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Summary
Microbial products can be recognized by pattern recognition receptors (PRRs) expressed by
immune and parenchymal cells and drive innate immunity that can in turn shape adaptive immune
responses to microbial and transplant antigens. In transplanted patients, the signals and their
downstream inflammatory cytokines elicited in response to infections can modulate ongoing
alloimmune responses and modify the fate of transplanted organs. In recent years, it has become
apparent that microbial signals can be generated not only by active pathogenic infections, but also
by commensal microbiota thus opening a new field of research into the interplay between the
microbiota and the immune system in homeostasis and disease. The wide use of antibiotics and
immunosuppressive drugs in transplanted patients can have dramatic consequences on the
microbiota that can, in turn, shape immune responses and perhaps alloresponses, whereas the
ongoing immune responses can in turn affect the commensal or pathogenic microorganisms in a
feed-forward circle. Here, we discuss known and hypothesized mechanisms for how infections or
microbiota-derived signals may affect local or systemic alloimmunity and briefly review data on
downstream effects of antibiotics and vaccinations.
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Introduction
Transplant patients are at higher risk for infections than the general population; these
infections in turn can threaten the survival of the transplanted organs, both directly via
microbial-mediated damage and indirectly by activating alloimmune responses. Several
factors contribute to the increased infectious risk, including greater exposure to pathogens
prior to transplantation because of the underlying disease (cystic fibrosis, diabetes, virally-
mediated cirrhosis, chronic catheterizations for example), possible transmission of
pathogens from the donor at the time of transplantation, infections in the peri-transplant
period, and increased susceptibility to infections by the recipient because of
pharmacological immunosuppression following transplantation (1). In addition, transplant
patients receive anti-microbial agents as prophylactic or therapeutic drugs and these can
cause dysbiosis in the recipient microbiota that in turn may have immune consequences or
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favor growth of pathogenic organisms. Here we review how microbes can influence T cell
alloimmunity.

Infections and alloimmunity
Infections prior to transplantation

It is increasingly documented that antigen recognition by T cells can be promiscuous with a
single TCR capable of binding different peptide/MHC combinations with different affinities
(2, 3). A recent report demonstrates that adult humans harbor memory CD4+ T cells reacting
with viruses to which they have never been exposed (4). These T cells are thought to have
acquired a memory phenotype from cross-reactivity to environmental antigens encountered
in their hosts’ lifetime, inasmuch the T cell populations specific for the same viruses are all
naïve in neonates (4). Several TCRs cross-reacting between viral peptides/self-MHC and
allo-MHC/donor self-peptide have been reported in both mice and humans (5). Thus,
infections occurring prior to transplantation have the potential to generate memory T cells
that can bind to both viral antigens and alloantigens expressed in a subsequently transplanted
organ. This is significant because memory T cells, by virtue of increased cell numbers,
alterations in signaling and epigenetic changes, are more difficult to immunosuppress than
naïve T cells and can constitute a barrier to transplantation tolerance in mice (6). In humans,
the presence of IFN-γ-producing anti-donor T cells has been correlated with increased risk
of post-transplant rejection episodes (7), and virus-specific lymphocytes have been shown to
contribute significantly to the alloresponse in certain responder-stimulator HLA
combinations (8). In animal models, sequential exposure to different viruses generated a
population of alloreactive memory CD8+ T cells (9) while LCMV-reactive memory CD8+ T
cells could drive skin allograft rejection following adoptive transfer into T cell-deficient
recipients (10). In addition to these experiments with viruses, exposure to the parasite
Leishmania major also generated heterologous immunity to alloantigen that could prevent
tolerance induction to subsequent skin grafts (11) and at least conceptually, microbes that
produce superantigens that can stimulate whole families of T cells expressing a particular
TCRVβ chain may be able to generate heterologous alloreactivity in an antigen-independent
manner.

Infections after transplantation
Following transplantation, infections can theoretically influence ongoing alloimmunity of
both naïve and memory alloreactive T cells by different means, independently of TCR cross-
reactivity. First, microbial molecules can activate pattern-recognition receptors (PRRs)
expressed on many cell types including donor and recipient hematopoietic, endothelial and
epithelial cells, resulting in production of inflammatory cytokines. While antigen-specific
immune responses against microbial antigens are enhanced by the PRR signals,
inflammatory cytokines secreted during an infection have been shown to reduce the
threshold for activation (i.e. the amount of antigen needed) of other CD8+ T cells (12) and as
such may be able to potentiate ongoing alloresponses. In addition, a given antigen-
presenting cell (APC) can present distinct antigens on different MHC molecules such that
PRR ligands from a pathogen could serve as adjuvants for APCs presenting alloantigens,
resulting in a stronger alloresponse. Finally, cytokines elicited during a response to a worm
infection in draining lymph nodes have been shown to permeate the whole lymph node thus
determining the polarization of non-worm-reactive T cells (13) such that an ongoing
infection may dictate the particular differentiation of an alloreactive T cell that is
encountering alloantigen. Thus, one could imagine the phenotype of a differentiating
alloreactive T cell to mimic that of the antimicrobial ones, with viruses and intracellular
bacteria promoting Th1 differentiation, extracellular bacteria and some fungi driving Th17
differentiation and parasites facilitating the Th2 pathway. These effector T cells can have
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distinct pathological consequences to allografts, as the specific complement of cytokines and
chemokines released by each T cell phenotype can cause the differential recruitment and
activation of macrophages, neutrophils, or eosinophils (14, 15).

In support of these models, it has been shown that exposure to TLR ligands at the time of
transplantation can prevent the ability of immunosuppressive regimens to induce long-term
graft acceptance in mice (16–18), correlating with enhanced anti-donor responses, and in
some models, dependent on enhanced Th1 or Th17 differentiation (19, 20). Similarly, peri-
transplant infection with Listeria monocytogenes or Staphylococcus aureus could also
prevent costimulation-blockade-mediated long-term graft acceptance in mice, dependent on
signaling by Type I IFN or IL-6, respectively (21, 22). In a mouse model of kidney
transplantation, mouse polyoma virus infection was also shown to enhance anti-donor
immunity (23). Moreover, graft nephropathy did not correlate with viral load suggesting that
the mechanism for renal injury is not direct viral cytopathology but more likely the interplay
between the infection and the alloimmune response (24). In patients, infections have also
been associated with episodes of acute rejection. While evidence is stronger for infections
within the allograft (25), there are data suggesting that infections distant from the
transplanted organ, and thus independently from direct microbial damage, can spur acute
and chronic rejection (25).

Infections after tolerance induction
Although it is relatively easy to prevent the induction of transplantation tolerance in animal
models with TLR agonists, viral, bacterial and parasitic infections at the time of
transplantation, once tolerance has been achieved it is quite challenging to abrogate it in
mouse models. Indeed, even combinations of TLR agonists at half-lethal doses have failed
to break established tolerance to cardiac allografts (unpublished results). However, our
group has reported that Listeria monocytogenes infection that results in systemic production
of type I IFN and IL-6 could drive cardiac allograft rejection long after stable tolerance
induction by costimulation blockade therapy, and these innate cytokines were both
necessary and sufficient for the abrogation of established tolerance (26).

In patients, transplantation tolerance is a rare event for renal transplant recipients. In those
patients whose state of tolerance is revealed following the stopping of their
immunosuppression for various reasons, it was recently reported that this state of tolerance
was not permanent. Long-term follow up of 27 patients who met the criteria for operational
tolerance revealed that 8 rejected after a mean duration of 10 ± 5 years of drug-free stable
graft function (27). Notably, those who lost tolerance had a higher incidence of bacterial (50
versus 10.5%) or viral (25 versus 5%) infections during the drug-free period compared to
those who maintained their tolerance. While the numbers of patients in this study were
small, these observations nonetheless are consistent with the notion that infections may
promote transplant loss in operationally tolerant recipients.

Vaccinations and alloimmunity
Vaccinations have been widely used in transplantation to prevent infections in
immunocompromized hosts. Influenza vaccination has been shown to be safe and generally
well tolerated in both adult and pediatric transplant recipients, but responses to the vaccine
depend on various factors including time from transplantation and specific
immunosuppression regimen (28). The protection reported following trivalent inactivated
influenza vaccination (29, 30) has not always been observed after vaccination against other
viral illnesses (31, 32), perhaps because in contrast to influenza, people lack preexisting
memory responses to these other viruses. Even with influenza vaccination, the response in
transplanted patients is often blunted (33, 34).

Alegre et al. Page 3

Transplantation. Author manuscript; available in PMC 2015 January 15.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Following vaccination of transplant recipients on immunosuppression, it is controversial
whether vaccine-induced memory T and B cells may promote transplant rejection by
mechanisms described above or in contrast protect the graft (and the patient) by preventing a
more serious infection. Indeed, a recent report (35) suggested that adjuvanted inactivated
H1N1 influenza vaccine was correlated with increased incidence of acute cellular rejection
diagnosed with routine post-transplant endomyocardial biopsies in heart transplant patients.
While the study population was small (N=15), the rejection rate was 6 of 15 in the
vaccinated and 1 of 45 in the control non-vaccinated group, with odds ratios following
multivariate analysis of predictors of acute cellular rejection being 26.5 (p<0.006).
Conversely, in a recent study of 51,730 Medicare primary patients, influenza vaccination
was actually associated with a lower risk for allograft loss and death compared to those who
were not vaccinated (36). Thus, clinical observations such as these underscore the need to
carefully dissect the effect of vaccinations/adjuvants that confer protection against infections
but may also have unanticipated effects on alloreactivity and transplantation outcomes in the
clinic.

Microbiota and alloimmune responses
Microbiota and the immune system

The microbiota plays an important role in preventing colonization by pathogenic microbes,
drawing energy from otherwise inaccessible food components, synthesizing vitamin K and
regulating host fat storage. But commensal bacteria can also shape local and distal immune
responses and may determine susceptibility to autoimmunity (37) and may even be
responsible for hormone-dependent gender-based autoimmune susceptibility (38). Some
mechanisms by which the microbiota may affect immune cells are beginning to emerge.
Microbial signals have been shown recently to promote dendritic cell migration from tissue
to lymph nodes for T cell priming (39) and to poise APCs to rapidly produce type I IFN
following both systemic and local viral infections (40, 41). The model suggests that
intestinal microbial products translocate out of the gut to bind distant PRRs on APCs and
induce permissive epigenetic modifications of anti-viral genes. Thus acute viral infections
can drive a rapid production of IFN-I in the presence of normal microbiota to promote viral
clearance. In contrast, in antibiotic-treated or germ-free mice, this response is impaired
resulting in poorly controlled viral replication and death (41). Thus commensal flora enables
a lower threshold for activation of APCs at sites distant from the intestine, and this may
explain why intestinal microbiota appears to be important not only in local but also systemic
immune responses and theoretically could affect both innate and subsequent adaptive
immune responses to transplanted organs.

The microbiota has also been shown to modulate T cell responses, either through direct or
indirect mechanisms. For instance, intestinal segmented filamentous bacterium (SFB) is
known to confer resistance to the intestinal pathogen Citrobacter rodentium (42) but also to
drive the development of rheumatoid arthritis (43), in both settings seemingly via its
capacity to facilitate Th17 differentiation. Thus by affecting distant T cell response profiles,
it is conceivable that the intestinal microbiota may affect alloimmunity not only to intestinal
transplants but also to all other types of transplanted organs or tissues. In addition, the
microbiota may also contribute to generation of memory alloreactive T cells. Indeed, during
a gastrointestinal infection, Hand and colleagues were able to detect the onset of immune
responses not only to the pathogen but also to gut intestinal commensals resulting in
commensal-reactive T-cell memory (44). As discussed above, cross-reactivity of TCRs
could mean that a pool of memory cells that react to alloantigens may in fact be the
consequence of anti-commensal T cell memory.
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Importantly, the presence of intestinal microbiota increases the number of colonic mucosa
FoxP3+ regulatory T cells (Tregs) after weaning when the microbial diversity widens (45)
and some of these colonic Tregs recognize microbial antigens (46, 47). In particular
indigenous Clostridium species (48), and Bacteroides fragilis (49) have been shown to
promote colonic iTreg differentiation. iTregs are important to prevent mucosal effector T
cell responses at environmental interfaces (50) and maintain local T cell homeostasis, but
have also been identified in accepted transplanted organs in mice (51) and demonstrated to
play a role in the maintenance of transplantation tolerance, at least of skin grafts (52). Thus,
the modulation of iTreg homeostasis by the microbiota may have a role in graft acceptance.

Though most studies have focused on intestinal microbiota, a recent report indicates that
local skin but not gut microbiota facilitates protective immunity against the cutaneous
pathogen Leishmania major, by augmenting IL-1α signaling and amplifying immune
responses according to the local inflammatory milieu (53). By analogy, it is conceivable that
the local microbiota may also influence alloimmune responses to colonized transplanted
organs such as skin, lung and intestine that are observed to be more prone to rejection than
sterile organs, suggesting a hypothesis that local microbiota may function as an adjuvant to
enhance alloimmune responses. While seemingly intuitive in the context of our current
understanding of how innate immune responses are stimulated and how they in turn license
adaptive immunity, this hypothesis remains to be proven clinically or even experimentally.

Finally, not only do microbes affect immune responses, but particular immune signals can
also profoundly alter microbial properties. For instance, IFN-γ production by immune cells
can induce expression of virulence factors of Pseudomonas aeruginosa that can disrupt
intestinal epithelium cell function (54), with further downstream consequences on immune
and possibly alloimmune responses.

Microbiota and transplantation
Little is known yet about the effect of the microbiota in alloimmune responses. Descriptive
investigations in patients have identified a correlation between different graft outcomes and
particular changes in the gut or allograft microbiota; however, whether these are a cause or
consequence of the immune response to the graft and/or are due to alterations in clinical
therapeutics has yet to be delineated in most of these studies. A possible causal role was best
illustrated in a bone marrow transplantation model (BMT) where a cross-talk between the
microbiota and immune cells could be identified with inflammation changing the
commensal profile and microbiota, which in turn further exacerbated inflammation
associated with graft versus host disease (GVHD) (55). Indeed, a reduction in overall
diversity with expansion of Lactobacillales and loss of Clostridiales was associated with
GVHD in a mouse model of BMT and selectively decreasing or reintroducing
Lactobacillales aggravated or protected against GVHD, respectively. Remarkably, a similar
loss in bacterial diversity accompanied by increases in Lactobacillales and decreases in
Clostridiales, was observed in BMT patients undergoing GVHD (55). Another recent study
reported that GVHD targeted the Paneth cells that secrete antimicrobial peptides, α-
defensins (56). Thus increased GVHD severity correlated with reductions in the diversity of
the intestinal microbiota while allowing the expansion of rare Escherichia coli. Furthermore
treatment with polymyxin B inhibited outgrowth of E. coli and ameliorated GVHD. These
observations reveal a mechanism responsible for the shift in gut flora during GVHD, which
may in turn affect systemic immunity.

In solid organ transplantation, historical experiments from the ‘60s examining the fate of
minor mismatched (CBA into C3H) skin grafts in germ-free mice did not report prolonged
survival compared with conventional animals. However, some delays were observed if
recipients were thymectomized neonatally prompting the authors to conclude that “in the
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absence of bacterial contamination, the cellular mechanism for the rejection of foreign skin
grafts is defective in thymectomized recipients” (57). This modest delay in skin graft
rejection and the technical challenges in performing solid organ transplantations under
germ-free conditions stymied further investigations into the role of the microbiota in
transplantation. However, in recent years, the roles of innate immunity and the microbiota
have become more fully appreciated and new approaches to analyze the microbiota have
become available, allowing for a re-examination of the connection between the microbiota
and acute rejection.

Acute rejection of intestinal transplants in patients was reported to be associated with a
reduced proportion of Firmicutes and an increased proportion of Proteobacteria, 2 bacterial
phyla present in the intestinal lumen (58). Lung transplant recipients have been shown to
develop diminished bacterial diversity in the lung following transplantation, while
displaying increased bacterial load in their bronchoalveolar lavage (59). In a study
investigating the change in microbiota after transplantation and the risk for developing
bronchiolitis obliterans syndrome (BOS), the reestablishment of dominant populations
present in patients’ lungs before transplantation, notably Pseudomonas aeruginosa in
individuals with cystic fibrosis, was negatively correlated with BOS (60). In contrast, de
novo acquisition of microbial populations often belonging to the same genera as the original
dominant bacteria may have increased the risk of BOS (60). As an explanation, the authors
reasoned that long-term colonizers of the cystic fibrotic lung were selected for persistence,
exhibited decreased invasiveness and elicited reduced host immune responses, whereas
acute infection, even with related species, would result in a more vigorous immune
response. Furthermore, they observed that P. aeuroginosa in the microbiota protected
against colonization by Aspergillus fumigatus, whose colonization was recently associated
with development of BOS (61). These studies are just beginning to unravel what is likely to
be a complex interplay between the microbiota and local and/or systemic immune responses,
including alloreactivity.

Antibiotic use and transplantation
With new tools for high throughput sequencing of bacterial genes, investigators have been
able to assess the impact of antibiotic use on the intestinal microbiota. For instance, a single
dose of Clindamycin has been shown to reduce bacterial microbial diversity of the intestine
by 90% for over 4 weeks, rendering mice extremely susceptible to infection with
Clostridium difficile spores with subsequent colitis and lethality (62). In turn, duodenal
infusion with microbiota from healthy people was recently shown to cure refractory C.
difficile infection in 12/13 patients (63).

Intriguingly, certain viruses can exploit intestinal commensal bacteria for replication and
transmission such that antibiotic treatment has been shown to result in reduced enteral
infection by polio virus (64) and diminished transmission of an MMTV murine retrovirus by
pregnant mothers to their progeny (65). Conversely, antibiotic-treated mice exhibited
impaired innate and adaptive antiviral immune responses resulting in delayed viral clearance
after exposure to systemic LCMV or mucosal influenza virus (40). Whether antibiotic
treatment will reduce infectivity or on the contrary diminish immunity against viruses that
affect transplanted patients is not known.

Thus, caution should be exercised in antibiotic usage, as it may result in complex alterations
in microbiota that may potentially enhance or reduce alloreactivity as well as immunity
against bacterial and viral pathogens. On the other hand, antibiotics are probably essential to
eliminate pathogens whose inflammatory signature, such as type I IFN and IL-6 observed
after Listeria monocytogenes in mice (27), can precipitate graft rejection.

Alegre et al. Page 6

Transplantation. Author manuscript; available in PMC 2015 January 15.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Conclusion
A tight interplay is emerging between immune responses to microbial antigens, be it
pathogenic or commensals, and T cell alloimmunity with microbial immunity playing a role
in shaping the TCR repertoire of potentially cross-reactive memory T cells, determining the
quality of alloresponses, and possibly eroding or breaking transplantation tolerance when it
can be achieved. Table I and Figure I illustrate some of these points. The use of antibiotics
can dramatically affect this interplay and alter not only the fate of infections and their direct
effects on alloimmunity, but also perhaps the cross-talk between the microbiota and local
and distant alloimmunity. Similarly, vaccinations may prevent infections but in some cases
may generate immunity detrimental to the allografts. Future research that focuses on the
molecular pathways by which infections and microbial signals can sculpt alloimmunity may
help identify therapeutic targets to differentially modulate microbial and alloimmune
responses. For instance, agents that block TLRs and are being tested in pre-clinical and
clinical trials to reduce pathology in autoimmune or septic patients [see review in (66)] may
also diminish the pro-rejection effects driven by infection-dependent production of
inflammatory factors. Similarly, selective and transient blockade of inflammatory mediators
such as type I IFN and IL-6 that can trigger rejection of established allografts (26) may
prevent infections from augmenting anti-donor immunity. Such treatments would probably
need to be used judiciously since inhibition of PRRs or inflammatory cytokines can increase
susceptibility to infections and be ultimately detrimental. Finally, as more is known about
the commensal microbiota and its effects on local and distal immune responses, it may
become possible to alter this microbiota to improve systemic Tregs to T effector ratios and
thus dampen alloimmunity.
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APC antigen-presenting cell

BMT bone marrow transplantation

BOS bronchiolitis obliterans syndrome

GVHD graft versus host disease

PRR pattern recognition receptors
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Figure 1. Interplay between microbes and the alloimmune response
Infections prior to transplantation as well as inadvertent immunity to commensal microbiota
may generate cross-reacting alloreactive memory T cells. Microbiota-derived microbial
products transported systemically may also lower the activation threshold of APCs that may
be presenting alloantigen. Infections at the time of or after transplantation may enhance the
alloresponse directly by providing ligands to PRRs on APCs thus boosting alloantigen
presentation, or indirectly via the cytokines produced during the anti-microbial response that
can lower the activation threshold of an ongoing alloresponse or can dictate the phenotype
of a differentiating alloreactive T cell. In addition to these effects that would be detrimental
to an allograft, microbes may also help prevent alloimmunity. For instance, intestinal
microbiota can generate iTregs and it is theoretically conceivable that these play a role in
dampening the alloimmune response.
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Table I

Putative interplay between microbes, the alloimmune response and the allograft fate.

Type of Microbe Immune Consequence Postulated Effect on Allograft

Resident commensals Induced local Tregs Prevents local and/or distal rejection ? OR reduces protective
anti-microbial immunity resulting in infections promoting
alloreactivity?

Resident commensals Induced local T effectors Promotes local and/or distal rejection? OR promotes
protective anti-microbial immunity to prevent infections from
driving rejection?

Resident commensals Bacterial products traveling systemically poise
APC to present antigen (alloantigen?)

Promotes distal rejection? OR promotes protective anti-
microbial immunity to prevent infections from driving
rejection?

Acute intestinal infection Breach in barrier integrity can result in
development of T and B cell memory to
commensal antigens

Potential cross reactivity of these memory lymphocytes with
alloantigens and resistance to immunosuppression =>
promotes rejection?

Acute infection PRR activation and inflammatory cytokines can
enhance alloantigen presentation and determine
T cell differentiation

Promotes local (?) and distal rejection
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