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Abstract: Pancreatic cancer ranks high among the causes of cancer-related mortality. The prognosis
of this grim condition has not improved significantly over the past 50 years, despite advancement in
imaging techniques, cancer genetics and treatment modalities. Due to the relative difficulty in the
early detection of pancreatic tumors, as low as 20% of patients are eligible for potentially curative
surgery; moreover, chemotherapy and radiotherapy (RT) do not confer a great benefit in the overall
survival of the patients. Currently, emerging developments in immunotherapy have yet to bring
a significant clinical advantage among pancreatic cancer patients. In fact, pancreatic tumor-driven
immune evasion possesses one of the greatest challenges leading to immunotherapeutic resistance.
Most of the immune escape pathways are innate, while poor priming of hosts’ immune response
and immunoediting constitute the adaptive immunosuppressive machinery. In this review, we
extensively discuss the pathway perturbations undermining the anti-tumor immunity specific to
pancreatic cancer. We also explore feasible up-and-coming therapeutic strategies that may restore
immunity and address therapeutic resistance, bringing hope to eliminate the status quo in pancreatic
cancer prognosis.
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1. Introduction

Pancreatic cancer is one of the deadliest malignancies known to mankind. The Global Cancer
Statistics 2018 (GLOBOCAN) ranks pancreatic cancer as the seventh leading cause of cancer death
in both males and females, with an estimated 459,000 cases and 430,000 deaths in 2018 globally [1].
With an estimated five-year survival rate of 10% or less [2], pancreatic cancer is the cancer with the
highest incidence-to-mortality ratio among all solid tumors [3]. Pancreatic cancer has also surpassed
breast cancer and will soon take over colorectal cancer as the second leading cause of cancer mortality
before the end of 2030 [4]. Pancreatic ductal adenocarcinoma (PDAC) constitutes up to 90% of all
pancreatic cancers [5]. Despite advancement in surgical techniques and treatment strategies, there
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has not been much improvement in the survival outcomes of the patients. Delayed diagnosis is the
major problem, contributed to by the absence of effective screening methods and insidious clinical
presentation of PDAC. Patients diagnosed with PDAC have grim prognosis. Only a handful of
patients with pancreatic cancer are able to undergo curative surgical resection, coupled with adjuvant
chemotherapy, albeit the majority of those who underwent surgery eventually develop recurrence
and succumb to the disease [6]. Systemic chemotherapies are the current mainstay but most of these
treatments have yet to achieve the desirable clinical outcomes [7]. Hence, there is a desperate need
to uncover the in-depth pathophysiology behind pancreatic cancer, and thus to design an effective
diagnosis and treatment.

Recently, the discovery of cancer and immune cell interaction in the tumor microenvironment
(TME) has generated much excitement. Immune cells of both innate and adaptive immune systems
play important roles in the initiation and progression of cancer [8,9]. Suppression of immune rejection
leads to enhanced tumorigenesis and metastasis [10,11]. In many cancer types, clinical decisions
are made based on robust histopathological criteria; however, this is not applicable to pancreatic
cancer subtypes [12]. Pancreatic cancer that appears morphologically identical does not always share
similar clinical features and therefore responds variably to therapy. Cancer classification, including
PDAC, is only beneficial when the specified subtype reflects clinical relevance to guide therapeutic
management and predict disease outcomes.

To effectively improve the prognostic outcomes of PDAC patients, these newly found
cancer–immune interaction must be translated to clinical practice. We believe that only when
the identified disease subtypes are well-established with a clear predictive model in place, coupled
with the comprehensive molecular and immune characterization of each patient, precision medicine
can be optimized to reach its fullest potential in treating PDAC. In the present paper, we discuss the
current literature supporting PDAC-induced immune suppression via innate and adaptive evasion,
and comprehensively reviewing potential therapeutic strategies that may overcome these intrinsic
immunosuppressive mechanisms in PDAC.

2. The PDAC Intrinsic Mechanisms of Immune Evasion

Tumors with a high degree of T-cell infiltration are regarded as T-cell-inflamed or “hot” tumors,
whereas tumors with low levels of T-cell infiltration are termed as non-T-cell-inflamed tumors
or “cold” tumors [13]. PDAC falls in the latter category, hence explaining its lack of success in
immunotherapy [10,11]. Tumor cell-intrinsic aberrations can lead to a “cold” tumor by excluding cells
that can mount an effective anti-tumor response or by attracting immunosuppressive population to the
TME [14]. The reported immune cell types of adaptive immune system comprise of B cells, cytotoxic T
lymphocytes (CTLs), memory T cells, helper T cells and regulatory T (Treg) cells, whereas those from
innate immune system consist of macrophages, dendritic cells, mast cells, natural killer (NK) cells
and myeloid-derived suppressor cells (MDSCs) [11,15]. Cells from both innate and adaptive immune
systems have been demonstrated to play important roles in the initiation and progression of cancer.
This can happen via the suppression of immune rejection, leading to enhanced tumorigenesis and
metastasis [10,16]. Chen and Mellman postulated that the process of immunity generation in cancer
as an ongoing cyclical process (Figure 1) [17]. The machinery of this process frequently leads to the
accumulation of immune-stimulatory factors that act to amplify and broaden the T-cell responses.
This is counterbalanced by inhibitory factors, acting as an immune regulatory feedback mechanism,
either halting the development or limiting the immunity. The cancer immunity cycle consists of
seven consecutive steps: dead cancer cells release neoantigens, which are then captured by antigen
presenting cells (APCs); APCs such as dendritic cells then present the captured antigens on the major
histocompatibility complex (MHC) molecules to T cells, leading to the priming and activation of effector
T-cell responses. In parallel, a chemokine gradient exists to guide the activated T-cell infiltration to the
tumor site. As a result of T-cell receptor (TCR) and neoantigen–MHC complex interaction, the killing
of cancer cells occurs [17].
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Figure 1. Stimulatory and inhibitory factors that may affect the cancer immunity cycle in pancreatic
ductal adenocarcinoma (PDAC). The anti-tumor immune response cycle starts with cancer cell antigen
release (Step 1), whereupon the apoptosis of cancer cells (gray cells) takes place and cancer cell
antigens (red small dots) are released and subsequently picked up by dendritic cells (purple cells).
Antigen-presenting cells, mainly dendritic cells, can then process the cancer-specific antigens and
present them to T helper cells (Step 2), allowing for the priming and activation (Step 3) of the immune
cells (blue circular cells). Once activated, the immune cells traffic to the tumor site (Step 4) and
infiltrate the tumor (Step 5). Within the tumor microenvironment (TME), cancer cell recognition
(Step 6) by the T cell eventually leads to cancer cell killing (Step 7). LKB1, liver kinase B1; MYC,
oncogenic myelocytoma; HLA, human leukocyte antigen; STING, stimulator of interferon genes; DNMT,
DNA methyltransferase 1, EZH2, enhancer of zeste homolog 2; FAK, focal adhesion kinase; PTEN,
phosphatase and tensin homolog; NO, nitric oxide; ROS, reactive oxygen species; PAUF, pancreatic
adenocarcinoma upregulated factor; NK2D, natural killer group 2D receptor; IFN, interferon; PD-1,
programmed cell death protein 1; PD-L1, programmed death-ligand 1; CD47, cluster of differentiation
47; H3K4me, H3K4 trimethylation; ADAM10, A Disintegrin and Metalloproteinase Domain 10; sMICA,
soluble MHC class I-related molecule A; HIF1A, hypoxia-inducible factor 1-alpha; CCL2, Chemokine
ligand 2; COX2, cyclooxygenase 2; PGE2, prostaglandin E2; VEGF, vascular endothelial growth-factor;
ARG1, arginase 1; NOS2, nitric oxide synthase 2.

Recently, Spranger et al. introduced the concept of innate versus adaptive immune evasion [18].
Innate immune evasion is regarded as the major mechanism behind most cases of primary resistance
against checkpoint blockade therapy. Essentially, T cells and other anti-tumor immune cells are
excluded from the TME in the absence of immunoediting. On the other hand, adaptive immune
evasion involves immunoediting, allowing the tumor to establish equilibrium with existing T-cell
infiltrates. It encompasses patients who initially experience clinical response and then develop
secondary resistance under immune selective pressure [18]. In principle, relatively “cold” tumors such
as pancreatic cancer could arise due to disruption at any major step within the framework of the cancer
immunity cycle.

3. Molecular Mechanisms Involved in Innate Immune Evasion of PDAC

3.1. Tumor Protein p53 (TP53)

The tumor suppressor TP53 is a key regulator of cell cycle progression. The mutation of TP53
is found in approximately up to 70% of PDACs [19]. In the presence of multiple stressors that will
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trigger uncontrolled cell proliferation, it safeguards against cell division by inducing cell death or
senescence [20]. It is also evident that immune evasion happens early during tumorigenesis as TP53
is often lost at an early stage in the process of cancer development. Consistent with this finding,
several studies also showed cooperation between Kirsten rat sarcoma viral oncogene homolog (KRAS)
and TP53 mutation in immune evasion, where increased expression of CXCR3/CCR2-associated
chemokines and granulocyte-macrophage colony-stimulating factor (GM-CSF) occurs in various PDAC
models [21–23]. This leads to the accumulation of immunosuppressive Gr1+CD11b+ MDSCs and
attenuation of CD4+ T helper cells, besides the prevention of CD8+ T-cell infiltration and cytolytic
activities [21,22]. A recent study also showed that the concurrent activation of KRAS and loss of TP53
can promote immune tolerance not only through myeloid cell recruitment, but also through Treg cell
selection [23]. Moreover, Treg cells of TP53-harboring PDAC display heightened suppressive capability
compared to their wild type counterparts [23].

Cellular senescence is triggered by TP53, followed by the rapid elimination of the senescent
tumor cells by NK cells [24]. For example, TP53 restoration in a murine liver cancer model showed an
increase in CCL2 that can upregulate NKG2D, thus promoting NK cell activation and recruitment [24].
Pharmacological TP53 reactivation led to improved NK-mediated breast cancer cell lysis. Reactivation
of TP53 via pharmacological treatment in patients with lymphoma and melanoma could induce
systemic anti-tumor immunity and immunogenic cell death [25]. Indeed, many solid tumors have also
shown reinvigoration of anti-tumor response secondary to TP53 restoration. Taken all these together,
it is possible that TP53 reactivation strategies may be of useful to eradicate PDAC, which warrants
further investigations.

3.2. Liver Kinase B1 (LKB1)

The tumor suppressor liver kinase B1 (LKB1) encodes a serine/threonine kinase that phosphorylates
AMP-activated protein kinase (AMPK), a critical modulator of cell proliferation and polarity [26].
The reduced LKB1 expression is associated with poor survival in PDAC patients [27]. In a general
immunological context, LKB1 plays a multi-faceted role in regulating the development, proliferation
and activation of T effector and Treg cells. Other observations related to LKB1 loss in the TME
are: (1) increased numbers of Tregs; (2) the overexpression of T-cell inhibitory markers, such as
PD-1, T-cell immunoglobulin mucin-3 (TIM-3), lymphocyte-activation gene 3 (LAG-3) and cytotoxic
T-lymphocyte-associated antigen 4 (CTLA-4); and (3) a reduction in tumor-infiltrating lymphocytes
(TILs), which also exhibit elevated markers of T-cell exhaustion [28].

Stimulator of interferon gene (STING) has recently emerged as an important immunomodulator
linked to LKB1 expression in KRAS-mutant cancer [29]. Specifically, LKB1 inactivation is associated with
STING suppression via the hyperactivation of epigenetic silencing enzymes DNA methyltransferase 1
(DNMT1) and enhancer of zeste homolog 2 (EZH2) activity due to elevated levels of S-adenylmethionine
(SAM) substrate, and partly by DNMT1 upregulation [29]. Yes-associated protein (YAP) is one of
the key downstream regulators in the Hippo pathway, which is upregulated in PDAC. Recently,
the YAP transcriptional co-activator has been identified as a downstream target of the LKB1 tumor
suppressor [30]. LKB1 phosphorylates YAP, leading to nuclear exclusion and degradation of YAP.
Intriguingly, this process is independent of canonical YAP kinases (large tumor suppressor kinase 1/2,
LATS1/2) and metabolic downstream targets of LKB1 (AMPK and mTORC1), and is directly reflective
of LKB1-induced morphological transformation [30]. YAP abrogation was shown to deplete MDSCs,
increase antigen-presenting macrophage infiltration, and cause T-cell reactivation [31].

3.3. Epigenetic Aberrations

Epigenetic aberrations can occur as a result of genetic, environmental and metabolic influences [32].
In a pan-cancer involving The Cancer Genome Atlas (TCGA) data analytical study, it was reported
that global methylation loss can promote the immune evasion of tumors with high mutation and copy
number load, hence genomic demethylation implicates epigenetic modulation as a part of regimen for
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precision immunotherapy [33]. PDAC is associated with immune tolerance, a state that is mediated by
complex shifts in the number, phenotype and function of multiple immune cells [34]. Immunogenic
cell death (ICD) is a critical pathway to overcome the immune tolerance in PDAC, as it can induce the
emission of damage-associated molecular patterns (DAMPs) and restore the three main signals that
activate anti-tumor T cells, including increased antigen presentation following cell death; co-stimulation
from matured and recruited APCs; and cytokine production from tumor cells and APCs [35]. Besides,
there is also evidence linking the epigenetic aberrations with the expression of PD-L1. Specifically,
H3K4 trimethylation (H3K4me3) is enriched in the CD274 (PD-L1) promoter of pancreatic tumor cells.
Mixed lineage leukemia protein-1 (MLL1), a histone methyl transferase can bind directly to the CD274
promoter to catalyze H3K4me3, and upregulate the transcription of PD-L1 [36]. Hence, targeting
epigenetic aberrations in PDAC may potentially improve the sensitization and priming of the host
immune responses, thus improving the efficacy of immunotherapeutic agents.

3.4. Phosphatase and Tensin Homolog (PTEN)

PTEN is a potent tumor suppressor that antagonizes oncogenic signaling and maintains genomic
stability [37]. It functions to antagonize the catalytic activity of phosphoinositide 3-kinase (PI3K),
thus contributing substantially to the downstream effects of the PI3K/AKT/mTOR signaling pathway,
including tumorigenesis, metabolism and immunity [38]. Transcriptomic analyses of murine PDAC
models combining KRAS and PTEN-loss showed marked NF-κB activation and its cytokine network,
accompanied by strong stromal activation and immunosuppressive cell infiltration [39].

Considering that PTEN loss affects the immunophenotype of various other cancers, the elucidated
immunomodulatory mechanisms may be applicable in providing important insights relevant to PDAC.
Similar to PDAC, it appears that several melanoma, glioblastoma and gastric cancer studies have
reported the link between PTEN loss and PI3K-pathway-driven immunosuppression [40–42]. Studies
have shown that the murine model bearing PTEN-deleted melanoma tumors and PTEN loss leads
to T-cell exclusion via two mechanisms: firstly, the inhibition of CD8+ T-cell killing and decreased
effector T-cell infiltration through the expression of immunomodulatory cytokines, including CCL2 or
vascular endothelial growth-factor (VEGF); secondly, reduced tumor immunogenicity by the inhibition
of the autophagy pathway responsible for immunogenic cell death [43]. Although the majority of
immune-related functions of PTEN can be linked to its canonical activity that opposes PI3K signaling,
further exploration of the PTEN activity in T cells and pancreatic tumor cells are warranted to allow
for the identification of novel immunotherapeutic targets.

3.5. WNT/β-Catenin

The canonical Wingless related integrated (WNT)/β-catenin signaling cascade is well known for
its significance in stem cell renewal. Its role as a key driver of oncogenesis and cancer progression in
many different malignancies is also well characterized [44]. WNT/β-catenin overactivity in PDAC can
result from genetic perturbations of several WNT-regulating genes, such as adenomatous polyposis
coli (APC) hypermethylation [45], multiple endocrine neoplasia (MEN1) inactivation [46], ring finger
protein 43 (RNF43) inactivation [47], WNT-inhibitory factor 1 (WIF1) hypermethylation [48], and
Dickkopf-1 (DKK1) dysregulation [49]. A recent pan-cancer in silico integrative analysis of the
TCGA data concluded that WNT/β-catenin pathway activation is frequently associated with poor
spontaneous T-cell infiltration across most human cancers [50]. Specifically, a significant inverse
correlation (p < 0.001) between β-catenin levels in PDAC cells and T-cell-inflamed gene expression
was noted [50], signifying that the impaired T-cell-mediated immunity in PDAC is partly attributed
to WNT-signaling activity. Gene-expression analysis of the RNA-seq dataset of 143 PDAC patients
from the PACA-CA cohort of International Cancer Genome Consortium (ICGC) revealed the presence
of increased WNT activation with a peculiar, tumor tolerogenic immune microenvironment among
subjects with nodal involvement [51].
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A separate study demonstrated a significant negative correlation between CD103+ DC infiltration
and nuclear β-catenin (p < 0.05) was observed. The Batf3-dependent CD103+ DC is a specific dendritic
cell subset, which plays a crucial role in mounting an effective T-cell response via cross-presentation.
Cross-presentation is a critical step in priming the anti-tumor T-cell response via the presentation of
exogenous antigens on MHC class I molecules to naive CD8+ T cells [52]. Together, these data suggest
that targeting the WNT/β-catenin pathway is a promising therapeutic approach in helping to induce a
T-cell-inflamed TME and augment effectiveness of checkpoint blockade therapies.

3.6. Hypoxia

Hypoxia is a common metabolic aberration occurring as a result of rapid tumor cell proliferation
and inadequate angiogenesis in various cancers [53]. VEGF overexpression is a frequent finding in
human pancreatic tumor biopsies, reflecting the relevance of hypoxia in the PDAC microenvironment,
impacting tumor growth dynamics and confer immunotherapeutic resistance [54,55]. Hypoxia-induced
production of VEGF, together with other cytokines, including IL-10, IL-6 and G-CSF can hinder the
maturation of DCs, reducing the fully-fledged DC population [56]. Moreover, matrix metalloprotease
type-9 (MMP-9) produced by tumor-associated neutrophils (TANs) and macrophages in the pancreatic
TME can further exacerbate VEGF-mediated immunosuppressive effects [57].

In addition to this, HIF1A together with A Disintegrin and Metalloproteinase Domain 10 (ADAM10)
and soluble MHC class I-related molecule A (sMICA) are upregulated during hypoxia, and all of which
can reduce the expression of natural killer group 2D (NKG2D) receptor on NK cells, allowing tumor
cells to escape from immune surveillance and NK cell-mediated lysis [58,59]. The nitric oxide-cyclic
guanosine monophosphate-protein kinase G axis is another pathway that is markedly inhibited by
hypoxia, and its reactivation was shown to promote sMICA and NKG2D expression and NK cell
cytotoxicity, diminishing hypoxia-mediated immunosuppression of PDAC cells [58]. In a hypoxic
TME, tumor-induced macrophage polarization (from M1 to M2) occurs via increased nitric oxide (NO)
and decreased arginine in hypoxia, as reflected by transcript levels of arginase 1 (ARG1) and nitric
oxide synthase 2 (NOS2) in PDAC models [55,60]. Murine PDAC models showed that the increase in
nitric oxide (NO), arginase and reactive oxygen species (ROS) can be induced by PDAC upregulated
factor (PAUF) from tumor cells to prevent T-cell receptors from accurately recognizing antigens, thus
impairing their function [55,61].

3.7. Focal Adhesion Kinase (FAK)

The presence of numerous immunosuppressive immune cells in a densely fibrotic stroma in
PDAC microenvironment has been well-characterized by various studies [62,63]. Analyses of human
pancreatic tumor tissues have revealed that T cells can infiltrate pancreatic lesions, and similar to other
cancer types, T-cell infiltration in PDAC correlates with a favorable response to immune checkpoint
blockade therapy [64]. Focal adhesion kinases (FAK) are non-receptor tyrosine kinases that regulate
various cell processes, such as adhesion, migration and proliferation. FAK have been implicated in
diseases where fibrosis predominates, and their upregulation has also been observed in a number
of cancers, including PDAC [65]. Up to 80% of PDAC samples overexpressed FAK1 and exhibited
higher levels of activated phosphorylated FAK1 (p-FAK1) than normal pancreatic tissues, together
with lower levels of CD8+ T-cell infiltration. The assessment of overall survival based on these two
markers revealed that high p-FAK1 and CD8+ T-cell infiltration correlated with poorer outcomes.
Noticeably, FAK inhibitor treatment led to a lower level of phosphorylated-STAT3 in murine PDAC
tumor cells [63]. This is relevant, considering that activated STAT3 signaling in PDAC epithelium has
been demonstrated to mediate tumor progression by promoting fibrosis and stromal stiffening [66].
Altogether, these findings provide a solid basis to implicate fibrotic stroma as a key player in promoting
an immunosuppressive TME.
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3.8. MYC Oncogene

The MYC oncogene regulates a wide array of gene products in cell proliferation, apoptosis,
growth and differentiation; its role in pancreatic cancer tumorigenesis and invasiveness is well
established [66–68]. A recent study demonstrated that in vivo acute activation of MYC in
KRASG12D-driven pancreatic intraepithelial neoplasm (PanIN) alone can trigger the immediate release
of instructive signals capable of driving transition to PDAC alongside their characteristic stromal
features [68]. Through a direct MYC-dependent transcription, PD-L1 is expressed autonomously by
PanIN epithelial cells to exclude CD3+ T cells [68].

MYC is reported to promote tumor cell-intrinsic immune evasion by mediating the overexpression
of PD-L1 and CD47 on cancer cells [69]. Both PD-L1 and CD47 are important “don’t find me” and
“don’t eat me” signaling molecules, respectively, which work synergistically in a coordinated fashion
to evade the innate and adaptive immunity [69]. The CD47 anti-phagocytic ligand is highly expressed
in a majority of primary pancreatic cancer stem cells (CSCs) and targeting CD47 on PDAC cells
demonstrated changes in the behavior of immunosuppressive resident tumor-associated macrophages
(TAMs) to inhibit tumor growth instead [70].

Overall, the immunomodulatory effects of MYC oncogene in PDAC mainly happen via increased
expression of PD-L1 and CD47 to evade both innate and adaptive immune responses, thus favoring
tumor growth. The in vitro and in vivo studies on anti-MYC or anti-CD47 treatment have proven its
effectiveness in treating PDAC, albeit not as potent as a monotherapy modality [70], yet warrants
the need for further pre-clinical studies to determine the ideal combination and optimum dosage for
maximal therapeutic efficacy and safety for patients.

4. Immunosuppression via Adaptive Immune Evasion in PDAC

As opposed to the innate nature of the earlier described pathways, the adaptive mechanisms
are generally acquired as responses to selective pressure exerted by the host’s immune response or
from treatment. Cancer immunoediting is a tumor sculpting action of the immune system intended to
specifically target and eliminate highly immunogenic cancer cells; nonetheless, the trade-off in this
process is the exertion of “Darwinian-like” selective pressure on developing cancer, ultimately favoring
the outgrowth of cancer cells with poor antigenicity [71,72]. In fact, the three Es of cancer immunoediting,
namely elimination, equilibrium and escape, aptly reflects the development of pancreatic cancer and
immune landscape of its TME [73]. Likewise, it is plausible that a similar immunoediting process could
lead to secondary resistance among patients treated with immunotherapies in the clinical setting [74,75].

Conversely, numerous studies on PDAC have proposed the concept of immunological ignorance
or immune-privileged status, where T-cell exclusion manifests in the absence of immunoediting,
suggesting that immunoediting may result from the poor antigenicity of PDAC cells, not otherwise [76,
77]. Furthermore, “cold” tumors such as PDAC were observed to undergo immunosuppression as
an early event, where T-cell reactivity fails to fully unfold, likely driven by poor T-cell priming [77].
Another intrinsic determinant of immunogenicity is the role of Janus kinases (JAKs) in the downstream
signal transduction of interferon (IFN) receptors, whereby the loss of JAK function can disrupt IFN
signaling [78,79]. In cell lines bearing JAK1 and JAK2 mutations, diminished IFN-γ signaling leads
to the reduced expression of MHC-I molecules and a lack of recognition by CD8+ T cells. Another
intrinsic ability of the mutant tumor cells that allowed their accelerated growth is the development of
resistance towards IFN-γ-mediated cell growth arrest. Altogether, these data reflect the presence of
multiple inhibitory pathways that cripple T-cell immunogenicity and the mechanistic basis underlying
the failure of immune checkpoint blockades in treating PDAC, justifying the needs to develop sound
therapeutic strategies to enhance the antigenicity and immunogenicity of PDAC.
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5. Therapeutic Targets to Overcome Immune Evasion in PDAC

The immune system is capable of recognizing and eliminating tumor cells; cancer usually develops
as a result of failed immune surveillance. Immunotherapy has been a game-changer in the management
of various solid cancers [80–83]. Immunotherapeutic approaches include immune checkpoint inhibitors,
cancer vaccines, oncolytic viruses, and adoptive cell transfers have been attempted in PDAC. Pancreatic
cancer cell-intrinsic immune evasion machinery can affect the cancer-immunity cycle differently: innate
immune evasion that disrupts any steps in the anti-tumor immunity cycle, whereas adaptive immune
evasion involves immunoediting or defective priming of anti-tumor immune response (Figure 2).
Although pancreatic cancer cells possess the intrinsic ability to weaken anti-tumor immune responses,
a plethora of promising therapeutic strategies have been discovered and developed to counterattack
these mechanisms.
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Figure 2. Cancer-immunity cycle can be affected by both innate and adaptive immune evasion mechanisms.
Innate immune evasion (dark purple star in the center) is intrinsically driven by pancreatic tumor cells, it
can disrupt any steps in the cancer-immunity cycle through various pathways described earlier in Figure 1,
whereas the adaptive counterpart (red arc over steps 1 to 3) primarily evades the immunosurveillance of
the host via immunoediting and impaired priming of T cells. Conventional therapies such as chemotherapy
and radiotherapy (RT), along with newer strategies such as targeted therapy and viral therapy can help in
causing cancer cell antigen release (step 1). Cancer antigen presentation (step 2) can be augmented by
the use of cancer vaccines, CD40 agonist, stimulator of interferon genes (STING) agonist and epigenetic
therapy. Consistent with the effect of epigenetic aberrations on many steps in the cycle, epigenetic
treatment can also be employed to target the priming and activation of the T cells (step 3), T-cell trafficking
(step 4), and cancer cell killing (step 7). Checkpoint blockade agents including anti-CTLA1, anti-PD-1, and
anti-PD-L1 inhibitors can enhance priming/activation and initiate cancer cytolysis, respectively. Targeting
anti-angiogenesis via anti-VEGF treatment can help improve T-cell infiltration (step 5) into the tumor
microenvironment (TME). CAR T-cell administration is a promising strategy to improve cancer cell
recognition by T cells (step 6) in the TME. Numerous strategies besides immune checkpoint blockade
therapy can augment cancer cell killing (step 7) by effectors cells within the TME, such as indoleamine
2,3-dioxygenase (IDO) inhibition, oncolytic virus, tankyrase inhibition to antagonize WNT signaling, and
epigenetic modulating approaches.
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5.1. Immune Checkpoint Inhibitors

PD-1 is expressed by effector T cells, Treg cells, B cells and NK cells and binds to the PD-L1
ligand [84]. PD-1 monoclonal antibodies (mAb) have achieved great clinical success for a variety of solid
tumors, including melanoma, NSCLC, urothelial carcinoma and renal cell cancer [85,86]. Numerous
studies have reported that high PD-L1 expression in PDAC is associated with poor prognosis [87,88].
However, results from a phase I trial of anti-PD-L1 therapy used in pancreatic cancer showed no
evidence of improved clinical response [82].

Moreover, a blockade of CTLA-4, a co-inhibitory receptor expressed on CD4+ and CD8+ T cells,
can enhance anti-tumor immunity [89]. Ipilimumab (anti-CTLA-4) was shown to improve overall
survival in melanoma patients [83]. Unfortunately, phase II studies for anti-CTLA-4 agents such as
ipilimumab [90] and tremelimumab [91] showed no clinical advantage in PDAC patients. Otherwise,
combinatory approaches incorporating immune checkpoint blockade, seem promising and warrant
more investigations. A phase II, randomized trial evaluating durvalumab monotherapy versus
durvalumab plus tremelimumab as a second-line treatment for PDAC showed a disease control rate of
less than 10% in both arms [90].

Evidently, cancers with high mutational load such as melanoma, lung cancer and bladder
cancer often respond better to checkpoint inhibition than those with lower mutational burden, such
as pancreatic carcinoma [92]. Approximately only 1% of PDAC harbors microsatellite inactivation,
providing a plausible explanation for the low response rate to immune checkpoint inhibitor therapy [93].
Before considering tumor mutational burden rate as a predictor of immunotherapeutic response in
PDAC, a well-planned characterization assay to determine mutation in cancers is needed to establish
the clinical applications of this potential biomarker.

Accumulating evidence suggests that immune checkpoint inhibitors have limited potential to
produce considerable clinical advantages in treating PDAC as single agents. Thus, numerous efforts
have been made to develop combinatory strategies [94–96] with several other modalities to regulate
the anti-tumor immune response in PDAC, either by: (1) targeting the immunosuppressive TME, or (2)
improving T-cell priming—where “cold” tumors are turned into “hot” ones [11].

Preclinical studies have elucidated the immunosuppressive roles of TAMs and MDSCs in reducing
the survival of patients with PDAC by mediating tumor progression, metastasis and conferring
resistance towards chemoradiotherapy [64,94]. The inhibition of colony-stimulating factor 1 receptor
(CSF1R), which is ubiquitously expressed by TAMs and MDSCs, have been shown to improve the
efficacy of anti-PD1 or anti-CTLA4-based immunotherapy in pancreatic cancers by depleting TAMs and
reprogramming the activity of the remaining macrophages [94]. A two-part Phase I trial (NCT02777710)
involving the combination of PLX-3397 (anti-CSF1R) with durvalumab (anti-PD-L1 Ab) has shown
promising clinical benefits during its dose-finding escalation part in patients with advanced pancreatic
and colorectal cancers, and more results are yet to be released from its second enrolment in the
expansion cohorts, which was just completed in January 2019 [97]. Meanwhile, another phase I clinical
trial is currently evaluating the combination of IMC-CS4 (CSF1R mAb) with pancreatic cancer vaccine
(GVAX) and pembrolizumab (anti-PD-1 mAb) in patients with borderline resectable pancreatic cancer
(NCT03153410).

Mitogen-activated protein kinase (MAPK) kinase (MEK) inhibition in combination with PD-L1
blockade is a promising strategy to enhance anti-tumor immune responses [98–100]. Although MEK
inhibition was shown to block naïve CD8+ T-cell priming, it protected the tumor-infiltrating CD8+ T cell
from cell death driven by chronic TCR stimulation with sparing of cytotoxic activity, thus resulting in a
synergistic and durable tumor regression, given that either agent alone was only modestly effective [98].
Let us not forget that MEK inhibition has promising anticancer effects [101,102]. NCT03193190 is
an ongoing phase Ib/II clinical trial evaluating the combination of cobimetinib (MEK inhibitor) with
atezolizumab (anti-PD-L1) for patients with metastatic PDAC. Another clinical trial (NCT03637491)
investigating avelumab (anti-PD-L1) and binimetinib (MEK inhibitor) in combination for patients with
PDAC is also underway.
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Although not yet fully understood, autophagy has been recognized as a contributing factor of
pancreatic tumorigenesis and autophagy inhibition was shown to cause tumor regression through
various tumor-intrinsic and -extrinsic mechanisms [103,104]. More recently, autophagy inhibition with
chloroquine has been shown to synergize with dual immune checkpoint blockade therapy (anti-PD1 and
anti-CTLA4) in PDAC, through the restoration of surface MHC-I levels, improved antigen presentation
and enhanced CD8+ T-cell responses [105]. In melanoma and colorectal carcinoma, the inhibition of
autophagy-related protein and vacuolar protein sorting 34 (Vps34) kinase activity have been shown
to turn “cold” tumors into “hot” tumors, rendering the tumor cells more susceptible to immune
checkpoint inhibition [106]. Thus far, clinical trials involving the use of autophagy and immune
checkpoint inhibitors are pending to facilitate the development of this combination in treating PDAC.

Studies investigating the combination of radiotherapy and immunotherapy have demonstrated a
synergistic effect, favoring the anti-tumor immune response including PDAC [98,107]. Specifically,
Azad et al. [107] have reported that RT and chemotherapy upregulate PD-L1 in a JAK/STAT-dependent
manner, plus the addition of anti-PD-L1 to high RT dose with chemoradiotherapy improved tumor
response and decreased the formation of liver metastases in PDAC. Moreover, the intratumoral milieu
is shifted away from the infiltration of immunosuppressive MDSCs and Tregs towards the infiltration
of activated CD8+ T cells. Building on the same concept, a phase I/II study is currently investigating
the efficacy of immune checkpoint inhibitors (tremelimumab and/or MEDI4736) with RT for patients
with metastatic pancreatic cancer who previously received systemic chemotherapy (NCT02311361).
Another randomized phase II study (NCT02866383) is currently ongoing to determine the efficacy and
safety profile of nivolumab or nivolumab plus ipilimumab administered to high dose RT for patients
with metastatic PDAC.

5.2. Cancer Vaccines

Cancer vaccines are designed to stimulate the host immune system to recognize and destroy
tumor cells using specific effector and memory T cells. GVAX is a whole-cell vaccine developed from
genetically engineered pancreatic tumor cells that secrete GM-CSF. GVAX has been tested in combination
with different substances, including with a Listeria vaccine expressing mesothelin but results were
disappointing [108]. Another whole cell vaccine, algenpantucel-L, which consists of irradiated
cancer cells expressing alpha-1,3-galactosyltransferase, was combined with radiochemotherapy and
administered as adjuvant therapy in a phase II study. The study reported promising results, with a
median disease-free survival of 17.3 months in 60 PDAC patients [109]. However, the development of
this compound was halted when it failed to meet its primary endpoint in a confirmatory phase III trial
(IMPRESS) [110]. On a side note, non-whole cell vaccines such as GV1001 [111] or PANVAC-V [112]
also do not provide a statistically significant clinical advantage over standard therapies in pancreatic
cancer. Following the failure of cancer vaccines, current ongoing trials are exploring the strategy of
combining vaccines with immune checkpoint inhibitors [5].

5.3. Adoptive Cell Therapy

Adoptive cell therapy manipulates the anti-tumor properties of lymphocytes to eradicate
primary and metastatic tumor cells, making it a potentially powerful immunotherapy modality [113].
The chimeric antigen receptor (CAR) T cells are produced from autologous T cells isolated from patients’
peripheral blood; these cells then undergo ex-vivo transduction to express a CAR specific for a tumor
antigen of choice, followed by expansion, before being re-infused to the patient as a therapy [114,115].
A great number of clinical trials utilizing CAR-T cells on pancreatic cancer patients has been undertaken
to evaluate its safety and efficacy. The majority of these trials are in early stages of recruitment, albeit
some have been completed with initial reports available [115]. Preliminary results from a phase I study
evaluating the use of anti-mesothelin-specific CAR-T cells show promising findings [116]. A different
modality, Claudin 18.2 (CLDN18.2), is a gastric-specific membrane protein targeted to treat gastric
cancer and other cancer types. Anti-CLDN18.2 CAR investigation on gastric and pancreatic cancers
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under the trial reported some objective responses with no overt toxicities [117,118]. Nevertheless, the
unique challenges presented by the TME and immune landscape of pancreatic cancer may be the
reason behind the lack of significant responses in recent trials, which warrant further optimization of
treatment strategies involving adoptive cell therapy.

5.4. Oncolytic Virus

As the name suggests, oncolytic virus therapy involves the use of native or engineered
viruses that selectively replicate in cancer cells that ultimately destroy them [119]. Theoretically,
viral-inoculation-induced immunomodulation can transform an immunologically “cold” tumor into
a “hot” tumor, as in the case of pancreatic cancer [120]. Moreover, oncolytic virus infection can
increase the expression of PD-L1 receptors on tumor cells [121]. In a recently published phase Ib
trial incorporating intravenous reolysin and pembrolizumab for patients with metastatic pancreatic
adenocarcinoma, treatment was well-tolerated with durable efficacies [122]. A follow-up phase II
study using pelareorep and pembrolizumab on patients with advanced pancreatic cancer is underway
(NCT03723915). Similarly, preliminary results from an ongoing trial combining oncolytic virus,
canerpaturev (C-REV) with standard chemotherapy, and gemcitabine with nab-paclitaxel demonstrated
a favorable safety profile and encouraging anti-tumor activity in Japanese patients with unresectable
pancreatic cancer [123].

Ideally, an oncolytic virus can lead to optimal tumor eradication if there is widespread and diffuse
viral distribution after inoculation [124]. Intra-tumoral administration of oncolytic virus in pancreatic
cancer is challenging. The extracellular matrix of pancreatic cancer, with its dense fibrotic stroma and
high interstitial fluid pressure, acts as an effective barrier to viral dissemination, limiting viral spread
at the vicinity of the injection site [125]. The intravenous administration of oncolytic virus has its
fair share of difficulties, amongst them are neutralizing antibodies, complement cascade, liver/spleen
sequestration, and sub-optimal extravasation from tumor-associated blood vessels [126]. Strategies
employed to solve these problems include serotype switching, host immunosuppression, PEGylation
or viral shielding with polymer coating, and the use of carrier molecules that deliver virus directly to
the tumor [127–129].

5.5. CD40

CD40 is a cell surface molecule that belongs to the tumor necrosis factor (TNF) receptor family.
It is diversely expressed by immune cells, epithelial cells, and a wide range of tumor cells [130]. CD40
is well-known for its remarkable role in immune regulation and homeostasis [131]. Early experimental
studies using CD40 agonist (CP-870,893) plus gemcitabine demonstrated encouraging results in treating
advanced PDAC [132]. This combination was shown to cause pancreatic tumor regression by enhancing
the accumulation of tumor-suppressive macrophages. Currently, there are six ongoing clinical testing
on different CD40 agonist monoclonal antibodies. Evidence suggests that it is unlikely for CD40
monoclonal antibodies to exhibit substantial single-agent anti-tumor activity in PDAC patients; further
studies are thus required to develop effective combinations of CD40 agonist therapy with chemotherapy,
RT or other forms of immunotherapy [133].

5.6. Indoximod

Indoleamine-2,3-dioxygenase (IDO) is an intracellular enzyme that leads to the immune escape
of tumor cells through the depletion of tryptophan [134]. Indoximod, an IDO pathway inhibitor,
has been demonstrated to interfere with multiple targets within the IDO pathway [135]. Evidence
of synergy between IDO pathway inhibition with indoximod and chemotherapy has been shown
in preclinical models [136]. A phase 1 trial combining docetaxel and indoximod has also reported
evidence of clinical activity against metastatic solid tumors with a good safety profile [137]. Other trials
evaluating the combination of indoximod with standard of care chemotherapy regimens, including a
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trial evaluating gemcitabine and nab-paclitaxel chemotherapy for patients with metastatic pancreatic
cancer, consistently proved to be safe and efficacious [135,138].

5.7. Epigenetic Therapy

Histone deacetylases (HDAC) are enzymes that act in tandem with their counterpart histone
acetyltransferases (HAT) to regulate the acetylation status of histones and other intracellular
substrates [139]. Histone acetylation represents the open chromatin configuration and active state;
deacetylation by HDACs leads to a condensed and repressed chromatin state. Thus, HDAC inhibitors
produce an increase of histone acetylation and help maintain an open and transcriptionally active
DNA [139,140]. To date, 18 HDAC enzymes have been identified, in which the classes of HDAC with
respect to their cellular localization and functionalities are summarized in Table 1.

Table 1. Summary of Histone deacetylases (HDAC) classes, distribution and general functions.

Class Members Cell Location Functionality/Roles References

Class I HDACs 1, 2, 3, 8 Nucleus
Deacetylation of tumor
suppressors, steroid receptors,
transcription factors

[141]

Class IIA HDACs 4, 5, 7, 9 Nucleus/cytoplasm
Regulate tissue-specific
development and differentiation
processes

[141,142]

Class IIB HDACs 6, 10 Cytoplasm
Regulate signal transduction and
motility (via cortactin, HSP90, and
tubulin deacetylation)

[141]

Class III (Sirtuins) SIRT 1–7 Nucleus/cytoplasm/mitochondria Regulate oxidative stress, DNA
repair, metabolism, aging [141]

Class IV HDAC 11 Cytoplasm
Oligodendrocyte development,
regulate IL-10 by antigen
presenting cells

[141,143,144]

Most tumors possess extensive DNA methylation patterns and increased HDAC expression,
causing the epigenetic silencing of tumor-suppressors and immune-stimulatory genes, favoring
immune evasion and tumor overgrowth [145]. It is increasingly apparent that epigenetic modulating
drugs, such as DNA methyltransferase (DNMT) inhibitors and HDAC inhibitors, can enhance tumor
immunogenicity and boosting anti-tumor immunity. Numerous studies have demonstrated synergy
between immunotherapies and epigenetic therapy in cancer treatment [146]. DNA demethylating
drug 5-aza-2′-deoxycytidine (DAC) testing in an aggressive stroma-rich PDAC mouse model reported
the transient inhibition of tumor growth and the retardation of disease progression. The combination
of DAC and IFN-γ resulted in an additive anti-proliferative effect on PDAC cells, implying a basis for
future studies by combining hypomethylating agents with cytokines and immunotherapy [147].

Additionally, HDAC inhibitors have recently been shown to alter the TME immunogenicity of
multiple different tumors in several ways, including the upregulating expression of tumor-associated
antigens, increasing tumor cell MHC-II expression, inducing NK cell receptor and ligand expression,
and decreasing immunosuppressive Tregs and MDSCs [148,149]. Other investigation on the role of
HDAC inhibition in immunocompetent murine PDAC model demonstrated that entinostat induces a
shift of MDSCs from a myeloid-MDSC-dominant population to a less immunosuppressive G-MDSCs
subtype. Moreover, a combinatory regimen of entinostat with immune checkpoint inhibitors (anti-PD1
agent or anti-CTLA-4 antagonist antibody) for PDAC demonstrated a significant improvement in
survival compared to the monotherapy of either agents [150].

Of note, the efficacy of epigenetic therapy to modulate the anti-tumor immune response depends
on several factors. Firstly, an intact host immune system seems to be the pre-requisite to allow
successful epigenetic treatment on cancers [151]. As depicted in the cancer-immunity cycle, generation
of an effective anti-tumor immune response requires antigen uptake, processing and presentation to T
cells via APCs, followed by the activation of naïve T cells and the trafficking of activated T cells into
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the tumor for cytolysis [17]. Although HDAC inhibitors can potentially influence each of these steps,
the eventual effect of HDAC inhibition on the anti-tumor immunity may vary greatly, depending on
the potency and specificity of the HDAC inhibitors used. Furthermore, DNMT inhibitors and HDAC
inhibitors are not only effective as single agents, but also reported with much enhanced efficacy when
they are used in combination with each other [152]. In fact, current evidence suggests that the most
promising potential lies in such incorporation of such epigenetic combination therapies, along with
other drugs, such as immunotherapy [153,154].

5.8. STING Agonists

Activation of the STING pathway can result in the upregulation of type I IFN production. Type
I IFNs are not only required for the generation of anti-tumor CD8+ T cells but, more importantly,
the type 1 interferon transcriptional signature has been linked to “hot”, T-cell-inflamed tumors [155].
In fact, survival advantage was reported in a recent pre-clinical model that employed transgenic mouse
model of pancreatic cancer as a treatment target for the STING agonist [156]. The increased production
of key inflammatory cytokines and chemokines needed for T-cell migration and the upregulation
of maturation markers on DCs, together with an increase in the quantity and functional capacity of
the tumor-infiltrating CTLs, was notably present in the tumors, showing that the activation of innate
immunity through STING activation can potentially reverse the immunosuppressive PDAC TME [156].
Although radiation only is ineffective at generating systemic antigen-specific immune responses, its
combination with novel STING agonists leads to synergistic control of local and distant tumors [157].
This biphasic tumor response is characterized by an initial response that consists of T cell-independent
TNFα-driven hemorrhagic necrosis of tumor, followed by a CD8+ T-cell-dependent control of residual
disease. Immunohistological observation also revealed that STING was abundantly expressed in
human pancreatic tumor and stromal cells, but poorly expressed by normal adjacent cells [157].

To optimize the anti-tumor immune response, biopolymer devices that allow for the co-delivery of
CAR-T cells with STING agonists, which are implantable on solid tumor surfaces, were designed [158].
Once implanted, the co-delivery system of the STING agonists with CAR-T cells can synergistically
activate host APCs, besides priming tumor-specific T-cell activation. Following that, the implants were
shown to limit the tumor immune escape of inoperable PDAC, apart from eliciting a global anti-tumor
immunity, enabling tumor clearance with a modest increase in survival [158]. Taken together, these
works demonstrate how innovative approaches can help to optimize effective tumor clearance and
systemic anti-tumor immune response. To date, there is one ongoing clinical trial (NCT03010176)
that investigates the safety and efficacy profile of STING agonist MK-1454 as monotherapy or in
combination with pembrolizumab in several solid tumors and lymphoma. Thus, STING activation is
emerging as a potential treatment option in treating PDAC. Nevertheless, the real challenge lies in
translating these concepts into a feasible treatment.

6. Conclusions

PDAC is a complex disease. Extensive studies have been done and incremental steps have been
achieved in understanding this disease entity; however, we have yet to find significant success in
treating it. Immunosuppression in PDAC can be driven intrinsically by the tumor cells, as well as
through external factors, such as the hosts’ existing immunity and microbiome. Tremendous efforts
have been made to develop more effective therapeutic strategies for PDAC; however, it still remains one
of the deadliest malignancies with a constantly rising incidence. Although immunotherapy is yet to
bring significant successes in treating PDAC, it is still a promising avenue worth exploring. Targeting
immune evasion is another emerging strategy targeted to exploit the positive immunomodulatory
effects to treat PDAC. We believe that, in time to come, by targeting the signatory PDAC-immune
profiles, the greatest determinants of the diagnosis as well as treatment outcome will emerge.
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