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1, Abstract

>The purpose of this research was to ascertain the existence and to study
the configurational fluctuations in proteins, fluctuations which enable small
molecules to penctrate the ploteln structure, To this end the quenching of the
tryptophan phosphorescence in Liver Alcohol Dehydrogenase by oxygen and by io-
dide ions was studied, The quenching could be interpreted in terms of diffusion
of the quenchers through the protein network while its temperature dependence
measured the activation energy necessary for the above fluctuations to take
place. In addition to using tryptophan also the study of porphyrins as poten-
tial optical probes in proteins was undertaken. The excited state electron
transfer reactions of the model compound Zn octoethylporphyrin, which consti-
tute the main pathway for its deexcitation, were investigated with a view of
using similar redox systems to quench the Zn porphyrin luminescence when in-
corporated in apomyoglobin or apohemoclibin instcad ot the non luminescent
heme group, Zn substituted myoslobin was prepared and its optical properties
studied,

Key words: Optical Probes, Protein Phnsphorescence, helayed Fluorescence,
Porphyrin Lumincescence, Liver Alcohol Dehydropenase, o Deto-
cthylporphyrin, Zn Protoporpihyrin.
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2. Introduction

Based on the structures from X-ray diffraction data proteins have for many
vears been treated as though they were semirigid solids susceptible to confor-
mational rvearrangements only upon interacting with small (substrate) molecules.
In the last ten years, however, a number of studies using different techniques
have indicated that proteins in aqueous solution do not have a well defined ri-
gid structure but that they undergo conformational fluctuations. For example,
the results of hydrogen exchange in l!ysozyme (1) have been interpreted in terms
of such fluctuations enabling small molecules to penetrate the protein coil.
NMR studies of the aromatic amino acid residues in pancreatic trypsin inhibitor
indicate a rotational freedom of the aromatic rings which can only be due to
the movement of the polypeptide chains within the protein interior (2). Even
the X-ray diffraction data are now reinterpreted to mean that in large parts of
the protein structure the amino acid side chains are not rigidly fixed in space
but have (a limited) freedom of movement (3). Similarly conformational fluctua-
tions are also predicted by molecular dynamics calculations, lately reviewed by
Karplus and Mc Cammon (4), which show that rapid side chain movements are in-
deed expected to occur in the protein interior.

Of particular relevance for the investigations described here are the
studies of Lakowicz and Weber on the fluorescence quenching of the inherent op-
tical probe, the tryptophan residue, in globular proteins (5). These workers
were able to show that oxygen diffuses through the protein network almost as
readily as through an aqueous solution, Since the tryptophan residues quenched
are mostly located in the interior of the protein, where the amino acids are in
close Van der Waals contact, the conclusion was reached that rapid conforma-
tional fluctuations are necessary in order to create the pathways for oxygen
di ffusion, On the other hand, Saviotti and Galley have shown that the long
lived phosphorescence of tryptophan residues can be observed in aqueous solu-
tions of Liver Alcohol Dehydrogenase (LADH) at room temperature (6). Oxygen
quenches this emission with a rate which is by four orders of magnitude smaller
than the fluorescence quenching observed by Weber and Lakowicz in other pro-
teins. These findings were interpreted to mean that quenching by oxygen takes
place by a mechanism in which large conformational changes expose internal
trvptophan residues periodically to the ambient solutions containing oxygen.
Lately the room tempcracure fluorescence and phosphorescence quenching of LADH
has been reinvestigated by Calhoun et al. (7). These workers find a rapid
quenching of fluorescence and phosphorescence by 02 but a very much slower
quenching rate for the LADH luminescence by I~ and by other small molecules.

The most frequently used inherent optical probe in protein structural
research is the tryptophan residue. The difficulty with using this optical
probe lies in the fact that most proteins contain a number of such residues.
The data obtained in such cases describe therefore the sum of processes for the
various tryptophan residues and thus make the interpretation of the results un-
certain, The attaching of protein unrelated marker chromophores or fluorophores
to a protein suffers from two drawbacks: a) of introducing a foreign molecule
into the protein interior and thus possibly influencing its delicate structural
balance and b) the uncertainty of the actual location of the marker within the
protein. The use of inherent luminescent probes other than the aromatic amino
acid residues in protein structural rescarch has not as yet been fully ex-
ploited and is one of the objectives of this research,




3. Objectives of Research and Outlay of Report

The objectives of the research described here were:

a4) to measure the diffusion of small molecules through a protein made possi-
ble by conformational fluctuations of the latter;

b) to cvaluate the energetics of the fluctuations from the temperature depen-
dence of the above diffusion;

¢) to develop almost - inherent optical probes for structural studies in pro-
teins,

The report deals with structural fluctuations in protein measured over a
long time span (miliseconds) by means of quenching of its excited triplet state.
For a diftusion limited quenching process the temperature dependence of the
quenching enables us to evaluate the energetics of the above conformational
fluctuations.

The work describes a) the use of a tryptophan residue as optical probe in
the structurally well defined protein system of LADH; b) the study of the op-
tical properties of porphyrins with a view of using them as probes in myoglobin
and in hemoglobin, | '

4, Liver Alcohol Dehydrogenase (LADH)—(submitted for publication)

Phosphorescence of tryptophan residues has long since been observed at
rooi temperature in oxygen free aqueous solutions of LADH (6), The structure of
LAl# has been reviewed by Branden et al., (8). The enzyme is composed of two
subunits each of which contains one tryptophan residue (Trp 15) which is lo-
cated on its periphery and one tryptophan (Trp 314) which is buried in the area
of interaction between the subunits, The room temperature phosphorescence here
described stems from Trp 314, The phosphorescence lifetimes reported range from
83 ms (9) through 120 ms (10) to 300 ms (7). Rate constants for the oxygen
quenching of this phosphorescence of kg = 6x108 M~lsecc™! and of 7x10% M-lsec~!
have been found by Calhoun et al. (7) and by Saviotti and Galley (6) respective-
ly. Here we describe the quenching and its temperature dependence of Trp-314 in
LADH by oxygen and by potassium iodide,

Methods and Materials

- - - - —— -

Alcohol behydrogenase from horse liver (LADH) was obtained from BBehringer
(*tannheim) in 10 ul batches as a suspension in 0,02 M potassium phosphate buf-
ter pH 7 and was stored at 3°C. Its biological activity, as stated by the manu-
facturer, is about 2,7 units/mg. The enzyme did not deteriorate by more than
ten percent during the time one batch of LADH was used. Enzyme solutions which
had an activity of less than 2.4 units/mg were discarded. The biological activ-
ity of the various enzyme lots used by us was fairly uniform, However, although
the fluorescence yield did not change appreciably from one lot to another, the
phosphorescence intensity and lifetime in a few of the shipments were up to a
tactor of two lower than in the majority of the batches. Triply distilled water
and reagents of at least analytical grade were used throughout., Solutions were
prepared by dissolving 0.2 to 0.5 ml of the LADH suspension in 2x10~3 M phos-
phate buffer, pd 7.5, and precipitating any non dissolved particles by centri-
tugation. The solution was dialysed overnight at 4°C against the above buffer,
Spectroscopic Grade glycerol (Matheson, Coleman and Bell), was added to obtain
a final solution of 1:3 glycerol-water with an ahsorbance of OD ~0.2 at 300 nm.
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The glycerol greatly facilitates the degassing procedure used for freeing the
solutions from dissolved oxygen (see below). Such solutions when cooled gradu-
ally and then stored at 4°C were generally stable for at least two days. Only
after prolonged periods at 4°C or if left for a day at room temperature did the
enzymatic activity decrease.

The solution was placed in a cell assembly consisting of a 1 cm optical
path square specrosil cell with a Dewar-flask-like side arm and fitted with a
teflon high vacuum stopcock. This assembly was attached to the vacuum line for
dexoygenation., The LADH solution was contained between the walls of the side
arm thermos flask and liquid nitrogen was poured into its inner part. When
evacuating the assembly, about half the solvent distilled and froze onto the
cold surface of the inner part of the above Dewar flask. The LADH solution re-
mained liquid while the oxygen freed during the above distillation was pumned
off. When the liquid nitrogen was removed from the thermos flask, the distilled
(oxygen frece) solvent dropped back into the LADH solution. The solution was
gently stirred for about ten minutes with a teflon encased magnetic stirrer in
order to cquilibrate the vapor phase with the residual oxygen present, By re-
peating this procedure three to four times, the enzyme solution could be freed
from oxygen down to about 10-2 M, It was found that by this procedure the LADH
did not undergo denaturation and coagulation during deoxygenation., The stopcock
closed cell assembly was detached from the vacuum for light emission measure-
ments.

The assembly, with the solution transferred to the optical cell, was
placed in a spectrofluoro-phosphorimeter equipped with a light chopper in the
path of the exciting Xe arc, Fluorescence was measured by photon counting dur-
ing the "light on" periods while phosphorescence was measured in the "light
off'" periods. Phosphorescence lifetimes were determined in the same apparatus
without the chopper running. The light illuminating the solution was shut off
by a milisecond shutter and the subsequent decay of the emission was recorded
on a storage oscilloscope, The temperature dependence of the emission was mea-
sured by placing the curvette in an Oxford Instruments cryostat which could be
fitted into the cell compartment of our apparatus.

The phosphorescence quenching by oxygen was measurcd by cquilibrating the
LADH solution, after dexoygenation and while still attached to the vacuum line,
with a predetermined pressure of oxygen, The concentration of oxygen in air
saturated 1:3 glycerol-water (2.1x10™% M), and Henry's law were used to calcu-
late the actual Oy concentration in solution (11). Quenching by I~ ions was
measured by adding to the LADH solution the required amount of KI in solution
(containing 0.1 mole percent thiosulfate with respect to KI).

Results

The rate constants for the quenching of the Trp-314 phosphorescence in
LADH by the apolar oxygen molecule and by the I~ ion were measured in a 1:3
glycerol water solution as a function of temperature. The spectrum of this
phosphorescence in the above solvent mixture is given in Figure 1. It is very
similar to the spectrum in aqucous solution described betore (6). The room tem-
peraturc phosphorescence yield of LADH, ¢ (LADH) = 0,006, was estimated from
the phosphorescence to fluorescence emission ratio. The value of ¢g(LADH) =
0.12 in turn was based on the quantum yield of the N-acetyl tryptophan amide
(NATA) fluorescence ¢+ (NATA) = 0,16, In the quenching cxperiments the decrecase
in phosphorescence intensity and in lifetime were measured at 438 nm. The main
difficulty in these experimen:s lies in the heterogeneity of the LADH samples
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and in the instability of the enzyme solution when cooling it to zero degrees
centigrade. Although the biological activity of the LADH was the same, the
phosphorescence intensity and lifetime differed sometimes slightly from solu-
tion to solution which had been prepared from the same batch. It is possible
that this behavior is due to a slight conformational heterogeneity in the par-
ticles of the original LADH suspension used to prepare the solution, a hetero-
geneity which is not reflected in the biological activity, Because of this he-
terogeneity and lability (see below) of solutions, each experiment had to be
done in duplicate. An enzyme solution was prepared and divided into two parts.
Une part was deoxygenated in the cell assembly and its emission recorded in ab-
sence of quencher. The second part in an identical assembly and deoxygenated
simultaneously with the first part was measured with a predetermined concentra-
tion of quencher added to the solution. Each such pair of solutions was mea-
sured at a number of temperatures. The LADH activity was frequently checked be-
fore and after experiments and was usually found not to have changed. However,
in some cases the clear LADH solution turned turbid in the course of the cool-
ing and reheating cycles indicating that some enzyme had precipitated. Only
those experiments in which the cooling and reheating did not visibly affect the
solution were retained,

Figure 2 shows the Stern-Volmer plot for quenching of the tryptophan phos-
phorescence in LADH by oxygen, The excitation wavelength was 300 nm. Data de-
rived from both the decrease in intensity and the decrease in tryptophan trip-
let lifetime are presented for various oxygen concentrations. It is secen that
the same quenching constant kKgy= 1.4x107 M~! is obtained from the two sets of
data. The corresponding rate constant, Kq» for oxygen quenching at 22°C was ob-
tained from Kgy and from the triplet lifetime which at 22°C was found to be 1=
100 ms, The value of the quenching rate constant is therefore kq=1.4%0,2x108 M7l
sec™!, The room temperature data in Fig. 2 were obtained by repeatedly equili-
brating solutions with increasing amounts of oxygen. This procedure did not af-
fect the enzyme solution and its activity. At lower temperature the stability
of the LADH solutions decreased as described above. It was therefore necessary
to prepare fresh solutions for each quencher concentration, Because of the in-
herent instability and variability in the different sclutions as well as the
uncertainty in the exact concentration of oxygen dissolved in them, the data
are less accurate than those at 22°C, This is reflected in the large error bars
in Fig. 3, This Figure shows the temperature dependence of the rate constant,
An activation energy of about 14 kcal/mol with an estimated error of $25% was
obtained for the quenching of tryptophan 314 by oxygen. The rate constant for
the quenching of this "inner" tryptophan residue by 1- was also determined as a

function of temperature. At room temperature a value of kq = 1.2t0.2x108 M~ 1sec™!

was obtained. Similar to the quenching by oxygen again an activation energy of
about 14%3.5 kcal/mol was found.

Within the experimental error the same quenching rate constant and activa-
tion energy was obtained from both the decrease in intensity (or quantum yield
(¢)) and lifetime (1), of the tryptophan emission (Figure 2), This means that
the value of ¢/t is approximately constant for the phosphorescence of the
buried tryptophan residue in LADH indicating that the quenching at the very low
quencher concentration used here is essentially a dynamic effect and is not due
to the formation of ground state complexes,.

We did not observe in our experiments illumination dependent effects on
the LADH phosphorescence (10). It seems that at the low light intensities (150
W Xe arc, double monochromator, 5 nm band pass slits) and low oxygen concentra-
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tions employed the rate of photochemical 0 depletion is very low.

Discussion

Our rate constant for the quenching of the Trp-314 triplet state in LADH
is not very different from the va.ue of 6x10® M~lsec~! obtained by Calhoun
et al., (7). Both indicate an almost free access of the protein interior to 0;.
On the other hand, our rate constant for the Trp-314 guenching by I-, kq =
108 M-lsec-1, is much larger than the value of kq =10° M~lsec™! found by Cal-
houn et al. We have no ready explanation for this difference. Both the shorter
lifetime and the higher value of kq indicate a less tight protein structure
and hence a less well protected Trp-314 in our system. As mentioned in Methods
and Materials, even preparations from the same supplier show some variability
in their triplet state properties. It is possible that either the different
preparations (Boehringer vs. Sigma) and/or the lower ionic strength (0.0015 M
vs. 0.03 M buffer) and presence of glycerol cause the protein structure to be-
come somewhat more penetrable to the quencher. Our main interest however, lies
not in the absolute values but in the temperature dependence of the above

quenching rate constants,

The activation energy of Ez *14 kcal/mole found by us is uncommonly high
for a fast process with a rate constant in the 10% M !sec™! range. In terms of
ordinary reaction kinetics this would mean an unrealistically large pre-expon-
ential factor A=10!8 M"lsec™! in the Arrhenius equation, A high activation
energy of 9 to 11 kcal/mol for quenching of the tryptophan fluorescence in pro-
teins by acrylamide has also been reported by Eftink and Ghiron (12). In these
experiments the pre-exponential factor reached a value of A =1015 to 1016 M~!
sec™!, We shall now try to examine this kinetic behavior,

The fluorescence of N-acetyl tryptophan amide, NATA, the model for trypto-
phan residues in proteins, is quenched by KI in aqueous glycerol (25%) with a
rate constant of kg = 3x10%9 M~lsec™! which falls into the range of almost diffu-
sion limited reactions, Hence we attribute this rate constant to the diffusion
of I ions through the liquid rather than to the deactivation step of the ex-
cited singlet. We assume that the same rate constant will also describe the
quenching of the NATA triplet state, The diffusion controlled rate constant kq is
proportional to the diffusion constant D. The activation energv of D and hence of
kq can be estimated from the temperature dependence of the solvent viscosity by
use of the Cinstein-Stokes reciprocal relation D «kT/n. One obtains, from the
viscosity data for 1:3 glycerol-water, (Landolt Bornstein Tables) a value of
Eaq =4.5 kcal/mol. Therefore with kq.='3x109 M‘lsec‘1==Ad exp (-Ea/RT) the pre-
ex?onent for the diffusion limited rate constant at room temperature is Ag = 10!
M-lsec-l, If, as we assume, also the rate of quenching of the tryptophan resi-
dues buried in the interior of the protein is determined by the diffusional
movement of the quencher molecules through the tightly packed protein network
rather than to the deactivation process, it stands to reason that this diffu-
sion is made possible by temporal displacements of the polypeptide side chains
which otherwise are in close Van der Waals contact. Diffusion has been proposed
to account for fluorescence quenching of tryptophan residues in a number of
proteins (5,12). However, the diffusional mechanism of luminescence quenching
in LADH has been questioned and a process has been proposed in which segments
of the protein structure collapse providing short-lived "open'" gates in the
otherwise 'closed" protein structure (7). Our results support a model of
quencher diffusion through temporary created channels in the protein network.

X-ray diffraction data (3) and a variety of dynamic measurements as well
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as molecular dynamics calculations which have been reviewed by Karplus (4), all
indicate conformational fluctuations and a certain degree of flexibility, in
the structure of proteins. However, mostly the average atomic displacements in
the interior part of the protein reach a magnitude of about 0.5} only. For the
diffusion of large ions or small molecules of, say a radius of NZK, through the
protein network to take place it is likely that larger displacements of the
polypeptide side chains will be required. The activation energy for diffusion
within the protein is the energy needed for the quencher molecule to thread its
way through the protein. The above flexibility of the structure which allows
the amino acid side chains to assume a variety of configuration (at least in
the non-helical parts of the protein), facilitates the process. The equivalent
of the activated complex in such a diffusion process would be the state at
which the local conformation in the protein is sufficiently distorted for the
diffusing molecule to pass between the polypeptide side chains. These energy
consuming, and hence temperature dependent, polypeptide side chain displace-
ments will be much larger than the above average equilibrium fluctuations in
the protein, The displacements can be brought about in a large number of ways
if local structures in the protein are temporarily disrupted thus creating
channels for the diffusing particle to pass. The number of states such as "dis-
ordered" diffusional activated complex could assume is therefore much larger
than that of the local average conformations. In terms of the absolute reaction
rate theory this effect is probably the source of a positive entropy of activa-
tion which would account for the large preexponential factor in the Arrhenius
equation mentioned above. We express the quenching rate constant by

kq= A4 exp (85*/R)yexp (-aH*/RT)

where A4 can be assumed to equal the pre-exponential factor characteristic of
diffusion in solutions as obtained from the above quenching of N-acetyl trypto-
phan amide by KI., It is numerically equal to kT/h, the quantity used in the ab-
solute reaction rate theory. AS* is the entropy of activation characteristic of
the protein and AH* is the enthalpy of activation, as measured by the Arrhenius
activation energy. By inserting kq =108 M~1lsec™!, Ay=1013 M-1lsec~! and aH* =
14 kcal/mole we obtain for AS* a value of 23 e.u. This quite large entropy of
activation is in part compensated by a large enthalpy of activation. According
to our model, this compensation means that the larger the energy required for
the disruption of local structures the larger the increase in the number of
states which the activated complex can assume.

Finally, if the phosphorescence quenching in LADH is to be attributed to
the quencher diffusion it should be reflected both in the quenching of the
short-lived fluorescence and of the long-lived phosphorescence. We measured the
fluorescence quenching of LADH by KI up to G.2 M, The exciting wavelength was
303 nm, the emission was measured at 315 nm and the slits of the monochromators
had a bandwidth of 2 nm, Under these conditions the fluorescence observed comes
almost entirely from the buried tryptophan residue 314, Up to 0,05 M, indeed
very little quenching is observed but a small effect, i.e., a decrease in fluo-
rescence intensity by about two percent was found. Such a decrease, together
with a lifetime of 3.5 nsec for tryptophan 314 corresponds to a quenching rate
constant of about 108 M~lsec™! and is therefore consistent with the above phos-
phorescence data. Eftink and Selvidge (13) found a somewhat smaller quenching
rate constant of kq = 1-3x107 M~1sec™! for the LADH fluorescence quenching by
acrylamide,

Because of the long lifetime, the triplet state is, of course, a much more
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sensitive probe than the excited singlet when rate constants in the 107 to 108
M-lsec-! range are being mecasured.

S. Porphyrins as Optical Probes in Proteins

Metal containing porphyrins appear at the active site of many proteins.
Mostly these porphyrins do not show any light emission upon illumination into
their absorption bands. Substitution of fluorescent Zn or Mg porphyrins for
the native iron porphyrins in myoglobin and in hemoglobin has been shown not
significantly to influence the structure of the protein (14). We studied first
the optical properties of fluorescent porphyrins and their interactions with
small quencher molecules in solution in order subsequently to substitute them
for the native ones into the above proteins. These luminescent porphyrins were
to be used as optical probes to follow structural fluctuation in the globin
proteins,

1) Zn Octaethylporphyrin (ZnOEP) was used as a model compound to study the
quenching (by electron transfer) rate and mechanism of excited lumin-
escent porphyrins,

2) The optical properties of Zn protoporphyrin were studied and it was sub-
sequently substituted for the iron containing heme in myoglobin.

6. Zn Octoethylporphyrin (ZnOEP) — Excited State Electron Transfer (in press)

It has been found that porphyrins in the excited singlet and triplet
states transfer electrons to electron acceptors — notably quinones (15,16).
The fluorescence quenching of ZnOEP seems to follow the reduction and oxida-
tion potentials of substances known to be electron donors and acceptors re-
spectively in a way which suggests that charge transfer might be responsible
for the loss of its excitation energy in both polar and apolar media.

Materials and Methods

Zn-Octaethyl Porphyrin was obtained from Porphyrin Products (Utah) and was
used without further purification. Toluene, Analar grade, was distilled from
molecular sieves (4A) directly prior to preparing the solutions to be measured.
Acetonitrile, MC§ B, was first distilled from P05 and redistilled from molecu-
lar sieves immediately before being used, A stock solution of about 10~“M ZnOEP
in toluene was kept in the dark under refrigeration, 150 ul of this solution
were diluted with 4 ml of solvent in a glass stoppered spectrosil fluorescence
cell, For quenching experiments 4 ml of solvent containing the quenching sub-
stance were used. As a rule, quencher concentrations did not exceed 0,15 M so
as to minimize impurity and other high concentration side effects. All quench-
ing substances used were of Fluka purissimum (>99%) or Analar grade except for
Laboratory reagent Acrylamide (>98.5%), 3,4-Dimethylphenol and 9,10=-Anthraqui=-
none (>98%). Diethylaniline was redistilled under N, and Benzaldehyde was puri-
fied chromatographically, The fluorescence was measured in a conventional fluo=
rimeter with a R-928 (Hamamatsu) photomultiplier and a Brookdeal-Ortec photon
commntine system (PC-5). The ZnOEP was excited in its 533 nm absorption band.

The fluorescence lifetimes were measured on a SLM phase fluorimeter at 18
MHz and at 30 MHz modulation,
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Results

The fluorescence lifetimes of ZnOEP in presence of oxygen in toluene and
in acctonitrile were found to be 1,9 ns and 2.1 ns, respectively. The standard
deviation was 0.15 ns, Lifetimes were obtained both from phase shift and from
intensity demodulation, The dJifference in the value obtained by the two methods
was found to lie within the above error range. These lifetimes of ZnOEP in the
absence of quenchers were used to calculate the quenching rate constants, kg,
from the Stern-Volmer quenching constants. The latter were generally obtained
by steady state measurements, In some cases the quenching constants were also
determined by lifetime measurements, Because of the inherently short lifetime
ot ZnOEP* these measurements yield kq values which are less accurate (:30%)
than those from steady state measurements, Within the estimated error range the
kq values from lifetime measurements agreed with the steady state results, The
quenching rate constants in the polar solvent acetonitrile and in the nearly
apolar toluene, Kk, for a number of electron acceptors and electron donors to-
gether with their polarographic halfwave reduction and oxidation potentials,
respectively, are presented in Table 1. The values obtained from lifetime mea-
surements are given in parentheses, In all cases studied the fluorescence spec-
trum of ZnOEP did not change in the presence of quencher. Even in the apolar
toluene no new emission band, indicative of an excited state complex, was ob-
served,

The number of electron acceptors and donors, used in the quenching experi-
ments, was severely limited by two factors: a) the solubility of the solutes in
at least one of the solvents used —acetonitrile and/or toluene; b) the require-
ment that specific interactions and complex formation in the ground state be-
tween ZnOEP and the quenching substance do not take place. Particularly in the
non polar solvent toluene, the absorption spectra showed that with many known
clectron donors and acceptors ZnOEP formed ground state complexes. Some poten-
tial quenchers which caused changes in the ZnOEP absorption spectrum were: Ben-
zophenone in acetonitrile and in toluene; Phenylenediamine and a-Naphthylamine
in toluene, Fumaric and Maleic acid in acetonitrile, In some cases in which no
ground state complex is observed, the Stern-Volmer quenching plots did not obey
the usual linear relation (for example, indole gave an upward curvature). This
might be due to pre-existing weak molecular interactions not revealed by the
absorption spectrum, Quenchers which showed such specific interactions were not
used in this study. The quenching substances in Table 1 are ordered according
to their decreasing polarographic half-wave reduction potentials, It is seen
that good electron acceptors, the quinones (Ek(Red) >-1,0 V with respect to the
Standard Calomel Electrode (SCE)), quench the ZnOEP fluorescence with a rate
which is, or is almost, diffusion controlled. The quenching rate decreases by a
factor of more than thirty for substances with reduction potentials of Ey(Red) =
-2.0 V with respect to the SCE,

Discussion

It has been experimentally found that the difference between the first po-
larographic half-wave oxidation potential and the first reduction potential of
ZnOEP, Ei(Ox) - Ei(Red) = 0,63 V- (-1.61 V) =46 nearly equals the lowest excita-
tion energy of the molecules, AEgg= 2,15 eV, In simple molecular orbital lan-
guage, this might be taken to mean that the energy needed to transfer an elec-
tron from one porphyrin molecule to another, i.e., the standard free energy for
the reactions 2P »P* +P~, is given by the difference between the highest occu-
pied (HOMO) and the lowest unoccupied molecular orbital (LUMO) of the porphy-




rin. In fact, the near equality of & and Ao is probably duc to the mutual
cancellations of effects since such an approach neglects conformational entropy
changes, solvation energies and charge interactions,

On the other hand, it has been found experimentally that in polar solvents
the fluorescence quenching of excited electron donors, D* in the presence of
acceptors, A, or of excited electron acceptors, A*, in presence of donors, D,
is often accompanied by the formation of the corresponding ions D* and A~ (17).
The standard free cnergy for the transfer of an clectron in thesc systems

D*+ A 2 D*....A (encounter cage) 2 D*++«.A” (solvated ion pair) -
at the distance where this transfer takes place can be described by
G° = E(D/D*) - E(A-/A) - AEyg - e2/erDA (1)

where E(D/D*) and E(A-/A) are the oxidation potential of the donor and the re-
duction potential of the acceptor respectively (17,18). They are approximated
by the corresponding polarographic half-wave potentials Ei(0x) and Ly(Red).
AEpgis the lowest electronic excitation energy of the donor or acceptor and ¢
is the dielectric constant of the solution, The last term in equation (1) re-
presents the stabilization due to the Coulomb interaction of the solvated D*
and A~ ions formed at the distance of electron transfer. It has been found by
Weller and coworkers, for a variety of donor-acceptor pairs in polar solvents
that as long as the value of AGO is less than = -0.4 eV (-10 kcal/mole) the
electron transfer rate is determined by the rate of diffusion and takes place
with a rate constant of k =2x10!0 M~ls-1  For more positive AG® values it was
found that the above rate constants decrcase. Below kq= 108 M~1s-1 a linear de-
pendence of log kq on AG® was observed.

Such a behavior can quite generally be expected for reactions which do not
involve complex molecular bond rearrangements. Proton transfer is an cxample of
such a process, More relevant to the present discussion, is the transfer of
charge in the excited singlet state of molecules whose valence electrons are
located in extended 7 or peripheral nonbonding orbitals. If for such a donor-
acceptor system the equilibrium strongly favors the transfer of charge, i.e.,
AG®° < 0 and no chemical bond breakage is involved, one can expect that the pro- !
cess will proceed with no appreciable activation energy and that electron trans-
tfer will take place on every encounter. In the range of positive AG® values, a
frece energy of activation, which at least equals AG®, will be experienced. In
this range of slowed down charge transfer other processes which quench the ex-
cited state might compcte with the transfer of electric charge. In polar sol-
vents porphyrins, such as ZnOEP, in the excited triplet state are known to in-
teract with similar molecules in their grecund state. By the transfer of an elec-
tron, a positive and a negative ion are formed in the process (19). If such a
process were also to take place between excited singlet and ground state mole-
cules of ZnOEP it follows from equation (1) that, because of the near-cquality
ot Exy(0x) - LEn(Red)=6 (2,24 eV for ZnOEP) and the excitation energy algg (2.15
cV), the free energy change for the reaction:

ZnOLEP* + ZnOEP -+ ZnOEP* + ZnOEP-

would be determined by the Coulomb interaction at the distance of charge trans-
fer, i.e., AG°= 0,09 - e?/erpa(eV).

tauzerall (20) has shown that for various metal porphyrins, electron trans-
fer probahly takes place over relatively large distances by a tunneling mechan-
ism, The average charge secparation for tunneling in the singlet state is esti-
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mated at a ring to ring distance of SR or a molecular center to center distance
of about 10A. This would yield a value of 4G°=0.01 to 0,05 ¢V, for the above
charge transfer reaction in the polar solvent acetonitrile.

It is proposed here that the fluorescence quenching of ZnOEP by electron
acceptors or donors other than porphyrins in polar solvents also take place by
electron transfer from or to the excited !ZnOLEP*. Such a quenching mechanism is
indicated by the dependence of the quenching rate constant kq on AG®, the
standard free energy change for electron transfer as calculated from the reduc-
tion or oxidation potentials of the quenchers (cquation 1).

Our data in Table 1 show that in CH3CN variour quinones, which are good
electron acceptors, and phenylendiamine, an electron donor, all Guench the
ZnOEP fluorescence with a rate constant in the kq=1.5tﬁ.5xloloﬂ'ls’l range as
can be expected if their Ey(Red) or Ey(Ox) values, vespectively, are inserted
in equation 1, (see Figure 1). We used a dielectric constant of €= 37 and an
average ZnOEP to donor (or acceptor) distance for electron transfer of Tpp = 7A. ]
This yields a Couloumb stabilization term of c¢?/erpp = 0.06 cV.

It seems, thereforc, that for processes in which the electrochemical con-
siderations predict a zero free energy of activation for the clectron transfer
step, fluorescence quenching takes place upon every donor-acceptor cncounter,

When electron acceptors with reduction potentials similar to or more nega-
tive and electron donors with oxidation potentials ncar or more positive than
the corresponding % values for ZnOEP arc uscd, a decrcase in the quenching
rate constant is observed as must be expected if the clectron transfer rcaction
has a free energy of activation. Becausc of the short litfetime of ZnOEP the de-
creasc in the quenching rate constant in our experiments could not be measured
in the range in which a linecar dependence of log kq on AG® has been found in
other systems (17). llowever, even so, the scatter in data points is larger than
warranted by the cxperimental error. Morcover, in many cases the decrease in
log kq is much smaller than can be expected from the above clectrochemical con-
siderations. The broken line in Figure 5 rcughly indicates the decrease in log
kq with AG® for the quenching by electron transfer as found by Rehm and Weller
(17). It seems that in the range where our rate constants decrcase to values of
k=10% M"1s"1! or less, other quenching processes are morc rapid than the trans-
fer of an electron, The quenching rate constants measurcd then represent the
fastest deactivation pathway of ZnOEP and would be specific for each quencher
molecule. This, for example, seems to occur with the hydroxylated aromatics 14,
15 and 16 in Figure 5. In such cases the rate constants need not, of course,
follow the dependence expected for the transfer of an clectronic charge.

The accuracy of the AG® values in Figure 5 is limited by the uncertainty .
in the quantities E(D/D*) and LE(A-/A) (equ. 1). The polarographic half-wave po-
tentials were in most cases determined in acetonitrile as solvent, However, the
concentration and the kind of supporting clectrolyte used scem to affect the .#
value of E% obtained. Morcover, cven under the same experimental conditions,

di fferent E% values are often reported for the same substance (see, for ecxample,
ref. 21, data for benzoquinone),

Fluorescence quenching by electron donors or acceptors in non polar sol-
vents often proceeds via intermediary excited dimers — heteroexcimers or exci-
plexes — with their own characteristic emission (18). Similar to the solvated
ion pairs formed in polar solution the quenching by heteroexcimer formation

A* + D 2 A*....D (cencounter cage) I (AD)*  (heterocxcimer) -+

S——————— Lt b e




TABLE 1: Quenching of InOEP Fluorescence by Llectron Acceptors and bonors in
Acetonitrile and in Toluene; Halfwave Potential and Quenching Rate
Constants kg

k, x1077
Acceptor L, (Red) in Cl4CN ‘
K CH4CN Toluene
l. p-Benzoquinone -0.48 18 (23) 22 (17)
2. 1,4-Naphthoquinone -0,.82 20 17
3. Duroquinone -0.84 16 10
4. 9,10-Anthraquinone -0.98 20
5. Benzaldehyde -1,58* 1.0 (1.8) 1.0
ZnoLEP -1,01*
6. Benzoic actd -1.94* 0.7
7. Acrylamide ~1,94 0.57
8. Naphthalene -2.63 0.0l
kgqx10-”
Donor EB(Ox) in Cil4CN
CH JCN Tolucne
9. Phenylenediamine +0.6 10
10.  o-Aminophenol +(,4* 3.5
If. a-Naphthylamine +0.62 2.5
12, 3,4-Dimethylphenol +0.51¢* 1.8
ZnOEP +0.63*
13. N-diethylanilinet +0.76 0.7 0.6
14.  a-Naphthol +1.14 1.3
15.  1,4-liydroquinone +1.16 1.7
16.  Phenol +1.47 0,33

Halfwave potentials E% against the S.C.E. in acetonitrile wcre taken from ref,
I3 except where indicated by an asterisk

t Reference 17

* Benzaldehyde in 1:1 Benzene feOH, ref. 23, Benzoic acid in 75% Dioxane, ref,
23, o-Aminophenol in aqucous buffer, ref. 23, 3,4-Dimethylphenol in 1:1 iso-
propanol-ac.ac., buffer, ref. 24, ZnOEP in DMSO, rcf. 25

kﬂ values in parenthesis are from lifetime measurcments, Istimated error is *30%
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is also accompanied by the transfer of an electronic charge. The exciplex fi-
nally reverts to the initial ground state molecules (18). For electron donor
acceptor pairs which yield a significantly negative AG® valuce in equation 1, it
has been found that the rate of heteroexcimer formation is diffusion limited
(22). That no change in the fluorescence spectrum of InOEP and hence no exci-
plex fluorescence was observed in any of the molecular systems in Table I dous
not mean that a short lived nonfluorescent complex is not involved as interme-
diary in the quenching process. Indications also exist that cven in apolar
solvents electron transfer within the photochemical cage vields a small amount
of free ions in solution (19). In any case we cannot cstimate with any confi-
dence the free energy change of the quenching process in non polar solvents
like toluene, Strictly speaking, equation 1 might not be applicable if the
electron transfer step in the reaction chain does not result in (almost) sepa-
rated ionic species but in a heteroexcimer of pavtial charge transter charac-
ter, Even if that equation does constitute a good approximation to AG® for the
quenching process, data for oxidation and reduction potentials are not avail-
avle in toluene, As a rule, reduction potentials become more negative and oxi-
dation potentials more positive with decrcase in solvent polarity (1), i.e.,
the transfer of charge becomes more difficult, On the other hand, the Coulomb
stabilization, ez/erUA in cquation 1, will also increase in non polar solvents,
Though the two effects cancel cach other to some extent, still one cannot pre-
dict the free energy change for the quenching process in toluenc based on its
value in a polar solvent. Nevertheless, for lack of the correct AG° values, i
log kg in toluene in Figure 5 was plotted against AG® as calculated for accto- i
nitrifc. [n view of this crude representation the similarity in the quenching
rate constants in the two solvents is quite remarkable. For quenchers with

very negative AG® values for electron transfer, i.e., pood clectron donors, in
acetonitrile it stands to reason that also in toluene the free energy change
for the process will still remain negative, The data points oucht peraaps ve
shifted along the AG® axis but would still remain in the AG° <0 range, The wea-
sured reaction rates in toluene in these cases show that the process here too
1s encounter limited. A mechonism invoking charge transfer to account for the
fluorescence quenching of Zni.® by electron donors and acceptors in both polar
and non polar solvents uvrces well with tae observations of Ballard and Mauzer-
all (19) who found by conductometric measurements that the rate of tne Znokp
triplet — In0kP ground state reaction vielding positive and negative ions is
very similar in CH CN and in toluene., Of course, the free ion vields lifrer
vastly in the two solvents,

It is more astonishing that also when the electrochemically determined 4G°
values (equation 1) in acctonitrile become positive and when they might have a
quite different value in toluene, the quenching constants for ZnOEP in the two
solvents still resemble each other. The similar position of the break in the
lop versus AG° curve leads us to assume that the contribution to the true AG°
values due to electron transfer in toluene and in acetonitrile are not very
difterent. The log kg values in the two solvents in the range where log hy, <1010
indicates that the quenching mechanisms which might differ for different quench-
ing substances are apparently similar for a given quencher in the two solvents,
This is brought out by the data for substances 14, 15 and 16 in Figure 1,

In conclusion, we feel it is very likely that as long as the electrochemi-
cally determined AG® value is negative, the guenching of ZnOEP fluorescence
both in polar and in apolar media takes place via clectron transfer. For quench-~
ing substances with redox potentials such that AG®° > 0 for the transfer of an
clectron, other quenching routes might become more efficient. ifowever, in such
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cases the rate determining step in the reaction between ZnOEP and the quencher
seems to be the same in both the polar acctonitrile and in the apolar toluene,

7. Zn Protoporphyrin (ZnPl') —Spectral Properties and Incorporation into Myo-
globin, (Preliminary results),

InPP with two carboxyl groups on the periphery of the aromatic ring is one
ot the few water soluble porphyrins, It is also the porphyrin which has been
successfully substituted for the native heme in hemoglobin (14). As a first step
1ts spectroscopic properties were studied in solution.

It was found that even in alkaline solution ZnPP undergocs association as
seen from its absorption spectrum. ln 50% cthanol/water, however, only the mo-
nomeric tform exists in solution. Consequently this solvent was used. To study
the long-lived triplet state of ZnPP its delayed fluorcscence was measured,
o', when excited into its singlet 1S state, crosses, witih a yield ot about
0%, into the triplet state, Because of the comparatively small singlet-triqlct
gap (V3000 ¢m™1)a small part of the triplets are thermally back-excited to *S
and subsequently they erit the !S fluorescence. The time dependence of this
"delayed fluorescence" is naturally determined by the triplet state lifetime.
The advantage of using the delayed fluorescence lies in the fact that, contrary
to the phosphorsscence, its intensity increases with increase in temperature
due to the above thermal repopulation of the 1S state.

ZnPP was obtained from Porphyrin Products Inc, (Utah) and dissolved in 1:1
aqueous ethanol of Fluka Spectroscopic grade, The solution in a squire spectro-
scopic cell capped by a rubber septum was purged by bubbling prepurified nitro-
gen through it, [t was illuminated by a Molectron 400 nitrogen —dyve laser in
its 545 nm absorption band and the cmission observed at 600 nm by an R928 Hama-
matsu photomultiplier. The signal was fed into a Biomation 8100 digitiser and
hence into a Nicolett signal averager,

Myoglobin was obtained from Sigma Chemical Co, The apomyoglobin was pre-
piared and subsequently Znl’P substituted by the procedures of Teale (20) and
Lamola  14) respectively,

Results

Only some preliminary results can be reported at this stage. When illumin-
ating the ZnPP solution at 545 nm by the laser tlash we were able to observe
tiie delayed fluorescence which displays the rcgular fluorescence spectrum peak-
ing at 600 nm. The litetime of the emission at room temperature was about 1 =
200 us,

The ZnPP substituted myoglobin was soluble in aquecous solutions. ithe absorp-
tion and emission spectrum showed that it is the ZnPP wonomer which is bound by
the protein. It is apparently well protected within the pocket of the protein,
This is seen from the long measured lifetime, 15 ms, of the delayed fluores-
cence :nd hence of its triplet state,




8. Conclusions

The preliminurv results quoted at the end of the report indicate the po-
tential of using fluorescent porphvrins as almost-inherent optical probes in
heme proteins, The accessibility of the heme pocket to small (substrate) mole-
cules and its temperature dJdependence will be investigated it and when financial
support for this project 1s obtained.
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