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INTRODCUTION
Clinical studies have documented the presence of dense accumulations of immune inflammatory cells in the
peritumoral region immediately surrounding human primary tumors including breast cancer. This phenomenon
provides direct evidence of a host-immune response at tumor sites. However, immune effector cells such as
CD8÷ T cells are frequently excluded from intratumoral region and thus, are incapable of initiating contact-
dependent lysis of tumor targets. Moreover, major impediment to successful immunotherapies is the failure of
the appropriate immune cells to gain access to tumors. Thus, a vital challenge is to develop novel approaches to
target delivery of tumor-specific immune effector cells to tumor tissues. Our laboratory is exploring the role of
fever-range thermal stress in controlling lymphocyte trafficking. We postulate that stimulation of lymphocyte-
endothelial adhesion will culminate in significant anti-tumor immune activity as a result of increased
recruitment of tumor-specific cytotoxic T lymphocytes (CTL) to tumors. The proinflammatory cytokine,
interleukin-6 (IL-6) is further hypothesized to be the key regulator of thermally activated adhesion events in
breast tumor microvessels. Studies proposed in the grant investigate the testable hypothesis that IL-6 mediates
thermal activation of lymphocyte adhesion in the complex microenvironment of breast cancer tissues. The aims
have not changed from the original proposal.

BODY
AIM 1: To determine if fever-range thermal stress stimulates adhesion of immune effector cells to breast
tumor microvessels via a mechanism that depends on IL-6 or other proinflammatory cytokines (TNF-a,
IL-1p3). A major barrier to anti-tumor immunity is the failure of tumor-reactive CD8+ cytolytic lymphocytes to
gain access to tumor tissues. This is associated with a poor prognosis in cancer patients. In studies published
during the past year we have shown that poor infiltration of tumor tissues in murine models correlates with
limited expression of critical gatekeeper adhesion molecules such as ICAM-1 which are known to control
egress of blood-borne lymphocytes into tissues (1-3).

In follow-up studies we have determined that elevating the body temperature of EMT6 breast cancer-bearing
mice to the range of naturally occurring fever (39.5-40'C) markedly upregulates expression of ICAM-1 in
tumor tissues (4, 5). Equivalent ICAM-1 induction on tumor vessels was observed in other murine tumor
models including RIP-Tag5 transgenic pancreatic tumors, CT26-tumor, and B16 melanoma (4, 5). Two
approaches were taken to establish that ICAM-1 induction occurs on tumor vessels, and not on tumor cells or
stromal cells within the tumor microenvironment. Two-color immunofluorescence confocal microscopy
demonstrated that fever-range whole body hyperthermia (WBH) induced ICAM-1 expression exclusively on
CD3 1+ vessels within tumor tissues. Moreover, i.v. injection of anti-ICAM-1 mAb into WBH-treated mice, and
subsequent staining of tissue sections with fluorescent-labeled secondary Ab showed that thermal stress
upregulates ICAM- 1 expression on the luminal surface of tumor tissues (i.e., at the site necessary to initiate firm
adhesion of lymphocytes to vessel walls). Marked ICAM-1 induction was also observed on HEV of lymphoid
organs (lymph nodes, Peyer's patches) whereas no induction of ICAM-1 expression was detected in non-
malignant extralymphoid organs (pancreas, liver, lung, heart, kidneys) (4-6).

An important finding is that thermally regulated ICAM-1 is at a sufficient density to support improved
lymphocyte-endothelial adhesion (detected in both in vitro and in vivo assays) and site-specific homing in vivo
(4-6). Using neutralizing antibody approaches outlined in the application, we demonstrated that lymphocyte-
endothelial adhesion and homing was dependent on LFA-1/ICAM-1 interactions. Notably, CD8÷ T cells (i.e.,
murine TK1 cell line) show improved homing to lymphoid organs and tumor tissues following adoptive transfer
into mice pretreated with fever-range thermal therapy. Immunohistochemical analysis further established that
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fever-range thermal stress causes a transient increase in infiltration of CD8÷ T cells in intratumoral regions that
temporally correlates with upregulation of ICAM-1 expression and vascular adhesion. Furthermore, we have
shown that fever-range thermal stress also promotes ICAM-1/E-selectin-dependent adhesion of neutrophils to
tumor tissues, supporting the hypothesis proposed in the grant that therapeutic application of thermal stress
increases access of both innate and adaptive immune effector cells to the tumor microenvironment. These
results are currently being confirmed by phenotypic analysis of tumor infiltrating cells by flow cytometry.

Studies have been initiated to analyze the effect of thermal stress on ICAM- I-mediated lymphocyte adhesion to
tumor vessels by intravital microscopy using techniques described in the grant. To acquire expertise in this
specialized technology, Dr. Evans (mentor) and Qing Chen (predoctoral fellow) initiated collaborative studies
in Dr. U. von Andrian's laboratory (Harvard; from 3/28 - 4/10, 2004). Dr. von Andrian is a renowned expert in
the area of leukocyte trafficking and intravital microscopy. Qing Chen also received training in intravital
microscopic imaging of tumors grown in dorsal skin-flap window chambers at Dr. M. Dewhirst's laboratory
(Duke; Feb. 2004). During Year 1, we have reported our results regarding blood flow in tumor vessels and
baseline lymphocyte-endothelial interactions under normothermal conditions (1). These studies provide the
foundation for the series of studies, proposed in the grant, to investigate central questions relating to the
complex mechanisms governing leukocyte trafficking in tumor microenvironments.

We have performed studies proposed in the grant to investigate the role of IL-6 in stimulating the expression of
homing molecules in tumor microvessels. For these studies, tumor bearing mice were injected intravenously
with neutralizing antibodies specific for IL-6, TNF-a or IL- 113, prior to initiation of fever-range WBH treatment.
Neutralization of IL-6, but not TNF-a or IL-103, fully blocked thermal induction of ICAM-1 expression on
tumor vessels as well as thermal enhancement of lymphocyte-endothelial adhesion in frozen-section adherence
assays (4, 5). Notably, IL-6 neutralizing mAb fully prevented thermal stimulation of CD8+ T cell infiltration in
tumor tissues. Thermal enhancement of lymphocyte homing to HEV-bearing organs (lymph nodes, Peyer's
patches) was also shown to be dependent on IL-6 while low-level trafficking of lymphocytes to extralymphoid
organs was not affected by neutralization of IL-6, TNF-a or IL- 113. To discriminate between the involvement
of a membrane (in) versus soluble (s) form of the IL-6 receptor (slL-6R) binding subunit in thermal responses,
mice were injected with a recombinant form of soluble gpl30. Our recent published studies established that
soluble gpl30 functions as a competitive inhibitor of IL-6/sIL-6R signaling in vitro and in vivo. Blockade of
IL-6/sIL-6R trans-signaling effectively prevents thermal induction of ICAM-1 expression, lymphocyte-
endothelial adhesion, and homing to tumor tissues or selected lymphoid organs (4-6). These results provide
direct evidence that the gp 130 signal transducing chain is a major regulator of tumor microvascular adhesion in
response to fever-range thermal stress.

AIM 2: To investigate whether thermal stress increases IL-6 biosynthesis in breast tumor tissue and to
identify the cellular source of IL-6 in malignant breast carcinoma in situ. The results from Aim 1 support
our hypothesis that IL-6 is a key regulator of fever-range thermal effect on intratumoral vessels. Studies are
planned to detect local changes in IL-6 levels in tumor tissues after heat treatment according to our schedule
described in the grant.
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KEY RESEARCH ACCOMPLISHMENTS

"* These studies demonstrate for the first time that fever-range thermal stress induces the ICAM-1
expression on tumor vessels.

"* Fever-range thermal induction of adhesion molecules occurs selectively in intratumoral vessels and
HEV in lymphoid organs.

"* Fever-range thermal stress increases adhesion, homing and infiltration of CD8+ lymphocytes in tumors
and HEV-bearing lymphoid tissues.

"* Fever-range thermal stimulation of adhesion in intratumoral vessels is dependent on IL-6/sIL-6Rot trans-
signaling mechanism.

REPORTABLE OUTCOMES
Papers:

1. Appenheimer, M.M., Chen Q., Girard, R.A., Wang, W.-C., and Evans, S.S. Impact of fever-range
thermal stress on lymphocyte-endothelial adhesion and lymphocyte trafficking. Immunol. Invest. (In
press).

2. Chen, Q., Fisher, D. T., Kucinska, S. A., Wang, W. C., Evans, S. S. Dynamic control of lymphocyte
trafficking by fever-range thermal stress. Cancer Immunol. Immunoth. (In press).

3. Chen, Q., Clancy, K., Wang, W.C., and Evans, S.S. High endothelial venules: master regulators of
lymphocyte trafficking and targets of fever-range thermal stress. In: Endothelial Biomedicine; William
Aird, editor; Cambridge University Press (In press).

4. Zhou, L., Fisher, D., Chen, Q., Wang, W.C.,and Evans, S.S. IL-6 trans-signaling and leukocyte
trafficking: balance between health and disease, Arch. Immunol. Therap. Exper. (In preparation, invited
review)

5. Chen, Q., Clancy, K., Unger, E., Passanese, J., Appenheimer, M., Fisher, D., Wang, W. C., Baumann,
H., and Evans, S.S. Fever-range thermal stress induces ICAM-1 expression on high endothelial venules
(HEV) via an IL-6 trans-signaling mechanism (in preparation).

Abstracts:

1. Chen, Q., Kucinska, S.A., Wang, W.C., Wallace, P.K., Baumann, H., and Evans, S.S. Fever-range
thermal stress stimulates lymphocyte homing receptor function through an interleukin-6-dependent
trans-signaling mechanism. 12t1 International Congress of Immunology, July, 2004, Montreal, Canada.

2. Chen, Q., Passanese, J., Clancy, K., Kucinska, S., Green, C., Wang, W.C., Dewhirst, M., Hanahan, D.,
Repasky, E., Baumann, H., and Evans, S.S. Fever-range thermal stress controls vascular endothelial
display of ICAM-1 via an IL-6/soluble IL-6 receptor trans-signaling mechanism. Immunology
Department Retreat, Roswell Park Cancer Institute, September, 2004, Buffalo, NY. (Oral presentation)

3. Chen, Q., Passanese, J., Clancy, K., Kucinska, S., Green, C., Wang, W.C., Dewhirst, M., Hanahan, D.,
Repasky, E., Baumann, H., and Evans, S.S. Fever-range thermal stress controls vascular endothelial
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display of ICAM-1 via an IL-6/soluble IL-6 receptor trans-signaling mechanism. 4'h Annual Buffalo
Conference on Immunology, October 7-8, 2004, Buffalo, NY.

4. Chen, Q., Unger, E., Passanese, J., Clancy, K., Appenheimer, M., Fisher, D., Wang, W. C., Baumann,
H., and Evans, S.S. fever-range thermal stress controls HEV display of ICAM-1 via an IL-6 trans-
signaling mechanism. Keystone Symposium, Leukocyte Trafficking: Cellular and Molecular
Mechanisms, March 1 - 6, 2005, Taos, New Mexico.

5. Chen, Q., Passanese, J., Fisher, D., Kucinska, S., Clancy, K., Wang, W.-C., Appenheimer, M., Zhou, L.,
Repasky, E., Baumann, H., Evans, S.S. Fever-range thermal stress controls vascular endothelial display
of ICAM-1 via an IL-6/soluble IL-6 receptor trans-signaling mechanism. Meeting of the Society of
Thermal Medicine, April 1, 2005, National Institutes of Health, Bethesda, MD. (Oral presentation)

Awards:

1. Travel award to attend Keystone Symposium, Leukocyte Trafficking: Cellular and Molecular
Mechanisms, March 1 - 6, 2005, Taos, New Mexico.

2. Travel award to attend the Society for Thermal Medicine Annual Meeting 2005, March 30 - April 4,
2005, NIH, Bethesda, M.D.

Training:

1. Attended training course and participated in collaborative studies involving intravital microscopy
techniques in the laboratory of Dr. Mark Dewhirst, Duke U. Medical School, Durham, NC.

2. Participated in collaborative studies involving intravital microscopy techniques in the laboratory of Dr.
Ulrich von Andrian, Harvard University, Medical School, Boston, MA.

CONCLUSIONS
These studies provide the first evidence that fever-range thermal stress acts through an IL-6/sIL-6R trans-
signaling mechanism to dynamically activate lymphocyte-endothelial adhesion in the tumor microenvironment.
These results support the hypothesis that fever-range temperatures can overcome the microvascular barrier to
tumor immunity through stimulation of heightened trafficking of lymphocyte subsets to tumor sites and tumor-
draining lymph nodes.

REFERENCES

1. Chen, Q., Fisher, D. T., Kucinska, S. A., Wang, W. C., Evans, S. S. Dynamic control of lymphocyte
trafficking by fever-range thermal stress. Cancer Immunol. Immunoth. (In press).

2. Appenheimer, M.M., Chen Q., Girard, R.A., Wang, W.-C., and Evans, S.S. Impact of fever-range
thermal stress on lymphocyte-endothelial adhesion and lymphocyte trafficking. Immunol. Invest. (In
press).
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3. Chen, Q., Clancy, K., Wang, W.C., and Evans, S.S. High endothelial venules: master regulators of
lymphocyte trafficking and targets of fever-range thermal stress. In: Endothelial Biomedicine; William
Aird, editor; Cambridge University Press (In press).

4. Chen, Q., Passanese, J., Clancy, K., Kucinska, S., Green, C., Wang, W.C., Dewhirst, M., Hanahan, D.,
Repasky, E., Baumann, H., and Evans, S.S. Fever-range thermal stress controls vascular endothelial
display of ICAM-1 via an IL-6/soluble IL-6 receptor trans-signaling mechanism. Immunology
Department Retreat, Roswell Park Cancer Institute, September, 2004.

5. Chen, Q., Passanese, J., Fisher, D., Kucinska, S., Clancy, K., Wang, W.-C., Appenheimer, M., Zhou, L.,
Repasky, E., Baumann, H., Evans, S.S. Fever-range thermal stress controls vascular endothelial display
of ICAM-1 via an IL-6/soluble IL-6 receptor trans-signaling mechanism. Meeting of the Society of
Thermal Medicine, April 1, 2005, National Institutes of Health, Bethesda, MD.

6. Chen, Q., Unger, E., Passanese, J., Clancy, K., Appenheimer, M., Fisher, D., Wang, W. C., Baumann,
H., and Evans, S.S. fever-range thermal stress controls HEV display of ICAM-1 via an IL-6 trans-
signaling mechanism. Keystone Symposium, Leukocyte Trafficking: Cellular and Molecular
Mechanisms, March 1 - 6, 2005, Taos, New Mexico
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trans-signaling mechanism. 12th International Congress of Immunology, July, 2004, Montreal, Canada.

2. Chen, Q., Passanese, J., Clancy, K., Kucinska, S., Green, C., Wang, W.C., Dewhirst, M., Hanahan, D.,
Repasky, E., Baumann, H., and Evans, S.S. Fever-range thermal stress controls vascular endothelial
display of ICAM- 1 via an IL-6/soluble IL-6 receptor trans-signaling mechanism. Immunology
Department Retreat, Roswell Park Cancer Institute, September, 2004, Buffalo, NY.

3. Chen, Q., Passanese, J., Clancy, K., Kucinska, S., Green, C., Wang, W.C., Dewhirst, M., Hanahan, D.,
Repasky, E., Baumann, H., and Evans, S.S. Fever-range thermal stress controls vascular endothelial
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4. Chen, Q., Unger, E., Passanese, J., Clancy, K., Appenheimer, M., Fisher, D., Wang, W. C., Baumann,
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signaling mechanism. Keystone Symposium, Leukocyte Trafficking: Cellular and Molecular
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Certificates:

1. Travel award to attend Keystone Symposium, Leukocyte Trafficking: Cellular and Molecular
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2. Training course of intravital microscopy techniques in the laboratory of Dr. Mark Dewhirst, Duke U.
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Biographical Sketch:
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ABSTRACT

The evolutionarily conserved febrile response has been associated with improved survival during

infection in endothermic and ectothermic species although its protective mechanism of action is

not. fully understood. Temperatures within the range of physiologic fever influence multiple

parameters of the immune response including lymphocyte proliferation and cytotoxic activity,

neutrophil and dendritic cell migration, and production or bioactivity of proinflammatory

cytokines. This review focuses on the emerging role of fever-range thermal stress in promoting

lymphocyte trafficking to secondary lymphoid organs that are major sites for launching effective

immune responses during infection or inflammation. Specific emphasis will be on the molecular

basis of thermal control of lymphocyte-endothelial adhesion, a critical checkpoint controlling

lymphocyte extravasation, as well as the contribution of interleukin-6 (IL-6) trans-signaling to

thermal activities. New results are presented indicating that thermal stimulation of lymphocyte

homing potential is evident in evolutionarily distant endothermic vertebrate species. These

observations support the view that the evolutionarily conserved febrile response contributes to

immune protection and host survival by amplifying lymphocyte access to peripheral lymphoid

organs.
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1. OVERVIEW: RELATIONSHIP BETWEEN FEVER AND THE IMMUNE

RESPONSE

Fever is a highly conserved response to infection that evolved hundreds of millions of years ago.

Local increases in temperature at sites of inflammation and systemic fever are cardinal features

of a host response to pathogenic stimuli. Surprisingly, many of the specific functions of fever,

and its influence on disease state and disease resolution, have not been fully defined. Fever is a

complex physiologic response to infection or related stimuli (e.g. bacterial endotoxin,

inflammation, injury) that is triggered by the local release of endogenous pyrogenic cytokines

including tumor necrosis factor-a (TNF-a), IL-1l3, and IL-6. In endothermic (warm-blooded)

animals these mediators act on the hypothalamus to raise the thermoregulatory setpoint and

initiate a cascade of biochemical, physiologic and behavioral responses that result in the

elevation of core body temperature (1). Fever is an actively regulated process that can be

inhibited by antipyretic drugs such as aspirin or acetaminophen. In contrast, hyperthermia is an

unregulated, passive rise in body temperature resulting from exogenous heating, and is not

associated with changes in thermoregulatory setpoint.

Elevated body temperature, due either to natural fever or hyperthermia, has been associated with

enhanced survival in numerous infectious disease models in endothermic species. Mice, rabbits,

and dogs have increased resistance to bacterial and viral pathogens when their body temperature

is artificially increased (1-3). Similarly, antipyretic therapy results in increased mortality during

bacterial infections in mice and rabbits (4-6). Clinical data in humans have also demonstrated the
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benefit of fever and risk of antipyresis in gram negative bacteremia (7), bacterial peritonitis (8),

chicken pox (9), and rhinovirus infection (10). In contrast, some studies have shown harmful

effects of fever in animal models during bacterial sepsis (3, 11-13). It is thought that the high

metabolic burden of maintaining a fever may contribute to the negative outcomes sometimes

observed among seriously ill (septic) hosts. (3, 14, 15). Moreover, some of the activities of fever

that may contribute to survival in less severely ill hosts (i.e., enhanced cytokine

production/activity, augmented leukocyte recruitment, increased microbial killing mechanisms)

may cause collateral tissue damage during life threatening infections (3, 16, 17).

While it is intuitively obvious that endothermic animals are capable of generating fever, febrile

responses have also been documented in ectothermic (cold-blooded) animals. Ectotherms cannot

regulate their core body temperature endogenously, but instead engage in heat-seeking behaviors

to achieve elevated body temperature, or an environmental fever. In one seminal study, the desert

iguana Dipsosaurus dorsalis was infected with live bacteria (Aeromonas hydrophilia) and

allowed to migrate within a temperature gradient. Infected animals self-select higher

temperatures within the gradient (4'C above the normal, afebrile temperature selected by

uninfected animals) and have enhanced survival compared to animals housed at afebrile

temperatures (18). This heat-seeking behavior and the survival benefit of elevated body

temperature have also been observed in fish and even in insects (1, 2, 19-21). Interestingly, the

heat-seeking behavior observed in lizards and fish appears to have a biochemical basis. Infected

animals that are given a dose of the antipyretic drug sodium salicylate fail to select a febrile

temperature within their microenvironment and have higher mortality than infected animals not

given antipyretic therapy (20, 22).
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A powerful argument for the beneficial nature of fever is its presence throughout the subphylum

of vertebrate animals despite its high metabolic cost. In endotherms, maintaining even a I C

fever corresponds to a 10-12.5% increase in energy requirements (1). For ectothermic animals,

the heat-seeking behaviors associated with fever generation, i.e., moving to warmer

environments, require energy and may also expose sick and vulnerable animals to increased risk

of predation. The existence of febrile responses in such diverse animals strongly suggests that the

act of increasing body temperature during illness has evolved as a host defense mechanism,

possibly dating back 300 million years or more.

Throughout much of human history fever has been regarded as a protective response. The

ancient Greek physician Parmenides (c. 500 BCE) said, "Give me the power to induce fever and

I will cure all diseases" (23), while Hippocrates routinely used heat treatment, including warm

baths and burying patients in hot desert sands, to treat many diseases including cancer (24).

Since the 1860s, physicians have experimented with using bacterial infections and accompanying

fevers to treat cancer. In 1891, Coley treated a large cohort of sarcoma patients with a

combination of heat-killed bacterial strains to induce high-grade fevers, and achieved a 10-year

disease free survival rate of over 25% (25). But due to the relative rarity of sarcomas, and the

belief, widely held as recently as 50 years ago, that the body has no intrinsic ability to fight

cancers, the use of fever as a cancer therapy has not been widely pursued (23). Indeed, the

general view of fever as a mechanism to fight disease changed once the antipyretic drug aspirin

was introduced in 1889. At this point fever and its uncomfortable side-effects became viewed as

something that could be controlled. This attitude toward fever has persisted for more than a

century and remains current. In recent years, however, new data detailing specific functions of

5



Immunological Investigations (in press)

heat has fueled a resurgence of interest in harnessing fever and thermal stress to enhance immune

responses, particularly in the treatment of cancer (23, 26-28).

1.1. Fever-Range Thermal Effects on Immune Activation

Numerous reports have documented that febrile-range temperatures are associated with

enhancement of the innate and adaptive arms of the immune response. Interestingly, while

fever/heat initiates generalized, indiscriminate responses to elevated temperatures (e.g.,

vasodilatation), fever-range thermal stress also acts in a cell-type and function-specific manner,

and not all immune functions are augmented by heat. The effects of fever-range thermal stress on

immune parameters are briefly summarized below. More detailed information on these topics is

provided in several comprehensive reviews (1, 3, 29, 30) and in other articles in this issue.

Several studies have shown that febrile-range temperatures stimulate cellular mediators of the

innate immune response. Fever augments neutrophil migration, motility and chemotaxis,

resulting in increased granulocyte infiltration into inflamed or infected areas in mammalian

systems (17, 31-33). Similar effects on neutrophil function have been observed in the desert

iguana D. dorsalis (34). The bactericidal activity as well as FcR expression of macrophages is

also reportedly enhanced by fever-range hyperthermia (35, 36). A recent series of studies

demonstrate that febrile temperatures regulate migration of dendritic cells in vivo (37-40). In this

regard, exposure of mice to fever-range temperatures results in the mobilization of Langerhans

cells (i.e., skin dendritic cells) out of the local skin environment and into draining lymph nodes,

where these cells are in position to provide a functional link to activation of antigen-specific T

cells.
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Fever temperatures have also been shown to augment adaptive immunity. T cell activities,

including T cell cytotoxicity and proliferative response to mitogens or to cytokines (IL- 1 and IL-

2), are enhanced by fever-range temperatures (41-44). Additionally, heat stimulates T cell helper

function, resulting in enhanced antibody synthesis by murine B cells (45). Thermal stress enables

some antibodies to irreversibly neutralize specific viruses (i.e., to have viricidal activity) (46,

47). Exposure of lymphocytes to fever-range thermal stress alters the intracellular organization,

expression, or activation status of cytoskeletal proteins (i.e., spectrin), heat shock proteins (hsp70

family), and signal transduction molecules (protein kinase C, ERK1I/2) (43, 48-52), events that

may be causally linked to lymphocyte activation, motility, and adhesion.

Fever-range temperatures reportedly have complex effects on cytokine production and

bioactivity. These responses are highly dependent on the timing and degree of temperature

change, as well as the stimulus and site of cytokine production. In the absence of any pathogenic

or inflammatory stimuli, negligible effects on cytokine or chemokine production (IL-1p, IL-6,

IL-8, IL-11, IL-12, IL-13, TNF-a, IFN-a, IFN-y, RANTES, MCP-1) are observed in leukocytes

or endothelial cells exposed to thermal stress in vitro (50, 53, 54). Similarly, fever-range

temperatures have no appreciable effect on the circulating levels of cytokines (IFN-a, IL-6, TNF-

a, IL-113) when administered to mice in vivo (50, 55-57). This is in contrast to experimental

models where fever-range thermal stress, delivered along with a strong inflammatory challenge

such as LPS (bacterial endotoxin, a non-replicating inflammatory agonist), causes a transient

increase in pro-inflammatory cytokine levels in vitro or in vivo (IL-6, TNF-at, IL-1i3) (3, 11, 54,

57-59). Heat treatment has also been shown to augment the antiviral and antiproliferative

activities of human and mouse interferons (IFN) (32, 41, 60-62).
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Under certain circumstances, fever may have self-limiting effects on immune defenses that may

contribute to negative feedback loops. In this regard, febrile temperatures have been

demonstrated to attenuate cytokine responses by inhibiting TNF-a expression at the RNA level

(3, 63-65). Moreover, even moderately elevated temperatures (e.g., 1°C above physiologically

normal temperatures) suppress NK cell function in vitro (32, 66) while high temperatures inhibit

CTL responses (67).

2. MOLECULAR MECHANISMS UNDERLYING FEVER-RANGE THERMAL

CONTROL OF LYMPHOCYTE TRAFFICKING

Until recently, the prevailing paradigm has been that fever influences leukocyte recruitment to

tissues primarily by causing vasodilation and subsequent changes in hemodynamic blood flow

(68). According to this scenario, a direct physiologic consequence of enhanced blood flow is that

increased numbers of leukocytes have the opportunity to be delivered to tissues. If appropriate

vascular endothelial adhesion molecules and chemokines are expressed within a specific tissue

locale, leukocytes could then initiate the cascade of adhesive events that culminate in

extravasation and overall improvement in lymphocyte trafficking. Emerging evidence indicates

that fever-range temperatures play a more active role in directing cell migration into tissues.

Notably, these studies identified novel mechanisms by which thermal stress amplifies

lymphocyte trafficking using experimental endpoints where the results cannot be attributed

solely to changes in blood flow.
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2.1. Lymphocyte-Endothelial Adhesion and Trafficking to Lymphoid Organs

An active immune response depends on the recirculation of lymphocytes through peripheral

lymphoid organs. All secondary lymphoid organs (i.e., lymph nodes [LN] and Peyer's patches

[PP]), except spleen, have specialized high endothelial venules (HEV) that constitutively express

adhesion molecules and chemokines on the lumenal surface to support the continuous

recruitment of circulating lymphocytes (69, 70). The process of lymphocyte extravasation across

HEV and into lymphoid tissues is well characterized at the molecular level and involves multiple

sequential adhesive interactions that include: 1) initial attachment, followed by reversible

tethering and rolling of lymphocytes along endothelial surfaces; 2) activation of lymphocyte

chemokine receptors by chemokines displayed on HEV; 3) firm, stable adhesion; and 4)

transendothelial migration (70-73).

High expression of the L-selectin homing receptor supports tethering and rolling of naYve and

central memory lymphocytes in HEV of peripheral and mesenteric lymph nodes (PLN, MLN) by

binding to sialomucin-like endothelial counter-receptors collectively termed peripheral LN

addressins (PNAd). PNAd molecules include posttranslationally modified forms of CD34

(human, mouse), GLYCAM-1 (mouse), podocalyxin (human), and endoglycan (human, mouse)

(69-71, 73, 74). Tethering and rolling of naYve/central memory lymphocytes in MLN and PP is

mediated by L-selectin and a4P7 integrin-dependent binding to distinct domains within mucosal

addressin cell adhesion molecule-l (MAdCAM-1) (69-71, 73). Once the action of L-selectin or

a4037 integrin slows the velocity of blood-borne lymphocytes, chemokine receptors (i.e., CCR7)

on circulating lymphocytes interact with chemokines (i.e., CCL21) presented on the surface of

HEV. G-protein linked chemokine receptors initiate the activation of downstream signaling
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pathways to trigger avid (firm) binding of the integrin, leukocyte function-associated antigen-I

(LFA-1), to its endothelial counter-receptors intercellular cell adhesion molecule-1 and -2

(ICAM-1/2) (69-71, 73, 75). The specific role of adhesion molecules and chemokines in the final

transmigration step across HEV in lymphoid organs is less understood, but is speculated to

involve LFA-i/ICAM-1/2, CCL21/CCR7, and CXCL12/CXCR4 interactions (70, 71, 75-77).

In contrast to the specialized cuboidal HEV of lymphoid organs, the majority of vessels

throughout the body are lined by squamous vascular endothelial cells that express only limited

levels of adhesion molecules or chemokines. However, under inflammatory conditions, the local

release of proinflammatory cytokines (i.e., IL-13, TNF-c, IL-6, lymphotoxin-a/p3 and IFN-y)

induces expression of endothelial adhesion molecules (i.e., ICAM-1, VCAM-1, E-selectin,

PNAd, and MAdCAM-1) and chemokines (IL-8, MCP-1, RANTES, MIP-la and P3) (69-74, 78,

79). Through these mechanisms, activated/effector or memory lymphocyte subsets are recruited

to sites of inflammation or injury in tertiary organs.

2.2. Fever-Range Hyperthermia Promotes Endothelial Adhesion in Lymphoid Organs

Experimental approaches have been employed in which fever-range thermal stress was examined

without the addition of exogenous cytokines in order to dissect the effects of temperature

elevation on lymphocyte trafficking to lymphoid organs (50, 80-82). These conditions simulate

the physiological events of early infectious responses where elevation of core body temperatures

can occur in the absence of corresponding increases in circulating cytokine levels (1). Thus,

febrile temperatures have the potential to directly regulate biological responses within tissue

milieus that are distal to the initial site of infection. These experimental strategies allowed for the
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identification of heat as a critical component in regulating the molecular adhesion events that

control lymphocyte trafficking. Moreover, because studies were performed under aseptic

conditions, in the absence of overt infection and the accompanying complex neuronal, hormonal,

and cytokine networks that are associated locally or systemically with natural infections (1, 3,

32), we were able to identify a novel IL-6-dependent trans-signaling mechanism operative in

controlling lymphocyte homing in response to thermal stimuli (50).

An experimental approach was used to raise the core temperature of mice to febrile levels using a

whole body hyperthermia (WBH) protocol developed by Repasky and colleagues (28). Fever

range WBH results in the mobilization of lymphocytes out of the peripheral blood compartment

and into secondary lymphoid organs (i.e., LN and PP) or tumor tissues (40, 50, 80, 82, 83).

Notably, thermal stress does not induce lymphocyte accumulation in lymphoid organs such as

the spleen that lack HEV, suggesting that thermal control of lymphocyte localization is an organ-

specific response and does not merely represent the wholesale exit of cells out of the circulation.

Similar mechanisms may be operative during clinical fever-range WBH therapy based on

evidence that the numbers of circulating T lymphocytes decrease immediately after therapy in a

subset of advanced cancer patients with solid tumors (84).

Complementary experimental approaches were taken to determine if the thermal effects on

lymphocyte accumulation in tissues are due to changes in adhesion in target endothelium. Short-

term (1 hour) in vivo homing experiments were performed to track the destination of fluorescent-

labeled splenocytes introduced i.v. in mice pretreated with WBH for 6 hours (80, 82). These

experimental conditions principally assess endothelial responses to thermal stress since WBH-

treated mice are allowed to revert to their normothermic body temperature prior to adoptive
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transfer of fluorescent-tagged lymphocytes. Thus, fluorescent-labeled lymphocytes are not

exposed to thermal stress in these studies. Heat-treatment causes a 2-5 fold increase in

lymphocyte homing to lymphoid organs (i.e., PLN, MLN, PP, but not spleen) relative to

normothermic controls (50, 80-82). Moreover, the combined use of mAb-based adhesion-

blocking strategies and lymphocyte cell lines expressing defined homing receptors (i.e., L-

selectin or a417 integrin) demonstrated that the HEV-specific adhesion molecules, PNAd and

MAdCAM-1, play a critical role in mediating thermal enhancement of lymphocyte homing to

secondary lymphoid organs. Based on estimates that 5 X 106 lymphocytes traverse HEV per

second in humans under normothermic conditions (69), the 2-5-fold increase in homing observed

in response to febrile temperatures potentially represents a biologically relevant increase in the

number of lymphocytes that gain access to peripheral tissues. Collectively, these results suggest

that an important outcome of fever-range thermal stress is to promote recruitment of

naYve/central memory lymphocytes into sites where they have the opportunity to productively

encounter foreign antigens.

These findings were confirmed by in vitro assays in which HEV adhesion is evaluated by

measuring binding of lymphocytes to HEV in cryosections of lymphoid organs from WBH-

treated mice (80, 82). Analysis of HEV adhesion by these in vitro assays has an important

advantage in that it circumvents contributions of hemodynamic flow that could influence

lymphocyte homing during in vivo assays. These studies established that fever-range WBH

enhances the ability of HEV in PLN, MLN, and PP to support L-selectin/PNAd or L-selectin/

a437 integrin/MAdCAM-1-dependent lymphocyte adhesion under shear. Notably, the pro-

adhesive changes sustained by HEV cells during WBH are remarkably stable and are not lost

during freezing of tissues prior to the adherence assay. Similar increases in HEV adhesion are
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observed following induction of natural fevers by bacterial LPS, which induces systemic

inflammation, or turpentine, which induces local inflamed abscesses (82).

Thermal regulation of endothelial adhesion is temporally regulated in selected vascular beds. In

this respect, moderate increases in HEV adhesion are detected 2 hours following WBH whereas

adhesion is markedly augmented after 6 hours of WBH. (82). As would be predicted under

physiologically relevant conditions associated with resolution of natural fever, the effects of

thermal stress on HEV adhesion are transient, returning to normal levels within 12 hours after

cessation of WBH. Heat was further shown to regulate endothelial adhesion and lymphocyte

trafficking only in organs bearing cuboidal HEV (i.e., PLN, MLN, PP) and not in vessels lined

by squamous endothelium in lymphoid organs (LN, PP, spleen) or at extra-lymphoid sites (e.g.,

pancreas) (80-82). These results suggest that only a subset of blood vessels such as differentiated

HEV (in lymphoid organs) or HEV-like vessels (at sites of inflammation) respond to thermal

stimuli. It is tempting to speculate that selected vascular responses to thermal stress serve to

focus the delivery of immune effector cells to sites necessary for a timely and productive

immune response to infection while preventing inappropriate trafficking to other tissues during a

physiologic febrile episode.

Parallel observations have been made using in vitro models for squamous, non-activated

endothelium. Mild fever-range hyperthermia (40°C for 6 h) has no effect on expression of

adhesion molecules (ICAM-1, E-selectin, P-selectin, PECAM, VCAM-1, PNAd, or MAdCAM-

1) in human macrovascular or microvascular endothelial cells in vitro (human umbilical vein

endothelial cells (HUVEC), or human dermal microvascular endothelial cells (HMVEC),

respectively) (53). Fever-range hyperthermia also does not increase the ability of primary
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endothelial cells to support lymphocyte adhesion under shear in vitro or to produce cytokines

(IL-10, IL-6, IL-11, IL-12, IL-13, TGF-P31) or chemokines (IL-8, RANTES, MCP-1, MIP-I3,

MIG) (3, 53). Interestingly, although cultured endothelial cells do not respond to heat with

changes in adhesion, conditioned medium from heat-treated HUVEC or HMVEC contain a

proadhesive factor that is capable of acting in trans to activate the binding function of L-selectin

or a4P7 integrin in lymphocytes (50, 53). These studies raise the possibility that the extensive

vascular beds throughout the body could serve as a sentinel during inflammatory responses to

promote immune surveillance by stimulating the function of lymphocyte homing receptors.

The mechanisms underlying the highly regulated control of vascular endothelial adhesion by

fever-range temperatures remain to be determined. In experiments using cultured lymphoid

organ explants (i.e., LN, PP), fever-range hyperthermia treatment in vitro significantly increases

HEV adhesive properties, closely paralleling responses of these tissues during WBH treatment in

vivo (82). Thus, local factors within lymphoid organs are sufficient to regulate adhesion, ruling

out an obligate role for both the hypothalamus-pituitary-adrenal axis, which is known to regulate

many febrile responses (1, 32), as well as the afferent lymph, which delivers factors that support

the maintenance of HEV structures (69, 72, 73, 85, 86). It is likely that the local tissue

microenvironment, including extracellular matrix and stromal cells, as well as resident

leukocytes'or endothelial cells contribute to activation of HEV adhesion in response to thermal

stimuli.

Surprisingly, the pro-adhesive changes observed in HEV occur in the absence of detectable

changes in the cell surface density of the vascular addressins PNAd or MAdCAM-1 (82). These

findings suggest febrile temperatures alter the avidity and/or affinity of HEV-specific adhesion
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molecules. One possibility is that thermal stress regulates interactions between endothelial

adhesion molecules and the structural cytoskeleton, thereby strengthening their ability to support

lymphocyte adhesion under hemodynamic shear forces in vivo. A similar role has been proposed

for linkages between the actin-based contractile cytoskeleton and the cytoplasmic domains of

several adhesion molecules, including E-selectin, ICAM-1, ICAM-2, L-selectin, and LFA-l (50,

87-96). In support of this notion, fever-range thermal stress has been shown to augment actin

polymerization in primary endothelial cell cultures in vitro (53). Moreover, the intracellular

domains of all three cloned PNAd transmembrane proteins, podocalyxin, endoglycan and CD34,

contain the amino acid motif DTHL (or related sequence DTEL) which, in the case of

podocalyxin, has been shown to interact with the cytoskeleton linker protein, ezrin (97-100).

2.3. Fever-Range Thermal Stress Stimulates the Function of Lymphocyte Homing

Receptors

Multiple lines of evidence indicate that fever-range thermal stress acts directly on lymphocytes

to control their binding to HEV. Of particular note, the changes in lymphocyte adhesion induced

by thermal stress parallel the dynamic responses reported for endothelial cells (described in

Section 2.2). Direct exposure of cultured lymphocytes to fever-range thermal stress promotes a

2-5 fold increase in binding to HEV, in in vitro frozen tissue-section adherence assays, as well as

trafficking to lymphoid organs (PLN, MLN and PP), in short-term in vivo homing studies (28,

50, 80-82, 96, 101). Kinetic studies showed that modest increases in lymphocyte adhesion are

detectable as early as 2 hours after heat treatment while maximal induction of adhesion occurs

after continuous thermal stimulation for 6-12 hours (50, 81, 82). Moreover, thermal effects on

lymphocyte adhesion are fully reversible, returning to baseline levels within 12 hours of
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cessation of heat treatment (81). Two major lymphocyte homing receptors, L-selectin and a4037

integrin, were shown to mediate thermal responses in lymphocytes using function-blocking mAb

and murine indicator cell lines that express a defined profile of adhesion molecules (i.e., 300.19

B cell transfectants express full-length human L-selectin and are a4f37 integrinlO LFA-11o (50, 87,

96, 102, 103); TK1 CD8÷ T cells are a4P37 integrinhi/L-selectinIo) (50, 82, 96, 101, 102, 104).

Notably, similar increases in adhesion are detected when lymphocytes experience heat in vivo

(28, 50, 80, 82, 101). Thus, splenocytes isolated from WBH-treated (6 hr) mice showed marked

increases in both L-selectin and a4f37 integrin-dependent adhesion to HEV when compared with

lymphocytes from normal-temperature control mice. Taken together, these studies suggest that a

physiologically important outcome of fever is to improve access of lymphocytes to peripheral

lymphoid organs.

An example of thermal regulation of lymphocyte adhesion is shown (Figure IA and B) where

human peripheral blood lymphocytes (PBL) were cultured for 6 hours at normothermal

temperature (37°C) or fever-range temperature (40'C) and then allowed to adhere to HEV of

mouse PLN cryosections under shear. Quantification of lymphocyte binding to HEV

demonstrated that thermal treatment causes a significant increase in the level of L-selectin-

specific adhesion that could be inhibited by a L-selectin-blocking mAb, DREG-56 (i.e., indicated

by brackets in Figure 1A)(50, 81, 96). Notably, the in vitro adherence assay (employing mouse

LN tissues as substrate) is highly predictive of lymphocyte homing potential in vivo (50, 74, 82,

105-107). This cross-species assay relies on the evolutionary conservation of lymphocyte-

endothelial adhesion molecules. In this regard, the N-terminal lectin binding domains of human

and mouse L-selectin are homologous, sharing 83% amino acid similarity (108) while sulfation-

dependent functional determinants of L-selectin ligands (PNAd) of human and mouse HEV are
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recognized by the same mAb (MECA-79) (74, 109, 110). To gain further insight into the

physiological relevance of these findings to humans, the analysis was extended to examine the

effect of thermal stress on human lymphocyte binding to human PLN REV (Figure 1A). These

results establish that thermal stress induces similar increases in L-selectin-dependent adhesion of

human lymphocytes to mouse and human HEV substrates.

Fever-range thermal stress targets the function of selected homing receptors without globally

stimulating adhesion in lymphocytes. In this regard, hyperthermia treatment of lymphocytes does

not stimulate the ability of the P2 inteorin, LFA-1, to mediate adhesion to ICAM-1 in in vitro

assays (81). With respect to the a437 integrin, fever-range thermal stress has widely divergent

effects on distinct functional domains even within the same adhesion molecule. Thus, while

thermal stress strongly amplifies a437 integrin-dependent lymphocyte adhesion to the vascular

endothelial counter-receptor MAdCAM-1, it suppresses a4107 integrin-mediated binding to the

extracellular matrix protein, fibronectin (82, 101). These results are not entirely unexpected since

mAb mapping studies indicate that distinct, albeit partially overlapping epitopes, are involved in

a417 integrin-mediated binding to MAdCAM-1 and fibronectin (104, 111-113). One

interpretation of these findings is that the migratory/homing properties of lymphocytes are

preferentially enhanced by thermal stress.

The efficacy of an immune response is dictated by the profile of leukocyte subsets that gain entry

into tissues. Therefore, the effects of thermal stress on adhesion by leukocyte subpopulations

were evaluated in a modified in vitro frozen tissue-section adherence assay (50). For these

studies, adherent human leukocyte subsets were phenotypically identified by fluorescently

labeling cells with mAb specific for leukocyte antigens prior to assay. Multiple lymphocyte
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subsets were found to be responsive to thermal stress including CD3÷ T cells (Figure 2), CD4÷

and CD8÷ T cell subsets, CD19+ B cells, and CD56 bright NK cells, while CD14÷ monocytes were

refractory to thermal stimulation (114, 115). Of particular note, thermal stress enhances L-

selectin-dependent adhesion in both naive (CD45RA+) and memory (CD45RO+) lymphocyte

subsets. These findings strongly support the notion that the thermal element of fever amplifies

the magnitude of the immune response by mobilizing the egress of both naYve and central

memory cells across HEV and into peripheral lymphoid organs.

Fever-range thermal stress activates similar levels of adhesion in vertebrate species (human and

mouse) that evolved from a common ancestor 90 million years ago (50, 80-82, 101, 116, 117).

These observations raised the question of whether febrile temperatures regulate lymphocyte

adhesion in species that are even more evolutionarily distant. This question was addressed using

splenocytes from chicken (Gallus gallus) which is descended from dinosaurs and diverged from

the mammalian lineage over 300 million years ago. Chicken is an important model organism in

the fields of immunology, virology, developmental biology and oncogenesis (116-118). Chicken-

derived splenocytes were cultured for 6 hours under normothermic (40.8°C) or fever-range

hyperthermic temperatures (42.7'C) (119, 120) and then examined for the ability to bind to HEV

of mouse MLN. MLN HEV are valuable tools to evaluate adhesive mechanisms governing

tethering and rolling events in lymphocytes because they co-express both PNAd (i.e., L-selectin

ligands) and MAdCAM-1 (i.e., ligand for both L-selectin and a4037 integrin). Since cross-

reactive Ab reagents are not available for analysis of homing receptors in avian species, HEV-

specific adhesion was evaluated using blocking mAb specific for PNAd and MAdCAM-1 (i.e.,

MECA-79 and MECA-367, respectively). Consistent with prior reports (106, 121), chicken

leukocytes bind weakly to mouse MLN under shear although PNAdiMAdCAM-l -specific

18



Immunological Investigations (in press)

interactions could be detected (indicated by brackets, Figure 3). Despite the low level of basal

adhesion, exposure of chicken leukocytes to fever-range thermal stress causes a significant

increase in adhesion to MLN HEV, paralleling observations in human and mouse lymphocytes

(Figure 3). These results raise the possibility that thermal control of lymphocyte homing receptor

function is a biologically important host response that is conserved throughout the evolution of

endothermic vertebrates.

The molecular basis of thermal control of lymphocyte adhesion was addressed in a recent series

of studies. These findings excluded several potential mechanisms that have commonly been

invoked to explain regulation of adhesion. While the surface density of homing receptors can

influence their ability to efficiently support adhesion under shear, fever-range thermal stress does

not increase the level of expression of L-selectin or a4037 integrin (50, 81, 96, 101). Febrile

temperatures also do not alter topographic localization of L-selectin on microvillous membrane

projections (which is required for optimal tethering and rolling) or the lectin-binding activity of

the N-terminal domain of L-selectin (although this domain is required for adhesion to HEV in

both normothermal control and heat-treated lymphocytes) (81). Moreover, thermal activation of

lymphocyte adhesion does not appear to depend on global effects of elevated temperatures on

plasma membrane fluidity based on evidence that: (1) increased adhesion is detected by in vitro

adherence assays performed at 4'C, a temperature that would be expected to reverse any acute

effects of heat on membrane dynamics, and (2) conditioned medium derived from heat-treated

cells is capable of activating both L-selectin and a4P37 integrin-dependent adhesion in responder

cells that are maintained at normothermal temperatures (50, 53, 81, 122). These results ruled out

a direct effect of heat, per se, on the conformation or organization of adhesion molecules in the
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plasma membrane and suggested that soluble factors regulate the affinity and/or avidity of

lymphocyte homing receptors.

As discussed in the previous section, the flexible cytoskeletal matrix has been proposed to

dynamically control the affinity and/or avidity of various adhesion molecules. Thus, it was of

interest to examine the effects of fever-range hyperthermia on L-selectin interactions with the

structural cytoskeleton. Under normothermal conditions, stable associations between L-selectin

and the detergent-insoluble cytoskeletal matrix are only evident after L-selectin becomes

engaged by physiologic ligands (GLYCAM-1) or antibodies that mimic cross-linking by

complex carbohydrate receptors (50, 96, 123, 124). The kinetics of L-selectin redistribution to

the detergent-insoluble subcellular fraction are very rapid (1-5 seconds) (96), consistent with the

time-frame reported for tethering and rolling of lymphocytes along HEV surfaces (70, 73).

Notably, fever-range thermal stress causes L-selectin to preassociate with the detergent-insoluble

cytoskeletal matrix in the absence of ligation or physical cross-linking (50, 96). Moreover, this

interaction is dependent on a C-terminal domain within the L-selectin cytoplasmic tail that

contains a binding site for the cytoskeletal linker protein, a-actinin (50, 87, 88, 96, 102) Based on

these findings, it has been proposed that the stable associations induced by thermal stress

between L-selectin and the structural cytoskeletal scaffold alter the conformation and/or avidity

of L-selectin, thereby enhancing its tensile strength and the efficiency with which it withstands

physiologic hemodynamic shear within blood vessels (50, 96).

Recent studies revealed an unexpected mechanism underlying thermal control of L-selectin-

cytoskeletal interactions and L-selectin binding activity. These studies are an extension of

findings that L-selectinr or a4037 integrin-dependent lymphocyte adhesion could be activated by
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conditioned medium from heat-treated hematopoietic cells (B and T lymphocytes, monocytes)

and stromal cells (endothelium, fibroblast), but not paranchymal cells (breast, lung, melanocytes,

hepatocytes, neuroblasts) (50, 53, 81, 96, 122). While soluble factors, namely proinflammatory

cytokines such as TNF-a, IL-1i, IFNs, and IL-6, are well established regulators of endothelial

adhesion during inflammation (125), these factors are not generally recognized participants in

control of L-selectin adhesion. Thus, it was of interest that IL-6 was identified as the central

mediator of thermal activation of L-selectin adhesion (50). In this regard, IL-6 neutralizing

antibodies block thermal stimulation of lymphocyte adhesion during heat treatment in vitro and

WBH treatment in vivo while functional blockade of other cytokines (i.e. IL-8, IFN-a, IFN-y,

TNF-a, IL-1P3) is ineffective. Moreover, mAb-targeted inhibition of the individual IL-6 receptor

components, i.e., the IL-6 receptor a binding subunit (IL-6Ra/CD126) and the transmembrane

gpl30 signal transducing chain (CD130) (126), fully prevents stimulation of adhesion in

response to direct heat or conditioned medium from heat-treated cells (50). Control of L-selectin

binding function by fever-range thermal stress was found to be exquisitely regulated, not only by

IL-6, but also by a soluble form of the IL-6Ra subunit (50, 127). Together, these molecules

function as a heterodimeric complex to initiate trans-signaling and control L-selectin adhesion in

lymphocytes. This mechanism of action was operationally defined in experiments in which

thermal activation of L-selectin adhesion in vitro and in vivo was shown to be blocked by

recombinant soluble gp 130 (sgp 130), a competitive inhibitor of IL-6/sIL-6Ra trans-signaling that

is essentially ineffective in blocking signaling via membrane-bound IL-6Ra (50, 126-130).

Combined biochemical and pharmacological methods identified the nature of the IL-6/sIL-6Ra

signal transduction pathway responsible for amplifying L-selectin adhesion during thermal stress
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(50). These studies positioned the MEKI/ERK1-2 MAPK pathway upstream of activation of L-

selectin-cytoskeletal interactions and L-selectin avidity/affinity. In this regard, Western blot

analysis showed that fever-range thermal treatment of human lymphocytes triggered IL-6-

dependent activation of ERKI-2, but not other stress-related MAPK (i.e., JNK and p38). The

kinetics of this response paralleled the time-course for thermal activation of adhesion. Moreover,

pharmacologic inhibitors of MEK/ERK signaling (UO126, PD98059) (131, 132), but not p38 or

JNK (SB203580, SP600125) (133, 134), prevented thermal stimulation of L-selectin-cytoskeletal

interactions andL-selectin-dependent adhesion. An important question for future investigation is

how IL-6-driven MEK-I/ERK1-2 signaling integrates changes in L-selectin/cytoskeletal

interactions and lymphocyte adhesion.

The mechanisms by which thermal stress regulates IL-6/sIL-6Ra responses are distinguished at

multiple levels from what has been reported for control of IL-6 trans-signaling during infection

or inflammation. While elevated local or systemic concentrations of IL-6 and/or sIL-6Rct are

detected in patients with pathologic inflammatory disorders or in experimental animal models for

infection or inflammatory disease (126), thermal stress appears to increase the bioactivity or

bioavailability of IL-6 without changing the detectable concentrations of IL-6, slL-6Ra, or

sgpl30 (50). Thus, the increase in the proadhesive activity of IL-6 cannot be attributed to an

imbalance in the concentrations of IL-6, slL-6Ra, or sgpl30. A potentially confounding finding

was that thermal responses are fully maintained in IL-6-deficient mice despite compelling

evidence that IL-6 is the principal mediator of thermal activation of L-selectin adhesion under

normal physiologic conditions (50). These observations are in contrast to reports documenting

defective inflammatory responses in IL-6"/" mice with regard to local neutrophil recruitment and

22



Immunological Investigations (in press)

chemokine production, liver regeneration, cutaneous wound healing, and post-traumatic tissue

repair in the central nervous system (135-139). An explanation for this apparent paradox is

provided by data showing that thermal control of lymphocyte adhesion in IL-6-deficient mice

involves gpl30-dependent IL-6 family cytokines (oncostatin M, LIF, IL-11) (50, 126) that

substitute for the loss of IL-6 in these mice. Thus, gp130-driven signal transduction is

fundamental for mediating thermal control of homing receptor function in lymphocytes. The

development of compensatory mechanisms in IL-6-deficient mice may be an indicator of the

evolutionary importance of maintaining gp130-dependent signaling events for protection of the

host against pathogenic challenges during febrile responses.

3. Conclusions and Future Perspectives

Studies detailed in this review support the emerging concept that the febrile component of fever

initiates an orchestrated series of physiological responses that promote immune surveillance and

immune protection during pathogenic challenge (Figure 4). Control of lymphocyte trafficking

involves remarkably concerted activities whereby fever-range thermal stress enhances adhesion

in both lymphocytes and selected target endothelium. Results indicating that thermal regulation

of adhesion is evident in mammalian and non-mammalian vertebrate species (i.e., human,

mouse, and chicken), strongly suggest that this mechanism of amplifying lymphocyte trafficking

contributes to host survival.

Major questions remain regarding the molecular basis of thermal control of lymphocyte

trafficking. In particular, intensive investigation is required to define the precise role of

proinflammatory cytokines in controlling the avidity or affinity of adhesion molecules at the
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lymphocyte-endothelial interface. Given the established role of proinflammatory cytokines

(TNF-a, IL-1i3, lymphotoxin, IL-6) in regulating endothelial adhesion in inflammation, it is

tempting to speculate that one or more of these intercellular mediators regulates endothelial

adhesion during febrile responses. Another unresolved issue relates to how thermal stress

enhances the bioactivity of IL-6 in the absence of altering the protein levels of IL-6 or sIL-6Ra.

A particularly compelling area of future investigation relates to the nature of the tightly regulated

mechanisms that amplify adhesion in selected vascular beds, i.e., HEV, while sparing the

majority of vessels throughout the body. Without this control, febrile temperatures could

potentially drive a major exodus of leukocytes into extralymphoid tissues, thereby diminishing

the impact of the immune response while promoting inappropriate contact with normal bystander

tissues. This line of investigation is especially challenging since in vitro models have yet to be

identified in order to biochemically dissect the signaling pathways responsible for transducing

changes in endothelial adhesion during thermal stress. Future understanding of how fever-range

thermal stress contributes to inflammatory responses has considerable clinical relevance for the

development of novel strategies to either promote immune surveillance of peripheral tissues (i.e.,

during treatment of acute infections or cancer) or interfere with lymphocyte trafficking during

pathologic conditions associated with chronic inflammation (e.g., autoimmune disorders).
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FIGURE LEGENDS

Figure 1. Fever-range thermal stress stimulates adhesion of human lymphocytes under shear to

mouse and human PLN HEV. A. The effect of thermal stress on L-selectin-dependent adhesion

of lymphocytes to HEV was examined in an in vitro adherence assay, as described previously

(50, 81, 82, 96). Human peripheral blood lymphocytes were cultured for 6 hours at

normothermic (NT, 37°C) or fever-range hyperthermic temperatures (HT, 40'C). Lymphocytes

(5 x 106 cells in 100 pl) were then incubated with L-selectin function-blocking mAb (DREG-56,

20 pg/ml) or isotype-matched negative control Ab and overlaid onto 12 gm-thick PLN

cryosections. Mouse PLN (from female BALB/c mice - 8 weeks of age) consisted of pooled

superficial inguinal, brachial, axillary, popliteal, superficial and deep cervical nodes. Normal

human cervical LN were procured from patients undergoing carotid endarterectomys (kindly

provided by Dr. Steven Bernstein, Roswell Park Cancer Institute). The adherence assay was

performed under mechanical rotation to simulate in vivo shear forces. Following staining with

0.5% toluidine, the number of adherent cells bound to HEV were quantified by light microscopy.

For consistency in double-blind evaluation, HEV were quantified only if they contained > 1

adherent cell (minimal level of adhesion is indicated by dotted lines) and a total of 100 HEV

were evaluated per sample. Data are the mean number of lymphocytes bound per HEV + SE of

triplicate samples. The differences between adhesion of normothermic and hyperthermic cells

were significant, p < 0.0001 (*), by unpaired two-tailed Student's t test. B. Photomicrographs of

representative fields from frozen section adherence assays using BALB/c mouse PLN.

Exogenously added human lymphocytes exhibit a darkly stained, round appearance that is
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distinguished from histologically distinct tissue lymphocytes and HEV. Note higher numbers of

human lymphocytes bound to individual HEV (arrows) in HT-treated samples relative to

normothermic control. Bar, 50 gtm.

Figure 2. Fever range thermal stress stimulates human CD3÷ T cell binding to HEV. Adhesion of

fluorochrome-labeled human CD3÷ T lymphocytes to HEV in murine LN cryosections was

evaluated by fluorescence microscopy, according to previously described methods (50, 114, 115,

140). The phenotype of adherent human leukocyte subsets was determined by labeling cells with

mAb specific for CD3 and by RITC-labeled goat-anti-mouse IgG prior to the frozen section

assay. Exposure to fever-range thermal stress (HT, 40°C for 6 h) in vitro markedly stimulated

adhesion of CD3÷ T cells (arrows) to HEV under shear whereas fewer adherent cells were

detected when cells were maintained at normothermic temperature (NT, 37°C). Note that the

underlying HEV structures are not visible under fluorescence microscopy. Data are

representative of> 3 independent experiments. Bar, 50 gm.

Figure 3. Fever range thermal stress enhances binding of leukocytes from evolutionarily diverse

species to HEV of mouse MLN. Human peripheral blood lymphocytes (PBL) or mouse and

chicken splenocytes (SP) were incubated for 6 hours at normothermic body temperatures (NT:

human, 37°C; mouse, 36.5°C; chicken, 40.9°C) or at fever-range hyperthermic temperatures

(HT: human, 40°C; mouse, 39.5°C; chicken, 42.7°C) and evaluated by in vitro adherence assays,

using methods described in Figure 1 and in previous reports (50, 81, 82). Prior to assay, tissue

cryosections were preincubated with function-blocking mAb specific for endothelial PNAd and

MAdCAM-1 (MECA-79, and MECA-367, respectively), or with isotype-matched negative

control Ab. Data are the mean + SE of triplicate counts and are representative of> 3 independent
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experiments. The differences between adhesion of normothermic and hyperthermic leukocytes

were significant, p < 0.05 (*), by unpaired two-tailed Student's t test.

Figure 4. Model for integrated role of fever in promoting immune surveillance and immune

protection.

REFERENCES

1. Kluger, M.J. Fever: role of pyrogens and cryogens. Physiol Rev 1991, 71 (1), 93-127.
2. Mackowiak, P.A. Physiological rationale for suppression of fever. Clin Infect Dis 2000,

31 Suppl 5, S 185-9.
3. Hasday, J.D.; Fairchild, K.D.; Shanholtz, C. The role of fever in the infected host.

Microbes Infect 2000, 2 (15), 1891-904.
4. Esposito, A.L. Aspirin impairs antibacterial mechanisms in experimental pneumococcal

pneumonia. Am Rev Respir Dis 1984, 130 (5), 857-62.
5. Kurosawa, S.; Kobune, F.; Okuyama, K.; Sugiura, A. Effects of antipyretics in rinderpest

virus infection in rabbits. J Infect Dis 1987, 155 (5), 991-7.
6. Vaughn, L.K.; Veale, W.L.; Cooper, K.E. Antipyresis: its effect on mortality rate of

bacterially infected rabbits. Brain Res Bull 1980, 5 (1), 69-73.
7. Bryant, R.E.; Hood, A.F.; Hood, C.E.; Koenig, M.G. Factors affecting mortality of gram-

negative rod bacteremia. Arch Intern Med 1971, 127 (1), 120-8.
8. Weinstein, M.P.; Iannini, P.B.; Stratton, C.W.; Eickhoff, T.C. Spontaneous bacterial

peritonitis. A review of 28 cases with emphasis on improved survival and factors
influencing prognosis. Am J Med 1978, 64 (4), 592-8.

9. Doran, T.F.; De Angelis, C.; Baumgardner, R.A.; Mellits, E.D. Acetaminophen: more
harm than good for chickenpox? J Pediatr 1989, 114 (6), 1045-8.

10. Stanley, E.D.; Jackson, G.G.; Panusarn, C.; Rubenis, M.; Dirda, V. Increased virus
shedding with aspirin treatment of rhinovirus infection. Jama 1975, 231 (12), 1248-51.

11. Jiang, Q., DeTolla, L., Kalvakolanu, I., Fitzgerald, B., and Hasday, J.D. Fever
upregulates expression of pyrogenic cytokines in endotoxin-challenged mice. American
Journal of Physiology 1999, 276, R1653-R1660.

12. Jiang, Q.; Cross, A.S.; Singh, I.S.; Chen, T.T.; Viscardi, R.M.; Hasday, J.D. Febrile core
temperature is essential for optimal host defense in bacterial peritonitis. Infect Immun
2000, 68 (3), 1265-70.

27



Immunological Investigations (in press)

13. Klatersky, J. Etude experimentale et clinique des effets favorables et defavorables de la
fievre et de radministration de corticoides au cours d'infectons bacteriennes. Acta Clin
Belg 1971, 26 ((suppl. 60)).

14. Manthous, C.A.; Hall, J.B.; Olson, D.; Singh, M.; Chatila, W.; Pohlman, A.; Kushner, R.;
Schmidt, G.A.; Wood, L.D. Effect of cooling on oxygen consumption in febrile critically
ill patients. Am J Respir Crit Care Med 1995, 151 (1), 10-4.

15. Schumacker, P.T.; Rowland, J.; Saltz, S.; Nelson, D.P.; Wood, L.D. Effects of
hyperthermia and hypothermia on oxygen extraction by tissues during hypovolemia. J
Appl Physiol 1987, 63 (3), 1246-52.

16. Mackowiak, P.A. Fever: blessing or curse? A unifying hypothesis. Ann Intern Med 1994,
120 (12), 1037-40.

17. Hasday, J.D.; Garrison, A.; Singh, I.S.; Standiford, T.; Ellis, G.S.; Rao, S.; He, J.R.; Rice,
P.; Frank, M.; Goldblum, S.E.; Viscardi, R.M. Febrile-range hyperthermia augments
pulmonary neutrophil recruitment and amplifies pulmonary oxygen toxicity. Am J Pathol
2003, 162 (6), 2005-17.

18. Vaughn, L.K.; Bernheim, H.A.; Kluger, M.J. Fever in the lizard Dipsosaurus dorsalis.
Nature 1974, 252 (5483), 473-4.

19. Covert, J.B.; Reynolds, W.W. Survival value of fever in fish. Nature 1977, 267 (5607),
43-5.

20. Reynolds, W.W. Fever and antipyresis in the bluegill sunfish, Lepomis macrochirus.
Comp Biochem Physiol C 1977, 57 (2), 165-7.

21. Kluger, M., Kazac, W, Conn, CA, Leon, LR, Soszynski, D. The adaptive value of fever.
In Fever: Basic Mechanisms and Management; P. Mackowiak, Ed.; Raven Press: New
York, 1996, 255-266.

22. Bernheim, H.A.; Kluger, M.J. Fever: effect of drug-induced antipyresis on survival.
Science 1976, 193 (4249), 237-9.

23. Hobohm, U. Fever and cancer in perspective. Cancer Immunol Immunother 2001, 50 (8),
391-6.

24. Pontiggia, P. To cure with the heat: the sweet therapy of the tumors; Marco Editions,
2003.

25. Starnes, C.O. Coley's toxins in perspective. Nature 1992, 357 (6373), 11-2.
26. Li, C.Y.; Dewhirst, M.W. Hyperthermia-regulated immunogene therapy. Int J

Hyperthermia 2002, 18 (6), 586-96.
27. Dewhirst, M.W.; Prosnitz, L.; Thrall, D.; Prescott, D.; Clegg, S.; Charles, C.; MacFall, J.;

Rosner, G.; Samulski, T.; Gillette, E.; LaRue, S. Hyperthermic treatment of malignant
diseases: current status and a view toward the future. Semin Oncol 1997, 24 (6), 616-25.

28. Pritchard, M.T.; Ostberg, J.R.; Evans, S.S.; Burd, R.; Kraybill, W.; Bull, J.M.; Repasky,
E.A. Protocols for simulating the thermal component of fever: preclinical and clinical
experience. Methods 2004, 32 (1), 54-62.

29. Kluger, M.J.; Kozak, W.; Conn, C.A.; Leon, L.R.; Soszynski, D. Role of fever in disease.
Ann N Y Acad Sci 1998, 856, 224-33.

30. Blatteis, C.M. Fever: pathological or physiological, injurious or beneficial? Journal of
Thermal Biology 2003, 28, 1-13.

31. Roberts, N.J., Jr.; Sandberg, K. Hyperthermia and human leukocyte function. II.
Enhanced production of and response to leukocyte migration inhibition factor (LIF). J
Immunol 1979, 122 (5), 1990-3.

32. Roberts, N.J., Jr. Impact of temperature elevation on immunologic defenses. Rev Infect
Dis 1991, 13 (3), 462-72.

28



Immunological Investigations (in press)

33. Nahas, G.G.; Tannieres, M.L.; Lennon, J.F. Direct measurement of leukocyte motility:
effects of pH and temperature. Proc Soc Exp Biol Med 1971, 138 (1), 350-2.

34. Bernheim, H.A.; Bodel, P.T.; Askenase, P.W.; Atkins, E. Effects of fever on host defense
mechanisms after infection in the lizard Dipsosaurus dorsalis. Br J Exp Pathol 1978, 59
(1), 76-84.

35. Berman, J.D.; Neva, F.A. Effect of temperature on multiplication of Leishmania
amastigotes within human monocyte-derived macrophages in vitro. Am J Trop Med Hyg
1981,30 (2), 318-21.

36. van Bruggen, I.; Robertson, T.A.; Papadimitriou, J.M. The effect of mild hyperthermia on
the morphology and function of murine resident peritoneal macrophages. Exp Mol Pathol
1991, 55 (2), 119-34.

37. Yoshioka, A.; Miyachi, Y.; Imamura, S.; Hiraoka, M.; Jo, S.; Abe, M. Suppression of
contact sensitivity by local hyperthermia treatment due to reduced Langerhans cell
population in mice. Br J Dermatol 1989, 120 (4), 493-501.

38. Ostberg, J.R.; Gellin, C.; Patel, R.; Repasky, E.A. Regulatory potential of fever-range
whole body hyperthermia on Langerhans cells and lymphocytes in an antigen-dependent
cellular immune response. J Immunol 2001, 167 (5), 2666-70.

39. Ostberg, J.R.; Kabingu, E.; Repasky, E.A. Thermal regulation of dendritic cell activation
and migration from skin explants. Int J Hyperthermia 2003, 19 (5), 520-33.

40. Ostberg, J.R.; Patel, R.; Repasky, E.A. Regulation of immune activity by mild (fever-
range) whole body hyperthermia: effects on epidermal Langerhans cells. Cell Stress
Chaperones 2000, 5 (5), 458-61.

41. Downing, J.F.; Taylor, M.W. The effect of in vivo hyperthermia on selected lymphokines
in man. Lymphokine Res 1987, 6 (2), 103-9.

42. Duff, G.W.; Durum, S.K. Fever and immunoregulation: hyperthermia, interleukins 1 and
2, and T-cell proliferation. Yale J Biol Med 1982, 55 (5-6), 437-42.

43. Di, Y.P.; Repasky, E.A.; Subjeck, J.R. Distribution of HSP70, protein kinase C, and
spectrin is altered in lymphocytes during a fever-like hyperthermia exposure. J Cell
Physiol 1997, 172 (1), 44-54.

44. Lederman, H.M.; Brill, C.R.; Murphy, P.A. Interleukin 1-driven secretion of interleukin 2
is highly temperature-dependent. J Immunol 1987, 138 (11), 3808-11.

45. Jampel, H.D.; Duff, G.W.; Gershon, R.K.; Atkins, E.; Durum, S.K. Fever and
immunoregulation. III. Hyperthermia augments the primary in vitro humoral immune
response. J Exp Med 1983, 157 (4), 1229-38.

46. Delaet, I.; Boeye, A. Monoclonal antibodies that disrupt poliovirus only at fever
temperatures. J Virol 1993, 67 (9), 5299-302.

47. Boeye, A.; Delaet, I.; Brioen, P. Antibody neutralization of picornaviruses: can fever
help? Trends Microbiol 1994, 2 (7), 255-7.

48. Hughes, C.S.; Repasky, E.A.; Bankert, R.B.; Johnson, R.J.; Subjeck, J.R. Effects of
hyperthermia on spectrin expression patterns of murine lymphocytes. Radiat Res 1987,
112 (1), 116-23.

49. Wang, X.Y.; Ostberg, J.R.; Repasky, E.A. Effect of fever-like whole-body hyperthermia
on lymphocyte spectrin distribution, protein kinase C activity, and uropod formation. J
Immunol 1999, 162 (6), 3378-87.

50. Chen, Q.; Wang, W.C.; Bruce, R.; Li, H.; Schleider, D.M.; Mulbury, M.J.; Bain, M.D.;
Wallace, P.K.; Baumann, H.; Evans, S.S. Central role of IL-6 receptor signal-transducing
chain gpl30 in activation of L-selectin adhesion by fever-range thermal stress. Immunity
2004, 20 (1), 59-70.

29



Immunological Investigations (in press)

51. Ostberg, J.R.; Kaplan, K.C.; Repasky, E.A. Induction of stress proteins in a panel of
mouse tissues by fever-range whole body hyperthermia. Int J Hyperthermia 2002, 18 (6),
552-62.

52. Hasday, J.D.; Singh, I.S. Fever and the heat shock response: distinct, partially
overlapping processes. Cell Stress Chaperones 2000, 5 (5), 471-80.

53. Shah, A.; Unger, E.; Bain, M.D.; Bruce, R.; Bodkin, J.; Ginnetti, J.; Wang, W.C.; Seon,
B.; Stewart, C.C.; Evans, S.S. Cytokine and adhesion molecule expression in primary
human endothelial cells stimulated with fever-range hyperthermia. Int J Hyperthermia
2002, 18 (6), 534-51.

54. Hasday, J.D.; Bannerman, D.; Sakarya, S.; Cross, A.S.; Singh, I.S.; Howard, D.;
Drysdale, B.E.; Goldblum, S.E. Exposure to febrile temperature modifies endothelial cell
response to tumor necrosis factor-alpha. J Appl Physiol 2001, 90 (1), 90-8.

55. Downing, J.F.; Taylor, M.W.; Wei, K.M.; Elizondo, R.S. In vivo hyperthermia enhances
plasma antiviral activity and stimulates peripheral lymphocytes for increased synthesis of
interferon-gamma. J Interferon Res 1987, 7 (2), 185-93.

56. Haveman, J.; Geerdink, A.G.; Rodermond, H.M. Cytokine production after whole body
and localized hyperthermia. Int J Hyperthermia 1996, 12 (6), 791-800.

57. Ostberg, J.R.; Taylor, S.L.; Baumann, H.; Repasky, E.A. Regulatory effects of fever-
range whole-body hyperthermia on the LPS-induced acute inflammatory response. J
Leukoc Biol 2000, 68 (6), 815-20.

58. Fairchild, K.D.; Viscardi, R.M.; Hester, L.; Singh, I.S.; Hasday, J.D. Effects of
hypothermia and hyperthermia on cytokine production by cultured human mononuclear
phagocytes from adults and newborns. J Interferon Cytokine Res 2000, 20 (12), 1049-55.

59. Jiang, Q.; DeTolla, L.; van Rooijen, N.; Singh, I.S.; Fitzgerald, B.; Lipsky, M.M.; Kane,
A.S.; Cross, A.S.; Hasday, J.D. Febrile-range temperature modifies early systemic tumor
necrosis factor alpha expression in mice challenged with bacterial endotoxin. Infect
Immun 1999, 67 (4), 1539-46.

60. Downing, J.F.; Martinez-Valdez, H.; Elizondo, R.S.; Walker, E.B.; Taylor, M.W.
Hyperthermia in humans enhances interferon-gamma synthesis and alters the peripheral
lymphocyte population. J Interferon Res 1988, 8 (2), 143-50.

61. Heron, I.; Berg, K. The actions of interferon are potentiated at elevated temperature.
Nature 1978, 274 (5670), 508-10.

62. Chang, C.C.; Wu, J.M. Modulation of antiviral activity of interferon and 2',5'-
oligoadenylate synthetase gene expression by mild hyperthermia (39.5 degrees C) in
cultured human cells. J Biol Chem 1991, 266 (7), 4605-12.

63. Ensor, J.E.; Crawford, E.K.; Hasday, J.D. Warming macrophages to febrile range
destabilizes tumor necrosis factor-alpha mRNA without inducing heat shock. Am J
Physiol 1995, 269 (5 Pt 1), C 1140-6.

64. Singh, I.S.; He, J.R.; Calderwood, S.; Hasday, J.D. A high affinity HSF-1 binding site in
the 5'-untranslated region of the murine tumor necrosis factor-alpha gene is a
transcriptional repressor. J Biol Chem 2002, 277 (7), 4981-8.

65. Singh, I.S.; Viscardi, R.M.; Kalvakolanu, I.; Calderwood, S.; Hasday, J.D. Inhibition of
tumor necrosis factor-alpha transcription in macrophages exposed to febrile range
temperature. A possible role for heat shock factor-1 as a negative transcriptional
regulator. J Biol Chem 2000, 275 (13), 9841-8.

66. Azocar, J.; Yunis, E.J.; Essex, M. Sensitivity of human natural killer cells to
hyperthermia. Lancet 1982, 1 (8262), 16-7.

30



Immunological Investigations (in press)

67. Harris, J.W.; Meneses, J.J. Effects of hyperthermia on the production and activity of
primary and secondary cytolytic T-lymphocytes in vitro. Cancer Res 1978, 38 (4), 1120-
6.

68. Goldsby, R.A.; Kindt, T.J.; Osborne, B.A. Leukocyte Migration and Inflammation. In
Kuby Immunology, Fourth Ed.; W. H. Freeman and Company: New York, 2000, 371-395.

69. Girard, J.P.; Springer, T.A. High endothelial venules (HEVs): specialized endothelium
for lymphocyte migration. Immunol Today 1995, 16 (9), 449-57.

70. Butcher, E.C.; Picker, L.J. Lymphocyte homing and homeostasis. Science 1996, 272
(5258), 60-6.

71. Butcher, E.C.; Williams, M.; Youngman, K.; Rott, L.; Briskin, M. Lymphocyte
trafficking and regional immunity. Adv Immunol 1999, 72, 209-53.

72. Springer, T.A. Traffic signals for lymphocyte recirculation and leukocyte emigration: the
multistep paradigm. Cell 1994, 76 (2), 301-14.

73. von Andrian, U.H.; Mempel, T.R. Homing and cellular traffic in lymph nodes. Nat Rev
Immunol 2003, 3 (11), 867-78.

74. Rosen, S.D. Ligands for L-selectin: homing, inflammation, and beyond. Annu Rev
Immunol 2004, c22, 129-56.

75. Campbell, J.J.; Butcher, E.C. Chemokines in tissue-specific and microenvironment-
specific lymphocyte homing. Curr Opin Immunol 2000, 12 (3), 336-41.

76. Miyasaka, M.; Tanaka, T. Lymphocyte trafficking across high endothelial venules:
dogmas and enigmas. Nat Rev Immunol 2004, 4 (5), 360-70.

77. Kashiwazaki, M.; Tanaka, T.; Kanda, H.; Ebisuno, Y.; Izawa, D.; Fukuma, N.; Akimitsu,
N.; Sekimizu, K.; Monden, M.; Miyasaka, M. A high endothelial venule-expressing
promiscuous chemokine receptor DARC can bind inflammatory, but not lymphoid,
chemokines and is dispensable for lymphocyte homing under physiological conditions.
Int Immunol 2003, 15 (10), 1219-27.

78. Choi, J.; Enis, D.R.; Koh, K.P.; Shiao, S.L.; Pober, J.S. T lymphocyte-endothelial cell
interactions. Annu Rev Immunol 2004, 22, 683-709.

79. Fabbri, M.; Bianchi, E.; Fumagalli, L.; Pardi, R. Regulation of lymphocyte traffic by
adhesion molecules. Inflamm Res 1999, 48 (5), 239-46.

80. Chen, Q.; Wang, W.C.; Evans, S.S. Tumor microvasculature as a barrier to antitumor
immunity. Cancer Immunol Immunother 2003, 52 (11), 670-9.

81. Wang, W.C.; Goldman, L.M.; Schleider, D.M.; Appenheimer, M.M.; Subjeck, J.R.;
Repasky, E.A.; Evans, S.S. Fever-range hyperthermia enhances L-selectin-dependent
adhesion of lymphocytes to vascular endothelium. J Immunol 1998, 160 (2), 961-9.

82. Evans, S.S.; Wang, W.C.; Bain, M.D.; Burd, R.; Ostberg, J.R.; Repasky, E.A. Fever-
range hyperthermia dynamically regulates lymphocyte delivery to high endothelial
venules. Blood 2001, 97 (9), 2727-33.

83. Burd, R.; Dziedzic, T.S.; Xu, Y.; Caligiuri, M.A.; Subjeck, J.R.; Repasky, E.A. Tumor
cell apoptosis, lymphocyte recruitment and tumor vascular changes are induced by low
temperature, long duration (fever-like) whole body hyperthermia. J Cell Physiol 1998,
177 (1), 137-47.

84. Kraybill, W.G.; Olenki, T.; Evans, S.S.; Ostberg, J.R.; O'Leary, K.A.; Gibbs, J.F.;
Repasky, E.A. A phase I study of fever-range whole body hyperthermia (FR-WBH) in
patients with advanced solid tumours: correlation with mouse models. Int J Hyperthermia
2002, 18 (3), 253-66.

31



Immunological Investigations (in press)

85. Hendriks, H.R.; Duijvestijn, A.M.; Kraal, G. Rapid decrease in lymphocyte adherence to
high endothelial venules in lymph nodes deprived of afferent lymphatic vessels. Eur J
Immunol 1987, 17 (12), 1691-5.

86. Mebius, R.E.; Streeter, P.R.; Breve, J.; Duijvestijn, A.M.; Kraal, G. The influence of
afferent lymphatic vessel interruption on vascular addressin expression. J Cell Biol 1991,
115 (1), 85-95.

87. Dwir, 0.; Kansas, G.S.; Alon, R. Cytoplasmic anchorage of L-selectin controls leukocyte
capture and rolling by increasing the mechanical stability of the selectin tether. J Cell
Biol 2001, 155 (1), 145-56.

88. Pavalko, F.M.; Walker, D.M.; Graham, L.; Goheen, M.; Doerschuk, C.M.; Kansas, G.S.
The cytoplasmic domain of L-selectin interacts with cytoskeletal proteins via alpha-
actinin: receptor positioning in microvilli does not require interaction with alpha-actinin.
J Cell Biol 1995, 129 (4), 1155-64.

89. Pavalko, F.M.; LaRoche, S.M. Activation of human neutrophils induces an interaction
between the integrin beta 2-subunit (CD 18) and the actin binding protein alpha-actinin. J
Immunol 1993, 151 (7), 3795-807.

90. Pardi, R.; Inverardi, L.; Rugarli, C.; Bender, J.R. Antigen-receptor complex stimulation
triggers protein kinase C-dependent CDlla/CD18-cytoskeleton association in T
lymphocytes. J Cell Biol 1992, 116 (5), 1211-20.

91. Elemer, G.S.; Edgington, T.S. Microfilament reorganization is associated with functional
activation of alpha M beta 2 on monocytic cells. J Biol Chem 1994, 269 (5), 3159-66.

92. Yoshida, M.; Westlin, W.F.; Wang, N.; Ingber, D.E.; Rosenzweig, A.; Resnick, N.;
Gimbrone, M.A., Jr. Leukocyte adhesion to vascular endothelium induces E-selectin
linkage to the actin cytoskeleton. J Cell Biol 1996, 133 (2), 445-55.

93. Carpen, 0.; Pallai, P.; Staunton, D.E.; Springer, T.A. Association of intercellular
adhesion molecule-1 (ICAM-1) with actin-containing cytoskeleton and alpha-actinin. J
Cell Biol 1992, 118 (5), 1223-34.

94. Heiska, L.; Kantor, C.; Parr, T.; Critchley, D.R.; Vilja, P.; Gahmberg, C.G.; Carpen, 0.
Binding of the cytoplasmic domain of intercellular adhesion molecule-2 (ICAM-2) to
alpha-actinin. J Biol Chem 1996, 271 (42), 26214-9.

95. Wang, J.; Chen, H.; Brown, E.J. L-plastin peptide activation of alpha(v)beta(3)-mediated
adhesion requires integrin conformational change and actin filament disassembly. J Biol
Chem 2001, 2 76 (17), 14474-8 1.

96. Evans, S.S.; Schleider, D.M.; Bowman, L.A.; Francis, M.L.; Kansas, G.S.; Black, J.D.
Dynamic association of L-selectin with the lymphocyte cytoskeletal matrix. J Immunol
1999, 162 (6), 3615-24.

97. Takeda, T. Podocyte cytoskeleton is connected to the integral membrane protein
podocalyxin through Na+/H+-exchanger regulatory factor 2 and ezrin. Clin Exp Nephrol
2003, 7 (4), 260-9.

98. Kershaw, D.B.; Beck, S.G.; Wharram, B.L.; Wiggins, J.E.; Goyal, M.; Thomas, P.E.;
Wiggins, R.C. Molecular cloning and characterization of human podocalyxin-like
protein. Orthologous relationship to rabbit PCLP1 and rat podocalyxin. J Biol Chem
1997, 272 (25), 15708-14.

99. Clark, H.F.; Gurney, A.L.; Abaya, E.; Baker, K.; Baldwin, D.; Brush, J.; Chen, J.; Chow,
B.; Chui, C.; Crowley, C.; Currell, B.; Deuel, B.; Dowd, P.; Eaton, D.; Foster, J.;
Grimaldi, C.; Gu, Q.; Hass, P.E.; Heldens, S.; Huang, A.; Kim, H.S.; Klimowski, L.; Jin,
Y.; Johnson, S.; Lee, J.; Lewis, L.; Liao, D.; Mark, M.; Robbie, E.; Sanchez, C.;
Schoenfeld, J.; Seshagiri, S.; Simmons, L.; Singh, J.; Smith, V.; Stinson, J.; Vagts, A.;

32



Immunological Investigations (in press)

Vandlen, R.; Watanabe, C.; Wieand, D.; Woods, K.; Xie, M.H.; Yansura, D.; Yi, S.; Yu,
G.; Yuan, J.; Zhang, M.; Zhang, Z.; Goddard, A.; Wood, W.I.; Godowski, P.; Gray, A.
The secreted protein discovery initiative (SPDI), a large-scale effort to identify novel
human secreted and transmembrane proteins: a bioinformatics assessment. Genome Res
2003, 13 (10), 2265-70.

100. Nakamura, Y.; Komano, H.; Nakauchi, H. Two alternative forms of cDNA encoding
CD34. Exp Hematol 1993, 21 (2), 236-42.

101. Evans, S.S.; Bain, M.D.; Wang, W.C. Fever-range hyperthermia stimulates alpha4beta7
integrin-dependent lymphocyte-endothelial adhesion. Int J Hyperthermia 2000, 16 (1),
45-59.

102. Kansas, G.S.; Ley, K.; Munro, J.M.; Tedder, T.F. Regulation of leukocyte rolling and
adhesion to high endothelial venules through the cytoplasmic domain of L-selectin. J Exp
Med 1993, 177 (3), 833-8.

103. Steeber, D.A.; Engel, P.; Miller, A.S.; Sheetz, M.P.; Tedder, T.F. Ligation of L-selectin
through conserved regions within the lectin domain activates signal transduction
pathways and integrin function in human, mouse, and rat leukocytes. J Immunol 1997,
159 (2), 952-63.

104. Andrew, D.P.; Berlin, C.; Honda, S.; Yoshino, T.; Hamann, A.; Holzmann, B.; Kilshaw,
P.J.; Butcher, E.C. Distinct but overlapping epitopes are involved in alpha 4 beta 7-
mediated adhesion to vascular cell adhesion molecule-i, mucosal addressin-1,
fibronectin, and lymphocyte aggregation. J Immunol 1994, 153 (9), 3847-61.

105. Gallatin, W.M.; Weissman, I.L.; Butcher, E.C. A cell-surface molecule involved in
organ-specific homing of lymphocytes. Nature 1983, 304 (5921), 30-4.

106. Butcher, E.; Scollay, R.; Weissman, I. Evidence of continuous evolutionary change in
structures mediating adherence of lymphocytes to specialised venules. Nature 1979, 280
(5722), 496-8.

107. Hamann, A.; Andrew, D.P.; Jablonski-Westrich, D.; Holzmann, B.; Butcher, E.C. Role of
alpha 4-integrins in lymphocyte homing to mucosal tissues in vivo. J Immunol 1994, 152
(7), 3282-93.

108. Tedder, T.F.; Isaacs, C.M.; Ernst, T.J.; Demetri, G.D.; Adler, D.A.; Disteche, C.M.
Isolation and chromosomal localization of cDNAs encoding a novel human lymphocyte
cell surface molecule, LAM-1. Homology with the mouse lymphocyte homing receptor
and other human adhesion proteins. J Exp Med 1989, 170 (1), 123-33.

109. Michie, S.A.; Streeter, P.R.; Bolt, P.A.; Butcher, E.C.; Picker, L.J. The human peripheral
lymph node vascular addressin. An inducible endothelial antigen involved in lymphocyte
homing. Am J Pathol 1993, 143 (6), 1688-98.

110. Hemmerich, S.; Butcher, E.C.; Rosen, S.D. Sulfation-dependent recognition of high
endothelial venules (HEV)-ligands by L-selectin and MECA 79, and adhesion-blocking
monoclonal antibody. J Exp Med 1994, 180 (6), 2219-26.

111. Berlin, C.; Berg, E.L.; Briskin, M.J.; Andrew, D.P.; Kilshaw, P.J.; Holzmann, B.;
Weissman, I.L.; Hamann, A.; Butcher, E.C. Alpha 4 beta 7 integrin mediates lymphocyte
binding to the mucosal vascular addressin MAdCAM-1. Cell 1993, 74 (1), 185-95.

112. Kamata, T.; Puzon, W.; Takada, Y. Identification of putative ligand-binding sites of the
integrin alpha 4 beta 1 (VLA-4, CD49d/CD29). Biochem J 1995, 305 (Pt 3), 945-51.

113. Tidswell, M.; Pachynski, R.; Wu, S.W.; Qiu, S.Q.; Dunham, E.; Cochran, N.; Briskin,
M.J.; Kilshaw, P.J.; Lazarovits, A.I.; Andrew, D.P.; Butcher, E.C.; Yednock, T.A.; Erle,
D.J. Structure-function analysis of the integrin beta 7 subunit: identification of domains
involved in adhesion to MAdCAM-1. J Immunol 1997, 159 (3), 1497-505.

33



Immunological Investigations (in press)

114. Frey, M.; Packianathan, N.B.; Fehniger, T.A.; Ross, M.E.; Wang, W.C.; Stewart, C.C.;
Caligiuri, M.A.; Evans, S.S. Differential expression and function of L-selectin on
CD56bright and CD56dim natural killer cell subsets. J Immunol 1998, 161 (1), 400-8.

115. Chantakru, S.; Wang, W.C.; van den Heuvel, M.; Bashar, S.; Simpson, A.; Chen, Q.;
Croy, B.A.; Evans, S.S. Coordinate regulation of lymphocyte-endothelial interactions by
pregnancy-associated hormones. J Immunol 2003, 171 (8), 4011-9.

116. Hedges, S.B. The origin and evolution of model organisms. Nat Rev Genet 2002, 3 (11),
838-49.

117. Reisz, R.R.; Muller, J. Molecular timescales and the fossil record: a paleontological
perspective. Trends Genet 2004, 20 (5), 237-41.

118. International Chicken Genome Sequencing Consortium. Sequence and comparative
analysis of the chicken genome provide unique perspectives on vertebrate evolution.
[Article]. Nature 2004, 432, 695-716.

119. Leshchinsky, T.V.; Klasing, K.C. Divergence of the inflammatory response in two types
of chickens. Dev Comp Immunol 2001, 25 (7), 629-38.

120. Pittman, Q.J.; Veale, W.L.; Cockeram, A.W.; Cooper, K.E. Changes in body temperature
produced by prostaglandins and pyrogens in the chicken. Am J Physiol 1976, 230 (5),
1284-7.

121. Butcher, E.; Scollay, R.; Weissman, I. Lymphocyte-high endothelial venule interactions:
examination of species specificity. Adv Exp Med Biol 1979, 114, 65-72.

122. Evans, S.S., M. Frey, D. M. Schleider, R. A. Bruce, W. C. Wang, E. A. Repasky,;
Appenheimer., a.M.M. Leukocyte-endothelial cell interactions in tumor immunity. In The
Biology of Tumors; E.M.a.C. Croce, Ed.; Plenum Press: New York, 1998, 273-286.

123. Leid, J.G.; Steeber, D.A.; Tedder, T.F.; Jutila, M.A. Antibody binding to a conformation-
dependent epitope induces L-selectin association with the detergent-resistant
cytoskeleton. J Immunol 2001, 166 (8), 4899-907.

124. Leid, J.G.; Speer, C.A.; Jutila, M.A. Ultrastructural examination of cytoskeletal linkage
of L-selectin and comparison of L-selectin cytoskeletal association to that of other human
and bovine lymphocyte surface antigens. Cell Immunol 2002, 215 (2), 219-31.

125. Pober, J.S. Endothelial activation: intracellular signaling pathways. Arthritis Res 2002, 4
Suppl 3, S 109-16.

126. Jones, S.A.; Rose-John, S. The role of soluble receptors in cytokine biology: the agonistic
properties of the sIL-6R/IL-6 complex. Biochim Biophys Acta 2002, 1592 (3), 251-63.

127. Rose-John, S.; Neurath, M.F. IL-6 trans-signaling: the heat is on. Immunity 2004, 20 (1),
2-4.

128. Jostock, T.; Mullberg, J.; Ozbek, S.; Atreya, R.; Blinn, G.; Voltz, N.; Fischer, M.;
Neurath, M.F.; Rose-John, S. Soluble gpl30 is the natural inhibitor of soluble
interleukin-6 receptor transsignaling responses. Eur J Biochem 2001, 268 (1), 160-7.

129. Muller-Newen, G.; Kuster, A.; Hemmann, U.; Keul, R.; Horsten, U.; Martens, A.;
Graeve, L.; Wijdenes, J.; Heinrich, P.C. Soluble IL-6 receptor potentiates the antagonistic
activity of soluble gpl30 on IL-6 responses. J Immunol 1998, 161 (11), 6347-55.

130. Narazaki, M.; Yasukawa, K.; Saito, T.; Ohsugi, Y.; Fukui, H.; Koishihara, Y.;
Yancopoulos, G.D.; Taga, T.; Kishimoto, T. Soluble forms of the interleukin-6 signal-
transducing receptor component gpl30 in human serum possessing a potential to inhibit
signals through membrane-anchored gpl30. Blood 1993, 82 (4), 1120-6.

131. Alessi, D.R.; Cuenda, A.; Cohen, P.; Dudley, D.T.; Saltiel, A.R. PD 098059 is a specific
inhibitor of the activation of mitogen-activated protein kinase kinase in vitro and in vivo.
J Biol Chem 1995, 270 (46), 27489-94.

34



Immunological Investigations (in press)

132. Favata, M.F.; Horiuchi, K.Y.; Manos, E.J.; Daulerio, A.J.; Stradley, D.A.; Feeser, W.S.;
Van Dyk, D.E.; Pitts, W.J.; Earl, R.A.; Hobbs, F.; Copeland, R.A.; Magolda, R.L.;
Scherle, P.A.; Trzaskos, J.M. Identification of a novel inhibitor of mitogen-activated
protein kinase kinase. J Biol Chem 1998, 273 (29), 18623-32.

133. Bennett, B.L.; Sasaki, D.T.; Murray, B.W.; O'Leary, E.C.; Sakata, S.T.; Xu, W.; Leisten,
J.C.; Motiwala, A.; Pierce, S.; Satoh, Y.; Bhagwat, S.S.; Manning, A.M.; Anderson,
D.W. SP600125, an anthrapyrazolone inhibitor of Jun N-terminal kinase. Proc Natl Acad
Sci U S A 2001, 98 (24), 13681-6.

134. Dean, J.L.; Brook, M.; Clark, A.R.; Saklatvala, J. p38 mitogen-activated protein kinase
regulates cyclooxygenase-2 mRNA stability and transcription in lipopolysaccharide-
treated human monocytes. J Biol Chem 1999, 274 (1), 264-9.

135. Cressman, D.E.; Greenbaum, L.E.; DeAngelis, R.A.; Ciliberto, G.; Furth, E.E.; Poli, V.;
Taub, R. Liver failure and defective hepatocyte regeneration in interleukin-6-deficient
mice. Science 1996, 274 (5291), 1379-83.

136. Gallucci, R.M.; Simeonova, P.P.; Matheson, J.M.; Kommineni, C.; Guriel, J.L.;
Sugawara, T.; Luster, M.I. Impaired cutaneous wound healing in interleukin-6-deficient
and immunosuppressed mice. Faseb J 2000, 14 (15), 2525-31.

137. Hurst, S.M.; Wilkinson, T.S.; McLoughlin, R.M.; Jones, S.; Horiuchi, S.; Yamamoto, N.;
Rose-John, S.; Fuller, G.M.; Topley, N.; Jones, S.A. 11-6 and its soluble receptor
orchestrate a temporal switch in the pattern of leukocyte recruitment seen during acute
inflammation. Immunity 2001, 14 (6), 705-14.

138. Romano, M.; Sironi, M.; Toniatti, C.; Polentarutti, N.; Fruscella, P.; Ghezzi, P.; Faggioni,
R.; Luini, W.; van Hinsbergh, V.; Sozzani, S.; Bussolino, F.; Poli, V.; Ciliberto, G.;
Mantovani, A. Role of IL-6 and its soluble receptor in induction of chemokines and
leukocyte recruitment. Immunity 1997, 6 (3), 315-25.

139. Swartz, K.R.; Liu, F.; Sewell, D.; Schochet, T.; Campbell, I.; Sandor, M.; Fabry, Z.
Interleukin-6 promotes post-traumatic healing in the central nervous system. Brain Res
2001, 896 (1-2), 86-95.

140. Chantakru, S.; Miller, C.; Roach, L.E.; Kuziel, W.A.; Maeda, N.; Wang, W.C.; Evans,
S.S.; Croy, B.A. Contributions from self-renewal and trafficking to the uterine NK cell
population of early pregnancy. J Immunol 2002, 168 (1), 22-8.

35



Immunological Investigations (in press)

Appenheimer et al
Figure 1

A. B.
Mouse PLN NT- ~~A

4

> 3I

w

NT HT

0 Human PLN *

-J
3

2 Isotype Control
, DREG-56

NT HT



Immunological Investigations (in press)

Appenheimer et al
Figure 2



Immunological Investigations (in press)

Appenheimer et al
0 Isotype Control Figure 3
IM MECA-79 + MECA-367

5.0 Human PBL

4.0

3.0[

1.0

> NT HTw- 5.0 Mouse SP

C 4.0-
0
CO 3.0-[

)2.0 [
0.
M 1.0- -

E
>% NT HT

.j 2.0 Chicken SP

1.5

CC
1.0

0.5

NT HT



Immunological Investigations (in press)

Appenheimer et al
Figure 4

* T cell cytotoxicity * .EQ~nd~hellm:N .
* Cytokine production/ Jjj P.dor MAdCAMvIl-dependent

activity Fvr n HEV-restricted
* DC migration •ILocal organ control

R Neutrophil migration/ l Adhesion in squamous
cytotoxiciy endothellum not regulated

* Source of thermally induced
* proadhesive factors

• • • Lymphocytes:

•L-selectin or a407 integrin
dependent

I NaTve and memory cells
a Evolutionarily conserved
* Cytoskeletal interactionsI IL-6 trans-signaling mechanism

J__ MEK/ERK Inside-out signaling



Cancer Immunology, Immunotherapy (in press)

DYNAMIC CONTROL OF LYMPHOCYTE TRAFFICKING BY FEVER-RANGE

THERMAL STRESS

Qing Chen, Daniel T. Fisher, Sylvia A. Kucinska, Wan-Chao Wang and Sharon S. Evans*

* To whom correspondence should be addressed: Department of Immunology, Roswell Park

Cancer Institute, Buffalo, NY, 14263-0001; Email: sharon.evans(roswellpark.org; Phone: 716-

845-3421

This work was supported by grants from the NIH (CA79765, CA094045, CA16056), the

Department of Defense (DAMD17-98-1-831 1; DAMD57-8035-01), the Roswell Park Alliance

Foundation, and the Buffalo Foundation.

Keywords: lymphocyte homing receptors, adhesion molecules, high endothelial venules, tumor

microvessels, fever



Cancer Immunology, Immunotherapy (in press)

ABSTRACT

Migration of blood-borne lymphocytes into tissues involves a tightly orchestrated sequence of

adhesion events. Adhesion molecules and chemokine receptors on the surface of circulating

lymphocytes initiate contact with specialized endothelial cells under hemodynamic shear prior to

extravasation across the vascular barrier into tissues. Lymphocyte-endothelial adhesion occurs

preferentially in high endothelial venules (HEV) of peripheral lymphoid organs. The continuous

recirculation of naYve and central memory lymphocytes across lymph node and Peyer's patch

HEV underlies immune surveillance and immune homeostasis. Lymphocyte-endothelial

interactions are markedly enhanced in HEV-like vessels of extralymphoid organs during

physiological responses associated with acute and chronic inflammation. Similar adhesive

mechanisms must be invoked for efficient trafficking of immune effector cells to tumor sites in

order for the immune system to have an impact on tumor progression. Here we discuss recent

evidence for the role of fever-range thermal stress in promoting lymphocyte-endothelial

adhesion and trafficking across HEV in peripheral lymphoid organs. Findings are also presented

that support the hypothesis that lymphocyte-endothelial interactions are limited within tumor

microenvironments. Further understanding of the molecular mechanisms that dynamically

promote lymphocyte trafficking in HEV may provide the basis for novel approaches to improve

recruitment of immune effector cells to tumor sites.
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High Endothelial Venules: A Locus of Control for Lymphocyte Extravasation

HEV are a major site of extravasation of blood-borne lymphocytes and thus, provide a

model for understanding the molecular mechanisms that control lymphocyte trafficking. HEV

are restricted to peripheral lymphoid organs, i.e., lymph nodes (LN) and Peyer's patches (PP),

and are morphologically and biochemically differentiated from the majority of vessels

throughout the body [1-3]. The lumen of HEV is lined by cuboidal endothelial cells, in contrast

to the squamous, elongated endothelial cells of vessels in extralymphoid organs. The irregular

surface provided by HEV is thought to contribute to turbulent blood flow within vascular

microdomains, thereby promoting margination of lymphocytes along vessel walls.

The molecular basis of lymphocyte extravasation across HEV has been extensively

characterized by a combination of in vitro studies (including frozen tissue-section Stamper-

Woodruff adherence assays and experiments employing purified surrogate substrates) and in vivo

studies (i.e., short-term homing assays and intravital microscopy). These studies have revealed

that an elegantly coordinated sequence of adhesion events initiates lymphocyte contact and

ultimately, extravasation across HEV. These events include (1) initial tethering and rolling, (2)

chemokine activation, (3) firm sticking, and (4) transendothelial migration [2, 4-6]. Each of

these adherence steps is reversible. Thus, only a small percentage of cells that undergo tethering

and rolling ultimately extravasate within a given vessel. The venular tree that extends through

peripheral LN (PLN) organs is segregated into a hierarchy of functionally distinct levels based

on the efficiency of the adhesive interactions that occur along the length of individual vessels.

Order III-V vessels represent post-capillary HEV that are localized primarily in the T cell-rich

paracortical region while large, lower order I collecting venules are in the LN hilus [7, 8] (Figure

1A). HEV are not detected in the B cell-rich follicular region, supporting the long-standing

notion that T and B cells jointly enter LN through HEV in the paracortex. Recent studies using

3
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multi-photon microscopy have shown that dendritic cells that enter draining LN via the afferent

lymphatics congregate in the region proximal to HEV [6, 9, 10]. Thus, professional antigen

(Ag)-presenting dendritic cells are spatially and temporally positioned to initiate contact with

extravasating T cells, a scenario that is optimal for driving an efficient immune response by

nai've or memory lymphocytes.

Intravital microscopy has shown that the majority of lymphocyte tethering/rolling and

sticking interactions occur in order III-V vessels [7, 8, 11, 12] (Figure 1B). Although it is

difficult to quantify the velocity of lymphocytes in postcapillary order V HEV (because firmly

adherent cells obscure observations), the velocity of free-flowing lymphocytes in order IV

venules has been quantified at 500 gmr/second [8]. A subfraction of lymphocytes undergo

reversible tethering and rolling under hemodynamic flow in higher order venules such that

lymphocyte rolling velocities are reduced to < 50 •trn/second [8] (Figure. I B). The transition

from rolling cells to firmly sticking adherent cells (experimentally defined as cells that arrest on

vessel walls for > 30 see) occurs principally in higher order IV-V venules [7, 11, 12].

Transient tethering and rolling interactions in lymph node HEV are mediated by L-

selectin molecules located on the microvillous projections of naive and central memory

lymphocytes [2, 4, 6, 13-15]. Positioning of L-selectin on microvilli facilitates contact with

sialo-mucin-like adhesion molecules in HEV collectively termed peripheral lymph node

addressins (PNAd). PNAd molecules are comprised of a group of proteins including CD34,

GLYCAM-1, podocalyxin, endomucin and sgp200 [16]. Common post-translational

modifications to these core proteins by core 2 13-1,6-N-acetylglucosaminyltransferase- 1

(C2GlcNAcT-I), high endothelial cell GlcNAc-6-sulfotransferase (HEC-GlcNAc6ST), and ot 1,3-

fucosyltransferases (FucT-VII and FucT-IV) are required for optimal L-selectin-dependent

trafficking to PLN [16]. The HEC-GlcNAc6ST-dependent sulfation determinant on PNAd



Cancer Immunology, Immunotherapy (in press)

molecules is recognized by MECA-79 mAb staining of high-walled cuboidal HEV [16-18]

(Figure 2). This epitope is highly expressed in order III-V venules and is required for

lymphocyte-HEV adhesion and homing to PLN [6, 7]. L-selectin-dependent lymphocyte

tethering and rolling in PP HEV is mediated by mucin domains within mucosal addressin cell

adhesion molecule-1 (MAdCAM-1) [2, 4]. Interestingly, L-selectin/MAdCAM- 1-dependent

interactions do not appear to be as efficient as L-selectin/PNAd adhesion and lymphocytes tend

to roll at a higher velocity under strictly L-selectin-dependent mechanisms in PP HEV [2]. The

a4037 integrin lymphocyte homing receptor binds to immunoglobulin-like domains at the N-

terminus of MAdCAM-1 and collaborates with L-selectin to reduce the rolling velocity of

lymphocytes as they move through PP HEV [2, 4, 19].

Tethering and rolling interactions increase the transit time of lymphocytes in HEV,

allowing them to sample chemokine microenvironments on the luminal surface of these vessels.

The CC chemokine ligand (CCL)21 (TCA-4/SLC/6C-kine/exodus 2) plays a primary role in

triggering the transition of na've and central memory lymphocytes from rolling cells to firmly

adherent/sticking cells in LN and PP HEV [4, 6]. CCL21 secreted by high endothelial cells

(HEC) becomes associated with the glycocalyx on the luminal surface of HEV [20, 21].

Ligation of CCL21 by CCR7 receptors on circulating lymphocytes leads to G-protein-dependent

conformational changes in the 032 integrin, leukocyte-function associated adhesion molecule-I

(LFA-1) [4, 6, 19]. This enables LFA-1 to engage its constitutively expressed endothelial

counter-receptors, ICAM-1 and ICAM-2 (members of the immunoglobulin superfamily) on the

surface of HEV.

The mechanisms supporting lymphocyte transendothelial migration have not been fully

dissected at a molecular level. Analysis of these events is hampered by the fact that

extravasation cannot be visualized by intravital microscopy for technical reasons [22].
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Moreover, there are limited in vitro models available for the study of HEV-specific adhesion. It

is speculated that LFA- 1 /ICAM- 1-2 contribute to the extravasation process, along with selected

chemokine/chemokine receptor interactions (e.g., CCL21/CCR7, and CXCL12/CXCR4) [2-4,

23]. High expression of junctional adhesion molecule-1 (JAM-i) on LN HEV [24] (Figure 2B)

raises the possibility that this molecule also participates in transendothelial migration through its

ability to function as an alternative ligand for LFA-1, as proposed for extralymphoid sites of

inflammation [25].

HEV-Like Vessels Control Trafficking in Extralymphoid Sites of Inflammation

There are a number of parallels between the lymphocyte-endothelial interactions that

continuously occur in lymphoid organs and the inducible adhesive mechanisms in extralymphoid

sites of inflammation. Under noninflammatory conditions, squamous endothelial cells in vessels

of tertiary organs do not efficiently support lymphocyte adhesion under hemodynamic shear.

However, cuboidal HEV-like vessels have been identified at multiple extralymphoid sites of

acute and chronic inflammation [1, 16, 26, 27]. Moreover, these vessels are decorated with a

vast array of adhesion molecules and chemokines that can mediate lymphocyte tethering/rolling,

firm adherence, and extravasation. Proinflammatory cytokines produced locally in response to

infection or inflammation such as tumor necrosis factor-a (TNF-c), interleukin-10 (IL-i3),

lymphotoxin, interferon-a (IFN-a), IFN-),, or IL-6, regulate the morphology of these vessels as

well as the synthesis or expression of numerous adhesion molecules (e.g., ICAM-1, E-selectin,

VCAM-1, VAP-1) and chemokines (e.g., MIG, IP-10, RANTES) that promote recruitment of

effector/memory T cells to peripheral sites [16, 19, 28, 29].

Several endothelial adhesion molecules that were originally thought to be restricted to

HEV of peripheral lymphoid organs have been found to be ectopically expressed on HEV-like
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vessels at extralymphoid sites of chronic inflammation [1, 16]. For example, HEV-like vessels

that express PNAd or CCL21 have been identified in inflamed synovium of rheumatoid arthritis

patients [30]. These vessels are associated with dense infiltrates of perivascular CD45RA÷ naive

T cells. Similar expression of PNAd, MAdCAM-1, or CCL21 has been documented at sites of

chronic inflammation in patients with Chron's disease, ulcerative colitis, diabetes, and

thyroiditis, or in experimental animal models for these diseases [1, 16, 31, 32]. These results

suggest that under the appropriate microenvironmental conditions, trafficking of L-

selectin+/CCR7÷ naYve or central memory T lymphocytes can be promoted to tertiary tissues

through common mechanisms involved in the continuous recirculation of lymphocytes through

lymphoid organs.

Fever-Range Thermal Stress Promotes Lymphocyte Trafficking Across HEV

Febrile temperatures have been associated with improved survival in endothermic and

ectothermic species although the mechanisms underlying the physiologic benefit of fever are not

well defined [33-35]. A recent series of studies, detailed below, have shown that fever-range

hyperthermia actively promotes egress of blood-borne lymphocytes across HEV in LN and PP.

The molecular mechanisms underlying thermal control of lymphocyte trafficking are complex

and involve independent responses in both lymphocytes and HEC. These observations support

the notion that febrile temperatures associated with infection, inflammation, or clinical thermal

therapy act as a danger signal to heighten immune surveillance by regulating lymphocyte entry

into secondary lymphoid organs.

Exposure of mice or cancer patients to fever-range whole body hyperthermia (WBH)

using experimental methods developed by Repasky et al. to raise the core temperature to the

range of physiologic fever [36], decreases the number of lymphocytes in the circulation [36-38].

7
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In mice it was shown that these lymphocytes redistribute selectively to lymphoid organs that

express HEV (i.e., to LN and PP, not spleen) [38]. The mechanisms responsible for enhanced

trafficking were first examined in lymphocytes. Culture of murine lymphoma cell lines (i.e.,

300.19/L-selectin transfectant B cell line or a4p37hi/L-selectinIo TK1 T cells) or primary

lymphocyte populations (i.e., human peripheral blood lymphocytes [PBL] or mouse splenocytes)

under conditions that simulate the temperature and duration of natural fever (i.e., 38-40'C for 2-6

hours) causes a marked increase in the binding activity of L-selectin and ct4P7 integrin [14, 15,

38-42]. The binding function of these homing receptors was assessed in frozen-section in vitro

adherence assays and in vivo homing studies using blocking mAb directed against L-

selectin/PNAd and cx4P37/MAdCAM-1 adhesion partners [14, 15, 38-40]. An example of this

type of study is shown in Figure 3. In these experiments, mouse lymphocytes from spleen or LN

were cultured at febrile temperatures (40*C) for 6 h and L-selectin binding function was

evaluated by an in vitro adherence assay, as described [14, 38, 41]. In both lymphocyte

populations, heat-treatment markedly stimulated L-selectin-dependent adhesion under shear to

HEV in mouse LN cryosections. These findings suggest that lymphocyte homing receptor

function is regulated by thermal stress in multiple organs during physiologic febrile responses.

Importantly, thermal stimulation of homing receptor function is not restricted to in vitro studies.

In this regard, splenocytes isolated from fever-range WBH-treated mice are characterized by

enhanced L-selectin or a4P7 integrin-dependent adhesion when compared with splenocytes from

normothermal control animals [38, 41, 43].

Multiple lymphocyte subsets respond to thermal stimulation in vitro including CD45RA+

na've lymphocytes, CD45RO+ memory lymphocytes, CD4+ and CD8+ T cells, CD19+ B cells,

and CD 5 6 bfight NK cells, while L-selectin-dependent adhesion is not increased by thermal stress

in CD14+ monocytes [41]. These observations are consistent with the notion that an important

8
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contribution of fever is to amplify the immune response by recruiting naive and central memory

lymphocytes to lymphoid organs. Moreover, thermal control of L-selectin-like adhesion is

highly conserved in vertebrate species that diverged over 300 million years ago (i.e., mammals

[humans and mice] and avian [chicken] species) [14, 35, 41], raising the possibility that this

response confers a survival benefit that was retained during evolution.

Several lines of evidence are consistent with the hypothesis that fever-range thermal

stress causes a change in the avidity and/or affinity of lymphocyte homing receptors rather than

affecting the synthesis or surface density of these molecules. In this regard, thermal stimulation

of primary lymphocytes (human PBL, mouse splenocytes) or murine cell lines (TK1 cells,

300.19/L-selectin transfectant cells) does not affect the cell surface expression, mRNA levels, or

total cellular content of L-selectin or a4037 integrin [14, 15, 39, 41]. Moreover, in the case of L-

selectin, heat does not alter the lectin activity or positioning on microvillous projections [14].

Insight into the mechanisms controlling L-selectin adhesion is provided by findings that febrile

temperatures cause L-selectin to become stably associated with the detergent-insoluble

cytoskeletal matrix [15, 41, 42]. This is in contrast to observations under normothermal

conditions where L-selectin is highly susceptible to extraction by mild detergents [15, 41, 44].

Thermal stimulation of L-selectin-cytoskeletal associations and L-selectin adhesion is dependent

on an 11-amino acid region within the C-terminal cytoplasmic domain that contains a binding

site for the cytoskeletal linker protein, a-actinin [15, 38, 45-47]. One interpretation of these

findings is that thermal stress promotes L-selectin tensile strength and thereby, the efficiency

with which it withstands physiologic hemodynamic shear within HEV by stabilizing interactions

between the cytoplasmic domain of L-selectin and the structural cytoskeleton.

Conditioned medium derived from heat-treated lymphocytes contains proadhesive factors

that are responsible for activating L-selectin binding function [14, 40-42]. Thus, thermal effects
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on L-selectin adhesion cannot be attributed to direct effects of heat on plasma membrane

dynamics or the conformation of L-selectin or cytoskeletal proteins. These findings were

initially surprising since soluble factors had not been previously shown to regulate L-selectin

adhesion in lymphocytes. A role for both autocrine and paracrine-derived factors is further

implicated by findings that multiple cell types release proadhesive factors in response to heat

including hematopoietic cells (B and T lymphocytes, monocytes) and stromal cells (endothelial

cells, fibroblasts), while cell lines that represent parenchymal cells of various organs (skin, brain,

liver, breast lung) are non-responsive [40, 41 ].

IL-6 was identified as the central factor responsible for regulating L-selectin-cytoskeletal

interactions and L-selectin adhesion in response to thermal stress in vitro and in vivo [41 ]. Other

proinflammatory cytokines such as TNF-cx, IL- I3, IL- 11, oncostatin M, or leukocyte inhibitory

factor (LIF) do not contribute to thermal stimulation of L-selectin adhesion under physiologic

conditions. Notably, both IL-6 and a soluble form of the IL-6 receptor (slL-6Ra) binding

subunit, are required to enhance L-selectin-dependent adhesion of lymphocytes to HEV in vitro

and in vivo [41]. These observations support the concept that thermal control of lymphocyte

adhesion depends on IL-6 trans-signaling whereby IL-6 and sIL-6Ra initiate lymphocyte

responses through the transmembrane gp130 signal-transducing chain [48, 49]. Further studies

positioned MAPK1/ERK1-2, but not other stress-related MAPK (p38 MAPK, JNK) in the trans-

signaling pathway linking IL-6/sIL-6Rct-initiated extracellular responses to activation of L-

selectin adhesion [41]. Unlike several acute or chronic inflammatory conditions (i.e., Chron's

disease, rheumatoid arthritis, bacterial infection, cancer), where elevated amounts of IL-6 or slL-

6Rct are detected [49, 50], thermal stress appears to enhance the bioactivity and/or bioavailability

of IL-6/slL-6R complexes without changing the molar concentrations of ligand or receptor [411.
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Recent studies have revealed that fever-range thermal stress can also promote endothelial

adhesion in HEV of LN and PP [38]. These studies demonstrate that elevation of mouse core

body temperatures to a febrile range (39.5-40'C) by WBH treatment causes an increase in PNAd

and MAdCAM- 1-dependent adhesion in HEV of LN or PP that can be detected in frozen-section

in vitro adherence assays. Thermal stimulation of HEV adhesion is not accompanied by any

apparent change in the amount of PNAd or MAdCAM-l displayed on HEV. Similar increases in

HEV adhesion are observed during natural febrile responses to systemic (LPS) or local

(turpentine) inflammatory stimuli [38]. Increases in HEV adhesion are also detected in response

to hyperthermia treatment of LN and PP organ cultures in vitro [38]. These data suggest that

HEV adhesion is regulated within the local lymphoid microenvironment and does not require

involvement of other organ systems including the highly integrated hypothalamus-pituitary-

adrenal axis which is known to contribute to the physiology of febrile responses [51].

Thermal stimulation of vascular adhesion is tightly controlled at multiple levels.

Enhanced HEV adhesion requires sustained exposure to thermal stress [38]. Moderate effects

are observed after fever-range WBH treatment for 2 hours whereas marked increases in HEV

adhesion are detected after 6-8 hours. Moreover, adhesion rapidly returns to basal levels

following the removal of the heat stimulus, as would be predicted during natural febrile

responses where it is important to heighten lymphocyte trafficking and immune surveillance over

a finite period of time.

Thermal effects on HEV adhesion are also tightly regulated with respect to the

endothelial target. Robust increases in adhesion are observed following fever-range WBH

treatment in cuboidal, differentiated HEV of LN and PP but not in squamous, less differentiated

endothelium of non-lymphoid tissues (i.e., pancreas) [38]. Moreover, fever-range thermal stress

does not alter the expression of adhesion molecules (ICAM-1, E-selectin, P-selectin, PECAM,
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VCAM-l, PNAd, or MAdCAM-1), chemokines (IL-8, RANTES, MCP-1, MIP-113, MIG), or

cytokines (IL-1if, IL-6, IL-11, IL-12, IL-13, TGF-[l1) in non-activated (squamous) primary

endothelial cells in vitro (i.e., macrovascular human umbilical vein endothelial cells [HUVEC]

or microvascular human dermal microvascular endothelial cells [HMVEC]) [40]. These results

are consistent with observations that fever-range WBH promotes lymphocyte trafficking to

organs bearing HEV (i.e., LN or PP) but not to sites that lack HEV (i.e., spleen, pancreas) [38]

(Figure 4). Note that in these experiments, mice pretreated with WBH are allowed to revert to

their normal basal temperature prior to adoptive transfer of fluorescent-labeled lymphocytes in

order to assess vascular responses to elevated temperatures. Selective regulation of adhesion in

differentiated HEV but not squamous endothelium would be expected to focus the immune

response to lymphoid tissues and sites of infection while preventing the unproductive exodus of

lymphocytes to other tissues during a physiologic febrile episode. Based on the estimate that the

rate of extravasation across HEV under normothermal conditions in humans is - 5 X l06 per

second [1], it is predicted that the 2-5 fold increase in trafficking observed in response to fever-

range WBH (Figure 4) [38] reflects a physiologically significant enhancement in the number of

lymphocytes that gain access to secondary lymphoid organs in the context of natural fever.

Collectively, findings that fever-range thermal stress dually regulates adhesion in

lymphocytes and HEV provide evidence for a unifying mechanism whereby febrile temperatures

dynamically modulate regional recruitment of circulating lymphocytes to peripheral lymphoid

organs during infection and inflammation. An important question for future investigation relates

to the molecular mechanisms underlying thermal control of HEV adhesion. It is tempting to

speculate that local cytokine networks are involved since vascular adhesion is known to be

regulated by proinflammatory cytokines [28, 29]. Moreover, thermal stress has been shown to

control the synthesis or bioactivity of multiple cytokines (i.e., TNF-a, IL-1f, IL-6) [35, 41, 52-
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55], suggesting that one or more of these inflammatory agents contributes to thermal stimulation

of HEV adhesion.

Perspectives on Lymphocyte Trafficking to Tumor Microenvironments

Control of tumor growth by the immune system involves a highly complex interplay

between professional Ag-presenting cells, immune effector cells, tumor targets, and the tumor

microenvironment [56-58]. Recognition of tumor Ag by T cells depends on efficient priming by

Ag-presenting dendritic cells in regional lymph nodes. Moreover, productive interactions

between cytotoxic T cells and tumor cells depend on sustained survival and retention of T cells

within tumor sites. Emerging data suggests that regulatory T cells have a negative impact on

anti-tumor immune responses in lymphoid organs and tumor tissues [59, 60]. One critical

determinant to successful immune-based anti-tumor responses relates to the capacity of immune

effector cells (CD8÷ cytolytic T cells, NK cells, neutrophils) to gain access to tumor tissues

across the vascular endothelial barrier. The tumor microenvironment is often highly

vascularized by convoluted, disorganized vessels although intravital microscopy in experimental

animal models reveals that these vessels are competent to support blood flow [61-63] (Figure 5).

Despite an extensive vasculature, leukocyte infiltration into the interior of tumor tissues is

frequently limited. In this regard, dense leukocyte accumulations have been documented in the

peritumoral region surrounding tumor nodules in cancer patients [64-68]. This regionalized

localization correlates with expression of adhesion molecules (E-selectin, ICAM-1, PNAd, P-

selectin, and VCAM-1) and chemokines (MIG, IP-10) in peritumoral regions of human primary

melanoma and colorectal cancer specimens or other tumor types [64, 65, 69-72]. In sharp

contrast, these molecules are poorly expressed within intratumoral vessels, paralleling the overall

exclusion of lymphocytes from this region. The failure of leukocytes to infiltrate tumor sites has
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been correlated with a poor prognosis in melanoma and lung cancer [66, 67, 73]. However, it is

important to note that tumor growth potential cannot be predicted solely by the magnitude or

nature of inflammatory infiltrates. Tumor tissues are highly heterogeneous with respect to

lymphocyte infiltration among individuals and even within a single lesion [65]. Moreover, there

are multiple reports indicating that local inflammation is positively correlated with tumor

progression [74-76] which may reflect an imbalance in accumulation of proinflammatory

macrophage or regulatory T cells compared with CD8÷ T cells and other immune effector cells.

Parallel findings of limited lymphocyte infiltration are observed in numerous murine

experimental models. One example is RIP-Tag5 mice where expression of the SV40 large T

antigen (Tag) transgene under control of the rat insulin promoter (RIP) drives proliferation of

pancreatic islet cells and the development of endocrine pancreatic tumors [77] (Fig. 6). The

intratumoral region of pancreatic islet tumors is generally devoid of infiltrating leukocytes

including CD3+ T cells whereas dense leukocyte accumulations can sometimes be detected in the

peritumoral region [78-83] (Fig. 6). Although RIP- Tag5 tumors are highly vascularized (note

numerous vessels stained for the pan-endothelial adhesion molecule, CD3 1÷, Fig. 6), these

vessels are typically flat-walled structures compared to the cuboidal endothelium lining

specialized HEV in PLN that support lymphocyte extravasation (Figure 2). Moreover, there is

limited intratumoral expression of hallmark adhesion molecules (ICAM-1, VCAM-1) or

chemokines (MIG, IP-10) that are known to recruit activated T cells [78-80] (Fig. 6). These

findings are consistent with evidence that leukocytes do not interact efficiently with tumor

vessels of RIP-Tag5 mice analyzed by intravital microscopy [79].

A major challenge is to identify mechanisms to promote trafficking to tumor sites while

maintaining vascular selectivity. Systemic administration of potent inflammatory mediators such

as cytosine-phosphate-guanine containing oligodeoxynucleotides (CpG-ODN) has been used
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based on the rationale that this agent can trigger an inflammatory milieu and promote

lymphocyte infiltration by engagement of the innate immune system, particularly macrophages

through toll-like receptor-9 [84]. Anti-tumor activity and enhanced trafficking induced by CpG

could also be related to the generation of qualitatively improved T cell responses as a result of

increased cytokine production, NK cell stimulation, and enhanced generation of Thl T cell

responses [80] When systemic CpG-ODN was used in combination with the adoptive transfer of

tumor specific (SV40 Tag) T cells in RIP-Tag mice, profound induction of ICAM-1 and VCAM-

I occurred in intratumoral lesions that was accompanied by significant intratumoral infiltration

of tumor-specific CD4÷ and CD8+ T cells [80]. Moreover, significantly improved survival was

obtained when this treatment was applied in the early stages of carcinogenesis. Similar results

were reported when RIP-Tag mice were treated with ionizing irradiation (at a dose that does not

affect tumor growth) followed by adoptive transfer of Tag-specific T [79, 81-83]. An issue that

remains to be addressed relates to the lack of selectivity of vascular responses to systemic

inflammatory mediators. In this regard, CpG-ODN treatment has been shown to induce adhesion

molecule expression on endothelial cells in the liver microenvironment and subsequent liver

damage in an T cell-mediated autoaggression mouse model [85]. If CpG and other systemic

inflammatory mediators broadly promote lymphocyte adhesion in vascular beds of multiple

organs, this could dilute the impact of the antitumor response while simultaneously promoting

inappropriate contact with normal bystander tissues.

An alternative strategy has been to use local inflammatory stimuli to promote leukocyte

recruitment and impede tumor progression. In one example of this experimental approach,

transfection of LIGHT (i.e., a TNF-a family member) into fibrosarcoma cells causes recruitment

of CD8÷ T cells into transplanted tumors and overall improved survival [86]. Intratumoral

infiltration by T cells is correlated with increased expression of chemokines and adhesion
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molecules at the protein and/or mRNA level (i.e., CCL21, MIG/IP-10, and MAdCAM-1).

Intriguingly, T cell proliferation is observed within LIGHT-transfected tumors, suggesting that

activation and expansion of naive or memory T cells can occur in situ. The introduction of

inflammatory cytokines into a tumor microenvironment appears to be a powerful approach to

induce regionalized lymphocyte recruitment. However, a limitation to the practical application

of this approach is that it depends on knowledge of the location of tumor nodules since potent

inflammatory agents must be administered locally in the context of the tumor microenvironment

to avoid indiscriminant activation of vascular adhesion and widespread inflammation in tertiary

organs.

It will be of interest to determine if the mechanisms induced by thermal stress can bridge

the gap between these two alternative strategies. Fever-range WBH has already been shown to

improve leukocyte infiltration in murine tumor models [36, 43, 65, 87-89]. Moreover, fever-

range WBH induces a moderate delay in tumor progression in a non-vaccine setting in rodent

models where the frequency of tumor-reactive T cells is likely limited [36, 43, 87-90]. Improved

clinical responses might be expected if thermal stress is used in combination with tumor vaccines

where elevated numbers of tumor-reactive T cells would be available for recruitment.

A major question relates to whether thermally-induced leukocyte trafficking to tumor

tissues reflects acute changes in vascular adhesion within the tumor microenvironment. Further

study is required to determine if tumor vessels behave like specialized HEV of lymphoid organs

or like resting endothelium of extralymphoid sites that are refractory to fever-range thermal

stress (Fig. 7). Preliminary data from our laboratory indicate that improved lymphocyte adhesion

can be detected in tumor vessels following fever-range WBH (Q. Chen and S. S. Evans,

unpublished observations), suggesting that the unique tumor microenvironment enables

squamous endothelium to be dynamically regulated by thermal stress. Thus, fever-range thermal
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therapy has the potential to amplify adhesion and trafficking of immune cells to restricted

vascular beds including HEV of lymphoid organs and tumor microvessels while sparing non-

activated endothelium in vessels of other organs (Fig. 7). Through these mechanisms, thermal

stress in the context of clinical therapy, or during natural fevers associated with infection and

inflammation, would be predicted to improve immune surveillance of peripheral tissues.

Notably, the use of a whole body thermal therapy obviates the need for information about the

location of micrometastases and is theoretically not limited by the total tumor volume or tissue

depth. Moreover, there is the potential to enlist multiple mechanisms by stimulating adhesion in

tumor microvessels as well as the homing potential of tumor-specific lymphocyte subsets at

distal sites of T cell priming by tumor antigens (i.e., draining LN, spleen). An important

consideration will be to determine if fever-range thermal stress affects adhesion or survival

programs in tumor cells, per se, which could clearly have an impact on tumor progression and

metastasis. In this regard, published studies, discussed above, have shown that fever-range

temperatures promote L-selectin and a4157 integrin-dependent trafficking of murine lymphoma

cells to lymphoid organs (i.e., related to blood-borne metastatic mechanisms) [15, 38, 39],

however, the response of malignant cells comprising solid tumors remains to be investigated.

Future understanding of how fever-range thermal stress contributes to lymphocyte trafficking is

expected to have considerable clinical relevance for the development of novel strategies to either

promote immune surveillance of peripheral tissues (i.e., during treatment of acute infections or

cancer) or interfere with lymphocyte trafficking during pathologic conditions associated with

chronic inflammation (e.g., autoimmune disorders).
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Figure 1. Analysis of lymphocyte-endothelial interactions in nodal venules by intravital

microscopy. (A), Superficial epigastric artery (SEA), superficial epigastric vein (SEV), and

nodal venular structure were observed under low power (L OX; left photomicrograph) in surface

inguinal LN of C57BL/6 mice by epifluorescence intravital microscopy as described previously

[11, 91 ]. Interactions between lymphocytes and nodal venules of different orders were visualized

under high power (20X) in the same field following injection of fluorescent-labeled LN cells

(-2.5 x 107 cells/ mouse; labeled with calcein [1 gg/ml, Molecular Probe, Eugene, OR]) via the

femoral artery (right photomicrograph). The majority of fluorescent-labeled, firm sticking cells

accumulate in order III-V vessels. (B) Rolling or sticking lymphocytes in different order venules

were quantified in 2 mice. Rolling fraction was defined as the percentage of cells transiently

interacting with HEV in the total number of cells passing through the vessel during the

observation period, as described by von Andrian and M'Rini [91]. The medium velocity of 30

non-interacting cells and 20 rolling cells in order IV venules is shown. Sticking fraction was the

percentage of rolling cells that adhered in HEV for > 30 s. Sticking efficiency was the

percentage of total cells that arrest on vessel walls for > 30 s [91 ]. See also Vedio l, available at

http://www .......

Figure 2. Expression of PNAd and JAM-I in PLN HEV. PNAd expression was analyzed on

cuboidal HEV of peripheral LN cryosections (9 lim-thick) by immunohistochemical staining

(left panel; note brown staining of individual high endothelial cells by rat anti-mouse PNAd

primary mAb [BD Bioscience, San Diego, CA] and biotin-conjugated goat anti-rat secondary Ab

[BD Bioscience]). JAM-1 on HEV was detected by immunofluorescent staining (right panel;

green fluorescent staining with goat anti-mouse JAM-1 primary antibody [R&D System,
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Minneapolis, MN] and FITC-conjugated mouse anti-goat secondary Ab [Jackson

ImmunoResearch, West Grove, PA]).

Figure 3. Fever-range thermal stress activates lymphocyte adhesion to PLN HEV in vitro.

Lymphocytes were isolated from spleen (SP) or LN organs (pooled PLN and MLN) of BALB/c

mice and then cultured in vitro at 37'C or 40'C for 6 hours. Lymphocyte adherence to HEV in

cryosections of BALB/c PLN was evaluated under mechanical shear as described [14, 15, 41].

Photomicrographs show typical images of toluidine-stained lymph node cells (LNC) (black

arrows) bound to HEV in PLN tissue cryosections. The number of adherent lymphocytes was

quantified by light microscopy (Olympus, Spectra Services Inc., Webser, NY) in a total of 300-

500 HEV per PLN cryosection. For consistency in double-blind evaluation, HEV were

quantified only if they contained > 1 adherent cell. The dotted line indicates the level of adhesion

when lymphocytes were treated with functional blocking antibody to mouse L-selectin (Mel-14;

American Type Culture Collection [ATCC, Rockville, MD]). Data are the mean + SE of

triplicate samples in two experiments. Results are representative of > 3 experiments. The

differences between adhesion of untreated cells and hyperthermia-treated cells were significant,

* p < 0.0001, using an unpaired two-tailed Student t-test.

Figure 4 Fever-range WBH stimulates lymphocyte homing to PLN in vivo. Calcein-labeled

splenocytes were injected intravenously (5 x 107 cells/ mouse) into normothermal (NT) control

BALB/c mice (core temperature, 36.8 ± 0.20C) or mice pretreated with fever-range WBH (core

temperature, 39.5 ± 0.51C, 6 hours) and allowed to resume normothermal temperatures, as

described [38, 41]. After 1 hour, PLN and pancreatic organs were removed and cryosections

were prepared. Calcein-labeled green-fluorescent cells were observed and quantified by
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fluorescence microscopy. (A) Micrographs are images from different organs; the arrows indicate

the typical morphology of calcein-labeled cells that were included in the quantification. (B)

Numbers of fluorescent cells were counted in 10 fields (0.335 mm 2/ field) of non-sequential

tissue sections. Data are the mean + SE (n=2 mice per group; data are representative of 4

independent experiments). The differences between splenocyte homing to PLN in NT control

mice and WBH-treated mice were significant, * p < 0.0001, using an unpaired two-tailed Student

t-test.

Figure 5. Analysis of blood flow in s.c. murine colon 26 tumors by intravital microscopy.

Dorsal skinfold window chambers were implanted in BALB/c mice as described [92, 93]. In

brief, a 12-mm-diameter hole was dissected through one layer of dorsal skin-fold to expose the

fascial plane in the other layer of skin fold. Colon 26 cells (2 x 104) were injected into the fascial

plane at the time of surgery. In 9-14 days, tumors grew to 3-4 mm in diameter and were well

vascularized inside the window chamber. The structure of tumor microvessels was observed

under epifluorescence light microscopy (left panel). Blood flow in the same field was detected

by injection of fluorescent-labeled FITC-dextran (10 mg/ml, 10 ml/ kg body weight, Sigma-

Aldrich, St. Louis, MO) via the tail vein (right panel). See also Vedio2, available at

http://www .......

Figure 6. CD3 lymphocyte infiltration and expression of adhesion molecules is restricted to

the peritumoral region of RIP-Tag5 pancreatic tumors. Dense leukocyte (L) infiltrates

containing CD3÷ T cells (indicated by brown staining obtained using rat anti-CD3 primary mAb

[Serotec, Raleigh, NC] and biotin-conjugated goat anti-rat secondary Ab [BD Bioscience, San

Diego, CA]) were detected in RIP-Tag5 mice (22-23 weeks) by immunohistochemical staining
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in the peritumoral region, outside of the edge of pancreatic islet tumors (Tu) demarked by the

capsule (C). An enlargement of the designated region is shown in the inset in the upper left

panel. CD3+ T cells were rarely observed inside pancreatic islet tumors or in exocrine (E)

pancreatic tissues. SV40 large T antigen expression was detected in pancreatic islet tumor cells,

but not in exocrine pancreatic tissues by immunofluorescence staining (mouse anti-SV40 large T

antigen primary mAb [BD Bioscience] and FITC-labeled goat anti-mouse secondary Ab [BD

Bioscience]). Immunofluorescence microscopy revealed that vessels expressing the pan-

endothelial adhesion molecule, CD31, (indicated by green fluorescence staining obtained using

rat anti-mouse CD31 primary mAb [BD Bioscience] and FITC-labeled goat anti-rat secondary

Ab [BD Bioscience]) are evident throughout the intratumoral region, in the exocrine pancreatic

tissue and in the capsular region while expression of ICAM-1 (indicated by red fluorescent

staining obtained using hamster anti-mouse ICAM-1 mAb [BD Bioscience] and PE-conjugated

mouse anti-hamster secondary Ab [BD Bioscience]) was primarily limited to the peritumoral

region associated with the tumor capsule. Bars, 50 pim.

Figure 7. Model for regulation of vascular adhesion and trafficking in response to fever-

range thermal stress. Fever-range thermal stress acts independently on lymphocytes and

cuboidal HEV to enhance trafficking in LN and PP HEV. No change in vascular adhesion or

homing is observed in response to thermal stress across squamous, non-activated endothelium of

extralymphoid organs. It remains to be determined if thermal enhancement of lymphocyte

infiltration in tumor sites is mediated by changes in adhesion in tumor microvessels.
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INTRODUCTION

A longstanding question in immunology resolves around the physiological benefit of the

ancient fever response. Despite the fact that fever occurs at great metabolic cost, it is associated

with improved survival during infection in endothermic and ectothermic vertebrate species (1).

The prevailing paradigm with regard to leukocyte trafficking has been that febrile temperatures

influence leukocyte delivery to tissues principally through bystander effects on hemodynamic

parameters (i.e., vasodilation and increased blood flow). This review focuses on emerging

evidence for a proactive role of fever-range thermal stress in regulating the molecular events that

support lymphocyte adhesion in high endothelial venules (HEV). HEV are major sites of

lymphocyte extravasation, serving as a locus for recirculation of blood-borne lymphocytes

through peripheral lymphoid organs. Entry of naive and central memory lymphocytes across

HEV is crucial for immune homeostasis and immune surveillance. Notably, the mechanisms by

which fever-range thermal stress promotes lymphocyte-endothelial interactions are tightly

regulated with respect to the type of vessels involved. Sustained exposure to fever-range thermal

stress selectively targets adhesion in HEV while squamous, non-activated endothelial cells are

non-responsive. These observations support the concept that HEV act as sentinels during febrile

inflammatory responses by heightening the delivery of naive and central memory lymphocytes to

secondary lymphoid organs.

Overview of the Molecular Mechanisms Orchestrating Lymphocyte Trafficking Across

HEV

HEV function as gatekeepers controlling the egress of lymphocytes out of the peripheral

blood compartment and into secondary lymphoid organs where pathogens and cognate antigens

are encountered (2-4). These specialized post-capillary venules are localized exclusively in the T
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cell-enriched zones of all secondary lymphoid organs except spleen. The endothelial cells lining

HEV are morphologically and biochemically differentiated from the flat, squamous endothelial

cells of the majority of the vessels throughout the body. High endothelial cells (HEC) exhibit a

cuboidal morphology, allowing them to extrude into the lumen of vessels and provide an

irregular surface topography. These biophysical parameters likely contribute to turbulent blood

flow, facilitating margination of leukocytes along the vessel wall. The vasculature in vertebrate

species provides an extensive surface area for potential sites of extravasation. However, under

noninflammatory steady-state conditions, the majority of lymphocyte extravasation occurs

preferentially across HEV which comprise a relatively small percentage of the total vasculature.

Lymphocyte migration across HEV is coordinated by adhesion molecules and

chemokine/chemokine receptor partners. These molecules participate in a step-wise sequence of

reversible adhesion events that include (a) initial tethering and rolling, (b) chemokine-mediated

activation and firm adhesion, and (c) transendothelial migration (2, 5, 6). Extravasation of naYve

and central memory lymphocytes in peripheral LN (PLN) is initiated by the L-selectin leukocyte

homing receptor. Positioning of L-selectin on microvillous projections enables this molecule to

initiate contact between free-flowing lymphocytes and the walls of HEV. L-selectin binds

transiently to counter-receptors on HEV collectively termed PLN addressins (PNAd) that include

CD34, GLYCAM-1, podocalyxin, endomucin and sgp200 (3). The N-terminal calcium-binding

lectin domain of L-selectin interacts directly with negatively charged mucin domains of PNAd

molecules generated by post-translational enzymatic modifications (i.e., glycosylation,

fucosylation, sulfation, sialylation (3)). The sulfation determinant on PNAd recognized by

MECA-79 monoclonal antibody (mAb) is absolutely required to support lymphocyte-HEV

interactions in PLN (2, 3, 5). MECA-79-reactive PNAd molecules are not expressed on the

luminal surface of Peyer's Patches (PP) HEV. Instead, L-selectin binds to the mucin stalk of
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mucosal addressin cell adhesion molecule-i (MAdCAM-1) in PP HEV (5). The efficiency of

lymphocyte tethering and rolling in PP HEV is enhanced by binding of a second leukocyte

homing receptor, x4037 integrin, to a negatively charged aspartic acid residue in the N-terminal

immunoglobulin domain of MAdCAM-1 (5). Lymphocyte homing in mesenteric LN (MLN) is

mediated by combined interactions of L-selectin with PNAd and MAdCAM-1 as well as X4037

integrin binding to MAdCAM-1 (5).

Intravital microscopy studies have elegantly demonstrated that the process of tethering

and rolling dramatically reduces the velocity of lymphocytes in HEV (5, 6). This is most evident

in higher order venules that are proximal to the capillary bed. Here, free-flowing lymphocytes,

moving at a rate of > 400-500 ý.tm/sec, transition to slow rolling cells with a speed of < 50

g.mlsec (7, 8). The increased transit time allows lymphocytes to sample the chemokine

microenvironment on the surface of HEV. A single chemokine synthesized by HEC and stromal

cells, the CC chemokine ligand (CCL)21 (TCA-4/SLC/6C-kine/exodus 2), plays a predominant

role in supporting the progression from slow rolling to firm sticking cells in LN and PP HEV (4,

6).

Engagement of CCL21 by CCR7, a seven-transmembrane-spanning chemokine receptor

on naYve and central memory lymphocytes, triggers G-protein-dependent conformational changes

in the 032 integrin, leukocyte function adhesion molecule-1 (LFA-1). This enables LFA-1 to bind

with high affinity to its constitutively expressed counter-receptors, intercellular adhesion

molecule (ICAM)- 1 and ICAM-2, on the walls of HEV (2, 4, 6). In PLN HEV, firm sticking of

lymphocytes is primarily mediated by LFA-1/ICAM-1-2 interactions whereas, in MLN and PP,

both LFA-1I/ICAM-1-2 and x4037 integrin/MAdCAM-1 contribute to firm adherence (5). LFA-

1/ICAM-1-2 have also been implicated in supporting transendothelial migration although the

molecular mechanisms controlling this process in HEV are not well understood (4-6). At tertiary
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sites of injury or inflammation, ICAM-1 is highly induced by inflammatory cytokines on

cuboidal, HEV-like vessels where it predominates over ICAM-2 in recruitment of neutrophils,

macrophages, and lymphocyte subsets (9).

Fever-Range Thermal Stress Amplifies Lymphocyte-HEV Adhesion and Lymphocyte

Homing

Local increases in temperature at sites of inflammation and systemic fever are cardinal

features of a host response to infection or inflammation. A recent series of studies has shown

that fever-range temperatures alter the tissue distribution of lymphocytes in vivo. In this regard,

significant decreases in the number of lymphocytes are observed in the circulating pool

following elevation of the core temperature of mice (10-12). This was accomplished

experimentally using whole body hyperthermia (WBH) protocols developed by Repasky et al. to

simulate the temperature and duration of physiologic fever (13). Transient decreases in the

number of peripheral blood lymphocytes have also been reported in advanced cancer patients

undergoing clinical fever-range WBH therapy (12, 13). In mice it was shown that these cells

redistribute to HEV-bearing organs (LN and PP), but not to organs that lack HEV (spleen) (10).

Investigation of the underlying mechanisms has revealed that fever-range thermal stress

influences trafficking by independently stimulating adhesion in two distinct cellular targets, i.e.,

lymphocytes and HEC (Fig. 1). Collectively, these findings support the notion that fever-range

thermal stress provides a danger signal during inflammation to proactively regulate lymphocyte

egress across HEV in secondary lymphoid organs (1, 8).
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Thermal stress stimulates lymphocyte homing receptor function

To investigate the effect of fever-range thermal stress on lymphocyte adhesion, primary

lymphocyte populations or lymphocyte cell lines expressing a defined profile of adhesion

molecules (Table 1) were cultured in vitro under fever-range temperature conditions (i.e., 40'C;

104'F) for 6 hours (1, 8, 10, 14-18). This reductionist approach of solely modifying temperature

conditions allowed for the identification of a role for the thermal component of fever in

regulating lymphocyte trafficking. Changes in adhesion were evaluated under shear in frozen-

section in vitro adherence assays where lymphoid tissue HEV serve as substrates. Alternatively,

lymphocytes treated in vitro with heat were evaluated for their ability to traffic to various tissues

in short-term (1 h) in vivo homing assays. These studies established that marked increases in

lymphocyte adhesion to HEV and homing to HEV-bearing organs (i.e., PLN, MLN, PP) are

observed following lymphocyte culture at physiologic fever-range temperatures (i.e., 2-40 C

above normal temperature for 6 h) (Table 1) (1, 8, 10, 14-18). Notably, fever-range thermal

stress does not improve short-term homing of lymphocytes to organs that do not express HEV

such as the spleen (Table 1) (1, 8, 10, 14).

Evidence for organ-specific trafficking of heat-treated lymphocytes raised the possibility

that thermal stress targets the function of known lymphocyte homing receptors. This hypothesis

was confirmed using L-selectin and cx4f37 integrin-specific function-blocking mAb or cell lines

expressing a non-functional form of L-selectin (i.e., 300.19/Acyto transfectants that lacks the C-

terminal 11 amino acid cytoplasmic tail (19)) (Table 1). Fever-range thermal stress increases L-

selectin-mediated adhesion and homing of lymphocytes via engagement of PNAd on PLN and

MLN HEV as well as MAdCAM-1 on PP HEV (Table 1, Fig. 1) (14-18). Parallel increases in

a4P7 integrin-mediated adhesion to MAdCAM-1 on PP and MLN HEV were demonstrated

(Table 1, Fig. 1) (10, 20). Exquisite selectivity in thermal regulation of integrin binding activity
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is suggested by results that heat treatment of lymphocytes fails to increase t4037 integrin-

mediated adhesion to the extracellular matrix protein, fibronectin, or LFA-1-dependent binding

to ICAM-1 (14, 18). An important finding is that equivalent increases in L-selectin-dependent

adhesion are observed in lymphocytes whether they are exposed to fever-range thermal stress in

vitro or in vivo (i.e., during heat treatment of cultured cells or WBH treatment, respectively) (10,

13, 17). Multiple lymphocyte subsets were found to increase L-selectin-based adhesion to HEV

in response to thermal stress (i.e., CD4 and CD8+ T cells, CD19÷ B cells, CD56+ NK cells,

CD45RA+ na've lymphocytes, and CD45RO+ memory cells) (16-18). Moreover, thermal stress

improves adhesion to PNAd or MAdCAM-1 substrates in lymphocyte populations of

endothermic species that diverged during evolution 300 million years ago (i.e., mouse, human,

chicken) (1). Collectively, these findings support the notion that thermal regulation of

lymphocyte homing receptor activity confers a survival benefit that was maintained during the

diversification of vertebrate species.

A growing body of evidence indicates that conventional mechanisms are not responsible

for thermal control of L-selectin and a4037 integrin adhesion. Thermal stress does not alter the

cell surface density of these homing receptors on lymphocyte subsets (14, 16-18). Moreover,

fever-range temperatures do not affect the lectin binding activity of the N-terminal domain of L-

selectin (14). Electron microscopy revealed that heat also does not influence the overall

distribution of L-selectin on microvillous projections (14). However, these studies do not

exclude the possibility that heat enhances L-selectin clustering in membrane microdomains that

cannot be resolved by immunogold-labeled antibody reagents.

Studies were undertaken to determine if thermal stress affects the association of L-

selectin with the detergent-insoluble cytoskeletal matrix as a possible mechanism for regulating

the binding activity of this homing receptor. In lymphocytes maintained at normothermal
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temperature (37'C; 98.6'F), L-selectin is fully extracted from the detergent-insoluble subcellular

fraction (15-17, 21). However, upon L-selectin cross-linking by antibodies or L-selectin ligands

(GLYCAM-1), this homing receptor rapidly (. 5 seconds) becomes associated with the

detergent-insoluble cytoskeletal matrix (16, 21). L-selectin interactions with cytoskeletal

elements require the 11-amino acid region within the cytoplasmic tail that contains a binding site

for the cytoskeletal linker protein, a-actinin (16, 22). These results are consistent with the notion

that L-selectin becomes stably associated with the actin-based cytoskeleton during transient

tethering and rolling along the luminal surface of HEV. Remarkably, treatment of lymphocytes

with fever-range thermal stress causes L-selectin to pre-associate with the detergent-insoluble

matrix without the requirement for L-selectin cross-linking (1, 8, 15-17). Thus, heat-induced

associations between L-selectin and the cytoskeletal scaffolding underlying the lymphocyte

plasma membrane are speculated to increase L-selectin tensile strength and, thereby its ability to

withstand shear within postcapillary HEV (16, 17).

One of the most intriguing findings is that thermal regulation of lymphocyte adhesion can

be segregated into a two-step process, thereby excluding a role of heat, per se, in directly altering

the organization or conformation of adhesion molecules in the lipid bilayer of the plasma

membrane. In this regard, conditioned medium from cells treated in vitro with fever-range

thermal stress (i.e., the 'initiation phase') can be used in the 'effector phase' to stimulate L-

selectin/cytoskeletal interactions as well as the binding activity of L-selectin or ct4P37 integrin in

lymphocytes maintained at normothermal temperatures (1, 8, 14, 15, 17, 20). These experiments

provide unequivocal evidence that soluble factors are responsible for mediating the proadhesive

effects of thermal stress. Moreover, the source of the soluble factor appears to be remarkably

cell-type specific. Hematopoietic cells (T cells, B cells, monocytes) and stromal cells

(endothelial cells, fibroblasts) are all sources of heat-induced trans-activating proadhesive factors
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whereas no activity is detected in culture supernatants of cell lines representing parenchymal

cells of various organs (lung, liver, breast, brain, skin) (17, 20).

These observations led to the discovery of a novel role for a well known

immunomodulatory cytokine, interleukin-6 (IL-6), in regulating lymphocyte homing (Fig. 1) (1,

8, 17). Functional blockade of IL-6 and its receptor components, i.e., IL-6 receptor a (IL-6Ra)

and the gpl30 signal transducing chain, prevent fever-range thermal stimulation of L-selectin

adhesion in vitro and in vivo. In contrast, other cytokines including tumor necrosis factor-a, IL-

1 P3, interferon-a (IFN-a), IFN-y, IL-8, IL- 11, leukemia inhibitory factor, or oncostatin M do not

contribute to the proadhesive activity of thermal stress in lymphocytes under normal conditions.

Thermal stimulation of lymphocyte adhesion was further found to depend on a trans-signaling

mechanism that involves not only IL-6, but also a soluble form of the IL-6Ra (1, 8, 17). The

requirement for these two components to function together as a heterodimeric cytokine provides

a sophisticated level of control in this system. Combined biochemical and pharmacological

inhibitor approaches positioned MEK1/ERK1-2, but not p38 MAPK or JNK, in the IL-6/sIL-6Ra

signaling pathway upstream of activation of L-selectin-cytoskeletal interactions and L-selectin

avidity/affinity (Fig. 1) (17). Taken together, these data enlarge on the concept that IL-6/sIL-6Ra

trans-signaling actively contributes to immune responses by regulating leukocyte trafficking

during both acute and chronic inflammation (23).

Fever-range thermal stress amplifies HEV adhesion

An independent line of investigation revealed that fever-range thermal stress enhances

adhesion in HEC that are the major portals governing lymphocyte extravasation (Fig. 1). These

studies employed frozen-section in vitro adherence assays to compare the binding activity of

HEV in lymphoid organs of normothermal (NT) controls or mice treated 6 hours with fever-
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range WBH (core temperature of 39.5-40'C; 103-104'F). Fever-range thermal stress markedly

increases the ability of PLN HEV to support lymphocyte adhesion under shear in this in vitro

assay (Fig. 2A) (1, 8, 10). The molecular events regulated by thermal stress appear to be

remarkably stable when considering that enhanced adhesion is detected in frozen tissues stored at

-20'C. Lymphocyte adhesion to HEV in PLN cryosections is inhibited by the MECA-79 mAb,

which recognizes the sulfation determinant on PNAd (Fig. 2A), as well as by mAb that bind to

the N-terminal lectin domain of the L-selectin homing receptor (DREG-56, MEL-14) (1, 8, 10).

These results confirm the requirement for L-selectin/PNAd adhesive partners in supporting

lymphocyte adhesion to HEV of heat-treated animals. Parallel increases in adhesion are detected

in PP HEV where binding of a4J37hi L-selectinIo TK1 cells to HEV is blocked by mAb specific

for a437 integrin and MAdCAM-1 (i.e., DATK32 and MECA-367, respectively) (1, 8, 10).

Thermal stimulation of HEV adhesion is also observed in LN and PP organ cultures following

incubation at fever-range temperatures in vitro (10). These data suggest that regulation of HEV

adhesion occurs under local microenvironmental control and is not dependent on feedback

mechanisms provided by neuronal or lymphatic systems or by the

hypothalamus/pituitary/adrenal axis that orchestrates physiological responses during febrile

episodes.

Thermal stimulation of adhesion at the level of the HEV correlates with improved

trafficking of lymphocytes to LN and PP in short-term homing studies (1, 8, 10). In this series of

studies, the core temperature of mice is initially raised to the range of natural fever (38-40'C;

100-1 04 0F) by WBH treatment for 6 hours. Mice are then allowed to revert to their normal basal

temperature (-36.5-37'C) prior to intravenous injection of fluorescent-labeled lymphocytes and

enumeration of labeled cells in various organs. Since fluorescent-tagged lymphocytes are not

subjected directly to thermal stress, this experimental design allows for the analysis of vascular
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responses to elevated temperatures. An example of this type of study is shown in Figure 2B.

Enhanced interactions of TRITC (red)-labeled lymphocytes with HEV (stained with PNAd-

specific MECA-79 mAb and FITC [green]-labeled secondary Ab) are detected in the PLN of

WBH-treated mice as early as 5 minutes after lymphocytes injection. Increased lymphocyte-

HEV interactions are observed in response to heat treatment at subsequent time points of 15, 30,

and 60 minutes (Fig. 2B) (8, 10). Notably, lymphocyte interactions with HEV temporally

precede infiltration of fluorescent-labeled lymphocytes in the stroma of PLN organs of heat-

treated animals (Fig. 2B). These observations are consistent with the notion that HEV are the

major focal point directing lymphocyte trafficking into lymphoid organs in response to thermal

stress.

The kinetics for optimal stimulation of HEV adhesion is tightly regulated. Moderate

increases in HEV function are detected by in vitro adherence assays or in vivo homing studies

following WBH treatment for 2 h whereas markedly elevated responses are observed following

sustained exposure to thermal stress for 6-8 hours (8, 10). The 2-5 fold increase in lymphocyte-

HEV adhesion and trafficking documented in response to fever-range thermal stress appears to

represent a biologically significant amplification of lymphocyte access to lymphoid organs.

Stimulation of the frequency of lymphocyte extravasation across HEV, which is estimated to

occur at a rate of 5 X 106 cells per second in humans under normothermal temperatures (2),

would be expected to profoundly enhance the potential for immune surveillance. HEV adhesion

returns to normal basal levels within 12 hours of cessation of thermal stress (10). Transient

regulation of vascular adhesion is in line with the sequence of events in natural fever where

physiological feedback loops are designed to restore biological systems to a steady-state

equilibrium after resolution of an infection.
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A notable finding relates to the selectivity of thermal regulation of endothelial adhesion

(1, 8, 10). Fever-range WBH preferentially amplifies adhesion in HEV of LN and PP whereas

no increase in adhesion is detected by in vitro adherence assays in squamous, non-activated

endothelial cells of extralymphoid organs (e.g., pancreas). Moreover, WBH does not increase

the localization of fluorescent-labeled lymphocytes in non-HEV bearing organs (i.e., spleen,

pancreas) in short-term homing studies (1, 8, 10). These findings suggest that febrile

temperatures associated with infection or inflammation proactively focus the delivery of

lymphocytes across HEV in lymphoid organs, while sparing tertiary sites.

Studies have been initiated to define the specific adhesion events targeted by thermal

stress in HEV. The murine 300.19/ transfectant cell line engineered to express human L-selectin

(19) has been useful in segregating the relative contributions of primary (tethering/rolling) and

secondary (firm adhesion) interactions since it does not express detectable levels of LFA-1

molecules (1, 8, 10, 17). 300.19/L-selectin cells exhibit enhanced adhesion to HEV of lymphoid

organs of WBH-treated mice in vitro as well as increased localization in PLN, MLN, and PP

organs in vivo (1, 8, 10). In contrast, 300.19/Acyto cells that express a non-functional form of L-

selectin (19) fail to adhere to HEV or traffic to LN or PP in response to WBH (10). These results

strongly suggest that fever-range thermal stress promotes primary, L-selectin-dependent

tethering and rolling interactions in LN and PP HEV. Enhanced HEV adhesion is not

accompanied by detectable increases in expression of PNAd (Fig. 2B) or MAdCAM- I molecules

(1, 10).

Recent studies suggest that fever-range thermal stress also regulates secondary molecular

events that control firm adhesion of lymphocytes in HEV. Thus, fever-range WBH treatment of

mice markedly upregulates the luminal expression of ICAM- 1 on HEV of LN and PP whereas no

induction of ICAM- 1 is observed in vessels of extralymphoid organs.' Expression of ICAM- 1 at

12



Endothelial Biomedicine (in press)

high density on HEV would be predicted to promote firm adhesion via interactions with LFA- I

on opposing lymphocyte surface membranes. In addition, expression of ICAM-1 above a

threshold level might enable this molecule to cooperate with PNAd or MAdCAM-I to stabilize

primary adhesion events in HEV, as suggested by recent studies in non-HEV systems that

demonstrate overlapping roles of selectins and ICAM-1 in supporting rolling interactions during

inflammation in vivo (24). Resolution of this issue will require direct visualization of

lymphocyte-HEV interactions in WBH-treated mice by intravital microscopy.

Temperatures that exceed the range of natural fever appear to override the selectivity of

vascular targeting. Heat shock (43°C; 109'F) upregulates ICAM-l expression as well as the

ability to support lymphocyte adhesion in primary human endothelial cultures that model resting

macrovascular (HUVEC) and microvascular (HMVEC) endothelium (20, 25). This is in sharp

contrast to physiologic fever-range temperatures (39.5-40'C) that have no effect on adhesion

molecule expression (ICAM- 1, E-selectin, VCAM- 1, P-selectin, PECAM- 1, PNAd, MAdCAM-

1), cytokines release (IL-13,TNF-a, IFN-y, IL-6, IL- 11, IL-12, IL-13), or chemokine secretion

(IL-8, RANTES, MCP-1, MIG) in cultured endothelial cells (20, 26). Non-activated

endothelium are not entirely refractory to fever-range thermal stress, however, since proadhesive

factors can be recovered from the conditioned medium of HUVEC and HMVEC following

culture at 40'C (1, 8, 17, 20). These soluble factors act in trans to stimulate the binding function

of L-selectin and a4037 integrin on lymphocytes. Based on these findings, it is tempting to

speculate that the vast vascular beds indirectly contribute to lymphocyte delivery to LN and PP

during febrile inflammatory responses by providing factors that stimulate lymphocyte homing

receptor function.
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Conclusions and Perspectives on Future Directions

Recent studies support the concept that febrile temperatures function as a rheostat to amplify

lymphocyte trafficking and thereby, the efficacy of immune surveillance (Fig. 3). Selective

targeting of primary and secondary adhesion events in specialized HEV focuses the delivery of

immune effector cells to peripheral lymphoid organs where there is the opportunity for optimal

sensitization or restimulation of naYve or central memory lymphocytes, respectively. In the

absence of such tight control of lymphocyte-endothelial adhesion, inappropriate trafficking of

lymphocytes could lead to extensive damage in tertiary tissues.

"* An unresolved issue relates to how site-specific vascular targeting is maintained by fever-

range thermal stress. It is probable that the unique microenvironment of lymphoid organs as

well as the differentiation/activation status of HEC contribute to the specificity of vascular

responses.

"* Major questions remain regarding the molecular mechanisms underlying thermal control of

adhesion in HEV. Inflammatory cytokines such as TNF-a., IL-1i3, IFN-y, or IL-6 are

potential candidates since they are known to stimulate vascular expression of ICAM-1 in

extralymphoid organs in the context of acute or chronic inflammation (2). Although the role

of cytokines in controlling HEV adhesion has not been extensively studied, increased

adhesion is detected in HEV during fever responses induced by LPS or turpentine that are

associated with high systemic levels of inflammatory cytokines (10). Notably, recent studies

have implicated IL-6 as the central mediator of fever-range thermal stimulation of adhesion

in lymphocytes as well as in HEV (17).' An important issue that awaits further investigation

is how pleiotropic cytokines, such as IL-6, selectively target lymphocyte-HEV adhesion,

while maintaining the tightly regulated balance between physiological and pathological

responses during febrile inflammatory responses.
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Figure 1. Fever-range thermal stress proactively stimulates lymphocyte-HEV adhesion.

Figure 2. Fever-range thermal stress enhances lymphocyte adhesion to PLN HEV (A) and

homing to PLN organs (B). BALB/c mice were treated with fever-range WBH for 6 h (core

temperature, 39.5 ± 0.5C°) (10). The core temperature of normothermal control mice (NT) was

36.8 + 0.2C'. In (A), adherence of mouse splenocytes to HEV in PLN cryosections was

evaluated in vitro under shear as described (10). The level of L-selectinlPNAd-specific adhesion

(indicated by brackets) was determined by treating PLN cryosections with MECA-79 mAb (6.25

jtg/ml, BD Bioscience). Photomicrographs show typical images of lymphocytes (black arrows)

bound to HEV in toluidine-stained PLN tissues. The number of adherent lymphocytes was

quantified by light microscopy in a total of 300-500 HEV. For consistency in double-blind

evaluation, HEV were quantified only if they contained > 1 adherent cell. In (B), short-term

homing studies were performed essentially as described (8, 10). Mouse splenocytes labeled with

TRITC (3.6 jig/ml, Sigma) were injected intravenously (3 x 107 cells/mouse) into NT control or

WBH-treated mice and PLN were isolated at the indicated time-points. Cryosections of PLN

were stained with PNAd-specific MECA-79 mAb (6.25 jtg/ml) and FITC-labeled goat anti-rat

IgMjt (PIERCE). Photomicrographs show typical images of TRITC-labeled (red) cells

associated with PNAd-positive (green) HEV or infiltrated into the stroma of PLN tissue at 60

min. The number of TRITC-labeled cells associated with HEV (> 40 HEV) or stroma (> 10

fields; 0.35 mm2/field) in each sample was quantified (double-blind) by fluorescence

microscopy. Data are the mean + SE and are representative of > 3 independent experiments.

The differences between NT and WBH-treated mice were significant by unpaired two-tailed

Student t-test (* p < 0.0001, ** p < 0.001). Fever-range WBH did not increase the localization

of fluorescent-labeled cells in splenic tissues at 60 min. (not shown) (10).
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Figure 3. Model for fever-range thermal regulation of lymphocytes trafficking across

selected vascular beds. Fever-range thermal stress in the context of inflammation or clinical

thermal therapy promotes lymphocyte extravasation across cuboidal HEV in PLN, MLN, and

PP. In contrast, lymphocyte-endothelial adhesion and trafficking across non-activated squamous

endothelium is not enhanced in spleen or tertiary tissues.

17



Endothelial Biomedicine (in press)

REFERENCES

1. Appenheimer MM, Chen Q, Girard RA, Wang W-C, Evans SS. Impact of Fever-Range

Thermal Stress on Lymphocyte-Endothelial Adhesion and Lymphocyte Trafficking.

Immunological Investigation (in press).

2. Girard JP, Springer TA. High endothelial venules (HEVs): specialized endothelium for

lymphocyte migration. Immunol Today 1995;16(9):449-57.

3. Rosen SD. Ligands for L-selectin: homing, inflammation, and beyond. Annu Rev

Immunol 2004;22:129-56.

4. Miyasaka M, Tanaka T. Lymphocyte trafficking across high endothelial venules: dogmas

and enigmas. Nat Rev Immunol 2004;4(5):360-70.

5. Butcher EC, Williams M, Youngman K, Rott L, Briskin M. Lymphocyte trafficking and

regional immunity. Adv Immunol 1999;72:209-53.

6. von Andrian UH, Mempel TR. Homing and cellular traffic in lymph nodes. Nat Rev

Immunol 2003;3(11):867-78.

7. von Andrian UH. Intravital microscopy of the peripheral lymph node microcirculation in

mice. Microcirculation 1996;3(3):287-300.

8. Chen Q, Fisher DT, Kucinska SA, Evans SS. Dynamic control of lymphocyte trafficking

by fever-range thermal stress. Cancer Immunol Immunother (accepted) 2005.

9. Lehmann JC, Jablonski-Westrich D, Haubold U, Gutierrez-Ramos JC, Springer T,

Hamann A. Overlapping and selective roles of endothelial intercellular adhesion molecule- 1

(ICAM-1) and ICAM-2 in lymphocyte trafficking. J Immunol 2003;171(5):2588-93.

10. Evans SS, Wang WC, Bain MD, Burd R, Ostberg JR, Repasky EA. Fever-range

hyperthermia dynamically regulates lymphocyte delivery to high endothelial venules. Blood

2001 ;97(9):2727-33.

18



Endothelial Biomedicine (in press)

11. Ostberg JR, Repasky EA. Use of mild, whole body hyperthermia in cancer therapy.

Immunol Invest 2000;29(2): 139-42.

12. Kraybill WG, Olenki T, Evans SS, et al. A phase I study of fever-range whole body

hyperthermia (FR-WBH) in patients with advanced solid tumours: correlation with mouse

models. Int J Hyperthermia 2002; 18(3):253-66.

13. Pritchard MT, Ostberg JR, Evans SS, et al. Protocols for simulating the thermal

component of fever: preclinical and clinical experience. Methods 2004;32(l):54-62.

14. Wang WC, Goldman LM, Schleider DM, et al. Fever-range hyperthermia enhances L-

selectin-dependent adhesion of lymphocytes to vascular endothelium. J Immunol

1998; 160(2):961-9.

15. Evans SS, Frey M, Schleider DM, et al. Regulation of leukocyte-endothelail cell

interactions in tumor immunity. In: Croce Ma, ed. The Biology of Tumors: Plenum Press, New

York; 1998:273-86.

16. Evans SS, Schleider DM, Bowman LA, Francis ML, Kansas GS, Black JD. Dynamic

association of L-selectin with the lymphocyte cytoskeletal matrix. J Immunol 1999; 162(6):3615-

24.

17. Chen Q, Wang WC, Bruce R, et al. Central role of IL-6 receptor signal-transducing chain

gpl30 in activation of L-selectin adhesion by fever-range thermal stress. Immunity

2004;20(1):59-70.

18. Evans SS, Bain MD, Wang WC. Fever-range hyperthermia stimulates alpha4beta7

integrin-dependent lymphocyte-endothelial adhesion. Int J Hyperthermia 2000; 16(1):45-59.

19. Kansas GS, Ley K, Munro JM, Tedder TF. Regulation of leukocyte rolling and adhesion

to high endothelial venules through the cytoplasmic domain of L-selectin. J Exp Med

1993; 177(3):833-8.

19



Endothelial Biomedicine (in press)

20. Shah A, Unger E, Bain MD, et al. Cytokine and adhesion molecule expression in primary

human endothelial cells stimulated with fever-rang perthermia. Int J Hyperthermia

2002; 18(6):534-5 1.

21. Leid JG, Steeber DA, Tedder TF, Jutila MA. Antibody binding to a conformation-

dependent epitope induces L-selectin association with the detergent-resistant cytoskeleton. J

Immunol 2001; 166(8):4899-907.

22. Pavalko FM, Walker DM, Graham L, Goheen M, Doerschuk CM, Kansas GS. The

cytoplasmic domain of L-selectin interacts with cytoskeletal proteins via alpha-actinin: receptor

positioning in microvilli does not require interaction with alpha-actinin. J Cell Biol

1995; 129(4):1 155-64.

23. Jones SA, Rose-John S. The role of soluble receptors in cytokine biology: the agonistic

properties of the sIL-6R/IL-6 complex. Biochim Biophys Acta 2002;1592(3):251-63.

24. Steeber DA, Campbell MA, Basit A, Ley K, Tedder TF. Optimal selectin-mediated

rolling of leukocytes during inflammation in vivo requires intercellular adhesion molecule-I

expression. Proc Natl Acad Sci U S A 1998;95(13):7562-7.

25. Lefor AT, Foster CE, 3rd, Sartor W, Engbrecht B, Fabian DF, Silverman D.

Hyperthermia increases intercellular adhesion molecule-1 expression and lymphocyte adhesion

to endothelial cells. Surgery 1994; 116(2):214-20; discussion 20-1.

26. Hasday JD, Bannerman D, Sakarya S, et al. Exposure to febrile temperature modifies

endothelial cell response to tumor necrosis factor-alpha. J Appl Physiol 2001 ;90(1):90-8.

20



c4n

0 

C

C4- •

Q03

oo

C.) )

> ZI .-- 4-,

=:C0

0 
20

Co . + +, ,+ ..

ot

z o -

CJ. 3--, + + .- • .

0- 
4.)

M 0• I

c,-

t.",

1% . - 0

-co-

4..

0c 0

bC U N U c.)

M+ w

E~ 
=3 

:

-

.u0 C

2)



Endothelial Biomedicine (in press)
Chen et al.
Figure 1

UEKIXERKIi24Pden

L-a&*c*Vnyto aIiwuchonsAutocrine/Paw'drne

IL4IslL-6R

f ~ LselecUn
L.e c LFA-1 S

PNAd IA-
MAdC AM I , ,N ,.

- -CCLi

1-Iý



Endothelial Biomedicine (in press)
Chen et al.
Figure 2

A.

B. NT WBH

10 ,WBH •70 U WBH
mE608 £6 *

1ý"U 50

S040

Z. 0

20z EoI

0 .. .. z 0 ______ _0

5 15 30 60 51530 60
Time (min) Time (min)



Endothelial Biomedicine (in press)
Chen et al
Figure 3

Transint Increase In
Trafficking Across HUV

No Change a NoChange
Tertiary Sites In Spleen

Pp
IN wPLN uIN

0



77

0 51N

t it -4,j,

I 4k W*4477= i

International
Union ofEý
Immunological

IT Societies

0 0

mS
Federation of Clinical
Immunology Societies

.........................................



M0.9
Ipya-Riage TheraisM SLwrc mlat SMI ze Lym cywe BmlAx:Vfoeft wFunctontwug au
LOftmina q dn C. A Ttrxmkm - in PotkKzahHewýb hc S m

hmoVakWc: POSWCA PftrktC==er.b Buffio, NM USA.
Tht evo1060"nrif fosr ai 'wrxrepotm 4 closely linked 'with swrvw IIIIMSo h the plytologick
bassgaapmeely vwessiot@@Prior studi"ot JAw 0*ahat the thatui ow om o' ms~muelvesik

Ma we favcowtJ dtutzg hwlsrs an L-sesotiu amd ý*W interiua.lao thm eporsh

an wai oaukin-6 (IL epviem: %vot W~apaing mechtansm. Thesmw sinadation of adbeawo 4*wso
and ni w~o is muediated by engepment of ftb SpI Wi signal ranuaciakg chain kby 1L.6 end tbosdan* IL.
6 fCecep4-n rdL-6R.is) biDig Whbuet. This mechaniSM. va rvele by evidence that secombingant
wlukle v130, a covmwiliveinhibitor of owwpalina via sIL-61ta, prewvaw thesoal mivatioa, of
adbesion. The ro(eoL-selectin and a4xIl iatcimin d~theornAi resaqww vaonfimed unajadhaiovn-
blocidus mM. lympbocytes from L-selectiar mice. or ockl expressiq a mraiaetd L-,elmzjn iacking th
0,%topasmc damian, Maltiple lymtphocyte subsets ate reapofnve w to aOW sirens mceodng C*4 and
CDS T cells, CD19 Ii mek, (X'6 NRC cell, CD45RA raive cells, and C04IIAO menv'v ceels. W~iii
mawrcytos cod lympboovus Imbesize IL-6. thermon stres inaeso the batrvof M,6 tsid~ot
Lianging thme detkcabl concentrations. orfL-6 orslL-b~o. Thermal wmMru of adiesion it maintained
in IL-6- amice through 41 Sp-de~pendemvt taqw-wory meieanitan vediated by the. 11A-scleated
qyskioes. accomata h, leukemia Wdhlheoty Iacsnr a" IL- I)I Tues dama saueusiteo phyiologca

inpace of mmnotaW4u gpI30depandest signaling lb' protection Against pedmogenic challenge.
Comie biodiestialad and pharmacokogical inhbitor (PD9"O59. UQ 126, MBOW~, SP600125)
appoeadimepositioaed MME KIrl-2. but noct p3SM?dAKnrKM unth L4IufL4Raigauin pthway
upsream of as sic.dL-elecnnandu4~7 imngri. Thaes enbrdeuih .tnabighlyinurgatd
spi 30-tanked UL-ri/IL-O&a tran-*inalin response initiated by fekele umperanara that promote#
"lyphopyte tnadicking during infkmotion (Supporteds by N(HU CA796$, CAMPOS. D1033U and
DOD 80QJ32 ;9)



i|

Row l gkC ncrI ti t

IllWednesday September 1"', 200

!. •1"te Dock atthBa
iI380X) Hlover RoadI ~Blasdell, NY 1421I9

Mi Tel: 823-8247

I

Il Thursday September 2"d, 2004

i ~Rceooc eacl•:Stud•ies. Cen ter -RC



TITLE: Fever-Range Thermal Stress Controls Vascular Endothelial Display of
ICAM-1 via an IL-6/soluble IL-6 Receptor Trans-Signaling Mechanism

Qing Chen, Jessica Passanese, Kristen Clancy, Sylvia Kucinska, Claudia Green, Wang-
Chao Wang, Mark Dewhirst, Douglas Hanahan, Elizabeth Repasky, Heinz Baumann,
and Sharon Evans

Intercellular adhesion molecule-1 (ICAM-1) directs lymphocyte recruitment to secondary
lymphoid organs and extralymphoid sites of inflammation. We have previously reported
that limited lymphocyte infiltration in tumor tissues correlates with low-level expression
of ICAM-1 on tumor microvascular endothelium. These observations provide one
explanation for immune evasion by tumor cells. Here we report that ICAM-1 expression
is markedly upregulated on intratumoral vessels by fever-range whole body
hyperthermia (WBH) in a panel of transplantable murine tumors (CT26 colon tumors;
B16 melanoma; EMT6, TD40, and R3230 mammary tumors) and in RIP-Tag5
transgenic pancreatic tumors. Two-color confocal immunofluorescence microscopy
demonstrated that ICAM-1 upregulation occurs principally on CD31 + vessels rather than
on stromal cells or tumor cells within tumor microenvironments. Profound induction of
luminal ICAM-1 expression was detected in vessels of tumor tissues and lymphoid
organs, but not in extralymphoid tissues (e.g., liver, pancreas), following i.v. delivery of
ICAM-i-specific mAb in WBH-treated mice. Elevated vascular expression of ICAM-1
correlated with enhanced LFA-1/ICAM-1-dependent lymphocyte adhesion by in vitro
adherence assays and trafficking in short-term homing studies in vivo. Finally, the
molecular basis of thermal control of ICAM-1 was examined. Neutralizing mAb to IL-6,
but not to TNF-ct or IL-I P, fully suppressed thermal induction of ICAM-1 in tumor tissues
and lymphoid organs. Recombinant soluble gp130 also prevented ICAM-1 induction,
indicating that thermal activities in vascular targets depend on a trans-signaling
mechanism whereby IL-6 interacts with a soluble form of the IL-6 receptor. Taken
together, these results provide insight into the molecular mechanisms by which febrile
temperatures regulate site-specific lymphocyte homing during inflammation or clinical
thermal therapy. (Supported by NIH CA79765, CA094045, DK33886, and DOD
BC032139).
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FEVER-RANGE THERMAL STRESS CONTROLS VASCULAR ENDOTHELIAL
DISPLAY OF ICAM-1 VIA AN IL-6/SOLUBLE IL-6 RECEPTOR TRANS-SIGNALING
MECHANISM

Qing Chen, Jessica Passanese, Kristen Clancy, Sylvia Kucinska, Claudia Green, Wang-Chao
Wang, Mark Dewhirst, Douglas Hanahan, Elizabeth Repasky, Heinz Baumann, and Sharon
Evans

Intercellular adhesion molecule-I (ICAM-1) directs lymphocyte recruitment to secondary
lymphoid organs and extralymphoid sites of inflammation. We have previously reported that
limited lymphocyte infiltration in tumor tissues correlates with low-level expression of ICAM-I
on tumor microvascular endothelium. These observations provide one explanation for immune
evasion by tumor cells. Here we report that ICAM-l expression is markedly upregulated on
intratumoral vessels by fever-range whole body hyperthermia (WBH) in a panel of transplantable
murine tumors (CT26 colon tumors; B16 melanoma; EMT6, TD40, and R3230 mammary
tumors) and in RIP-Tag5 transgenic pancreatic tumors. Two-color confocal
immunofluorescence microscopy demonstrated that ICAM-1 upregulation occurs principally on
CD31' vessels rather than on stromal cells or tumor cells within tumor microenvironments.
Profound induction of luminal ICAM- I expression was detected in vessels of tumor tissues and
lymphoid organs, but not in extralymphoid tissues (e.g., liver, pancreas), following i.v. delivery
of ICAM-1-specific mAb in WBH-treated mice. Elevated vascular expression of ICAM-1
correlated with enhanced LFA-1/ICAM-1-dependent lymphocyte adhesion by in vitro adherence
assays and trafficking in short-term homing studies in vivo. Finally, the molecular basis of
thermal control of ICAM-1 was examined. Neutralizing mAb to IL-6, but not to TNF-0] or IL-
10, fully suppressed thermal induction of ICAM-1 in tumor tissues and lymphoid organs.
Recombinant soluble gp 130 also prevented ICAM- I induction, indicating that thermal activities
in vascular targets depend on a trans-signaling mechanism whereby IL-6 interacts with a soluble
form of the IL-6 receptor. Taken together, these results provide insight into the molecular
mechanisms by which febrile temperatures regulate site-specific lymphocyte homing during
inflammation or clinical thermal therapy.
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BIOGRAPHICAL SKETCH
Provide the following information for the key personnel in the order listed for Form Page 2.

Follow the sample format on preceding page for each person. DO NOT EXCEED FOUR PAGES.

NAME POSITION TITLE

Qing Chen, M.D. Predoctoral Graduate Fellow

EDUCATION/TRAINING (Begin with baccalaureate or other initial professional education, such as nursing, and include postdoctoral training.)

INSTITUTION AND LOCATION DEGREE YEAR(s) FIELD OF STUDY(if applicable)

Capital University of Medical Sciences, Beijing, M.D. 1992-1997 Clinical Medicine
China

Beijing Institute of Neuroscience, Beijing, M.S. 1997-2000 Molecular
China Neurobiology

University at Buffalo, State University of New 2000-2001 Biomedical Sciences
York, NY, U.S.A.

Roswell Park Cancer Institute, NY, U.S.A. 2001- Immunology

A. POSITIONS & HONORS

1995-1997 Intern in Beijing Friendship Hospital, Capital University of Medical Sciences, Beijing,
China

1997-2000 Graduate student with Dr. QunYuan Xu, Department of Neurobiology, Capital University
of Medical Sciences, Beijing, China

2000-2001 Predoctoral student, Interdisciplinary Graduate Program of Biomedical Sciences,
University at Buffalo, State University of New York, Buffalo, NY

2001- Predoctoral student with Dr. Sharon Evans, Department of Immunology, Roswell Park
Cancer Institute, Buffalo, NY

B. PUBLICATIONS

1. Chantakru, S., Wang, W.-C., van den Heuvel, M., Chen, Q., Croy, B.A. and Evans, S.S. Coordinate
regulation of lymphocyte-endothelial interactions by pregnancy-associated hormones. J. Immunol.
171:4011-4019, 2003.

2. Chen, Q., Wang, W.-C., and Evans, S.S. Tumor microvasculature as a barrier to anti-tumor immunity.
Cancer Immunol. Immunother. 52:670-679, 2003.

3. Chen, Q., Wang, W.-C., Bruce, R., Li, H., Schleider, D.M., Mulbury, M.J., Bain, M.D., Wallace,
P.K., Baumann, H., and Evans, S.S. Central role of IL-6-receptor signal transducing chain gpl30 in
activation of L-selectin adhesion by fever-range thermal stress. Immunity, 20:59-70, 2004.[Highlighted in
preview article "IL-6 trans-signaling: the heat is on ", Immunity 20:2-4, 2004].
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4. Appenheimer. M.M., Chen Q., Girard, R.A., Wang, W.-C., and Evans, S.S. Role of the evolutionarily
conserved fever response in controlling lymphocyte trafficking. lmmunol. Invest. (in press).

5. Chen, Q., Kucinska, S.A., Appenheimer, M.M., Fisher, D.T., Wang, W.-C., and Evans, S.S. Dynamic
control of lymphocyte trafficking by fever-range thermal stress. Cancer Immunol. Immunother. (in press).

6. Chen, Q., Clancy, K.A., Wang, W.-C., and Evans, S.S. High endothelial venules: master regulators of
lymphocyte trafficking and targets of fever-range thermal stress. In: Endothelial Biomedicine; William
Aird, editor; Cambridge University Press (in press).

7. Zhou, L., Fisher, D.T., Chen, Q., Wang, W.-C., Baumman, H., and Evans, S.S. IL-6 Trans-Signaling
and Leukocyte Trafficking: Balance Between Health and Disease. Arch. Immunol. Therap. Exper. (In
preparation, invited review)

8. Chen, Q., Clancy, K., Unger, E., Passanese, J., Appenheimer, M., Fisher, D., Wang, W. C., Baumann,
H., and Evans, S.S. Fever-range thermal stress induces ICAM-1 expression on high endothelial venules
(HEV) via an IL-6 trans-signaling mechanism (in preparation).

C. MEETING ABSTACTS

1. Evans,S.S., Wang,W.C., Bain, M.D., Burd,R., Ostberg, J.R., Bruce,R.A., Mulbury,M.J., Li,H.,
Chen,Q., Baumann,H., and Repasky, E.A.. Dynamic regulation of lymphocyte delivery to high
endothelial venules by fever-range hyperthermia. 9"' International Conference on Lymphocyte Activation
and Immune Regulation: Lymphocyte Traffic and Homeostasis. February, 2002; Newport Beach, CA

2. Chen, Q., Li, H., Bruce, R., Mulbury, M., Wang,W.-C., Ostberg, J.R., Kraybill,W.G., Baumann,H.
Repasky, E.A. and Evans, S.S. Novel role of IL-6 signaling in controlling lymphocyte homing. 5th

Annual Regional Cancer Center Consortium for Biological Treatment of Cancer, Feburary, 2002;
Cleveland Ohio.

3. Chen, Q., Ginnetti,J., Baumann,H., Kraybill,W.G., Ostberg,J.R., Repasky,E.A., Wang,W.-C., and Evans,
S.S. Dynamic control of lymphocyte trafficking by fever-range thermal stress. Radiation Research Society
Annual Meeting. April, 2002; Reno, NV.

4. Chen, Q., Unger, E., Passanese, J., Bangia, P., Pritchard, M., Wang, W.C., Repasky, E.A., and Evans,
S.S. Fever-range thermal stress augments lymphocyte-endothelial adhesion in the tumor
microvasculature. 94h Annual American Association of Cancer Research Meeting. April, 2003.

5. Chen, Q., Kucinska, S., Wang, W.C., Baumann, H., Ostberg, J., Repasky, E., and Evans, S.S. IL-
6/soluble IL-6 receptor trans-signaling activates tumor microvascular adhesion in response to fever-
range thermal stress. Joint meeting of the 1 st International Congress on Stress Responses in Biology and
Medicine and 21st Annual Meeting of the North American Hyperthermia Society. Sept. 2003; Quebec,
Canada

6. Chen, Q., Kucinska, S., Wang, W.C., Wallace, P., Baumann, H., and Evans, S.S. Fever-range thermal
stress stimulates lymphocyte homing receptor function through an interleukin-6-dependent trans-
signaling mechanism. 7 1h Annual Regional Cancer Center Consortium for Biological Treatment of
Cancer. Feburary, 2004; Buffalo, NY.

7. Chen, Q., Kucinska, S.A., Wang, W.C., Wallace, P.K., Baumann, H., and Evans, S.S. Fever-range
thermal stress stimulates lymphocyte homing receptor function through an interleukin-6-dependent
trans-signaling mechanism. 12 'h International Congress of Immunology. July, 2004; Montreal, Canada.

8. Chen, Q., Kucinska, S.A., Wang, W.C., Wallace, P.K., Baumann, H., and Evans, S.S. Fever-range
thermal stress stimulates lympjhocyte homing receptor function through an interleukin-6-dependent
trans-signaling mechanism. 6 Annual Symposium on Oncology Sciences. September, 2004; Buffalo,
NY.
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trans-signaling mechanism. 6h Annual Symposium on Oncology Sciences. September, 2004; Buffalo,
NY.

9. Chen, Q., Unger, E., Passanese, J., Appenheimer, M.M., Fisher, D.T., Wang, W.-C., Baumann, H., and
Evans., S.S. Fever-range thermal stress controls HEV display of ICAM-1 via an IL-6 trans-signaling
mechanism. Keystone Symposia (Leukocyte Trafficking: Cellular and Molecular Mechanisms). March,
2005; Taos, NM.

D. SELECTED LECTURES AND ORAL PRESENTATIONS

1. Chen, Q., Dynamic control of lymphocyte trafficking by fever-range thermal stress. Graduate Student
Seminar, Roswell Park Cancer Institute, April, 2002

2. Chen, Q., Mechanism of activation of lymphocyte/endothelial cell adhesion by fever-range thermal
stress. Department Retreat, June, 2002

3. Chen, Q., Thermal control of lymphocyte trafficking. Graduate Student Seminar in Roswell Park
Cancer Institute, September, 2002

4. Chen, Q., Fever-range thermal regulation of lymphocyte trafficking. 2 nd Immunology Meeting for
Graduate Student. September, 2002; Ithaca, NY

5. Chen, Q., Kucinska, S., Passanese, J., Wang,W.C., Baumann, H., and Evans. S.S. The role of IL-6
signaling in Activation of a4037 integrin dependent lymphocyte/endothelial cell adhesion by fever-range
thermal stress. Immunology Department Retreat, Roswell Park Cancer Institute, August, 2003

6. Chen, Q., Central role of IL-6 receptor signal transducing chain gpl30 in activation of L-selectin
adhesion by fever-range thermal stress, Graduate Student Seminar, Roswell Park Cancer Institute,
November, 2003

7. Chen, Q., Passanese, J., Clancy, K., Kucinska, S., Green, C., Wang, W.C., Dewhirst, M., Hanahan, D.,
Repasky, E., Baumann, H., and Evans, S.S. Fever-range thermal stress controls vascular endothelial
display of ICAM-1 via an IL-6/soluble IL-6 receptor trans-signaling mechanism. Immunology
Department Retreat, Roswell Park Cancer Institute, September, 2004.

8. Chen, Q., Passanese, J., Fisher, D.T., Kucinska, S.A., Clancy, K.A., Wang, W.-C., Appenheimer, M.M.,
Zhou, L., Repasky, E.A., Baumann, H. and Evans, S.S. Fever-range thermal stress controls vascular
endothelial display of ICAM-1 via an IL-6/soluble IL-6 receptor trans-signaling mechanism. Society for
Thermal Medicine 2005 Annual Meeting. April, 2005; Bethesda, MD.

E. AWARDS

Department of Defense 2/04- 1/08
Predoctoral Traineeship BC032139 $ 89,993 (for three years)
(Chen, Q., P.l.; Evans, S.S., Mentor)
Role of Proinflammatory Cytokines in Thermal Activation of Lymphocyte Recruitment to Breast Cancer Tumor
Microvessels
The goal of this project is to determine if fever-range thermal stress, acting through an IL-6-dependent
mechanism, promotes leukocyte homing to breast tumors.

Susan Komen Breast Cancer Foundation
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A

Dissertation Research Award This grant was approved for funding in May 2004; the award was
declined because of overlap with DOD predoctoral Traineeship
BC032139

(Evans, S.S., Dissertation Supervisor; Chen, Q., Dissertation Candidate)
Role of Proinflammatory Cytokines in Thermal Activation of Lymphocyte Recruitment to Breast Cancer Tumor
Microvessels

Keystone Symposia scholarship
Travel award to attend Keystone Symposia (Leukocyte Trafficking: Cellular and Molecular Mechanisms).

March, 2005; Taos, NM.

Society of Thermal Medicine

Travel award to attend the Society for Thermal Medicine Annual Meeting 2005, March 30 - April 4, 2005,
NIH, Bethesda, M.D.

F. SPECIALIZED TRAINING

02-01-2004 - 02-07-2004 Attended training course and participated in collaborative studies
involving intravital microscopy techniques in the laboratory of Dr.
Mark Dewhirst, Duke U. Medical School, Durham, NC.

04-04-2004- 24-04-2004 Participated in collaborative studies involving intravital microscopy
techniques in the laboratory of Dr. Ulrich von Andrian, Harvard
University, Medical School, Boston, MA.
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