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Abstract

Effective immunotherapy, whether by checkpoint blockade or adoptive cell therapy, is limited in
most patients by a key barrier: the immunosuppressive tumor microenvironment. Suppression of
tumor-specific T cells is orchestrated by the activity of a variety of stromal myeloid and lymphoid
cells. These often display inducible suppressive mechanisms that are triggered by the same anti-
tumor inflammatory response that the immunotherapy intends to create. Therefore, a more
comprehensive understanding of how the immunosuppressive milieu develops and persists is
critical in order to harness the full power of immunotherapy of cancer.

Tumors depend on suppressive mechanisms

Malignant cells are visible to the immune system. Mutations and aberrant processing of
proteins can give rise to neoantigens; chronic stress creates signals that alert the immune
system; and constant cell death and turnover displays antigens and inflammatory
intracellular contents in an immunogenic context. Thus, the tumor’s only option to evade

immune surveillance is to evolve mechanisms to suppress the immune response. To achieve

this goal, the tumor does not create a new set mechanisms from scratch; rather, it
pathologically exaggerate the normal regulatory circuits that control self-tolerance,
homeostasis of myeloid cells, wound-healing and response to dying cells.

Suppressive mechanisms are often inducible

Many of the regulatory mechanisms hijacked by the tumors are, in fact, counter-regulatory:
i.e., mechanisms whose expression is induced by the inflammatory signals that they will
suppress. These inflammatory signals may result from attempted T cell activation, or from
cell death. As a consequence, not all of the inducible suppressive mechanisms that may

operate in a tumor are necessarily expressed at baseline. Unlike a driver oncogene, which is
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present at diagnosis, some immune-escape mechanisms may only be up-regulated in
response to our attempted immunotherapy: i.e., the more the tumor comes under attack, the
more counter-regulatory mechanisms may be induced. This implies that patients cannot be
simply pre-screened at diagnosis for expression of all the mechanisms that may be relevant.
Conversely, this can also offer an opportunity to exploit potent synergy, by adding agents
that blocks the inducible counter-regulatory pathways used for immune escape.

CTLA-4 and PD-1 pathways: the classic immune checkpoints

CTLA-4 and PD-1 are inhibitory molecules expressed by activated T cells. Blocking
antibodies against these molecules can enhance T cell-mediated attack to tumors,
particularly in those patients who already have a significant anti-tumor T cell response
present prior to therapy. Anti-CTLA-4 antibody was the first checkpoint-inhibitor to be
approved for clinical use [1]. When used as a single agent, durable responses have been
rather limited; but when combined with PD-1 blockade the responses were better than with
either agent alone [2].

With single-agent CTLA-4 blockade, clinical benefit was greatest in patients with a high
mutational burden in their tumor genome, and a large number of predicted mutational
neoantigens [3,4]. Patients treated with CTLA-4 blockade showed a significant increase in
the frequency of T cells reacting with a set of known melanoma-associated antigens [5].
Importantly, the major change was not simply due to expanding the initial T cell clones
already present at baseline (which remained unchanged), but the emergence of new clones
reactive with a diverse array of additional epitopes. Of note, the epitopes tested in this study
were not mutational neoantigens, but were simply known shared-self antigens associated
with melanoma. Thus, blocking CTLA-4 may enhance the ability of the host immune system
to respond to endogenous tumor antigens, including breaking functional tolerance to shared
self antigens overexpressed by the tumor.

Exactly how this enhanced antigen response arises remains to be elucidated, because the
mechanism of action of CTLA-4 blockade is still rather unclear [6]. Blocking CTLA-4 may
render T cells more responsive to antigen (by lowering the activation threshold), and/or it
may inhibit or deplete regulatory T cells (Tregs) [6,7]. Since Tregs can potently suppress the
function of antigen-presenting cells (APCs) in the tumor microenvironment [8,9], CTLA-4
antibody might thus enhance functional cross-presentation of tumor antigens. Whatever the
mechanism, one key message from these studies is that the host T cell response to
endogenous tumor antigens is not fixed, and can be increased by therapy if the relevant
suppressive circuits can be removed.

The PD-1/PD-ligand pathway

PD-1 is a second inhibitory molecule expressed on activated T cells. Some tumors express
PD-L1 constitutively, while others may up-regulate PD-L1 in response to inflammatory
signals. In addition, host APCs (DCs, MDSCs and macrophages) may also express PD-L1 or
PD-L2. Blocking either PD-1 or PD-L1 can trigger some striking clinical responses,
especially in melanoma and lung cancer. Like CTLA-4 blockade, response to single-agent
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therapy was most likely in patients who already had an anti-tumor response at baseline
[10,11], and/or who had a high mutational burden [12]. In some studies, response also
appeared more likely in patients with constitutive PD-L1 expression in the tumor [13]. Since
PD-L1 expression is highly inducible by T cell-derived signals such as IFNy, PD-L1
expression at baseline may in some cases be a proxy for the T cell response [14].
Intriguingly, in one recent trial, when CTLA-4 blockade was added to boost T cell
responses, blocking PD-1 in this setting provided benefit even in those patients who
previously lacked PD-L1 expression at diagnosis [2]. This study did not include on-
treatment biopsies to ask whether the addition of anti CTLA-4 increased the T cell responses
and caused inducible up-regulation of PD-L1, but this would be a reasonable hypothesis.

Thus, the early results from trials using antibody-mediated blockade of CTLA-4 or the
PD-1/PD-L1 pathway are encouraging, especially when used in combination. Nevertheless,
most patients with most tumor types still do not respond, and many of the responders will
subsequently progress. Thus, additional strategies are needed to further enhance the anti-
tumor immunity and build upon these successes.

Defective APCs in the tumor milieu

CTLA-4 and PD-1 are expressed on T cells. Blocking these pathways can enhance T cells
after they are activated, but it cannot affect the underlying nature of the APC that presents
the antigen initially. If these tumor-associated APCs do not effectively cross-present tumor
antigens — or worse, if they are actively suppressive and tolerogenic — then T cells may never
become activated in the first place, or might be silenced instead of stimulated. Unfortunately,
the APCs in tumors display multiple defects. The APCs recruited by tumors are ideally
suited for supporting tissue remodeling and wound-healing, but they are not effective in the
cross-presentation of tissue antigens; indeed, they may actively enforce T cell tolerance. As
Virchow observed, tumors appear as wounds that do not heal [15,16]. Tumors resemble
healing wounds in their enhanced and often anarchic angiogenesis, in their constant tissue
remodeling, and in their accumulation of fibroblasts and reparative macrophages [17,18].
Remaodeling tissues must dispose of many apoptotic cells and their associated self-antigens,
to which T cell tolerance must be strictly maintained. Thus, while a sterile wound may
appear “inflamed”, the actual cytokines such as TGFf and VEGF that are associated with
angiogenesis and the reparative macrophage response are actively tolerogenic for T cells.
These signals potently inhibit immunogenic antigen presentation to T cells [19,20].
Therefore, in the case of many of these pathways, tumors do not need to “evolve” their
immunosuppressive mechanisms: as long as they simply resemble a remodeling normal
tissue, these suppressive mechanisms will naturally be activated.

Tumor-associated macrophages

Tumor-associated macrophages (TAMs) are key coordinators of tumor-promoting
angiogenesis, fibrous stroma deposition and metastasis formation [21]. TAMs are also
inhibitory for T cell responses [20]. In part, this immunosuppressive phenotype may simply
recapitulate the “reparative” phenotype of macrophages during tissue remodeling [17], but
signals in the tumor such as acidosis and hypoxia may further drive their phenotype and
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function [22]. Molecular mechanisms of TAM-induced immune suppression are not yet well
defined, but likely include production of VEGF and TGF, both of which inhibit T cell
responses. Whatever the mechanism, destabilization of the intra-tumoral macrophage pool,
e.g., by blocking the CSF-1-receptor, significantly impairs tumor growth and enhances anti-
tumor immune responses [23,24].

Myeloid-derived suppressor cells

While TAMs may resemble normal “M2-like” macrophages or reparative macrophages, the
tumor microenvironment is actually highly abnormal, and the myeloid lineage in tumors is
profoundly disordered [21]. Bone-marrow myelopoiesis is altered by factors secreted from
the tumor, such as GM-CSF and IL-6, which affects both the monocytic and granulocytic
lineages [25]. These abnormal circulating cells become further altered when they are
recruited into the tumor microenvironment, with its chronic low-grade inflammation, free-
radical flux and constant metabolic stress [26]. The presence of IDO and activated Tregs in
the tumor may enhance the recruitment of these cells, and render them even more
suppressive [27]. Once in place, this heterogeneous population of “myeloid-derived
suppressor cells” (MDSCs) create an immunosuppressive milieu via elaboration of nitric
oxide, arginase and reactive oxygen species [21,28].

Dendritic cells in tumors

Even more damaging than the direct suppression mediated by MDSCs may be the defects
created by what they are not: they completely fail to differentiate into inflammatory,
immunogenic dendritic cells (DCs) that could effectively cross-present tumor antigens.
Tumors are treated by the immune system like a slow, lingering wound; yet they ought to
receive as much attention as a fulminant, life-threatening viral infection. Oddly, a small virus
may introduce fewer “neoantigens” into its host cell than a mutated tumor genome, yet the
virus generates robust immune activation and antigen cross-presentation, usually followed
by CD8* T-cell-mediated eradication. The reason for this difference in response — a
difference which ultimately allows the cancer to kill the patient — is not yet entirely clear.

Ironically, the response of myeloid-lineage immune cells to viral and other infections is
actually quite similar to the tumor-induced myelopoiesis of MDSCs, with the dramatic
exception that MDSCs fail to differentiate into activated, immunogenic myeloid DCs and
inflammatory macrophages [29]. Immunogenic CD103* myeloid DCs have recently been
identified in tumors, and they are potent cross-presenting APCs for tumor antigens [30].
However, in most tumors these cells are extremely rare, whereas their defective alternatives
(the suppressive MDSCs) are present in large numbers [30]. Whatever the factors in the
tumor microenvironment that block the beneficial differentiation of inflammatory myeloid
DCs, the consequences to the host are dire. Thus, identifying the factors that inhibit DC
differentiation and function in tumors, and developing strategies that may be able to restore
such differentiation [31,32], is an important priority for the field. As one recent example,
oncogenic drivers such as the WNT/B-catenin signaling pathway can inhibit priming of T
cells in the tumor, by altering the access of CD103* DCs to the tumor environment [33].
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IDO and counter-regulation

IDO is a tryptophan-catabolizing enzyme that plays a regulatory and tolerogenic function in
the immune system [34]. The biologic role of IDO is narrower and more focused than
CTLA-4 or PD-1, but in certain settings it can be non-redundant for creating acquired
peripheral tolerance. Thus, in contexts as diverse as mucosal tolerance, tissue transplantation
or mammalian pregnancy, interrupting the IDO pathway can convert a normally tolerogenic
antigen exposure into an immunogenic T cell response [34]. IDO is also up-regulated by
exposure to apoptotic cells; and mice lacking the IDO1 gene rapidly develop lethal lupus-
like autoimmunity when challenged repeatedly with self apoptotic cells [35]. In these
various models, it is important to note that it was not the nature of the antigens themselves
that dictated tolerance versus immunity, but rather the presence or absence of the instructive
contextual signals delivered by IDO and the downstream pathways it elicits.

In tumors, IDO can be expressed by the tumor cells themselves, or by host cells such as DCs
and macrophages. Often, both tumor and host cells can express IDO. Expression of IDO
may have several effects: it may contribute to activation of suppressive Tregs within the
tumor, as discussed below; it may create a local milieu that is deficient in tryptophan, and
thus inimical to T cell activation [36]; and it may produce increased levels of kynurenine
metabolites, which can themselves affect the immune system by activating the aryl
hydrocarbon receptor (AhR) [37]. IDO expression may also recruit MDSCs into the tumor,
thereby increasing the suppressive milieu [27].

Expression of IDO may be constitutive (e.g., in tumor cells), or it may be induced in
response to local inflammatory signals [14]. In part this may explain why IDO expression in
certain tumors can be paradoxically associated with increased T cell infiltration — in this
case, IDO is an elicited counter-regulatory response, rather than a primary inhibitory
mechanism. In the normal immune system, IDO is usually counter-regulatory, meaning that
it is elicited by inflammation (colitis, autoimmunity, infection, apoptotic cells) and then acts
to suppress or limit the damaging immune response. This highly inducible nature of IDO has
implications for tumor immunotherapy, where the goal of treatment is specifically to create
immune activation and inflammation in the tumor. If these inflammatory signals also elicit
counter-regulatory 1DO, then the therapy itself may unintentionally blunt its own
effectiveness. Thus, combination of an IDO-inhibitor drug with other immunotherapy may
be synergistic, as suggested by preclinical studies of combination with anti-CTLA-4, anti-
PD-1 or CAR-T cells [38-41]. In addition, useful and potent vaccine adjuvants such as TLR-
ligands and STING agonists are also potentially inducers of counter-regulatory IDO
expression [42].

Activated Tregs and tolerance to dying tumor cells

Tregs are an important suppressive population in tumors [43]. Depleting Tregs [44] or
inhibiting signaling pathways that they require [45] rescues immune surveillance against the
tumor. However, it remains unclear how Tregs exert their suppressive function. Tregs are
known to produce local IL-10 and TGFp, but an additional important mechanism may be
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their inhibitory effect on tumor-associated APCs [8,9]. In the presence of Tregs, tumor-
associated DCs lose co-stimulatory ligands and cannot support T cell activation [8].

One important unanswered question is why Treg activity is so excessive and dominant in
tumors. In part, this may be due to extra Tregs that arise against tumor neoantigens; but this
seems unlikely to be the major explanation, and many of the Tregs in tumors appear to
recognize the same normal self antigens as in the tissue of origin [46]. Thus, the higher
degree of suppression in tumors may reflect a higher degree of Treg functional activation,
and this functional activation step is not well understood.

Several upstream pathways are known to activate Treg function in tumors, including IDO
[47] and neuropilin-1[48]. Recently, it was found that when Tregs are activated by IDO they
up-regulate expression of the PD-1 receptor; this PD-1 then maintains the suppressive Treg
phenotype in long-term, by signaling via PTEN phosphatase [49]. Neuropilin-1 also
activates PTEN in Tregs [48], and PTEN has been recently implicated in maintaining normal
function and stability of Tregs [50,51]. Thus, PTEN may be an important, centrally-
positioned pathway in tumor-induced Treg activation. In tumor-bearing mice, genetic
ablation or pharmacologic inhibition of the PTEN pathway in Tregs prevented tumors from
creating an immunosuppressive local microenvironment, and markedly enhanced immune
responses to dying tumor cells after chemotherapy [49].

This effect on the immunogenicity of dying tumor cells is potentially important. When
certain transplantable tumors are treated with anthracycline chemotherapy, they can undergo
a form of cell death that is spontaneously immunogenic [32]. If dying tumor cells could be
rendered consistently immunogenic, this could have major implications for response to
chemotherapy or radiation, and for epitope-spreading after vaccination or T cell adoptive
transfer. However, true “immunogenic” cell death (i.e., capable of generating an anti-tumor
immune response by itself) is rare, and occurs only under certain circumstances [52]. This is
probably because dying normal cells are usually tolerogenic, not immunogenic [53], and
dying tumor cells may elicit suppressive pathways such as IDO, TGFp and Treg activation,
which inhibit the attempted immune response [35,49]. Thus, strategies to circumvent these
inhibitory pathways, or to enhance immunogenic cross-presentation such as blocking CD47
[54], may allow a robust immune response to dying tumor cells under a much wider variety
of conditions.

Conclusions

We are starting to appreciate that tumors can hijack a number of potent, non-redundant
negative regulators of the immune system in order to survive (Figure 1). This review
discusses certain of these immunoregulatory circuits, with a focus on how they may relate to
emerging immunotherapeutic approaches in the clinic. Numerous other inhibitory pathways
exist, and have been recently reviewed elsewhere [21,28,55]. But from a therapeutic
standpoint, the key question is: how many of these molecules must we target at the same
time in order to improve the clinical outcome in patients undergoing immune-based therapy?
The answer will require empirical data from patient outcomes in the clinic, focused in
particular on those patients who fail our current single-agent therapies. Data from on-
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treatment biopsies and similar studies will help to establish whether a hierarchy of pathways
exists, with certain mechanisms being induced in response to attempted interventions. Other
open questions include characterization of immunosuppressive mechanisms according to
stage or tumor type, or to genetic subtypes of cancers. Here the power of bicinformatics may
help pick up unexpected associations and signatures [56]. When these same techniques can
also be applied to on-treatment samples from patients undergoing immunotherapy, then a
clearer picture of the immune-regulatory network in the tumor microenvironment may
emerge.
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Highlights
. Tumors exaggerate and exploit natural immunosuppressive and tolerogenic
mechanisms
. This milieu favors angiogenesis and tissue remodeling but is suppressive for T
cells
. T cell activation in tumors may paradoxically elicit counter-regulatory

suppression

Curr Opin Immunol. Author manuscript; available in PMC 2017 October 04.



1duosnuepy Joyiny 1duosnuely Joyiny 1duosnuepy Joyiny

1duosnuely Joyiny

Munn and Bronte

Page 12

Tumor cell

MDSC

TGFB
@ Activated Treg

Macrophage

Figure 1. Examples of constitutive and inducible suppressive mechanisms in the tumor
microenvironment

T cells attempting to activate in the tumor microenvironment may face constitutive
expression of PD-L1 and IDO by the tumor cells. Myeloid-derived suppressor cells
(MDSCs) in the tumor may produce immunosuppressive nitric oxide (NO), arginase-1 or
reactive oxygen species (ROS). Tumor-associated macrophages may produce TGFp and
VEGF, which can be inhibitory for both T cells and dendritic cells. Activated Tregs can
produce IL-10 and TGFB, which may directly suppress T cells. Tregs may also inhibit
expression of costimulatory ligands CD80 and CD86 on local DCs, thus rendering them
ineffective and tolerizing antigen-presenting cells. As effector T cells attempt to activate,
their production of IFN-y and other pro-inflammatory cytokines may actively up-regulate
expression of IDO and PD-L1 by DCs, thus eliciting counter-regulatory suppression. Many
tumor cells may also respond to IFN-y by up-regulating IDO and PD-L1.
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