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Abstract

Immunologic tolerance is the ultimate goal of organ transplantation yet, is rarely attainable and an
infrequent event in humans. Even with the use of conventional immunosuppression, which has
successfully improved short-term allograft survival, long-term allograft survival has remained
static and is complicated by serious side effects secondary to the long-term use of
immunosuppressive agents. Accordingly, over the past several decades, there has been a push to
fully understand both the cellular and molecular mechanisms that play a role in the induction and
maintenance of tolerance, with recent data implicating B cells and donor specific alloantibody as a
barrier to and potential mediator of allograft tolerance. The study of B cells and alloantibody in
transplant tolerance has evolved over recent years from using rodent models to large animals to
non-human primate models. This review will discuss the role of B cells and alloantibody as
antagonists and facilitators of transplantation tolerance, and highlight the experimental models
developed for elucidating the mechanisms of B cell tolerance to alloantigen.

1. Introduction

Since the first report of allograft tolerance in a murine model by Medawar and colleagues, a
major goal in the field of transplantation has been to achieve immunologic tolerance and
prevent allograft rejection (1). Clinically defined as long-term graft function in the absence
of immunosuppression, tolerance is difficult to achieve in humans and the most successful
reports of clinical ‘operational’ tolerance are in liver transplantation where elective weaning
of immunosuppression is successful in 20% of adult liver transplant patients (2, 3). This may
be due to the immune privileged status of a liver allograft, which is exemplified by the
irrelevance of a positive cross-match, spontaneous recovery following severe rejection and
an immunomodulating effect of the liver in cases of combined hepatic and renal allograft
transplantation (2, 4-8). When compared to less ‘tolerogenic’ organs such as in kidney
transplantation, the development of clinical operational tolerance is less frequent thus, these
allografts typically require continuous, albeit in many cases reduced dose,
immunosuppression therapy to prevent rejection (9, 10). Despite our advances in
immunosuppression regimens that have significantly prolonged short-term allograft survival,
long-term graft survival has not changed (9, 11). This is mainly due to chronic allograft
nephropathy and renal toxicity associated with immunosuppression (12, 13). The sporadic
occurrence of acquired immune tolerance in human transplant recipients, and the profoundly
improved quality and length of life that accompanies it, continues to motivate investigation
into this complex area of human biology.
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Historically, the role of B cells as a barrier to graft acceptance has been limited to antibody
production and hyperacute rejection. Advances in human leukocyte antigen (HLA)
screening and desensitization therapies have all but eliminated the incidence of hyperacute
rejection, however, the presence of donor specific alloantibody (DSA) remains a concern as
it denies patients in renal failure an opportunity for a transplant and places patients at a
higher risk of both acute and chronic antibody mediated rejection and subsequent graft loss
(14-17). These effects of antibodies are most critical in presensitized recipients, as depletion
of antibodies by plasmapheresis is usually short-lived, and their reappearance after the
transplant correlates with a high incidence of acute humoral rejection (AHR). A recent paper
by Burns et al. examined the time-course and pattern of donor specific anti-HLA antibody
(DSA) levels post-kidney transplant in patients with low and high baseline (pre-transplant)
DSA (18). Overall, they report a modestly higher incidence of AHR in the high baseline
DSA group (40%) compared to the low DSA group (31%). By post-operative day 4,
approximately 71% of all patients demonstrated a significant decrease in DSA suggesting
absorption of the DSA by the allograft. The DSA levels remained low in patients who did
not develop AHR, while in patients who went on to develop AHR, DSA levels increased by
post-operative day 10 and the level of de novo DSA was directly correlated with the severity
of AHR. These data confirm the long recognized role of post-transplant DSA as a barrier to
early graft acceptance.

The role of DSA in transplant glomerulopathy and chronic antibody-mediated allograft
injury is becoming clearer. We know from recent data that antibodies developed early after
transplantation are more damaging to the allograft than antibodies developed after one year
post-transplant (19), but that DSA can be detected years before any sign of humoral
rejection (20). Consistent with this is the recent report that the incidence of transplant
glomerulopathy, the chronic histologic lesion associated with antibody, occurs in 80% of
positive crossmatch recipients 5 years after transplant compared to less than 5% in patients
without DSA (15).

Beyond their role in antibody production, the presence of B cells themselves has been
implicated in poor graft survival. In a seminal study by Sarwal et al., the presence of dense
CD20™" B cell clusters in acutely rejecting renal allografts was observed to correlate with
resistance to glucocorticoid therapy and accelerated graft failure (21). Because simultaneous
immunohistochemical staining for CD20* did not correlate with C4d deposition, it was
suggested that B cells within the graft might have an antibody-independent role in acute
rejection. Subsequent studies suggest that the presence of CD20* B cells as well as
CD20~CD38" dense plasmablast infiltrates correlate with worse graft function and survival
(22-24).

The preponderance of evidence from the clinic points to antibodies and B cells as critical
barriers to graft acceptance. The explanation for their pathogenicity has focused on the
ability of antibodies to bind to the graft endothelium and induce inflammation through the
activation of complement, although their ability to directly activate endothelial cells
independent of complement has also been described (25). In contrast to the clear pathogenic
role of B cells and antibodies, a number of groups studying clinical tolerance in humans
have observed a unexpected correlation between tolerance and an enriched B cell signature
(26-28). These data, while aimed at identifying biomarkers of tolerance, raise the possibility
that B cells may also play a paradoxical role in the maintenance of tolerance in humans. This
review will provide an overview of the experimental models that have investigated the role
of B cells and antibodies as barriers to tolerance induction, followed the fate of alloreactive
B cells during successful tolerance induction and explored the emerging role of B cells as
facilitators of transplantation tolerance.
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2. B cells and Antibodies as Barriers to Tolerance in Experimental Models

One of the experimental models that has been extensively used to study tolerance in animals
involves the approach of mixed chimerism whereby after receiving either total or non-
myeloablative therapy plus engraftment of donor bone marrow, hematopoietic cells of both
donor and recipient origin coexist to induce tolerance. In rodent models of mixed bone
marrow chimerism, tolerance was shown to be dependent on central deletional mechanisms
following the migration of donor cells to the recipient thymus (29-31). This experimental
approach has been extended to large animals (pig) as well as non-human primates (monkey)
with similar success including a recent report stating that some of the original monkeys have
now maintained allograft tolerance for 10 years without immunosuppression or evidence of
rejection (32-34). However, unlike the long-term chimerism observed in mice, mixed
chimerism in monkeys is transient and undetectable after several months yet, even in the
absence of immunosuppression there is continued survival of the kidney allograft,
suggesting a role for peripheral tolerance or regulation by CD4*CD25* T cells (34, 35).
Furthermore, the absence of late deterioration in renal allograft function, lack of chronic
vasculopathy and differential absence of allo-antibody in splenectomy compared to no
splenectomy transplants suggest alloreactive B cells and alloantibodies as barriers to
tolerance. Notably, these findings are consistent with recent studies by Porcheray et al., who
analyzed five patients that received combined renal-bone marrow transplants from the same
haploidentical donor (36). Even in the presence of T cell unresponsiveness, 3 of them
developed de novo donor specific antibodies. Early alloantibody production in one of five
patients resulted in acute antibody-mediated rejection while late alloantibody production
observed in two patients has resulted in chronic rejection in one patient. The exact
mechanism responsible for the production of antibody by B cells in the presence of T cell
tolerance is still unclear however, one might speculate on post-transplant antibody
production that is independent of T cell help or an inadequate control of T cell help in these
models. These observations underscore the necessity of controlling alloantibody responses,
and the ability of alloantibodies to antagonize stable transplantation tolerance.

An alternative model of studying transplantation tolerance uses the approach of targeting T
cell co-stimulation, which avoids the potentially harmful effects of irradiation and
conditioning regiments used in mixed chimerism models. The co-stimulation pathways of
CD28-CD80/CD86 and CD154-CD40 have been extensively studied in these animal
models. In particular targeting CD154 (CD40L), which is expressed on activated T cells and
binds CD40 leading to APC activation and upregulation of B cell function (37), is effective
in preventing allograft rejection and inducing long-term graft acceptance in animal models
of transplantation, especially when combined with donor specific transfusion (DST) (38—
41). Long-term survival of the allograft is associated with sustained inhibition of
alloantibody responses (39). Indeed, in non-human primates treated with anti-CD154, late
graft rejection was, in the majority of cases, coincident with the development of DSA,
whereas rejection-free survival was characterized by the absence of DSA (42). As in the
case of the bone marrow chimeras, it is unclear what triggers the late production of DSA
production and graft rejection.

The induction of tolerance with therapies directed at blocking co-stimulation on T cells has
been shown to fail in the presence of memory alloreactive T cells (43, 44). These
observations raise the question of whether recipients with a presensitized B cell
compartment would also be resistant to tolerance induction. Using the 3-83 BCR-knockin
(3-83KI) mouse in which the majority of B cells express the 3-83 BCR that recognizes the
H-2KX and H-2KP alleles, Burns et al. (45) developed a murine heart transplant model that
isolated the contributions of memory B cells from memory T cells. By transplanting C3H
(H-2K) hearts into 3-83KI mice in the absence of immunosuppression, memory 3-83 B cells
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with dual specificity for H-2KX and H-2KP? and memory T cells specific for H-2K but not
H-2P were generated. When the C3H-primed 3-83K| recipients were transplanted with
C57BL/6 hearts (H-2P), anti-CD154 treatment was no longer able to induce tolerance.
Resistance to tolerance induction was transferrable by B cells but not T cells from
presensitized 3-83KI mice, and not by B cells from naive 3-83KI mice. Finally, they
reported that the optimal resistance to tolerance induction was observed with the
combination of memory B cells and alloantibodies, raising the possibility that memory B
cells were rapidly differentiating into antibody-secreting cells upon alloantigen re-encounter,
and that alloantibodies are the critical mediator of resistance to tolerance induction.

Insights into how antibodies prevent allograft acceptance were revealed in studies by
Bickerstaff et al. (46) using a spontaneously accepting model of A/J (H-22) renal allograft
transplanted into C57BL/6 recipients (H-2P). When CCR5-deficient C57BL/6 recipients
were used, the A/J renal allografts were acutely rejected. Histology revealed marked C3d
deposition, neutrophil and macrophage margination, interstitial hemorrhage and edema and
glomerular fibrin deposition, consistent with AHR. Further, rejection was associated with
high serum donor-reactive antibody titers and was independent of CD8* T cells. While the
reason for the enhanced antibody production in CCR5-deficient mice requires further
elucidation, these observations illustrate the ability of antibodies to prevent graft acceptance
by binding directly to the allograft and inducing classic AHR as a mechanism by which graft
acceptance is antagonized.

Burns et al. (47) tested whether alloantibodies could prevent tolerance via mechanisms
independent of binding to the graft vascular endothelium to mediate AHR. To this end they
used a skin allograft model, which is more resistant to AHR, and where long-term graft
acceptance was induced by treatment with anti-CD154 in combination with donor spleen
cells (DST). When anti-K9 mAbs were administered on the day of skin transplantation, anti-
CD154/DST administration was no longer able to induce long term graft survival and a T
cell-dependent acute rejection was precipitated. By using an approach of adoptive transfer of
T cells from TCR75, OT-Il and OT-1 T cell receptor transgenic (TCR-Tg) mice into C57Bl/
6 recipients of membrane ovalbumin (mOVA)-expressing BALB/c skins, they demonstrated
that the ability of anti-K¢ to enhance the priming of anti-K9%-specific T cells via the indirect
pathway, as well as of non-Kd reactive OV A-specific CD4* and CD8* T cells. Further, the
prevention of tolerance was mediated by anti-K9 binding to and converting DST from
tolerogenic to immunogenic. Collectively their observations suggested that donor cells
coated with alloantibodies were delivered to APC’s in a manner that enhanced their uptake,
which then allowed the presentation of donor antigens recognized by the circulating
alloantibody as well as other linked alloantigens. The uptake of these opsonins also
facilitated the maturation of the APC’s so that they were able to stimulate alloreactive T
cells in a CD40-CD154 independent manner.

Studies focused on models of tolerance have revealed that antibodies can function within the
graft to induce AHR or as opsonins to enhance T cell activation, thereby preventing the
induction of tolerance (Figure 1). These two mechanisms do not provide a complete
understanding of how antibodies prevent long-term graft acceptance and it is likely that
other functions of B cells and antibodies may also contribute (Figure 1). Indeed, recent
studies demonstrating the ability of alloantibodies to mediate chronic allograft rejection in a
complement-independent manner, and where a role for antibodies and NK cells as well as
other FcyRII™ cells was evoked, are likely to be relevant to explaining how alloantibodies
prevent allograft acceptance even in the face of T cell tolerance.

Both the clinical and experimental data point to alloantibodies as barriers to the induction
tolerance and long-term allograft acceptance as well as the importance of controlling
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alloantibody production long term. Insights into the fate of alloreactive B cells during the
successful induction and maintenance of tolerance,, as well as when B cell tolerance is lost
and alloantibody production is restored, are critical to achieving this goal.

3. Tracking the Fate of Alloreactive B cells During Transplantation
Tolerance

Clear demonstration of B cell tolerance in the clinic comes from the studies of Fan et al. (48)
in which ABO-incompatible heart transplantation during infancy resulted in the acquisition
of B cell tolerance to donor blood group A and B antigens. Tolerance in that setting was
associated with an absence of donor-reactive B cells, which could reflect functional
inactivation or deletion. These findings of B cell tolerance to transplant antigens appear to
recapitulate aspects of neonatal tolerance, as the development of antibodies against the non-
self blood group antigens is relatively delayed and remain low during the first months of life
in humans. More recently, Urschel et al. (49) reported a similar absence of donor specific
anti-HLA antibodies when heart transplantation was performed in patients within the first 24
months of life. These observations raise the intriguing possibility of clinical induction of B
cell tolerance to a broader range of transplant antigens. Further insights into the mechanisms
of B cell tolerance in these transplant recipients will require an understanding of the fate of
the B cells producing donor-reactive antibodies during tolerance, as well as a basic
understanding of how self-reactive B cells are normally censored. Tolerance mechanisms
associated with low-avidity soluble auto-antigens have been discussed in a number of recent
excellent reviews (50-53), and as membrane bound MHC molecules are major targets of the
allogeneic immune response, mechanisms gained from models of tolerance to membrane-
bound high-avidity self-antigen are more relevant to transplantation and will be discussed
here.

The importance of clonal deletion in B cell tolerance to auto-antigens was first revealed by
the seminal studies of Goodnow and colleagues using the Hen Egg Lysozyme (HEL) system
(54). The heavy and light chain cDNAs from the HyHEL 10 anti-HEL B cell hybridoma
were identified and used to generated HEL-BCR-Tg mice. In the absence of the HEL
antigen, approximately 70-90% of mature B cells in the HEL-BCR-Tg mice were capable of
binding HEL but when HEL was ubiquitously expressed as a membrane antigen, the mature
B cell compartment was significantly reduced and the residual allotype-positive B cells were
incapable of binding HEL. These observations suggest clonal deletion as the primary
mechanism for the elimination of self-reactive B cells encountering antigen during
development in the bone marrow.

In a second model for B cell tolerance to membrane bound autoantigen studied by Nemazee
and colleagues, a BCR transgenic mouse was created from the heavy and light chains of the
3-83 hybridoma that recognizes several alleles of H-2K (k, b, bm3) with differing affinities
(55). As in the HyHEL 10 mouse model, the 3-83 BCR transgenic B cells were deleted in
bone marrow upon encounter of cognate antigen. However a prescient observation was
made that some of the 3-83 B cells modified their transgenic BCR to avoid recognizing self
antigen, a process that is now termed receptor editing (56). Mechanistically, anti-self pre-B
cells reactivate the RAG genes and the recombination machinery to reinitiate rearrangement
at the light chain loci (kappa and lambda); thereby simultaneously deleting the self-reactive
light chain and assembling a new BCR composed of the original heavy chain paired with a
new light chain. Using mice in which the 3-83 heavy and light chains were ‘knocked-into’
the IgH and Igkappa loci, Pelanda R et al. (57) demonstrated that receptor editing is, in fact,
the main mechanism of censoring B cell autoreactivity in the bone marrow. Further, by
comparing receptor editing to clonal deletion of self-reactive B cells, it was found that
deletion contributed little to the overall negative selection process and is likely to occur only
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after the editing process is exhausted, and that receptor editing is the dominant mechanism
of censoring autoreactive B cells in the bone marrow (58).

In further studies using the 3-83 BCR transgenic mouse, Russell et al. reported that when
H-2KP autoantigen expression was restricted to the liver, significant deletion of 3.83 B cells
was also observed suggesting that elimination of autoreactive B cells can occur at sites other
than the bone marrow (59), an observation that may have important implications for
transplantation. Additionally, an acute challenge with high-affinity cognate antigen
introduced intra-peritoneally resulted in a significant decrease in the percentage of antigen-
specific B cells in the peritoneal cavity. However only the highest affinity antigens were
able to induce deletion whereas immature B cells underwent receptor editing. While
differences in time of antigen exposure and B cell lineages in the peritoneal cavity suggest
other explanations, these observations are nonetheless consistent with the notion that
developing B cells are more sensitive to tolerance induction than mature B cells.

Overall, the mechanisms of mature B cell inactivation in the periphery remains poorly
understood. The importance of controlling mature and post-mutational B cells that are
autoreactive are underscored by the recent observations that the process of somatic
hypermutation to generate high-affinity antibodies can result in the inadvertent generation of
autoreactive B cells from non-autoreactive B cells (60). In those studies, it was observed that
the majority of autoreactive B cells in a mouse model of systemic lupus erythematosus
(SLE) arose from non-autoreactive B cells that diversified their immunoglobulin genes via
somatic hypermutation. Thus, understanding how B cells that are either reactive to self-
antigens not expressed in the bone marrow or reactive to antigens expressed only after full B
maturation, develop is critical for the development of strategies that control of autoimmunity
and also to understanding of alloantigen-specific B cell inactivation during transplantation
tolerance.

One of the first studies tracking the fate of B cells reactive to transplantation antigens come
from the studies by Sykes and colleagues investigating the fate of Mac-1-negative B-1b B
cells secreting antibodies specific for the carbohydrate antigen, Gal alphal,3Gal beta
1,4GlcNac (Gal) (61). In Gal-deficient mice, anti-Gal antibodies are produced by B-1b cells
in the absence of overt sensitization, but this anti-Gal B cell response was tolerized in stable
mixed bone marrow chimeras (62, 63). In subsequent analysis to determine the mechanism
of Gal-specific B cell tolerance, Kawahara et al (64) reported that early B cell hypo-
responsiveness was dependent on the persistence of antigen and B cell anergy, while the late
hypo-responsiveness was independent of antigen and was due to clonal deletion and/or
editing. While Gal-specific B cells were detectable by flow cytometry using fluorochrome-
coupled Gal-conjugates, their low frequencies hampered further analysis of their fate during
tolerance.

The opportunity to track the fate of alloreactive B cell during tolerance using the 3-83KI
mouse system was first recognized by Chong and colleagues. B cells expressing the 3-83
BCR that recognize H-2KP are present at high frequencies on the BALB/c background, and
when these 3-83KI mice were used as recipients of H-2KP expressing C57BL/6 allografts,
they behaved comparably to wild-type (WT) BALB/c recipients. The 3-83KI mice acutely
rejected the cardiac allografts with normal kinetics and long-term graft acceptance was
successfully induced with anti-CD154 and DST (65, 66). This long-term graft acceptance
was associated with profound clonal deletion of 3-83 B cells in the blood and in the lymph
nodes, with a partial deletion in the spleen. Phenotypic analysis of remaining 3-83 B cells in
the spleen indicated that the residual cells were enriched for immature IgMhilgD!oW B cells.
The deletion was the result of a lack of CD4* T cell help and required the presence of the
allograft. Thus, similar to the situation of 3-83 cells recognizing liver-expressed self-
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antigen, clonal deletion was the major consequence of allograft tolerance however the B cell
subset most susceptible to deletion was the mature B cell. It is unclear from those studies
why the immature B cells, which are highly susceptible to elimination in models of B cell
tolerance to self-antigen, are not eliminated. Also, whether the residual 3-83 B cells are
controlled by cell intrinsic anergy mechanisms or have regulatory properties that facilitate
the maintenance of tolerance are important issues that remained unaddressed.

Noorchashm and colleagues also used the 3-83 BCR-Tg mouse model to determine the fate
of alloreactive B cells when they encountered alloantigen during the immature/transitional
stage (67). To this end, they generated a bone marrow reconstitution model in BALB/c scid
mice where bone marrow-derived B cells were allowed to reconstitute for two weeks. At this
time, when the majority (65%) of the repopulating immature B cells were in the transitional
IgMhicD21!° stage, allogeneic bone marrow cells from T-cell-deficient BALB/c mice were
infused. Following establishment of a steady-state B cell compartment (74 days post-bone
marrow transplantation), the bone marrow chimeras were transplanted with a BALB/c
cardiac allograft. To precipitate rejection, a normal population of T cells was adoptively
transferred 14 days later. Allografts were acutely rejected, however this occurred without the
development of BALB/c-specific alloantibody responses. To track the fate of alloreactive B
cells in this model, T-cell-depleted mixed bone marrow chimeras comprising of bone
marrow cells from 3.83-Tg and BALB/c mice (1:1) were generated and treated as above.
Significant 3-83 B cell deletion was observed suggesting that the infusion of alloantigen
bearing bone marrow during their development results in the elimination of antigen-reactive
cells. In contrast, in chimeric mice that did not receive a bone marrow transfusion, the 3-83
B cells matured normally. However, when these mice were transplanted with a BALB/c
heart, the 3-83 cells were not deleted but were arrested in an IgM'°1gD!°CD21!° phenotype
with a high turnover rate, reminiscent of an anergic peripheral B cell phenotype. One
explanation for the lack of 3-83 B cell elimination in the heart transplant model compared to
B cell transfusion is inadequate alloantigen from the heart allograft accessing the bone
marrow, compared to the transfusion of B cells. These observations with the heart allograft
also contrast with the scenario where 3-83 transgenic mice were crossed to liver-H-2KP
transgenic mice and where 3-83 cell deletion was observed as well. It is possible that the
environment where immature B cells encounter antigen may also affect they way they are
censored.

The 3-83 mouse system has proven to be a useful way to track the fate of both autoreactive
as well as alloreactive B cells and has revealed that, depending on the stage of B cell
development that the alloantigen encounter takes place or the approach to induce tolerance,
the outcome of developmental arrest may be different. These observations underscore the
multiple checkpoints in place that regulate B cell differentiation and raise the related
question of how these checkpoints may be breached, especially as it pertains to graft
rejection seen in the clinic and non-human primate scenarios (36, 42). Finally, despite its
utility, several caveats of applying the 3-83 system to the study of B cell tolerance in
transplantation exist: first, the precursor frequency of the 3-83 alloreactive B cells
approaches 90% of B cells; second, the 3—-83 mice cannot be on a C57BL/6 background,
where most immunological genetic modifications exist, if 3-83 B cells are to develop into
the periphery, and finally, there is a very high level of circulating 3-83 IgG in naive 3-83
mice making it impossible to quantify the 3-83 1gG response post-transplantation. A system
to track alloreactive B cells in wild-type mice would provide the most physiological
answers, but the low frequency of these cells would limit the scope of mechanistic
investigations. Thus, this approach together with a complementary system of an alloreactive
BCR-KI mouse model on a C57BL/6 background will provide the ideal setting for
investigations of alloreactive B cell fate in tolerance and rejection.
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4. B cells as Mediators of Tolerance

Recent studies aimed at developing a gene signature to accurately diagnose the tolerant state
reveal an enriched B-cell signature in operationally tolerant recipients relative to stable
immunosuppressed recipients (27, 42, 68). These observations raise the possibility of using
the B cell signature as a biomarker of tolerance with the hypothesis that B cells may play a
role in the maintenance of transplantation tolerance. The latter notion is supported by the
recent emerging literature of a rare subset of B cells with regulatory function.

B cells with the capacity to regulate T cell function were originally described by Shimamura
et al. (69-71) and independently by Zubler et al. (72, 73) over 30 years ago. In a system of
high dose (4 x 10"9) SRBC into C57BL/6 mice, Shimamura et al. (71) reported that splenic
B cells were able to induce antigen-specific suppressor T cells that subsequently inhibited B
cells responses. In contrast, Zubler et al. identified T cell-dependent B cells that caused
potent specific feedback suppression of humoral responses via IgVVH-restricted antibodies. A
decade later Wolf et al. (74) reported that mice deficient in B cells developed
experimentally-induced encephalomyelitis (EAE) comparably as mice sufficient in B cells,
however their recovery was impaired suggesting that B cells may contribute to the
immunomodulation of acute EAE. More recently, B regulatory cells (Bregs) have been
reported to exert immunosuppressive function in murine models of colitis, arthritis,
autoimmune diabetes (NOD mice), SLE, contact hypersensitivity and EAE (75, 76) (77).
Studies aimed at identifying the B cells that have suppressive activities have not yielded a
consensus phenotype but two phenotypically distinct subsets of Bregs have been extensively
characterized. They are the immature/transitional 2-marginal zone precursors (T2-MZP)
described by Mauri and colleagues (76, 78) and CD5*CD1d" B10 cells by Tedder and
colleagues (75, 79) (Table 1). Both these Breg subsets express high levels of CD1d, CD21,
CD24, IgM and moderate levels of CD19. Additionally, T2-MZP Bregs express CD93 and
CD23, while B10 cells express CD5. The relationship between these Bregs is not known, but
functionally both subsets exert their immunomodulatory activity by their production of
IL-10. Indeed, I1L-10 producing B cells have frequently become used as a functional marker
of regulatory B cells. Other mechanisms of immunomodulation include the secretion of
TGF-beta by activated B cells that down-regulate Th1 immunity (80) or induce CD8*
anergy (81), and the induction of regulatory T cells.

Early studies by Reichardt P, Dombach B et al. (82), revealed that naive B cells form very
stable interactions with T cells while contacts between DC’s and T cells were brief and
sequential. Additionally, DC interactions resulted in the generation of classical effector T
cells, while those with naive B cells generated activated T cells with regulatory capacity,
also referred to as bTregs. These observations were confirmed and extended by a series of
co-culture experiments performed by Tu and colleagues (83-86). In those studies, activated
B cells (CD154-expressing cells plus IL-4 and Cyclosporine A) were mixed with purified
naive CD4*CD45RA*CD45R0O~CD25™ T cells in vitro. This resulted in a potent induction
and expansion of regulatory T cells with the phenotype of CD4MNCD25*FoxP3* (85).
Similarly, these activated B cells were also able to induce CD8*CD45RA*CD45R0O~CD25~
T cells to become regulatory CD8MCD25MNFoxP3* T cells (84). The phenotype of the
activated B cells were IgM'oV1gD!oW, expressed high levels of MHC Class I/11, CD80, and
CD86, and interestingly, secreted IL-2. When compared to immature DC, the activated B
cells were functionally superior at inducing regulatory T cells and this was proposed to be
due to their ability to produce IL-2 (83). That activated B cells may be important for the
expansion of regulatory T cells in vivo was reported recently also by Carter et al. (87) in a
mouse model of autoimmune arthritis. They reported that in the absence of IL-10 producing
T2-MZP B cells, disease exacerbation was associated with reduced induction of regulatory
FoxP3* T cells and the expansion of Th1/Th17 cells. These observations suggest that a close
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relationship can exist between the regulatory T and B cell subsets, and that this may explain
how B cells may play an important role modulating autoreactivity.

There is accumulating evidence for a critical role for B cells in the induction and/or
maintenance of allograft tolerance. Yan and colleagues (88) initially reported that the
acceptance of PVG rat kidneys in fully-mismatched DA recipients was induced by the
intravenous injection of donor B cells (MST >300 days) but not T cells (MST 17 days).
Graft acceptance was associated with a rapid increase in IL-2, IFNgamma and IL-10 within
the graft, to levels that far exceeded the rejecting grafts. However, the phenotype of the B
cells and the mechanisms by which they induce graft acceptance was not elucidated.

Le Texier et al. (89) more recently demonstrated in a rat model of long-term cardiac
allograft tolerance induced by a deoxyspergualin analog (treatment from day 0-20 post-
transplantation) that tolerant allografts contain B cells organized into germinal centers with
minimal 1gG production. Furthermore, B cells blocked in class switch to IgG progressively
accumulated in the graft and blood after cessation of immunosuppression. Phenotypic
analysis of the B cells in the blood of tolerant allograft recipients compared to those
receiving syngeneic grafts revealed increased mRNA expression of BANK-1, a B-cell
scaffold protein that is tyrosine phosphorylated upon BCR stimulation and may play a
dominant role in attenuating CD40-mediated AKT activation, thereby preventing
hyperactive B cell responses (90). In addition, the ratio of the transcripts for the inhibitory
receptor, FcyR2b, relative to the activating receptor, FcyR2a, was upregulated in the blood
and grafts of tolerant recipients compared to those undergoing chronic rejection. Taken
together, these observations led the authors to conclude that tolerant recipients were
characterized by the accumulation of B cells with an inhibitory profile. Indeed, either B cells
or CD4™* T cells alone, from the spleens of tolerant recipients were able to transfer tolerance,
leading the authors to conclude that B cells and T cells play important roles in the
maintenance of transplantation tolerance (89). It remains to be tested as to whether the
inhibitory phenotype on B cells is essential for the lack of differentiation into antibody-
secreting plasma cells and/or to the regulatory properties of the transferred B cells.

In a modified model of mixed bone marrow chimerism to induce transplantation tolerance
using a conditioning regimen of 3 Gy total body irradiation and anti-CD154 mAb followed
by allogeneic bone marrow transplantation, Sykes and colleagues reported that both donor
and recipient B cells as well as recipient CD4* T cells were necessary for the rapid deletion
of recipient CD8* T cell and the induction of stable mixed bone marrow chimerism (91-93).
Donor B cells were sufficient and the expression of MHC Class 11 was essential for recipient
CD4* T cells to mediate the deletion of recipient alloreactive CD8* T cells (92). Likewise
recipient Class Il, B cells and dendritic cells were required for alloreactive CD8* T cell
tolerance (91). However, it was subsequently reported that MHC Class | and/or 11, CD80
and CD86 on recipient DC’s but not B cells was necessary to promote recipient alloreactive
CD8* T cell tolerance (93). IL-10 production was not necessary for both donor and recipient
B cells. Thus, in this model of mixed bone marrow chimerism as a means of achieving
tolerance to solid organ allografts, donor and recipient B cells are both essential however,
the mechanisms by which recipient B cells contribute to recipient CD8+ tolerance remains
to be defined.

In another experimental model in which long-term acceptance of cardiac allografts in mice
was induced with anti-CD45RB, Deng et al. (94) reported on a critical role for B cells, as
anti-CD45RB treatment induced tolerance to cardiac allografts in wildtype but not in
uMT 7/~ or ™'~ recipients, distinct mouse models that lack B cells and antibodies.
Tolerance was restored by the transfer of B cells as well as by B cells incapable of secreting
antibodies, but not by B cells lacking CD45, CD40 and CD80/86. Subsequently, Huang et
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al. (95) reported that the expression of CD54 (ICAM-1) on B cells was necessary,
suggesting that interactions between recipient T cells with recipient B cells is necessary for
the induction of tolerance with anti-CD45RB. Zhao et al. (96) investigated the role of IL-10
in this model, and unexpectedly observed that IL-10 played a counter-regulatory role.
Antibody-mediated neutralization of 1L-10 enhanced graft survival and tolerance, an
observation that was replicated using IL-10-deficient recipients. Further, this model of graft
acceptance, induced with anti-CD45RB, resulted in DSA and chronic allograft vasculopathy,
both of which were significantly reduced in the absence of IL-10. These observations
collectively point to an unexpected counter-regulatory role for IL-10, however whether the
source of IL-10 is from B cells and the mechanism by which B cells facilitate tolerance in
this model are currently unclear but were speculated by the authors to be consistent with B
cells facilitating the generation of induced Tregs.

An extensive investigation into the role of B cells in facilitating long-term islet graft survival
in BALBI/c recipients treated with the low-affinity antagonistic anti-T cell g mucin-1
(TIM-1) antibody (RMT-1) has been recently been reported (97). This anti-TIM-1 mAb was
originally reported to inhibit autopathogenic Th1 and Th17 responses and to induce a strong
Th2 response that protected from EAE (98). Additionally anti-Tim-1 is effective in
prolonging the survival of allogeneic heart grafts in a STAT-6-dependent manner that was
associated with a Thl to Th2 cytokine switch (99). Subsequently Yuan et al (100) reported
that anti-TIM-1 was able to overcome resistance to tolerance mediated by CD8* Tc17 cells.
These observations suggested that Tim-1 antibody treatment prevented alloreactive Thl and
CD8 Tcl7 cell expansion while preserving Tregs and the induction of transplantation
tolerance.

In opposition to the T cell-centric view of TIM-1 function and transplantation tolerance,
Ding et al. (97) recently reported that the predominant lymphocyte expressing TIM-1 was B
cells (5-8% of splenic B cells from naive and 10-15% from anti-TIM-1 treated mice).
Furthermore, the majority of B cells producing IL-4 and IL-10 were within the TIM-1
expressing population. Indeed, careful analysis of the B cells indicate that TIM-1 identified
most of the IL-10-producing B cells, and that TIM-1 expression was enriched across a wide
spectrum of B cell subsets, including the immature transitional 1 (IgM*IgD~CD21~CD23"),
T2-MZP (IgM*1gD*CD21*CD23"), marginal zone (IgM*1gD~CD21MCD23"), follicular
(IgM~IgD*CD21*CD23*), CD1d"CD5* and Bla (CD5") B cells. Prolongation of graft
acceptance with anti-TIM-1 was dependent on B cells while anti-TIM-1 treatment
significantly accelerated rejection in the absence of B cells. Further, sort-purified TIM-1* B
cells from anti-TIM-1 treated islet allograft recipients transferred donor-specific tolerance
and TIM-1* B cell production of IL-4 and I1L-10 was necessary. IL-10-deficiency had no
effect on TIM-1 expression while IL-4- and IL-4R-deficiency significantly reduced TIM-1
expression and I1L-10 production on B cells suggesting that IL-4 signaling was crucial for
the differentiation into TIM-1* IL-10* regulatory B cells. These observations were
confirmed in vitro, where TIM-1" B cells acquired TIM-1 expression and I1L-10 production
following BCR and IL-4 signaling. Collectively the studies by Ding et al. (97) delineate a
phenotypically distinct population of TIM-1* B cells that mediate islet allograft acceptance
in BALBY/c recipients, and whose regulatory properties were IL-4 and 1L-10 dependent.

In summary, accumulating in vivo data demonstrate that B cells can acquire regulatory
properties under different conditions of graft acceptance, but the mechanisms by which they
do so are unexpectedly distinct, suggesting considerable heterogeneity in the regulatory B
cell repertoire. Thus, there is a pressing need to understand when and how B cells play
critical roles in mediating allograft tolerance and whether they can be harnessed for
therapeutic purposes.
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5. Concluding Remarks

Advances and insights gained from experimental models of tolerance have significantly
increased our understanding of B cells and their role in transplantation tolerance. Indeed,
over the last few years, results realized in the laboratory have made their way to the clinic
and have been applied, albeit with varying success, to treatment modalities in human
allograft transplantation. However, there remains many hurdles to achieving tolerance in the
clinic; these include an incomplete understanding of the mechanisms involved in T and B
cell tolerance to allogeneic solid organs, a lack of a reliable in vitro assay or predictor of
tolerance, as well as an ethical concern and clinical risk of immunosuppression withdrawal
in transplant recipients. In particular, there remains much to be understood regarding the role
of B cells as mediators and antagonists of transplant tolerance, such that their protective
activities can be preserved while their pathogenic activities curtailed. Another critical area of
investigation is understanding how the humoral and T cell arm of the adaptive immune
response is coordinately and independently suppressed over the life of the allograft. Rapid
advances made over the last several years, combined with the fervent pursuit of translating
laboratory results into the clinical realm, offer the possibility that we are getting closer to the
day when immunologic tolerance is a reality.
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Figure 1.

Antibodies play diverse roles in allograft rejection. Following allograft transplantation,
alloreactive B cells are activated and differentiate into antibody secreting plasma cells. The
secreted antibodies bind to alloantigen expressed on the graft endothelial cells to mediate
humoral rejection via complement-dependent and antibody-dependent cellular cytotoxicity
(ADCC) mechanisms, the latter involving FcyR-bearing natural killer cells. Alternatively,
donor cells or cell fragments can be bound by antibodies to form opsonins, which are then
engulfed by recipient FcyR-bearing macrophages and dendritic cells. Within these antigen
presenting cells (APC), donor antigen is processed and presented in the context of MHC
class | and Il to recipient CD8+ or CD4+ T cells, respectively. These indirectly primed
alloreactive effector T cells then mediate cellular rejection of the allograft. Both humoral
and cellular processes can occur concurrently to induce mixed antibody and cell-mediated
rejection.
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