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Abstract

Hepatocellular carcinoma (HCC) is the most common type of primary liver malignancy and the fourth leading
cause of cancer-related deaths globally. HCC is often diagnosed in late stage, difficult to treat, and has poor
prognosis with a median survival of 6-20 months. Innate and adaptive immunity play a pivotal role in determining
tumor control versus progression. Genomic instability and abnormal signaling in the setting of chronic liver
inflammation lead to tumorigenesis. Tumor progression occurs due to a sustained inflammatory response that
promotes fibrogenesis and angiogenesis. This review discusses the key innate and adaptive cellular players that
mediate the anti-tumor response. This review explores the complex interactions that occur within the tumor
microenvironment and their clinical implications. HCC is a fastidious malignancy that is able to evade and
downregulate the host immune response. Mechanisms of how this occurs are discussed, along with how they
may be exploited in the development of novel therapeutics. From our research, it appears that striking a balance
between immunotolerance and a robust immune response may yield the best prognosis. This review assesses
major and recent developments in HCC immunotherapy, including adoptive cell therapy, cancer vaccines, and
targeted therapy such as checkpoint inhibitors. Overall, the importance of the immune response in determining
outcomes for HCC cannot be understated. Improved animal models and better characterization of the tumor
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microenvironment are needed. We determine that a better understanding of the HCC immune profile would
facilitate advancements in diagnosis, monitoring, and ultimately treatment.

Keywords: Hepatocellular carcinoma, immunology, tumor microenvironment, immune evasion, immunotherapy

INTRODUCTION

Hepatocellular carcinoma (HCC) is a primary malignancy of the liver that often develops in the setting
of chronic liver disease. Worldwide, HCC is the second leading cause of lost life-years and fourth leading
cause of cancer-related deaths"’. Major risk factors for HCC include chronic hepatitis B and C viral
infection and alcohol use, although patients with liver cirrhosis of any etiology are at risk. Other risk factors
include exposure to environmental toxins such as aflatoxin, metabolic disease such as diabetes mellitus, and
genetic predisposition such as alpha-1 antitrypsin deficiency. The global disease burden of liver cancers, the
majority of which are caused by HCC, is substantial and increasing, with an estimated 42,810 new cases and
30,160 deaths expected to occur in the year 2020™". The mainstay of treatment involves surgical resection
or liver transplantation. However, the prognosis for HCC remains poor because a significant proportion of
patients are diagnosed at advanced stage and/or are unsuitable surgical candidates.

The pathophysiological mechanisms of HCC are incompletely understood. However, HCC is believed to
arise from aberrant molecular signaling, genomic instability, and chronic inflammation. The role of the
immune system in HCC is a trending topic of research, primarily due to the investigation of potential
immunotherapies. The liver itself is an immunological organ. Housing the body’s largest population of
phagocytes such as macrophages, the liver acts as a filter that detects and removes exogenous molecules'”.
Portal drainage from the gut continuously supplies an abundance of food antigens and microbe-
associated molecular patterns (MAMPs) to the liver via the portal vein'®. In response, the liver must
exert the dual functions of immune activation against harmful antigens and immunotolerance for inert
compounds. Balanced immunoregulation is key in response to HCC, as it can mean the difference
between tumor progression and control [Figure 1]”. A better understanding of the immune landscape of
HCC would be valuable in improving future clinical outcomes. The purpose of this review is to discuss
the immune response to hepatocellular carcinoma, to highlight the importance of the tumor immune
microenvironment, and to identify tumor mechanisms of immune evasion and suppression. Previous
and current investigations on HCC immunotherapy including checkpoint inhibitors are examined.
Furthermore, this review identifies gaps in current knowledge and directions for future research on HCC.

IMMUNE RESPONSE TO HCC

Innate immune response

The innate immune response is the body’s first line of defense against invading pathogens. In the context of
cancer, effector cells of innate immunity include macrophages, natural killer (NK) cells, and dendritic cells
(DCs)™. Innate immunity is important in initial tumor detection and control, as well as presenting antigens
to cells involved in adaptive immunity'”. This section describes the roles of innate effector cells and their
dynamic relationship with tumor cells. In addition, we discuss the importance of deranged physiologic
function and mechanisms by which HCC subverts innate immunity. For more detailed information,
Roderburg et al™ expertly summarized the relationship between innate immunity in HCC in a recent
review. Please refer to Table 1 for a comparison between innate and adaptive immune response to HCC.

Macrophages
Kupfter cells (KCs) are macrophages that reside in sinusoids of the liver. The major function of KCs is to
detect and phagocytose bloodborne pathogens that have been marked as foreign through complement-
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Figure 1. Balance in the immune response to HCC. *NK cells are known to have both pro-tumor and anti-tumor features. HCC:
hepatocellular carcinoma; Treg: regulatory T lymphocytes; Breg: regulatory B lymphocytes; MDSC: myeloid-derived stellate cells; NK
cells: natural killer cells.

Table 1. Innate and adaptive immune response to HCC

Innate Immune Response Adaptive Immune Response
Role First line of defense More pathogen-specific response
Relative speed of Quicker, almost immediate Slower, usually days
onset
Specificity Limited specificity Highly specific
Memory Absent Present
Cellular component Macrophages T cells
and major function KCs - phagocytose pathogens CD4/Th1 - promote inflammation
TAMs - promote (M2) or control (M1) CD4/Th2 - promote tumor growth
tumor progression CD4/Th17/Th22 - angiogenesis
NK cells - direct tumor cytotoxicity CD8/Tc - direct tumor cytotoxicity
DCs - antigen presentation, phagocytosis Treg - immune suppression
pDCs - immune tolerance B cells - antibody production
c¢DCs - immune suppression Breg - immune suppression

CD5 - promote tumor growth
CD20 - direct tumor cytotoxicity

KC: Kupffer cells; TAM: tumor associated macrophage; NK:Natural killer; DC: Dendritic cell (pDC: plasmacytoid; cDC: conventional DC)

mediated opsonization. While other cell types use complement receptors such as CR1 to tether opsonized
pathogens, they may be inadequate under shear forces of blood flow""’. In contrast, KCs can tightly capture
pathogens despite shear forces through specialized receptors called VSIG4 (V-set immunoglobulin-
domain-containing 4), which belong in the complement receptor of the immunoglobulin superfamily
(CRIg)"". CRIg is also expressed by macrophages in the peritoneum and spleen””. It has been shown
that higher CRIg expression is associated with reduced disease severity among cirrhotic patients, due to
enhanced phagocytic activity"™. As cirrhosis is a major risk factor for the development of HCC, increased
CRIg expression by KCs may potentially have a similar positive effect on the clinical course of HCC as well.

However, not all macrophages within the liver are equal. Macrophages that live within or surrounding the
tumor microenvironment are called tumor-associated macrophages (TAMs). TAMs can be classified into
two subsets: the anti-tumorigenic M1 phenotype and the pro-tumorigenic M2 phenotype[“]. TAMs have
been shown to promote tumor progression through the production of growth factors and inflammatory



Page 4 of 24 Wang ef al. Hepafoma Res 2021;7:6 | http://dx.doi.org/10.20517/2394-5079.2020.113

cytokines/chemokines”. In HCC and other tumors, TAMs predominantly differentiate towards the M2
subset in a process called macrophage polarization, facilitated in part by colony stimulating factor 1 (CSF-1)
and C-C motif ligand 2 (CCL2)"™". M2 macrophages produce cytokines that promote HCC tumor growth
(IL-5 and TGEF-B), invasion (IL-6), and metastasis (SDF—l)[“]. In contrast, M1 macrophages secrete a
different set of cytokines that aid in tumor control, including IL-12"', Several studies have shown that a
greater proportion of M2 TAMs in the immune response results in worse clinical outcomes, not only in
HCC but also in other cancers such as breast and lymphoma[m]. Further investigation into TAM subtypes
and their crosstalk is under way, in an effort to discover potential targets for HCC immunotherapy.
Mechanisms being explored include depletion of M2 TAMs, inhibition of TAM recruitment, and shifting

macrophage polarization to a more favorable/antitumor profile"™*.

Natural killer (NK) cells

Similar to macrophages, NK cells are found in the greatest concentration within the liver. NK cells are
unique in that they target cells with absence of self. In an effort to evade the immune response, tumor
cells downregulate antigen-presenting molecules such as MHC-I; this absence of self is recognized by
NK cells that then eliminate the suspect cell”. NK cells exert their cytotoxic effect through secretion
of granules containing perforin, granzymes (proteases), and IFN-y that result in cell lysis. NK cells can
protect against insults that lead to HCC through various mechanisms, such as clearance of hepatitis virus-
infected cells and exerting antifibrotic properties in alcoholic liver disease"”. Recent research on tissue-
resident NK cells (trNK) has provided new knowledge on this cell population. Unlike their counterparts
that circulate in peripheral blood (cNK), trNK differ in the profile of MHC-recognizing receptors and
cytokines produced". Hepatic trNKs maintain hepatic homeostasis by reacting to liver insults such as
acute viral infection and hepatoma, the latter of which elicits a clonal-like expansion of trNKs that enable
a memory-like, more robust immune response’”. Indeed, a greater proportion of NK cells in the tumor
microenvironment is correlated with improved survival among HCC patients'”. Conversely, reduced
NK cell frequency and activity are associated with HCC progression™. Impaired NK cell function is
found in cirrhosis and HCC. The exact mechanism is not well understood but several hypotheses have
been proposed, including phagocytosis of NK cells by hepatic stellate cells and downregulation of NK
receptors'™”. Furthermore, alterations in the cytokine profile within the tumor microenvironment may

[21]

explain failure of NK cells to control HCC development

Myeloid-derived suppressor cells (MDSCs), a subset of inflammatory monocytes, are also thought to play
a role in suppressing the HCC immune response. MDSCs in HCC have been shown to directly suppress
the cytotoxic function of NK cells in a contact-dependent manner involving ARG1 and iNOS"*. MDSCs
are known to promote tumor angiogenesis and are upregulated in HCC, partly due to the hypoxic tumor
microenvironment ., Immunotherapies that enhance NK function in the killing of HCC tumor cells are
being dfvleloped, including stimulation of NK cell growth through cytokine infusions and adoptive NK cell
transfer .

Dendritic cells

DCs bridge innate and adaptive immunity through a spectrum of functions. Not only can DCs phagocytose
tumor cells, but they also act as professional antigen-presenting cells (APCs) that elicit a robust T cell
responselg]. DC subsets have an important role in balancing immune activation and tolerance in the liver.
A cytotoxic subset of DCs (NK1.1" DCs) stimulate an inflammatory Th1-predominant response that helps
with tumor control®. Conversely, other DC populations in the liver have immunosuppressive properties. It
has been shown that activated DCs exist in fewer numbers among HCC patients; even fewer DCs are found
in the tumor nodule itself due to blunted recruitment””. Furthermore, DCs that are present in the liver

elicit a weaker T cell response compared to those in other tissues".
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The majority of hepatic DCs can be categorized into two classes: plasmacytoid DCs (pDCs) and
conventional/myeloid DCs (cDCs)[sl. The ¢DC subset dampens T cell activation through secretion of IL-10
and IDO, while pDCs induce immune tolerance through expression of PD-L1 %I A subset of cDCs (LAMP3"
DCs) identified in HCC and other cancers such as lung is found in much greater numbers in lymph nodes
than in the tumor™. Analysis of HCC patients has shown that reduced LAMP3" expression led to worse
survival, adding evidence to the anti-tumor function of certain DC subsets”””. While LAMP3" DCs can
facilitate T cell migration to the tumor site, they have also been associated with increased Treg population
and T cell dysfunction**”. Taken together, DCs appear to have numerous immunoregulatory properties
in HCC. Further investigation into the mechanisms and different subsets of DCs would allow better
understanding of how this specialized cell population aftfects HCC prognosis.

Adaptive immune response

Whereas the innate immune response is almost immediate, the adaptive immune response takes at least
a few days to mount™. The tradeoff is that the adaptive immune system can exert a highly specific and
amplifiable response against antigens. The hallmark of adaptive immunity is immunological memory,
whereby future exposure to the same or similar antigens will trigger a quicker response. This section
discusses the role of T and B lymphocytes in the adaptive immune response against HCC. Interestingly,

adaptive immune cells appear to have both pro- and anti-tumor features”’

T cells

The adaptive immune system recognizes tumor cells through tumor-associated antigens (TAAs). HCC has
multiple TAAs, with alpha-fetoprotein (AFP) being one of the most common, specific, and immunogenic™”
TAAs are recognized, processed, and presented by innate immune cells to T and B lymphocytes, which

then exert effector functions.

T lymphocytes can broadly be placed into three categories: CD4+ T cells (Th “helper” subtypes), CD8+ T
cells (Tc “cytotoxic” and Treg “regulatory” subtypes), and y5-T cells””. Shuai et al.”™” summarized well in
table format the various roles of T cell subsets in combating HCC. In general, it is accepted that CD8+ T
cells play the most essential role in tumor control®*". CDs+ T cells are capable of exerting direct tumor-
killing effect through the secretion of perforins and granzymes™. CDs+ T cells also release IL-33, a pro-
inflammatory cytokine that activates anti-tumor effector cells including CD4+ T, CDs8+ T, and NK cells™™*,
These mechanisms are of clinical significance as multiple studies have illustrated that greater intratumoral
CDs+ T cell density is associated with lower rate of HCC recurrence™*". A recent metanalysis by Xu et al.””
involving more than 3,500 patients showed that high levels of CD8+ tumor-infiltrating lymphocytes were
correlated with both improved overall and disease-free survival in HCC. Although these researchers
suggested that greater CD8+ T cell density is a positive prognostic factor, other studies have found
the reverse. Tissue analysis has shown that higher density of CD8+ T cells was associated with higher
recurrence and lower five-year survival™. Mice models have shown that depletion of CDs+ T cells actually
delayed HCC tumor development in the setting of chronic liver disease™. Thus, the role of CDs+ T cells in
modulating HCC remains elusive.

CD4+ T helper cells are similar in this regard. Different Th subtypes appear to exert opposing effects.
Current research suggests that a Th1-dominant response leads to more favorable outcomes in HCC than
a Th2-dominant response”” . Th1 cells secrete pro-inflammatory cytokines, including IL-2 and IFN-y,
that have potent anti-tumor effects™”. A Th2-shifted immune response, on the contrary, is associated with
venous metastasis in HCC"”\. Interestingly, a study of patients with chronic hepatitis C virus (HCV) showed
that Th2 dominance may induce hepatocarcinogenesis in the first placem]. Other helper T cell subtypes
worth mentioning include Th17 and Th22, both of which have been shown to have pro-tumor effects™**".
Th22 cells secrete IL-22, which, with the assistance of Th17 cells, led to angiogenesis to the tumor site'*".
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Arguably the most important T cell subtype in determining clinical outcomes in HCC is the regulatory T
cell (Treg). Tregs are important in preventing an exaggerated immune response, however excess numbers
lead to an immunosuppressive state. Treg is known to suppress anti-tumor CD4+ and CD8+ T cell function,
along with NK-mediated tumor destruction*. Although intratumoral lymphocyte penetration is generally
poor in HCC, studies show that Treg populations are paradoxically upregulated”****”. This is in part due
to Treg-attracting CCL22 and CCL1 chemokines'”. Increased intratumoral Treg density is associated with
greater HCC invasion and tumor recurrence™. A study of patients who underwent HCC resection showed
that higher preoperative Treg levels was associated with significantly higher recurrence rate at one-year
follow-up'”’. Together, these findings suggest that increased Treg density portends a poorer prognosis in
HCC.

The myriad T cell subsets and functions present multiple potential targets for immunotherapy. Adoptive
cell therapy involving T lymphocytes, genetically-engineered TAA-specific T cell receptors (TCR), and
molecules that engage TAA with TCR (bispecific T cell engagers/BiTEs) are only some examples”™. In
addition, many checkpoint inhibitors involved in the T cell response are under investigation. These are
discussed further in the section titled “HCC Immunotherapy” to follow.

B cells

B lymphocytes have several essential functions in adaptive immunity. Similar to dendritic cells and
macrophages, B cells are professional APCs that can alert T cells to novel pathogens. B cells are most
notable for the production and secretion of antibodies (i.e., humoral immunity). Antibodies have anti-
tumor properties through a number of mechanisms: mediating tumor cell phagocytosis, activating
complement, and facilitating antibody-dependent cellular cytotoxicity (ADCC)"", Although B cells
comprise a significant portion of the tumor microenvironment, their role in modulating HCC has not been
clearly elucidated™. Fewer studies have examined B lymphocytes as compared to T cells.

Existing research suggests that B lymphocytes have both anti- and pro-tumor effects™. Analysis of HCC
tissue databases showed that overexpression of immunoglobulins including IgM by B cells correlated with
improved survival®. Mature CD20+ B cells in the HCC tumor margin are known to exert direct anti-
tumor effects by releasing granzymes and inducing tumor cell death through TRAIL®". Depletion of B cells
in mice models led to decreased tumor control". Clinically, it has been shown that increased density of
tumor-infiltrating T and B lymphocytes is associated with improved survival among HCC patients”". These
and other studies have illustrated the favorable effect of B cells in fighting not only HCC, but other cancers
such as lung and breast”*"

Many B cell subsets exist with distinctly different functions. Regulatory B cells (Breg) in particular are
known to suppress the immune response through the production of IL-10 and TGF-p cytokines'””
Furthermore, mice models have shown the propensity of Breg to migrate from peripheral circulation
into HCC tumor tissue, further amplifying the pro-tumor profile®™. Tumor-infiltrating B cells have been
shown to promote tumor angiogenesis/growth through lymphotoxin production®. Notably, B cells that
express high levels of CD5+ have been associated with poorer clinical outcomes in HCC'***"". In a tumor
microenvironment rich in pro-inflammatory cytokines such as IL-6, CD5+ B cells promote cancer growth
through STAT3'”. Under physiologic conditions, STAT3 is a key element of wound healing. However,
the excess STAT3 activation found in HCC creates favorable conditions for tumor growth, for instance
augmented vascularization and production of extracellular matrix'®”. Certain B cell subsets are also known
to induce polarization of macrophages to the M2 phenotype which, as discussed above, is associated with
HCC invasion/metastasis and worse survival™*".

Few studies have examined the possibility of B lymphocyte-based immunotherapy. A recent review by
Wennhold et al."” suggests that CD40L/CD40 signaling may be exploited to develop B cell-based therapy.
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Specifically, B cells would be isolated from the patient, activated and expanded with CD40L solution,
incubated with HCC tumor antigen, and then infused back into the patient with the goal of eliciting
a powerful anti-tumor immune response. Other proposed methods include B cell depletion therapy
(specifically of Breg subset), stimulation of plasma B cells to increase antibody production, etc.”*”. In
summary, B lymphocytes appear to be an under-studied immune cell type with good therapeutic potential.

TUMOR IMMUNE MICROENVIRONMENT

Tumorigenesis

Hepatocellular carcinoma develops in the setting of chronic liver disease in at least 80% of cases'®”
Although normal hepatocytes have the remarkable ability to self-repair and self-regenerate, repeated
insults over time can cause irreparable damage"”. Cycles of injury and compensatory regeneration lead
to dysregulated hepatocyte growth, fibrosis, and formation of dysplastic nodules'*”. This creates an
inflammatory microenvironment favorable for carcinogenesis. The process of tumorigenesis can be divided

into three phases: initiation, progression, and metastasis'®”.

As in other cancers, genomic instability and epigenetic changes are attributed to the initiation of
hepatocellular carcinoma. Copy number alterations (deletion or amplification of large genomic sections)
and driver mutations in tumor suppressor genes such as TP53 are examples of DNA-level changes that
occur in HCC"™. Additionally, epigenetic changes including transcription regulation and production of
microRNAs can promote HCC growth and invasion”™”". Aberrant signaling that results from genomic
changes also contributes to tumor initiation. For example, the STAT3 cascade is thought to be central in
HCC development due to the anti-apoptotic effects and angiogenesis that it affords tumor cells””. Indeed,
it has been shown that constitutively active STAT3 alone can drive development of HCC even in non-
cirrhotic livers, a further testament to the importance of this signaling cascade”.

Tumor progression is driven by the inflammatory and hypoxic environment of cirrhosis. A study that
highlights the importance of cirrhosis in tumorigenesis was carried out by He et al.”", who discovered
that transplantation of HCC progenitor cells only led to cancer formation when injected into cirrhotic
livers. Key in promoting cirrhosis are the reactive oxygen species (ROS) produced by injured hepatocytes.
ROS can mediate DNA damage and inhibit adaptive immunosurveillance””. ROS also promote fibrosis
by activating hepatic stellate cells (HSC) and myofibroblasts, which produce excess collagen and
extracellular matrix (ECM), respectively”™. The effect of fibrosis is localized acute hypoxia within the
liver parenchyma that, in turn, triggers the production of vascular endothelial growth factor (VEGF)
and other pro-angiogenic molecules”®. Most cells found in the liver also produce cytokines, including
platelet-derived growth factor (PDGF) and TGE-B, which amplify fibrogenesis”””". Fibrosis drives tumor
progression and metastasis. A fibrotic environment promotes epithelial proliferation, differentiation, and
epithelial-mesenchymal transition (EMT)"™. EMT is the process by which epithelial cells gain features
of mesenchymal cells, including invasion of the basement membrane and enhanced migration. It is well

established that EMT is a major contributor of both tumor progression and metastasis®.

Tumor metastasis occurs in an established sequence that involves the following: (1) invasion of normal
tissue; (2) intravasation into surrounding tissue and vasculature; (3) propagation through the circulatory
system; (4) extravasation out of capillaries; and (5) seeding and growth in new sites of metastasis'.
HCC most commonly metastasizes to the lung and lymph nodes. Although extrahepatic metastasis is
only estimated to occur in 10% of HCC cases, it is associated with worse one- and three-year survival
compared to patients without metastasis”®"’. Researchers found that the site of metastasis did not have an
impact on patient survival®". However, HCC metastasis plus vascular invasion was associated with worse
prognosis than either metastasis alone or vascular invasion alone. Overall, it is clear that tumorigenesis
in HCC is directly influenced by the tumor microenvironment. Components and features of the tumor

microenvironment are discussed in the following section.
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Table 2. Function of cellular components of the HCC TME and their clinical implications

Cell type Function in the tumor microenvironment Clinical implications & findings

CAF Produce growth factors such as EGF'® Greater tumor cell proliferation
Increase collagen production™®”’ Reduced overall survival®”
Favor tumor encapsulation®®®’ Promote hepatocarcinogenesis

HSC Reduce lymphocyte infiltration of tumor™®’ Increased hepatic fibrosis™"
Shift monocytes towards immunosuppression™®” Greater HCC recurrence™
Inhibit lymphocyte infiltration in tumors™” Reduced immune surveillance
Enhance tumor angiogenesis™”’ Sustains tumor metabolism
TAM Release growth factors and cytokines Larger tumor size'®’
Suppress immunity by recruiting Tregs™” Reduced overall survival™®
MDSC Suppress non-regulatory T cell response™™ Marker of advanced disease™”’
Treg Suppress the overall immune response™” Worse prognosis post-resection**’
Endothelial cells Express pro-angiogenic receptors'®” Quicker tumor growth"®
Exhibit rapid cell turnover'®® Increased mortality"®
Kupffer Cells Detect and phagocytose foreign pathogens Tumor surveillance

CAF: cancer-associated fibroblasts; HSC: hepatic stellate cells; TAM: tumor-associated macrophages; MDSC: myeloid-derived
suppressor cells; Treg: regulatory T lymphocytes

Components of the tumor microenvironment

Cellular players

The HCC tumor microenvironment (TME) is complex and composed of both normal and neoplastic
cells"™”’. Single cell sequencing technology has allowed for better characterization of the tumor landscape
in primary liver cancers™. Aside from HCC parenchymal cells, major cell types found in the TME
include cancer-associated fibroblasts (CAF), immune cells such as TAMs and T cells, hepatic stellate cells
(HSC), and endothelial cells'®’. CAFs and HSCs appear to be of special importance in forming a pro-
tumor microenvironment. Overall, it appears that greater density of these stromal components predicts
poor prognosis in HCC, specifically reduced overall and disease-free survival®. The role of these cellular
components and their clinical significance are summarized in Table 2.

Non-cellular players

Non-cellular components of the tumor microenvironment also influence HCC progression and
prognosis'®”’. Such components include enzymes, growth factors, cytokines/chemokines, and signaling
pathways; their functions are well summarized in a recent review by Novikova et al.'*”. Non-cellular players
of particular importance that are discussed here include pro-inflammatory cytokines (specifically IL-6 and
TGEF-B) and MAPK signaling.

The pro-inflammatory cytokines IL-6 and TGEF-f3 are well-known acute phase reactants that are implicated
in many cancers. IL-6 production by cells of the TME (most notably Kupffer cells) enhances HCC tumor
growth through several mechanisms. Firstly, IL-6 triggers tumor proliferation in a STAT3 signaling-
dependent manner””. Secondly, IL-6 inhibits apoptosis that normally occurs in response to DNA damage,
thereby facilitating tumor progression[”]. Thirdly, IL-6 promotes angiogenesis and tumor invasion””!. A
study involving patients with mostly TNM stage I HCC, post-resection, found that high tissue expression
of IL-6/IL-6R was significantly associated with earlier tumor recurrence"*”. Similar to IL-6, TGE-p is also
a master regulator of cell growth and apoptosis. TGF-B has innumerable roles in modulating HCC and
appears to be an essential component of tumorigenesis[m]. Interestingly, TGF-B has different roles in the
early versus advanced stages of HCC"”. TGF-B induces apoptosis of neoplastic cells in the early phase
of tumor development. However, late-stage tumor cells appear to benefit from TGF-B-induced cellular
proliferation"*”. In addition, TGF-B has immunosuppressive properties that assist tumor cells in escaping
immune surveillance™™'. Exact mechanisms of how this occurs is not well understood. However, it has been
shown that activation of CAFs by TGF-B leads to dysregulated extracellular matrix (ECM) architecture
and excess fibrosis, both of which favor tumor progression*. The clinical significance of TGF-B is that
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it assists tumor cells with immune evasion and causes immunotherapy failure"*"'*. Evidently, greater
concentrations of IL-6 and TGF-f3 in the tumor microenvironment may be predictors of worse prognosis in
HCC.

Although studies have shown that IL-6 deletion reduces spontaneous carcinogenesis and delays HCC
tumorigenesis, IL-6 has not yet been exploited as a target for immunotherapy*"*. However, it is worth
mentioning that clinical trials examining anti-hepatitis virus drugs such as telbivudine and sofosbuvir use
IL-6 as a marker of therapeutic response””"*". More experiments have examined TGF-p as a potential
target for HCC therapy. Galunisertib, a TGF-3 receptor 1 inhibitor, has been demonstrated to enhance T
cell penetration into the tumor microenvironment™. An alkaloid compound called sanguinarine has been
shown to inhibit TGF-B-induced EMT and tumor cell migration in HCC cell lines""”. Antibodies against
TGF-B have been shown to have anti-tumor effects in HCC and other cancers""". Thus, TGF-B appears to
be a promising target for the development of novel HCC immunotherapy.

Several signaling pathways involved in HCC have been studied, including STAT3-NF«B, JAK-STAT, RAS-
MAPK, PI3K-AKT-mTOR, and Wnt-B-catenin'"”. Of these, cascades involving mitogen-activated protein
kinase (MAPK) emerge as key regulators of HCC. MAPK is a tyrosine kinase that regulates essential
cellular processes, including cell proliferation and apoptosis'®. Overexpression of MAPK signaling
results in uncontrolled tumor growth. For example, activation of the EGFR-RAS-MAPK pathway leads
to dysregulated cell proliferation in HCC"", The MAPK/p38 signaling has been shown to promote
angiogenesis and drive tumor cell metastasis (migration and invasion)™"*""". In addition, activation of
the MAPK/p38 endows resistance against apoptosis to HCC cells™™*. Experiments involving inhibitors
of MAPK signaling demonstrate reduced proliferation, invasion, epidermal-mesenchymal transition,
and metastasis in HCC""”""". Erlotinib, for example, is a monoclonal antibody against MAPK under
current investigation in clinical trials. Studies have shown that erlotinib is an effective adjunctive therapy
to bevacizumab for the treatment of advanced-stage HCC, extending the progression-free survival with
fewer side effects than the current first-line drug sorafenib™*. More recently, the cGAS-STING (cyclic
GMP-AMP synthase-stimulator of interferon genes) pathway has emerged in the field of HCC research
for its potential as a therapeutic target. The cGAS-STING pathway activates the innate immune response
in response to DNA products, from both foreign pathogens and self-DNA released due to cell damage'*".
It has been shown that low cGAS-STING activation is associated with reduced survival in HCC, lung
adenocarcinoma, and gastric cancers >, In a study involving HCC mice models, activation of cGAS-
STING using cyclic dinucleotide (a STING agonist) resulted in tumor shrinkage and earlier tumor

detection™”.

Intercellular communication and exosomes

Aside from the aforementioned cytokines/chemokines and signaling pathways, exosomes represent another
mechanism of intercellular communication. Exosomes are membrane-coated extracellular vesicles that
play a key role in intercellular communication within the tumor microenvironment"*, Exosomes contain
nucleic acids, lipids, proteins, and signaling molecules. It has been shown that exosomes are involved
in the spread of hepatitis virus and progression of fibrosis in alcoholic liver disease, both of which are
major contributors of HCC"*. Exosomes promote the proliferation and migration of HCC through
multiple mechanisms, including induction of the EMT that is key in tumor metastasis . HCC cells also
use exosomes in immune evasion. For instance, transformed hepatocytes secrete exosomes that help to
upregulate Breg cell populations in the TME, which results in reduced CDs+ T cell activity®"’. Tumor-
derived exosomes have been found to expand immunosuppressive M2 macrophages and downregulate
the anti-tumor activity of NK and T cells"*”. Tumor-derived exosomes have also been found to contain
high levels of 14-3-3¢, a key regulatory molecule used in class-switching"**. The effect of this is T cell
exhalﬁstion. Indeed, it has been shown that overexpression of 14-3-3( is associated with worse survival in
HCC™',
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Therefore, exosomes present an opportunity for the development of immunotherapy. For example,
exosomes may be used as delivery vehicles for tumor suppressive molecules and nucleic acids"”. It has
been shown in HCC mice models that the infusion of DCs impregnated with tumor-derived exosomes
(called DC-TEX) restored exhausted T cells; the combination of DC-TEX plus PD-1 antibodies appeared to
enhance the efficacy of the front-line HCC drug sorafenib"*". Current experiments suggest that exosomes

may have useful applications in HCC, either as tumor biomarkers or as a therapeutic target™*”,

Tumor metabolism and classification

The metabolism of HCC cells is an important aspect of the tumor microenvironment. Tumor cells
preferentially use aerobic glycolysis for energy production as opposed to oxidative phosphorylation, in a
type of modified metabolism called the Warburg effect™. The resulting lactate undergoes fermentation,
which activates hypoxia-inducible factor 1 (HIF-1). HIF-1 is a well-known transcription factor that
activates a host of genes contributing to the tenacity of tumors; these genes are involved in angiogenesis,
cell survival, and cell invasion™*". In fact, mouse hepatoma cell lines were used in some of the first studies
examining the function of HIF-1. These early experiments found that HIF-1-rich hepatoma cells had
greater vascularity and rate of cell growth compared to HIF-1-deficient cell lines"*. Little research has
since been conducted on the metabolism of HCC tumors. One study found that high lipid concentration in
the tumor microenvironment sustained the increased metabolic demands of myeloid-derived suppressor
cells (MDSC), which have potent pro-tumor effects®. Further investigation into the metabolic profile and
derangements of the TME may guide specific, even personalized, treatment of HCC by way of genome-
scale metabolic models™”.

Tumors are often described using criteria that involve size and spread, most notably TNM staging.
Although TNM classification can be applied to hepatocellular carcinoma, other staging schemes that
consider liver function are also used. Among these, the Barcelona Clinic Liver Cancer (BCLC) system
has been widely adopted in clinical practice’**"*”. BCLC stratifies patients according to factors such as
radiologic tumor characteristics, Child-Pugh score, and patient performance status; based on the stage,
BCLC suggests next steps in management[”o]. Despite its popularity, some studies have questioned the
validity and prognostic utility of BCLC staging*""*”’. Other staging systems for HCC include the French
classification, Hong Kong Liver Cancer (HKLC) staging system, Cancer of the Liver Italian Program (CLIP)
score, Okuda classification, etc."*"*". Increasingly, there has been recognition of the importance of the
tumor microenvironment on cancer prognosis. In an attempt to describe intratumoral cell diversity and the
tumor microenvironment, a panel of experts has developed the Evo-index and Eco-index, respectively"*.
The Evo-index reflects the heterogeneity of the tumor composition and how it evolves over time, due
to spontaneous mutations and selective pressures. The Eco-index describes the hazards and resources
that tumor cells are exposed to. By proposing these additional classification schemes, Maley et al."*
characterized tumor behavior and response to interventions in order to inform clinical decision-
making. Lee et al."* showed that fluorodeoxyglucose ("*F-FDG) PET/CT scan can predict HCC tumor
aggressiveness. Furthermore, the researchers showed that PET/CT more sensitively detected extrahepatic
metastasis of HCC that other imaging modalities missed. Since "F-FDG is a marker of metabolism,
specifically of cellular glucose uptake, this study is further testament to the interplay between HCC
progression and the TME.

In summary, the tumor microenvironment clearly plays an important role in shaping the immune response
to HCC. From cancer initiation to metastasis, elements of the tumor milieu exhibit an overall pro-HCC
profile. A better understanding of the HCC TME is vital as it not only identifies potential targets for
therapy, but also ultimately determines clinical outcomes.
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IMMUNE EVASION AND SUPPRESSION BY HCC

The fact that tumors are not always eradicated by adaptive immunity indicates that HCC cells can develop
“resistance”. Several mechanisms allow HCC to suppress and/or evade the anti-tumor response'*”. The liver
itself generally leans towards immunotolerance. Tumors create physical protective barriers as they grow[m]
Tumors can downregulate expression of MHC molecules, becoming undetectable by immune surveillance.
Tumor cells can produce immunosuppressive compounds such as cytokines that blunt the immune
response. These mechanisms are discussed in the following sections.

Promotion of immune tolerance

The liver is tasked with maintaining a basal level of tolerance for foreign antigens. What is known about
factors that promote a tolerogenic microenvironment comes from studies involving liver transplant
models, HCC mice models, and tumor tissue from patients with HCC"'. The tolerogenic tendency of
the liver is, in part, established by naturally high concentrations of endotoxins in portal blood that blunt
antigen processing/presentation and the CD4+ T cell response in the liver*. Immune tolerance is
mediated by T lymphocyte exhaustion, particularly by TGF-p1"*". Staining of tumor tissue has revealed
a microenvironment rich in PD-L1 expression[m]. PD-L1 is a known immune suppressor that mediates
tolerance in pregnancy and transplant'*""*?. The PD-1/PD-L1 interaction is an important immune
checkpoint that can inhibit the co-stimulation required to elicit a robust T cell response*”. Clinically,
higher expression of PD-L1 in tumor tissue manifests as reduced overall survival in HCC"**. The PD-1/
PD-L1 pathway’s role in mediating tolerance has been exploited in the development of immunotherapies
such as nivolumab"*”. Tolerance in the liver is also governed by AFP. Although AFP has previously been
interpreted as a simple biomarker of HCC, it appears to have many more functions than that"**, AFP
levels are used in diagnosing and prognosticating HCC"*”. AFP exerts tolerogenic and immunosuppressive
mechanisms that enable tumor progression. For instance, AFP can induce apoptosis in antigen-presenting
cells and inhibit apoptosis of HCC cells"**"*". Recruitment of Tregs, Bregs, and pDCs, as discussed above,
plays additional roles in establishing a tolerogenic TME. Overall, the upregulation of PD-L1 and AFP
among other factors favor immune evasion in HCC.

Formation of a physical barrier
HCC can protect itself by increasing the degree of fibrosis in the peritumoral environment'*”. Okrah et al."*"
conducted a study that compared genome-wide RNA profiles between tumor and non-tumor liver
tissue in patients with Hcc! They found that peri-tumoral tissue had upregulated expression of 23
genes involved in the production of extracellular matrix and collagen, which create a fibrotic barrier that
inhibits penetration of tumor-killing CD8+ T lymphocytes. Hepatic stellate cells and myofibroblasts are
responsible for the production of ECM and related proteins™’. Recent research suggests that fibrosis may
have different roles in early- versus late-stage liver disease. In response to hepatocyte damage, regenerative
nodules form in order to “fence off” potential spread of tumor cells"". Advanced cirrhosis, however, lays
the groundwork for HCC tumor formation. The subsequent encapsulation of tumors by ECM and collagen
serve as a protective barrier against immune cells"*"’. The degree of liver fibrosis can be estimated using
the fibrosis-4 (FIB-4) index, which takes into account the patient’s age, AST, ALT, and platelet count"*”.
Several studies have demonstrated that higher FIB-4 score is associated with worse outcomes, including
increased risk of developing HCC in setting of chronic HCV infection and increased persistence of HCC
post-hepatectomy"***!. Fibrosis evidently influences clinical outcomes in HCC. Thus, reduction of fibrosis
particularly in late-stage HCC may be a potential anti-tumor strategy[m].

Immune editing

The immune response is robust in the early stage of tumor growth. Although some cancer cells are eliminated
in this fashion, less immunogenic tumor cells go undetected and multiply in number. The phenomenon
whereby the immune response inadvertently places a selective pressure on the tumor microenvironment is
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Figure 2. Approaches to immunotherapy in treating HCC: (A) adoptive cell therapy demonstrating leukopheresis, lymphocyte
engineering, and subsequent reintroduction of modified lymphocytes to the patient; (B) cancer vaccine development demonstrating
the activation of T cells by mature DCs in vitro and/or purification of TAAs from excised tumor tissue; and (C) checkpoint inhibitor
therapy demonstrating the interaction between APCs, tumor cells, and T lymphocytes along with their associated receptors. HCC:
hepatocellular carcinoma; DCs: dendritic cells; TAAs: tumor-associated antigens; APCs: antigen-presenting cells

called immune editing"*”. Immune editing allows tumors to enter dormancy, escaping immune surveillance
only to recur years later after many more rounds of cell division"””. This concept can be compared to
the development of antibiotic resistance in bacteria, whereby only select cells survive and go on to seed
stronger populations. Immune editing in cancer is governed by many of the mechanisms mentioned
above, such as downregulation of antigen presentation (loss of MHC I)""*". In breast cancer, methylation of
promoters in MHC genes have effectively cloaked tumors from immune surveillance™. HCC cells evade
the immune response through reduced antigen processing/presentation as well. The exact mechanisms
of how this occurs, whether epigenetic and/or molecular, have not been described but is an active area of

66,
research" ",

HCC IMMUNOTHERAPY

Current approaches to treating HCC with immunotherapy amplify the anti-tumor immune response and/
or block mechanisms of immune evasion by tumor cells"”". This section provides an overview of the
three main strategies under current investigation: adoptive cell therapy, cancer vaccines, and checkpoint
inhibitors"’?. Please see Figure 2 for a summary of the different approaches in treating HCC with
immunotherapy.

Adoptive cell therapy

At its most basic level, adoptive cell therapy involves the introduction of autologous anti-tumor immune
cells. Notable cell types that have been studied include NK cells, cytokine-induced killer (CIK) cells,
and chimeric antigen receptor T (CAR-T) cells"”. In adoptive cell therapy, the desired immune cells are
removed from the patient, modified and/or expanded, and then infused back into the patient. The goal of
therapy is to amplify the strength of the body’s natural anti-tumor immune response.
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NK cells were one of the first cell lines explored in adoptive cell therapy due to their tumor-Kkilling effects.
As discussed above, NK cells exert direct cytotoxicity through the release of granzymes. It has been
shown that increased NK cell density within the tumor microenvironment is correlated with improved
prognosis in HCC"”. However, it appears that intratumoral NK cells are functionally impaired by other
immune cells and/or immune suppressor signals'”. NK cell-based immunotherapy aims to overcome
these immunosuppressive barriers. For example, NK cell activity can be enhanced through the infusion
of stimulating cytokines and/or blockade of NK cell inhibitory receptors with monoclonal antibodies"”".
A major limitation of this approach is that cytokine infusions often lead to global, non-specific activation
of the innate inflammatory response. Therefore, adoptive NK cell therapy is an increasingly attractive
alternative. NK cells from HCC patients can be extracted and modified in vitro, and then re-introduced
back into circulation. Genetic modification of NK cells has aimed to boost expression of activating
receptors that enable tumor—killing[”s]. This would, in theory, enhance tumor destruction or at least prevent
tumor progression. There are two challenges in studying NK cell therapy. Firstly, studies have shown
that autologous NK cells do not appear to change clinical outcomes in several solid tumors, including
melanoma, possibly due to their aberrant function. Secondly, infused NK cells have weak penetration
into the tumor microenvironment so that, while their circulating numbers may be impressive, the actual
intratumoral density of transferred cells remains subtherapeutic"””. However, adoptive NK cell therapy
is an active area of investigation as researchers explore ways to fine tune NK cell targeting, activity, and
specificity.

CIK cells are a heterogenous group of cells composed mainly of CD3+CD56+ T lymphocytes with an
NK-like phenotype””. In addition to their tumor-killing activity, CIK cells appear to play a role in the
downregulation of immunosuppressive cells such as Treg[m]. A recent meta-analysis showed that CIK
therapy has a positive influence on HCC prognosis[m]. Specifically, these researchers found that CIK cell
transfer was correlated with improvement in overall survival and reduction of tumor recurrence in the first
three years. The long-term effects of CIK therapy are, however, not well-characterized. A study involving
>160 HCC patients found that autologous CIK cell transfer may be an effective adjunct to surgery and/or
transcatheter arterial chemoembolization (TACE)"””. Jia et al."”” found that the addition of CIK therapy
improved HCC prognosis compared to either surgery-alone or TACE-alone. Interestingly, the researchers
found that patients receiving CIK therapy who developed post-infusion fever had better overall survival
than those who did not. This suggests that fever may be used as a predictor of therapeutic response in
future experiments involving CIK cell transfer.

Chimeric antigen receptor T (CAR-T) cells represent one of the most promising areas of adoptive cell
therapy research. CAR-T cells are created by removing a patient’s T lymphocytes and inducing the
expression of synthetic receptors (CARs) through in vitro viral transduction. CARs are genetically
engineered to be able to recognize specific tumor antigens™”. A significant advantage of CAR-T cells is
that, unlike regular T lymphocytes, they do not require the expression of MHC in order to recognize and
destroy tumor cells"*"". As discussed above, tumor can evade the immune response by downregulating self-
MHC. Therefore, CAR-T cells circumvent the need for MHC expression and are able to independently
mount an anti-tumor response. CAR-T cells have proved to be effective in treating hematologic cancers
such as acute myelogenous leukemia (AML), however their efficacy for solid tumors has not been
thoroughly studied"*”. This may be in part due to the neurotoxicity imparted by CAR-T therapy that halted
early clinical trials"*. CAR-T therapy is complicated by the need to identify reliable tumor markers that
can be used as antigenic targets. Furthermore, the resource-intensive nature of CAR-T trials presents a
practical barrier to research. Regarding hepatocellular carcinoma, one promising antigen appears to be
glypican-3 (GPC3)"™, Healthy adult hepatocytes do not express GPC3. In contrast, GPC3 is overexpressed
by HCC tumor cells and has been associated with worse disease-free survival and overall survival*"*".
GPCs3 is involved in many signaling cascades that promote cell growth and invasion, including the Wnt



Page 14 of 24 Wang et al. Hepatoma Res 2021;7:6 | http://dx.doi.org/10.20517/2394-5079.2020.113

pathway that is well-known for its role in embryogenesis'*”. Experiments involving monoclonal antibodies
targeting GPC3, such as codrituzumab, have successfully induced antibody-dependent cellular cytotoxicity
in solid tumors"*". This became the basis for exploring CAR-T therapy in treating HCC. There are currently
> 20 clinical trials involving GPC3-targeted CAR-T therapy, mostly occurring in China where there is a
disproportionately high number of HCC cases*. However, none of these trials have entered Phase III
and/or have not published preliminary results. Nevertheless, CAR-T therapy for the treatment of HCC is a
promising area of research. Advantages of CAR-T transfer include its ability to circumvent tumor immune
evasion (through MHC-independent recognition) and specificity in the anti-tumor response*". Current
barriers of CAR-T therapy include its high production cost and need to identify validated extracellular
HCC-specific antigens'**""”

Cancer vaccines

While antiviral vaccines are widely accepted and adopted in clinical practice, cancer vaccines represent
a much newer area of research. The core concept of cancer vaccines is that they are designed to induce
an amplified immune response against tumor-specific antigens[m]. To date, there are no cancer vaccines
known to prevent the initial development of tumors. However, some vaccines have demonstrated a positive
therapeutic effect in a limited subset of cancers, such as those related to chronic human papillomavirus
(HPV) infection"””. A major hurdle in cancer vaccine development is the need to identify tumor-specific
antigens. The ideal antigen should be foreign to the body (non-self), elicit a robust immune response, and
have restricted expression on tumor cells only. Two types of cancer vaccine targets exist: tumor-associated
antigens (TAA) and tumor neoantigens.

TAAs are peptides overexpressed by cancer cells that may be expressed at low levels by normal cells™™.
Important TAAs in hepatocellular carcinoma include AFP and glypican-3 (GPC3)"™". Such TAAs can be
delivered in the form of peptide vaccines. For example, clinical trials involving cancer vaccines against
GPC3 epitopes have shown increased cytotoxic T lymphocyte recruitment and activity in the HCC tumor
microenvironment'*. Several of these Phase /11 trials have demonstrated that the GPC3 vaccine is well-
tolerated without major adverse effects. However, whether these findings translate to clinical significance
will remain unknown until progression to Phase III/IV trials. Another approach to inducing a TAA-
specific response involves oncolytic virus vaccines'”". In oncolytic immunotherapy, viruses are designed
to lyse tumor cells through replication and to induce an adaptive immune response. For example, JX-
594 (Pexa-Vec) is a poxvirus that has been studied in HCC clinical trials. JX-594 is genetically engineered
with insertion of granulocyte-macrophage colony-stimulating factor (GM-CSF) and deletion of thymidine
kinase, features that allow this modified virus to selectively replicate in HCC cells and elicit a tumor-
specific immune response[l%]. Phase II trials in 2013 showed promising results, where the high-dose vaccine
group had a median survival of 14.1 months compared to 6.7 months for the low-dose group[m]. However,
Phase III trials were terminated in 2019 as interim results did not show a significant survival benefit of
JX-594 plus standard-of-care (sorafenib) when compared to sorafenib alone™”. Although this may be a
disappointing early setback, there remains several active clinical trials involving oncolytic cancer vaccines
due to their overall anti-tumor potential™*".

Tumor neoantigens represent another target for cancer vaccine development. Genomic instability is the
cornerstone of malignant cell transformation. DNA mutations in cancer cells produce new molecules
that are unique to the tumor, called tumor neoantigens[m]. Whereas TAAs have overlapping expression in
both transformed and healthy cells, tumor neoantigens represent a true molecular fingerprint™*”. Tumor
neoantigens are entirely non-self and thus easily recognized by the immune system. The advent of high-
throughput genomics sequencing has allowed for the identification of tumor neoantigens in a variety of
cancers, including HCC"'. The rationale for developing tumor neoantigen vaccines is the high degree of
specificity that it affords. Beyond being tumor-specific, these neoantigens may be patient-specific owing
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to the fact that no two driver mutations are alike. Early clinical trials have demonstrated that neoantigen
vaccines are able to elicit robust tumor-specific T lymphocyte response in cancers such as glioblastoma
20022 Despite all its apparent advantages, few clinical trials currently examine neoantigen-
based vaccines. One barrier is the resource-intensive nature of experiments, which must be catered to
each individual patient. Another challenge is the new nature of this technology, which has resulted in slow
uptake in the scientific community and insufficient patient recruitment. These practical roadblocks have
resulted in the early terminal of trials, such as the Phase II trial (NCT03480152) led by Rosenberg et al"™
at the National Cancer Institute examining an mRNA-based neoantigen vaccine for solid tumors. A third,
more concerning challenge is that tumor neoantigens may undergo immune evasion once it is familiar to

and melanoma

the adaptive immune system™. A study investigating the effect of tumor vaccine in colon cancer patients
showed that those with later-stage disease had poorer survival than those with early-stage cancer ™. This
suggests that tumor vaccine may not be an effective or appropriate therapy for advanced cancers. Overall,
neoantigen vaccines represent an emerging area of research as scientists hope that it may be the next
frontier in personalized tumor immunotherapy.

There are other key factors to consider in cancer vaccine development, including vaccine formulation,
method of delivery, and immunoadjuvants™"’. A concern regarding cancer vaccines is their questionable
efficacy among patients with advanced age. Natural aging is associated with reduced lymphocyte
populations and a less robust immune response to vaccination™, Immunosuppressed patients also present
a challenging group to evaluate and treat. As current clinical trials exclude these populations, the current
understanding of cancer vaccines for HCC have limited generalizability.

Targeted therapy

Enzyme inhibition

Kinase inhibition appears to be the most adopted strategy in targeting HCC. Currently, three oral
mulikinase inhibitors are approved for HCC treatment. These include sorafenib, regorafenib, and
lenvatinib®. Sorafenib is a protein kinase inhibitor that has been considered the drug of choice for
unresectable HCC since its FDA approval in 2007™**. Sorafenib prevents tumor progression by inhibiting
multiple tyrosine kinase enzymes, notably VEGE, PDGFR, and Raf kinases™””". Sorafenib granted a modest
survival advantage in phase III clinical trials by a median of 2.5 months, compared to placebo”™”. However,
there are several issues with sorafenib. There is no validated biomarker that can measure response to
sorafenib therapy™”. The toxicity that sorafenib causes leads to undesirable adverse effects, including
weight loss, nausea, diarrhea, and rash. One of the biggest limitations of sorafenib is that fewer than 5% of
patients respond to treatment**”
part of combination therapy with novel agents.

. Therefore, many ongoing trials are exploring the efficacy of sorafenib as

Checkpoint inhibition

Immune checkpoint inhibitors have emerged as part of standard-of-care treatment for various cancers,
such as melanoma and Hodgkin lymphoma[m]. Chief immune checkpoint targets for HCC are cytotoxic
T lymphocyte-associated protein (CTLA-4) and programmed cell death protein/ligand (PD-1/PD-L1).
CTLA-4 and PD-1 are expressed by immunosuppressive cell types, such as Tregs, to downregulate the
immune response’”'”. Thus, tumors exploit these natural host mechanisms in order to evade immunity.

Ipilimumab and tremelimumab are anti-CTLA-4 antibodies under active investigation. CTLA-4 mediates
immune suppression by blocking B7/CD28 costimulation. Early trials have demonstrated acceptable safety
profile of CTLA-4 blockers for HCC, with clinical response rate ranging 18%-26%"""". Currently, both
ipilimumab and tremelimumab are involved as combination therapy in a few phase III clinical trials, the

212]

results of which have not been released”"”.
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PD-L1 expression is common in HCC tumor tissue and, more importantly, PD-L1 positivity is associated
with a greater therapeutic response”™”. Nivolumab was the first, and currently only, anti-PD-1 antibody
o2 1 2017, promising results from
a phase II clinical trial involving nivolumab led to its accelerated approval™®’. Phase III clinical trials thus
began examining PD-1 inhibitors nivolumab (CheckMate-459 trial) and pembrolizumab (KEYNOTE-240
trial). The KEYNOTE-240 trial found that there was no statistically significant survival advantage to
pembrolizumab treatment, and this also applied to the preliminary results for the CheckMate-459
trial™* However, trials thereafter have demonstrated success with these PD-1 inhibitors. For example,
pembrolizumab in the phase Il KEYNOTE-224 trial showed durable response in 17% of patients**. Nivolumab
in the CheckMate-040 trial demonstrated up to 20% tumor shrinkage, according to Huppert et al.®”
who conducted a review of checkpoint inhibitors under investigation for HCC.

that is FDA-approved for the treatment of hepatocellular carcinoma

There are clinical differences between CTLA-4 and PD-1 inhibitors. In general, toxicity associated with
CTLA-4 inhibitors are more severe than those of PD-1 inhibitors”"”. For example, Chae et al.**” conducted
a review of checkpoint inhibitor therapy among transplant patients and determined that CTLA-4 inhibitors
may be preferable to PD-1 inhibitors, which were associated with increased risk of graft rejection. Other
potential targets for checkpoint inhibition are Tim-3, LAG-3, and galectin-9, all of which are involved in
mediating immunotolerance ™. Immune checkpoint inhibitors have certain limitations. Adverse effects
of checkpoint inhibitors tend to be immune-related, as is consistent with their mechanism of action. Toxic
adverse effects of CTLA-4 and PD-1 inhibitors include dermatitis, pneumonitis, enterocolitis, elevated AST/
ALT, and hypothyroidism™. While these effects were relatively uncommon in trials, they dictate the need
for close monitoring should checkpoint therapy be adopted in clinical use. Overall, immune checkpoint
inhibitors have great potential and are worth further exploration.

CONCLUSION

Hepatocellular carcinoma is a difficult-to-treat cancer associated with high degree of morbidity and
mortality. The complex interactions between HCC cells and immune cells determine clinical outcomes.
Crosstalk between signaling cascades and cytokines within the tumor microenvironment present challenges
in elucidating the mechanisms of tumor progression. Interestingly, when it comes to the immune response
against HCC, it appears that “less is more”. We hypothesize that excessive immune reaction against tumor
cells activate pro-inflammatory cycles of wound healing and fibrosis that are ultimately maladaptive.
However, we recognize that immunotolerance cannot dominate the immune response. Several challenges
exist in the field of HCC research. These include the lack of an animal model that closely mimics the
human tumor microenvironment and the abandonment of clinical trials due to high rate of attrition and/or
resource demand. Furthermore, genomic changes in HCC and the tumor’s ability to evade host immunity
mean that researchers are always playing catch up, so to speak. From our review, we note that certain
patients, such as transplant recipients, are often neglected while they paradoxically belong in some of the
most at-risk groups.

Several solutions and directions for future research seem to arise from our review. Firstly, a standardized
method of HCC staging should be developed, and it must take into account the nature of the TME.
Secondly, a greater effort should be made to identify HCC tumor markers; this would potentially allow
researchers to identify targets for immunotherapy and enable clinicians earlier to make diagnosis or to
better monitor disease progression. Thirdly, combination therapies involving sorafenib and novel biologics
may be the next frontier in HCC treatment. An example of this is multiple antigen stimulating cellular
therapy (MASCT), which uses a combination of adoptive cell transfer and DC-based cancer vaccine
therapy. In a small set of HCC patients, MASCT was shown to induce a robust and highly specific anti-
tumor response[m]. No two tumors are the same, therefore personalized medicine that considers the

immunological profile unique to each patient may be the best approach to treatment. Lastly, novel biologics
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that fail to demonstrate a dramatic clinical response in clinical trials should be abandoned. The rationale
is that the tumor milieu is a dynamic environment. Compounds must be given at the appropriate stage of
disease, in the adequate dose, and through the appropriate mode of delivery. It is challenging to delineate
what combination of these factors would be most efficacious, especially given the small number of HCC
patients enrolled in trials. Until more is known about the immune profile of HCC, primary prevention
should be emphasized to reduce global disease burden. Clinicians may consider more rigorous screening
methods, particularly among high-risk groups. It is important to recognize that well-known disease
markers such as AFP have limited sensitivity. Thus, physicians may wish to consider adopting other modes
of HCC detection such as through PET/CT, for cases in which the hepatic panels are unremarkable but
there is strong clinician suspicion*. In conclusion, a deeper understanding of the immune response to
HCC would enable better tumor characterization, identification of potential immunotherapy targets, and
personalization of therapy.
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