trace /1. PMA was added before glucagon:
the second addition ofgiucagon gave I pM. In trace c. phenslephrine was added to 25 p.M.
and I-l--l .2-dioctanoyl glycerol (diC5) was added to I1) pM: this unnatural diac\Ilxcro
is used to activate pro~tein kinase C. in ainalogy w ith the use of PIA. A subsequent addition
of' vasopressin. to 25 nM, was et)fective in elesating [('a'*]. In trace d. treatnient of' the
hepatoestes with PMA (5S1O nM) abolished the response to p)hen~lephrine j2 5 LIM). but
allowed an undiminished response ito sasopressin (25 nMI. the miediuni contained 2.5 ni~i
Ca" in these studies.

in the response (if hepatocytIes to these hormones. Nn apparent anomnal\, . w Iich
mas be informative. is that sasopressin gises as large an increase in [ Ca-] as
glucagon. hut less ofan activation of p~rusate dehsdrogcnase (I-Table 11I). (Conccis -
ably. glucagon has the additional effect of'resetting the mitochondrial Ca" transport
cy c such that uptake is favored: alternatixl\. \asopressin might reset the Ccc
in the favor of' efflux (see Nicholls and Akerman, 1981. and liansford. I 98S. for
reviews on the mitochondrial Ca-* transport ecice). More experiments seem to be
warranted tin this matter.

There is no doubt that the presence of I iM quin2 w-ithin the hepatoc\tes In
studies of the sort shown in Fig. - leads to a significant damping of' changes in
[Ca"] , As tine tof' our goals was to relate changes in [Ca7 ] to changes in
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mitochondrial N.ADH. as an index of' mitochondrial dehydrogenase activits inl
general (see below%), and we were interested in temporal relationships, it seemed
pret'rable to use less highly huffred cell preparations. Fig. 4 presents the result,, of
an experiment using hcpatocvtes loaded with -0. 1 mM indo-l. a fluorescent Ca' -
chelating agent ((irynkiewicz et al.. 1985). At this relatil clv low level of intracellular
Ca" buffering, it is apparent that phenylephrine and glucagon both cause ver\
rapid increases in [('a2*1, and moreover that the subsequent addition of' PIA
leads to a rapid reversal. As the action of vasopressin is not sensitive to PMA. it is
possible again to raise [Ca>J by adding this hormone.

'[he Relationship Betwieen Energy Demand and Energy Supply
Activation of pyruvate dehydrogenase. NAD-linked isocitrate dehydrogenase. and
2-oxoglutarate dehvdrogenase by Ca>* would be expected to increase the rate of'
provision of' NADH to the respiratory chain and, in the absence of an actisation
of the chain itself or of phosphorvrlation reactions (which is. however, a possiblit\

~ (a) PMA 4

Phenyteprne Vas reS.

0~ 3 mm

PAVasopressm
GlucagonM

Figure 4. D)emonstration of' thle reversal b\ PNIA of' increases inl [(Ca- , induIced h\
phens leph ritne and gILucagon. Hiepatoes tes "e rc loaded s\ Ith i ndo- I. to anl nirtaceHll iar
concentration of' -0.1I rn Il fluorescence kkas excited at 365, n and eiiwon at 40t) n
wkas recorded. Plhen\ ephrnec skas added to 25; AiI glucagoni to 10 til NI asopressin to 25
11M. and PNM- ito 500 n iM. I hie iedin Inl contained 2. iM CIa'i

see Moreno-S~inchez, 1 985a. 1)). to lead to an increased stead\ State Content of'
rnitochondral NAtJIl. Activation of'energv-Lltililing processes in the evtosol. h
contrast. might be expected to low\er the initochiondrial NAT H content h\ i nceas-
ng ADPA availabilits to the mitochondrion. according to the classic thecor\ of

(Chance and Williams ( 1956). Theret'ore. '% e were Curious to see Ml at thle response
()I initochondrial NA DII content would be to the perturbations described ahos e.

In wkork with cardiac myocy tes (Fig. 5). thle addition of' KCI to 3t0 or 4i mniM
"as found to give rise to a negligible redox change. Mihen this w as monitored h\
"~hole-cell fluorescence. The response varied betwe-en no change and thle 0"1 change
in the direction of' oxidation that is showAn in the figure. This Is quantitated InI
terms of pyridine nucleotide that can be oxidiied by the proton ionophore FCCP
and reduced by the respiratory chain inhibitor rotenione. A similar oxidation of'
mitochondrial nicotinamide nucleotide has been reported for perfuised heart. %0hen
the work load is increased (lllingworth et al.. 1975). It is likely that the aeuis ation
of actom\,osin ATPase bv Ca>' Is a dominant Process uinder these conditions.

V. contrast. Ca" -mobiliiing hormones lead to a pronounced increase In
fILuoIeCs .nce in suspensions of* hepatocs tes (Fig. 6). (ILcagon. phenv lephrine. and
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KC_01
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Figure 5. Effect of plasma membrane depolarization on the NAD(P)H fluorescence of a
suspension of cardiac myocytes. Fluorescence of a suspension of myocytes (2.5 mg protein/
ml) was excited at 365 nm and collected at wavelengths >460 nm. Where indicated, KCI
was added to raise the concentration in the medium from 5 to 45 mM. The uncoupling
agent FCCP was added to 2.5 pM: rotenone was then added to 2.5 MM.

vasopressin (separately) lea6 to a rapid increase in fluorescence, which is not fully
sustained. This is attributed to an increase in mitochondrial NADH content on

the basis of control experiments (not shown) in which cytosolic NAD is reduced
with ethanol and the transfer of reducing agents into the mitochondria is blockaded
with amino-oxyacetate. Under these conditions, results similar to those shown in
Fig. 6 are obtained. An increase in NAD(P)H fluorescence in response to glucagon
has also been reported by Sugano et al. (1980), Balaban and Blum (1982), and
Sistare et al. (1985) in work with perfused liver or isolated hepatocytes. PMA
prevents the rise in NADH due to phenylephrine and attenuates that due to

glucagon. in striking analogy to the results for [Ca'],. (Fig. 3) and for PDH, content
(Table III).

Glucagon PMA Glucagon

(C) (d)0
'- *

2: Phenylephrine PMA Phenyiephrine

< (e) N,"z e)(f)

Vasopressin PMA Vasopressin

3 min

Figure 6. Response of the NAD(P)H fluorescence ofa suspension of hepaiocytes to Ca'*-
mobilizing hormones. The fluorescence of a suspension of hepatocytes was monitored as
described for Fig. 5. The final concentrations of added compounds were: 10 nM glucagon.
500 nM PMA, 25 MM phenylephrine, and 25 nM vasopressin. The Ca2 concentration of
the medium was 2.5 mM. The maximum increases in fluorescence caused b\ the agonists.
expressed as a percentage of the increase in fluorescence obtained by adding 5 UM rotenone
plus 20 mM m.-3-hydroxybutyrate, were 37% glucagon (a), 17"% glucagon (h. 51"1 phen-
.lephrine (c), and 44% vasopressin ().
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That the elevation of [Ca-], per se is sufficient to increase dehydrogenase
activity, and therefore mitochondrial NADH content, emerges clearly from Fig. 7.
At low concentrations of ionomycin, which are sufficient materially to increase
[Ca>,]., (not shown), there is a large, time-dependent increase in fluorescence.
However, at higher concentrations of ionomycin, the response is biphasic, with an
initial reduction succeeded by an oxidation. Presumably, the energy demand
imposed by Ca* cycling at the mitochondrial membrane, the endoplasmic reticu-
lum. and the plasma membrane begins to overwhelm the ability of the mitochon-
dria to maintain the ,.X+.

When the Ca>- concentration of the surrounding medium is rapidly decreased
to -0.2 MM by the addition of EGTA, a suspension of hepatocytes can still respond
to Ca-'-mobilizing hormones (Fig. 8). However, the increase in [Ca2>]c is quite
transient: this is especially clear in this experiment, owing to the use of 0. I mM
indo-l as the indicator. Under these conditions, it is reasonable to presume that

3 IM,

C
' 3 PM ionomycin

P 2 pM ionomycin

LL (b)
I

10 ,M ionomycin
z

(C)

20 ,M ionomycin

Figure 7. Effect ofionomcin on the NAD(P)H fluorescence ofa suspension ofhepatoc'tes
The fluorescence of a suspension of hepatocytes w-as monitored as given fbr Fig . The
incubation medium contained 2.5 mM Ca-. In trace a, sequential additions of ionom'cmn
were made, giving final concentrations of 2 and 5 pM. In traces h, and i, ionomcin \as
added to 10 and 20 MM, respectivelk.

Ca ' is being released from an intracellular pool. and the consensus now is that
this is located in the endoplasmic reticulum (Kleineke and Soling. 1985: Somlo
et al., 1985). After release by glucagon, little remains of this pool to be released b\
vasopressin (Fig. 8). However, when the glucagon-induced release has been opposed
by PMA. more Ca- remains to be released by vasopressin. Fig. 8 shows that the
addition of glucagon still causes an increase in mitochondrial NAD(P)H fluores-
cence, in the absence of extracellular Ca>. Our result here contrasts with the
finding of Balaban and Blum (1982) that incubation in a Ca,'-free medium
abolished the response of NADH to glucagon: cells were exposed to Ca'-free
medium for a greater length of time in this earlier study. with the likelihood that
the reticular store of Ca-' had become depleted before the hormone was added. In
general, there is found to be a correspondence between changes in [Ca']. and
changes in NAD(P)H fluorescence (Fig. 8).

However, the addition of vasopressin after the depletion of intracellular Ca>
pools with glucagon is found to give essentially no increase in NADH content,
despite an appreciable increase in [Ca>],. This apparent anomaly is interesting.
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One possible mechanism is that glucagon enhances the activity of the respirator\
chain (Quinlan and Halestrap, 1986), as well as that of the dehydrogenases being
discussed here. If the activation of the respiratory chain is slower, this could account
for the failure of NADH content to rise in response to the second hormonal
stimulation. A second possibility is that these hepatocytes are substrate-poor and
that there is an insufficient supply of pyruvate and acetyl coenzyme A to the
tricarboxylate cycle to give high flux, despite the activation of the dehydrogenases
by Ca2' . There is some evidence in favor of this notion, as the mitochondrial
NADH/NAD' ratios of isolated hepatocytes are normally lower than those of the
perfused liver. One could presumably discriminate between these two different

*PMA

a) 3mmni
W z { a ,

VVP
W GLUO GLU VP GLU VP PMA

S .PMA
Z C) d/l.J' ,

Figure 8. Effet of PMA on the response of'an intracellular pool of (a." to stimulation of
hepa:ocytes b\ glucagon. Parallel recordings are presented of the fluorescence of suspensions

loaded "kith Indo- I (traces (-(') and of the atot)uorescni of stuspensiors of "nonlodcd
tells. %hich reflects main[\ \.I)( PA(tl (traces a and NI. (ells %ere preincubated in a Medium
c )iitaining 0. 5nI ('a(Cl .. 3 mi before the addition of hormone. ERi tA was added to II.5
mM. gising a final concentration of Ca' in the medium of -0.2 uM: where appropriate.
51) nM PMA was added at the same time as the IGIA. In trace c. alone, the Ca(l
concentration "as 2.5 mM. and there was no addition ot'ERT,. Glucagon was added to 10
nM and sasopressin to 25 nM. The maximum increases in NAD(PH-I fluorescence caused
h% the agonists. expressed as a percentage of the increase in fluorescence obtained b. adding
5 PM rotenone plus 20 mM i.m -3-hxdro.ybut% rate. were 35'1 glucagon (al and IN"
gluLagon (h). Full details are given in Staddon and tlansford (,4L7).

models on the grounds of rates of O uptake: if NAI)H content is lowA ossing to
substrate limitation. 0, uptake should be slo\, if NADH content is lov owing to
increased respiratory chain activit,. then 0, uptake should be more rapid.

In general, it is clear that the increase of (Ca'],. in hepatoc.tes increases the
mitochondrial NADH/NAD + ratio, via an activation of dehydrogenases. The
significance of this for oxidative phosphorylation is presented in Fig. 9. " hich is
schematic in nature. On the basis of the chemiosmotic theor\ ofenerg> transduction
(Mitchell, 1966, 1979), the rate of hydrogen flow down the respiratory chain is
driven by the drop in free energy between the .\L'h of the span of the respiratory
chain being considered and the proton electrochemical gradient AJmU. Equally, the
rate of phosphoryl group transfer to ADP is driven by the free-energy drop between
the ..p-I+ and the free energy of ATP synth, sis, under prevailing cellular conditions
(AG4,p). The increase in NADH/NAD' owing to dehydrogcnase activation nec-
essarily increases the .1I-h component for the respirator\ chain as a \4hole, as the
terminal acceptor couple 1/2 0,/H20 is unchanged. Given near-equilibrium at
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sites I and 2. and nonequilibrium at site 3 (see Hiansfbrd. 1980. for a review), the
increase in the NADH/NAD* ratio would be expected to raise the cytochrome c
Fe2+/Fe'* ratio, and thus the flux through site 3. The enhanced rate of respiration
would be expected to lead to elevated values of A4-. The latter change in turn
will make possible higher rates of phosphorylation of ADP and the generation of
elevated values of the ATP/ADP x P, ratio in the steady state. There is indeed
evidence that glucagon treatment of liver leads to an enhanced AmH. and ATP/
ADP x P, ratio (Bryla et al., 1977: Halestrap. 1978: Titheradge et al.. 1979:
Titheradge and Haynes, 1980).

In excitable tissues, the situation is different in that activation is normally
associated with increased availability to the mitochondrion of both Ca - ' and ADP.

M AEh

CMGAr-

mm

CHANCE AND WILLIAMS ADDITION OF DEHYDROGENASE
(1955) MODEL ACTIVATION TO CHANCE

AND WILLIAMS MODEL

Figure 9. linergctics ot'oxidatice phosphor% lation: the effect of superimposing the actiation
of dehxdrogenases h\ ('a' and *\DP on the classic model. [he height of each bar represents
one of the thermods namic quantities insohcd in oxidative phosphor\ lation. AL/h is the
difflrence in obser\ed reduction potentials hetNeen the redox couple acting as an clectron
donor and the couple acting as an acceptor or a given rcdo\ loop. or loops. of the respirator\
chain. In the experiments of Johnson and tlansbord ( 1977) and Hansford and Castro ( 198 I ).
two spans were considered, from NAI)I/NWI) to cxto'hromc Fe>'/Fe". Apc, is the
proton electrochemical gradient. or protonmotie torce of Mitchell (1966. 1979). The
parameter measured is multiplied b\ an assumed stoichiometry of protons per site to allox%
the comparison \Aith the other thermodsnamic parameters. AG\I., is the free energ\ of'
snthesis of ATP, under pre\ailing conditions of concentration of reactants and products
and Mg>,. The purpose of this plot is didactic, and it is accordingly stylized. For real results.
the reader is referred to Johns.n and 1lanslt'rd (1977).

Increased availability of ADP per se leads to a drop in AP-, because it acts as a
substrate for the proton-transporting ATP-synthase (Mitchell. 1966, 1979). In turn,
respiration is activated and the steady state mitochondrial NADH/NA)' ratio
tends to fall. This is a restatement in chemiosmotic terms of' the classic Chance
and Williams (1956) mechanism of respiratory control. Superimposed on this. "C
believe, is activation of dehydrogenases by Ca2* and. indeed, bN ADP ()enton ct
al.. 1972, 1978: Pettit et al., 1972: Hansford. 1972: Hucho et al.. 1972: Mc(ormack
and Denton, 1979). The net effect of activation of both ATP-sy.nthase (h AI)P)
and of pyruvate, NAD-isocitrate, and 2-oxoglutarate dehydrogenases (b\ Ca7 ' and
by ADP) is that mitochondrial NADH/NAD* ratios decreases little, if at all, on
activation: certainly they decrease less than the% would in the Chance and Williams
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(1956) model. In heart mitochondria oxidizing 2-oxoglutarate. the NADH/NAD'
ratio does not change uponl adding ADP and Ca 2 . to 0.5-1 uM (HansfOrd and
Castro, )981): with suspensions of cardiac mvocvtes. the mitochondrial NADH/
NAD' ratio changes verx' little on depolarization of the cells with elevated concen-
trations of KCI (Fig. 5). In mitochondria from fly flight muscle, a tissue that is
exquisitely well adapted to energy transduction and shows deh,,drogenase level
control to a very pronounced degree, the addition of ADP plus Ca2* (0.5-1 uM)
results in an increase in the NADH/NAD* ratio, when the substrate is pvruvate
plus glycerol 3-phosphate (Hansford and Sacktor. 1971 ). At the same time, the
rates of 0, uptake are increased by 30-fold.

The consequence of this preservation, or enhancement. of the NADH/NAD*
ratio in the face of increased energy demand upon the mitochondria is that the
free-energy drop between AEh and A~ji and between A*and A~i., can be
increased, allowing higher rates of oxidative phosphorylation. without -%(I*,,,, being
allowed to fall to the point where the ATP/ADP x P, ratio could no longer support
the AlP-driven reactions of the rest of the cell.
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Introduction
\ asopressin is the major hormone insoled in the regulation of water balance bs
mammals. Its mechanism of action has been studied in the ke', target epithelium.
the renal collecting duct. as wkell as in in sitro models: the amphibian skin and
bladder. In general. \asopressin-sensitise epithelia are remarkabl\ impermeable to
\%ater in the resting state, in contrast to the usual high permeability of luminal
membranes of epithelial cells in general. When stimulated b\ vasopressin, the
permeabilit. of the renal collecting duct or amphibian bladder increases to a lesel
comparable to that of most other biological membranes. Vasopressin induces this
transformation in k ater permeabilit. in its target cells b first binding to its receptor
on the basolateral surface of the epithelial cell. stimulating aden. late c,lase. and
increasing the c.toplasmic concentration of the second messenger, cclic AMP.
\% hile the molecular eents distal to cAMP production are obscure, an understand-
ing of the resulting morphological events has been defined in the toad bladder and.
to( a lesscr ctent. in the kidne\ collecting duct. .Iterations in luminal membrane
,tructurc ,\Nere first demonstrated b,. free,,e-fracture electron microscop b\ (he-

lh.r ct ail. (I 9 4). 1 he\ shoswed that. v,,ithill mIi nutCs after stinulatiol b\% antidi-
iire-tlc htrm one, aggregatcs ot smatll ittranim bra no us particles (IIPs) appear in
the 11.11lt membrane oft he frog bladder gralular cell, I his obsersati tn ha,, been1
confirmed in a number of laboratories (for rexie,.,, see tlas. 19X3. and Hass et al-
1 )983 and has been extended to the collecting duct of the mammalian kidnex
IHtarmanci ci al.. <L',1) and to toad epidermis (Brovk n et al.. 1983). -A further
understanding of this process came from the %oork of Wade ( 19-8) and H umberl
ct al. ( 1'9-. " ho reported that thin. tubular structures in the apical c~toplasm of
toad bladder granular cells contain the IMP aggregates in a helical arraN. and
appear to delicer them to the luminal membrane after \asopressmn-induced fusion.
W, adc e- al. (198 . in the "shuttle h\pothesis," proposed that the cytoplasmic
tubular structures trasel from sites in the apical c,toplasm to the luminal mem-
brane. In support ol this. the\ demonstrated that the frequenc. of these structures
in the c,,toplasm decreased after kasopressin stimulation. wxhich suggested that the\
had migrated to fUsion sites in the membrane, Muller et al. (19801 deeloped the
idea of \asopressin-induced fusion further b\ showing that fusion e\ents k ere rare
in the absence of sasopressin and increased sharpl\ in the presence of hormone.
I hus. the final steps in the action of sasopressin seem to be a special case of fusion
b, esoes'\toss. entirel. in keeping sith a hormonal response that must appear and
disappear rapdl , as the state of hsdration of the sub!ect changes.

In this chapter. \ke \,oill re mcxx the phenomenal of )Inldoc\tosis and .so.\t1ls
, tll\ appl% to \ asopre,,sin action and attempt too integrate this hormvlonal response

1t alteraftions in membrane and inicrofilanit organi/ation.

Endocytosis and Exocytosis: General Considerations
()ne of the more intriguing problems in cell biolog\ toda\ is the mechanism b
%%hieh cells can initiate a continuous and highl., controlled mosement of mem-
brane-embedded proteins from one cell organelle to another. Our current under-
standing of this process has come. in large part. from the elegant work of Bro\ksn
and (ioldstein ( 1986). "ho hae coined the term ..receptor-mediated endoctosis"
to define the selectie uptake of specilic membrane proteins from the cell surface.



lhis process is common to virtually all eukarsotic cells. "shich use receptor-
mediated endocstosis for a wide variet of lunctions, including cellular actisities
insolsed with nutrition, host defense. and transport and processing oifextracellular
molecules (Stahl and Schvsart,. 1986). In general, molecular ligands bind to specific
cell surface receptors that move to and aggregate within specialized regions of the
plasma membrane termed "coated pits" (Brown and G;oldstein. 19X6). W'hen
viewed in the transmission electron microscope, these insaginations of the plasma
membrane demonstrate a characteristic fuzzs cytoplasmic border that is composed
of a famil. of proteins with a major species, clathrin, ha\ ing a molecular wAeight of
180,000 daltons (Pearse, 1976). and other polvpeptides. including a I (0.000-dalton
species (Zaremba and Keen, 1983) that has been implicated in both coal assembl\
and in the binding of clathrin to the membrane. When viewved in rapidl. fro/en.
deeply etched images under the electron microscope. the coated pits and their
progeny, coated vesicles, appear as a cage-like structure composed of a pol'.gonal
lattice of hexagons and pentagons (Heuser. I980). iUngewkickell and Branton (I 981
have demonstrated that this pol. hedral surface lattice is constructed from three-
legged, hexameric protein complexes that are formed of three clathrin hea% % chains
and three light chains, and have the contours of triskelions. In general. coated pits
comprise I-2',' of the plasma membrane surface area of most cells, and in some
cell tspes the\ ma\ be much larger than in others. Once a ligand-receptor complex
is localized to a coated pit, the pits pinch off from the plasma membrane and
become coated vesicles (Fine and Ockletord, 1N84). These coated vesicles. hosscser.
appear as evanescent structures: once the coated pits hae seered their connection
with the extracellular milieu, there is a rapid disassembls of the clathrin coat ((oud
et al.. 1985). The resultant smooth-surfaced, uncoated sesicles, together ti their

contents of ligands and receptors. are then delivered to the endosomal compartment
(Helenius et al.. 1983), This endosomal compartment is composed of a net \ork of
tubules and vesicles that form a reticulum within the peripheral cytoplasi ot the
cell. This intracellular compartment is similar, but not identical, in \arious cell
types, and man\ of the characteristics of these vesicles have not %et been fulls
defined. Most. if not all, of these vesicles share a common H'--NTPase that appears
to be responsible for the acidic nature of the endosomal compartment in compar-
ison with the cell cytoplasm. The flate of the receptor-ligand complex. once entering
this intracellular compartment. is variable. In mans instances, hosseser. the ligand
is dissociated from the receptor and is degraded in Ivsosomes while the receptor Is
recvcled, through exocvtosis of smooth sesicles. The signals that gosern receptor
c. cling lie both within the ligand and within the receptor. Sonie receptors Inter-
nalie and recycle in the absence of their ligands. but often at a slower rate (Brokk n
and Goldstein. 1986). .igand binding to receptors ma% trigger one of man\
regulator\ events, including phosphor\ lation, that ma\ be signals for the endoc\-
totic process (Stahl and Schwart/. 1986).

While the pattern described above appears to be ssell established in man\
instances of receptor-mediated endocvtosis, the processing and moscment of
nonreceptor proteins is less well defined. here is evidence for the participation of
clailhrin-coated vesicles in exoc~lotic transport (Fine and Ocklef'Ord. 1984: Roth-
man and Fine. 1980). and in liver, separation ofendocstotic and exoc\totic coated
sesicles has been achiesed using a novel cholinesterase-mediated densit\ shift
technique Melm,, et al.. 1980). While these vesicles did not aplear to differ in
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their protein constituents, there were significant differences in their lipid makeup.
which ma\ be responsible for the selective targeting of molecules to the respectixe
t\pe of coated vesicle. However, the complete pathway for the cycling of endoge-
nous proteins still remains to he fully defined. The picture that seems to be
emerging is that clathrin-coated vesicles are restricted to routes connecting the
Golgi wsith some terminal destinations of bios.,nthetic traffic, but perhaps not the
plasma membrane (Rothman, 1986). While the normal enzymes and secretory
proteins destined for storage granules may be selectively removed from the Golgi
in clathrin-coated membranes (Orci et al., 1984). it is possible that others. including
cell surface proteins. are transported to the plasma membrane by other tspes of
%esicles whose content ma\ not be nearly so selective. Indeed, in kidne\ intercalated
cells, large coated \esicles ha~e been observed b\ Brown and Orci (1986) that do
not contain clathrin but do contain an eniyme, H'-ATPase, which is known to be
cscled to and from the plasma membrane surface (Brown D., S. Gluck. and J.
Ilartwig. unpublished observations). In addition. non-clathrin-coated vesicles ma%
also be inxolxed in transport processes within the Golgi complex (Orci et al.. 1986).
[ he fact that some cells can sur\i'.e without clathnn further supports the xariabilit\
and m ultiplicit of the \esicle c,,cling process. Pa-rne and Schekman ( 1985) deleted
the single clathrin gene from \east: these cells grew quite well and "ere able to
secrete the en,. me inxertase at essentiall, normal rates. Thus, in .east. intracellular
transport and secretion of this eniyme does not require clathrin-coated xesicles.
[ he eflect of deletion of clathrin on endocytosis was not reported in this stud\.
[ or an gixen endocstoticiexocvtotic process. the nature and pattern of \escle
translocation ma% he diftkrent from cell type to cell type and from process to
process. [ his has particular bearing on the process of membrane insertion and
rec cling of ater channehl: in xasopressin-sensitixe epithelia (see belm i.

Membrane Cycling of INIPs
\s described above, an increased transepithelial tlox% of wkater induced b\ \aso-
pressin is associated %kith the appearance of IMP aggregates seen b free,e-fracture
electron nlicroscop. within apical plasma membranes of sensitie cells in amphib-
ian unnarx bladder. amphibian epidermis. and the kidnex collecting duct. In the
toad bladder and the toad skin. a correlation has been shomn bet\\een \asopressin-
induced osmotic -Aater tlow% and cluster frequenc, in the apical membrane of
\asopressin-sensitie cells (Brown et al.. 1983: Kachadonan et al.. 1')71. In the
kidnex collecting duct. a dose-response relationship has been shown btxeen the
x asopressin-induced increase in urine osmolalit, and cluster frequenc in the apical
membrane ofxasopressin-sensitixe cells in Brattleboro rats) Ilarmanci et al.. 1980).
\lthough direct e-,idence is lacking. it is presumed that the IMPs xithin the clusters

serxe as the water channels acri)ss the prex iousl\ inirvirneable membrane of these
epithelial cells. We hate begun to inestigate the mechanisms of water channel
insertion and remomal from the apical plasma membranes of collecting duct
principal cells in response to %asopressin. In the collecting duct (Brown and Orci.
19831). as well as in the load bladder (Orci et al.. 1980). 'we found that the 1\11)
aggregates vxere not labeled with tilipin-sterol complexes. in contrast to the heax\
labeling of the rest of the plasma membrane (igs. 1-1). Filipm is a sterol-specific
antibiotic that can be used as a c\1ochemical probe for membrane cholesterol and



related *3-hxdrox% sterols. and it produce,; deformations ssithin the membrane that
Lire casjl\ v.isible in frec-fracture electron miicroscop\, and whIich perturb the
tmembrane xwhcn siwdb\ thin-scction electron microscopx. Vasopressin-indluccd
I kI P aggregates arc shoss n) in Fig. 2 in tile apical membrane ol' a Brattleboro rat
principal cell treated with sasoprcssin. ]In Fig. 3. a similar membrane region is,
showkn. bilt it is from a sample Of' tissue that had been prcincuhatcd with t'ilipin
bcfo6re frece-f~racturing. I he small bumps characteristic of lilipin-sterol compilcsc,
are \isibic throughout the memhrane. but arc absent fromt man\ circular or os\al
regions. marked with arrowhcads. sshich correspond to the INIP aggregatcs. Ithis
ahsence of' filipin-sterol complexes cnablcd thc aggregatcs to be identiftcd in thin
sections of' thc collccting duct. sincc thc\ rctaincd a trilaminar appcarancc %s hiic
tilc rest of' thc membrane %%as disruptcd b\ the prcscncc of the fiiipin-stcrol
complexes (Fig. I). In this w\ax. thc particlc aggrcgatcs in tilc collccting duct sNcrc
t(Ound to correspond to coatcd pits. structurcs that arc insols ed in) rcceptor-
mediatcd cndocx tosis in other celi tx pcs I Bross n and (Foldstcin. 1 986)i. \\ hcn
Brattleboro rats. which gencticalIN lack s asopressin, %\cre trcated ss ith this hormotnc.
a 1 0401id incrcasc in coated pits is as mceasured in Collecting duct principal cells.
concomlitant wNith thc appearancc of' fr-ccc-fracturc aggregatcs ( Bross n aind ()rci-
I 9831. [ he qucstion now\ remaining to hc rcsoli cd is. hmk arc coated pits ins ol ed
in thc increasc oftransmcm-hranic siater pcr-meabilitx? Onc intriguing possibilit% Is
that coated membranc sements arc inhcrcntl\ more permcable to wkatcr than) tilc
rest ofthc mcmhranc, but a morc likc]\ possibilit\ is that the membranc dotiiains
containing thc INMP aggregatcs arc selcctisclN remnosd from the apical plasma
membranc h-i internaliation via coatcd pits. Indeed, wec hase reccntl\ sho\%nr
(Bro\in D).. P. \\cxer. and I-. Orci. unpublished results) that \asoprcssinl stimulatc,,
a large increase in thecrndocvtotic uptake of horseradish pcroxsidasc h\ principal
cclls in Brattleboro rats, and that this endlocvtotic uptakc occurs s ia coated pits. It
seems, therefore. thai in collecting duct principal cells. IMP aggregates are remosed
f'romn the apical plasma membrane sia an endoextotic mechanism inv~olvinig coated
pits. F-oss the aggregates aire recycled hack to the apical membrane has not %et
been determined in the collecting duct.

Membrane and Microfilament Organization
,%lost of' thle experimental efforts undertaken to understand vasopressinl-induced
siater floss have devoted their attention to the changes induced in the apical
membrane. presumiabi secondary to thle direct insertion of the water chateles into
this membrane as described above (hevalier el aL. 1974: [larmanci et al., 1978:
Wade. 1978: Muller et al., 1980): Brown and Orci. M93). The aspect of' tranlsepi-
thelial isater transport dealing wkith the water pathwAax through the cvtoplasmic
:omlpart men ts of the kidne\ collecting duet cells or other vasopressin target cells

has. %kith) a Izc%% exceptions discussed below,. been largely ignored. While it is
appropriate that so much attention has been directed at plasma membranes, as the
rate-limiting barriers in transepithelial transport processes, the large wealth o1'ness
information on the organi/ation of' the complex structure of' cytoplasmi and
Tilc In bra tie-ck t iplasmi interactioins has made it iiecessa r\ to u nderstandl tile ro le
if thle cxt opiasm in ami tra nscpi theli a tra nspo rt ew ii t. lb lis poinit of' s IC\ has

been most eloquentix described in a i's ess bx, [iBona I(183). In it. hie sJtte that
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the~~~~~~~ -cic]awoemutb oniee as instrumental to transepithelial
osmo1tic wNater movmemenits." (Ising toad bladder gran ular cells as the niajor locus
tfor tirII Stud\ of' vasopressinf-sensitive water transport, [)i Bona and colleagues
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have generated data supporting this poirn of view (DiBona et al.. 1969: DiBona.
1978. 1979, 1981, 1983: Hardy and DiBona. 1982: Kirk et al.. 1984). Drawing
largely on this work and some earlier studies of' others (Eggena. 1972: Davis et al..
1974: DeSousa et al.. 1974: Kachadorian et al.. 1979: LeFurgey and Tisher. 1981:
Pearl and Taylor. 1983). the following paragraph describes vasopressin-induced
water flow in toad bladder granular cells.

When the granular cells are exposed to vasopressin in the presence of a large
osmotic gradient. with the mucosal surface dilute. significant alterations in granular
cell geometry occur. Water moves across the apical aspect of the granular cell
membrane. diluting the cell interior so that an osmotic force develops to move
water across the basolateral membrane to the intercellular spaces, which are in
osmotic equilibrium with the serosal bathing solutions. These spaces have been
demonstrated to be widely distended during hormone-stimulated water flow (Pak
Pov and Bentley, 1960: DiBona et al.. 1969). The flow into the serosal bathing
solution is achieved by the development of excess hydrostatic pressure in the
moderately compliant intercellular spaces. An examination of this process yields
evidence for dramatic changes in surface and cytoskeletal morpholog in the
granular cells. First, when a significant osmotic gradient is present, vasopressin-
induced osmotic water flow results in an approximate doubling of granular cell
volume, presumably with an associated reduction in intracellular osmolalit\.
Remarkably, this dramatic dilution is nondestructive to intracellular organelles
and metabolic processes. This is in direct contrast to when cells are swollen to the
same extent by dilution of the serosal bathing media. which results in serious
damage to intracellular organelle integrity (DiBona et al.. 1969: DiBona. 1981
There thus appears to be something very different in the manner of swelling or in
the handling of water between hormone-stimulated apical to basolateral watcr
movement vs. intracellular swelling owing to basolateral h\ potonicit\. The control
of' this process may very well rest in the nature of hormone- and/or water flo\ -

induced changes in the cvtoskeletal makeup of the subapical membrane regions of
granular cells.

When one views this process using differential interference contrast microscop.

of living tissue. vasopressin-induced water flow produces a change in tle granular
cell from a large. flat apical cell into an "'ice cream cone"-shaped cell with a bulging
apical membrane (DiBona. 1978. 1979, 1983). These changes are consistent with
our hypothesis that the cytoskeletal elements that constitute the granular cell

Figures 1-3. Figs. 1-3 shov luminal plasma mernhrancs of collecting duet principal cellS
from Brattleboro rats that had received I U' of vasopressin tannate in peanut oil. subcuta-
neousl\. for tbur consecutive days. Fig. I is a thin section, whereas Figs. 2 and 3 arc rcec-
fracture replicas. Vasopressin treatment induces the appearance of IMP clusters (arroM heads.
Fig. 2) c 1 these membranes. in parallel with an increase in urine osmolalit\. When
'asopressin-treated kidneys are exposed to filipin before fracture, the typical filipin-sterol
complexes are abundant in the apical membrane. but are absent from the IMP chlsteIr
(arro.heads, Fig. 3). This property can he used to identif\ tile IMP clusters in thil secions.
since most o the apical membrane is disrupped b\ the fill (Fig. I). \whereas the regions

corresponding to the clusters retain a trilaminar membrane structure. In Fig. I. three such
regions are present (arrowheads) and they all correspond to coated pits. In this \\a\. the
sasopressin-induced IMP clusters were identified as being prewent in coated pits. Bar.
(0,5 pn.



266( c ( a/ 1m and Alo hi/arc' I rcnII r I

equis alcnt of a terminal \seb are relaxed or depolvmeri/ed to etlect a local gel-sol
transformation after hormonal stimulation (Ausiello et al.. 1984: Ausiello and
I lartvsig. 1985). lhere are a number of indications that vasopressin action includes
a component ofcutoskeletal involvement that changes the membrane conformation
at a macroscopic level. A striking fiature of the granular cell mucosal surface. after
vasopressin-induced water flow', is that the coral array of surface ridges is trans-
fbrmed into straight, finger-like projections or microvilli (Spinelli et al.. 1975: Mills
and Malick, 1978. DiBona, 1979: LeFurgey and Tisher. 1981: Kirk et al.. 1984).
Although it is controversial whether or not the ridge-to-villus transformation
requires water flow, DiBona (1983) has reported that vasopressin application to
toad bladder epithelial cells in the absence of an osmotic gradient (and thus no
water flow) can cause this conformational change. Using the techniques of rapid
freezing and freeze drying, we have confirmed that the ridge-to-villus transforma-
tion occurs even in the absence of osmotic water flow (Figs. 4 and 5).

Some attempts have been made to define the precise architecture of the
cytoplasmic structure immediately subjacent to the apical membrane. This region
is rich in microfilaments. as expected (Pearl and Taylor. 1983). and microtubules
and intermediate filaments are also abundant in these cells (Taylor. 1977: Krae-
henbuhl et al., 1979). DiBona (1983) has studied. by fluorescence microscopy.
vasopressin-induced alterations in actin structure using the probe NBD-phallacidin.
This probe binds only to actin filaments (Wulf et al.. 1979). Actin distribution of
granular cells from nonstimulated tissue appears to predominate around the cell
margins: after vasopressin stimulation, the granular cells showed a spongy reticular
cytoplasm with bright fluorescent rings girdling vacuoles accompanying the tran-
sition to the "ice cream cone cell shape. DiBona (1983) hypothesized that this
shape change induced by vasopressin might very well contribute to the nondes-
tructive nature of the water flow process that dilutes cytosolic content. He postu-
lated that the more basally distributed mitochondria, for example. might be subject
to a less severe dilution of their surroundings if a gradient of water activity existed
from apex to base in the granular cell cytoplasm. This condition is expected if the
influx of water across the apical membrane is sufficient to offset the upstream

diffusion of mobile solutes toward an intracellular equilibrium distribution. A non-
isomorphous distention of the cvtomatrix would favor an asymmetric distribution
of the solute by generating gradients of mobile cation distribution, at least to the
extent that the fiber lattice contains fixed negative charges. as would be expected
for actin filaments.

Other studies also implicate a role for alterations in cytoplasmic filament

Figures 4 and 5. Electron micrographs of rapidly frozen and freeze-dried toad bladder
epithelium showing modifications of the apical surface of granular cells induced b\ \aso-
pressin. Bladders were incubated for 30 min at room temperature with a h.droosmotic
gradient across the cells (scrosal side bathed in toad Ringer's. mucosal side bathed in distilled
water) in the absence (Fig. 4) and presence (Fig. 5) of vasopressin. Bladders were then fixed
for 10 min in I-i glutaraldehyde/0.2"% tannic acid, washed with distilled water, rapidl\
frozen in 15';i methanol, freeze-dried at -80C. and metal-coated. In both micrographs. the
high resolution of this technique reveals that the surface glycocalyx is arranged into a dense
filamentous network. The ridge-like surface of the granular cell (Fig. 4) is transformed into
discrete microvilli in the presence of vasopressin (Fig. 5). A similar obser\ation ssas made
in the absence of an osmotic gradient. Bar. I pm.
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organization. speciticall\ microfilarnent organization. in transepithelial water flow\
in \asopressin-sensitive tissue. It had been shown a number of years ago (D~avis et
al.. 1979: Pearl and Taylor. 1983) that the microtilament disrupter cytochalasin B
inhibits \asopressin-induced water flow across toad bladder epithelia. More recent
studies (Hardv and DiBona. 19821 have demonstrated that cytochalasin B appli-
cation inhibits the vasopressin-Induced effect on osmotic water flow WO', by 40-
60(1, but not its action on measured tritiated water diffusion (P.). In the absence
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of an osmotic gradient. cytochalasin B produces no obvious effects on cytoplasm
geometry. but during brisk osmotic flow, the granular cell interior is full of large-
sized vacuoles. If glutaraldehyde fixation of tissue is conducted before gradient
application. cytochalasin B does not inhibit vasopressin-induced water flow (Eg-
gena. 1972). Thus, precluding the geometric changes induced by cytochalasin (in
this case. vacuolation of the cytoplasm) successfully removes the apparent inhibi-
tion. Although cvtochalasin B has also been shown to alter the presence of the
presumed water channel aggregates in the apical membrane (Kachadorian et al..
1979). these observations have only been made in the presence of an osmotic
gradient. Thus, in the experiment just described, the nature of the water channels
is not known. However, it strongly suggests that the integrity of water flow is
preserved with cytochalasin B if cytoskeletal disruption does not occur. While this
does not imply that a transcytoplasmic route by itself is the major modulator of
water flow in vasopressin-sensitive tissue, it does support the concept that there is
considerable interaction between the transepithelial water route and the state of
membrane permeability per se.

It is now known that the cvtochalasins bind to only one end of the actin
filament to inhibit actin monomer addition at this end (Brenner and Korn. 1979:
Brown and Spudich, 1979: Hartwig and Stossel. 1979: Flanagan and Lin. 1980:
MacLean-Fletcher and Pollard, 1980). Since this end of the actin filament has a
10-fold-higher affinity for monomeric actin than the other end. binding causes net
filament disassembly, thereby producing a population of shortened filaments
(Hartwig and Stossel, 1979: MacLean-Fletcher and Pollard, 1980). The addition of
cvtochalasin to filaments also causes some filament fragmentation (Hartwig and
Stossel. 1979). Its interaction with actin in vitro is most dramatic during filament
assembly, where, by blocking monomer addition at the end growing at the most
rapid rate, it depresses the overall rate of filament assembly. In cells, this effect of
cvtochalasin is even more potent because the bulk of filament assembly is believed
to occur selectively at this high-affinity filament end (Korn. 1982: Weeds. 1982).
Therefore. its addition to cells will inhibit new filament assembly and shorten the
weight average filament length by causing net filament disassembly and by frag-
menting filaments. Such decreases in actin filament length will have large effects
on the mechanical properties of actin networks.

Glutaraldehyde fixation does prevent cell swelling during osmotic water flow
(Eggena. 1972). Thus, the observation that fixation of the permeability state of the
plasma membranes does not alter the water permeability induced by vasopressin.
but does prevent the "ice cream cone" shape distensibility of the cell, suggests that
cell swelling is not necessary for the high water permeability of the cell. Why, then.
do cells swell in response to vasopressin? DiBona (1983) raises the interesting
possibility that swelling involves a cellular redistribution of cytoskeletal elements
that delineate low-resistance hydraulic pathways. Although direct observations of
living tissues during water flow (DiBona. 1978, 1979, 1981: Kirk et al., 1984) have
not disclosed any visual evidence of selective water pathways across the cell. DiBona
has concluded from quantitative estimates that these might be too small to be
resolved with such techniques. The pathway structure for such transcytoplasmic
water routes must be described in a great deal more detail before speculation can
lead to a reasonable hypothesis for transepithelial water flow. It seems reasonable
to conclude, however. that there is specificity to the cytoplasmic changes that occur
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in vasopressin-induced water flow from apical to basolateral membrane. in contrast
to the indiscriminate swelling with intracellular damage that is obserwed when the
basolateral medium is diluted. fhe most likely source of the regulation of changes
in shape geometry is the cytoskeleton, in particular the microfilaments. since they,
comprise a large percentage of the fibrous network below the apical membrane.
An inverse correlation exists between the extent of actin-filament cross-linking and
the ability of actin networks to imbibe water, and there is a direct relationship
between the extent of cross-linking and the amount of pressure a filament netAork
can withstand before undergoing a phase transition. i.e.. gel to sol transition (Zaner.
K.. unpublished observations). These data imply that vasopressin-sensitive epithe-
lial cells may be able to create domains in the cytoplasm that retard water (i.e..
resist swelling) by cross-linking actin filaments into a tight network. These would
have the capacity to selectively exclude water that has penetrated into the cell
through the apical membrane. Conversely, local decreases in the extent of filament
cross-linking or the activation of proteins that function to fragment and shorten
filaments could establish cytoplasmic domains where swelling and water movement
could occur (i.e.. in subapical membrane areas). The ability of cytochalasin to
inhibit water flow may thus be related to its disruptive effect on apical actin
networks functioning in this exclusion capacity or in the unregulated solation of
apical actin networks.

It has been shown that actin is a major protein in toad bladder epithelia and
that actin filaments reside in the cortical cytoplasm (Pearl and Taylor. 1983).
However, the three-dimensional organization of actin filaments in toad bladder
granular cells has not been studied. In the last few years, we have begun to define
the nature of microfilament organization in vasopressin-sensitive cells. Our data
have revealed that toad bladder epithelial cells contain the actin-associated regula-
tory proteins. actin-binding protein, and villin (Ausiello et al., 1984). Actin-binding
protein is a large molecule of mammalian cells that binds to and cross-links actin
filaments into isotropic networks (Weeds. 1982: Ausiello et al.. 1984: Hartwig and
Shevlin. 1986). Villin, like the related protein gelsolin. is a calcium-activated protein
that severs and binds the high-affinity end of actin filaments (Bretscher and Weber.
1980: Yin et al.. 1981: Corwin and Hartwig. 1983). In addition, villin has the
ability to bundle actin filaments in the absence of calcium (Bretscher and Weber.
1980: Corwin and Hartwig. 1983). Using a technique for rapid freezing of tissue
for examination in the electron microscope (Heuser and Kirschner. 1980), we have
been able to obtain a detailed three-dimensional view of the apical membrane-
filament interactions in toad bladder granular cells (Figs. 6 and 7). The dense arra.
of actin filaments (decorated with the SI subfragment of myosin in Fig. 6) and
nonactin filaments demonstrates the complex interaction between cytoskeletal
elements and both the membrane surface (ridges and villi) and cytoplasmic
organelles, particularly vesicles (Fig. 7).

In addition, we have also demonstrated that, using an immuno-gold localiza-
tion procedure. actin, actin-binding protein, gelsolin. and myosin are concentrated
in the subapical areas of rabbit renal collecting duct principal cells (Brown et al..
1986). This is the first direct demonstration of proteins intimately involved in
microfilament organization in the mammalian kidney. While the cytoplasmic
changes induced by vasopressin have not been extensively studied in the kidney.
in comparison with those described above in the toad bladder. Kirk et al. (1984)



have demnonstrated that during thle onset of' vasopressin-stimulated volume flow.
there is an apparent increase in thle volume of the epithelium. This is accompanied
by apical rounding of' the cells. dilation of' the lateral intercellular spaces, and
cvtoplasmilc vacuolization. Thus, it appears likely that geometric changes similar
to those described for the toad bladder also occur in the kidnes. and that alterations
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F'igure 6. Sterconi crographis show~Ing the organ h'ation ol'filamrents in thle apica'l cN toplaxni
Ol'a gril ILIla r cellI i ncuibated in thle lirscicc of' xaso press ii anid ani osmo tic graid cii t. I lie
apol 11 Isin -c a ted Locr e rt t le Madder epitli I 111111 11 h ladder \\ as iii e i liwked f'rI vei.

"and preparedl for thle microscope as in I ig. 4. 'Vjewing in stereo rew als man\ poaints xx her
c \ hp las iii c filamIienits appeair to I it ti lie Uinidersi de Of' tilie 1l s1ii1ai01M i b1C11ra 1k> I heC
insertion o)ffilamen~ltonsl gl\'ccal\ \ on thle apical surlfice is also apparent. I[hearroxx indice
a reg io \%i xhere I0111 f-ilZ1l acit s Iij% ax e talSCed iii to al bundle 1 01-11111g thle coric of a

mi1crox i1lINi. \ smiall clathrin-coated \xesicle is clircled., Bar. ff2 Pml.



in icrohiarnent organi/ation might pla\ an important role in these morphological
changes. It is clear that the demonstration ot actin-associated proteins in these cell

t~ps po~jcstoad hladder epitheiium and kidne\ collectn utcll ihtl

capacit\ to undergo a calciumn-regulated. actin-based. gel-sol transition. as w~ell as
the ablits to formi surface milcrovillil during water flosw. as seen in the toad bladder
(Spineill et al., 1975: Mills and Malick. 1978: LeFurge\ and Tisher. 1981 ). While

Figure 7. Electron micrograph of the cesoplasmnic side of tht. apical membrane of'a granullar
cell. [ his micrograph is a companion view% to Fig. 6 in that it shosms a membrane firagnt
and associated filaments that w.ere ripped from a granular cell. The cstoplasmic side of the
apical membrane is coated wkith a dense. three-dimensional network of' filamients. Nctin
filamnents hase been identified hs incu bating the specimen ssith the SI sufragnment of'
skeletal muscle msosin. This hinds to tile filaments. gis ing themn a thickened. cable-like
appearance larrow.s). In man\ eases, thle actin filaments arc t'Mind to be attached to small
memibrane-bounded ,esicles. Bar. 0.2 pm.

swe have concentrated on these proteins, it is likely that man\ more actin-associated
molecules are functional components of' the cytoskeleton of' these cells (Korn.
1982: Weeds, 1982). The regulation b\ such proteins of' icrofilamrent gel-sol
transformation is likely to play an important role in the pathwass involved Inl
sasopressin-mediated transepithelial water transport. These include both thle exo-
cs totic and endLoc\ totic paths\,.ts for the insertion and remnoval of w\ater channels
fr-oml the apical m1ciii branei. as ss elI as thle proposed] alteration Inl c\ toplasink i
c~ toskeletal geotlletr\. which ria\ bie important inl dictating thle transcell ular
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pathway for water movement across the epithel Ium. It appears ikely that a common
alteration in microfilament organization will flacilitate both processes.
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Introduction
xs.gcn depris ation produces a series of complex changes in mammalian cells that

are resersible or irresersible. depending on the duration of this deprisation.
Proximal tubules from the kidney lose all exchangeable K (Harris ct al., 1981:
Soltofi'and Mandel. 1986). gain Na (Mason et al.. 1981 ), and decrease their-\ IP
le\els b\ 60-90" ((erlach ct al., 1963: Balaban et al.. 1990a) within 5 mii of
ox\gen depri\ ation. Structural alterations are clearly observed in proximal tubules
sithin 15 min of clamp-induced ischemia (Glaumann et al.. 1977: Kahng et al.. A
197,). as are mitochondrial d\ sfunctions (Mergner et al.. 1977). These malfunctions
progress steadily ,.itlh the duration of' ischemia or anoxia. If the anoxic time is
iimited to -20 or 310 mii. these changes are i-eersiblc. L-onger anoxia elicits a
series of irre ersible changes. seen most dramaticalls as morphological alterations.
but also produces functional changes such as damage to mitochondrial and trans-
port functions ( Arcrndshorst ct al.. 1975: Venkatachalan et al.. 1978: Wilson et al..
1)84).

Although the irreersible changes hase been described in considerable detail.
the underlying causes remain unknown. Ca has been implicated b\ numerous
insestigators as one of the main mediators of irreversible cell injury (Farber et al..
1981: frump el al., 1982: Wilson ci al.. 1984: Burke et al.. 1984). 1he 1%\o main
mechanisms suggested for this action ofCa are: (a) through an increase in c\tosolic
free Ca and consequent aetisation of phospholipases and/or proteases that cause
membrane damage and 0 through ('a accumulation in the mitochondria inducing
mitochondrial damage.

This chapter deals vith the study of both of these possible mechanisms n a
suspension of proximal tubules obtained from the rabbit kidney. In this preparation.
the aforementioned conditions of resersibilit\ and irrcersibilits can be duplicated
in sitro (Takano et al.. 1985: Weinberg. 1985). The tubules sserc placed in a
specially designed thermostatted chamber, vhere the PO, Aas continuousl\ moni-
tored with an 0 electrode (Balaban et al.. 198010. Anoxia ssas achiesed b\ closing
the chamber and allowing the tubules to consume all the oxsgen. Varying degrees
of hypoxia wNerc achieved b\ equilibrating tile surface of the suspension \jibh
mixtures containing various O concentrations and 5(7 CO- concentrations. The
tubules were subjected to anoxia or h.xpoxia ior 10. 20. 30. or 40 min and then
reoxygenated lor 20 or 40 min. As described in other publications, these tubules
rapidly lose ATP and K. and their respirator rate is inhibited with time of oss enc
deprivation (Fakano et al- 1985).

Short-Term Ca Accumulation and Tubular Damage
The first question that was investigated concerned the possible dclcicriou cit,
of short-term cellular Ca accumulation on proximal tubular t'Uncloi,, I
al.. 1985). 'To investigate this question, the relationship beteci 101,11
lation and respirator, dvsf'union ,,as studied. Preliminar c\PO'r,
that renal tubules subjected to h\ poxia. rather than ,inosia. .,ij u1ti C
res.Its prompted an in, estigation into tile rcalionhip i, ,-
and the degree of h\posia. I lie latter sa,s nicoUrk d pk.,
percent oxidation of c\tochromni o\ldiasc in) ilil .,
norniosia. ct.ochronc ooidase h 1,', Ai ili . '
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100% oxidized (Balaban et al.. 1980h), whereas anoxia leads to complete reduction
(0% oxidation) of this cytochrome. Hypoxia is present when the oxygen pressure
within the cells is insufficient to keep cytochrome oxidase fully oxidized, leading

to partial reduction and impairment of electron flow (Jones and Kennedy, 1982).
In the present experiments, this was achieved by decreasing the PO, of the bathing
medium below 1%. Under normoxic conditions, total cellular Ca content averaged
16.6 ± 0.5 nmol/mg of protein (n = 20). As shown in Fig. 1, no change in Ca
content occurred until the I', was decreased sufficiently to create severe hypoxia.
as measured by a partial reduction of cytochrome oxidase to the 10-30% oxidation
level. This led to a large accumulation of Ca. In contrast, a slight Ca release was
actually observed during anoxia.

The Ca accumulation observed during severe hypoxia was studied as a function
of the duration of hypoxia, as shown in Fig. 2. Ca content was seen to increase

t 440
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Figure i. Cellular Ca content of the renal tubules as a function of the severity of hypoxia.
Variable degrees of hypoxia were monitored spectrophotometrically as the percent oxidation
of cytochrome oxidase. Ca content is expressed as the ratio of experimental to control, in
which the latter was measured in a paired experiment under normoxia. Each experimental
point represents a separate paired experiment in which the tubules were subjected to 30 min
of hypoxia under the stated conditions. The dashed line was drawn by eye. ( Reproduced
with permission from Takano et al.. 1985.)

approximately linearly with time. reaching a maximum level after 30 min of
hypoxia. This process was rapidly reversible in all cases. since the tubules regained
their original Ca content within 10 min of reoxygenation.

The differences between anoxia and hypoxia were used to determine whether
Ca accumulation affected the observed respiratory dysfunction. The latter was
assessed through a "stress test" that involved the addition of the ionophore nystatin
to increase the intracellular Na concentration, thereby stimulating Na.K-ATPase
activity and respiration (Harris et al., 1981). As seen in Table I. the inhibition of
nystatin-stimulated respiration was identical whether the tissue was subjected to

severe hypoxia (30 min), increasing its total Ca content by 250%. or to anoxia (30
min), with unchanged total Ca. Furthermore, the hypoxia-induced Ca accumula-
tion was abolished by the addition of 3 yM ruthenium red (Table I). an inhibitor
of mitochondrial Ca uptake, with no significant ameliorative effect on nystatin-
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Figure 2. Content of the tubular cells subjected to severe hypoxia for the indicated time.
follo wed by 10 min of reoxygenation. Filled circles: values after hypoxia: open circles: aIues
after reoxygenation (n = 5). (Reproduced with permission from Takano et al.. 1985.)

stimulated respiration after hypoxia. Two conclusions can be drawn from these
results: (a) Ca accumulates in the mitochondria during severe hypoxia but not
during anoxia, and (b) this accumulation is reversible and appears to be unrelated
to the respiratory dysfunction elicited b\ the short-term hypoxia or anoxia.

Cytosolic Free Ca During Short-Term Anoxia
Next, we investigated whether free Ca (Ca,) was altered in proximal tubular cells
during short-term anoxia. Ca, \as measured in the tubule suspension using fura-2.
with some modifications of methods published elsewhere (Jacobs and Mandel.
1987). The effects of substances with known action on Ca transport pathways were
first assessed to understand better the regulation of Ca, in the proximal tubular
cells. As shown in Table il. the addition of a mitochondrial uncoupler increased
Ca,. from 100 to only 190 nM. whereas Ca ionophores increased Ca, to -450 nM.
The former agents are known to release Ca from mitochondria and to rapidly

Table I
Cellular Ca Content and Respirator.I Dysfunction after Illypoxia or Anoxia

Severe
Severe hypoxia

hypoxia + ruthenium
red

Ca content (nmol/mg 16±0.5 40.6±6.8* 15.5±1.6 16.1±1.2
protein)

Nystatin-stimulated res- 32.0±1.5 13.0±61.5 13.8±0.7 16.3±1.7
piration (nmol 0,/
min mg protein)

U 20 8 7 5

The tubules were subjected to hypoxia or anoxia as described in the Methods. The duration
of hypoxia or anoxia was 30 min. (Reproduced with permission from Takano et al.. 1985.)

* P<0.01.
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reduce cellular ATP levels (Mandel and Murphy, 1984), inhibiting the Ca-ATPasc.
This situation would be expected to increase Car because the active extrusion from
the cells of the Ca released by the mitochondria and the Ca passive influx would
now occur at an inhibited rate. The relatively low increase in Cal. under these
conditions is consistent with our finding that the mitochondria of these cells
contain little Ca (see below) and, furthermore, suggests that the Ca permeability
through the plasma membrane is normally low. On the other hand, the Ca
ionophores are known to release Ca from all exchangeable intracellular stores
(Mandel and Murphy, 1984) and to increase the Ca permeability across the plasma
membrane. Both of these would be expected to increase the availability of Ca to
the Ca-ATPase, and this situation would be expected to produce a large increase
in Car.

These results suggest that pathological conditions whose initial effect is to
inhibit mitochondrial function (e.g.. ischemia), leading to a decrease in cellular
ATP levels, may not by themselves alter Ca, by much. The low Ca permeability of
these cells may ensure that the Ca-ATPase activity be normally low. with a minimal
requirement for ATP that could be supplied even in a metabolic inhibited state.

Table !!
Effect of a Mitochondrial Uncoupler and
Ca lonophores on Cytosolic Free Ca

Control Experimental

10uM 1799 (n = 6) 113±6 192±17
6 uM 1799 (n = 4) 109±17 160±13

10 WM Br-A23t87 (n = 6,  132±13 452±36
10 PM ionomycin (n = 4) 113±21 466±18

Values for Ca, in the presence of 1799. Br-A23187. and ionomvcin were
calculated 2 min after the addition of each agent.

Large increases in Cal could only be obtained through specific alterations that
either caused sustained intracellular releases of Ca or increased the Ca permeability
across the plasma membrane.

In a series of preliminary experiments, Car was measured as a function of time
in anoxia. Under normoxic conditions, Car averaged 100 ± 14 nM (n = 6) and was
unchanged after 5, 15, or 40 min of anoxia (n = 3). This is a preliminary result
that needs to be explored in further detail, particularly because it differs from a
recent result of Borle et al. (1986). These authors, using aequorin in rabbit proximal
tubules suspended in a fiberglass matrix, found that Ca- increased after -30 min
of anoxia. They found that glucose removal was essential to observe the increase
in Ca-. It will be extremely interesting to determine in future experiments whether
damage to the plasma membrane preceded this increase in Car under their experi-
mental conditions. Our own preliminary experiments suggest that no increase in
Cal occurs under conditions that cause demonstrable damage to the renal cell.
Therefore, changes in cytosolic Ca may not be necessary to initiate the cascade of
events that lead to the damage. Conversely, when Car does increase. it may already
be as a result of plasma membrane disruption. These possibilities and others clearly
require further experimentation.
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Compartmentation of Ca in the Intracellular Environment
of Proximal Tubular Cells

How Does It Change During Anoxia?
As shown in Fig. I, there are changes in total cellular Ca that occur during anoxia
and hypoxia in renal cells. To understand the role of Ca in the cell injury that
accompanies these states, it is important to know which intracellular compartments
show changes in Ca content. This was approached by use of electron probe x-ray
microanalysis (EPMA). This technique allows the measurement of Ca content
within subcellular compartments in thin cryosections obtained from biological
samples (Kitazawa et al., 1983). The application of these techniques to proximal
renal tubules has been described in detail elsewhere (LeFurgey et al., 1986). A
typical spectrum obtained from a mitochondrion of a proximal renal tubule is
shown in Fig. 3. It shows low Na and Cl contents and high K, which are typical of
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Figure 3. Representative energy dispersive x-ray spectrum from a mitochondrion of a renal
proximal tubule. For experimental details, see LeFurgey et al. (1986).

a healthy cell. Its Ca content is extremely low and has to be calculated by a
deconvolution of the K-K,, peak from the overlapped Ca-&s, peak (Kitazawa et al..
1983). Average values for the elemental contents in the cytoplasm and the mito-
chondria are shown in Table II. The cells considered viable display a K/Na ratio
of 3-4 and Ca contents of -3-4 mmol/g dry wt (4-5 nmol/mg protein), and they
constitute the great majority of cells in the suspension. Table 111, part B. shows the
elemental contents of the cells labeled "nonviable." These show a K/Na ratio of
-I, large accumulations of Ca in the mitochondria. and a high cytoplasmic Ca
content. The low mitochondrial Ca content of the viable cells is consistent with
the possibility that mitochondrial Ca controls matrix dehydrogenase activity in
these cells, as also discussed in two other chapters in this volume (Somlyo et al.,
1987: Hansford and Staddon, 1987). It is unclear how the other cells became
nonviable; however, this state seems to be accompanied by an accumulation of Ca.
as previously described by other investigators (Trump et al., 1982: Wilson et al..
1984). The percentage of nonviable cells in the population can be calculated from
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the total Ca content of the suspension. The viable cells contain an average of 4-5
nmol/mg of protein of Ca (Table III, part A) and therefore cannot account for the
observed Ca content of -17 nmol/mg protein for the suspension (Table I). A
simple calculation shows that if nonviable cells constituted 5% of the population,
they would account for this total value in the suspension. This would also mean
that the nonviable cells contained -75% of the total Ca in the suspension.
Therefore, a sharp heterogeneity in Ca compartmentation appears to be normally
present in the tubules, and this needs to be taken into consideration in interpreting
results obtained from experiments in which total Ca content or Ca fluxes are
measured in a cellular preparation (LeFurgey et al., 1986).

Only very preliminary data are presently available concerning the effects of
anoxia on Ca compartmentation. The suggestion is emerging that after 40 min of
anoxia, the Ca content of the majority of cells may be unchanged. No data are yet
available on hypoxia. Future work will determine whether most of the changes in
Ca content shown in Figs. I and 2 occur in the nonviable cells, which would

Table IlI
Elemental Contents in the Cytoplasm and
Mitochondria of Kidney Proximal Tubules

Elemental content (mmol/kg dry weight)

Na Mg P S Cl K Ca

(A) Viable cells
Cytoplasm 125±12 27±4 356±18 124±8 141±11 348±23 4.1±i.4 23
Mitochondria 95±7 27±3 349±22 158±6 131±i2 349±22 3.1±1.1 23

(B) Nonviable cells
Cytoplasm 261±16 26±5 288±16 147±14 70±10 206±11 15±2 9
Mitochondria 154±29 37±16 612±85 112±17 187±23 124±16 685±139 10

n = number of 500-s raster probes obtained from each region. The tubules were preincubated at 37"C
for 20 min. Values are means ± SEM. (Reproduced with permission from LeFurgey et al., 1986.)

demonstrate a strong Ca homeostasis for the viable cells. Conversely, if the Ca
content of the viable cells changes, it may provide an opportunity to study the
conditions necessary to obtain these changes and their effect on cell viability.

Effects of Extracellular Ca Removal on
Anoxia-induced Damage
Experiments in which Ca is removed from the extracellular medium provided the
clearest indication that Ca selectively affects aspects of cellular function during
anoxia. Decreasing extracellular Ca from I mM to 2.5 pM drastically reduced the
percent of lactate dehydrogenase (LDH) loss from the tubules during 30 min of
anoxia (Takano et al., 1985), which suggests that less membrane damage had
occurred in the low-Ca medium. However, the low-Ca medium appeared to be
harmful to the tubules during reoxygenation, since the percent of LDH release
increased significantly in this medium. whereas no significant change was observed
after reoxygenation in I mM Ca (Takano et al., 1985). Therefore, it appears that
low extracellular Ca may play a mildly protective role during anoxia but may be
somewhat deleterious during reoxygenation.
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Conclusions
Proximal renal tubules subjected to short-term anoxia or hypoxia show the follow-
ing. (a) Mitochondrial Ca accumulation appears to be reversible and not associated
with hypoxic-induced damage. (I') Cytosolic free Ca does not seem to increase
during anoxia. Since numerous cellular alterations occur under these conditions.
it seems unlikely that changes in cytosolic free Ca are required to initiate these
events in the proximal kidney.
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Introduction
Calmodulin (CaM) is a multifunctional intracellular calcium receptor involved in
the regulation of such essential cellular processes as cyclic nucleotide and glycogen
metabolism, calcium-dependent phosphorylation, cell division, and cell motility
and contractility (Means et al.. 1982). The overall effect exerted by a multifunc-
tional protein such as CaM must be the result of a critical balance between the
regulated systems involved. As a consequence, the perturbation of intracellular
CaM levels should be expressed through alterations in those systems that arc
regulated at the level of intracellular calcium concentration.

To date, only two circumstances have been reported in which alterations in
CaM levels can occur. First, the CaM concentration abruptly doubles as cells
traverse the GI/S boundary of the cell cycle (Chafouleas et al.. 1982: Sasaki and
Hidaka, 1982). Second. in cells (or tissues) transformed by oncogenic viruses,
chemical carcinogens, or hormone treatment. the level of CaM is consistently
increased (Watterson et al.. 1976: LaPorte et al.. 1980: Chafouleas et al., 1981:
Connor et al.. 1983: Veigel et al., 1984: Zendequi et al., 1984).

Progress through the cell cycle and cell transtormation are accompanied h%
alterations in cell morphology. cyclic nucleotide metabolism, metabolic rate. and
intracellular calcium levels. In addition, transformed cells lose both the requirement
for anchorage to a substrate and the high levels of extracellular calcium required
for proliferation by their nontransformed counterparts.

An increase in the intracellular levels of CaM would be expected to result in
all the abnormal properties observed in transformed cells. Our previous studies
(Chafouleas et al., 1982) with the anti-CaM drug W-13 suggest that the elevation
of CaM levels at the G I/S boundary is required for cells to progress through the S-
phase. W-13 also synergizes with bleomycin in preventing recovery from DNA
damage introduced in response to the latter drug. which indicates that CaM ma\
play a role in some aspect of DNA repair (Chalouleas et al., 1984). Finally. it has
also been shown in vitro that the effect of calcium on microtubule stabilit\ is
mediated through CaM (Marcum et al., 1978). This suggests that CaM might play
a pivotal role in cytoskeletal regulation.

The investigation of the consequences of changes in CaM levels on cell growth
and gene expression have recently become feasible as a result of the isolation and
characterization of the chicken CaM gene in our laboratory (Simmen et al.. 1985).
Knowledge of the sequence of the promoter region and the structural organization
of the gene has made possible the construction of' eukaryotic expression vectors
with which CaM levels can be altered through increases in the CaM gene dosage
upon transfection of tissue culture cells. We have chosen to express the CaM gene
in a bovine papilloma virus (BPV)-based vector in mouse C127 cells (Sarver et al..
1981). C127 cells were originally derived from a mammary tumor (Lowy ct al..
1978). They are an excellent host for BPV and. though they are of tumor origin.
are not considered by the usual criteria (e.g.. inability to grow in soft agar) to be
transformed. Therefore, cells transformed by BPV-based vectors can be identified
by the appearance of transformed foci in a manner that is indistinguishable from
those identified using a selectable marker.

In addition, the transformed cells will still grow to saturation density and wkill
re-enter the cell cycle in response to several mitogenic stimuli (Lowv et al.. 1978:
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Sarver et al., 198 Lusky and Botchan, 1984). We selected BPV because it is
maintained in mouse C127 cells as a nuclear episome. The result is that the gene
of interest is maintained in a consistent chromatin environment, and allows for
cell lines with a wide range of copy numbers to be selected. Finally, the lack of
random integration into the host cell genome precludes the possibility of altering
(or extinguishing) a gene required for normal cell function.

Construction of Expression Vectors
We have constructed two vectors that are each comprised of a promoter, pieces of
CaM DNA, and BPV and pBR322 sequences. The vector BPV-CM contains a
CaM mini-gene placed 3' to the CaM promoter isolated from a chicken genomic
clone by our group (Simmen et al., 1985). A mini-gene construction was used
because it allowed the removal of nearly 8 kb of genomic DNA, which comprise
the first two introns of the CaM gene. The CaM promoter was used because one
of our interests is in the role that 5' flanking sequences play in the regulation of
CaM gene expression.

A second vector. BPV-hMCM, contains the same CaM mini-gene ligated to
the promoter from the human metallothionein Ila gene (hMTlla) (Karin and
Richards, 1982). The hMTlla promoter was selected since it is known to be
regulated both by divalent cations and glucocorticoids and thus allows CaM mRNA
and protein levels to be increased in an inducible fashion. Both BPV-CM and
BPV-hMCM contain the 69% transforming region of the BPV genome.

Transfection of C127 Cells and Selection of Stably
Transformed Cell Lines
Mouse C127 cells at 70-801( confluency were transfected with vector DNA by the
calcium phosphate precipitate method, including a brief glycerol shock to improve
transformation efficiency. After a 24-h recovery' from the transfection procedure.
the cells were split 1:2 into 100-mm culture dishes. The cultures were fed every 2
d. and after 10-14 d. foci of transformed cells were observed. Individual foci were
selected and subcultured into 60-mm dishes and grown to confluencv. At this
point, cells were passaged to larger dishes, and samples were retained for initial
characterization of the state of the transfected DNA.

Stable cell lines containing episomal and unrearranged copies of the input
DNA were selected and characterized in further detail. The cell lines currently
under study are designated as shown in Table I.

Results and Discussion
From each transfection experiment, the cell lines that contained episomal copies
of the input plasmid were examined to determine the level of vector-derived and
total CaM mRNA. It is possible to make this distinction since, under stringent
conditions, a probe homologous to the 3' untranslated region of the chicken CaM
cDNA hybridizes only to vector-derived mRNA, whereas a probe derived from the
coding region of the same eDNA hybridizes to both vector-derived and mouse
CaM mRNA.

Several BPV-CM-transformed cell lines showed small increases in CaM
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mRNA levels. However, in one cell line (CM-I), CaM mRNA levels are constitu-
tively increased nearly 100-fold over the level observed in cells transformed by
BPV alone (BPV-l cells) or untransformed C127 cells. Northern analysis of
cytoplasmic RNA showed that the increase was due solely to transcription from
the BPV-CM vector. Expression is stable and has continued, unabated. during >1
yr of continual passage of the CM-I cell line (>600 cell divisions).

The BPV-CM vector produces a single mature cytoplasmic mRNA in CNM- I
cells that is - 100-200 nucleotides shorter than the corresponding mRNA observed
in chicken, from which the CaM mini-gene present in the expression vector %%as
derived. Evidence suggests that the difference in mRNA length must be due entirely
to differences in the length of the 3' untranslated region, since the 5' cap site in
mRNA isolated from CM-I cells is identical to that of mRNA isolated from
chicken gizzard. Interestingly, the sequence GATAAAA occurs in the vicinity in
which we would predict the 3' end of the BPV-CM mRNA to be. This sequence
has been previously found to be an alternative poly-A addition site in the rat
parvalbumin gene (Epstein et al., 1986).

In cells transformed with BPV-hMCM, cell lines were initially screened for
cells that showed an increase in vector-derived CaM mRNA when cultured in the

Fable I
Relative BPV Copy Numbers of Characterized Cell Lines

Number of
Cell Line Vector episomes

per cell

BPV-I pd-BPV I 150
CM- I BPV-('M 90
MCM-4 BPV-hMCM 50

Ihe cell line BPV- I serves as a control cell line for the effects of transfor-
mation h\ BPV alone as compared with c0f1cts of increased CaM in the
CM-I cell line. For the MCM-4 cell line, the control is MCM-4 cells
cultured in the ahcnce otan inducer.

prence of 50 pM ZnSOs for 4 h. One cell line. MCM-4. had a low basal level of
o, pression. %% hich increased nearly sevenfold in response to Zn induction. Expres-
,,ion \as lound to be concentration dependent and peaked at an extracellular Zn -

concentration of 50 M. Zn: concentrations greater than this were found to inhibit
cell growlh. ime course studies shoA that expression is maximal at 4-6 h. with a
subsequent decline to a level twofold greater than the basal level of expression
she'n /n is present in the clUlltre medium for >6 h. Preliminary results also
ind. ite thmt c\prcssion ol the BPV-hNI('M vector is inducible by glucocorticoids.
I he addi ,'in .)I dst'amclhasimc I 1 if) nM ) resulled in a slightly more than t\twolld
tn, rca t, in !M naj % mN K \ after 4 h. Ns is the case in ('M-I cells, the CaM mRNA
prikuLt hs thc BPI% h \( M \ector is shorter than the corresponding mRN.A in
chi.kcn

('0mequenc% of Increased CaM Gene Expression
( aM protein Ic c- 0 % cre measured in each of the cell lines under investigation b\
radioimnuna,sa\ t RI,\, I BlV- I cells ha c('aM lesels -50"C' higher than untrans-
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formed C127 cells. In CM-I cells, however, CaM levels are constitutively fivefold
higher than can be accounted for by transformation with BPV alone. Intact CaM
can be isolated from CM-I cells that co-migrates with both CaM from C127 cells
and CaM produced by a bacterial expression vector (Putkey et al., 1985), as
determined by sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-
PAGE). In addition, CaM isolated from CM-I cells shows a shift in migration on
SDS-PAGE identical to purified CaM when samples are electrophoresed in the
presence of Ca -', which suggests that Ca-'> binding of the vector-produced protein
is normal. Finally, to confirm the results obtained by RIA, relative CaM levels
were determined by densitometric scanning of Coomassie-stained polyacrvlamide
gels and found to agree with the results obtained by RIA.

The observation that CaM protein levels only are increased 5-fold in CM-I
cells despite a 50-100-fold increase in mature CaM mRNA suggests that intracel-
lular CaM levels are elevated at the translational or post-translational level. Prelim-
inary results indicate that all the vector-derived mRNA is associated with poly-
somes, which indicates that the latter mechanism may be operative. Detailed
studies are in progress to determine the precise manner in which CaM protein
levels are modulated in CM-I cells.

So far, we have observed four differences between CM- I and BPV- I cells that
can be specifically attributed to elevated CaM in CM-I cells. First. CM-I cells
plateau at a saturation density that is significantly higher than either BPV-l cells
or untransformed C127 cells. This must be a consequence of increased intracellular
CaM concentration since thc same effect is observed in MCM-4 cells when CaM
Icveis are increased by Zn-induced expression of the BPV-hMCM vector. In these
cells, the saturation density is increased >50% when cells are cultured in the
presence of 50 pM Zn 2'. BPV- I cells showed no ditfrence in saturation density as
a result of Zn-' treatment. Second. the generation time of CM-I cells (12 h) is 2 h
shorter than in BPV-I cells (14 h). Detailed analysis of the cell cycle has revealed
that all of the difference in generation time is due to a reduction in the length of
the G I period in CM- I cells.

We have examined the levels of three different mRNAs during the cell cycle
in both BPV-I and CM-I cells. The mRNA fbr histone H4 is regulated in a similar
fashion in both cell lines, and the pattern of expression is consistent with previously
reported results. In addition, even though CM-l cells have 100-fold more CaM
mRNA than BPV-l cells, the relative changes in (CaM mRNA levels during the
cell cycle show a nearly identical pattern in both cell lines. This suggests that the
chicken CaM promoter present in the BPV-CM vector is capable of responding to
the signals that are responsible for cell-cycle-dependent regulation of CaM mRNA
levels. However, while the regulation of both CaM and histone mRNA levels
appears to be unaltered by increased CaM. we have observed one mRNA khose
pattern of expression is changed during the cell cycle as a consequence of increased
CaM levels. The mRNA for myosin light-chain kinasc (MLCK). a CaM-dependent
enzyme. increases 5-10-fold, as compared with early G I levcls, at both the G I/S
and S/G2 boundaries ofthe cell cycle in BPV-l cells. In CM- I cells, NILCK mRNA
levels do not show periodic increases during the cell cycle and remain at a level
characteristic of G I cells. Thus, it would appear that CaM may potentiallk regulate
at least one CaM-dependent enzyme at the level of its mRNA.

Finally, we have observed a decrease in the levels of both o- and -tubulin.
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but not 13-actin mRNAs in CM-I cells relative to BPV-l cells. Cleveland et al.
(1981) have suggested that tubulin mRNA levels are decreased in response to an
increase in the tubulin monomer/polymer ratio. Therefore, these data are consistent
with our earlier contention that CaM may be the mediator of the Ca2-dependent
depolymerization of microtubules (Marcum et al., 1978).

Conclusions
This study is designed to answer how changes in the intracellular concentration of
CaM affect cell growth and gene expression. We have found that an increase in
CaM as seen in CM-I cells alters the rate of cell proliferation through a reduction
in the cell-cycle duration. The fact that this effect is mediated through an alteration
in only the length of the G I period would suggest that CaM may play a role in
regulating some event that determines the timing of the onset of DNA synthesis in
these cells. These studies also support earlier work in which CaM was shown to be
elevated in transformed cells and required for progression into and through the S-
phase. The observed decrease in both a- and 0-tubulin mRNA levels indicates that
CaM may affect the rate at which tubulin monomers cycle on and off microtubules.
The data also support the contention that the Ca -  sensitivity of microtubule
depolymerization might be mediated by CaM. Finally. increased CaM levels appear
to ablate the normal cell-cycle regulation of MLCK mRNA levels. Studies are
under way using nucleic acid probes for other CaM-dependent enzymes to deter-
mine whether this phenomenon is specific for MLCK or is a general feature of
proteins whose functions are modulated by CaM.

The availability of the cell line that we have described allows us to question
directly how altered CaM levels affect: (a) cells in exponential growth: h) cells that
are grown to the plateau phase: and (c) cells in the plateau phase that are induced
to re-enter the cell cycle by mitogenic stimulation. Criteria that can be examined
include: (a) cell-cycle kinetics: (h) expression of genes reported to be important in
the cell cycle or cell structure: () possible changes in CaM-binding proteins: (d)
the requirements for the extracellular Ca" concentration required for gro\kth. as
well as potential changes in the intracellular Ca" concentration and localization.
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