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ALLOGRAFT rejection is a complex process, which requires
interactions between different cell types and a variety of
soluble factors, such as cytokines. In this review we
discuss the role of cytokines in the induction and effector
phases of the rejection process and in the induction and
maintenance of allospecific graft tolerance. Furthermore,
we discuss the feasibility of clinical graft function moni-
toring by measuring cytokines and the possibilities for
intervention in the cytokine network in order to inhibit
graft rejection and eventually obtain graft acceptance.
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Introduction

Cytokines are proteins, which act as soluble me-
diators and regulators of immune responses. They
perform their actions by binding to specific mem-
brane-bound receptors and act in a paracrine or
autocrine fashion. Different cell types, not only
leukocytes, can produce the same cytokine or react
to the same cytokine. So, one cytokine can have a
range of differential effects on various different target

“cells (pleiotropy). Furthermore, two different
cytokines can have the same effect (redundancy).
Cytokines are able to positively or negatively influ-
ence the production and function of one another.
The complexity of the cytokine network should be
kept in mind, while interpreting experimental or
clinical findings as discussed in this review.

One of the immune responses in which cytokines
are considered to play an important role is allograft
rejection. The process of rejection has been studied
carefully and starts to become more clear.'> During
the induction phase of rejection, T-cell receptor (TcR)
recognition of the foreign MHC molecule results in T-
cell activation, expression of the interleukin (IL)-2
receptor (R) and production IL-2, which in an
autocrine fashion induces clonal expansion of the
activated T cells. During T cell activation, soluble
(s)IL-2R are released.” It is thought that CD4" T
lymphocytes are essential for initiation of graft rejec-
tion and CD8" T cells are more important in the
effector phase of rejection.® In this phase, production
of IL-2 and other cytokines induces influx and pro-
liferation of CD8"* cytotoxic T cells, natural killer (NK)
cells and macrophages. This inflammatory process
will lead to tissue destruction and dysfunction of the
graft. Cytokines can influence this process at several
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levels (Table 1). IL-1, produced by macrophages, acts
as an accessory signal from the antigen presenting
cell (APC) for T cell proliferation.®” IL-2 is a growth
factor for T lymphocytes, induces T lymphocyte
cytotoxicity and stimulates NK cell activity.® Inter-
feron (IFN)-y activates macrophages, cytotoxic T cells
and NK cells and induces increased expression of
MHC class I and II molecules in this way increasing
the allogenicity of the graft.” Tumour necrosis factor
(TNPF)-a increases the MHC class I expression and
activates neutrophils.’™!? Apart from these activities,
cytokines may have direct cytotoxic effects on the
grafted tissue.'?

Since CD4* T cells are of such importance for graft
rejection, T-helper (Th)1-Th2 subsets have been
studied for their potential role in regulating the
rejection process. Both in mice and in human, differ-
ent Th cell clones have been described, which can be
distinguished by the different sets of cytokines they
produce.’5 Thl cells produce IL-2, IFN-y and

Table 1. Cell sources of cytokines relevant in transplantation

CTLe Th1 Th2 NK Becell Monocytes/ Other®
macrophages

IL-1 + + +
IL-2 + +
IL-4 +
IL-5 +
IL-6 + + +
IL-10 + +
IFN-y + + +
TNF-o. + + + + + +
TNF-B + + + +

8CTL, cytotoxic T lymphocytes.
"Other cells producing these cytokines are fibroblasts, epithelial
cells etc.
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lymphotoxin (LT, also known as TNF-B), while Th2
cells produce IL-4. IL-5. IL-6 and IL-10. Other
cytokines, such as IL-3 and TNF-a, are produced by
hoth Th subsets.

Different functions have been assigned to the
different Th subsets. Th1 cells mediate delayed-type
hypersensitivity (DTH). anti-viral and anti-tumoral
cytotoxic effects. while Th2 cells provide help for B
cell differentiation and antibody formation. These
two Th subsets are able to influence each others
cytokine production and proliferation. IFN-y. pro-
duced by Th1 cells, inhibits Th2 cell proliferation and
cytokine production.” IFNy also antagonizes the
activity of IL-4 in B cell activation and isotype pro-
duction."* The Th2 cytokine IL-10. inhibits the pro-
duction of Th1 cytokines while IL-4 inhibits Thl cell
proliferation.” ** Since cellular cytotoxicity plays an
important role in allograft rejection, Thl cells are
thought to dominate in this process. On the other
hand, the suppression of these allospecific Thl cells
by Th2 cells could be a mechanism of graft accept-
ance. Altered cytokine gene expression and produc-
tion during graft rejection provides a logical target to
redirect the observed shifts in the Th1-Th2 balance
interfering with the cytokine network.

To further elucidate the role of cytokines in clinical
and experimental allograft rejection and survival, we
first focus on the detection of cytokines during the
rejection process and during graft acceptance. Then
we describe the approaches that have been used to
interfere in the cytokine network and future pros-
pects for therapeutic intervention.

Detection of cytokines during graft
rejection

There are two reasons for detecting cytokines
during allograft rejection. The first is to find a reliable
and preferably non-invasive method to monitor graft
function. If certain cytokines are found to be early
predictors of acute rejection this enables us to start
rejection therapy as soon as possible and to monitor
the success of this therapy. The second reason is to
learn more about which cytokines play a role in the
rejection process and therefore might be good targets
for immunomodulation. We think that therapeutic
intervention in the earliest (induction) phase of rejec-
tion is preferable to intervention in the effector phase
in order to redirect the immune response and achieve
long-term allograft survival. Therefore, we consider
cytokines appearing in the induction phase of
more importance to serve as targets for
immunomodulation than cytokines appearing late in
rejection.

The advantage of animal models for graft rejection
is that proper controls, including syngeneic grafts
and non-grafted tissue can be examined for cyto-
kine expression. Furthermore, in general, no
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immunosuppressive drugs are being used in these
models.

In the clinical setting. immunosuppressive drugs
are routinely used for the prevention of organ trans-
plant rejection. Immunosuppressive drugs like
cyclosporin A (CsA) and glucocorticoids can inhibit
TNF and IL-6 production,"-** while the anti-CD3 mAb
OKT3 and anti-thvmocyte globulin (ATG) can in-
crease serum IL-6 and TNF-o levels. =%

Table 2 summarizes the cytokines described to be
involved in allograft rejection.

Detection of systemic cytokines: In the clinical setting
a lot of effort has been made to find a single or few
cytokines in the serum. urine or bile. that permit
monitoring graft rejection. In kidney, liver or lung
transplantation, serum levels of IL-6.2%+ % TNF-o,” %
IL-2, and sIL-2R** have been shown to increase in
relation to graft rejection. Serial monitoring was nec-
essary, since not the absolute levels of IL-6 or sIL-2R.
but rather a rise of these levels indicated the devel-
opment of rejection. ¥+ However, the measured
cytokine levels have low sensitivity and specificity
regarding rejection diagnosis. TNF-a., IL-2 and sIL-2R
levels were found to be elevated in some cases of
stable graft function.” % [L-6, TNF-o and sIL-2R lev-
els were increased in the early postoperative period
and elevations of IL-6, TNF-a or sIL-2R levels were
found during episodes of infection 32
Yoshimura et al.** suggested that serum IL-0 levels or
even better the ratio of 1L-6 to CsA trough value may
discriminate rejection from CsA nephrotoxicity. Pos-
sibly, measurements of TNF-a* or IL-2¥ in the urine
of renal allograft recipients or IL-6* in the bile, as
shown in a rat hepatic allograft model, will have
more value in discriminating allograft rejection from
infection or non-immunological graft dysfunction.
These studies demonstrate that systemic cytokine
measurements are not reliable enough to differenti-
ate rejection from infection. Therefore, they cannot
be used for monitoring and histological tissue analy-
sis remains the standard for diagnosis of rejection.
Whether these cytokines are involved in the mecha-
nism of allograft rejection, as has been suggested in
a few of the above-mentioned studies, is in our
opinion doubtful. Based on their paracrine and
autocrine activity, the detection of cytokines in the
periphery is not likely to reflect the local activities
within the graft. It is much more likely that cytokines

Table 2. Detection of cytokines implicated in allograft rejection

Cytokines References
Systemic iL-2, slL-2R, IL-6, TNF-a 283, 25-35
In situ animal IL.-2, IL-4, (IFN-y), (TNF-8) 44, 45
models
In situ clinical IL-2, IL-5, IL-6, IFN-y, TNF-o 46-50
transplantation
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that are systemically present, such as TNF-o and IL-6
are involved in the inflammatory process of an ongo-
ing rejection process and are rather nonspecific
markers in the serum. Interference with these
cytokines could diminish the development of in-
flammation, but a more preferable target for
immunomodulation would be those particular
cytokines, that are involved in the induction phase of
the local rejection process in order to create a new
immunological balance and graft acceptance.

In situ detection of cytokines during graft rejection: In
order to get more insight into which cytokines are
involved in the rejection process, cytokines have
been detected in the graft in experimental and clini-
cal settings. For iz situ detection of cytokines several
techniques have been used. Northern blot analysis,
reverse transcription (RT)-PCR and in situ hybridiza-
tion were used to detect cytokine mRNA within the
graft. In sponge matrix allografts, i.e. sponges con-
taining allogeneic cells, the exudate was tested
for cytokine proteins. Furthermore, the local pro-
duction of cytokines was investigated using
immunohistochemistry or cultures of graft-infiltrating
cells (GIC). All of these techniques have their own
advantages and disadvantages. For example, if
cytokine mRNA is to be detected, one cannot con-
clude that the protein is also present, since the
production of cytokines can be regulated at post-
transcriptional level. In situ hybridization indicates
the localization of cytokine production and is also
rather sensitive, but is a difficult and time-consuming
technique. RT-PCR is an extremely sensitive method,
but this method gives no information about the cell-
type that produces the detected cytokines.
Immunohistochemistry is able to demonstrate the
cytokine-producing cells. However, most cytokines
are not retained in the cytosol, but are directly
secreted after translation. This may cause false nega-
tive results. On the other hand, it is difficult to
discriminate between the cytokine producing cells
and the target cells for these cytokines. Especially
interpretations concerning Thl-Th2 imbalances
should be made very carefully. This also counts if
cytokines are detected in supernatants of cultured
graft infiltrating cells. It has been shown that culture
conditions, such as added cytokines, can dictate the
outcome of the cytokine pattern produced.?®* The
analysis of mRNA of cultured cells is also unreliable,
since manipulating the cells can cause not only
induction of a particular cytokine mRNA, but also the
level of instable cytokine mRNA to decline.®

Two studies in a murine cardiac allograft model*#
used the extremely sensitive reverse transcription
PCR method to detect cytokine mRNA in normal
tissue, isografts and allografts at several days after
grafting. Their results were quite similar. The
cytokines that were detectable could be divided into

three groups. The first group of cytokines can be
detected in normal tissue, isografts and allografts and
consists of IL-1fB, IL-5, IL:6, TNF-¢ and TGF-B. The
second group, including IL-1o and IL-3, is expressed
in both isografts and allografts. These two groups
seem to represent cytokines which are induced in
response to the grafting procedure and are not cor-
related with the rejection process itself. The last and
probably the most important group consists of IL-2
and IL-4. These cytokines are only present in
allografts, which suggests they play a role in allograft
rejection. However, the two studies show inconsist-
ent data on two cytokines, TNF-f3 and IFN-y. Dallman
et al* showed that TNF-B can only be detected in
allografts, while Morgan et al.”* also detected this
cytokine in isografts. IFN-y, however, was only found
in allografts by Morgan et al., while Dallman et al.
detected IFN-y mRNA in normal tissue and in
isografts as well, though the levels were lower than
in the allografts. This difference in cytokine pattern
remains unexplained. Interestingly, Dallman et al.
found that IL-2, IL-4 and TNF-f, the cytokines that are
expressed only in the allografts, were all transcribed
transiently, their expression being maximal at 4-5
days after transplantation. Thereafter the expression
declined before clinical signs of rejection appeared,
suggesting these cytokines play a role in the initia-
tion of rejection.

In the clinical setting in situ detection of cytokines
in rejecting allografts has been compared with grafts
without signs of rejection. In situ hybridization of
human renal biopsies showed that normal kidney
tissue or biopsies from patients with stable graft
function do not significantly express IL-6, TNF-o. or
IFN-y transcripts.® During acute rejection, however,
the grafts showed significant levels of IL-6 mRNA, but
not TNF-o. or IFN-y mRNA. The IL-6 mRNA was
expressed in many different cell types, such as
glomerular cells, tubular epithelium and vascular
endothelium. The significance of the IL-6 production
by these nonimmune cells remains unclear. Using the
same technique on irreversibly rejected kidney grafts,
TNF-00. mRNA could be detected in macrophage-like
infiltrating cells.” Immunohistochemistry showed
that these cells actually produced TNF-o. protein.
Glomerular cells and tubular epithelium cells prob-
ably were target cells for TNF-a,, since TNF-o protein
could be detected, but no TNF-oo mRNA was found
in these cells. The results of mRNA detection during
allograft rejection may be influenced by the organ
investigated. In human liver allografts IL-1B, IL-4,
IL-6 and TNF-o. mRNA was expressed in rejecting
allografts and in grafts without signs of rejection.®®
Only IL-5 mRNA was associated with liver graft rejec-
tion. All the above-mentioned data are derived from
grafts, in which the rejection process had developed
quite far, as graft dysfunction was already apparent,
and the rejection sometimes even irreversible. So, the
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cytokines detected may play a role in the graft rejec-
tion, but may also be rather nonspecific mediators of
tissue inflammation and destruction. Two studies.
using RT-PCR on fine-needle aspirates, were able to
detect IL-2 mRNA" and IFN-y mRNA™ in samples,
taken before clinical rejection. Since the expression
was transient, sequential analysis is required to use
this method to predict graft rejection.

Detection of cytokines during allograft acceptance: In
animal models, the induction of allograft tolerance
has succeeded by using several different protocols.
such as a preoperative donor-specific transfusion
(DST) or anti-CD4 mc aoclonal antibody (mAb) treat-
ment.*** Determination of the changes in the
cytokine profile in these accepted grafts compared
with rejecting allografts, may clarify the mechanism
by which this state of tolerance is maintained and
may indicate ways to manipulate the immune system
in order to obtain tolerance. Strangely, intragraft
events, which have been ascribed to cytokines, such
as mononuclear cell infiltration, allospecific cytotoxic
T cells and elevated expression of MHC class I and
II antigens, are still apparent in tolerized grafts™ and
renal allografts with stable graft function.™

In a rat kidney allograft model, in which tolerance
was induced by DST, graft infiltrating cells from
tolerant rats were unable to produce IL-2 in vitro,
expressed lower levels of the IL-2R and showed
lower proliferation in response to IL-2 than cells from
untreated rats.” In a comparable model, tolerized rat
heart allografts showed a lower expression of IL-2
and IFN-y mRNA and a different kinetics of these
messages than rejecting allografts.”” Strong evidence
that the downregulation of IL-2 or IFN-y mRNA plays
a role in the development of graft tolerance is pro-
vided by the fact that simultaneous administration of
IL-2 or IFN-y and the DST abrogates the tolerizing
effect. It is still unclear whether this downregulation
of Thl cytokines is the mechanism of tolerance
induction or whether Th2 cells play a role in sup-
pressing these Thl cytokines.

After induction of tolerance, using several different
strategies, it has been shown that IL-2 and IFN-y
mRNA were downregulated, whereas IL-4 and IL-10
(Th2 cytokines) mRNA expression remained at the
same level or even increased.® However, there is no
proof that the source of these cytokines is indeed T
lymphocytes. Recently, it has been shown, that IL-10
mRNA is detectable in many organs of a normal
mouse and is expressed at the same level in nude
mice or SCID mice, suggesting independence of T
and B cells.”

Anti-CD4 mAb treatment has resulted in graft ac-
ceptance in several animal models. Partial depletion
of CD4* T cells in mice resulted in a higher expres-
sion of IL-4 mRNA and a lower expression of IFN-y
mRNA, as detected by in situ hybridization in puri-
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fied CD4" T cells." In other studies. using anti-CD4
mAb, long term renal allograft survival and abroga-
tion of accelerated cardiac rejection were accompa-
nied by diminished IL-2 expression and preserved IL-
+ expression, suggesting that the Th1-Th2 dichotomy
does play a role in immunosuppression.”'** Addi-
tional evidence is provided by the finding that adop-
tive transfer of a bm12-specific Th2 cell line to B6
mice resulted in prolongation of bm12 skin grafts.
whereas BALB/c third party grafts were rejected.”® It
is interesting to note that IL-4 can be detected both
early in the rejection process™ and during graft ac-
ceptance. This finding awaits further clarification.

Strategies interfering with cytokine effects

CsA and FK506 are important immunosuppressive
drugs. that are widely used for preventing organ
allograft rejection. It is known for several years now
that their immunosuppressive mechanism is based
on inhibition of T cell signal transduction pathways
leading to activation of cytokine gene expression.”
Besides these established regimens, alternative ways
to interfere with cytokine effects have been studied
(Table 3).

Monoclonal or polyclonal antibodies: Since cytokines
have been shown to be associated with allograft
rejection, several strategies have been studied to
interfere with cytokine function in order to prolong
graft survival.

Monoclonal and polyclonal antibodies against
cytokines have been shown to prolong allograft
survival in several animal models. Anti-IFN-y mAb
blocked MHC class II disparate skin graft rejection in
mice. but had no effect on MHC class 1 disparate skin
graft rejection.”® Anti-IL-2,* anti-TNF-o. and anti-LT
antibodies®™ were able to prolong rat cardiac
allograft survival, when given as the only therapy. In
the same model, anti-IFN-y antibodies alone failed to
prolong graft survival compared with untreated con-
trols.”®” However, in combination with CsA. anti-
IFN-y antibodies prolonged allograft survival in a
synergistic way.”’? This synergistic action with CsA,
that permits lowering of the CsA dose, thereby de-
creasing its potential nephrotoxicity, is also seen
using anti-TNF-o¢ antibodies.®**® Furthermore, it has
been shown that combining anti-LT with anti-TNF-o

Table 3. Strategies interfering with cytokine effects

Modulator Targets References
CsA, FK506 IL-2 64
Antibodies IL-2, IFN-y, 6569, 76-85
TNF-a, TNF-B,
IL-2R* cells
Cytokine conjugated toxins IL-2R* cells 86, 87
Soluble receptors iL-1, IL-4 88, 89
Cytokines (IL-4, IL-10) Th2 subset 98, Dallman et al.
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mAb ameliorates graft survival, compared with anti-
TNF-0. mAb treatment alone.®

Although these antibody treatments directed against
single cytokines have some effect, graft survival times
are not impressive. One of the reasons for this
finding could be the property of cytokines to mediate
local, i.e. in the graft, short-distance effects. There-
fore the local antibody concentration might not be
sufficient to neutralize its target cytokine. However,
there is evidence that the neutralizing antibodies
indeed reach the graft, since *I-labelled anti-IL-2
mAb was detectable in the graft.% Furthermore, local
effects of the mAb, such as diminished mononuclear
cell infiltration, no expression of MHC class I anti-
gens and modification of immunohistologic staining
pattern of TNF-a, were readily visible.%? Another
explanation for the disappointing results with
cytokine-directed antibodies is the redundancy of
the cytokine system. Neutralizing the activity of one
cytokine probably makes another take over. The
striking redundancy of the cytokine system was
again demonstrated by the finding, that IL-2 and IL-
4 knock-out mice were less affected in the develop-
ment and function of their T cell system than ex-
pected.”™

Another approach to interfere in the cytokine net-
work, by using mAb directed against the IL-2R
(CD25), has been shown to be more successful. Not
only the number of publications on the use of this
mADb, but also the fact that this treatment is already
used in clinical trials, are indicative for its success.
Anti-IL-2R mAb therapy differs from anti-cytokine
mAb therapy in that it acts on IL-2R bearing cells and
not just on soluble proteins. Since high-affinity IL-2R
is only expressed on activated T cells and not on
resting T cells, this approach seems more specific
than other established immunosuppressive therapies
using ATG, OKT3 or CsA.” The mechanism of the
anti-IL-2R induced immunosuppression is still not
clear. Depletion of IL-2R* cells, modulation of the
IL-2R or blocking of the IL-2-IL-2R interaction have
been proposed to play a role.”®” In animal models
anti-IL-2R mAb have been used to inhibit GVHD and
organ allograft rejection.”®® Prospective clinical
trials have shown that anti-IL-2R treatment is equally
effective as ATG for the prevention of renal allograft
rejection.®54

The use of mouse or rat mAb in clinical transplan-
tation is hampered by the development of human
anti-antibodies, that subsequently lead to high clear-
ance rate of the mAb and abrogation of their effect.
Therefore, ‘humanized’ mAb have been produced,
combining the rodent complementarity-determining
regions with constant regions and framework of
human antibodies. A ‘humanized’ anti-IL-2R mAb,
that was less immunogenic and had a longer half-life
than its murine form, significantly prolonged cardiac
allograft survival in cynomolgus monkeys.® As ‘hu-

manized” mAb were being developed, molecular
engineering offered an alternative approach for se-
lectively attacking IL-2R* cells. Cytotoxic substances,
such as Pseudomonas exotoxin (PE) or Diphbtheria
toxin were coupled to IL-2, thereby targeting and
killing IL-2R* cells. IL-2-PE40 and DAB486-IL-2 were
able to inhibit allograft survival in animal models.®*’

Soluble cytokine receptors: In biological fluids of both
animals and humans, cytokine binding proteins have
been found, that later appeared to be soluble forms
of cytokine receptors, like sIL-2R, sIL-4R and sTNFR.
They generally have the same binding affinity for
their ligand as the membrane receptors and therefore
are able to competitively inhibit cytokine binding to
membrane receptors and subsequently their effects
on target cells. Soluble cytokine receptors are consid-
ered to be naturally occurring cytokine inhibitors and
have the advantage of higher affinity and being non-
immunogenic over neutralizing mAb. Their potential
as therapeutic agents in inflammatory disease and
sepsis has been shown. In a cardiac allograft model
in mice, sIL-1R and sIL-4R have been shown to
somewhat prolong the allograft survival.®%

The efficacy of treatment with soluble cytokine
receptors is based on scavenging the relevant
cytokine. Therefore, it is crucial to have the soluble
cytokine receptor present in the serum with a long
half-life. The linking of two sTNFR molecules to the
Fc portion of a single human IgG1 molecule resulted
in a dimeric form of sTNFR with significantly higher
affinity for TNF than the monomeric sTNFR. More-
over, this complex is detectable in serum during 4 —
5 days, being significantly increased over unbound
STNFR. This dimeric sSTNFR was very effective in in
vivo neutralizing endogenous TNF and protecting
mice from lethal endotoxaemia.®®”! Since anti-TNF
mADb have been shown to be effective in prolonging
allograft survival,¥% this agent might have a similar
or even more potent effect on allograft rejection.
Using soluble cytokine receptors, one should keep in
mind that they are also capable of acting as cytokine
carriers, protecting them from proteolytic cleavage,
prolonging their half-live in the circulation and there-
fore having an agonistic instead of an antagonistic
effect.” The ratio in the presence of the cytokine and
its soluble receptor probably determines the biologi-
cal outcome.

Strategies for Th1-Th2 ‘skewing’ The assumption
that Thl cells are responsible for rejection, whereas
Th2 cells may act as suppressor cells and induce graft
acceptance has led to the idea that ‘skewing’ of the
Th1-Th2 ratio towards Th2 dominance might inhibit
graft rejection. In vitro studies have shown that
cytokines can direct the differentiation of Th cells to
one of the subsets. In the presence of IFN-y Thl cell
development is enhanced,® whereas IL-4 enhances
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the development of Th2 cells.¥*"* IL-10 does not
seem to direct bulk cultures towards Th2 cytokine
producing cells, though anti-IL-10 mAb did induce
Thi-like cells.” Treatment of allograft recipients with
[L-4 or IL-10 could have the same ‘skewing’ effect.
Furthermore, IL-10 not only inhibits the production
of Thl cytokines, but also has anti-inflammatory
properties by inhibiting IL-1, IL-6 and TNF-o synthe-
sis by macrophages.™ In vivo interference in the
dominance of one of the Th subsets has already
succeeded in a number of inflaimmatory models.
Giving anti-IL-4 mAb before or within the first week
of Leishmania major infection rendered a suscepti-
ble mouse strain resistant to the parasite.” but anti-
IL-10 mAb had no effect. The other way around, IL-
4 promoted the Th2 response to the parasite, but did
not render the infected recipient susceptible.™ Anti-
IFN-y mAb did render Trypanosoma cruzi resistant
mice susceptible to the infection.” In an allogeneic
graft model, the use of anti-IFN-y or anti-IL-2 mAb has
not been very effective in prolonging allograft sur-
vival, as we described earlier. There have been two
groups reporting on the effect of administration of
Th2 cytokines, IL-4 and IL-10, on allogeneic re-
sponses. Though cardiac allograft rejection (M.
Dallman, personal communication) and enlargement
of the draining lymphnode® were inhibited, no tol-
erance was induced. Furthermore, systemic adminis-
tration of these cytokines could have some draw-
backs, such as stimulation of B lymphocytes, anti-
body-production and increased incidence of infec-
tions. Also, there is evidence that systemic adminis-
tration of cytokines, in this case IFN-y, may lead to
a downregulation of endogenously produced
cytokine.”

Prospects for therapeutic strategies: Strategies direc-
ted against a single cytokine in the form of mAb,
soluble cytokine receptors or other agents are not
likely to be successful in inhibiting graft rejection.
Molecular engineered proteins, on the other hand,
such as the dimeric form of sSTNFR, may be useful to
inhibit the intragraft inflammation and systemic ef-
fects of graft rejection. Other than in parasitic models,
systemic administration of cytokines will probably
not be able to interfere with the local processes
leading to graft rejection. The increasing knowledge
on requirements for T cell activation and the different
signalling pathways leading to cytokine production
and T cell subset activation, should enable us to
interfere with this process in order to establish
allospecific tolerance. T cell activation requires be-
sides TcR-MHC interaction costimulatory signals
coming from interaction of cell surface molecules on
the APC and the T cells.'®% [ndeed, in vitro studies
have shown that TcR signalling in the absence of
costimulatory signals results in T cell anergy.!0%'%
Furthermore, this anergy can be induced in Thi
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clones but not in Th2 clones."*" The CD28-B7
interaction seems to play a critical role in the
costimulation of T cells."' " In riro blocking of this
interaction inhibits cardiac allograft rejection'® and
induces long term survival of  pancreatic
xenografts."” Further studies in in vitro and animal
models for tolerance should lead to strategies result-
ing in anergy of allospecific Thl cells and induction
of allospecific suppressor” Th2 cells and thereby to
allospecific tolerance.

Concluding remarks

Cytokines are involved in the allograft rejection
process. However, the relevance of systemic
cytokine measurements in order to predict graft rejec-
tion is limited, since elevated cytokine levels are
found both during rejection and infection. In the
induction phase of rejection, a major role is probably
played by IL-2 and IFN-y together with or in balance
with IL-4. During the effector phase, many different
cytokines may mediate the inflammation. The local
rejection process is not easily inhibited by systemic
administration of anti-cytokines or cytokines. Inter-
vention in intercellular signalling may lead to a new
immunological balance and a state of graft tolerance.
based on Thl anergy and or Th2 suppression.
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