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Abstract

Although cyclosporine (CsA) and tacrolimus (FK) have been 

used as immunosuppressive agents for two decades, their 

mechanisms of action in vivo are not completely understood. For 

example, these two drugs have similar effects but at different 

concentrations. This thesis addresses the molecular bases for the 

quantitative differences between CsA and FK as well as the bases for 

their tissue-specific effects.

The data presented here support the model that differential 

inhibition of calcineurin (CN) is a major reason for the quantitative 

difference between CsA and FK. The differences in concentrations 

(IC50’s) required for 50% inhibition of CN, dephosphorylation of 

nuclear factor of activated T cells (NFATC), and interferon (IFN)-y 

secretion correlated with drug dose, therapeutic blood concentrations, 

as well as with the effects of these two drugs on in vitro immune 

responses. In patients, CN activity was also comparably inhibited at 

FK doses 30-fold lower than CsA. The IC50 for in vitro CN inhibition 

by FK in whole human blood was also ~20-fold lower and consistent 

with therapeutic trough levels.

These studies led to two surprising observations. First, 

although both drugs completely inhibited NFATC2 dephosphorylation 

and IFN-y secretion, neither completely inhibited CN activity assayed.
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Furthermore, FK inhibited less than CsA despite its greater molar 

potency. CN inhibition by CsA and FK could be made complete with 

the addition of the cyclophilin A (CyPA) or FK506 binding protein 12 

(FKBP12), respectively. This suggested that immunophilins were 

limiting for CN inhibition. Among mouse tissues, maximum CN 

inhibition by CsA and FK also differed. FKBPs were generally more 

limiting than CyPs and this observation correlated with the lower 

protein expression of FKBP12 vs. CyPA in mouse tissues. The second 

surprising observation was that the in vitro IC50s for CN inhibition by 

FK in tissue homogenates were in the same range as those for CsA. 

The discrepancy between these and earlier results was due to cell 

disruption. The IC50 for FK but not CsA was lower if intact cells were 

treated rather than cell lysates. Finally, I showed that the mechanism 

of CsA in vitro and in vivo is independent of transforming growth factor 

(TGFH31.
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Chapter One

Background
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I. Milestones in Transplantation

Transplantation is the process of transferring cells, tissues, or 

organs from one location to another. An autograft is a transfer within 

the same individual. Isografts and allografts are between genetically 

identical and non-identical individuals, respectively. Xenografts cross 

the species barrier. The first documented experiment in organ 

transplantation was in 1908 when Alexis Carrel interchanged the 

kidneys of cats. Although none of the transplanted kidneys lasted 

more than 25 days, Carrel successfully demonstrated that a 

transplanted organ could function normally in the recipient. Little and 

Tyzzer described the first genetic relationships in transplantation and 

these findings were the basis for the three laws of transplantation: (1) 

isografts accept, (2) allografts fail, (3) acceptance is governed by 

multiple co-dominant Mendelian factors (1). The first human-to-human 

kidney transplant was attempted in the 1930s by Dr. Y. Voronoy. The 

attempt however was unsuccessful because the cadaver kidney was 

transplanted to a recipient with a different blood type.

The first major advancement in transplantation is the discovery 

of the human ABO blood groups by Karl Landsteiner, who 

subsequently received the Nobel Prize in Medicine in 1930 for this 

work. Matching donor and recipient ABO antigens is crucial not only 

for the success of blood transfusions but also solid organ

2
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transplantation. Blood vessels of the graft also express these blood 

group antigens and are thus also subject to attack if recognized as 

foreign by the recipient. ABO matching however is not enough to 

prevent graft rejection. In 1936, Peter Gorer showed that there were 

separate blood groups in serum and that the histocompatibility antigen 

2 (H2) was associated with strong tumor rejection (2).

In the 1940s, observations by Sir Peter Brian Medawar shed 

some light on the basis for graft rejection and became the next major 

development in transplantation. As predicted by the laws of 

transplantation, Medawar observed that skin grafted within the same 

patient (autograft) was accepted while skin grafted from relatives 

(allograft) was rejected (3). Medawar also found that allografts 

attempted a second time between the same donor and recipient were 

rejected even faster and with more fervor. In animal experiments, he 

demonstrated that prior sensitization of the recipient with donor cells 

resulted in a more intense rejection of the allograft (4). Medawar 

subsequently put forth the theory that the rejection of a transplant is 

based on immunologic factors.

In the 1950s, the role of the immune system in transplant 

rejection was further clarified. Rupert Billingham, Leslie Brent, and 

Peter Medawar reported the ability to “adoptively” transfer immunity to 

skin grafts and other tissues in the mouse through lymphoid cells (5).

3
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Other researchers demonstrated that lymphocytes, even in the 

absence of antibody, could directly attack the transplant. In 1951, 

George Snell discovered the K and D loci of H2 (6). The following 

year, Jean Dausset described the histocompatibility complex genes in 

humans and this was the basis for tissue typing using leukocytes (7). 

Jean Dausset later shared the 1980 Nobel Prize in Medicine with Baruj 

Benacerraf and George D. Snell for the discovery of the major 

histocompatibility complex (MHC).

In 1954, the first successful kidney transplant was between 

identical twins and performed by Dr. Joseph E. Murray, Dr. John 

Hartwell Harrison, and Dr. John P. Merrill at the Brigham & Women’s 

Hospital in Boston (8). Dr. Murray later received the Nobel Prize in 

Medicine for this achievement. Despite this and subsequent 

successes in monozygotic twins, the immunologic hurdle in 

transplanting between genetically non-identical individuals remained; 

allografts were still attacked and destroyed by the immune system of 

the recipient. The mechanisms of graft rejection are discussed below.

II. Mechanisms of Graft Rejection

Graft rejection can be separated into three general categories 

based on its time course: hyperacute rejection, acute rejection, and 

chronic rejection. Hyperacute rejection occurs within the first 24 hours

4
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and is mediated by host serum antibodies specific for the antigens of 

the graft (MHC, ABO blood antigens) (9-11). The antigen-antibody 

complexes trigger the complement system, resulting in the infiltration of 

polymorphs and an inflammatory reaction that destroys the 

endothelium. Acute rejection begins around the first week following 

transplantation when the first signs of infiltration, inflammation, injury, 

and death are seen (12). Effector mechanisms include delayed type 

hypersensitivity, cytotoxic cells (direct lysis), or antibody. Antibody- 

dependent mechanisms include complement, antibody dependent 

cellular cytotoxicity, or Fc receptor mediated activation of 

macrophages. Chronic rejection occurs months to years after 

transplantation and is characterized by intimal thickening in small 

arteries, progressive parenchymal atrophy, and interstitial fibrosis (13). 

Initially successful, the transplant may gradually lose its function.

There are two models by which the host recognizes the graft: 

direct and indirect presentation (14). Direct recognition occurs when 

the host CD4 T cells respond to intact donor MHC class II on donor 

antigen presenting cells (APC). Possible APC include resident 

dendritic cells like Langerhan cells, Kupffer cells in the liver, or 

endothelial cells. Direct recognition may occur either in the draining 

lymph nodes of the host (donor APC migrate to the lymph node) or in 

the graft. Chemokines and the expression of adhesion proteins and

5
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foreign MHC antigens by the endothelium of the graft mediate homing 

of T cells to the graft. Acute injury of the graft during transplantation 

may also increase tissue immunogenicity by increasing the expression 

of various molecules that are important in the immune response (15- 

20). The term indirect pathway refers to the ability of host CD4 T cells 

to recognize donor MHC as peptides in the MHC groove of host APC. 

Indirect recognition likely occurs in the host lymph nodes.

Whether cell-mediated or antibody mediated, the immune 

response to an allograft is T-cell dependent. Mice that are deficient in 

T cells do not reject grafts. Much of transplant immunosuppression 

has thus focussed on the T cell. Three signals are required for the full 

activation of a T cell (21). Signal 1 is provided by the engagement of 

the T cell receptor with MHC-peptide complexes. Costimulatory 

signals from the APC engaging receptors on the T cells provide signal

2. The major costimulatory molecules on the APC are B7-1 and B7-2, 

which bind to CD28. Activation of the T cell through signals 1 and 2 

results in the production of cytokines such as interleukin (IL)-2. The 

engagement of IL-2 and other growth-promoting cytokines such as IL- 

15 with their receptors on the T cell provides signal 3 for cell division 

and clonal expansion. Activated T cells express CD40 ligand (CD40L) 

which can activate the APC by binding CD40 on the APC (22). The 

CD40:CD40L interaction is essential for immunoglobulin class

6
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switching in the antibody response, as illustrated by the X*linked hyper- 

IgM immunodeficiency syndrome in humans and CD40 or CD40L- 

gene disrupted mice (23-25). CD40L is limiting for humoral responses 

to T cell-dependent antigens (26) but also has other roles in immune 

regulation, including T cell priming, differentiation, and effector 

functions (27). The requirement for CD40:CD40L interaction differs 

between CD8 and CD4 T cells and depends on the type of antigen 

presenting cell (APC) (28-30).

III. Cyclosporine and Tacrolimus

The goal of immunosuppressive therapies is to prevent rejection 

of the graft while minimizing the risks of oversuppression. Steroids 

were the first drugs to be used for immunosuppression. In 1951, 

Billingham et al demonstrated that the administration of cortisone could 

prolong skin graft survival in a rabbit model (31). The 6-mercaptopurine 

family of antimetabolites was discovered and developed by Elion and 

Hitchings (32;33). Schwartz and Dameshek discovered the ability of 6- 

mercaptopurine to repress graft rejection in 1959 and also 

experimented with its derivative azathioprine (34). In 1964, the 

combination of steroids and azathioprine became the first 

immunosuppressive regimen (35). Cyclosporine (CsA) and tacrolimus

7
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(FK506 or FK) were the next major discoveries that revolutionized 

transplantation.

Cyclosporin A and Tacrolimus: Drug Discovery

In the early 1970s CsA, a hydrophobic and cyclic peptide, was 

isolated from culture broths of fungi Tolypocladium inflatum and 

Cylindrocarpon lucidum (Figure 1). The antilymphocytic properties of 

this 11 amino acid 1202.6 Da fungal metabolite were described by 

Borel et al working in Basel, Switzerland (36). CsA, first used clinically 

by Caine in 1978 (37), improved patient and graft survival by lowering 

the incidence of acute rejection in kidney, liver, and heart 

transplantation (38-42). The advantages of CsA over previous 

therapies included improved efficacy, lack of myelotoxicity, and 

reduced steroid requirements. In 1987 tacrolimus (FK506 or FK), an 

822.05 Da immunosuppressive macrolide, was discovered in Tsukuba, 

Japan by Kino et al in the fermentation broth of Streptomyces 

tsukubaensis, and was introduced into clinics in 1989 (Figure 2) (43). 

Although they are structurally dissimilar, FK and CsA have similar 

immunosuppressive effects.
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Inhibition of the immune response

The in vitro and in vivo immunosuppressive effects of CsA were 

first reported by Borel et al (36). CsA suppressed both humoral and 

cellular immunity in animals. CsA administered to mice inhibited direct 

and indirect hemolytic plaque-forming cells and hemagglutinin 

formation in a dose-dependent manner, prolonged survival of skin 

allografts, and decreased the incidence and symptoms of experimental 

allergic encephalomyelitis and Freund’s adjuvant arthritis. CsA and FK 

were shown to suppress mixed lymphocyte reactions, antibody 

production, delayed-type hypersensitivity response, IL-2 secretion 

(43;44). Inhibition of IL-3 and 4, interferon (IFN)-y, granulocyte- 

monocyte colony stimulating factor (GM-CSF), and tumor necrosis 

factor (TNF)-a production have also been demonstrated (45). CsA and 

FK block progression from the Go resting phase to the Gi activation 

phase in T cells, acting early after T cell stimulation. Treatment 

following expression of these early cytokine mRNAs fails to inhibit 

cytokine production.

Both drugs also block degranulation by mast cells, neutrophils, 

basophils, and cytotoxic T-lymphocytes (CTL) (46). Furthermore, CsA 

and FK block B cell division in the late activation phase (G1) of the cell 

cycle and treatment may occur as late as 24 hours after stimulation 

(47). The principal difference between CsA and FK is the

9
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concentration or dose that is required for suppression of immune 

function. The immunosuppressive effect of FK is achieved at lower 

concentrations than CsA in vitro, in vivo, and clinically. For example, 

FK inhibited IL-2 production and mixed lymphocyte reactions at 20- to 

50-fold lower concentrations and prolonged the survival of primary and 

secondary skin allografts at ~35-fold lower doses (48;49).

Pharmacokinetics

CsA and FK bind erythrocytes and plasma proteins, namely 

lipoproteins (CsA) and albumin (FK). Whereas the absorption of FK 

and the microemulsion formulation of CsA are bile-independent, some 

CsA formulations are bile-dependent. Both CsA and FK are 

extensively metabolized in the liver and gut by the cytochrome P450 

3A4 (CYP3A4) system. Therefore, hepatic dysfunction alters drug 

clearance and half-life, increasing plasma drug concentrations and 

toxicity. CsA is excreted mainly by the biliary system. The half-lives for 

CsA and FK are 18 and 12 hours, respectively. Most metabolites of 

CsA and FK have very little, if any, immunosuppressive activity.

Drug monitoring is important for both CsA and FK because 

intra- and inter-subject variations make predictions of drug 

concentration on the basis of a given dose difficult. High performance 

liquid chromatography, monoclonal radioimmunoassay (RIA), and

10
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monoclonal fluorescence polarization immunoassay (TDX) can be 

used to measure levels of CsA (50;51). Monoclonal RIA and TDX 

however give higher readings because of cross-reaction with CsA 

metabolites. The concentration of CsA in whole blood is approximately 

two-fold that in plasma. For detection of FK, various methods include 

enzyme-linked immunoabsorbent assay for plasma or whole blood and 

microparticulate enzyme immunoassay for whole blood can be used 

(52-56). Concentrations of FK in whole blood are approximately 10 to 

20 times higher than in plasma.

Molecular Mechanism of Action

An important advancement in understanding the mechanism of 

action was the recognition that CsA blocked the induction of IL-2 

mRNA and inhibited the activation of transcription of many cytokines in 

T cells (57;58). CsA was subsequently shown to bind to a ubiquitous 

and abundant set of proteins called cyclophilins (CyP) (59) while FK 

was shown to bind to an unrelated set of ubiquitous proteins called 

FK506 binding proteins (FKBPs) (60). Both CyPs and FKBPs were 

found to have rotamase or proline isomerase activity (60;61). Binding 

of CsA and FK inhibited the peptidyl-prolyl cis-trans isomerase or 

rotamase activity of immunophilins and it was initially believed that this 

inhibition was the basis for the immunosuppressive properties of these
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two drugs (59;60). However, subsequent experiments showed that 

complete inhibition of isomerase activity was not necessary for 

complete inhibition of the immune response and that some 

cyclosporine analogs could bind and inhibit isomerase activity without 

inhibiting the immune response (62;63). These studies showed that 

the inhibition of the romatase activity was not related to the drugs’ 

immunosuppressive mechanism.

The next major advancement came when both CsA:CyP and 

FK.FKBP complexes were found to bind to and inhibit the protein 

phosphatase 2B calcineurin (CN). Furthermore, the 

immunosuppressive activity of CsA and FK correlated with the 

inhibition of the enzymatic activity of CN by the drug: immunophilin 

complex (64-66). Crystallization of the FK:FKBP:CN ternary complex 

revealed that as the drug:immunophilin complex binds more than 10 A 

away from the active site of CN (67;68). Thus FK:FKBP non- 

competitively inhibits CN phosphatase activity by sterically hindering 

the dephosphorylation of substrate. Although mutational studies have 

shown distinct binding interactions for CsA:CyP and FK:FKBP, the 

binding regions overlap and CsA is thus assumed to have a similar 

mechanism of action (Figure 3) (65;69). Based on the FK:FKBP:CN 

structure, a molecular model for the interaction of CN with CsA:CyP
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has recently been proposed (70). As discussed in a later section, CsA 

and FK may also block the binding or docking of substrate to CN.

A rate-limiting enzyme in the calcium pathway, CN controls the 

phosphorylation of transcription factors important for the expression of 

immune-response genes, such as the nuclear factor of activated T 

cells (NFATC) (Figure 4)(71;72). However, it is not clear that the 

immunosuppressive actions of CsA and FK are explained entirely by 

the role of CN in NFATC regulation. As will be discussed in a latter 

section, CN regulates other molecules potentially relevant to T cell 

activation, such as elk-1, nitric oxide synthase (NOS), nuclear factor k 

B (NFkB), and jun N-terminal kinase (JNK) (73-76).

P-glycoprotein

P-glycoprotein (PGP) is a protein encoded by the multidrug 

resistance (MDR) gene and functions as an adenosine triphosphate 

(ATP)-dependent pump capable of transporting different hydrophobic, 

cationic, or amphoteric substrates. PGP is vital in maintaining the 

integrity of the blood-brain, blood-testes, and blood-placenta barrier 

(77;78). PGP reduces the accumulation of drugs within cells and its 

over-expression is associated with multi-drug resistance (79;80). FK 

and CsA are both substrates for PGP and can reverse multi-drug
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resistance. This activity is not dependent on its ability to induce 

immunosuppression (81;82).

Inhibition of CN activity rises and falls with CsA blood levels (83- 

85). The inhibition of CN activity of transplant patients on CsA therapy 

is rapidly reversible (86;87). There are at least two mechanisms by 

which CsA leaves the cell. One mechanism involves a rapid, PGP- 

dependent efflux that is only observed in cell lines expressing high 

levels of PGP and that can be blocked by competitive PGP substrates. 

There is also a slower, PGP-independent transport mechanism that 

requires the addition of extracellular CsA binding sites, such as 

erythrocytes. CsA may leave the cells by simple diffusion, not 

requiring active transport. Peripheral blood leukocytes (PBL) express 

relatively low levels of PGP. Thus the PGP-independent mechanism 

likely predominates. In vitro the recovery of CN activity is slow, likely 

because of the aqueous environment and the lack of extracellular 

binding sites (87). The recovery of CN activity in vitro does not require 

protein synthesis, is temperature-dependent, and is correlated with the 

efflux of CsA. Finally, although initially suggested to play an important 

role in CsA resistance, PGP expression in peripheral blood leukocytes 

is not a useful predictor of acute or chronic kidney graft rejection (88).
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Toxicity

The toxicity of an immunosuppressive drug includes the general 

effects of interfering with the immune system (selected infections and 

malignancies) as well as the non-immune toxicities of the specific 

agent or class of agent. CsA and FK probably induce similar states of 

immunodeficiency and they share numerous nonimmune adverse 

effects (e.g. nephrotoxicity, uric acid increase). There are also 

immunodeficiency manifestations such as increased incidence of 

infections and malignant lymphomas. However, while neurotoxicity, 

diabetes, and alopecia are more prevalent during FK therapy, 

hypertension, gum hyperplasia, lipid abnormalities, hirsutism, and skin 

changes are more prevalent with CsA therapy (89). It has thus far not 

been possible to separate the therapeutic and nephrotoxic effects, 

suggesting that they are mechanistically similar (90). However, it is not 

clear whether all effects are CN-dependent. Both CN and 

immunophilins are ubiquitous and both drugs enter most cells and 

tissues. Two important questions remaining to be answered are what 

limits the toxicity of CsA and FK and what is the basis for their distinct 

side-effects.
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IV. Calcineurin

Expression, Structure, and Regulation

First detected in skeletal muscle (91) and brain (92), CN is a 

calcium (Ca+"> and calmodulin (CaM)- dependent serine/threonine 

protein phosphatase ubiquitously expressed in mammalian tissues and 

is conserved from yeast to humans (93;94). Although characterized as 

a serine/threonine phosphatase, CN has also been shown to be 

capable of tyrosine dephosphorylation (95). CN is a heterodimer of 

two subunits: calcineurin A (CNA) and calcineurin B (CNB). Found 

tightly bound together, CNA and CNB can only be dissociated under 

denaturing conditions (96). While CNA is the catalytic and calmodulin- 

binding subunit, CNB is the Ca++-binding regulatory subunit (93).

Human, rodent, Drosophila, and yeast sequences for CNA have 

been reported. Three separate genes encode CNA (58-64 kD): Aa, 

Ap, and Ay. Whereas CNAa and CNAp are widely distributed, CNAy is 

testis-specific (97). Functional differences between these isoforms are 

not well-characterized. With the exception of the N- and C-terminal 

tails, the three isoforms exhibit 83-89% identity over 90% of their 

sequence (98). As shown in Figure 5, CNA has four domains, one 

catalytic and three regulatory. The catalytic domain of CNA shows 40- 

50% similarity to protein phosphatases 1 and 2A. The regulatory 

domains of CNA consist of a CaM-binding domain (99), a CNB-binding
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domain (100), and an autoinhibitory domain (AID) (101). The AID is 

near the C-terminus and was identified by limited proteolysis (102). 

Acting like a pseudosubstrate, this inhibitory domain folds over and 

covers up the catalytic site of CNA (101). CaM and CNB control the 

Ca++-dependence of CN phosphatase activity. Although structurally 

similar, CaM and CNB are functionally different Ca++-binding proteins. 

The binding of CaM is thought to displace the AID while the binding of 

Ca++ to CNB is believed to induce an allosteric change that alters the 

active site and augments its catalytic activity (103).

CNB has high affinity for Ca++, but like other Ca++-regulated 

proteins, is also regulated by Mg++ (93). Two isoforms of this 19 kD 

protein have been demonstrated. CNB1 associates with CNAa/CNAp 

and CNB2 associates with CNAy in the testes (104; 105). CNB is most 

homologous with CaM in the four Ca++-binding domains, which are 

often referred to as the “EF-hand” structure and which are found in 

most Ca++-binding proteins (100). In the absence of CaM, Ca++ 

stimulates CN activity only at a low level. Addition of CaM with Ca++ 

produces a large increase in activity. The binding of Ca++ to CNB 

modulates the interaction with and activation of CN by CaM. The Vmax 

is increased by Ca++ and CaM without any effect on the Km for the 

substrate (103).
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Sustained and elevated levels of intracellular Ca++ are required 

to activate CN. The mechanism by which this is achieved during T cell 

activation is intricate. Activation of PLC-y1 results in the formation of 

two important second messenger molecules, inositol triphosphate (IP3) 

and diacylglycerol (DAG). IP3 diffuses through the cytosol and 

activates its receptor on the membrane of the endoplasmic reticulum 

(ER). Binding opens the Ca*"* channels and releases a small burst of 

Ca++ from ER storage sites. This initial rise in intracellular Ca++ is 

insufficient to induce gene expression, cell proliferation or 

differentiation and is limited by inactivation of IP3 by dephosphorylation 

and cytosolic extraction of Ca++ by the membrane Ca++ ATPase pump. 

The transient burst in intracellular Ca++ activates the inwardly rectifying 

intracellular Ca++ release activated Ca++ (CRAC) channel (106). The 

increased entry of Ca++ must be balanced by the increased outflux of 

K+ through type n voltage-gated K+ channels (107; 108). This large and 

sustained increase in intracellular Ca++ is required to activate CN. 

Studies by Berridge et al suggest that this prolonged Ca++ stimulus is 

actually a sustained series of Ca++ spikes rather than a constantly 

high level of Ca++ (109).

In addition to Ca++, various other metal ions also directly 

regulate CN phosphatase activity (e.g. Mg+* and Ni++). The ability of 

these other metal ions to stimulate CN activity depends on the

18

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



concentration, pH, and substrates used (93;110;111). Zn++ and Fe++/3+ 

in the active site are thought to serve for the catalytic reaction (112). 

Recent studies suggest that CN may be modulated by the intracellular 

redox potential (98;113;114). While oxidants such as hydrogen 

peroxide inhibit the phosphatase activity of CN, antioxidants such as 

ascorbate increase phosphatase activity. CN is sensitive to oxidative 

inactivation through its Fe-Zn active centre and this can be prevented 

by the enzyme superoxide dismutase (113). These may also be 

mechanisms by which CN is regulated in vivo and are important to 

consider when assaying enzyme activity in vitro.

Endogenous protein regulators

A number of endogenous cellular protein regulators of CN have 

been discovered. These proteins interact with CN and regulate its 

subcellular targeting and/or phosphatase activity. One of the first to be 

identified was a 79-kDa protein kinase A anchoring protein (AKAP79). 

AKAP79 is an anchoring protein that is enriched in neurons and 

present in T cells. Able to bind the membrane via its amino terminal 

basic region, AKAP79 is believed to anchor PKA, CN, and PKC to 

specific microenvironments (115-118). CN binds AKAP79 at a site 

distinct from that for protein kinase C (PKC) or protein kinase A (PKA). 

AKAP79 binds CN at a site distinct from that for the drug:immunophilin
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complex (118;119). Binding of AKAP79 noncompetitively and 

specifically inhibits the phosphatase activity of CN. AKAP79 thus 

localizes CN in an inactive state and over-expression inhibits NFATC2 

dephosphorylation and PMA/ionomycin-induced NFAT activity (119).

Bcl-2, a cytoplasmic protein found on the membranes of the 

mitochondria and endoplasmic reticulum, has also been shown to 

regulate CN. Bcl-2 inhibits cell death induced by Ca++ signaling and 

growth factor withdrawal; apoptosis induced by expression of a 

constitutively active form of CN can be abrogated by bcl-2 expression 

(120-122). In BHK cells co-transfected with bcl-2 and in T- and B-cell 

lines expressing high levels of bcl-2, a physical interaction between 

bcl-2 and CN can be detected (123). CN interacts with the BH4 

domain, the a-helical domain present in the anti-apoptotic members 

and absent in the pro-apoptotic members of the bcl-2 family. Unlike 

AKAP79, bcl-2 does not inhibit CN phosphatase activity. It anchors 

CN to cytoplasmic membranes and prevents CN from escorting 

NFATC into the nucleus, where it is required to protect NFATC from 

rephosphorylation (123; 124). The site of bcl-2 interaction on CN is 

distinct from that for the drug.immunophilin complex; CsA is still able to 

bind and inhibit the phosphatase activity of CN bound to bcl-2. The 

pro-apoptotic members of the bcl-2 family can also regulate the 

interaction between bcl-2 and CN (123). Notably, an interaction
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between bcl-2 and CN was not detected in the cell line expressing low 

levels of bcl-2. Thus it is not known whether this interaction occurs in 

normal cells.

Cain/cabin 1 was isolated from screens of rat hippocampal or 

mouse T-cell cDNA libraries (125;126). This 240 kD phosphoprotein 

binds and noncompetitively inhibits CN phosphatase activity. The 

interaction between cain/cabin 1 and CN is PKC dependent. 

Overexpression inhibits the transcriptional activation of CN-responsive 

elements in the IL-2 promoter and blocks the dephosphorylation of 

NFATC upon T-cell activation. Cain/cabin 1 has also recently been 

shown to bind and sequester in an inactive state the transcription 

factor myocyte enhancer factor (MEF) 2, which itself is also regulated 

by CN-dependent mechanisms (127).

Calcineurin B homologous protein (CHP) is another potential 

regulator of CN in vivo. Specifically bound to the Na+-H+ exchanger 

NHE1, CHP is important in the stimulation of exchange activity by 

growth factors (128). Overexpression in Jurkat and HeLa cells 

resulted in inhibition of the nuclear translocation and transcriptional 

activity of NFATC. CN phosphatase activity inhibited 50% in these 

cells and CHP also inhibited purified CN in vitro in a dose-dependent 

manner (129).

21

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



More recently, myocyte-enriched calcineurin interacting proteins 

(MClPs), the products of DSCR1 (Down syndrome critical region) and 

ZAKI-4, have been postulated to modulate CN signaling in humans. 

Overexpression inhibits CN activity in yeast and mammals; MClPs also 

bind CN in vitro and inhibit its phosphatase activity. These proteins are 

thought to be negative feedback regulators of CN and their expression 

is up-regulated during muscle differentiation (130;131).

CN outside the immune system

The importance of CN in the immune system is best illustrated 

by the immunosuppressive effects of CsA and FK (as discussed in a 

previous section). Considering its ubiquitous expression, the 

elucidation of roles for CN outside of the immune system is not 

surprising. A better understanding of CN in these other systems will 

help to better understand the actions of CN inhibitors as well as help to 

develop more specific and less toxic immunosuppressive agents.

Recent studies have implicated a role for CN in cardiac 

hypertrophy. Cardiac hypertrophy is a compensatory mechanism that 

maintains cardiac output in response to conditions such as 

hypertension and myocardial infarction. Sustained, it can lead to heart 

failure and death. Transgenic mice expressing active forms of CN 

develop cardiac hypertrophy and heart failure. Mice transgenic for an
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active form of NFATC4 also develop cardiac hypertrophy, suggesting 

that CN acts through activation of NFATC4. Activated NFATC4 

interacts with GATA4 to induce genes leading to the hypertrophic 

response. CN may also act by activating MEF-2, a myogenic 

transcription factor which up-regulates many of the genes during 

hypertrophy (132; 133). Furthermore, CN has been shown to play a 

role in cardiomyopathy resulting from defects in contractility caused by 

sarcomeric dysfunction (134). The hypertrophic response induced by 

angiotensin II and phenylephrine in vitro through activation of NFAT 

can be inhibited by CsA and FK (135). However, neither CsA nor FK 

could prevent left ventricular hypertrophy induced by aortic banding, 

suggesting that CN is not the sole pathway for the hypertrophic 

response (136; 137).

In the nervous system, CN is necessary for normal neural 

functions and may also function in pathological states such as 

ischemic or traumatic neuronal injury. CN regulates Ca++ flux (via IP3- 

R), decreases glutamate release (via synapsin, dynamin), increases 

stability of microtubules (via tau, MAP-2, tubulin) and increases NO 

(via NOS, neurogranin, neuromodulin) (74;138-140). Both ischemia 

and trauma result in glutamate release and increases in intracellular 

Ca++. Inhibition of NO production through inhibition of CN has been 

suggested to underlie the neuroprotective effects of CsA and FK in
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ischemic injury. Long-term depression (LTD) is an activity-dependent 

decrease in synaptic efficacy that permits neural networks to store 

information more effectively. CN is thought to potentiate LTD by 

dephosphorylating and inactivating inhibitor-1, an inhibitor of protein 

phosphatase 1 (PP1) (141). PP1 is then activated and

dephosphorylates target proteins such a cAMP-responsive element 

binding protein (CREB) (142). Phosphorylated CREB promotes the 

activation of genes for long-term memory. CREB may also be a direct 

substrate of CN (143). The basis for the neurotoxic effects of the CN 

inhibitors is not understood. Some possibilities will be discussed in 

chapter 6.

Recent studies have also implicated a role for CN in the skeletal 

system. Muscle growth and regeneration are important adaptive 

responses in health and disease states. There are three major types 

of muscle fibers: slow-oxidative (type 1), fast oxidative (type lla), and 

fast-glycolytic (type lib). The two main differences between them are 

their speed of contraction (slow/fast) and the enzymatic machinery 

used for ATP formation (oxidative/glycolytic). Size, strength, and 

speed are determined mainly by the amount and type of contractile 

protein incorporated (144). Adaptation occurs over time in response to 

workload and pathological stimuli. Increased motor nerve activity from 

electrical pacing or exercise training induce fast-to-slow fiber
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transformation while decreased motor nerve activity from certain 

disease states, hypogravity, or physical inactivity induces slow-to-fast 

fiber transformation. CN and NFATC are abundant in skeletal muscle 

and have been implicated in myofiber specialization (145). CN was 

found to transcriptionally activate promoters for myoglobin (Mb) and 

troponin I slow (Tnls), which are expressed selectively in slow oxidative 

skeletal muscle fibers, but not muscle creatine kinase, which is 

expressed mainly in fast, glycolytic myofibers. Transactivation of these 

slow-fiber-specific promoters requires collaboration among multiple 

transcription factors, including NFATC and MEF2 (146). Recently, CN 

has also been implicated in skeletal muscle growth (147). Activation of 

GATA-2 and NFATC1 is thought to underlie the CN-mediated 

hypertrophy induced by insulin-like growth factor-1 (IGF-1)(147). CsA 

and FK treatment has been shown to prevent muscle hypertrophy and 

fast-to-slow fiber transformation during functional overload, and may 

underlie muscle weakness in post-transplant patients (148).

CNAa-deficiency

The immune systems of mice lacking CNAa were characterized 

by the Seidman group in early 1996 (149). The composition and 

distribution of T and B cells were normal in thymus, spleen, lymph 

nodes, and bone marrow, suggesting that CNAa is not required for
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normal development of T and B cells. CNAa-/- mice responded 

normally to challenge with TNP-OVA; however, when re-stimulated 

with OVA in vitro, T cells harvested from lymph nodes of CNAa-/- mice 

proliferated less and secreted less IL-2, IL-4, and IFN-y than T cells 

from wild-type mice. This defect could not be corrected by addition of 

normal APCs or IL-2 to the in vitro culture. However, stimulation with 

polyclonal mitogens, such as PMA plus ionomycin, ConA, or anti-CD3e 

antibody showed no functional differences between CNAa-/- and wild- 

type T cells in vitro. T cells from CNAa-/- mice were also more 

sensitive to inhibition by CN inhibitors CsA and FK. More studies of 

the CNAa-deficient mouse are necessary to understand the 

discrepancy between the in vitro and in vivo findings.

As assessed by the CN phosphatase assay, there was >65%

reduction of CN activity in T cells from CNAa-/- mice (149). Similarly,

this laboratory found an 82-88% reduction of CN activity in the heart,

brain, kidney, and spleen of CNAa-/- mice (Kung et al submitted).

These observations however differed from other studies that

suggested that the predominant isoform in T- and B-lymphocytes was

CNAp (150;151). It may be that CNAa is the predominant activity

detected in the CN assay. However, this laboratory has assessed CN

activity in whole cell lysates (supernatant plus pellet) and compared it

to supernatants and found no increase in activity. Although functional
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loss cannot be ruled out, physical loss of CNAp during extraction is 

unlikely to explain the discrepancy.

The neurological characterization of the CNAa-/- mouse is 

consistent with the hypothesized role of CN in the brain. These mice 

were observed to have deficits in learning and memory (152). 

Hyperphosphorylated tau (t) was found to accumulate in the brains of 

CNAa-deficient mice, t  is a protein associated with the microtuble and 

functions to stabilize microtubules and promoting their assembly by 

forming cross-bridges between microtubules and between 

microtubules and neurofilaments. Hyperphosphorylation of t  changes 

its physical and functional properties, decreasing its activity. Synaptic 

depotentiation was also shown to be completely abolished (153).

This laboratory has examined the basic morphology of brain, 

thymus, liver, heart, kidney, and spleen of 4-5 month-old CNAa- 

deficient mice by hematoxylin and eosin (H & E) staining and Periodic 

Acid-Schiff (PAS) staining. No abnormalities were observed in any of 

the organs except for the liver and spleen. Slightly more mitotic bodies 

in the liver and more prominent germinal centers in the spleen were 

noted however.

Mice with catalytically inactive CNAa (dominant negative CN or

dnCN) were generated last year (154). CN activity in these mice was

reduced by approximately 50% although the amount of CNAa protein T
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cells was two-fold that of normal littermates. No impairment in T cell 

development was observed but there was a slight decrease in TCR- 

induced proliferation and IL-2 production. Th2 cell development was 

also shown to be impaired while Th1 was unaffected. This study 

suggested that CN controlled Th2 cell development in part by affecting 

the IL-4R signaling complex; however, this hypothesis was based on 

data other than the dnCN mice. That is, the authors did not test the 

hypothesis in dnCN T cells.

V. NFATC Family of Transcription Factors

CN directly and indirectly modulates the activity of a number of 

intracellular proteins, including NFATC, elk-1, IP3R, NOS, NFkB, JNK, 

and a number of neuroproteins (73-76; 138-140; 155; 156). The 

members of the NFATC family of transcription factors are the most well 

characterized substrates of CN.

Expression and Structure

Rao et al have recently reviewed the first four members of the 

NFATC family identified (157). With more than one name for each 

member, the nomenclature for this area is somewhat confusing (Table 

1). Whereas NFATC1 and NFATC3 are tightly restricted to the 

lymphoid system in the adult system, the expression of NFATC2 and
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NFATC4 is fairly ubiquitous. There are two major regions of sequence 

homology in all NFATC proteins (Figure 6): the DNA-binding domain 

(DBD) and the NFAT homology region (NHR) (158; 159). Located 

between amino acid residues -400 and -700, the DBD is the region of 

highest homology and shows similarity to the DNA binding domains of 

the Rel-family of transcription factors (158;160). The NHR, -300 

amino acids and just N-terminal to the DBD, is found only in NFATC 

family proteins and is the region where CN binds (161). There are at 

least two distinct calcineurin binding sites on the NFAT regulatory 

domain (162;163). Also within the NHR are a serine-rich region and a 

SP repeat. Dephosphorylation of these serines by CN results in the 

exposure or activation of nuclear localization sequences (NLS) that 

direct the nuclear import of NFATC (124). Export of NFATC from the 

nucleus is thought to depend on a nuclear export sequence (NES) 

(164).

A recently cloned NFAT-related protein, NFAT5, differs from 

NFATC1-4 in its structure, DNA binding, and regulation. NFAT5 is 

similar in its Rel-like DNA-binding domain. However, it differs in that it 

does not cooperate with Fos/Jun at NFAT:AP-1 composite sites and is 

constitutively nuclear regardless of CN activation (165).

NFATC deficiency and NFATC function
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NFATC knockouts have provided valuable information about the 

role of the various NFATC members in the immune response. The 

NFATC1 knockout showed hypoproliferation of peripheral T- and B- 

ceils in response to mitogens, impaired T-cell development, and a 

selective decrease in IL-4 (166). In contrast, the NFATC2 knockout 

showed modest splenomegaly, T- and B-cell hyperproliferation, 

impaired induction of FasL, and a moderate increase in Th2-type 

cytokines (IL-4, 5,13) (167). Mice deficient in NFATC3 have a defect in 

T cell development, increased apoptosis of double-positive 

thymocytes, increased activation of peripheral T cells, and impaired 

expression of bcl-2 (168). The double knockout of NFATC3 and 

NFATC2 showed massive splenomegaly and lymphadenopathy, a 

marked increase in mast cells and eosinophils, hyperactivated T- and 

B-cells, impaired expression of FasL, and a dramatic increase in Th2- 

type cytokines and lgG1 and IgE (169).

The phenotypes of the NFATC deficient mice are consistent 

with in vitro studies demonstrating the involvement of CN and NFATC 

in the expression of cytokines and other immunologically relevant 

genes (157;170;171). There is redundant but selective utilization of 

NFATC proteins (172;173). Interestingly, two human male siblings with 

severe combined immunodeficiency were determined to have defective 

NFATC DNA-binding activity in their T cells (174). It was subsequently
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shown that the defect was the result of an impairment in the 

dephosphorylation and nuclear translocation of NFATC (175). 

Evidence from this study also suggested that the duration of NFATC 

nuclear localization could determine the pattern of cytokine expression. 

In addition to their roles in the immune system, NFATC family 

members have also been implicated in many other processes, such as 

Gq-protein-coupled receptor signaling, adipogenesis, neuropoiesis, 

slow-to-fast skeletal fiber transformation and cardiac morphogenesis 

(146:176-180).

Regulation

NFATC is found in its phosphorylated state in the cytosol in 

resting cells. Upon activation by an increase in intracellular Ca++, CN 

binds to and dephosphorylates NFATC (181). JNK can inhibit the 

targeting of CN to NFATC1 by phosphorylating and inactivating the CN 

targeting domain of NFATC1 (182). Dephosphorylation of NFATC by 

CN is thought to unmask a nuclear localization sequence (NLS), 

resulting in the nuclear translocation of the NFATC-CN complex (164). 

CN is required to escort and to protect NFATC from constitutively 

active kinases such as glycogen synthase kinase-3, casein kinase 1, 

JNK, and MEKK1 (124; 183; 184). These kinases bind and
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phosphorylate functionally important residues that regulate the 

subcellular localization of NFATC (185).

Once in the nucleus, NFATC forms cooperative complexes with 

Fos and Jun on DNA to induce the transcription of such genes such as 

IL-2 and IFN-y. The crystal structure of the DNA-binding domains of 

NFATC, Fos, and Jun showed a tight association of the three 

transcription factors resulting in cooperative binding to DNA (186). 

When Ca++ signaling ends, CN dissociates from NFATC and NFATC 

kinases rephosphorylate the NLS sequence (124; 183; 184). The 

nuclear export of NFATC is mediated by nucleocytoplasmic shuttling 

factors such as Ran and crm1 (187). Crm1 is unable to bind until CN 

dissociates from NFATC.

Selective inhibition of NFATC

The activation of NFATC by CN can be specifically inhibited by 

peptides that interfere with the targeting of CN to NFATC (72). 

SPRIEIT peptides spanned the CN targeting site of NFAT and 

selectively interfered with the physical interaction between CN and 

NFATC. They inhibited the ability of CN to bind to the NFATC without 

affecting CN phosphatase activity towards other substrates (188). 

More recently, VIVIT peptides were shown to be 25 times more 

effective than SPRIEIT peptides at inhibiting the binding of activated
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CN to NFATC. VIVIT peptides are high affinity CN docking sites that 

were selected from combinatorial peptide libraries (189). The selective 

inhibition of NFATC activation is postulated to be less toxic than the 

inhibition of general CN phosphatase activity (72). However, the 

possibility that the toxicities of CsA and FK are due to inhibition of 

NFATC remains. As roles for NFATC family members outside the 

immune system are elucidated, the potential toxicities of selective 

NFATC inhibition might be predicted.

VI. Immunophilins

Immunophilins are a family of proteins originally identified by 

their ability to bind CsA or FK. While CyPs bind CsA, FKBPs bind FK 

and rapamycin. Although structurally dissimilar, both CyPs and FKBPs 

have peptidy-prolyl cis/trans-\somerase activity. Immunophilins may 

be involved in protein trafficking or refolding. Although unrelated to 

their immunosuppressive activities, all three drugs inhibit the romatase 

activity of their respective binding proteins.

Cyclophilin A (CyPA) was the first CyP to be identified (190); 

CyPB, CyPC, CyPD, CyP40, NK-TR, and ninA have since been 

identified. CyPs range in molecular mass (from 18 to 150 kO) as well 

as their affinity for CsA. Highly conserved throughout evolution, CyPs 

are expressed in most tissues. The first FKBP to be identified was
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FKBP12 (60). Named for their molecular weights, FKBP12.6, FKBP13, 

FKBP25, FKBP33, FKBPr38, FKBP51, and FKBP52 range from 12 to 

52 kD.

Although all immunophilins can bind their respective drug, not 

all drugiimmunophilin complexes can inhibit CN. Rapamycin 

(sirolimus) and its analog SDZ RAD (everolimus), for example, bind 

FKBPs but the drugiimmunophilin complex does not inhibit CN. CyPA, 

CyPB, FKBP12, FKBP12.6, and FKBP51 are the only ones that form 

active drug:immunophilin complexes which inhibit CN in the cell (191- 

193). Some immunophilins such as FKBP13 and FKBP25 form 

inactive drugiimmunophilin complexes that are neither able to bind nor 

inhibit CN (194). Other immunophilins such as CyPC form active 

drugiimmunophilin complexes but are inactive because they are 

sequestered away from CN by their subcellular localization (191). The 

significance of these inactive immunophilins in relation to the action of 

FK and CsA is not clear. They may reduce the amount of drug 

available for the active immunophilins or act as reservoirs.

VII. Transforming Growth Factor-p

Transforming growth factors (TGF) - p are multifunctional 

growth factors with roles in cell proliferation, lineage determination, cell 

motility, cell adhesion, and cell death. There are three mammalian
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isoforms of TGF-p: TGF-pi, TGF-p2, and TGF-P3. TGF-p isoforms are 

ubiquitously and differentially expressed in tissues. There is no 

phenotypic overlap of the isoform-specific knockouts, suggesting 

distinct roles for each isoform. Mice deficient in TGF-pi have an 

excessive inflammatory response and massive leukocytic infiltration in 

several organs (e.g. heart, lung, liver). These mice die by the fourth 

week of severe wasting (195; 196). TGF-p2-deficient mice have a wide 

range of developmental defects (e.g. heart, lung, eye) (197) and mice 

lacking TGF-P3 have cleft palate and postnatal defects in the 

conducting airways of the lung (198).

TGF-p’s are secreted as small or large latent TGF-p complexes. 

Small latent TGF-p consists of the active TGF-p and its prodomain, the 

TGF-p latency-associated peptide (LAP) (199-201). Early in the 

secretory pathway, two chains of small latent TGF-p associate to form 

a disulfide-bonded dimer (201-203). TGF-p is cleaved from LAP by 

furin-like processing endoproteinase (204;205) but LAP remains 

associated with TGF-p by non-covalent interactions (201 ;206;207). 

TGF-p contains no carbohydrate but LAP is glycosylated at multiple 

asparagine residues. The small latent TGF-p complex is secreted very 

slowly and a significant portion is retained in the Golgi (208).
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Large TGF-p complexes contain the small latent TGF-p and 

high-molecular-weight glycoproteins that associate with LAP (209- 

211). These glycoproteins are called latent TGF-p binding proteins 

(LTBP) and are disulfide linked to LAP (209). Although not required for 

latency, LTBPs are important in the processing, secretion, and 

targeting of TGF-p (203;212-217). Association of the small latent 

complex with LTBP results in rapid secretion of the large latent TGF-p 

complex (198;203;213). The majority of secreted LTBP however is not 

associated with small latent TGF-p (203;213;214;218) so LTBPs likely 

also serve as structural proteins of the extracellular matrix 

(213;217;219). LTBPs contain a core of 15-19 EGF-like repeats, three 

eight-cysteine motifs resembling fibrillin, and a hybrid domain. In other 

extracellular proteins, EGF-like repeats mediate protein-protein 

interactions (220;221).

Promoter region of TGF-pi has been characterized. It has

binding sites for AP-1 and Egr-1 transcription factors but does not

contain TATA or CAAT boxes (222). Transformation with several

oncogenes such as c-Ha-Ras, src, jun, fos, abl, and ras upregulate the

expression of TGF-pi (222-227). The AP-1 site mediates upregulation

in response to TGF-p1 or phorbol ester (228-230) whereas Egr-1 site

mediates induction by NGF (224). The promoter for TGF-p2 contains

AP-1 and AP-2 sites, a cAMP regulatory element, and a TATAA
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consensus start site (231). TGF-p2 can be induced by the 

retinoblastoma protein through transcription factor ATF-2 (232;233) 

and by retinoic acid (234). The TGF-P3 promoter region contains a 

TATA box, a cAMP response element, a 3XTCCC motif, and an AP-2 

site. Forskolin induces TGF-p3 through the cAMP response element 

while the 3XTCCC motif is thought to regulate tissue-specific gene 

expression. The AP-2 site is not functional (235;236). TGF-pi 

and TGF-P3 are also controlled translationally as the 5’ untranslated 

regions suppress the translation of heterologous mRNAs (237;238). 

Latent TGF-p can be activated in vitro by extreme pH (239;240), 

proteases (241;242), cell co-culture (plasmin dependent) (243), 

thrombospondin (244), and glycosidases (245). Gamma radiation of 

mice has been demonstrated to activate latent TGF-p in vivo (246;247) 

and drugs such as retinoids (234), vitamin 0 (248) and glucocorticoids 

(249;250) can also induce activation in cell culture. Activation may 

involve (1) release of TGF-pi from matrix, (2) activation of TGF-p1, (3) 

negative regulation by shedding of betaglycan from cell surface.

The TGF-p receptor (TpR) complexes are heterotetrameric, 

consisting of two type I (TpR-l) and two type II (TpR-ll) receptors. Both 

TpR-1 and TpR-2 are N-glycosylated, have 10 or more cysteines, and 

have serine/threonine kinase domains (251-253). TpR-1 is required for
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TGF-|3 signaling and determines signal specificity but cannot bind 

TGF-p independent of TpR-ll. The assembly of the heteromeric 

complex is initiated by binding of the ligand dimer to two TpR-ll's and is 

followed by the recruitment of two TpR-l’s into the ligand-TpR-ll 

complex. TpR-ll then serine/threonine phosphorylates TpR-1 at 

Ser165, resulting in its activation. Activated TpR-1 then phosphorylates 

a receptor regulated SMAO (rSMAD, e.g. SMAD 2 or 3) in their MH2 

domain. The phosphorylated rSMAD subsequently associates with a 

collaborating SMAD (co-SMAD, e.g. SMAD 4) and this SMAD complex 

then translocates to the nucleus where it mediates the transcriptional 

induction of the target gene (recently reviewed in (254)). There are 

also accessory (type III) receptors for TGFp: betaglycan and endoglin. 

These receptors have no intrinsic signaling activity but are thought to 

regulate the access of the ligand to the signaling receptors (255;256).

TGF-p 1 has recently been proposed to be a key mediator of the 

immunosuppressive and fibrogenic effects of CsA and FK. A 

multifunctional and ubiquitous growth factor, TGF-pi is produced by 

many cell types including T cells. TGF-pi inhibits T- and B cell 

proliferation, prevents cytotoxic T cell generation, inhibits Ig secretion, 

and is fibrogenic (257). TGF-p transgenic mice show evidence of 

nephrotoxicity, glomerulosclerosis, and fibrosis of kidney (258;259).
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The phenotype of the transgenic mice is similar to the toxicities 

observed in transplant patients on CN-inhibitor therapy.

VIII. The Big Question: How do CsA and FK really work?

CsA and FK have been cornerstones for successful organ 

transplantation in the last two decades. The identification of CN as the 

direct target for both these drugs was a major breakthrough in 

understanding their mechanism of action. However, a number of 

questions remained and new questions were raised. Although 

qualitatively similar, CsA and FK are quantitatively distinct. Lower 

concentrations and doses of FK than CsA are needed in vitro and in 

vivo. Furthermore, these drugs have been shown to enter almost all 

cells and tissues. CN and the drug binding proteins are ubiquitously 

expressed. What determines the tissue-specific effects of CsA and 

FK? The objective of this thesis was to determine the molecular basis 

for the quantitative differences between CsA and FK and to better 

understand the mechanism and the tissue-specific effects of these 

drugs in vivo.
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Figure 1. Structure of cyclosporine (CsA). Molecular weight is 

1202.6 Da.
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Figure 2. Structure of tacrolimus (FK506 or FK). Molecular weight 

is 822.05 Da.
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Figure 3. Mechanism of calcineurin (CN) inhibition by cyclosporine (CsA). In the resting state, there is 

low intracellular calcium and the autoinhibitory domain (AID) covers up the active site of CN. Following 

activation, there is an increase in intracellular calcium that results in the displacement of the AID and 

subsequent activation of CN. Treatment with CsA results in the formation of a drugiimmunophilin complex

(CsAiCyP) that binds to and noncompetitively inhibits CN phosphatase activity.
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Figure 4. Inhibition T-cell activation by CsA and FK. A simplified 

diagram of the calcium pathway in T-cell activation. CsA and FK bind 

to their respective binding proteins (CyP and FKBP, respectively) and 

these drug:immunophilin complexes bind and inhibit CN, a rate-limiting 

enzyme in this pathway.
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Table 1. NFATC Family: Nomenclature and Function

Agreed Upon Also Known As Immune Function

NFATC 1 NFAT2, NFATc Th2 activator

NFATC2 NFAT1, NFATp Th2 repressor

NFATC3 NFAT4, NFATx T cell generation and survival

NFATC4 NFAT3 none
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I. Human samples. All volunteers and patients described gave 

informed consent and the studies were approved by the Health 

Research Ethics Board (University of Alberta).

II. Mice. Female mice (BALB/c, A.Ly 6.2) aged 6-8 weeks were 

obtained from the Health Sciences Laboratory Animal Services 

(HSLAS) at the University of Alberta, and were maintained in the 

HSLAS animal colony and kept on acidified water (2 mM HCI). All 

experiments were governed by approved animal care protocols.

III. Cell suspensions. For peripheral blood leukocytes (PBL), 

buffy coats (Canadian Blood Services, Edmonton, Canada) or whole 

blood were collected from healthy volunteers and PBL was isolated by 

standard Ficoll-Hypaque (Amersham Pharmacia Biotech, Baie d’Urfe, 

PQ) gradient centrifugation. For spleen cell suspensions (SCS), 

freshly harvested spleens from mice were forced through a metal sieve 

in PBS. Contaminating erythrocytes in PBL or SCS were lysed using 

hypotonic lysis buffer (0.15 M NH4CI, 10 mM NaHCC>3 , 300 pM EDTA) 

for about 5 minutes. Cells were then washed twice with PBS. Jurkat T 

cells, a human leukemic lymphoblast cell line, were obtained from the 

American Type Culture Collection (Rockville, MD).
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IV. T cell enrichment. Human T cells were purified using 

commercial immunocolumns (Cellect, Biotex Laboratories, Edmonton, 

Canada) and were >95% pure. Enriched populations of mouse T cells 

were obtained by loading 50 million spleen cells onto a nylon wool 

column for 30 minutes at 37°C and eluting with about 10 mL of warm 

RPMI with 10% fetal bovine serum.

V. Culture conditions. For in vitro studies, cells were kept in a 

humidified chamber at 95% humidity, 37°C, and 5% CO2 . Cell culture 

medium was RPMI 1640 (GIBCO BRL, Gaithersburg, MD) with 10% 

pooled human serum (PHS; NABI, Miami FL) for human cells or 10% 

fetal bovine serum (FBS, GIBCO BRL, Gaithersburg, MD) for mouse 

cells. In TGF-p studies, x-vivo 15 serum free media (BioWhittaker, 

Walkersville, Maryland) or RPMI with 5% PHS plus 0.2 mM glutamine, 

100 000 units/L penicillin G, and 100 mg/L streptomycin sulfate was 

used.

VI. In vitro stimulations. Cells in culture were stimulated with the 

calcium ionophore ionomycin (CalBiochem, San Diego, CA), phorbol 

myristate acetate (PMA, Sigma Chemical Co., Oakville, ON), or anti- 

CD3 (hamster). The duration of stimulation and concentrations were 

as indicated. Control groups were treated with the appropriate solvent.
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VII. Cyclosporine (CsA) and Tacrolimus (FK).

a) In vitro studies. CsA (kindly provided by Novartis Canada) was 

initially dissolved in ethanol and Tween 80. The concentration of CsA 

was determined by HPLC and the stock solution was stored at 4°C. 

FK (kindly provided by Fujisawa Canada) was initially dissolved in 

ethanol. The concentration was determined by high performance liquid 

chromatography (HPLC) and the stock solution was stored at -70°C. 

Dilutions of CsA and FK were made in culture media or assay buffer.

b) In vivo studies. CsA (Neoral®, the oral formulation) was diluted 

in a commercial brand of olive oil and administered in 0.1 mL by oral 

gavage as indicated. FK (kindly provided by Fujisawa Canada) was 

initially dissolved in ethanol and the concentration determined by 

HPLC. This solution was then diluted in PEG400 (Sigma Chemical 

Co., Oakville, ON) and the desired dose was administered in 0.1 mL by 

oral gavage. Animals in control groups were given diluent alone.

c) FK levels. Levels for FK were determined by liquid 

chromatography/mass spectrometry (LC/MS, Isotechnika, Edmonton, 

Canada) for mouse tissues or by fluorescence polarization 

immunoassay (University Hospitals Laboratories, Edmonton, Canada) 

for patient samples.

50

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



VIII. Tissue extracts.

a) CN activity. Tissues were harvested, weighed, and 

homogenized with a polytron on ice in lysis buffer (50 mM Tris-HCI pH 

7.5, 0.5 mM DTT, 50 ng/mL PMSF, 50 pg/mL soybean trypsin inhibitor, 

10 jig/mL leupeptin, 10 pg/mL aprotinin, 1 mM EDTA, and 0.1 mM 

EGTA). The volume (mL) of lysis buffer used for homogenization was 

tissue weight (g) X 8. Tissue homogenates were further diluted 1/4 

(spleen, kidney, heart), 1/2 (liver), or 1/8 (brain) for the assay.

b) FK drug levels. Tissue were harvested, weighed, and pooled 

(n=4). They were then homogenized in PBS (volume (mL)=pooled 

tissue weight (g) X 3) and supernatants were stored at -70°C until 

analysis.

c) Western analysis. Tissues were harvested, weighed, and 

homogenized with a polytron on ice in RIPA lysis buffer (PBS, 1% 

Nonidet P-40, 0.5% sodium deoxycholate, 0.1% sodium dodecyl 

sulfate, 100 pg/mL PMSF, 30 pg/mL aprotinin, 1 mM sodium 

orthovanadate). Homogenates were then centrifuged twice at 13000 

rpm for 10 min and the supernatant was frozen away at -20°C. For cell 

suspensions, whole cell extracts were prepared by resuspending cells 

in lysis buffer containing 5 mM Tris, pH 8, 25 mM NaCI, 5% sodium
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dodecyl sulfate, 30 mM sodium pyrophosphate, 5 mM EDTA, 2 mM 

PMSF, 250 pM leupeptin, 100 pg/mL aprotinin, and 5 mM 

iodoacetamide. Cell lysates were boiled, passed through a 26 gauge 

needle, boiled again, and centrifuged.

IX. CN assay.

a) Peptide labeling. A synthetic 19 amino acid peptide 

corresponding to a portion of the regulatory subunit of type II (Rn) 

cAMP-dependent protein kinase (66) (DLDVPIPGRFDRRVSVAAE) 

was custom ordered from Multiple Peptide Systems (San Diego, CA). 

A 3.3 mM stock solution (in distilled water) was kept at -20°C. The 

peptide was labeled in the following phosphorylation buffer: 300 pM 

ATP, 148.5 pM peptide, 20 mM MES, 200 pM EGTA, 400 pM EDTA, 2 

mM MgCI2, 50 pg/mL BSA, 5 pL/mL y-32P-ATP (10 mCi/mL, 3000 

Ci/mmol), and 12 pL/mL protein kinase A (Roche Molecular 

Biochemicals, Laval, PQ). Following a 60 min incubation at 30°C, the 

reaction mixture was loaded into a C18 extraction cartridge. The 

column was washed with 75 mL of 0.1% trifluoroacetic acid after the 

reaction mixture flowed through. The labeled peptide was then eluted 

from the column with 2.5 mL 30% acetonitrile in 0.1% TFA. The 

solvent was evaporated off and the peptide was resuspended in final
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peptide buffer (20 mM Tris, pH 8, 100 mM NaCI, 6 mM MgCfe, 100 pM 

CaCI2, 500 pM DTT, 100 pg/mL BSA).

b) Phosphatase assay. The reaction mixture contained 30 pL of 

extract and 60 pL of assay buffer (20 mM Tris (pH 8), 100 mM NaCI, 6 

mM MgCl2 , 0.1 mM CaCI2, 0.5 mM DTT, 500 nM okadaic acid, 0.1 

mg/ml BSA, 15 pM substrate). Samples were assayed for the ability to 

dephosphorylate the serine-phosphorylated Rn peptide (see previous 

section). Okadaic acid was added to inhibit PP1 and PP2A activity. 

Following a 15 min incubation at 30°C, the reaction was stopped with 

the addition of cold stop solution (100 mMKH2 P0 4 , 5% w/v 

trichloroacetic acid). The hydrolyzed inorganic phosphate was then 

separated on a Dowex column (Sigma Chemical Co., Oakville, ON) 

and the columns were washed with a total of 0.9 mL of distilled water. 

Scintillation fluor (5.5 mL, Canberra Packard Canada Ltd, Mississauga, 

ON) was added and samples were counted in a scintillation counter. 

Activity due to protein phosphatase 2C (PP2C), measured as 32P 

released in assay buffer containing EGTA (200 pM) and in the absence 

of added calcium, was subtracted from total phosphatase activity 

(CN+PP2C) to give CN phosphatase activity.
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c) In assay IC50. Extracts were pooled and 30 pL was added to 

10 pL of CsA or FK in assay buffer without peptide. The reaction was 

started with the addition of 50 pL of assay buffer. Peptide 

concentration in the assay buffer was adjusted to give a final 

concentration of 15 pM in the reaction.

d) Exogenous immunophilin. Recombinant CyPA (Sigma 

Chemical Co., Oakville, ON) or FKBP12 (Sigma Chemical Co., 

Oakville, ON) was added to the assay buffer for a final concentration of 

1000 nM in the assay.

X. Protein assay. Protein concentrations of tissue extracts were 

determined using the BioRad protein assay (BioRad, Hercules, CA) 

using BSA as the protein standard. Three dilutions were assayed and 

the average was calculated. The absorbance was read at 690 nm on 

the EAR 400 AT (SLT-Labinstruments, Austria).

XI. Western analysis. Extracted proteins were separated by SDS- 

PAGE followed by electrophoretic transfer to nitrocellulose 

membranes. NFATC2 was detected using a rabbit polyclonal antibody 

against mouse NFATC2 (Upstate Biotechnology Inc., Lake Placid, NY) 

followed by horseradish peroxidase (HRP)-conjugated goat affinity
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purified F(ab')2  against rabbit Ig (Organon Teknika Corp., Durham, 

NC), and enhanced chemiluminescence substrate (Amersham Corp., 

Arlington Heights, IL). Densitometric analysis was used to quantitate 

bands of interest. CyPA and FKBP12 were similarly detected using 

polyclonal rabbit antibodies (Affinity Bioreagents, Golden, CO).

XII. Enzyme linked immunosorbent assay (ELISA).

a) Human IFN-y. Tissue culture supernatants were collected from 

10 min spins at 4°C, snap frozen, and stored at -20°C. IFN-y levels 

were then measured by the Cytokine Laboratory (University of Alberta, 

Edmonton, Canada).

b) Mouse IFN-y Tissue culture supernatants were collected from 

10 min spins at 4°C, snap frozen, and stored at -20°C. IFN-y 

concentration was measured using the Quantikine kit (R&D Systems, 

Minneapolis, MN) for mouse IFN-y. Samples that measured outside of 

the standard curve were diluted with the dilution buffer and re-assayed.

c) Human and mouse TGF-fi1. Tissue culture supernatants were

collected from 10 min spins at 4°C, snap frozen, and stored at -20°C.

TGF-pi levels were measured using the Quantikine kit (R&D Systems,

Minneapolis, MN) for TGF-pi. The assay recognizes the active but not
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the latent form of TGF-01. To measure already active TGF-pi, 

samples were measured without activation. To measure total TGF-pi 

(latent and active), samples were activated with HCI for 10 minutes 

and neutralized with NaOH prior to the assay. Latent TGF-p1 was 

calculated as the difference between total (acid-activated) and active 

(not acid-activated). Samples that measured outside of the standard 

curve were diluted with the dilution buffer and re-assayed.

For analysis of TGF-p1 in patients, whole blood was collected 

from patients in tubes with EDTA as the anticoagulant and centrifuged 

at 2500 rpm at room temperature. The plasma layer was transferred to 

1 mL Eppendorf tubes and centrifuged at 13000 rpm for 10 minutes at 

4°C. These supernatants were then snap frozen and stored at -70°C. 

With a few exceptions, plasma samples were processed from whole 

blood within 30 min of collection. As above, active and latent TGF-pi 

was measured using the Quantikine kit (R&D Systems, Minneapolis, 

MN).

d) Platelet Factor (PF)- 4. Levels of PF-4 in patient plasma 

samples were measured using an ELISA kit (Diagnostica Stago, 

Asnieres, France). Samples were diluted 1/5 but were not activated.
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XIII. Immunohistochemistry.

Tissues were harvested, embedded in OCT, snap frozen, and 

stored at -70°C. Sections (0.4 pm) were cut onto poly-L-lysine coated 

microscope slides by the laboratory technician, Ms. Joan Urmson, and 

stored at -20°C. Tissue sections were briefly brought to room 

temperature and fixed with 4% paraformaldehyde for one hour. Slides 

were then washed in PBS ( 3x15 min) and endogeneous peroxidase 

activity was quenched using 1% hydrogen peroxide in PBS ( 2 x 2  min 

then 1x10 min). Slides were then rinsed briefly and blocked with 20% 

normal secondary antibody serum for at least 2 hours at room 

temperature. Slides were then briefly rinsed and endogenous 

avidin/biotin sites were blocked using the blocking kit (Zymed 

Laboratories, Inc, San Francisco, CA). Primary antibody incubation 

was overnight at 4°C in a humidified chamber. Secondary antibody 

was applied at room temperature for 30 min after three 15 min washes 

in PBS. Following another three 15 min washes in PBS, sections were 

incubated with the avidin-biotin complex (Vector Laboratories, Inc., 

Burlingame, CA) at room temperature for 30 min. After another three 

rounds of PBS, 3,3'-diaminobenzidine substrate (Sigma Chemical Co., 

Oakville, ON) was added to the sections and the color was allowed to 

develop for 5-10 min. Slides were then rinsed 3X with distilled water 

and counterstained with Alcian blue for 10 min. Following a brief rinse
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in distilled water, slides were dehydrated with 5X ethanol and 3X 

xylene. Slides were mounted with Permount (Fischer Scientific, Fair 

Lawn, NJ). Pictures were taken with the Olympus BX40 microscope 

and Spot camera (Diagnostic Instruments, Inc.).

XIV. RNA extraction

Total RNA was extracted from tissue from individual mice using 

a modified method described by Chirgwin (260). Tissues were 

homogenized in 2.5 mL of 4 M guanidium isothiocyanate and spun at 

10,000 rpm (Sorvall, RC-5B) for 10 min at 4°C. Supernatants were 

then layered on 0.9 mL CsCl2 and centrifuged for 4-5 hours at 15°C 

and 45,000 rpm. RNA concentrations were determined by absorbance 

at 260/280 nm. The quality of the RNA was determined by Northern 

analysis, performed by Mr. Luis Guembes Hidalgo.

XV. RNAse protection assay.

TGF-pi mRNA levels were analyzed by RNase protection assay 

using the Riboquant multiprobe set (BD PharMingen, San Diego, CA) 

following the instructions of the supplier, in brief, 5 pg of RNA obtained 

from kidneys of individual mice were hybridized overnight to the 32P- 

labeled anti-sense RNA probe, which had been previously synthesized 

from the supplied DNA template set (mCK-3 from PharMingen).
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Single-stranded RNA and free probe were digested by RNase A and 

T1. Protected RNA was phenolized, precipitated, and resolved on a 

5% denaturing polyacrylamide gel. Kodak X-Omat AR film was 

exposed to the gel for 15 minutes with two intensifying screens at - 

70°C. The quantity of protected RNAs was determined using a 

Phosphorlmager. TGF-pi transcripts were identified by the length of 

the respective fragments. For quantitation, TGF-pi values were 

expressed as a percentage of the values of the housekeeping gene 

glyceraldehyde-3-phosphate dehydrogenase (GAPDH) for each gel 

lane. Two of three mice were analyzed per group and averaged.

XVI. Real time PCR (Taqman)

Total RNA (1 pg) was reverse transcribed by Maloney murine 

leukemia virus transcriptase in a final volume of 40 pL. For detection 

of mouse TGF-pi and p-actin, primers were obtained from the 

University of Alberta. Probes were purchased from Biosource 

International (Camarillo, CA). All primers and probes were designed 

by Dr. Birgit Sawitzki (Institute of Medical Immunology, Humboldt 

University, Berlin, Germany) and are as follows:

TGF-pi

Forward primer: 5’ GGC TAC CAT GCC AAC TTC TGT CT 3'

Reverse primer: 5’ CCG GGT TGT GTT GGT TGT AGA 3’
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Probe: 5 -  FAM-CACACAGTACAGCAAGGTCCTTGCCCT-TAMRA-3’ 

p-actin

Forward primer: 5’ CGG TTC CGA TGC CCT GA 3’

Reverse primer: 5’ CGG ATG TCA ACG TCA CAC TTC A 3’

Probe: 5-FAM-CAGCCTTCCTTCTTGGGTATGGAATCCT-TAMRA-3’

All PCRs were performed in duplicate from 0.5 pL cDNA per 25 

pL reaction volume on an ABI Prism 7700 Sequence Detection System 

(Taqman).
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Chapter Three

Comparing CsA and FK: inhibition of CN phosphatase activity, 

NFATC2 dephosphorylation, and IFN - y secretion

Versions of this chapter have been accepted for publication.

Batiuk, T.D., Kung, L., and Halloran, P.F. Evidence that calcineurin is 
rate-limiting for primary human lymphocyte activation. Journal of 

Clinical Investigation 100:1894-1901, 1997.

Kung, L. and Halloran, P.F. Immunophilins may limit calcineurin 
inhibition by cyclosporine and tacrolimus at high drug concentrations. 

Transplantation 70(2):327-35, 2000.
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Although CsA and FK are qualitatively similar in their action on 

CN and events downstream of CN, these drugs are quantitatively 

different. I hypothesized that differential inhibition of CN was one 

molecular basis for the greater molar potency of FK versus CsA. To 

test this hypothesis, I compared their 50% inhibiting concentrations for 

CN phosphatase activity and two events downstream of CN.

I. Inhibition of NFATC2 dephosphorylation and IFN ŷ 

secretion

NFATC2 dephosphorylation and activation

The first step was to set up the Western blot system for 

NFATC2 in normal cells and to demonstrate the dephosphorylation of 

NFATC2 in immune cells activated in culture. I stimulated mouse T 

cells with 0.5 pM, 1 pM, 2 pM or 10 pM ionomycin for 5 min and 

examined NFATC2 dephosphorylation by Western analysis on a 6% 

SDS-PAGE gel. NFATC2 in unstimulated cells ran as one distinct 

band at -140 kD. Following stimulation by ionomycin, NFATC2 was 

serine-dephosphorylated by CN and there was a downward shift of the 

band to -120 kD (Figure 7). The band also became more diffuse and 

this was likely a result of the different phosphorylation states of 

NFATC2. I also explored the activation of NFATC1, another member 

of the NFATC family. Three distinct bands in unstimulated cells

62

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



became smeared following ionomycin stimulation (Figure 8). The 

detection of multiple bands by this antibody may represent cross­

reactivity with other NFATC family members or may reflect the greater 

number of isoforms for NFATC1. I also examined the time course for 

NFATC2 dephosphorylation following ionomycin stimulation of mouse 

spleen cell suspensions. SCS were stimulated with 2 jiM of ionomycin 

and harvested at 1, 2, and 4 hours. I found that the dephosphorylation 

of NFATC2 remained stable over 4 hours (Figure 9).

The stimulation of cells with a calcium ionophore is 

unphysiologic. Consequently, I explored the effect of anti-CD3 

antibody - a more physiologic stimulus - on NFATC2 in mouse spleen 

cells. SCS were stimulated with 0.5 pg/mL, 1.5 ng/mL, or 4.5 ng/ml_ of 

anti-CD3 antibody for 1 hour and NFATC2 was analyzed in whole cell 

extracts, lonomycin-stimulated SCS were included for comparison. I 

found that the effects of anti-CD3 stimulation were comparable to 

those with ionomycin (Figure 10). Subsequent examination of the time 

course (0.5, 1, 2, 4 h) for stimulation of spleen cell suspensions by 1.5 

ng/mL anti-CD3 showed that the activation/dephosphorylation of 

NFATC2 was also stable over 4 hours (Figure 11).
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Inhibition of NFATC2 dephosphorylation by CsA and FK

To determine the effect of CsA on NFATC2 dephosphorylation, I 

treated enriched mouse T cells with 0, 1, 10, 100, or 1000 ng/mL CsA 

for 30 min and then stimulated with 2|*M of ionomycin for 5 min. As 

expected, increasing concentrations of CsA inhibited the 

dephosphorylation of NFATC2 and subsequently the downward shift of 

the band (Figure 12). Inhibition of NFATC2 dephosphorylation by CsA 

was complete and the IC50 was 17.6 ng/mL (95% Cl 4-68 ng/mL). I 

then examined the effect of CsA on mouse SCS under the same 

conditions. The same pattern of expression was observed, with an 

IC50 of 7.1 ng/mL (Figure 13). The IC50 for CsA in human T cells was 

previously determined to be 20 ng/mL (95% Cl 15-26 ng/mL) (261).

I also examined the effects of FK on NFATC2 in mouse T cells, 

comparing them to CsA. Enriched populations of mouse T cells were 

treated with 0, 0.01, 0.1, 1, 10, or 100 ng/mL FK for 30 minutes and 

then stimulated with 2 ionomycin for 5 min. NFATC2 in whole cell 

extracts was analyzed by Western blot. I found that FK inhibited 

NFATC2 dephosphorylation in a manner similar to CsA, except that the 

IC50 was lower (0.7 ng/mL, 95% Cl 0.2-2.2 ng/mL) (Figure 14). I also 

looked at the effect of FK on NFATC2 in human T cells under the same 

conditions and found a similar pattern, with an IC50 of 0.1 ng/mL 

(Figure 15). Thus both CsA and FK completely inhibit NFATC2
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dephosphorylation in a concentration-dependent manner; however, the 

IC50s for FK were approximately 24- to 70-fold lower than those for 

CsA.

Inhibition of IFN-y

Next I explored the inhibition of IFN-y secretion by FK in human 

PBL and mouse spleen cell suspensions in culture. PBL or spleen cell 

suspensions were treated with increasing concentrations of FK for 30 

minutes prior to stimulation with 5 pM ionomycin for 4 hours. Cultures 

were then spun down and the supernatant collected for analysis of 

IFN-y by ELISA. Inhibition of IFN-y secretion by FK was complete, with 

an IC50 of 0.22 ng/mL (95% Cl 0.14-0.34 ng/mL) in human PBL and 

0.1 ng/mL (95% Cl 0.04-1.4 ng/mL) in mouse spleen cell suspensions 

(Figure 16). The IC50s for FK were approximately 32- and 60-fold 

lower than those for CsA (261).

II. Inhibition of CN Activity

I then examined the ability of FK to inhibit CN phosphatase 

activity in mouse spleen cells and human PBL in culture. SCS or PBL 

were treated for 30 minutes with FK and CN inhibition was assessed in 

whole cell extracts. Similar to NFATC2 dephosphorylation and IFN-y 

secretion, FK inhibited CN phosphatase activity in a concentration
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dependent manner (Figure 17). The IC50 for FK in PBL was 0.23 

ng/mL (95% Cl 0.07 -  0.75 ng/mL), which was 43-fold higher than that 

for CsA (262). Under these conditions, SCS were minimally inhibited 

by FK and an IC50 could not be reasonably determined (Figure 18).

In contrast to the two downstream events, the inhibition of CN 

activity was incomplete at saturating concentrations of FK. To 

determine whether this was also the case in other cell types, I 

assessed the inhibition of CN by FK and CsA in human whole blood 

and mouse whole blood. Whole blood was collected from healthy 

volunteers by venous puncture or from mice by cardiac puncture. 

Whole blood was treated with 500 ng/mL of FK or 1000 ng/mL of CsA 

for 30 minutes at 37°C and whole cell extracts were analyzed for CN 

activity. As in human PBL and mouse SCS, CN phosphatase activity 

was incompletely inhibited by FK and CsA in human and mouse whole 

blood. Furthermore, with the exception of human whole blood, FK 

generally inhibited less CN phosphatase activity than CsA. Thus 

incomplete CN inhibition was not cell- or species-specific and occurred 

with both drugs (Table 2, Chapter 4). The incomplete inhibition of CN 

activity by CsA and FK is examined in greater detail in the next 

chapter.
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FK inhibition of CN in human whole blood

This laboratory has previously shown that CN activity is only 

partially inhibited in transplant patients on CsA therapy (263;264). I 

subsequently examined the effect of FK on CN activity in patients just 

starting FK-based immunosuppression. First, to establish an in vitro 

frame of reference, I determined the IC50 of FK in human whole blood. 

I treated 0.5 mL of human whole blood with increasing concentrations 

of FK for 30 min at 37°C and assessed CN activity in whole cell 

lysates. The in vitro IC50 of FK in human whole blood was 12.7 ng/mL 

(n=5, 95% Cl 8.9 -  18.1 ng/mL) and the maximum CN inhibition 

averaged 75%, ranging from 73-79% (Figure 19). To evaluate the 

effect of FK on CN in vivo, CN activity was assessed in whole blood 

from transplant patients before and after starting FK-therapy. Samples 

were collected pre-FK, 1 hour post-FK (peak), and 12 hour post-FK 

(trough). In both patients, CN activity was inhibited approximately 40% 

at peak (39.4 ng/mL) and at trough (12.5 ng/mL, 14 ng/mL) (Figure 

20).

Inhibition of CN by FK in vivo in mice

This laboratory has previously shown the effects of CsA in vivo. 

Blood and tissue levels of CsA peaked at 1 h, concomitant with the
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greatest inhibition of CN activity. In addition, the accumulation of CsA 

and the inhibition of CN activity was greatest in the kidney and liver 

(Kung et al submitted). There have not been any in vivo studies of FK 

examining the relationship between FK levels and CN inhibition. I 

hypothesized that the dynamics and kinetics of FK would be similar to 

that of CsA.

BALB/c mice were fed by oral gavage 10 mg/kg of FK dissolved 

in PEG400. Tissues were then harvested at 0 h, 0.5 h, 1 h, 2 h, 4 h, 

24 h, 48 h, and 72 h. Tissues from four mice were pooled for analyses 

of CN activity and FK levels. CN activity was calculated as the 

percentage of CN activity at 0 h and levels of FK were expressed as 

nanograms of FK per gram of wet weight tissue. FK levels were 

determined by Isotechnika using an ELISA-based assay. Due to the 

high cost of determining FK levels, only whole blood, spleen, and 

kidney were examined. Similar to CsA, levels of FK peaked at 1 h and 

were significantly higher in kidney compared to spleen or whole blood 

(Figure 21). The inhibition of CN also correlated with FK levels. It is 

not clear why there were still significant levels of FK in the kidney at 48 

h and 72 h, particularly since CN activity had essentially recovered at 

these time points.

68

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



ionomycin (|uM)

i = >

Figure 7. NFATC2 dephosphorylation in mouse T cells following 

ionomycin treatment. Western blot of NFATC2 enriched populations 

of mouse T cells unstimulated or stimulated with 0.5 pM, 1 pM, 2 pM, 

or 10 pM ionomycin for 5 minutes. Whole cell extracts were run on a 

6% SDS-PAGE, electrotransferred to nitrocellose membrane and 

immunoblotted with anti-NFATC2 antibody. In unstimulated (US) cells, 

NFATC2 is phosphorylated and runs at -140 kD (black arrow). 

Following treatment with ionomycin, NFATC2 is dephosphorylated 

NFATC2 and runs at -120 kD (white arrow). This experiment was 

performed once.
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Figure 8. Western of NFATC1 in mouse spleen cells following 

ionomycin stimulation. NFATC1 in unstimulated (US) spleen cells is 

detected as three distinct bands (black arrows). Following stimulation 

with 2 (iM ionomycin for 5 minutes (iono), NFATC1 is 

dephosphorylated and there is a downward smear of the bands (white 

arrows). This experiment was performed once.
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Figure 9. Time course for ionomycin stimulation of spleen cell 
suspensions. Mouse spleen cell suspensions were stimulated with 2 

liM of ionomycin for 1, 2, or 4 hours. Whole cell extracts were run on a 

6% SDS-PAGE, electrotransferred to nitrocellose membrane and 

immunoblotted with anti-NFATC2 antibody. The shift of NFATC2 band 

from -140 kD (black arrow) in unstimulated cells to -120 kD (white 

arrow) in stimulated cells is stable for at least 4 hours. This experiment 

was performed once.
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Figure 10. NFATC2 dephosphorylation follow ing stimulation of 

spleen cell suspensions by anti-CD3 antibody. Spleen cells were 

stimulated with 1.5, 1.5, or 4.5 pg/mL of anti-CD3 antibody for 1 hour 

and NFATC2 was analyzed in whole cell extracts on a 6% SDS-PAGE. 

Ionomycin (2 pM) stimulation was included as a positive control for 

stimulation. Graph above blot depicts densitometric analysis of 

NFATC2: the Y-axis represents the value of the upper band (black 

arrow, A) over the total value of the upper (black arrow, A) and lower 

(white arrow, B) bands. This experiment was performed once.

72

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



O R

Ratio 
A/(A+B) 04

US iono 0.5 h 1 h 2 h 4 h

anti-CD3

Figure 11. Time course for NFATC2 dephosphorylation by anti- 

CD3 antibody in spleen cells. Spleen cells were stimulated with 1.5 

ng/mL of anti-CD3 antibody for 1, 2, or 4 hours and NFATC2 was 

analyzed in whole cell extracts on a 6% SDS-PAGE. Ionomycin (2 pM, 

4 h) stimulation was included as a positive control for stimulation. 

Graph above blot depicts densitometric analysis of NFATC2: the Y- 

axis represents the value of the upper band (black arrow, A) over the 

total value of the upper (black arrow, A) and lower (white arrow, A) 

bands. This experiment was performed once.
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Figure 12. CsA inhibition o f NFATC2 dephosphosphorylation in 

ionomycin-stimulated mouse T cells. Enriched mouse T cell 

populations were treated for 30 minutes with CsA followed by 

stimulation with ionomycin (2 pM) for 5 minutes. Unstimulated cells not 

treated with CsA were also included as a control. NFATC2 was 

analyzed in whole cell extracts on a 6% SDS-PAGE. Graph above blot 

depicts densitometric analysis of NFATC2: the Y-axis represents the 

value of the upper band (black arrow, A) over the total value of the 

upper (black arrow, A) and lower (white arrow, B) bands. This 

experiment is representative of two independent experiments.
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Figure 13. Inhibition of NFATC2 dephosphosphorylation by CsA 

in ionomycin-stimulated mouse spleen cell suspensions. Spleen 

cell suspensions were treated for 30 minutes with CsA followed by 

stimulation with ionomycin (2 (iM) for 5 minutes. Unstimulated cells not 

treated with CsA were also included as a control. NFATC2 was 

analyzed in whole cell extracts on a 6% SDS-PAGE. Densitometric 

analysis of NFATC2 (the upper band (black arrow) over the total of the 

upper (black arrow) and lower (white arrow) bands) was done to 

calculate the IC50. This experiment is representative of two 

independent experiments.
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Figure 14. Inhibition o f NFATC2 dephosphosphorylation by FK in 

ionomycin-stimulated mouse T ceils. Enriched mouse T cell 

populations were treated for 30 minutes with FK followed by 

stimulation with ionomycin (2 fiM) for 5 minutes. Unstimulated cells not 

treated with FK were also included as a control. NFATC2 was 

analyzed in whole cell extracts on a 6% SDS-PAGE. Densitometric 

analysis of NFATC2 (the upper band (black arrow) over the total of the 

upper (black arrow) and lower (white arrow) bands) was done to 

calculate the IC50. This experiment is representative of two 

independent experiments.
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Figure 15. FK inhibits NFATC2 dephosphosphorylation in human 

T cells stimulated with ionomycin. T cells were treated for 30 

minutes with FK followed by stimulation with ionomycin (2 pM) for 5 

minutes. Unstimulated cells not treated with FK were also included as 

a control. NFATC2 was analyzed in whole cell extracts on a 6% SDS- 

PAGE. Densitometric analysis of NFATC2 (the upper band (black 

arrow) over the total of the upper (black arrow) and lower (white arrow) 

bands) was done to calculate the IC50. This experiment is 

representative of two independent experiments.
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Figure 16. FK inhibits IFN-y secretion. Human PBL (a) or mouse 

spleen cells (b) were treated for 30 minutes with FK followed by 

stimulation with ionomycin (5 pM) for 4 hours at 37°C. IFN-y 

concentrations in the supernatant were determined by ELISA and 

plotted against the FK concentration on GraphPad Prism. These 

experiments are representative of two independent experiments.
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Figure 17. FK inhibits CN phosphatase activity in a 

concentration-dependent manner in human PBL. Human PBL 

were treated for 30 minutes with FK followed at 37°C. CN 

phosphatase activity was determined against a synthetic 19 amino acid 

peptide and plotted against the FK concentration. This graph 

represents four independent IC50 determinations.
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Figure 18. FK minimally inhibits CN phosphatase activity in 

mouse spleen cells. Spleen cells were treated for 30-60 minutes with 

FK at 37°C. CN phosphatase activity was determined against a 

synthetic 19 amino acid peptide and plotted against the FK 

concentration. This graph represents three independent IC50 

determinations.
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Figure 19. FK inhibits CN phosphatase activity in human whole 

blood in vitro. Whole blood was treated for 30 minutes with FK at 

37°C. CN phosphatase activity was determined against a synthetic 19 

amino acid peptide and plotted against the FK concentration. Graph 

depicts the average of five independent experiments. This graph 

represents six independent IC50 determinations.
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Figure 20. CN activity is inhibited in transplant patients following 

commencement of FK-therapy. Whole blood was collected before 

the first dose of FK, after 1 h post-dose (peak), and after 12 h post­

dose (trough). Two patients were examined and CN activity was 

expressed as a percentage of CN activity before the first FK dose.
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Figure 21. Inhibition o f CN by FK in vivo in mice. Mice were fed 

10 mg/kg of FK by oral gavage and tissues were harvested at 0 h, 0.5 

h, 1 h, 2 h, 4 h, 24 h, 48 h, and 72 h. Tissues were homogenized in 

lysis buffer for the CN assay or in PBS for determination of drug levels. 

Spleen cell suspensions were lysed in lysis buffer. CN activity (bars) 

was calculated as a percentage of the activity at 0 h. The amount of 

FK (lines) in tissue homogenates was determined and expressed as 

nanograms per gram of tissue. There were 4 mice per time point and 

tissues were pooled for analyses.
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Chapter Four

Exploring the basis for the incomplete inhibition of CN 

phosphatase activity by CsA and FK

A version of this chapter has been accepted for publication.

Kung, L. and Halloran, P.F. Immunophiiins may limit calcineurin 
inhibition by cyclosporine and tacrolimus at high drug concentrations. 

Transplantation 70(2):327-35, 2000.

A version of this chapter has been submitted for publication.

Kung, L., Batiuk, T.D., Noujaim, J., Palomo, S., Helms, L.M., and 
Halloran, P.F. Tissue distribution of calcineurin and its sensitivity to 

inhibition by cyclosporine. American Journal of Transplantation.
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In chapter three, I made the unexpected observation that CN activity 

could not be completely inhibited in the assay by CsA and FK in 

particular tissues. This was in contrast to the complete inhibition of 

events downstream of CN, namely NFATC2 dephosphorylation and 

IFN-y secretion. I explored a number of possible bases for the 

incomplete CN inhibition in the assay, beginning with some of the 

technical aspects of the assay.

I. Determining the basis for incomplete CN inhibition

The drug-immunophilin complexes are not competitive inhibitors 

of CN; they do not inhibit the dephosphorylation of small peptide 

substrates and even enhance the activity of CN against certain 

substrates, namely PNPP. Subsequently, I determined whether the 

incomplete CN inhibition in the assay was substrate dependent. I 

compared the inhibition of CN phosphatase activity against the Ru 

peptide with that against an unrelated 31 amino acid substrate derived 

from an analogue of protein phosphatase inhibitor peptide (a generous 

gift from Dr. C. Holmes, University of Alberta, Edmonton, Canada). 

Human PBL were treated in culture with 0, 0.1, 1, 10, or 100 ng/mL FK 

and whole cell extracts were assayed for CN activity against the 

serine-phosphorylated 31-mer peptide. As with the 19-mer, inhibition
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of CN activity by FK was incomplete (Figure 22). Thus the lack of 

complete inhibition by FK was not specific for the Rn peptide.

I then tested the specificity of the assay system. Rapamycin is 

an immunosuppressive drug that binds FKBP but does not inhibit CN. 

SDZ (kindly provided by Novartis Canada) is a CsA analogue that 

binds CyP but does not inhibit CN. Thus as competitors for FKBP and 

CyP, rapamycin and SDZ specifically reverse the inhibition of CN 

phosphatase activity by FK and CsA, respectively, and can be used to 

confirm the specificity of the assay system. PBL were treated with 0, 

0.1, 1, 10, or 100 ng/mL FK for 30 min at 37°C, after which rapamycin 

(1000 ng/mL) or SDZ (100000 ng/mL) was added to the culture for 

another 30 min. Whole cell extracts were analyzed for CN activity. 

Rapamycin but not SDZ specifically reversed the inhibition of CN by 

FK, confirming the specificity of this assay system (Figure 23). 

Reversal occurred whether rapamycin was added to the culture before 

or after FK (Figure 24). Interestingly, I found that rapamycin could 

reverse FK inhibition of CN phosphatase if added in culture but not if 

added to the assay (Figure 25). This laboratory has also shown that 

SDZ reverses CsA but not FK inhibition of CN when added in culture or 

in assay (Noujaim and Halloran, unpublished results).

I hypothesized that more time may be required for the drug- 

immunophilin-CN complexes to reach equilibrium in the assay. To test
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this hypothesis, I incubated lysates from untreated cells with 500 

ng/mL FK for 5 minutes at 37°C prior to addition of the peptide 

substrate. CN activity in these lysates was compared to that in lysates 

that were assayed without the pre-incubation. I found that the pre­

incubation did not result in complete inhibition of CN activity by FK in 

the assay (Figure 26). Since the assay was initially demonstrated with 

Jurkat T cells, I assessed the FK inhibition of CN activity in these cells. 

I found that the inhibition of CN by FK in these cells was essentially 

complete (Figure 27).

To determine whether the incomplete inhibition of CN by FK 

was a result of in culture treatment, I fed mice with 0, 10, or 25 mg/kg 

of FK and assayed the CN activity in whole blood, spleen cell 

suspensions, spleen homogenates, and kidney homogenates at 1 hour 

post dose (when FK levels in the blood peak). I found that FK 

inhibition of CN was still incomplete and this was not a result of loss of 

FK during the extraction process, since additional FK added directly to 

the assay did not increase CN inhibition (Figure 28). Thus the lack of 

complete inhibition of CN by FK was not due to in culture treatment of 

cells.

I hypothesized that immunophilins are limiting in the assay. To 

test this hypothesis, I added increasing concentrations of recombinant 

FKBP12 to the assay buffer. The addition of 1000 nM FKBP12 to the
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assay buffer along with 500 ng/mL of FK resulted in near complete 

inhibition of CN phosphatase activity in human PBL, mouse spleen cell 

suspension, mouse whole blood, and mouse brain homogenate. (Table 

3). Furthermore, the effect of FKBP12 was concentration dependent 

(Figure 29). CN inhibition by CsA was incomplete in mouse heart and 

brain. I subsequently examined whether CsA inhibition of CN could be 

increased with exogenous CyPA in mouse brain and heart 

homogenates. Similar to FKBP12, CyPA (1000 nM) increased the CN 

inhibition by CsA (1000 ng/mL) in both tissues (Figure 30). These 

findings were surprising since immunophilins have been long thought 

to not be limiting for CsA and FK inhibition of CN.

To determine whether immunophilins might be lost during the 

extraction process and thus become limiting in the assay, I compared 

CN inhibition by CsA and FK in entire cell lysates (extract supernatant 

plus extract pellet) and extract supernatant. The degree of inhibition in 

the entire lysate was no greater than that in the extract supernatant, 

suggesting that limiting FKBP12 is not a result of protein loss during 

the extraction process (Figure 31). However while the physical loss of 

immunophilins is unlikely, there might still be functional loss.

To determine the FK concentration at which FKBP12 becomes 

limiting, I assessed inhibition of CN phosphatase activity in PBL treated 

in culture with 0, 0.1, 1, 10, or 100 ng/mL FK and performed the assay
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with or without exogenous FKBP12. I found that exogenous FKBP12 

increased inhibition of CN phosphatase activity only at the higher 

concentrations of FK (Figure 32). Thus at these high drug 

concentrations, FK is present in the system but is unable to inhibit CN 

phosphatase activity until sufficient FKBP 12 is added.

II. Differential inhibition of CN in different tissues

From the initial survey of CN inhibition by FK in tissues (Table 

3), I hypothesized that the degree of maximal CN inhibition by FK may 

vary among tissues and contribute to the clinical effects of FK. To test 

this hypothesis, I determined the maximum inhibition of CN by FK 

(1000 ng/mL) in mouse spleen, kidney, heart, liver, and brain in the 

absence and in the presence of exogenous FKBP12. I found the 

greatest degree of inhibition in liver and the lowest degree in the brain. 

Furthermore, CN inhibition in all tissues could be increased to near 

completion with exogenous FKBP12 (Table 2). This laboratory has 

also shown a similar pattern of CN inhibition in mouse tissue 

homogenates for CsA (Kung et al submitted).

Since FKBP12 was limiting only at high FK concentrations in 

PBL (previous section), I determined whether this was also the case 

for mouse tissues. CN activity in spleen, kidney, liver, heart, and brain 

homogenates was assessed over a range of 0 -  1000 ng/mL FK in the
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presence or absence of exogenous FKBP12. As in human PBL, I 

found that FKBP12 was limiting only at high drug concentrations. 

However, when the IC50s were calculated, I was surprised to find that 

the IC50s for FK were in the same range as those for CsA (Table 4). 

This was in contrast to the data presented in chapter two, where the 

molar potency of FK was 25- to 80-fold greater than CsA in culture in 

PBL suspensions.

One difference between the experiments in chapter three and 

those presented in this chapter was that drug exposure occurred either 

before (chapter three) or after (this chapter) cell disruption; that is, 

intact cells (chapter three) or cell lysates (this chapter) were treated 

with drug. It may also be a difference between cells vs. organs. To 

address these hypotheses, I assessed CN activity in PBL that were 

either exposed to FK in culture or that were lysed and the extracts 

were exposed to FK in the assay. Interestingly, maximum inhibition of 

CN by FK was greater if intact cells were treated than if extracts from 

disrupted cells were treated. Furthermore, exogenous FKBP12 

increased CN inhibition regardless if FK treatment occurred before or 

after cell lysis (Figure 33). When the IC50s were calculated for intact 

cells vs. cell lysates, I found a 10-fold difference. If drug exposure 

occurred prior to cell disruption, the IC50 was 2 ng/mL (95% Cl 1-3 

ng/mL). If drug exposure occurred after cell disruption, the IC50 was
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19 ng/mL (95% Cl 12-28 ng/mL). Finding this difference with FK, I 

explored whether this also occurred with CsA and repeated the 

experiment with CsA. Interestingly, I found that the curves for CsA 

over-lapped (Figure 33). That is, the IC50 of CsA was the same 

regardless of whether drug exposure was pre- (16 ng/mL, 95% Cl 12- 

22 ng/mL) or post-disruption (29 ng/mL, 95% 22-38 ng/mL).

III. Immunophilins in tissues

Our laboratory has proposed the hypothesis that the tissue 

distribution of CsA and the relative ratio of CN to active CyPs 

contribute to the clinical effects of the drug (Kung et al, submitted). 

The abundance of immunophilins in the tissue may be a factor in the 

accumulation of CsA as well as the maximum degree of CN inhibition 

by CsA in the tissue. This laboratory and others have shown that CN 

activity varies among tissues (265;266)(Kung et al submitted). CN 

activity is greatest in the brain (-200 % peptide hydrolyzed/min/mg 

protein) and ranges from 5 - 2 5  % peptide hydrolyzed/min/mg protein 

in the spleen, kidney, heart, and liver. The maximum CN inhibition by 

CsA and FK varies between the two drugs. CsA inhibits most of the 

CN in spleen, liver, and kidney (at least 80%); on the other hand, FK 

inhibits only about half in the same tissues (Table 3). I hypothesized 

that the maximal degree of CN inhibition by CsA or FK is determined in 

part by the relative abundance of active immunophilins in the tissue.

91

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



That is, the present data would suggest that there is generally more 

active cyclophilin than active FKBP in the spleen, liver, heart, and 

kidney. To test this hypothesis, I examined the relative abundance of 

CyPA and FKBP12 in spleen, kidney, heart, liver, and brain by 

Western blot. The wet weights of tissues were determined and tissues 

were homogenized in RIPA buffer (1 g/3 mL). Except for brain (5 pL), 

the same volume of tissue extracts (10 pL) was loaded on a 12% SDS- 

PAGE gel.

The protein expression of FKBP12 and CyPA differed among 

the tissues examined (Figure 34). With the exception of brain, 

FKBP12 was barely detectable in spleen, kidney, liver, and heart (less 

than 0.2 pg/10 pL extract). In contrast, CyPA was greater than 0.2 

pg/10 pL extract in all tissues. The finding that the protein expression 

of FKBP12 was less than that of CyPA is in agreement with the 

observed differences in maximum CN inhibition by CsA and FK. That 

is, the lesser degree of maximum CN inhibition by FK compared to 

CsA had suggested that FKBP12 would be more limiting in the tissues 

than CyP. However, I only examined FKBP12 and CyPA. Although 

these are the major isoforms, there are other FKBP and CyP that can 

inhibit CN, vary in tissue expression, and contribute to the effect of 

CsA and FK.

92

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



0 0.1 1 10 100 CsA FK

FK concentration (ng/mL)

Figure 22. Lack of complete inhibition by FK and CsA is not 

substrate-specific. CN phosphatase activity against a serine- 

phosphorylated 31-mer peptide was measured in extracts from human 

PBL treated with FK in culture for 30 min at 37°C. Maximal inhibition of 

CN phosphatase activity was determined by adding CsA (1000 ng/mL) 

or FK (500 ng/mL) to the assay buffer. This experiment was performed 

twice.
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Figure 23. The specificity of the assay system as illustrated by 

rapamycin reversal of FK inhibition of CN phosphatase activity.

Human PBL were treated with FK in culture for 30 min at 37°C followed 

by rapamycin or SDZ for another 30 minutes. Whole cell lysates were 

then assayed for CN activity, expressed as a percent of untreated PBL. 

This experiment was performed once.
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Figure 24. Rapamycin reversal of FK inhibition of CN 

phosphatase activity either before or after FK treatment. Human 

PBL were treated with FK only in culture for 60 min (FK only), FK for 

30 min followed by rapamycin for 30 minutes (FK+RAP), or rapamycin 

for 30 min followed by FK for 30 min (RAP+FK). This experiment was 

performed once.
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Figure 25. The reversal of FK inhibition of CN phosphatase 

activity by rapamycin. Human PBL were treated with FK in culture 

for 30 min and assayed in the absence (FK only) or presence (RAP 

assay) of added rapamycin in assay buffer, or PBL were treated with 

FK for 30 min followed by rapamycin for 30 minutes and assayed 

without added rapamycin (RAP culture). This experiment was 

performed once.
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Figure 26. Pre-incubation with FK does not result in complete 

inhibition. Cell extracts from PBL were pre-incubated or not with FK 

for 5 min at 37°C. CN activity was calculated as a percent of the 

control, with no pre-incubation and no FK. This experiment was 

performed once.
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Figure 27. FK completely inhibits CN phosphatase activity in 

Jurkat T cells. Jurkat T cells were treated with FK for 30 min at 37°C 

and cell lysates were assayed for CN activity. CN activity was 

calculated as a percent of the control, with no FK. This experiment 

was performed twice.
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Figure 28. FK Inhibition of CN in mice in vivo. Mice were fed FK 

and tissues were harvested 1 h post does. Extracts from (a) whole 

blood, (b) spleen cell suspensions, (c) spleen homogenates, and (d) 

kidney homogenates were assayed for CN activity. CsA (1000 ng/mL) 

or FK (500 ng/mL) was added directly to the assay to determine the 

maximum inhibition by CsA and FK, respectively. CN activity was 

calculated as a percent of the control, with no FK. Each group 

consisted of four mice and samples were pooled for analysis.
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Figure 29. Exogenous FKBP12 specifically increases inhibition 

of CN by FK in a concentration-dependent manner. Human PBL 

were treated with CsA (1000 ng/mL) or FK (100 ng/mL) in culture and 

cell extracts were assayed for CN activity in the presence of increasing 

concentrations of exogenous FKBP12. CN activity was calculated as a 

percent of the control, with no CsA, FK, or FKBP12. This experiment 

was performed once.
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Figure 30. Inhibition of CN in mouse brain and heart 
homogenates is increased by exogenous CyPA. Extracts from 

mouse brain and heart homogenates were assayed for CN activity in 

the presence of CsA (1000 ng/mL) with or without added CyPA (1000 

nM). CN activity was calculated as a percent of the control, with no 

CsA or CyPA. This experiment was performed once.
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Figure 31. Comparison of inhibition of CN by CsA and FK in 

entire cell lysates and lysate supernatants. Mouse spleen cell 

suspensions were treated in culture with CsA (1000 ng/mL) or FK (100 

ng/mL) and entire lysates or lysate supernatants were assayed for CN 

activity. CN activity was calculated as a percent of the control, with no 

CsA or FK. This experiment was performed once.
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Figure 32. Comparison o f inhibition of CN by FK in the presence 

or absence of exogenous FKBP12. Human PBL were treated in 

culture with increasing FK and cell extracts were assayed for CN 

activity in the presence or absence of exogenous FKBP12. CN activity 

was calculated as a percent of the control, with no FK or FKBP12. 

This experiment was performed once.
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Figure 33. Inhibition of CN by CsA or FK in culture vs. in assay.
PBL were treated in culture with CsA or FK and assayed in the 

presence of exogenous CyPA or FKBP12 (intact). Alternatively, 

extracts of PBL were assayed in the presence of CsA or FK in the 

presence of CyPA or FKBP12 (disrupted). CN activity was calculated 

as a percent of the control, with no CsA or FK. CyPA (1000 ng/mL) or 

FKBP12 (1000 ng/mL) is added to the assay buffer. This experiment is 

representative of two independent experiments.
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Figure 34. Expression of immunophilins in mouse tissues.
Levels of FKBP12 (lanes 1-5) and CyPA (lanes 6-10) are determined 

by Western blot. Extracts from spleen (lanes 1 and 6), kidney (lanes 2 

and 7), heart (lanes 3 and 8), liver (lanes 4 and 9), and brain (lanes 5 

and 10) homogenized in RIPA buffer (1 g/ 3mL) were analyzed on a 

15% SDS-PAGE gel. Recombinant CyPA and FKBP12 were included 

for approximation of levels in tissue homogenates. 10 pL of tissue 

extract (except for brain, 5 pL) was loaded in each lane. These blots 

are representative of two separate runs.
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Table 2: Effect o f exogenous FKBP12 on FK inhibition of CN in different mouse tissues

control FK FK+FKBP

a
cpm

a
cpm

%
control

%
inhibition

a
cpm

%
control

%
inhibition

spleen cell b 
suspension 27180*766 19925* 108 73 27 1670* 52 6 94

brain
homogenate b 45765*373 34664 *  91 76 24 2936* 91 6 94

b
whole blood 10843* 690 5493 ± 174 51 49 353 * 5 3 97

aActual numbers from one experiment. Other experiments showed similar results.

b
EGTA: spleen cell suspension, 4980 ±81 cpm; brain homogenate, 1326 ±37 cpm 

§  mouse whole blood, 5163 ± 312 cpm



Table 3: The maximum inhibition of CN activity by FK in the 
presence or absence of endogenous FKBP12A

FK FK+FKBP
max % max %

Tissue inhibition inhibition

Spleen 42 95

Liver 60 95

Heart 49 94

Kidney 49 94

Brain 32 96

AThese data represent two or three independent determinations.
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Table 4: Comparison of in vitro IC50s of CsA and FK in mouse 
tissuesA

CsA FK
in vitro IC50 in vitro IC50

Tissue (95% Cl) (95% Cl)

48 ng/mL 44 ng/mL
Spleen (41-56) (30-64)

19 ng/mL 41 ng/mL
Liver (16-23) (36-47)

38 ng/mL 51 ng/mL
Heart (16-88) (39-68)

26 ng/mL 39 ng/mL
Kidney (21-32) (29-52)

AThese data represents two or three independent determinations.
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Chapter Five

Transforming Growth Factor (TGF) - p 

and Cyclosporine

A version of this chapter will be submitted for publication.

Kung, L., Loertscher, R., Melk, A., Sawitzki, B., Ramassar, V., and 
Halloran, P.F. The mechanism of cyclosporine is independent of 

transforming growth factor - p i.
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A number of studies have attempted to examine the relationship 

between CsA and TGF-pi. While some studies conclude no 

correlation between CsA and TGF-pi levels (267), other studies show 

stimulatory effects of CsA on TGF-pi (268). The study of TGFp 

presents some problems and its measurement is a topic of much 

debate (269). Many studies of TGF-pi are limited by the analytical 

technique used or the possibility of artefacts resulting from sample 

preparation. Subsequently, I addressed more carefully the question of 

the effect of CsA on the levels of both latent and active TGF-pi in vitro 

and in vivo.

The detection system, mode of TGF-pi activation, use of serum 

in the culture media, and the dilution of the sample for the assay have 

all been shown to affect the analysis of TGF-pi levels (270). 

Therefore, I used the R&D detection system (rated the highest), used 

serum free media where possible (various sources of serum are known 

to contain significant amounts of TGFp-1), and limited dilution of 

samples (to reduce the amplification of any errors in measurement). In 

analyzing clinical samples, I assessed TGF-pi in plasma rather than 

serum (since the clotting process results in the release of TGF-pi) and 

ensured that plasma samples were processed within 30 min of blood 

collection (mishandling of samples results in release of latent TGF-pi,
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Figure 35). For mishandled samples where TGF-pi levels are high, 

platelet factor (PF) -  4 may be used to correct for ex vivo TGF-pi 

release (271 ;272).

I. Spleen cell suspensions in  vitro

I first determined whether mouse spleen cells could be induced 

to secrete TGF-pi in vitro. Spleen cells were harvested from BALB/c 

mice under sterile conditions and suspended at 1 million cells per mL 

in serum free culture media. Spleen cell suspensions were treated 

with 0, 10, or 1000 ng/mL of CsA for 30 min and stimulated for 48 

hours with anti-CD3 antibody (5 pg/mL), PMA (10 ng/mL), ionomycin 

(0.5 pM), or PMA (10 ng/mL)/ionomycin (0.5 pM). I measured TGF-pi 

in the cell supernatant by ELISA. The sandwich ELISA kit by R&D 

Systems detected only the active form of TGF-pi in both mouse and 

human TGF-pi. Consequently, latent TGF-p in the supernatant was 

acid-activated and calculated as the difference between total TGF-p 

(acid-activated sample) and active TGF-p (not activated sample). 

Media alone was assessed for active and latent TGF-pi and neither 

was detected. We did not observe induction or activation of TGF-pi 

secretion under any condition of stimulation. Furthermore, CsA 

treatment did not result in secretion of active or latent TGF-p 1 by
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stimulated or unstimulated cells (Figure 36). As a control to ensure the 

cells in the system were viable, I also analyzed IFN-y secretion by 

these cells. In contrast to TGF-p secretion, IFN-y secretion was 

induced by stimulation and inhibited by CsA (Figure 37). Thus, mouse 

spleen cell suspensions could not be induced to secrete active or 

latent TGF-p1 following stimulation or CsA treatment in vitro.

II. Peripheral blood leukocytes in vitro

I then determined whether human PBL could be induced to 

secrete TGF-p 1 in vitro. PBL were purified from buffy coats under 

sterile conditions and suspended in RPMI with 5% pooled human 

serum at 2 million per mL. RPMI+serum was used because I found 

that serum free media induced TGF-p secretion by resting PBL, 

resulting in even higher backgrounds (data not shown). Cells were 

stimulated with PMA (10 ng/mL)/ionomycin (0.5 pM) or anti-CD3 

antibody (5 pg/mL) at 37°C. TGF-p 1 protein in cell culture 

supernatants was assessed in cultures between 1 and 3 days. I found 

a time-dependent increase in levels of latent TGF-pi following 

stimulation with PMA/ionomycin but not anti-CD3 antibody (Figure 38). 

TGF-p 1 levels were below the level of detection without acid activation 

(data not shown).
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To determine whether CsA alone or in conjunction with 

stimulation induced TGF-pi secretion by human PBL, cell cultures 

were treated 0, 1, 10, 100, 1000, or 10000 ng/mL of CsA and 

stimulated or not with PMA/ionomycin or anti-CD3 antibody at 37°C. 

TGF-pi protein in culture supernatants was measured at 48 hours by 

ELISA. The level of TGF-pi protein was also not affected by CsA 

treatment (Figure 39). In contrast, CsA inhibited IFN-y secretion in 

stimulated cells (Figure 40).

I next determined whether PMA or ionomycin alone induced 

TGF-p1 secretion by human PBL. Cell cultures were stimulated with 

PMA alone (10 ng/mL), ionomycin alone (0.5 pM), or PMA (10 

ng/mL)/ionomycin (0.5 pM). TGF-p1 protein was measured at 48 

hours (ELISA). I found that PMA alone but not ionomycin alone 

induced TGF-pi secretion; furthermore, the induction by PMA alone 

was equivalent to that by PMA/ionomycin (Figure 41). As in the 

previous experiments, TGF-pi levels were undetectable without acid 

activation. Thus, PMA alone but neither anti-CD3 nor ionomycin alone 

induced the secretion of latent TGF-pi by human PBL. Furthermore, 

CsA did not induce nor increase latent TGF-p1 secretion.
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III. The effect of CsA on TGF-01 expression in mice in vivo

To examine whether CsA induced TGF-pi protein expression in 

vivo, BALB/c mice were fed CsA (100 mg/kg/day) and kidneys were 

harvested at 1 h, 4 h and 24 h after the first dose and at d 7 after daily 

dosing. Sham mice were fed olive oil daily and harvested on d 7. The 

expression of TGFpi mRNA in the kidney was assessed using the 

RNAse protection assay. Briefly, RNA was extracted from individual 

kidneys and hybridized overnight to the 32P-labeled anti-sense RNA 

probe that was synthesized from the supplied DNA template set (mCK- 

3 from PharMingen). Single-stranded RNA and free probe were 

digested by RNase A and T1. Protected RNA was phenolized, 

precipitated, and resolved on a 5% denaturing polyacrylamide gel. 

Kodak X-Omat AR film was exposed to the gel for 15 minutes with two 

intensifying screens at -70°C and the quantity of protected RNAs was 

determined using a phosphor imager. TGF-pi transcripts were 

identified by the length of the respective fragments. For quantitation, 

TGF-pi values were expressed as a percentage of the values of the 

housekeeping gene glyceraldehyde-3-phosphate dehydrogenase 

(GAPDH) for each gel lane. Two mice were averaged per group. I 

found no change in the expression of TGF-pi mRNA in mice fed a high 

dose of CsA daily for 7 days (Figure 42). I confirmed these results 

using real time PCR (Taqman) (Figure 43). Three (4 h, d 1, d 7) or
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eight (sham, 1 h) mice were averaged per group and TGF-p1 mRNA 

expression was normalized to p-actin and expressed relative to the 

sham (vehicle-treated) mice.

Although I did not find any induction of TGF-pi mRNA by CsA 

up to d 7, it was possible that CsA treatment resulted in the activation 

of latent TGF-pi. To examine this possibility, I stained for active TGF- 

P1, latent TGF-pi, and collagen IV in frozen kidney sections. The 

TGF-pi antibodies that I chose to use have been previously shown to 

distinguish between the active and latent forms of TGF-pi using 

immunofluorescence in frozen sections of mouse mammary gland 

(247;273;274).

Cisplatin is a chemotherapeutic agent that also induces kidney

injury (275) and thus could serve as a positive control for the staining

system. Frozen sections of kidneys from mice injured with cisplatin (20

mg/kg, d 7; contributed by Joan Urmson) were stained with either

normal isotype control or TGF-pi specific antibodies. Staining

conditions (incubation time, blocking, etc.) were systematically

adjusted until there was little or no staining with the normal isotype

control compared with the specific antibodies. As shown in Figure 44,

the normal goat IgG gave some light nonspecific staining which

increased slightly with cisplatin treatment. In comparison, the specific

antibody for latent TGF-pi gave moderate tubular staining that
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increased intensely following cisplatin treatment (Figure 45). This 

specific tubular staining is particularly evident when the section is 

examined at a higher magnification (Figure 46). In contrast to the 

normal goat IgG, normal chicken IgY gave very little if any background 

staining in both the sham and cisplatin-treated sections (Figure 47). 

Tubules in the cisplatin-treated kidneys were slightly more stained by 

the antibody specific for active TGF-p than the sham-treated kidneys 

(Figures 48 and 49).

I then examined the effect of CsA on the in vivo protein 

expression of TGF-pi. Mice were fed 100 mg/kg of CsA daily for 7 

days. Kidneys were harvested post-dose at 1 h, 4 h, d 1, and d 7. 

Frozen kidney sections were stained with antibodies specific for latent 

TGF-p1 (Figures 50 and 51) or active TGF-pi (Figures 52 and 53). 

Only sham, 4 h, d 1, and d 7 sections are shown. Unlike with cisplatin 

treatment, there was no increase in tubular staining for both latent and 

active TGF-pi over the 7 days of CsA treatment. Thus, CsA does not 

increase the protein expression of latent or active TGF-pi over a 

period of 7 days.
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IV. The effect of immunosuppressive regimens on TGF-01 

levels in humans.

I also conducted a human population study examining TGF-p 

levels in relationship to the actions of immunosuppressive drugs and to 

determine whether there are higher TGF-p levels in patients on CN- 

inhibitor therapy compared to patients on other immunosuppressive 

therapies. I collected whole blood from patients and normal volunteers 

and measured active (unactivated sample) and total (acid-activated 

sample) TGF-pi levels in the plasma. The assessment of TGF-pi in 

serum is not recommended because the majority of TGF-pi detected 

in serum is released from platelets during the clotting process (270). 

All blood was collected using EDTA as an anticoagulant and 

processed within 30 minutes of collection. These are measures that 

have been shown to reduce the ex vivo induction of TGF-pi. The level 

of platelet factor 4 (PF-4) was also measured in the same samples to 

control for changes in TGF-pi due to sample mishandling and ex vivo 

platelet degranulation. This method of correction has been previously 

validated (271).

The average level and range of total plasma TGF-pi in the 

normal group (7.3 ± 3.5 ng/mL) was comparable to those previously 

published (271 ;276). Furthermore, TGF-pi levels in transplant

patients did not differ from the normal population (Figure 54, Table 5).
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The average in patients on CN-inhibitor therapy was 7.9 ± 5.3 ng/mL 

(1.6-23.4 ng/mL) while those on other immunosuppressive therapies 

had levels averaging 9.4 ± 9.3 ng/mL (2.7-43.5 ng/mL). Analysis of 

active TGF-01 in plasma also showed no significant difference 

between transplant patients on immunosuppression and the normal 

population (Figure 55, Table 5). Levels in normals, CN-inhibitor 

therapy patients, and other immunosuppressive therapy patients were 

44 ± 13 pg/mL, 37 ± 15 pg/mL, and 49 ± 39 pg/mL, respectively (Table 

5). Measurement of PF-4 levels in the same samples showed no 

significant variation (Figure 56). These data is in agreement with other 

recent studies (267;276;277).
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Figure 35. Effect of time before between collection of whole 

blood and processing of plasma on TGF-J31 in human whole 

blood. Two tubes of whole blood were collected by venous puncture 

and the processing of plasma from whole blood was commenced 

either <30 min or 1 h after collection. Plasma samples were not acid- 

activated (panel A) or acid-activated (panel B) and assayed for TGF-pi 

levels. This experiment was performed once.
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Figure 36. CsA treatment and stimulation of spleen cell suspensions. Spleen cells were treated with 0,10, 

or 1000 ng/mL CsA for 30 min and then stimulated or not with anti-CD3 (5 Mg/mL), PMA (10 ngAnL)/lonomycin 

(0.5 MM), PMA (10 ng/mL), or ionomycin (0.5MM) for 48 hours. Cell culture supernatants were acid-activated and 

TGF- Pi was measured by ELISA. Each bar represents the mean of two separate determinations.
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Figure 37. The effect of CsA and stimulation on IFN-Y secretion by spleen cell suspensions. Spleen cells 

were treated with 0,10, or 1000 ngAnL CsA for 30 min and then stimulated or not with anti-CD3 (5 Mg/mL),

PMA (10 ng/mL)/ionomycin(0.5 PM), PMA (10 ng/mL), or ionomycin (0.5 pM) for 48 hours. IFN-y in cell culture 

^  supernatants was measured by ELISA. Each bar represents the mean of two separate determinations.
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Figure 38. Effect o f stimulation on latent TGF-pi secretion by 

PBL. PBL were cultured in RPMI + 5% FBS and stimulated or not with 

anti-CD3 (5 ng/mL) or PMA (10 ng/mL)/ionomycin (0.5 pM). Cell 

culture supernatants acid-activated, diluted 1/5, and analyzed for TGF- 

pi protein by ELISA at d 0, d 1 ,d 2, and d 3. Levels shown have been 

corrected for dilutions. This experiment was done once.
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Figure 39. The effect of CsA and stimulation on the secretion of TGF-P1 by PBL. PBL were 

treated with 0, 10, or 1000 ng/mL CsA and stimulated or not with anti-CD5 (5 ng/mL) or PMA (10 ng/mL)/ 
ionomycin (0.5 pM). Cell culture supernatants were acid-activated and analyzed for TGF-p 1 protein at 48 h. 

The background level of TGF-p 1 from the media alone was subtracted from all groups.
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Figure 40. The effect of CsA and stimulation on the IFN-? secretion by PBL. PBL were treated with

0,10, 1000 ng/mL CsA and stimulated or not with anti-CD3 (5 ng/mL ) or PMA 10 ng/mL/ionomycin (0.5 pM). 
Cell culture supernatants were analyzed for IFN-y protein at 48 h.

* denotes undetectable levels.
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Figure 41. Effect of PMA and ionomycin on TGF-01 secretion by 

PBL. PBL were stimulated or not with anti-CD3 (5 pg/mL), PMA alone 

(10 ng/mL), ionomycin alone (0.5 |iM), or PMA (10 ng/mL)/ionomycin 

(0.5 pM). TGF-01 levels were analyzed in cell culture supernatants at 

48 h by ELISA. The average of duplicate determinations is shown for 

each group. Background levels of TGF-01 from media alone have 

been subtracted from the values shown. This experiment was 

performed once.
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Figure 42. TGF-pi mRNA expression in vivo following CsA 

treatment. BALB/c mice were administered 100 mg/kg CsA daily for 7 

d. Kidneys were harvested at 1 h, 4 h, and d 1 after the first dose and 

at d 7 after daily dosing. Sham animals were treated daily with olive oil 

and harvested on d 7. Total RNA was extracted and RNase protection 

assays were performed as described. The gel (panel A) is 

representative of two mice. TGF-p 1 values were expressed as a 

percentage of GAPDH values and averaged for each time point (panel 

B). The Y-axes depict arbitrary Phosphor Imaging counts.
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Figure 43. TGF-01 mRNA expression in vivo following CsA 

treatment: analysis by real time PCR. BALB/c mice were 

administered 100 mg/kg CsA daily for 7 d. Kidneys were harvested at 

0 h, 1 h, 4 h, d 1, and d 7. Total RNA was extracted and real time PCR 

(Taqman) was performed as described. TGF-01 values were 

corrected using p-actin controls and groups were expressed relative to 

the sham. There were three or eight mice per group and mice were 

analyzed individually.
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Figure 44. Photomicrographs of negative control antibody 

staining matched for latent TGF-01 staining in mouse kidney.

Frozen sections from sham treated (panel A) and cisplatin treated 

(panel B) were stained with normal goat IgG. The medulla (m) and 

cortex (c) are indicated. Both panels are the same magnification 

(original 100X). Tissue sections from an experiment performed by 

Joan Urmson. These slides are representative of two separate 

staining experiments.
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Figure 45. Photomicrographs of latent TGF*f31 staining in mouse 

kidney. Frozen sections from sham treated (panel A) and cisplatin 

treated (panel B) were stained with goat anti-LAP (latent TGF-(31) 

affinity purified polyclonal antibody. The medulla (m) and cortex (c) 

are indicated. Both panels are the same magnification (original 100X). 

Tissue sections from an experiment performed by Joan Urmson. 

These slides are representative of two separate staining experiments.
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Figure 46. Magnification of latent TGF-pi staining in mouse 

kidney following cisplatin-induced injury. Frozen sections from a 

cisplatin treated mouse were stained with normal goat IgG (panel A) or 

goat anti-LAP affinity purified polyclonal antibody (panel B). Both 

panels are the same magnification (original 400X). Tissue sections 

from an experiment performed by Joan Urmson. These slides are 

representative of two separate staining experiments.
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Figure 47. Photomicrographs of negative control antibody 

staining matched for active TGF-p1 staining in mouse kidney.

Frozen sections from sham treated (panel A) and cisplatin treated 

(panel B) were stained with normal chicken IgY. The medulla (m) and 

cortex (c) are indicated. Both panels are the same magnification 

(original 100X). Tissue sections from an experiment performed by 

Joan Urmson. These slides are representative of two separate staining 

experiments.
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Figure 48. Photomicrographs of active TGF-01 staining in mouse 

kidney. Frozen sections from sham treated (panel A) and cisplatin 

treated (panel B) were stained with anti-TGF-pi affinity purified 

chicken polyclonal antibody. Both panels are the same magnification 

(original 100X). Tissue sections from an experiment performed by Joan 

Urmson. These slides are representative of two separate staining 

experiments.
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Figure 49. Magnification of active TGF-01 staining in mouse 

kidney following cisplatin treatment. Frozen sections from a 

cisplatin treated mouse were stained with normal chicken IgY (panel A) 

or anti-TGF-pi affinity purified chicken polyclonal antibody (panel B). 

Both panels are the same magnification (original 400X). Tissue 

sections from an experiment performed by Joan Urmson. These slides 

are representative of two separate staining experiments.
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Figure 50. Photomicrographs of latent TGF-pi staining in kidneys 

from mice administered CsA (sham and 1 h post-CsA). BALB/c 

mice were administered 100 mg/kg CsA daily for 7 d. Frozen sections 

from sham treated (panel A) and CsA treated (panel B) were stained 

with anti-LAP (latent TGF-p1) affinity purified goat polyclonal antibody. 

Sham kidney was harvested at d 7 while the CsA treated kidney was 

harvested at 1 h. The medulla (m) and cortex (c) are indicated. Both 

panels are the same magnification (original 100X). These slides are 

representative of two separate staining experiments.
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Figure 51. Photomicrographs of latent TGF-pi staining in kidneys 

from mice administered CsA (d 1 and d 7 post-CsA). BALB/c mice 

were administered 100 mg/kg CsA daily for 7 d. Frozen sections from 

CsA treated mice were stained with anti-LAP (latent TGF-p1) affinity 

purified goat polyclonal antibody. Kidneys were harvested at d 1 

(panel A) or d 7 (panel B). The medulla (m) and cortex (c) are 

indicated. Both panels are the same magnification (original 100X). 

These slides are representative of sections from three mice.
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Figure 52. Photomicrographs of active TGF-pi staining in kidneys 

from mice administered CsA (sham and 1 h post-CsA). BALB/c 

mice were administered 100 mg/kg CsA daily for 7 d. Frozen sections 

from sham treated (panel A) and CsA treated (panel B) were stained 

with anti-TGF-pi affinity purified chicken polyclonal antibody. Sham 

kidney was harvested at d 7 while the CsA treated kidney was 

harvested at 1 h. The medulla (m) and cortex (c) are indicated. Both 

panels are the same magnification (original 100X). These slides are 

representative of sections from three mice.
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Figure 53. Photomicrographs of active TGF-01 staining in kidneys 

from mice administered CsA (d 1 and d 7 post-CsA). BALB/c mice 

were administered 100 mg/kg CsA daily for 7 d. Frozen sections from 

CsA treated mice were stained with anti-TGFpi affinity purified chicken 

polyclonal antibody. Kidneys were harvested at d 1 (panel A) or d 7 

(panel B). The medulla (m) and cortex (c) are indicated. Both panels 

are the same magnification (original 100X). These slides are 

representative of sections from three mice.
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Figure 54. Determination of total TGF-f31 in plasma samples.

Plasma samples from patients or volunteers were processed from 

whole blood, acid-activated, and assayed for TGF-01 by sandwich 

ELISA. Patients and volunteers were grouped into three main groups 

(n=17 for each group): those on CN-inhibitor therapy, other (non-CN 

inhibitor) therapy, and no immunosuppressive therapy.
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Figure 55. Determination of total TGF-p1 in plasma samples.

Plasma samples from patients or volunteers were processed from 

whole blood and assayed for TGF-pi by sandwich ELISA. Patients 

and volunteers were grouped into three main groups (n=17 for each 

group): those on CN-inhibitor therapy, other (non-CN inhibitor) therapy, 

and no immunosuppressive therapy.
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Figure 56. Determination of platelet factor-4 in plasma samples.

Plasma samples from patients or volunteers were processed from 

whole blood and assayed for platelet factor-4 by sandwich ELISA. 

Patients and volunteers were grouped into three main groups (n=17 for 

each group): those on CN-inhibitor therapy, other (non-CN inhibitor) 

therapy, and no immunosuppressive therapy.
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Table 5. Comparison of TGFpi levels in transplant patients on CN-inhibitor or nonCN-inhibitor therapy 
with the normal population.

CN inhibitor therapy*

other therapy* 

no therapy*

total TGF-P1 (ng/mL) 

mean median stf*

active TGF-01 (pg/mL) 

mean median sdb

7.8 7.1 5.3 37 35 15

9.4 7.2 9.3 49 36 40

7.3 7.6 3.5 44 40 13

P=0.9522c P=0.1368c

a denotes n=17 
b denotes standard deviation 
c denotes Kruskal-Wallis test
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I. Summary

Although CsA and FK have been used clinically for the past two 

decades, questions remain about their mechanism(s) of action. What 

is the molecular basis for the quantitative differences between CsA and 

FK? Why are these drugs as effective and specific as they are when 

their target is a ubiquitously expressed enzyme? What determines the 

tissue-specific effects of the drugs? The objective of this thesis was to 

provide a better understanding of the mechanisms and the tissue- 

specific effects of CsA and FK in vivo.

To determine if the quantitative differences between CsA and 

FK could be explained by their differential inhibition of CN, I first 

compared the relative activities of FK versus CsA as CN inhibitors and 

as inhibitors of immunologically-relevant events downstream, namely 

NFATC2 dephosphorylation and IFN-y secretion. The FK IC50s for 

inhibition of CN, NFATC2 dephosphorylation, and IFN-y production by 

human PBL were about 25- to 87-fold lower than those of CsA. I also 

examined CN inhibition by FK in vitro in human whole blood and found 

the IC50 ~20-fold lower than that of CsA. CN activity was also 

inhibited in humans and in mice administered FK at doses ~30-fold 

less than CsA.

These studies led to the surprising observation that although FK 

and CsA completely inhibited NFATC2 dephosphorylation and IFN-y

154

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



secretion, neither drug completely inhibited CN phosphatase activity. 

Moreover, at saturation, FK inhibited less CN phosphatase activity than 

CsA despite its greater molar potency for in vivo immunosuppression 

and in vitro inhibition of cytokine production. Various technical 

explanations for the incomplete inhibition, such as substrate 

dependence, were ruled out. The incomplete inhibition was not cell- or 

tissue-specific, although the degree of incomplete inhibition varied 

among tissues. I then found that the incomplete inhibition could be 

overcome by the addition of the appropriate immunophilin to the assay 

buffer, implying that active immunophilins could be limiting for inhibition 

of CN phosphatase activity by CsA and FK. It also suggested that 

active FKBPs were more limiting than active CyPs for CN inhibition. 

Indeed, I subsequently showed that protein expression of FKBP12 was 

generally lower than that of CyPA in mouse tissues. Further 

examination revealed that the limitation was not a result of physical 

loss during the process of extraction and that active immunophilins 

were limiting only at high drug concentrations.

Since the active immunophilin concentration could limit the 

degree of CN inhibition at high drug concentrations, I hypothesised that 

active immunophilins may differentially limit the effect of FK and CsA 

on CN in different tissues. Comparing the maximum degree of CN 

inhibition by FK in different tissues, I found that it ranged from 32%
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(brain) to 60% (liver) and was generally lower than that by CsA. In 

addition, the maximum inhibition could be increased to near completion 

with exogenous FKBP12. Active immunophilins were also limiting only 

at high drug concentrations in these tissues. These experiments led to 

the unexpected observation that the in vitro IC50s for FK in tissue 

homogenates were in the same range as those for CsA. The 

discrepancy between these and earlier results was due to cell 

disruption. I found that the IC50 for CN inhibition was greater for FK if 

drug exposure occurred after cell disruption. That is, the IC50 for FK 

was 10-fold lower if intact cells were treated rather than cell lysates. 

Interestingly, the IC50s for CsA were the same regardless of whether 

intact or disrupted cells were treated.

Finally, to determine whether induction of TGF-pi was a 

mechanism through which CsA acted, I examined the relationship 

between CsA treatment and TGF-p1 in vitro and in vivo. While spleen 

cell suspensions could not be induced to secrete TGF-pi under any of 

the conditions tested, PBL suspensions could be induced to secrete 

TGF-pi following stimulation with PMA. CsA treatment of PBL did not 

induce TGF-pi secretion nor did it affect the induction of TGF-p1 

secretion by PMA. TGF-pi mRNA was also not altered in kidneys of 

mice fed high doses of CsA daily for 7 days. Immunohistochemical 

analysis of these kidneys also showed no changes in latent or active
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TGF-pi protein expression following CsA treatment. Finally, a 

population study of transplant patients revealed no differences in 

plasma TGF-pi levels between those on CN-inhibitor therapy and 

those on other immunosuppressive therapy. Moreover, no differences 

were observed between transplant patients and the normal population.

A possible basis for the quantitative differences between CsA 

and FK, the implications of incomplete CN inhibition by CsA and FK, 

and the study of the relationship between CsA and TGF-p1 will be 

discussed in detail.

II. The molecular basis for the greater molar potency of FK vs. 

CsA.

The present data support the model that differential inhibition of 

CN is a molecular basis for the quantitative differences between CsA 

and FK. The differences in IC50s (for inhibition of CN, NFATC2 

dephosphorylation, IFN-y secretion) between FK and CsA in human 

PBL and whole blood correlate with the ratio of the therapeutic doses 

and blood concentrations of the two drugs, and with their in vitro 

effects on immune activation. CN phosphatase activity is also inhibited 

in patients on FK-based immunosuppressive therapy. At 1 h and 12 h 

post-FK, CN was inhibited 30-40% in whole blood. This is the first 

direct demonstration of CN inhibition in patients following FK
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administration. This laboratory has previously demonstrated CN 

inhibition between 30-70% in transplant patients on CsA-based therapy 

(85). At the moment, comparisons between FK and CsA are difficult 

as more time points for analysis as well as more patients on FK-based 

therapy are required. However, I have shown that FK suppresses CN 

activity in transplant patients at -20 to 40-fold lower concentrations 

than CsA and that the suppression of CN correlates with the clinically 

observed immune suppression. Together, these in vitro and in vivo 

data support the model that the mechanism of immune suppression of 

both CsA and FK is via CN inhibition and that differential inhibition of 

CN activity is one major reason for the quantitative differences 

between these two drugs.

Similar to what has been shown by this and other laboratories in 

patients on CsA therapy (83;84;263;264;278-280), I have 

demonstrated that CN activity is only partially inhibited in transplant 

patients on FK therapy. The CN inhibition seen at these clinical levels 

is compatible with the in vitro IC50 for FK in human whole blood (12.7 

ng/mL, 95% Cl 8.9 -  18.1 ng/mL). This partial inhibition of CN activity 

is also consistent with an earlier report that IL-2 production was 

suppressed and nuclear translocation of NFATC was inhibited in 

patients treated with FK (281). The measurement of CN activity in 

conjunction with determination of FK drug levels may help physicians
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to better optimize the dosing regimen on an individual patient basis. 

When first introduced clinically, many of the observed toxicities 

associated with FK were a result of improper dosing. Since drug 

metabolism among individuals and the sensitivity of individuals to FK 

may differ, a direct measurement of the drug’s biologic activity is 

attractive. Many FK assays detect not only the parent drug but also FK 

metabolites. The effect of FK metabolites on the inhibition of CN 

activity by FK is not known. In addition as generic formulations of CsA 

become available, the ability to measure CN activity may become 

useful. These formulations are not likely to be equivalent or readily 

interchangeable with CsA. Monitoring CN inhibition in patients treated 

with these new formulations might help to clarify quickly issues of 

dosing. Although the value of monitoring CN activity in individual 

patients still needs to be established, the concept is appealing.

Comparing CN inhibition by CsA and FK in nonimmune tissues,

I found that the IC50s were in the same range as those previously 

determined for CsA. The discrepancy between these results and the 

ones in human PBL and whole blood could be explained by cellular 

disruption. The IC50 of FK was lower if intact cells vs. cell lysates 

were treated. This suggested that some special condition existed in 

intact cells and was no longer present following cell disruption. 

Interestingly, the IC50s for CsA were the same regardless of whether
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intact or disrupted cells were treated, implying that the condition was 

not as important for CsA. Compartmentalisation of FKBP but not CyP 

with CN is one possible explanation. This explanation would be 

consistent with the observation that FKBPs are more limiting than 

CyPs for CN inhibition by FK and CsA, respectively, in the assay. The 

protein expression of FKBP12 in tissues was also generally lower than 

that of CyPA. Compartmentalisation of FKBP would allow for more 

specific targeting of FK to CN and thus potentially contribute to its 

higher molar potency. There may however be other possible 

explanations for these observations. For example, FK may 

concentrate in cells to a greater extent than CsA. Regardless of the 

basis, these observations highlight potentially important mechanistic 

differences between CsA and FK.

III. The implications of incomplete CN inhibition and limiting 

immunophilins

Contrary to previous assumptions, these data generated in this 

sutdy suggest that immunophilins may be limiting for inhibition of CN 

phosphatase activity by FK and CsA at high drug concentrations. 

Many distinct isoforms of CyP and FKBP exist, both as free species 

and anchored to membranes (282)(283). As discussed in chapter one, 

not all immunophilins form active drug.immunophilin complexes that
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bind and/or inhibit CN. Thus, although immunophilins have been 

described in literature as ubiquitous and abundant proteins, those 

which can form drug:immunophilin complexes that go on to inhibit CN 

phosphatase activity may be less abundant and thereby potentially 

limiting for CN inhibition.

The observation that active immunophilins are limiting for 

complete inhibition of CN phosphatase activity but not for complete 

inhibition of IFN-y production or NFATC2 dephosphorylation raises the 

possibility that a compartmentalized or spatially restricted subset of CN 

is critical for immune function. Scaffolding, anchoring, and adapter 

proteins give structure to phosphatase and kinase signaling pathways 

by regulating protein:protein interactions (284). These proteins 

contribute to the specificity of a signal by recruiting enzymes into 

signaling networks or by placing enzymes close to their substrates. 

They regulate when and where protein kinases and phosphatases are 

activated in the cell. For example, receptors for activated C kinase 

(RACKs) tether PKC to the cytoskeleton or at submembrane sites 

through protein-phospholipid interactions (285). As a ubiquitous 

enzyme that plays a role in a number of cellular processes, CN also 

participates in a number of protein-protein interactions with various 

membrane bound proteins such as A-kinase anchoring protein (AKAP) 

(118), bcl-2 (123), and the IP3 receptor (IP3R) via FKBP12 (138). CN
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has been shown to be associated with the cytoskeleton (286) as well 

as the nucleus (287;288). CN also has membrane-binding potential 

that could affect its localization (126;289;290). Thus CN is probably 

not a homogenous population and specific protein-protein interactions 

may differentially regulate the different subsets of CN. The key 

downstream events in the immune response may therefore be affected 

by inhibition of only a subset of immunologically-relevant CN. This 

selectivity could be due to compartmentalization of CN functions, with 

differing availability of immunophilins among the compartments.

These observations must be interpreted in light of differences 

between the assay for CN phosphatase activity and, for example, the 

assays for IFN-y production and NFATC2 dephosphorylation. CN 

phosphatase activity must be assessed in disrupted cells. NFATC2 

dephosphorylation and IFN-y production reflect conditions in intact 

cells, and thus not subject to experimental manipulation such as cell 

lysis. By trying to assess in disrupted cells what occurs in intact cells, 

we may be creating conditions in the assay which do not occur in the 

cell. For example, immunophilins or other factors important for 

inhibition may be differentially lost relative to CN. Moreover, CN can 

be inhibited by proteins other than immunophilins plus drug, such as 

cabin 1/cain and CHP (125; 126; 129). Cell lysis might disrupt such 

inhibitory interactions and release CN from being inhibited in the cell to
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being active in the assay. Although these observations may be 

artifacts of the CN assay, the question of why CsA and FK perform 

differently in the assay remains unaswered or unresolved. It suggests 

that there may be an important and previously unknown difference in 

mechanism of action between the two drugs.

The abundance of active immunophilins differentially limits the 

effect of FK and CsA on CN in different tissues, cell types, or 

subcellular compartments. Some tissues may be protected by low 

levels of active immunophilin while others may be more susceptible 

because of their high levels. The tissue-specific effects of FK and CsA 

may be related to the differential levels of active immunophilins in the 

tissues. Mouse bone marrow-derived progenitor mast cells, for 

example, were shown to be sensitive to inhibition by CsA but resistant 

to FK; the resistance was associated with a deficiency in FKBP12 and 

over-expression of FKBP12 in these cells resulted in sensitisation of 

these cells to FK (291;292). The relative ratio of CN to active 

immunophilins as well as the ratio of active to inactive immunophilins 

may be important in determining the effect of CsA or FK on a particular 

tissue. For example, CsA causes nephrotoxicity and hepatotoxicity but 

not cardiotoxicity. At high CsA concentrations, the extent of CN 

inhibition in the kidney and liver is greater than in the heart. I have 

shown that inhibition of CN activity by CsA in the heart can be

163

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



increased with the addition of CyPA. A greater abundance of active 

immunophilin (relative to CN) in the kidney and liver than in the heart 

may account for this difference. Ten-fold more CyP has been 

previously demonstrated in kidney and in liver than in heart (293). Our 

laboratory has also demonstrated higher levels of both CyPA and 

CyPB in kidney and liver vs. heart (Kung, L. et al submitted). Thus a 

higher ratio of active immunophilin to CN in the kidney and liver 

(compared to heart) correlates with a greater degree of CN inhibition 

by high concentrations of CsA in these tissues. Tissues, such as the 

heart, with lower ratios of active immunophilin to CN may be more 

protected from the peak effects of high CsA concentrations. Thus 

varying levels of active immunophilins among different tissues are a 

likely basis for the different degrees of CN inhibition among these 

tissues at saturating CsA concentrations (262). The level of active 

immunophilins also appears to correlate with the sensitivity of the 

tissue to high concentrations of CsA. Inactive immunophilins may be 

important because they may reduce the amount of drug available for 

the active immunophilins at non-limiting drug concentrations or act as 

reservoirs at high drug concentrations.

The ability of the drug to accumulate in the tissue as well as the 

maximum CN inhibition possible in that tissue may contribute to the 

susceptibility of that organ to toxicity. This laboratory has shown that
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CsA accumulates more in the kidney and the liver than in the heart. 

FK enters most tissues and differentially inhibits CN activity in those 

tissues. Similar to CsA, FK accumulated more in kidney than in spleen 

or whole blood and this is consistent with its risk of nephrotoxicity. The 

only exception to this model is the brain. CN in the brain is resistant to 

CN inhibition and the brain accumulates comparatively low levels of 

CsA and FK. What then is the mechanism of neurotoxicity? It is 

possible that it is the inhibition of the isomerase activity of the CyP by 

CsA and not the inhibition of CN by CsA:CyP that disrupts brain 

function. Bennett et al showed significant inhibition of memory 

formation by CsA analogs that bound CyP but did not inhibit CN. 

However, the study was done in chicks and the drugs were injected 

intracranially (294). It remains to be determined what drug 

concentrations are required in the mouse and human for such effects 

and whether these concentrations are achieved following oral or i.v. 

administration of CsA.

A number of observations suggest that inhibition of CNAa in the 

brain as the basis for neurotoxicity. Foremost, CNAa-deficient mice 

have deficits in learning and memory (152). Furthermore, CN regulates 

neurotransmitter release (140;295;296), increases stability of 

microtubules in the brain (139; 156), regulates production of nitric oxide 

in the brain (74), and potentiates long-term depression (141).
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Interestingly, active CyPs appear more limiting than active FKBPs in 

the brain (i.e. greater maximum CN inhibition by FK than CsA). This 

correlates with the greater risk of neurotoxicity with FK than with CsA. 

The average CN inhibition in the brain may not be the pattern for 

particular cells or intracellular compartments; that is, CsA may 

accumulate and inhibit CN in specific areas of the brain. Indeed, 

different regions of the brain have been shown to respond differently to 

CsA (266). CN, CyP, and FKBPs are found in assemblies with various 

membrane bound proteins such as TGF-(JR, A-kinase anchoring 

protein, bcl-2, and the IP3R (118; 123; 138;282;297;298). 

Compartmentalization of CN functions, differing availability of 

immunophilins, and targeting of CsA within the cell could also result in 

selective inhibition of CN subsets.

It is not certain whether minute amounts of CsA enter the 

brain, falling below the level of detection for the assay, or whether CsA 

does not enter at all. FK has been shown to peak at 1 h post-dose in 

the brains of mice and to slowly decrease over time (299). P- 

glycoprotein plays an important role in the efflux of FK from the brain 

as its absence results in rapid and sustained accumulation of FK in the 

brain. The expression of P-glycoprotein in humans is less 

characterized. If it is lower in humans than mice, then more CsA and 

FK would enter the brain than what is seen in mice and more CN
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inhibition may be occurring than presently thought. Alternatively, CsA 

and FK may influence the microcirculation in the brain, affecting CNS 

function without actually entering the brain (300;301). Nevertheless, 

with the exception of the brain, these data are compatible with the 

hypothesis that the toxicity and efficacy of CsA and FK are both due to 

CN inhibition. CN directly and indirectly modulates the activity of a 

diverse range of intracellular proteins such as NFATC, NFkB, nitric 

oxide synthase, elk-1, IP3-R, and various neuroproteins. The inhibition 

of CN activity against this broad range of substrates is a possible 

biochemical basis for the effects of CsA.

IV. Investigating the relationship between TGF-pi and the CN 

inhibitors.

Transforming growth factor-beta (TGF-p) has been implicated in 

a various phenomena associated with CsA and to some extent FK. 

These include the immunosuppressive action of CsA, the 

nephrotoxicity of CsA, and, recently, the tumor progression associated 

with CsA (302-307). But many of these observations are controversial. 

The study of TGF-pi is difficult because of its complex regulation at 

the transcriptional, translational, and post-translational levels. Its 

ubiquity and multi-functionality also hinder efforts to interpret clinical 

and experimental findings. TGF-pi has been associated not only with
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diseases (e.g. certain cancers) but also with normal physiologic 

processes (e.g. wound healing).

The first study reporting a link between CsA and TGF-pi is not 

conclusive (308). Li et al examined TGF-p1 expression at the mRNA 

level by competitive PCR and reported a two-fold increase following 

pharmacologic stimulation and CsA (100 ng/mL) treatment of T cells in 

vitro. Interestingly, an increase was observed at 1 h but not 4 h, 16 h, 

or 40 h. This paper also examined TGF-pi protein in cell culture 

supernatants and showed that neutralizing anti-TGF-pi antibody 

suppressed the bioactivity of TGF-p 1 in cell culture supernatants. The 

bioactivity of TGF-pi in cell culture supernatants was measured by its 

inhibition of growth of mink lung epithelial cells. Although not 

specifically stated, the culture medium must have contained some 

serum to support cell culture for 40 h. A negative control of the culture 

media alone or even the supernatant of untreated T cells was not 

included for comparison to supernatants from CsA-treated T cells. 

Various sources of serum are known to contain significant amounts of 

TGF-p. The TGF-p bioactivity detected in their biologic assay could 

simply have been from the serum in the culture media and may not 

necessarily produced by the T cells following CsA treatment.

Some studies have demonstrated increased expression of TGF- 

pi in mice and patients following administration of CsA (268;309;310).
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Elevated TGF-p1 has been correlated with hypertension (311) and 

fibrosis (303;306) associated with FK and CsA treatment. However, in 

vivo studies have also been limited by experimental technique and 

design. The measurement of circulating TGF-pi protein is especially 

debated. The detection system, sample dilution, measurement of 

plasma vs. sera, and sample handling are all variables which affect the 

results obtained and subsequently the conclusions made. One study 

linking the immunosuppressive and nephrotoxic effects of CsA with 

TGF-pi in mice, for example, used the Promega detection system for 

TGF-pi and examined sera diluted 1/150 (310). First, the Promega kit 

was rated the lowest in the survey of TGF-pi detection systems. 

Second, the assessment of TGF-pi in serum is discouraged because 

of the release of TGF-pi during the clotting process. Finally, large 

dilutions of the sample are also discouraged because of dilutional 

nonlinearity (270).

As outlined in chapter 5, I have endeavored to minimize the 

analytical problems by using standardized and robust methods for 

sample handling and well-validated techniques for measurement. 

Immunohistochemistry is without a doubt the weakest method of 

analysis. This method is limited by the availability of reliable reagents 

(namely antibodies) and suitable controls (namely the TGF-pi 

knockout mouse). I chose antibodies that were previously shown to
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successfully detect and distinguish between the latent and active forms 

of TGF-pi in mouse mammary tissue (247;273;274). I have also 

optimized the system to minimize nonspecific background staining and 

have provided the appropriate controls. These data are at least as 

believable as those already published. Conclusions based on 

immunohistochemical staining are also limited by the sensitivity of this 

method. Cisplatin treatment induces intense renal injury. The effects 

of CsA may be more mild and these changes may not be detectable by 

immunohistochemistry. However, the conclusions based on 

immunohistochemistry are supported by those based on the Rnase 

protection assay and Taqman.

In vivo studies are also not easily interpretable because a 

number of processes are occurring simultaneously and an observed 

effect cannot be attributed solely to one process. Many non-specific 

conditions may alter TGF-p levels in a particular experiment. Because 

TGF-p has numerous activities in biologic systems, it is subject to 

complex control and can be postulated to have almost any beneficial or 

detriment effect. As a ubiquitous factor in growth, healing, and fibrosis, 

TGF-p mRNA or product levels are altered in a great many processes. 

Thus the potential for its involvement is considerable, but the chances 

for finding spurious associations between TGF-p and disease 

processes are high. TGF-p is found in most processes where there is
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tissue injury, inflammation, or scarring and its role in these processes 

is likely to be complex. In situations where an association might be 

found, it is difficult to conclude a cause-effect relationship (solving the 

“which came first—the chicken or the egg” dilemma). For example, did 

TGF-p cause the fibrosis or did the fibrosis result in the detection of 

TGF-p?

A cause-effect relationship between CsA and oncogenesis has 

also been pursued. CsA in mice increases progression of transplanted 

cancer cell lines that are regulated by TGFp. TGF-p-dependent 

human lung adenocarcinoma cells that are non-invasive in vitro can be 

induced to an invasive phenotype with CsA treatment. The phenotypic 

changes were reversible and could be inhibited using anti-TGF-p 

antibodies. Metastic growth of tumor ceils were induced in vivo in 

SCID-beige mice, which also suggested that the tumor-progressive 

effect of CsA was on the cancer cells directly and not attributable to 

suppression of the host immune system (312). However, this effect of 

CsA has only been demonstrated in this artificial cancer model and 

cannot be extrapolated to oncogenesis but rather to growth of TGF-p- 

dependent tumor cell lines. No similar effect of CsA has been shown 

on precancerous cells and CsA has not been implicated in the 

conversion of benign tumors to cancerous tumors. Moreover, CsA in 

human populations has not been shown to affect the incidence or
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progression of tumors any more than any other immunosuppressive. 

Thus there is no evidence to date that the CN inhibitors alter cancer 

risks by TGF-p mechanisms or any other mechanism other than by 

immunosuppression.

V. Future directions

The data presented here contribute to a better understanding of 

the molecular basis for the clinical effects of the current CN inhibitors 

and have implications for the development of new agents. Intracellular 

tracking experiments could be done to address the question of whether 

FK but not CsA target to certain sites in the cell, as suggested by these 

data. New drugs could be developed which target CN relevant for 

immune function while leaving general CN activity intact. CN directly 

and indirectly modulates the activity of a diverse range of intracellular 

proteins such as NFATC, NFkB, nitric oxide synthase, elk-1, IP3-R, and 

various neuroproteins. The inhibition of CN activity against this broad 

range of substrates is a possible biochemical basis for the effects of 

CsA and FK.

For more specific CN inhibition, a finer dissection and better 

understanding of the signaling pathways in which CN is involved is 

imperative. More knowledge of the different drug binding proteins in 

the tissues may also be helpful in designing more specific CN
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inhibitors. For example, if a certain binding protein was found to be 

preferentially expressed in immune cells, analogs of CsA or FK might 

be engineered to target it. The overall aim would be to preferentially 

target the relevant subset of CN and spare CN pathways that if 

inhibited would lead to toxicity. These therapies could achieve greater 

specificity, less toxicity, and thus greater drug efficacy.

VI. Conclusions

1. Differential CN inhibition by CsA and FK is one possible 

molecular basis for the difference in molar potency.

2. Active immunophilins can be limiting for inhibition of CN

phosphatase activity at high drug concentrations.

3. Complete inhibition of IFN-y secretion and NFATC

dephosphorylation and incomplete inhibition of CN phosphatase 

activity suggest that there is an immunologically relevant subset of CN.

4. The maximum CN inhibition by FK is generally lower than that

by CsA and suggests that FKBPs are more limiting than CyPs. Protein 

levels of FKBP12 are generally lower than that of CyPA.

173

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



5. Active immunophilins are differentially limiting among tissues 

and low levels might protect some tissues at high drug concentrations 

while other tissues may be more susceptible because of high levels.

6. The molar potency of FK is greater in intact cells than in cell 

extracts while the molar potency of CsA is unaffected by cellular 

disruption. Compartmentalisation of CN with FKBP but not CyP in 

intact cells may also contribute to the greater molar potency of FK.

7. CsA does not alter the expression of TGF-p 1 by mouse or 

human immune cells at the mRNA or protein level in vitro, implying that 

induction of TGF-pi in immune cells is not a mechanism through which 

CsA acts.

8. CsA treatment of mice does not affect TGF-pi mRNA or protein 

in the kidney, indicating that upregulation of TGF-pi is not a 

therapeutic or nephrotoxic mechanism through which CsA operates in

vivo.

9. Plasma levels of total and active TGF-pi are not different 

between transplant patients on CN-inhibitor or non-CN inhibitor based 

therapy and the normal population. These results support the
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argument that augmentation of TGF-pi is not a mechanism through 

which the CN inhibitors act.

175

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



References

1. Tyzzer.E.E. 1909. A study of inheritance in mice with reference 

to their susceptibility to transplantable tumors. J Med Res 

21:519-573.

2. Gorer.P.A., Lyman,S., and Snell,G.D. 1948. Studies on the 

genetic and antigenic basis of tumour transplantation. Linkage 

between a histocompatibility gene and "fused" in mice. Proc 

Royal Soc London 135:499-505.

3. Gibson,T. and Medawar.P.B. 1942. The fate of skin homografts 

in man. J Anat 77:299-309.

4. Medawar.P.B. 1944. The behavior and fat of skin autografts and 

skin homografts in rabbits. J Anat 78:176-199.

5. Billingham.R.E., Brent,L., and Medawar.P.B. 1953. Actively 

acquired tolerance of foreign cells. Nature 172:603-606.

6. Snell,G.D. 1951. A fifth allele at the histocompatibility-2 locus of 

the mouse as determined by tumor transplantation. J Natl 

Cancer Inst 13:1299-1305.

176

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



7. Dausset.J., Rapaport.F.T., Ivanyi.P., and Colombani.J. 1965. 

Tissue ailoantigens and transplantation. Munksgaard, 

Copenhagen. 63-69 pp.

8. Merrill,J.P., Murray.J.E., Hartwell Harrison.J., and Guild.W.R. 

1956. Successful homotransplantation of the human kidney 

between identical twins. JAMA 160:277-282.

9. Patel,R. and Terasaki.P.I. 1969. Significance of the positive 

crossmatch test in kidney transplantation. N Engl J Med 

280:735-780.

10. Cerilli.J., Clarke,J., Doolin.T., Cerilli.G., and Brasile.L. 1988. The 

significance of a donor-specific vessel crossmatch in renal 

transplantation. Transplant 46:359-361.

11. Cerilli.J., Brasile.L., Galouzis.T., Lempert.N., and Jolene.C. 

1985. The vascular endothelial cell antigen system. Transplant 

49:286-289.

12. Orosz.C.G. and VanBuskirk.A.M. 1998. Immune mechanisms of 

acute rejection. Transplant Proc 30:859-861.

13. Matas,A.J. 1994. Chronic rejection - definition and correlates. 

Clin Transplantation 8:162-167.

177

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



14. Gould,D.S. and Auchincloss.H., Jr. 1999. Direct and indirect 

recognition: the role of MHC antigens in graft rejection. Immunol 

Today 20:77-82.

15. Safirstein.R., Price,P.M., Saggi.S.J., and Harris,R.C. 1990. 

Changes in gene expression after temporary renal ischemia. 

Kidney Int 37:1515-1521.

16. Megyesi.J., Di Mari.J., Udvarhelyi.N., Price,P.M., and 

Safirstein.R. 1995. DNA synthesis is dissociated from the 

immediate-early gene response in the post-ischemic kidney. 

Kidney Int 48:1451 -1458.

17. Halloran.P.F., Homik.J., Goes.N., Lui.S.L., Urmson.J., 

Ramassar.V., and Cockfield.S.M. 1997. The "injury response": a 

concept linking non-specific injury, acute rejection, and long 

term transplant outcomes. Transplant Proc 29:79-81.

18. Shoskes.D.A. and Halloran.P.F. 1996. Delayed graft function in 

renal transplantation: etiology, management and long-term 

significance. J Urol 155:1831-1840.

19. Land.W. 1999. Postischemic reperfusion injury to allografts: its 

impact on T-cell alloactivation via upregulation of dendritic cell-

178

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



mediated stimulation, co-stimulation, and adhesion. Curr Opin 

Organ Transplant 4:118-124.

20. Takemoto.S.K. and Terasaki.P.I. 1997. Evaluation of the 

transplant recipient and donor: molecular approach to tissue 

typing, flow cytometry and alternative approaches to distributing 

organs. Curr Opin Nephrol & Hypertens 6:299-303.

21. Halloran.P.F. 1996. Rethinking immunosuppression in terms of 

the redundant and nonredundant steps in the immune response. 

Transplant Proc 28:11 -18.

22. Caux.C., Massacrier.C., Vanbervliet.B., Dubois,B., Van 

Kooten.C., Durand,I., and Banchereau.J. 1994. Activation of 

human dendritic cells through CD40 cross-linking. J.Exp.Med. 

180:1263-1272.

23. Korthauer.U., Graf.D., Mages,H.W., Bri6re,F., Padayachee.M., 

Malcolm,S., Ugazio.A.G., Notarangelo.L.D., Levinsky.R.J., and 

Kroczek.R.A. 1993. Defective expression of T-cell CD40 ligand 

causes X-linked immunodeficiency with hyper-lgM. Nature 

361:539-541.

179

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



24. DiSanto.J.P., Bonnefoy.J.Y., Gauchat.J.F., Fischer,A., and De 

Saint Basile.G. 1993. CD40 ligand mutations in X-iinked 

immunodeficiency with hyper-lgM. Nature 361:541-543.

25. Xu,J., Foy.T.M., Laman.J.D., Elliott,E.A., Dunn.J.J., 

Waldschmidt.T.J., Elsemore.J., Noelle.R.J., and Flavell.R.A. 

1994. Mice deficient for the CD40 ligand. Immunity 1:423-431.

26. Perez-Melgosa.M., Hollenbaugh.D., and Wilson,C.B. 1999. 

CD40 ligand is a limiting factor in the humoral response to T 

cell-dependent antigens. Journal of Immunology 163:1123- 

1127.

27. Van Kooten.C. and Banchereau.J. 2000. CD40-CD40 Ligand. J 

Leuk Biol 67:2-17.

28. Whitmire,J.K., Flavell.R.A., Grewal.I.S., Larsen,C.P., 

Pearson,T.C., and Ahmed,R. 1999. CD40-CD40 ligand 

costimulation is required for generating anti-viral CD4 T cell 

responses but is dispensable for CD8 T cell responses. Journal 

of Immunology 163:3194-3201.

29. Ozaki.M., Coren.B.A., Huynh,T.N., Redondo,D.J., Kikutani.H., 

and Webb.S.R. 1999. CD4->- T cell responses to CD40-deficient

180

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



APCs: Defects in proliferation and negative selection apply only 

with B cells as APcs. Journal of Immunology 163:5250-5256.

30. Evans,D.E., Munks.M.W., Purkerson.J.M., and Parker,D.C. 

2000. Resting B lymphocytes as APC for naive T lymphocytes: 

dependence on CD40 Ligand/CD40. Journal of Immunology 

164:688-697.

31. Billingham.R.E., Krohn.P.L., and Medawar.P.B. 1951. Effect of 

cortisone on survival of skin homografts in rabbits. BMJ 1:1157- 

1163.

32. Elion.G.B. and Hitchings.G.H. 1965. Metabolic basis for the 

actions of analogs of purines and pyrimidines [review]. Adv 

Chemother 2:91-177.

33. Elion.G.B. 1967. Biochemistry and pharmacology of purine 

analogs. Federation Proc 26:898-904.

34. Schwartz,R. and Dameshek.W. 1959. Drug-induced 

immunological tolerance. Nature 183:1682-1683.

35. Caine,R.Y. 1964. Renal transplantation in man: a review. Br J 

Surg 51:282-293.

181

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



36. Borel.J.F., Feurer.C., Gubler.H.J., and Stahelin.H. 1976. 

Biological effects of cyclosporin A: a new antilymphocytic agent. 

Agents and Actions 6:468-475.

37. Caine,R.Y., White,D.J.G., Thiru.S., Evans,D.B., McMaster.P., 

Dunn.D.C., Craddock,G.N., Pentlow.B.D., and Rolles.K. 1978. 

Cyclosporin A in patients receiving renal allografts from cadaver 

donors. Lancet December 23 & 30:1323-1327.

38. European Multicentre Trial Group. 1983. Cyclosporine in

cadaveric renal transplantation: one-year follow-up of a 

multicentre trial. Lancet 29:983-989.

39. Canadian Multicentre Transplant Study Group. 1983. A

randomized clinical trial of cyclosporine in cadaveric renal 

transplantation. N Engl J Med 309:809-815.

40. Canadian Multicentre Transplant Study Group. 1986. A

randomized clinical trial of cyclosporine in cadaveric renal 

transplantation. Analysis at three years. N Engl J Med 

314:1219-1225.

41. Iwatsuki.S., StarzI.T.E., Todo.S., Gordon,R.D., Esquivel,C.O., 

Tzakis.A.G., Makowka.L., Marsh,J.W., Koneru.B., Stieber,A. et 

al. 1988. Experience in 1,000 liver transplants under

182

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



cyclosporine-steroid therapy: a survival report. Transplant Proc 

20:498-504.

42. Oyer.P.E., Stinson,E.B., Jamieson,S.W., Hunt.S.A.,

Billingham.M., Scott,W., Bieber.C.P., Reitz, B.A., and

Shumway.N.E. 1983. Cyclosporin-A in cardiac allografting: a 

preliminary experience. Transplant Proc 15:1247-1252.

43. Kino.T., Hatanaka.H., Hashimoto.M., Nishiyama.M., Goto.T., 

Okuhara.M., Kohsaka.M., Aoki.H., and Imanaka.H. 1987. FK- 

506, a novel immunosuppressant isolated from a streptomyces. 

I. Fermentation, isolation, and physico-chemical and biological 

characteristics. J Antibiot 40:1249-1255.

44. Elliott.J.F., Lin.Y., Mizel.S.B., Bleackley.R.C., Harnish.D.G., and 

Paetkau.V. 1984. induction of interleukin 2 messenger RNA 

inhibited by cyclosporin A. Science 226:1439-1441.

45. Tocci.M.J., Matkovich.D.A., Collier,K.A., Kwok,P., Dumont.F., 

Lin,S., Degudicibus.S., Siekierka.J.J., Chin.J., and 

Hutchinson.N.I. 1989. The immunosuppressant FK506 

selectively inhibits expression of early T cell activation genes. J 

Immunol 143:718-726.

183

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



46. Hultsch.T., Albers,M.W., Schreiber.S.L., and Hohman.R.J. 

1991. Immunophilin ligands demonstrate common features of 

signal transduction leading to exocytosis or transcription. Proc 

Natl Acad Sci USA 88:6229-6233.

47. Wicker,L.S., Boltz.R.C., and Matt.V. 1990. Suppression of B-cell 

activation by cyclosporin-A, FK506, and rapamycin. EJ! 

20:2283.

48. Henderson.D.J., Naya.l., Bundick.R.V., Smith,G.M., and 

Schmidt,J .A. 1991. Comparison of the effects of FK-506, 

cyclosporin A and rapamycin on IL-2 production. Immunology 

73:316-321.

49. Lagodzinski.Z., Gorski.A., and Wasik.M. 1991. Effect of FK506 

and cyclosporine on primary and secondary skin allograft 

survival in mice. Immunology 71:148-150.

50. Donatsch.P., Abisch.E., Homberger.M., Traber.R., Trapp,M., 

and Voges.R. 1981. A radioimmunoassay to measure 

cyclosporin A in plasma and serum samples. J Immunoassay 

2:19-32.

184

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



51. Niederberger.W., Schaub.P., and Beveridge,T. 1980. High- 

performance liquid chromatographic of cyclosporin A in human 

plasma and urine. J Chromatography 182:454-458.

52. Brunet,M., Pou,L., Torra.M., Lopez.R., Rodamilans.M., and 

Corbella.J. 1996. Comparative analysis of tacrolimus (FK506) in 

whole blood liver transplant recipients by PRO-TRAC enzyme- 

linked immunosorbent assay and microparticle enzyme 

immunoassay IMx methods. Therapeutic Drug Monitoring 

18:706-709.

53. Warty,V., Zuckerman.S., Venkataramanan.R., Lever,J., Fung.J., 

and StarzI.T. 1993. FK506 measurement: comparison of 

different analytical methods. Therapeutic Drug Monitoring 

15:204-208.

54. Wallemacq.P.E., Firdaous.l., and Hassoun.A. 1993. 

Improvement and assessment of enzyme-linked immunosorbent 

assay to detect low FK506 concentrations in plasma or whole 

blood within 6 hours. Clinical Chemistry 39:1045-1049.

55. Gemier.F.C., Luczkiw.J., and Bergmann.M. 1991. A whole 

blood FK506 assay for the IMx analyzer. Transplant Proc 

23:2748-2749.

185

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



56. Friob.M.C., Hassoun.A., Lattine.D., Lhoest.G., Otte.J.B., and 

Wallemacq.P.E. 1991. A combined HPLC-ELISA evaluation of 

FK506 in transplant patients. Transplant Proc 23:2750-2752.

57. Elliot,J.F., Lin.Y., Mizel.S.B., Bleackley.R.C., Hamish.D.G., and 

Paetkau.V. 1984. Induction of interleukin 2 messenger RNA 

inhibited by cyclosporine A. Science 226:1439-1441.

58. Kronke.M., Leonard,W.J., Depper.J.M., Arya.S.K., Wong- 

Staal.F., Gallo,R.C., Waldman.T.A., and Green,W.C. 1984. 

Cyclosporine A inhibits T cell growth factor gene expression at 

the level of mRNA transcription. Proc Natl Acad Sci USA 

81:5214-5218.

59. Handschumacher.R.E., Harding,M.W., Rice.J., Drugge.R.J., and 

Speicher.D.W. 1984. Cyclophilin: a specific cytosolic binding 

protein for cyclosporin A. Science 226:544-547.

60. Harding,M.W., Galat.A., Uehling.D.E., and Schreiber.S.L. 1989. 

A receptor for the immunosuppressant FK506 is a cis-trans 

peptidyl-prolyl isomerase. Nature 341:758-760.

61. Fischer,G., Wittmann-Liebold.K., Lang.T., Kiefhaber.T., and 

Schmid,F.X. 1989. Cyclophilin and peptidyl-prolyl cis-trans 

isomerase are probably identical proteins. Nature 337:476-478.

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



62. Sigal.N.H., Dumont,F., Durette.P., Siekierka.J.J., Peterson,L., 

Rich.D.H., Dunlap,B.E., Staruch.M.J., Melino.M.R., Koprak.S.L. 

et al. 1991. Is cyclophilin involved in the immunosuppressive 

and nephrotoxic mechanism of action of cyclosporin A? J Exp 

Med 173:619-628.

63. Arello.F. and Krupp.P. 1991. Muscular disorders associated with 

cyclosporin. Lancet 337:915.

64. Liu,J., Albers,M.W., Wandless.T.J., Luan.S., Alberg.D.G., 

Belshaw.P.J., Cohen,P., MacKintosh,C., Kless.C.B., and 

Schreiber.S.L. 1992. Inhibition of T cell signaling by 

immunophilin-ligand complexes correlates with loss of 

calcineurin phosphatase activity. Biochemistry 31:3896-3901.

65. Liu,J., Farmer,J.D.Jr., Lane.W.S., Friedman,J., Weissman.l., 

and Schreiber.S.L. 1991. Calcineurin is a common target of 

cyclophilin-cyclosporin A and FKBP-FK506 complexes. Cell 

66:807-815.

66. Fruman.D.A., Klee.C.B., Bierer.B.E., and Burakoff.S.J. 1992. 

Calcineurin phosphatase activity in T lymphocytes is inhibited by 

FK506 and cyclosporin A. Proc Natl Acad Sci USA 89:3686- 

3690.

187

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



67. Griffith,J.P., Kim.J.L., Kim.E.E., Sintchak.M.D., Thomson,J.A., 

Fitzgibbon.M.J., Fleming,M.A., Caron,P.R., Hsiao,K., and 

Navia.M.A. 1995. X-ray structure of calcineurin inhibited by the 

immunophilin-immunosuppressant FKBP12-FK506 complex. 

Cell 82:507-522.

68. Kissinger,C.R., Parge.H.E., Knighton,D.R., Lewis,C.T., 

Pelletier,L. A., Tempczyk.A., Kalish.V.J., Tucker,K.D., 

Showalter.R.E., Moomaw.E.W. et al. 1995. Crystal structure of 

human calcineurin and the human FKBP12-FK506-calcineurin 

complex. Nature 378:641-644.

69. Cardenas,M.E., Muir.R.S., Breuder.T., and Heitman.J. 1995. 

Targets of immunophilin-immunosuppressant complexes are 

distinct highly conserved regions of calcineurin A. EMBO J 

14:2772-2783.

70. Ivery.M. 1999. A proposed molecular model for the interaction of 

CN with the CsA-CyPA complex. Bloorganic and Medicinal 

Chemistry 7:1389-1402.

71. Emmel.E.A., Verweij.C.L., Durand,D.B., Higgins,K.M., Lacy.E., 

and Crabtree,G.R. 1989. Cyclosporine A specifically inhibits

188

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



function of nuclear proteins involved in T cell activation. Science 

246:1617.

72. Kiani.A., Rao.A., and Aramburu.J. 2000. Manipulating immune 

responses with immunosuppressive agents that target NFAT. 

Immunity 12:359-372.

73. Sugimoto.T., Stewart,S., and Guan.K.L. 1997. The 

calcium/calmodulin-dependent protein phosphatase calcineurin 

is the major Elk-1 phosphatase. J Biol Chem 272:29415-29418.

74. Dawson,T.M., Steiner,J.P., Dawson,V.L., Dinerman.J.L., 

Uhl.G.R., and Snyder,S.H. 1993. Immunosuppressant FK506 

enhances phosphorylation of nitric oxide synthase and protects 

against glutamate neurotoxicity. Proc Natl Acad Sci USA 

90:9808-9812.

75. Frantz,B., Nordby.E.C., Bren.G., Steffan.N., Paya.C.V., 

Kincaid,R.L., Tocci.M.J., O'Keefe,S.J., and O'Neill,E.A. 1994. 

Calcineurin acts in synergy with PMA to inactivate IKB/MAD3, 

an inhibitor of NF-fcB. EMBO J 13:861-870.

76. Werlen.G., Jacinto,E., Xia,Y., and Karin,M. 1998. Calcineurin 

preferentially synergizes with PKC-theta to activate JNK and IL- 

2 promoter in T lymphocytes. EMBO J 17:3101-3111.

189

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



77. Thiebaut.F., Tsuruo.T., Hamada.H., Gottesman.M.M., Pastan.l., 

and Willingham,M.C. 1987. Cellular localization of the multidrug- 

resistance gene product P-glycoprotein in normal human 

tissues. Proc Natl Acad Sci USA 84:7735-7738.

78. Schinkel.A.H. 1998. Pharmacological insights from the P- 

glycoprotein knockout mice. IntJ Clin Pharmacol Ther 36:9-13.

79. Gottesman.M.M., Pastan.l., and Ambudkar.S.V. 1996. P- 

glycoprotein and multidrug resistance. Curr Opin Genet Dev 

6:610-617.

80. Borst.P., Schinkel.A.H., Smit,J.J., Wagenaar.E., and van 

Deemter,S.A.J. 1993. Classical and novel forms of multidrug 

resistance and the physiological functions of P-glycoproteins in 

mammals. Pharmacol Ther 60:289-299.

81. Foxwell.B.M.J., Mackie.A., Ling.V., and Ryffel.B. 1989. 

Identification of the multi-drug resistance-related P-glycoprotein 

as a cyclosporine binding protein. Mol Pharmacol 36:543-546.

82. Mealey.K.L., Barhoumi.R., Burghardt.R.C., McIntyre,B.S., 

Sylvester,P. W., Hosick.H.L., and Kochevar.D.T. 1999. 

Immunosuppressant inhibition of P-glycoprotein function is 

independent of drug-induced suppression of peptide-prolyl

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



isomerase and calcineurin activity. Cancer Chemotherapy & 

Pharmacology 44:152-158.

83. Pai.S.Y., Fruman.D.A., Leong.T., Neuberg.D., Rosano.T.G., 

McGarigle.C., Antin.J.H., and Bierer.B.E. 1994. Inhibition of 

calcineurin phosphatase activity in adult bone marrow transplant 

patients treated with cyclosporine A. Blood 84:3974-3979.

84. Piccinni.G., Gaspari.F., Signorini.O., Remuzzi.G., and Perico.N. 

1996. Recovery of blood mononuclear cell calcineurin activity 

segregates two populations of renal transplant patients with 

different sensitivities to cyclosporine inhibition. Transplant 

61:1526-1531.

85. Halloran.P.F., Helms,L.M., Kung.L., and Noujaim.J. 2000. The 

temporal profile of calcineurin inhibition by cyclosporine in vivo. 

Transplant In press.

86. Batiuk.T.D., Pazderka.F., and Halloran.P.F. 1994. How do cells 

recover from inhibition by cyclosporine? Transplant Proc 

26:2831-2832.

87. Batiuk.T.D., Pazderka.F., Enns.J., DeCastro.L., and 

Halloran.P.F. 1995. Cyclosporine inhibition of calcineurin activity

191

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



in human leukocytes in vivo is rapidly reversible. J Clin Invest 

96:1254-1260.

88. Melk,A., Daniel,V., Weimer.R., Mandelbaum.A., Wiesel.M., 

Staehler.G., and Opelz.G. 1999. P-glycoprotein expression is 

not a useful predictor of acute or chronic kidney graft rejection. 

Transplant International 12:10-17.

89. Halloran.P.F. and Melk.A. 1999. Immunosuppressive agents 

used in transplantation. 85.1-85.12.

90. Dumont.F.J., Staruch.M.J., Koprak.S.L., Siekierka.J.J., Lin.C.S., 

Harrison,R., Sewell,T., Kindt,V.M., Beattie,T.R., Wyvratt.M. et 

al. 1992. The immunosuppressive and toxic effects of FK-506 

are mechanistically related: pharmacology of a novel antagonist 

of FK-506 and rapamycin. J Exp Med 176:751-760.

91. Stewart,A.A., Ingebritsen.T.S., and Cohen,P. 1983. The protein 

phosphatases involved in cellular regulation. 5. Purification and 

proterties of a Ca27calmodulin-dependent protein phosphatase 

(2B) from rabbit skeletal muscle. EurJBiochem 132:289-295.

92. Stewart,A.A., Ingebritsen.T.S., Manalan.A., Klee.C.B., and 

Cohen,P. 1982. Discovery of Ca2+- and calmodulin-dependent

192

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



protein phosphatase. Probable identity with calcineurin (CaM- 

BPao). FEBS Lett 137:80-84.

93. Klee.C.B., Draetta.G.F., and Hubbard,M.J. 1988. Calcineurin 

[review]. Advances Enzymology & Related Areas of Molecular 

Biology 61:149-200.

94. Kincaid.R.L. 1993. Calmodulin-dependent protein phosphatases 

from microorganisms to man. A study in structural conservatism 

and biological diversity. In Advances in Second Messenger and 

Phosphoprotein Research. S.Shenolikar and Naim.A.C., editors. 

Raven Press, New York, NY. 1-23.

95. Chemoff.J., Sells,M.A., and Li.H.C. 1984. Characterization of 

phosphotyrosyl-protein phosphatase activity associated with 

calcineurin. Biochem Biophys Res Commun 121:141-148.

96. Klee.C.B. and Krinks.M.H. 1979. Purification of cyclic 3', 5'- 

nucleotide phosphodiesterase inhibitory protein by affinity 

chromatography on activator protein coupled to Sepharose. 

Biochemistry 17:120-126.

97. Muramatsu.T. and Kincaid.R.L. 1992. Molecular cloning and 

chromosomal mapping of the human gene for the testis-specific

193

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



catalytic subunit of calmodulin-dependent protein phosphatase 

(calcineurin A). Biochem Biophys Res Commun 188:265-271.

98. Klee.C.B., Ren.H., and Wang.X. 1998. Regulation of the 

calmodulin-stimulated protein phosphatase, calcineurin. J Biol 

Chem 273:13367-13370.

99. Kincaid.R.L., Nightingale,M.S., and Martin,B.M. 1988. 

Characterization of a cDNA clone encoding the calmodulin- 

binding domain of mouse brain calcineurin. Proc Natl Acad Sci 

USA 85:8983-8987.

100. Kakalis.L.T., Kennedy,M., Sikkink.R., and Rusnak.F. 1995. 

Characterization of the calcium-binding site of calcineurin B. 

FEBS Lett 362:55-58.

101. Hashimoto.Y., Perrino.B.A., and Soderling.T.R. 1990. 

Identification of an autoinhibitory domain in calcineurin. J Biol 

Chem 265:1924-1927.

102. Hubbard,M.J. and Klee.C.B. 1989. Functional domain structure 

of calcineurin A: mapping by limited proteolysis. Biochemistry 

28:1868-1874.

194

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



103. Perrino.B.A., Ng.L.Y., and Soderling.T.R. 1995. Calcium 

regulation of calcineurin phosphatase activity by its B subunit 

and calmodulin. J Biol Chem 270:340-346.

104. Ueki.K., Muramatsu.T., and Kincaid.R.L. 1992. Structure and 

expression of two isoforms of the murine calmodulin-dependent 

protein phosphatase regulatory subunit (calcineurin B). Biochem 

Biophys Res Commun 187:537-543.

105. Mukai.H., Chang,C.-D., Tanaka,H., Ito.A., Kuno.T., and 

Tanaka,C. 1991. cDNA cloning of a novel testis-specific 

calcineurin B-like protein. Biochem Biophys Res Commun 

179:1325-1330.

106. Fanger.C.M., Hoth.M., Crabtree.G.R., and Lewis,R.S. 1995. 

Characterization of T cell mutants with defects in capacitative 

calcium entry: genetic evidence for the physiological roles of 

CRAC channels. J Cell Biol 131:655-667.

107. Berridge.M.J. 1995. Calcium signalling and cell proliferation 

[review]. BioEssays 17:491-500.

108. Cardenas,M.E. and Heitman.J. 1995. Role of calcium in T- 

lymphocyte activation. In Advances in Second Messenger and

195

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



Phosphoprotein Research. A.P.Means, editor. Raven Press, 

Ltd., New York, NY. 281-298.

109. Berridge.M.J., Bootman.M.D., and Lipp.P. 1998. Calcium -  a 

life and death signal. Nature 395:645-648.

110. King.M.M. and Huang,C.Y. 1983. Activation of calcineurin by 

nickel ions. Biochem Biophys Res Commun 114:955-961.

111. Martin,B.L., Li,B., Liao.C., and Rhode,D.J. 2000. Differences 

between Mg2+ and transition metal ions in the activation of 

calcineurin. Archives of Biochemistry and Biophysics 380:71-77.

112. King.M.M. and Huang,C.Y. 1984. The calmodulin-dependent 

activation and deactivation of the phosphoprotein phosphatase, 

calcineurin, and the effect of nucleotides, pyrophosphate, and 

divalent metal ions. J Biol Chem 259:8847-8856.

113. Wang.X., Culotta.V.C., and Klee.C.B. 1996. Superoxide 

dismutase protects calcineurin from inactivation. Nature 

383:434-437.

114. Carballo.M., Marquez,G., Conde.M., Martin-Nieto.J., 

Monteseirin.J., Conde.J., Pintad.E., and Sobrino.F. 1999. 

Characterization of calcineurin in human neutrophils. Inhibitory

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



effect of hydrogen peroxide on its enzyme activity and on NF-kB 

DNA binding. J Biol Chem 274:93-100.

115. Dell'Acqua.M.L., Faux.M.C., Thorbum.J., Thorbum.A., and 

Scott,J.D. 1998. Membrane-targeting sequences on AKAP79 

bind phosphatidylinositol-4, 5-biphosphate. EMBO J 17:2246- 

2260.

116. Carr.D.W., Hausken.Z.E., Fraser,I.D., Stofko-Hahn.R.E., and 

Scott,J.D. 1992. Association of the type II cAMP-dependent 

protein kinase with a human thyroid Rll-anchoring protein. J Biol 

Chem 267:13376-13382.

117. Faux.M.C. and Scott,J.D. 1996. Molecular glue: kinase 

anchoring and scaffold proteins [review]. Cell 85:12.

118. Coghlan.V.M., Perrino.B.A., Howard,M., Langeberg.L.K., 

Hicks,J.B., Gallatin,W.M., and Scott,J.D. 1995. Association of 

protein kinase A and protein phosphatase 2B with a common 

anchoring protein. Science 267:108-111.

119. Kashishian.A., Howard,M., Loh.C., Gallatin,W.M.,

Hoekstra.M.F., and Lai.Y. 1998. AKAP79 inhibits calcineurin 

through a site distinct from the immunophilin-binding region. J 

Biol Chem 273:27412-27419.

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



120. Krajewski.S., Tanaka,S., Takayama.S., Schibler.M.J., 

Fenton,W., and Reed.J.C. 1993. Investigation of the subcellular 

distribution of the bcl-2 oncoprotein: residence in the nuclear 

envelope, endoplasmic reticulum, and outer mitochondrial 

membranes. Cancer Res 53:4701-4714.

121. Linette.G.P., Li,Y., Roth.K., and Korsmeyer.S.J. 1996. Cross 

talk between cell death and cell cycle progression: Bcl-2 

regulates NFAT-mediated rejection. Proc Natl Acad Sci USA 

93:9545-9552.

122. Shibasaki.F. and McKeon.F. 1995. Calcineurin functions in 

Ca2*-activated cell death in mammalian ceils. J Cell Biol 

131:735-743.

123. Shibasaki.F., Kondo.E., Akagi.T., and McKeon.F. 1997. 

Suppression of signalling through transcription factor NF-AT by 

interactions between calcineurin and Bcl-2. Nature 386:728-731.

124. Beals,C.R., Sheridan,C.M., Turck.C.W., Gardner,P., and 

Crabtree,G.R. 1997. Nuclear export of NF-ATc enhanced by 

glycogen synthase kinase-3. Science 275:1930-1933.

198

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



125. Lai.M.M., Burnett,P.E., Wolosker.H., Blackshaw.S., and 

Snyder,S.H. 1998. Cain, a novel physiologic protein inhibitor of 

calcineurin. J Biol Chem 273:18325-18331.

126. Sun,L., Youn,H.-D., Loh.C., Stolow.M., He,W., and Liu.J.O.

1998. Cabin 1, a negative regulator for calcineurin signaling in T 

lymphocytes. Immunity 8:703-711.

127. Youn,H.-D., Sun,L., Prywes.R., and Liu.J.O. 1999. Apoptosis of 

T cells mediated by Ca2+-induced release of transcription factor 

MEF2. Science 286:790-793.

128. Lin.X. and Barber,D.L. 1996. A calcineurin homologous protein 

inhibits GTPase-stimulated Na-H exchange. Proc Natl Acad Sci 

USA 93:12631-12636.

129. Lin.X., Sikkink.R.A., Rusnak.F., and Barber.D.L. 1999. Inhibition 

of calcineurin phosphatase activity by a calcineurin B 

homologous protein. J Biol Chem 274:36125-36131.

130. Kingsbury,T.J. and Cunningham.K.W. 2000. A conserved family 

of calcineurin regulators. Genes & Development 14:1595-1604.

131. Rothermel.B., Vega.R.B., Yang.J., Wu,H., Bassel-Duby.R., and 

Williams,R.S. 2000. A protein encoded within the Down

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



Syndrome Critical Region is enriched in striated muscles and 

inhibits calcineurin signaling. J Biol Chem 275:8719-8725.

132. Liu,S., Liu.P., Borras.A., Chatila.T., and Speck,S.H. 1997. 

Cyclosporin A-sensitive induction of the Epstein-Barr virus lytic 

switch is mediated via a novel pathway involving a MEF2 family 

member. EMBO J 16:143-153.

133. Black,B.L. and Olson,E.N. 1998. Transcriptional control of 

muscle development by myocyte enhancer factor-2 (MEF2) 

proteins. Ann Rev Cell Dev Biol 14:167-196.

134. Sussman.M.A., Lim.H.W., Gude.N., Taigen.T., Olson,E.N., 

Robbins,J., Colbert,M.C., Gualberto.A., Wieczorek.D.F., and 

Molkentin.J.D. 1998. Prevention of cardiac hypertrophy in mice 

by calcineurin inhibition. Science 281:1690-1693.

135. Mokentin.J.D., Lu,J.-R., Antos.C.L., Markham,B., Richardson,J., 

Robbins,J., Grant,S.R., and Olson,E.N. 1998. A calcineurin- 

dependent transcriptional pathway for cardiac hypertrophy. Cell 

93:215-228.

136. Zhang,W., Kowal.R.C., Rusnak.F., Sikkink.R.A., Olson,E.N., 

and Victor,R.G. 1999. Failure of calcineurin inhibitors to prevent

200

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



pressure-overfoad left ventribular hypertrophy in rats. Circ Res 

84:722-728.

137. Meguro.T., Hong.C., Asai,K., Takagi.G., McKinsey.T.A., 

Olson,E.N., and Vatner.S.F. 1999. Cyclosporine attenuates 

pressure-overload hypertrophy in mice while enhancing 

susceptibility to decompensation and heart failure. Circ Res 

84:735-740.

138. Cameron,A.M., Steiner,J.P., Roskams,A.J., Ali.S.M.,

Ronnett.G.V., and Snyder,S.H. 1995. Calcineurin associated 

with the inositol 1,4,5-triphosphate receptor-FKBP12 complex 

modulates Ca2+ flux. Cell 83:463-472.

139. Yamamoto,H., Fukunaga.K., Tanaka,E., and Miyamoto,E. 1983. 

Ca2+- and calmodulin-dependent phosphorylation of 

microtubule-associated protein 2 and t  factor, and inhibtion of 

microtubule assembly. J Neurochemistry 41:1119-1125.

140. Liu.J., Sim.A.T.R., and Robinson,P.J. 1994. Calcineurin 

inhibition of dynamin I GTPase activity coupled to nerve terminal 

depolarization. Science 265:970-973.

201

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



141. Mulkey.R.M., Endo.S., Shenolikar.S., and Malenka.R.C. 1994. 

Involvement of a calcineurin/inhibitor-1 phosphatase cascade in 

hippocampal long-term depression. Nature 369:486-488.

142. Bito.H., Deisseroth.K., and Tsien.R.W. 1996. CREB 

phosphorylation and dephosphorylation: a Ca2+ and stimulus 

duration-dependent switch for hippocampal gene expression. 

Cell 87:1203-1214.

143. Enslen.H., Sun.P., Brickey.D., Soderling.S.H., Klamo.E., and 

Soderling.T.R. 1994. Characterisation of Ca2+/calmodulin- 

dependent protein kinase IV: role of transcriptional regulation. J 

Biol Chem 269:15520-15527.

144. Schiaffino.S. and Riggiani.C. 1996. Molecular diversity of 

myofibrillar proteins: gene regulation and functional significance 

[review]. Physiol Rev 76:371-423.

145. Hoey.T., Sun.Y.-L., Williamson.K., and Xu,X. 1995. Isolation of 

two new members of the NF-AT gene family and functional 

characterization of the NF-AT proteins. Immunity 2:461-472.

146. Chin.E.R., Olson.E.N., Richardson,J.A., Yang.Q., Humphries.C., 

Shelton,J.M., Wu,H., Zhu.W., Bassel-Duby.R., and 

Williams.R.S. 1998. A calcineurin-dependent transcriptional

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



pathway controls skeletal muscle fiber type. Genes Dev 

12:2499-2509.

147. Musaro.A., McCullagh.K.J.A., Naya.F.J., Olson,E.N., and 

Rosenthal,N. 1999. IGF-1 induces skeletal myocyte hypertrophy 

through calcineurin in association with GATA-2 and NF-ATc1. 

Nature 400:581.

148. Dunn,S.E., Bums.J.L., and Michel,R.N. 1999. Calcineurin is 

required for skeletal muscle hypertrophy. J Biol Chem 

274:21908-21912.

149. Zhang,W., Zimmer,G., Chen.J., Ladd.D., Li,E., Alt.F.W., 

Wiederrecht.G., Cryan.J., O'Neill,E.A., Seidman.C.E. et al. 

1996. T cell responses in calcineurin Aa-deficient mice. J Exp 

Med 183:413-420.

150. Jiang,H., Xiong,F., Kong,S., Ogawa.T., Kobayashi.M., and 

Liu.J.O. 1997. Distinct tissue and cellular distribution of two 

major isoforms of calcineurin. Mol Immunol 34:663-669.

151. Mukai.H., Kuno.T., Chang,C.-D., Lane.B., Luly.J.R., and 

Tanaka,C. 1993. FKBP12-FK506 complex inhibits phosphatase 

activity of two mammalian isoforms of calcineurin irrespective of

203

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



their substrates or activation mechanisms. J Biochem 113:292- 

298.

152. Zhu.J. and McKeon.F. 1999. NF-AT activation requires 

suppressin of crm1-dependent export by caicineurin. Nature 

398:256-260.

153. Zhuo.M., Zhang.W., Son,H., Mansuy,!., Sobel.R.A., Seidman.J., 

and Kandel.E.R. 1999. A selective role of caicineurin Aa in 

synaptic depotentiation in hippocampus. Proc Natl Acad Sci 

USA 96:4650-4655.

154. Yamashita.M., Katsumata.M., Iwashima.M., Kimura.M., 

Shimizu,C., Kamata.T., Shin.T., Seki.N., Suzuki.S., 

Taniguchi.M. et al. 2000. T cell receptor-induced caicineurin 

activation regulates T helper type 2 cell development by 

modifying the interleukin 4 receptor signaling complex. J Exp 

Med 191:1869-1879.

155. Tian.J. and Karin.M. 1999. Stimulation of elk-1 transcriptional 

activity by mitogen-activated protein kinases is negatively 

regulated by protein phosphatase 2B (caicineurin). J Biol Chem 

247:15173-15180.

204

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



156. Goto,S., Yamamoto,H., Fukunaga.K., Iwasa.T., Matsukado.Y., 

and Miyamoto,E. 1985. Dephosphorylation of microtubule- 

associated protein 2, t factor, and tubulin by caicineurin. J 

Neurochemistry 45:276-283.

157. Rao,A., Luo.C., and Hogan,P.G. 1997. Transcription factors of 

the NFAT family: regulation and function. Ann Rev Immunol 

15:707-747.

158. Jain.J., Burgeon,E., Badalian,T.M., Hogan,P.G., and Rao.A. 

1995. A similar DNA-binding motif in NFAT family proteins and 

the Rel homology region. J Biol Chem 270:4138-4145.

159. Luo,C., Burgeon,E., Carew.J.A., McCaffrey,P.G., Badalian,T.M., 

Lane.W.S., Hogan,P.G., and Rao,A. 1996. Recombinant NFAT1 

(NFATp) is regulated by caicineurin in T cells and mediates 

transcription of several cytokine genes. Mol Cell Biol 16:3955- 

3966.

160. Nolan,G.P. 1994. NF-AT-AP-1 and Rel-bZIP: hybrid vigor and 

binding under the influence. Cell 77:795-798.

161. Luo.C., Shaw.K.T.Y., Raghavan.A., Aramburu.J., Garcia- 

Cozar.F., Perrino.B.A., Hogan,P.G., and Rao.A. 1996. 

Interaction of caicineurin with a domain of the transcription

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



factor NFAT1 that controls nuclear import. Proc Natl Acad Sci 

USA 93:8907-8912.

162. Garcia-Cozar.F.J., Okamura.H., Aramburu.J.F., Shaw.K.T.Y., 

Pelletier,L., Showalter.R., Villafranca.E., and Rao.A. 1998. Two- 

site interaction of nuclear factor of activated T cells with 

activated caicineurin. J Biol Chem 273:23877-23883.

163. Park,S., Uesugi.M., and Verdine.G.L. 2000. A second 

caicineurin binding site on the NFAT regulatory doman. Proc 

Natl Acad Sci USA 97:7130-7135.

164. Beals.C.R., Clipstone.N.A., Ho.S.N., and Crabtree,G.R. 1997. 

Nuclear localization of NF-ATc by a calcineurin-dependent, 

cyclosporin-sensitive intramolecular interaction. Genes Dev 

11:824-834.

165. Lopez-Rodriguez,C., Aramburu.J., Rakeman.A.A., and Rao.A.

1999. NFAT5, a constitutively nuclear NFAT protein that does 

not cooperate with Fos and Jun. Proc Natl Acad Sci USA 

96:7214-7219.

166. Yoshida.H., Nisina.H., Takimoto.H., Marengere.L.E.M., 

Wakeham.A.C., Bouchard,D., Kong,Y.-Y., Ohteki.T.,

Shahinian.A., Bachmann.M. et a!. 1998. The transcription factor

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



NF-Atc1 regulates lymphocyte proliferation and Th2 cytokine 

production. Immunity 8:115-124.

167. Viola,J.P.B., Kiani.A., Bozza.P.T., and Rao,A. 1998. Regulation 

of allergic inflammation and eosinophil recruitment in mice 

lacking the transcription factor NFAT1: role of interleukin-4 (IL-4) 

and IL-5. Blood 91:2223-2230.

168. Ranger,A.M., Hodge,M.R., Gravallese.E.M., Oukka.M., 

Davidson,L., Alt.F.W., de la Brousse.F.C., Hoey.T., Grusby.M., 

and Glimcher.L.H. 1998. Delayed lymphoid repopulation with 

effects in IL-4 driven responses produced by inactivation of NF- 

Atc. Immunity 8:125-134.

169. Ranger,A.M., Oukka.M., Rengarajan.J., and Glimcher.L.H. 

1998. Inhibitory function of two NFAT family members in 

lymphoid homeostasis and Th2 development. Immunity 9:627- 

635.

170. Holtz-Heppelmann.C.J., Algeciras.A., Badley.A.D., and 

Paya.C.V. 1998. Transcriptional regulation of the human FasL 

promoter-enhancer region. J Biol Chem 273:4416-4423.

171. Tsai.E.Y., Yie.J., Thanos.D., and Goldfield.A.E. 1996. Cell -type 

specific regulation of the human tumor neecrosis factor by

207

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



NFATp and ATF-2 /JUN. Molecular and Cellular Biology 

16:5232-5244.

172. Timmerman,L.A., Healy.J.I., Ho.S.N., Chen.L., Goodnow.C.C., 

and Crabtree,G.R. 1997. Redundant expression but selective 

utilization of nuclear factor of activated T cells family members. 

J Immunol 159:2735-2740.

173. Adachi.S., Amasaki.Y., Miyatake.S., Arai.N., and Iwata.M. 2000. 

Successive expression and activation of NFAT family members 

during thymocyte differentiation. J Biol Chem 275:14708-14716.

174. Feske.S., Muller,J.M., Graf.D., Kroczek.R.A., Drager.R., 

Niemeyer.C., Baeuer.P.A., Peter,H.H., and Schlesier.M. 1996. 

Severe combined immunodeficiency due to defective binding of 

the nuclear factor of activated T cells in T lymphocytes of two 

male siblings. European Journal of Immunology 26:2119-2126.

175. Feske.S., Draeger.R., Hans-Hartmut,P., Eichmann.K., and 

Rao,A. 2000. The duration of nuclear residence of NFAT 

determines the pattern of cytokine expression in human SCID T 

cells. Journal of Immunology 165:297-305.

208

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



176. Boss.V., Jalpade.D.J., and Murphy,T. 1996. Induction of NFAT- 

mediated transcription by Gq-coupled receptors in lymphod and 

nonlymphoid cells. J Biol Chem 271:10429-10432.

177. Ho,l.-C., Kim.J.H.J., Rooney .J.W., Spiegelman.B.M., and 

Glimcher.L.H. 1998. A potential role for the nuclear factor of 

activated T cells family of transcriptional regulatory proteins in 

adipogensis. Proc Natl Acad Sci USA 95:15537-15541.

178. Symes.A., Gearan.T., and Fink,S. 1998. NFAT interactions with 

the vasoactive intestinal peptide cytokine response element. J 

Neurosci Res 52:93-104.

179. Ranger.A.M., Grusby.M.J., Hodge.M.R., Gravallese.E.M., de la 

Brousse.F.C., Hoey.T., Mickanin.C., Baldwin,H.S., and 

Glimcher.L.H. 1998. The transcription factor NF-ATc is essential 

for cardiac valve formation. Nature 392:186-190.

180. de la Pompa.J.L., Timmerman,L.A., Takimoto.H., Yoshida.H., 

Elia.A.J., Samper,E., Potter,J., Wakeham.A., Marengere.L., 

Langille.B.L. etal. 1998. Role of the NF-ATc transcription factor 

in morphogenesis of cardiac valves and septum. Nature 

392:182-186.

209

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



181. Shaw.K.T.Y., Ho,A.M ., Raghavan.A., Kim.J., Jain.J., Park.J., 

Sharma.S., Rao,A., and Hogan,P.G. 1995. Immunosuppressive 

drugs prevent a rapid dephosphorylation of transcription factor 

NFAT1 in stimulated immune cells. Proc Natl Acad Sci USA 

92:11205-11209.

182. Chow.C.-W., Dong.C., Flavell.R.A., and Davis,R.J. 2000. c-Jun 

NH2-terminal kinase inhibits targeting of the protein 

phosphatase caicineurin to NFATcl. Molecular and Cellular 

Biology 20:5227-5234.

183. ChowtC.-W., Rincon,M., Cavanagh.J., Dickens,M., and 

Davis,R.J. 1997. Nuclear accumulation of NFAT4 opposed by 

the JNK signal transduction pathway. Science 278:1638-1641.

184. Zhu.J., Shibasaki.F., Price,R., Guillemot,J.-C., Yano.T., 

Dotsch.V., Wagner,G., Ferrara,P., and McKeon.F. 1998. 

Intramolecular masking of nuclear import signal on NF-AT4 by 

casein kinase I and MEKK-1. Cell 93:851-861.

185. Porter,C.M., Havens,M.A., and Clipstone.N.A. 2000. 

Identification of amino acid residues and protein kinases 

involved in the regulation of NFATc subcellular localization. J 

Biol Chem 275:3543-3551.

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



186. Chen.L., Glover,J.N.M., Hogan,P.G., Rao,A.t and Harrison.S.C. 

1998. Structure of the DNA-binding domains from NFAT, Fos 

and Jun bound specifically to DNA. Nature 392:42-48.

187. Kehlenbach.R.H., Dickmanns.A., and Gerace.L. 1998. 

Nucleocytoplasmic shuttling factors including Ran and crm1 

mediate nuclear export of NFAT in vivo. J Cell Biol 141:863-874.

188. Aramburu.J., Garcia-Cozar.F., Raghavan.A., Okamura.H., 

Rao,A., and Hogan,P.G. 1998. Selective inhibition of NFAT 

activation by a peptide spanning the caicineurin targeting site of 

NFAT. Molecular Cell 1:627-637.

189. Aramburu.J., Yaffe.M.B., Lopez-Rodriguez.C., Cantley.L.C., 

Hogan,P.G., and Rao,A. 1999. Affinity-driven peptide selection 

of an NFAT inhibitor more selective than cyclosporin A. Science 

285:2129-2133.

190. Fischer,G., Wittman-Liebold.B., Lang.K., efhaber.T., and 

Schmid,F.X. 1989. Cyclophilin and peptidyl-prolyl cis-trans 

isomerase are probably identical proteins. Nature 337:476.

191. Bram.R.J., Hung.D.T., Martin,P.K., Schreiber.S.L., and 

Crabtree,G.R. 1993. Identification of the immunophilins capable 

of mediating inhibition of signal transduction by cyclosporin A

211

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



and FK506: roles of caicineurin binding and cellular location. 

Mol Cell Biol 13:4760-4769.

192. Sewell,T.J., Lam.E., Martin,M.M., Seszyk.J., Weidner.J., 

Calaycay.J., Griffin,P., Williams,H., Hung,S., Cryan.J. et al.

1994. Inhibition of caicineurin by a novel FK-506-binding 

protein. J Biol Chem 269:21094-21102.

193. Baughman,G., Wiederrecht.G.J., Chang,F., Martin,M.M., and 

Bourgeois,S. 1997. Tissue distribution and abundance of human 

FKBP51, an FK506-binding protein that can mediate caicineurin 

inhibition. Biochem Biophys Res Commun 232:437-443.

194. Nigam.S.K., Jin,Y.-J., Jin,M.-J., Bush.K.T., Bierer.B.E., and 

Burakoff.S.J. 1993. Localization of the FK506-binding protein, 

FKBP 13, to the lumen of the endoplasmic reticulum. Biochem J 

294:511-515.

195. Kulkami-,A.B., Huh.C.G., Becker,D., Geiser.A., Lyght.M., 

Flanders,K.C., Roberts,A.B., Spom.M.B., Ward.J.M., and 

Karisson.S. 1993. Transforming growth factor-pi null mutation 

in mice causes excessive inflammatory response and early 

death. Proc Natl Acad Sci USA 90:770-774.

212

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



196. Shull,M.M., Ormsby.l., Kier,A.B., Pawlowski.S., Diebold.R.J., 

Yin.M., Allen.R., Sidman.C., Proetzel.G., Calvin.D. et al. 1992. 

Targeted disruption of the mouse transforming growth factor-pi 

gene results in multifocal inflammatory disease. Nature 

359:693-699.

197. Sanford,L.P., Ormsby.l., Gittenberger-de Groot,A.C., Sariola.H., 

Friedman,R., Bolvin.G.P., Cardell.E.L., and Doetschman.T.

1997. TGFbeta2 knockout mice have multiple developmental 

defects that are non-overlapping with other TGFbeta knockout 

phenotypes. Development 124:2659-2670.

198. Taya.Y., O'Kane.S., and Ferguson,M.W. 1999. Pathogenesis of 

cleft palate in TGF-beta3 knockout mice. Development 

126:3869-3879.

199. Lawrence,D.A., Pircher.R., and Jullien.P. 1985. Conversion of a 

high molecular weight latent beta-TGF from chicken embryo 

fibroblasts into a low molecular weight active beta-TGF under 

acidic conditions. Biochemical and Biophysical Research 

Communications 133:1026-1034.

200. Lawrence,D.A., Pircher.R., Kryceve-Martinerie.C., and Jullien.P. 

1984. Normal embryo fibroblasts release transforming growth

213

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



factors in a latent form. Journal of Cellular Physiology 121:184-

188.

201. Gentry,L.E., Lioubin.M.N., Purchio.A.F., and Marquardt.H. 1988. 

Molecular events in the processing of recombinant type 1 pre- 

pro-transforming growth factor beta to the mature polypeptide. 

Molecular and Cellular Biology 8:4162-4168.

202. Gray,A.M. and Mason,A.J. 1990. Requirement for activin A and 

transforming growth factor-beta 1 pro-regions in homodimer 

assembly. Science 247:1328-1330.

203. Miyazono.K., Olofsson.A., Colosetti.P., and Heldin.C.H. 1991. A 

role of the latent TGF-beta1 -binding protein in the assembly and 

secretion of TGF-beta 1. EMBOJ 10:1091-1101.

204. Sha,X., Brunner,A.M., Purchio.A.F., and Gentry,L.E. 1989. 

Transforming growth factor beta 1: importance of glycosylation 

and acidic proteases for processing and secrtion. Molecular 

Endocrinology 3:1090-1098.

205. Dubois,C.M., Laprise.M.H., Blancette.F., Gentry,L.E., and 

Leduc.R. 1995. Processing of transforming growth factor beta 1 

precursor by human furin convertase. J Biol Chem 270:10618- 

10624.

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



206. Wakefield,L.M., Smith,D.M., Broz.S., Jackson,M., 

Levinson,A.D., and Spom.M.B. 1989. Recombinant TGF-beta 1 

is synthesized as a two-component latent complex that shares 

some structural features with the native platelet latent TGF-beta 

1 complex. Growth Factors 1:203-218.

207. Gentry,L.E. and Nash.B.W. 1990. The prodomain of pre-pro- 

transforming growth factor beta 1 when independently 

expressed is a functional binding protein for the mature growth 

factor. Biochemistry 29:6851-6857.

208. Miyazono.K., Thyberg.J., and Heldin.C.H. 1992. Retention of 

the transforming growth factor-beta 1 precursor in the Golgi 

complex in a latent endoglycosidase H-sensitive form. J Biol 

Chem 267:5668-5675.

209. Miyazono.K., Heilman,U., Wemstedt.C., and Heldin.C.H. 1988. 

Latent high molecular weight complex of transforming growth 

fator beta 1. Purificaton from human platelets and structural 

characterization. J Biol Chem 263:6407-6415.

210. Wakefield,L.M., Smith,D.M., Flanders,K.C., and Spom.M.B. 

1988. Latent transforming growth factor-beta from human

215

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



platelets. A high molecular weight complex containing 

precursor sequences. J Biol Chem 263:7646-7654.

211. Olofsson.A., Miyazono.K., Kanzaki.T., Colosetti.P., 

Engstrom.U., and Heldin.C.H. 1992. Transforming growth 

factor-beta 1, -beta 2, and -beta 3 secreted by a human 

glioblastoma cell line. Identification of small and different forms 

of large latent complexes. J Biol Chem 267:19482-19488.

212. Taipale.J., Koli.K., and Keski-Oja.J. 1992. Release of 

transforming growth factor-beta 1 from the pericellular matrix of 

cultured fibroblasts and fibrosarcoma cells by plasmin and 

thrombin. J Biol Chem 267:25378-25384.

213. Taipale.J., Miyazono.K., Heldin.C.H., and Keski-Oja.J. 1994. 

Latent transforming growth factor-beta 1 associates to fibroblast 

extracellular matrix via latent TGF-beta binding protein. Journal 

of Cell Biology 124:171 -181.

214. Taipale.J., Sahlin.P., Hedman.K., and Keski-Oja.J. 1996. Latent 

transforming growth factor-beta 1 and its binding protein are 

components of extracellular matrix microfibrils. Journal of 

Histochemistry and Cytochemistry 44:875-889.

216

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



215. Moren.A., Olofsson,A., Stenman.G., Sahlin.P., Kanzaki.T., 

Claesson-Welsh.L., ten Dijke.P., Miyazono.K., and Heldin.C.H.

1994. Identification and characterization of LTBP-2, a novel 

latent transforming growth factor-beta-binding protein. J Biol 

Chem 269:32469-32478.

216. Olofsson.A., Ichijo.H., Moren.A., ten Dijke.P., Miyazono.K., and 

Heldin.C.H. 1995. Efficient association of an amino-terminally 

extended form of human latent transforming growth factor-beta 

binding protein with the extracellular matrix. J Biol Chem 

27052:31297.

217. Dallas,S.L., Miyazono.K., Skerry,T.M., Mundy.G.R., and 

Bonewald.L.F. 1995. Dual role for the latent transforming growth 

factor-beta binding protein in storage of latent TGF-beta in the 

extracellular matrix and as a structural matrix protein. Journal of 

Cell Biology 131:539-549.

218. Taipale.J., Lohi.J., Saarinen,J., Kovanen.P.T., and Keski-Oja.J.

1995. Human mast cell chymase and leukocyte elastase 

release latent transforming growth factor-beta 1 from the 

extracellular matrix of cultured human epithelial and endothelial 

cells. J Biol Chem 270:4689-4696.

217

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



219. Gibson,M.A., Hatzinikolas.G., Davis,E.C., Baker,E., 

Sutherland,G.R., and Mecham.R.P. 1995. Bovine latent 

transforming growth factor beta 1-binding protein 2: molecular 

cloning, identification of tissue isoforms, and immunolocalization 

to elastin-associated microfibrils. Molecular and Cellular Biology 

15:6932-6942.

220. Handford.P., Downing,A.K., Rao,Z., Hewett.D.R., Sykes,B.C., 

and Kielty.C.M. 1995. The calcium binding properties and 

molecular organization of epidermal growth factor-like domains 

in human fibrillin-1. J Biol Chem 270:6751-6756.

221. Downing,A.K., Knott,V., Werner,J.M., Cardy.C.M.,

Campbell,E.D., and Handford.P.A. 1996. Solution structure of a 

pair of calcium-binding epidermal growth factor-like domains: 

implications for the Marfan syndrome and other genetic 

disorders. Cell 85:597-605.

222. Kim,S., Angel,P., Lafyatis.R., Hatton,K., Kim.K.Y., Spom.M.B., 

Karin,M., and Roberts,A.B. 1990. Autoinduction of transforming 

growth factor beta 1 is mediated by the AP-1 complex. 

Molecular and Cellular Biology 10:1492-1497.

218

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



223. Kim.S.J., Kehrl.J.H., Burton,J., Tendler.C.L., Jeang.K.T., 

Danielpour.D., Thevenin.C., Kim.K.Y., Spom.M.B., and 

Roberts,A.B. 1990. Transactivation of the transforming growth 

factor beta 1 (TGF-beta 1) gene by human T lymphotropic virus 

type 1 tax: a potential mechanism for the increased production 

of TGF-beta in adult T cell leukemia. J Exp Med 172:121-129.

224. Kim.S.J., Park.K., Rudkin.B.B., Dey.B.R., Spom.M.B., and 

Roberts,A.B. 1994. Nerve growth factor induces transcription of 

transforming growth factor-beta 1 through a specific promoter 

element in PC12 cells. J Biol Chem 269:3739-3744.

225. Birchenall-Roberts.M.C., Ruscetti.F.W., Kasper,J., e.H.D., 

iedman.R., iser,A.G., om.M.B., berts,A.B., and Kim.S.J. 1990. 

Transcriptional regulation of the transforming growth factor beta 

1 promoter by v-src gene products is mediated through the AP-1 

complex. Molecular and Cellular Biology 10:4978-4983.

226. Geiser.A.G., Kim,S., Roberts,A.B., and Spom.M.B. 1991. 

Characterization of the mouse transforming growth factor beta 1 

promoter and activation by the Ha-ras oncogene. Molecular and 

Cellular Biology 11:84-92.

219

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



227. Yoo.Y.D., Ueda.H., Park.K., Flanders,K.C., Lee.Y.I., Jay.G., and 

Kim.S.J. 1996. Regulation of transforming growth factor-beta 1 

expression by the hepatitis B virus (HBV) X transactivator. Role 

in HBV pathogenesis. Journal of Clinical Investigation 97:388- 

395.

228. Van Obberghen-Schilling.E., Roche,N.S., Flanders,K.C., 

Spom.M.B., and Roberts,A.B. 1988. Transforming growth factor 

beta 1 positively regulates its own expression in normal and 

transformed cells. J Biol Chem 263:7741-7746.

229. Kim.S.J., Denhez.F., Kim.K.Y., Holt.J.T., Spom.M.B., and 

Roberts,A.B. 1989. Activation of the second promoter of the 

transforming growth factor-beta 1 gene. J Biol Chem 

264:19373-19378.

230. Kim,S., Winokur.T.S., Lee.H.D., anielpour.D., im.K.Y., 

eiser.A.G., hen.L.S., pom.M.B., oberts.A.B., and ay,G. 1991. 

Overexpression of transforming growth factor-beta in transgenic 

mice carrying the human T-cell lymphotropic virus type I tax 

gene. Molecular and Cellular Biology 11:5222-5228.

231. Noma.T., Glick.A.B., Geiser.A.G., O'Reilly,M.A., Miller,J., and 

Roberts,A.B. 1991. Molecular cloning and structure of the

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



human transforming growth factor-beta 2 gene promoter. 

Growth Factors 4:247-255.

232. O'Reilly,M.A., Geiser.A.G., Kim.S.J., Bruggeman.L.A., Luu.A.X., 

Roberts,A.B., and Spom.M.B. 1992. Identification of an 

activating transcription factor (ATF) binding site in the human 

transforming growth factor-beta 2 promoter. J Biol Chem 

267:19938-19943.

233. Kim.S.J., Wagner,S., Liu.F., O'Reilly,M.A., Robbins,P.D., and 

Green,M.R. 1992. Retinoblastoma gene product activates 

expression of the human TGF-beta 2 gene through transcription 

factor ATF-2. Nature 358:331-334.

234. Glick.A.B., Flanders,K.C., Danielpour.D., Yuspa.S.H., and 

Spom.M.B. 1989. Retinoic acid induces transforming growth 

factor-beta2 in cultured keratinocytes and mouse epidermis. 

Cell Regulation 1:87-97.

235. Lafyatis.R., Lechleider.R., Kim.S.J., Jakowlew.S., Roberts,A.B., 

and Spom.M.B. 1990. Structural and functional characterization 

of the transforming growth factor beta 3 promoter. A cAMP- 

responsive element regulates basal and induced transcription. J 

Biol Chem 265:19128-19136.

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



236. Lafyatis.R., Lechleider.R., Roberts,A.B., and Spom.M.B. 1991. 

Secretion and transcriptional regulation of transforming growth 

factor-beta 3 during myogenesis. Molecular and Cellular Biology 

11:3795-3803.

237. Kim.S.J., Park.K., Koeller.D., Kim.K.Y., Wakefield,L.M., 

Spom.M.B., and Roberts,A.B. 1992. Post-transcriptional 

regulation of the human transforming growth factor-beta 1 gene. 

J Biol Chem 267:13702-13107.

238. Arrick.B.A., Lee,A.L., Grendell.R.L., and Derynck.R. 1991. 

Inhibition of translation of transforming growth factor-beta 3 

mRNA by its 5' untranslated region. Molecular and Cellular 

Biology 11:4306-4313.

239. Brown,P.D., Wakefield,L.M., Levinson,A.D., and Spom.M.B. 

1990. Physicochemical activation of recombinant latent 

transforming growth factor-beta's 1, 2, and 3. Growth Factors 

3:35-43.

240. Jullien.P., Bertg.T.M., and Lawrence,D.A. 1989. Acidic cellular 

environments: activation of latent TGF-beta and sensitization of 

cellular responses to TGF-beta and EGF. International Journal 

of Cancer 43:886-891.

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



241. Lyons,R.M., Gentry,L.E., Purchio,A.F., and Moses,H.L. 1990. 

Mechnism of activation of latent recombinant transforming 

growth factor beta 1 by plasmin. Journal o f Cell Biology 

110:1361-1367.

242. Lyons,R.M., Keski-Oja.J., and Moses,H.L. 1988. Proteolytic 

activation of latent transforming growth factor-beta from 

fibroblast-conditions medium. Journal o f Cell Biology 106:1659- 

1665.

243. Sato.Y. and Rifkin.D.B. 1989. Inhibition of endothelial cell 

movement by pericytes and smooth muscle cells: activation of a 

latent transforming growth factor-beta 1-like molecule by 

plasmin during co-culture. Journal of Cell Biology 109:309-315.

244. Schultz-Cherry,S. and Murphy-Ullrich.J.E. 1993. 

Thrombospondin causes activation of latent transforming growth 

factor-beta secreted by endothelial cells by a novel mechanism. 

Journal of Cell Biology 122:923-932.

245. Miyazono.K. and Heldin.C.H. 1989. Role for carbohydrate 

structures in TGF-beta 1 latency. Nature 338:158-160.

246. Barcellos-Hoff.M.H. 1993. Radioation-induced transforming 

growth factor beta and subsequent extracellular matrix

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



reorganization in murine mammary gland. Cancer Research 

53:3880-3886.

247. Ehrhart.E.J., Segarini.P., Tsang.M.L.S., Carroll.A.G., and 

Barcellos-Hoff.M.H. 1997. Latent transforming growth factor pi 

activation in situ: quantitative and functional evidence after low- 

dose y-irradiation. FASEBJ. 11:991-1002.

248. Koli.K. and Keski-Oja.J. 1993. Vitamin D3 and calcipotriol 

enhance the secretion of transforming growth factor-beta and - 

beta 2 in cultured murine keratinocytes. Growth Factors 8:153- 

163.

249. Oursler.M.J., Riggs.B.L., and Spelsberg.T.C. 1993. 

Glucocorticoid-induced activation of latent transforming growth 

factor-beta by normal human osteoblast-like cells. 

Endocrinology 133:2187-2196.

250. Boulanger.J., Reyes-Moreno.C., and Koutsillieris.M. 1995. 

Mediationo f glucocorticoid receptor function by the activation of 

latent transforming growth factor beta 1 in MG-63 human 

osteosarcoma cells. International Journal of Cancer 61:692- 

697.

224

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



251. Lin.H.Y., Wang.X.F., Ng-Eaton,E., Weinberg,R.A., and 

Lodish.H.F. 1992. Expression cloning of the TGF-beta type II 

receptor, a functional transmembrane serine/threonine kinase. 

Cell 63:775-785.

252. ten Dijke.P., Yamashita.H., Ichijo.H., Franzen.P., Laiho.M., 

Miyazono.K., and Heldin.C.H. 1994. Characterization of type I 

receptors for transforming growth factor beta and activin. 

Science 264:101-104.

253. Franzen.P., ten Dijke.P., Ichijo.H., Yamashita.H., Schulz,P., 

Heldin.C.H., and Miyazono.K. 1993. Cloning of TGFbeta type I 

receptor that forms a heteromeric complex with TGFbeta type II 

receptor. Cell 75:681-692.

254. Massague.J., Blain.S.W., and Lo.R.S. 2000. TGFp signaling in 

growth control, cancer, and heritable disorders. Cell 103:295-

309.

255. Massague.J. 1998. TGF-p signal transduction. 

Annu.Rev.Biochem. 67:753-791.

256. Derynck.R. and Feng.X.H. 1997. TGF-beta receptor signaling. 

Biochim.Biophys.Acta 1333 F:105-150.

225

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



257. Letterio.J.J. and Roberts.A.B. 1998. Regulation of immune 

responses by TGF-p. Ann Rev Immunol 16:136-161.

258. Sanderson.n., Factor,V., Nagy.P., Kopp.J., Kondaiah.P., 

Wakefield,L.M., Roberts.A.B., and Spom.M.B. 1995. Hepatic 

expression of mature transforming growth factor beta 1 in 

transgenic mice results in multiple tissue lesions. Proc Natl 

Acad Sci USA 92:2572-2576.

259. Kopp.J.B., Factor,V.M., Mozes.M., Nagy.P., Sanderson.n., 

Bottinger.E.P., Klotman.P.E., and Thorgeirsson.S.S. 1996. 

Transgenic mice with increased plasma levels of TGF-beta 1 

develop progressive renal disease. Laboratory Investigation 

74:991-1003.

260. Chirgwin.J.M., Pryzybyla,A.E., MacDonald,R.J., and Rutter,W.J. 

1979. Isolation of biologically active ribonucleic acid from 

sources enriched in ribonuclease. Biochemistry 18:5294-5299.

261. Batiuk, T. D. Cyclosporine immunosuppression: the role of 

caicineurin inhibition. 1996.

Ref Type: Thesis/Dissertation

226

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



262. Kung.L. and Halloran.P.F. 2000. Immunophilins may limit 

caicineurin inhibition by cyclosporine and tacrolimus at high 

drug concentrations. Transplant 70:327-335.

263. Batiuk.T.D., Pazderka.F., and Halloran.P.F. 1995. Caicineurin 

activity is only partially inhibited in leukocytes of cyclosporine- 

treated patients. Transplant 59:1400-1404.

264. Batiuk.T.D., Pazderka.F., and Halloran.P.F. 1995. Cyclosporine- 

treated renal transplant patients have only partial inhibition of 

caicineurin phosphatase activity. Transplant Proc 27:840-841.

265. Su,Q., Zhao.M., Weber,E., Eugster,H.-P., and Ryffel.B. 1995. 

Distribution and activity of caicineurin in rat tissues. Evidence 

for post-transcriptional regulation of testis-specific caicineurin B. 

EurJ Biochem 230:469-474.

266. Mitsuhashi.S., Shima.H., Kikuchi.K., Igarashi.K., Hatsuse.R., 

Maeda.K., Yazawa.M., Murayama.T., Okuma.Y., and 

Nomura,Y. 2000. Development of an assay method for activities 

of serine/threonine protein phosphatase type 2B (caicineurin) in 

crude extracts. Analytical Biochem 278:192-197.

267. Hughes,J.R., Hughes,V.F., Trull,A.K., and Metcalfe,S.M. 1999. 

Blood levels of TGF01 in liver transplant recipients receiving

227

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



either tacrolimus or micro-emulsified cyclosporine. Transplant 

68:583-586.

268. Shin.G.-T., Khanna,A., Ding.R., Sharma.V.K., Lagman.M., Li,B., 

and Suthanthiran.M. 1998. In vivo expression of transforming 

growth factor-pi in humans. Transplant 65:313-318.

269. Fredericks,S. and Holt.D.W. 1999. TGF-p quantitation can be 

tricky [commentaryj. Transplant 68:468-469.

270. Kropf.J., Schurek.J.O., Wollner.A., and Gressner.A.M. 1997. 

Immunological measurement of transforming growth factor-beta 

I (TGF-pi) in blood; assay development and comparison. Clin 

Chem 43:1965-1974.

271. Wakefield.L.M., Letterio.J.J., Chen.T., Danielpour.D., 

Allison.R.S.H., Pai.L.H., Denicoff.A.M., Noone.M.H., 

Cowan.K.H., O’Shaughnessy.J.A. et al. 1995. Transforming 

growth factor-pi circulates in normal human plasma and is 

unchanged in advanced metastic breast cancer. Clinical Cancer 

Research 1:129-136.

272. Kaplan,K.L. and Owen.J. 1981. Plasma levels of p- 

thromboglobulin and platelet factor 4 as indices of platelet 

activation in vivo. Blood 57:199-202.

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



273. Barcellos-Hoff.M.H., Ehrhart,E.J., Kalia.M., Jirtle.R., 

Flanders,K., and Tsang.M.L.S. 1995. Immunohistochemical 

detection of active transforming growth factor-p in situ using 

engineered tissue. American Journal of Pathology 147:1228- 

1237.

274. Barcellos-Hoff.M.H., Derynck.R., Tsang.M.L.S., and 

Weatherbee.J.A. 1994. Transforming growth factor-p activation 

in irradiated murine mammary gland. J.Clin.Invest. 93:892-899.

275. Choie.D.D., Longnecker.D.S., and del Campo.A.A. 1981. Acute 

and chronic cisplatin nephropathy in rats. Lab Invest 44:397- 

402.

276. Junker,U., Haufe.C.C., Nuske.K., Rebstock.K., Steiner.T., 

Wunderlich.H., Junker,K., and Reinhold,D. 2000. Elevated 

plasma TGF-beta1 in renal diseases: cause or consequence? 

Cytokine 12:1084-1091.

277. van der Mast.B.J., van Besouw.N.M., de Kuiper.P., 

Vaessen.L.M., IJzermans.J.N., van Gelder.T., and Weimar,W. 

2000. A longitudinal study of TGF-beta1 protein levels in renal 

allograft recipients converted from CsA to MMF or AZA. Clinical 

Transplantation 14:66-69.

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



278. Quien.R.M., Kaiser,B A., Dunn.S.P., Kulinsky,A., Polinsky.M., 

Baluarte.H.J., Batiuk.T.D., and Halloran.P.F. 1997. Calcineurin 

activity in children with renal transplants receiving cyclosporine. 

Transplant 64:1486-1489.

279. Yoshimura.N. and Kahan.B.D. 1985. Pharmacodynamic 

assessment of the in vivo cyclosporine effect on interleukin-2 

production by lymphocytes in kidney transplant recipients. 

Transplant 40:661-666.

280. Koutouby.R., Zucker.C., Zucker.K., Burke,G., Nery.J., Roth.D., 

Esquenazi.V., and Miller,J. 1993. Molecular monitoring of the 

immunosuppressive effects of cyclosporine in renal transplant 

patients by using a quantitative polymerase chain reaction. Hum 

Immunol 36:227-234.

281. Suzuki,N., Kaneko.S., Ichino.M., Mihara.S., Wakisaka.S., and 

Sakane.T. 1997. In vivo mechanisms for the inhibition of T 

lymphocyte activation by long-term therapy with tacrolimus (FK- 

506): experience in patients with Behcet's disease. Arthritis & 

Rheumatism 40:1157-1167.

282. Marks,A.R. 1996. Cellular functions of immunophilins. Physiol 

Rev 76:631-649.

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



283. Galat.A. 1993. Peptidylproline cis-trans-isomerases: 

immunophilins [reviewj. EurJ Biochem 216:689-707.

284. Pawson.T. and Scott,J.D. 1997. Signaling through scaffold, 

anchoring, and adaptor proteins. Science 278:2075-2080.

285. Mochly-Rosen.D. 1995. Localization of protein kinases by 

anchoring proteins: a theme in signal transduction. Science 

268:247-251.

286. Ferreira,A., Kincaid,R., and Kosik.K.S. 1993. Calcineurin is 

associated with the cytoskeleton of cultured neurons and has a 

role in the acquisition of polarity. Mol Biol Cell 4:1225-1238.

287. Moriya.M., Fujinaga.K., Yazawa.M., and Katagiri.C. 1995. 

Immunohistochemical localization of the calcium/calmodulin- 

dependent protein phosphatase calcineurin, in mouse testis: its 

unique accumulation in spermatid nuclei. Cell Tissue Res 

281:273-281.

288. Shibasaki.F., Roydon Price,E., Milan,D., and McKeon.F. 1996. 

Role of kinases and the phosphatase calcineurin in the nuclear 

shuttling of transcription factor NF-AT4. Nature 382:370-373.

289. Alexander,D.R., Hexham,J.M., and Crumpton,M.J. 1988. The

association of type 1, type 2A and type 2B phosphatases with

231

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



the human T lymphocyte plasma membrane. Biochem J 

256:885-892.

290. Kennedy,M.T., Brockman.H., and Rusnak.F. 1997. 

Determinants of calcineurin binding to model membranes. 

Biochemistry 36:13579-13585.

291. Kaye.R.E., Fruman.D.A., Bierer.B.E., Albers.M.W., 

Zydowsky.L.D., Ho.S.I., Jin.Y.J., Castells.M.C., Schreiber.S.L., 

Walsh.C.T. et al. 1992. Effects of cyclosporin A and FK506 on 

Fci receptor type l-initiated increases in cytokine mRNA in 

mouse bone marrow-derived progenitor mast cells: Resistance 

to FK506 is associated with a deficiency in FK506-binding 

protein FKBP12. Proc Natl Acad Sci USA 89:8542-8546.

292. Fruman.D.A., Bierer.B.E., Benes.J.E., Burakoff.S.J., 

Austen,K.F., and Katz.H.R. 1995. The complex of FK506- 

binding protein 12 and FK506 inhibits calcineurin phosphatase 

activity and IgE activation-induced cytokine transcripts, but not 

exocytosis, in mouse mast cells. Journal of Immunology 

154:1846-1851.

293. Marks,W.H., Harding,M.W., Handschumacher.R., Marks,C., and 

Lorber.M.I. 1991. The immunochemical distribution of

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



cyclophilin in normal mammalian tissues. Transplant 52:340- 

345.

294. Bennett,P.C., Singaretnam.L.G., Zhao.W.-Q., Lawen.A., and 

Ng.K.T. 1998. Peptidyl-prolyl-c/s/frans-isomerase activity may 

be necessary for memory formation. FEBS Lett 431:386-390.

295. De Camilli.P. and Takei.K. 1996. Molecular mechanisms in 

synaptic vesicle endocytosis and recycling. Neuron 16:481-486.

296. Nichols,R.A., Suplick.G.R., and Brown,J.M. 1994. Calcineurin- 

mediated protein dephosphorylation in brain nerve terminals 

regulates the release of glutamate. J Biol Chem 269:23817- 

23823.

297. Wang.T., Donahoe.P.K., and Zervos.A.S. 1994. Specific 

interaction of type I receptors of the TGF-p family with the 

immunophilin FKBP-12. Science 265:674-676.

298. Okadome.T., Oeda.E., Saitoh,M., Ichijo.H., Moses,H.L., 

Miyazono.K., and Kawabata.M. 1996. Characterization of the 

interaction of FKBP12 with the transforming growth factor-p type 

I receptor in vivo. J Biol Chem 271:21687-21692.

233

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



299. Yokogawa.K., Takahashi.M., Tamai.l., Konishi.H., Nomura,M., 

Moritani.S., Miyamoto.K., and Tsuji,A. 1999. P-glycoprotein- 

dependent disposition kinetics of tacrolimus: studies in mdrla 

knockout mice. Pharma Res 16:1213-1218.

300. Kochi,S., Takanaga.H., Matsuo,H., Ohtani.H., Naito.M., 

Tsuruo.T., and Sawada.Y. 2000. Induction of apoptosis in 

mouse brain capillary endothelial cells by cyclosporin A and 

tacrolimus. Life Sci 66:2255-2260.

301. Kochi,S., Takanaga.H., Matsuo,H., Naito.M., Tsuruo.T., and 

Sawada.Y. 1999. Effect of cyclosporin A or tacrolimus on the 

function of blood-brain barrier cells. Eur J Pharmacol 372:287-

295.

302. Pankewycz.O.G., Miao.L., Isaacs,R., Guan.J., Pruett,T., 

Haussmann.G., and Sturgill,B.C. 1996. Increased renal tubular 

expression of transforming growth factor beta in human 

allografts correlates with cyclosporine toxicity. Kidney Int 

50:1634-1640.

303. Shihab.F.S., Andoh.T.F., Tanner,A.M., Noble,N.A., Border,W.A., 

Franceschini.N., and Bennett,W.M. 1996. Role of transforming

234

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



growth factor-p 1 in experimental chronic cyclosporine 

nephropathy. Kidney Int 49:1141-1151.

304. Shehata.M., Cope.G.H., Johnson,T.S., Raftery.A.T., and El 

Nahas.A.M. 1995. Cyclosporine enhances the expression of 

TGF-p in the juxtaglomerular cells of the rat kidney. Kidney Int 

48:1487-1496.

305. Khanna.A., Cairns,V., and Hosenpud.J.D. 1999. Tacrolimus 

induces increased expression of transforming growth factor-pi 

in mammalian lymphoid as well as nonlymphoid cells. 

Transplant 67:614-619.

306. Shihab.F.S., Bennett,W.M., Tanner,A.M., and Andoh.T.F. 1997. 

Mechanism of fibrosis in experimental tacrolimus nephrotoxicity. 

Transplant 64:1829-1837.

307. Khanna.A.K., Cairns,V.R., Becker,C.G., and Hosenpud.J.D.

1998. TGF-p: a link between immunosuppression, 

nephrotoxicity, and CsA. Transplantation Proceedings 30:944- 

945.

308. Li,B., Sehajpal.P.K., Khanna.A., Vlassara.H., Cerami.A., 

Stenzel.K.H., and Suthanthiran.M. 1991. Differential regulation 

of transforming growth factor beta and interleukin 2 genes in

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



human T cells: demonstration of usage of novel competitor DNA 

constructs in the quantitative polymerase chain reaction. J Exp 

Med 174:1259-1262.

309. Khanna.A-. Kapur,S., Sharma.V., Li,B., and Suthanthiran.M. 

1997. In vivo hyperexpression of transforming growth factor-pi 

in mice: stimulation by cyclosporine. Transplant 63:1037-1039.

310. Khanna.A.K., Cairns,V.R., Becker,C.G., and Hosenpud.J.D.

1999. Transforming growth factor (TGF)-p mimics and anti-TGF- 

p antibody abrogates the in vivo effects of cyclosporine. 

Demonstration of a direct role of TGF-p in immunosuppression 

and nephrotoxicity of cyclosporine. Transplant 67:882-889.

311. Kirk.A.D., Jacobson,L.M., Heisey.D.M., Fass.N.A., 

Sollinger.H.W., and Pirsch.J.D. 1997. Posttransplant diastolic 

hypertension. Transplant 64:1716-1720.

312. Hojo.M., Morimoto.T., Maluccio.M., Asano.T., Morimoto.K., 

Lagman.M., Shimbo.T., and Suthanthiran.M. 1999. 

Cyclosporine induces cancer progression by a cell-autonomous 

mechanism. Nature 397:530-534.

236

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



LINA KUNG

Curriculum Vitae 
July 2001

ACADEMIC 

Education

1995/6-present University of Alberta
Department of Medical Microbiology and Immunology 
Ph.D. candidate
Supervisor: Dr. Philip F. Halloran, MD, Ph.D.

1990/1 -1994/5 University of Alberta
B.Sc. (Honours) Pharmacology 
June 1995

Honors and Awards

Full-time Studentship, Alberta Heritage Foundation for Medical 
Research, 1997/8-present

Faculty of Medicine 75th Anniversary Award, University of Alberta, 
1995/6

Dean’s List, University of Alberta, 1990/1-94/5 

Canada Scholarship, University of Alberta, 1990/1-94/5 

Harry W. Bass Memorial Bursary, University of Alberta, 1990 

Rutherford Scholarship, Province of Alberta, 1987/88-1989/90 

City of Edmonton Honors Award, 1990

237

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



Publications

1. Kung, L., Batiuk, T.D., Noujaim, J., Paolomo, S., Helms, L.M., and 
Halloran, P.F. Tissue distribution of calcineurin and its sensitivity to 
inhibition by cyclosporine. (accepted to American Journal of 
Transplantation)

2. Kung, L. and Halloran, P.F. Calcineurin-targetted inhibition of the 
immune response. Therapeutic Immunosuppression (Editor: 
Thomson, A.W.), Klurow Publishers (in press)

3. Kung, L. and Halloran, P.F. Immunophilins may limit calcineurin 
inhibition by cyclosporine and tacrolimus at high drug 
concentrations. Transplantation 70(2):327-35, 2000.

4. Kung, L., Gourishankar, S., and Halloran, P.F. Molecular 
pharmacology of immunosuppressive agents in relation to their 
clinical use. (Review) Current Opinion in Organ Transplantation 
5:268-275, 2000.

5. Halloran, P.F., Helms, L.M., Kung, L., and Noujaim, J. The 
temporal profile of calcineurin inhibition by cyclosporine in vivo. 
Transplantation 60:1356-1361, 1999.

6. Halloran, P.F., Noujaim, J., and Kung, L. Calcineurin and the 
biological effect of cyclosporine and tacrolimus. Transpl Proc 30: 
2167-2170, 1998.

7. Batiuk, T.D., Kung, L., and Halloran, P.F. Evidence that calcineurin 
is rate-limiting for primary human lymphocyte activation. Journal of 
Clinical Investigation 100:1894-1901, 1997.

Manuscripts in preparation:

1. Kung, L., Loertscher, R., Melk, A., Sawitzki, B., Ramassar, V., and 
Halloran, P.F. Cyclosporine does not directly affect TGF-01 
expression in vivo or in vitro.

2. Kung, L„ Noujaim, J., Helms, L.M., Malcolm, H., and Halloran, 
P.F. The measurement of calcineurin phosphatase activity in 
human and mouse.

238

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



Presentations at International Meetings

1. Kung, L., Sedlemeyer, A., and Halloran, P.F. The higher molar 
potency of tacrolimus may reflect pre-assembly of the binding 
protein with calcineurin. (poster presentation) American Society of 
Transplantation, 2001.

2. Kung, L., Loertcher, R., and Halloran, P.F. Cyclosporine and the 
TGF-p secretion by mouse and human immune cells, (poster 
presentation) Canadian Society of Transplantation, 2001.

3. Kung, L. and Halloran, P.F. A new explanation for the greater 
potency of tacrolimus compared to cyclosporine. (poster 
presentation) American Association of Immunologists, 2001.

4. Kung, L. and Halloran, P.F. Cyclosporine and tacrolimus: 
complete inhibition of calcineurin immune function with incomplete 
inhibition of calcineurin phosphatase activity, (oral presentation) 
American Society of Transplantation, 1999

5. Kung, L., Noujaim, J., and Halloran, P.F. Immunophilin 
concentrations can be limiting for calcineurin inhibition by 
tacrolimus and cyclosporine. (poster presentation) American 
Association of Immunologists, 1999

6. Kung, L., Noujaim, J., and Halloran, P.F. Tacrolimus (FK) and 
Cyclosporine (CsA): Different effects on calcineurin (CN). (oral and 
poster presentation) Canadian Society for Immunology, 1999.

7. Kung, L. and Halloran, P.F. Mechanism of action of cyclosporine a 
(CsA) and tacrolimus (FK) on calcineurin. (poster presentation) 
American Society of Transplant Physicians, 1998.

8. Kung, L. and Halloran, P.F. Tacrolimus (FK) and cyclosporine 
(CsA): A different mechanism of inhibition on calcineurin (CN) 
(poster presentation) American Association of Immunologists, 
1998

9. Kung, L. and Halloran, P.F. Neither FK nor CsA completely inhibit 
CN phosphatase activity against peptide substrates in vitro or in 
vivo, (poster presentation) World Congress of the Transplantation 
Society, 1998.

239

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



10. Kung, L. and Halloran, P.F. The mechanism of action of 
cyclosporine A and tacrolimus, (poster presentation) Canadian 
Society for Immunology, 1997

11. Kung, L. and Halloran, P.F. Differences between tacrolimus and 
cyclosporine in action on calcineurin. (poster and mini-symposium) 
American Society for Nephrology, 1997

TEACHING AND LEADERSHIP 

Lectures and Presentations

University of Alberta Immunology Network Student Retreat 
June 2000

Department of Medical Microbiology and Immunology 
May 2000
Science and Peanut Butter Seminar

Alberta Nephrology Days 
April 1999

University of Alberta Immunology Network Retreat 
September 1997

Teaching and Employment

Department of Medical Laboratory Science, University of Alberta 
Instructor for Medical Laboratory Science (MLS) 475,
1998 and 1999

Department of Medical Microbiology and Immunology, University of 
Alberta

Teaching Assistant for Interdepartmental (INTD) 452, 1998

University of Alberta Teaching Symposium 
Participant, 1996 and 1997

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.



Leadership

Department of Medical Microbiology and Immunology, University of
Alberta

Volunteer cohort, 1996-present

University of Alberta Immunology Network Retreat 
Registration and Fees, 2000

University of Alberta Immunology Network 
Studentship committee, 1999-2000

University of Alberta Immunology Network
Distinguished Immunologist Seminar Series Coordinator, 
1997-2000

University of Alberta Immunology Network
Student council member/representative, 1997-2000

University of Alberta Immunology Network Retreat 
Public Relations, 1999

University of Alberta Election Procedures Committee 
Member, 1999

University of Alberta Immunology Network Retreat 
Food committee, 1998

Faculty of Graduate Studies and Research Council 
Graduate student representative, 1997/98

Academic Appeals Board
Graduate student alternate member, 1997/98

Graduate Student Association, University of Alberta
Department of Medical Microbiology and Immunology Student 
Representative, 1995-1996

241

Reproduced with permission of the copyright owner. Further reproduction prohibited without permission.


