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Immunotherapy has moved to the forefront of modern oncologic treatment in the
past few decades. Various forms of immunotherapy currently are emerging, including
oncolytic viruses. In this therapy, viruses are engineered to selectively propagate in
tumor cells and reduce toxicity for non-neoplastic tissues. Adenovirus is one of the most
frequently employed oncolytic viruses because of its capacity in tumor cell lysis and
immune response stimulation. Upregulation of immunostimulatory signals induced by
oncolytic adenoviruses (OAds) might significantly remove local immune suppression and
amplify antitumor immune responses. Existing genetic engineering technology allows
us to design OAds with increasingly better tumor tropism, selectivity, and antitumor
efficacy. Several promising strategies to modify the genome of OAds have been applied:
capsid modifications, small deletions in the pivotal viral genes, insertion of tumor-specific
promoters, and addition of immunostimulatory transgenes. OAds armed with tumor-
associated antigen (TAA) transgenes as cancer vaccines provide additional therapeutic
strategies to trigger tumor-specific immunity. Furthermore, the combination of OAds
and immune checkpoint inhibitors (ICIs) increases clinical benefit as evidence shown
in completed and ongoing clinical trials, especially in the combination of OAds with
antiprogrammed death 1/programed death ligand 1 (PD-1/PD-L1) therapy. Despite
remarkable antitumor potency, oncolytic adenovirus immunotherapy is confronted
with tough challenges such as antiviral immune response and obstruction of tumor
microenvironment (TME). In this review, we focus on genomic modification strategies
of oncolytic adenoviruses and applications of OAds in cancer immunotherapy.

Keywords: oncolytic adenovirus, immunotherapy, genomic modification, cancer vaccine, immune checkpoint
inhibitor

INTRODUCTION

With the global population aging, cancer has become a leading cause of death and a
major barrier to improving quality of life in most countries (Sung et al., 2021). As the
estimation of GLOBOCAN in 2020, almost 19 million new cases and 10 million cancer
deaths occurred worldwide (Sung et al., 2021). Conventional chemotherapy, surgery, and
radiotherapy for improving prognosis of the majority of cancer patients still have limitations.
Accumulating evidence proves that tumor development, progression, and metastasis are

Frontiers in Microbiology | www.frontiersin.org 1 July 2021 | Volume 12 | Article 707290

https://www.frontiersin.org/journals/microbiology
https://www.frontiersin.org/journals/microbiology#editorial-board
https://www.frontiersin.org/journals/microbiology#editorial-board
https://doi.org/10.3389/fmicb.2021.707290
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.3389/fmicb.2021.707290
http://crossmark.crossref.org/dialog/?doi=10.3389/fmicb.2021.707290&domain=pdf&date_stamp=2021-07-21
https://www.frontiersin.org/articles/10.3389/fmicb.2021.707290/full
https://www.frontiersin.org/journals/microbiology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/microbiology#articles


fmicb-12-707290 July 15, 2021 Time: 18:34 # 2

Zhao et al. Oncolytic Adenovirus in Cancer Immunotherapy

closely associated with a dysfunctional immune system,
also known as immunosuppression (Kobayashi et al., 2020).
Immunotherapy is one of the most promising oncologic
treatments that function through stimulating the immune
system to attack tumor cells, thereby relieving tumor-induced
immunosuppression (O’Donnell et al., 2019). In the early stage
of immunotherapy, the focus was on regulating the functions
of immune cells using immunostimulatory cytokines such as
interferon-α (IFN-α) (Shehata et al., 2000) and interleukin-2 (IL-
2) (Sim and Radvanyi, 2014) to enhance the antitumor immune
response. Various forms of cancer treatments aimed at activating
the immune system have been proposed currently, including
immune checkpoint inhibitors (ICIs), chimeric antigen receptor
(CAR) T cells, cancer vaccines, and oncolytic viruses (Zhao
et al., 2019). Immunotherapies have shown increased overall
survival (OS) and progression-free survival (PFS) of patients
compared with standard chemotherapies. However, only a
minority of cancer patients can benefit from immunotherapy due
to immune-related toxicities (Kennedy and Salama, 2020) and
lack of immunogenic signals to promote immune surveillance
(Hegde and Chen, 2020). Thus, it is vital to develop a novel
immunotherapeutic strategy with higher efficacy of activating
the immune system and with less adverse events (AEs).

Oncolytic viruses (OVs) are naturally occurring or engineered
viruses that selectively propagate in tumor cells while minimizing
disruptions to normal ones (Cao et al., 2020). OVs can
directly induce infection and lysis of malignant cells as well as
being utilized as a vaccine to trigger tumor-specific immunity.
Simultaneously, OVs may express therapeutic transgenes for
amplifying antitumor immune responses, such as cytokines,
tumor antigens, or checkpoint inhibitors (Evgin et al., 2020).
In addition, recent studies prove that OVs combined with
immune checkpoint inhibitors (ICIs) is an ideal strategy for
cancer therapy (Samson et al., 2018). Compared with tumors
with a scanty infiltration of immune cells, “hot” tumors which
have an abundance of infiltrating immune cells in the tumor
microenvironment (TME) are more likely to respond to ICIs
(Gujar et al., 2018b). The immune responses induced by OVs
turn tumors “hot” via promoting the cytokine secretion and
recruitment of CD8+ T cells, which increases efficacy of ICIs
(Gujar et al., 2018a).

Currently, there are numerous OVs under preclinical or
clinical investigations, including but not limited to adenoviruses
(Lang et al., 2018), herpes viruses (Andtbacka et al., 2015),
reoviruses (Mahalingam et al., 2020), and poxviruses (Chaurasiya
et al., 2020). Remarkably, talimogene laherparepvec (T-VEC),
based on oncolytic herpes virus, was the first OV approved
by the Food and Drug Administration (FDA) for melanoma
treatment in 2015 (Masoud et al., 2019). Another commonly
employed and well-studied OVs is oncolytic adenovirus (OAd)
because of its powerful capacity in oncolysis and immune
response stimulation (Robert-Guroff, 2007). In this review, we
will concentrate on the main genomic modification strategies
of OAds and applications of OAds as cancer vaccines
or as combinatorial partners for ICIs. We enumerate the
OAds that have shown promising efficacy and safety in
preclinical or clinical trials over the last 20 years. Additionally,

we highlight some challenges faced by OAds and their
possible solutions.

STRUCTURE AND FUNCTION OF
ONCOLYTIC ADENOVIRUS

Adenovirus (Ad) is a non-enveloped, double-stranded linear
DNA virus with icosahedral capsid that mainly consists of hexon,
penton, and fiber proteins (Chen and Lee, 2014). The penton
protein anchors the protruding fiber to 12 vertices of icosahedral
virion (Arnberg, 2012). The viral genome encodes early (E1A,
E1B, E2, E3, and E4) and late transcription units (L1, L2, L3,
L4, and L5) that produce multiple mRNA and proteins during
the replication and aggregation of Ad (McConnell and Imperiale,
2004). At least 103 adenovirus types have been identified up to
2019 (Table 1), they are divided into seven species (A–G) based
on oncogenicity, hemagglutination properties, DNA homology,
and genome organization (Gao et al., 2020a). Adenoviruses are
tightly associated with human disease worldwide, particularly
types 1, 2, 3, 4, 5, 7, 8, 21, 37, 41, 53, 54, 56, and 64 (Lion,
2014; Jonas et al., 2020). Ads can infect the respiratory tract
(species B, C, and E), the gastrointestinal tract (species F and
G), and ocular surface (species B, D, and E) (Radke and Cook,
2018). Of note, epidemic keratoconjunctivitis (EKC) is a severe
ocular surface infection caused by adenovirus species D types
8, 37, 53, 54, 56, and 64 (Jonas et al., 2020). Outbreaks of EKC
occur worldwide but are more frequent and larger in Southeast
Asia, imposing a tremendous health and socioeconomic burden
(Ismail et al., 2019). Epidemiological data indicated that most
primary Ad infections occur during the first 5 years of life (Lion,
2014). Due to the high prevalence of Ad, over half of individuals
present preexisting immunity to Ad, especially adenovirus type 5
(Ad5) (Yu et al., 2012).

OAd is a therapeutic agent that infects tumor cells via the
interaction of adenoviral fiber knob to receptors on the surface
of the cells (Baker et al., 2019). Different types of OAds enter into
tumor cells through different receptors. For instance, Ad5 binds
predominantly to the coxsackievirus and adenovirus receptor
(CAR/CXADR) (Lopez-Gordo et al., 2017), whereas adenovirus
type 3 (Ad3) has a high binding affinity for desmoglein-2 (Wang
H. et al., 2011), CD46, CD80, or CD86 (Hall et al., 2009). OAds
possess remarkable intratumoral amplification and oncolytic
property. During infection, the adenoviral DNA genome is
transported into the nucleus leading to initiation of E1A gene
transcription (McConnell and Imperiale, 2004). The subsequent
transcription of other early and late genes activated by E1A
proteins leads to expression of viral proteins and production of
progeny viruses (McConnell and Imperiale, 2004). Thousands of
emerging viruses result in tumor cell lysis as well as in the release
of tumor and virus antigens in the tumor microenvironment
(TME) (Fusciello et al., 2019). The antigens are subsequently
presented to T cells by dendritic cells (DCs), which is an
important part of activating local antitumor immune response
(Tuve et al., 2009; Figure 1). Additionally, OAds can be altered
to obtain higher antitumor potency with lower toxicity through
genomic modifications (Hemminki and Hemminki, 2016). In the
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TABLE 1 | Overview of the identified receptors of adenovirus species and serotypes.

Species Types Receptor(s)

A 12, 18, 31, 61 CXADR

B 3, 7, 11, 14, 16, 21, 34, 35, 50, 55, 66,
68, 76–79

CD46, desmoglein-2, CD80/86

C 1, 2, 5, 6, 57, 89 CXADR, VCAM-1, HSPG, MHC-Iα2,
scavenger receptor

D 8–10, 13, 15, 17, 19, 20, 22–30, 32,
33, 36–39, 42–49, 51, 53, 54, 56,
58–60, 62–65, 67, 69–75, 80–88,

90–103

Sialic acid, CD46, CXADR

E 4 CXADR

F 40, 41 CXADR

G 52 CXADR, polysialic acid

CXADR, coxsackievirus and adenovirus receptor; VCAM-1, vascular cell adhesion molecule-1; HSPG, heparin sulfate proteoglycans; MHC1-a2, major histocompatibility
complex-I α2. The data of adenovirus species and serotypes are from HAdV Working Group (http://hadvwg.gmu.edu/).

FIGURE 1 | Mechanism of oncolytic adenoviruses (OAds) in cancer immunotherapy. OAds selectively enter into malignant cells while being cleaned up by normal
cells. Subsequent viral replication leads to tumor cell lysis and release of virus- and tumor-specific antigens. These antigens are picked up by dendritic cells (DCs)
and presented to T cells, which initiate local antitumor immune activation. Activated T cells migrate into the tumor tissues, where T-cell attracting chemokines recruit
more immune cells, facilitating tumor immune infiltration and enhancement of immunotherapy efficacy. Furthermore, infection by OAds can also induce inflammation
that contributes to immune infiltration.

following sections, we will introduce the mainstream genomic
modification strategies of OAds in detail.

GENOMIC MODIFICATIONS OF
ONCOLYTIC ADENOVIRUS

Although wild-type adenoviruses preferentially infect tumor cells
due to the defective viral sensing mechanism of most tumor cells
(Xia et al., 2016), OAds can achieve better therapeutic results by
rational design. Capsid modification was used to improve tumor
tropism. For enhancing tumor selectivity, small deletions in the

pivotal viral genes and insertion of tumor-specific promoters are
being considered. Besides, OAds acquired high antitumor efficacy
by adding immunostimulatory transgenes.

Improving Tumor Tropism
Ad5 is the most commonly used backbone for conventional
OAds design, whereas CXADR, the natural receptor of Ad5, is
absent or low expressed in many cancer cells (Koodie et al.,
2019). Unfortunately, low receptor expression can drastically
hinder effective entry of OAds into tumor cells. To address this
conundrum, adenoviruses can be redirected to other receptors by
modifying the adenoviral fiber-knob of the capsid.
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The first modification strategy was chimeric fibers.
Replacement of the Ad5 fiber knob with Ad3 fiber knob
(5/3 chimerism) has been proven to increase infectivity for
cancer cells, while retaining the safety and replication competent
of the parental Ad5 (Koodie et al., 2019). Notably, Ad5/3 might
overcome neutralization of preexisting neutralizing antibodies
in the blood through competitively binding to lymphocytes and
erythrocytes (Zafar et al., 2020b). Chimeric 5/35 adenoviral
vector (Ad5/35) also shows elevated cell entry and infection in
gastric cancer cells (Wang et al., 2013), hepatocellular carcinoma
(Chen et al., 2011), and bladder cancer cells (Do et al., 2018).
Moreover, Ad5/37 and Ad3/11p chimeric viruses were generated
to enhance transduction rates in OAds, which have been used in
multiple trials (Machiels et al., 2019; Gao et al., 2020b).

The second strategy is an incorporation of arginine-glycine-
aspartic acid (RGD) peptides in the fiber knobs of Ad5, which
allows the virus to enter cells using αvβ3 or αvβ5 integrins (Fueyo
et al., 2003). A phase I clinical study of RGD modified oncolytic
adenoviruses has shown promising results that 20% of glioma
patients achieved antiglioma immune responses with long-term
survival (Lang et al., 2018).

As it is difficult for Ad5 to access tumor cells, researchers have
constructed fully serotype 3 OAds instead. In mice, Ad3 was more
immunogenic and induced higher amount of cytokines but less
liver damage than Ad5 and Ad5/3 (Hemminki et al., 2012). In 15
patients with chemotherapy refractory cancer, signs of antitumor
activity were seen in 73% patients after treating with engineered
Ad3 (Hemminki et al., 2012). Zafar et al. constructed TILT-234,
an Ad3-based oncolytic adenovirus, to help recruit DCs and
stimulate antigen presentation, which might facilitate DC therapy
in patients with prostate cancer (Zafar et al., 2020a).

Enhancing Tumor Selectivity
A major restriction of natural Ads is the lack of the ability to
selectively target tumor cells (Lee et al., 2020). To enhance tumor
selectivity and to reduce unwanted AEs, various modifications
have been proposed. The E1B region of the adenoviral genome
encodes a 55-kilodalton protein (E1B-55K) that binds and
inactivates the cellular tumor suppressor protein p53 (Bischoff
et al., 1996). An OAd with a E1B-55K gene deletion which
replicated only in p53-deficient tumor cells but not cells with
functional p53 was first described in 1996 (Bischoff et al., 1996).
Subsequently, several studies have reported other modifications
such as E1B-19K gene deletion (E1B-19 kD) (Liu et al., 2004),
E3 gene deletion (Wang et al., 2003), and E1A gene 24-base pair
deletion (Heise et al., 2000). Among them, E1A gene 24-base pair
deletion is widely employed to modify OAds. E1A gene conserved
region 2 (CR2) encodes E1A protein sequence which can bind to
and inactivate retinoblastoma (Rb) proteins (Heise et al., 2000).
The Rb protein is considered to be a tumor suppressor, which
functions through binding to E2F and thus inhibiting cell cycle
progression (Kitajima et al., 2020). E2F acts as a transcriptional
activator to regulate expression of key genes that enable the
quiescent cells to enter into S-phase (Kent and Leone, 2019).
To prevent normal cells from entering in S-phase, OAds with
E1A gene 24-base pair deletion express mutated E1A proteins
which cannot interfere with Rb proteins. This process blocks viral

replication in quiescent normal tissues (Lang et al., 2018). In
contrast, OAds with this deletion replicate in most tumor cells
because the defective Rb pathway in tumor cells prevents cell
cycle arrest and permits tumor cells to constantly enter in S-phase
(Marshall et al., 2019; Figure 2).

However, relying solely on viral genes deletion is insufficient
for resolution of unwanted tissue damage (Pesonen et al., 2012).
Another approach to control viral replication is inserting tumor-
specific promoters. For instance, inserting human telomerase
reverse transcriptase (hTERT) promoter into viral gene enables
OAds to replicate only in cells with high-telomerase activity—
a hallmark of cancer (Hemminki et al., 2012). Similarly, other
tumor-specific promoters have also been adopted including
the E2F-1 promoter (Hemminki et al., 2015), p53 promoter
(Wang et al., 2008), cyclo-oxygenase 2 (cox2) promoter
(Bauerschmitz et al., 2006), and the α-fetoprotein (AFP)
promoter (Kim et al., 2002).

Increasing Antitumor Efficacy
The growing recognition that immune activation induced
by OAds is an essential component of cancer treatment
has led researchers to construct potent vectors for immune
factors through adding immunostimulatory transgenes into the
adenoviral genome. This allows these immunostimulatory factors
to accumulate at tumor sites, thereby increasing antitumor
efficacy and decreasing systemic adverse reaction. Several
common immune factors carried by OAds are described below.

GM-CSF
Granulocyte-macrophage colony-stimulating factor (GM-CSF)
is best known for its critical role in immune modulation
and hematopoiesis (Hong, 2016). Some studies have suggested
GM-CSF also promotes tumor cell proliferation and migration
(Kowanetz et al., 2010; Curran et al., 2011). However, increased
attention is now focused on the activation of long-lasting
antitumor immune response through stimulating DC maturation
and monocyte/macrophage activity (Hong, 2016). Adding a
GM-CSF transgene into the adenoviral genome promoted the
recruitment and activation of DCs that further enhance tumor
antigen presentation to T cells (Kanerva et al., 2013). CG0070
is a conditionally replicating OAd engineered by inserting the
E2F-1 promotor and the human GM-CSF gene (Ramesh et al.,
2006). A phase I trial of CG0070 recruited 35 patients with non-
muscle-invasive bladder cancer who had failed to respond to
bacillus Calmette-Guerin (BCG) treatment (Burke et al., 2012).
48.6% of the patients achieved complete responses with a median
duration of 10.4 months. The complete response rate increased
to 63.6% in the patients received multiple intravesical infusion
of CG0070 (Burke et al., 2012). Subsequently, the efficacy and
acceptable safety of CG0070 has been reported in a single-arm
phase II trial (NCT02365818). Almost half of patients achieved
complete response at 6 months with an acceptable incidence
of treatment-related AEs (Packiam et al., 2018). ONCOS-
102 (Ad5/3-D24-GMCSF), another OAd coding for GM-CSF,
effectively eradicated human melanoma cells and induced
complete tumor regression in the xenograft model (Bramante
et al., 2015). The GM-CSF expressed by viruses stimulated the
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FIGURE 2 | Tumor selectivity of oncolytic adenoviruses with E1A gene 24-base pair deletion (Ad-D24s) and oncolytic adenoviruses without genomic modification
(wild-type Ads). (A) Wild-type Ads infect normal cells. E1A protein of adenovirus interferes with Rb protein by binding it, leading to E2F release and accumulation.
Free E2F allows the normal cells to enter into S phase of the cell cycle, which results in viral replication and oncolysis. (B) Wild-type Ads infect tumor cells. Due to the
defective Rb pathway, the accumulation of free E2F allows tumor cells to constantly enter in S-phase. Wild-type Ads can replicate in the tumor cells and lyse them.
(C) Ad-D24s infect normal cells but there is no viral replication and oncolysis. Mutated E1A protein cannot bind to Rb protein; therefore, E2F is still inactivated by Rb
protein. The normal cells are unable to enter into S phase. (D) Tumor cells constantly enter in S-phase because of the defective Rb pathway; Ad-D24s can also lyse
the tumor cells while generating viral progeny.

differentiation of monocytes to macrophages (Bramante et al.,
2015). Due to superior performance in preclinical experiments,
ONCOS-102 was tested in a phase I clinical trial (NCT01598129)
which enrolled 12 patients with refractory solid tumors (Ranki
et al., 2016). ONCOS-102 was safe and well tolerated in all
patients and median OS was 9.3 months. Eleven patients showed
a short-term increase in systemic proinflammatory cytokines and
tumor infiltrating lymphocytes (TILs), especially CD8+ T cells.
Two patients with the best overall survival showed the most
prominent infiltration of CD8+ T cells to tumors as well as
systemic induction of tumor-specific CD8+ T cells. Importantly,
the upregulated expression of PD-L1 in the post-treatment
of mesothelioma patients further highlighted that ONCOS-102
can act as an immunostimulatory agent to facilitate immune
checkpoint blockade (Ranki et al., 2016). More details of these
combinatory therapies will be described in later chapters.

IL-12
Interleukin-12 (IL-12) is a proinflammatory cytokine that
initiates antitumor immune responses by promoting the
generation of tumor-specific cytotoxic T lymphocytes
(CTLs) and activating natural killer (NK) cells and T cells
(Colombo and Trinchieri, 2002). Although local IL-12 therapy
is consistently considered to be a potent approach to overcome
tumor-induced immune suppression (Nguyen et al., 2020),
unfortunately, systemic accumulation of IL-12 results in
a potential lethal inflammatory syndrome (Leonard et al.,
1997). Therefore, delivering it by OAds seems critical for

maximizing the density of IL-12 that reaches the tumors and
alleviating the toxicity.

Wang P. et al. (2017) constructed an OAd (Ad-TD-nsIL-
12) with triple gene deletions (E1ACR2, E1B19K, and E3gp19K)
to deliver non-secreting IL-12 (nsIL-12) into tumor cells.
This modified IL-12 without the N-terminal signal peptide
was released at considerably higher levels in Syrian hamster
pancreatic ductal adenocarcinoma cells than normal cells so
that the dissemination of IL-12 was limited to the local TME
(Wang P. et al., 2017). Barrett et al. designed a replication-
incompetent adenoviral vector containing murine IL-12 gene
(Ad-RTS-mIL-12) and regulated the transcription of the IL-
12 gene by the RheoSwitch Therapeutic System (RTS), a gene
expression control switch platform (Barrett et al., 2018). Under
the control of RTS, the IL-12 gene was exclusively transcribed in
the local tumor tissues initiated by RheoSwitch activator ligand,
veledimex (Komita et al., 2009). Localized controlled production
of IL-12 which was induced by intratumorally injecting Ad-RTS-
mIL-12 and orally administering veledimex correlated with an
increase in TILs and prolonged survival in an orthotopic glioma
model (Barrett et al., 2018). Ad-RTS-hIL-12 encoding human IL-
12 p70 transgene is another OAd transcriptionally regulated by
veledimex (Chiocca et al., 2019). Chiocca et al. (2019) reported a
phase 1 dose-escalation study (NCT02026271) to evaluate safety
and tolerability of a fixed intratumoral Ad-RTS-hIL-12 dose with
variable veledimex doses in 31 patients with recurrent high-
grade glioma. After the administration of Ad-RTS-hIL-12 and
veledimex, sustained increased IFN-γ concentration were found
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in the tumor microenvironment. In addition, the concentrations
of IL-12 and IFN-γ in the peripheral blood showed positive
correlations with veledimex dose. Five patients with suspected
recurrence after Ad-RTS-hIL-12 injection showed evidence of
increased TILs producing IFN-γ and PD-1, suggesting that
they were due to pseudoprogression and hIL-12 can mediate
immunological effects (Chiocca et al., 2019). Unfortunately,
the safety of Ad-RTS-hIL-12 cannot be evaluated because the
treatment is delivered during neurosurgical resection and the AEs
caused by surgery are difficult to exclude.

CD40L and 4-1BBL
As multiple cells in the tumor stroma, such as the infiltrating
immune cells, express CD40 and 4-1BB, immunotherapies
targeting CD40 and 4-1BB have gained growing interest
(Eriksson et al., 2017a). CD40 showed a tremendous ability to
drive macrophage differentiation and stimulate T-helper (Th)
1 immunity by promoting DC maturation (Eriksson et al.,
2017b). Previous studies reported that binding of CD40 to
its natural ligand, CD40L, induced the apoptosis of cancer
cells (Korniluk et al., 2014). 4-1BB is expressed on activated
T and NK cells acting as an inducible costimulatory receptor
to interact with its major biological ligand, 4-1BBL, which
present on activated professional antigen presenting cells (APCs)
including DCs, macrophages, and B cells (Alderson et al.,
1994; Chin et al., 2018). The interaction between 4-1BB
and 4-1BBL elicited the proliferation of activated thymocytes
and splenic T cells (Goodwin et al., 1993). Otherwise,
agonistic monoclonal antibodies targeting 4-1BB enhanced
tumor clearance and durable antitumor immune responses in
induced and spontaneous tumor models (Chester et al., 2018).
LOAd703 is an adenovirus armed with trimerized CD40L and
4-1BBL to stimulate CD40 and 4-1BB pathways that activated
antitumor effects (Eriksson et al., 2017a). As pancreatic cancer
with a high level of M2 macrophages has responded to anti-CD40
agonist therapy, LOAd703 was tested in pancreatic cell lines. The
efficacy of this virus in killing pancreatic cancer cells by oncolysis
was even better than gemcitabine, the standard adjuvant
chemotherapy of pancreatic cancer. Furthermore, human Panc01
cells were injected subcutaneously in immunodeficient mice
to establish xenograft models. LOAd703 efficiently reduced
established tumors after six peritumoral injections and achieved
additional effects in combination with gemcitabine (Eriksson
et al., 2017a). Recently, Wenthe et al. (2020) selected six human
multiple myeloma (MM) cell lines to evaluate the feasibility
and efficacy of LOAd703 for MM treatment. LOAd703 could
infect and lyse MM cells at even low virus to cell ratio. Notably,
LOAd703 infection induced the downregulation of markers
related to MM progression (ICAM-1, CD70, CXCL10, CCL2, and
sIL-2Rα) while the apoptosis receptor Fas was upregulated. In the
coculture systems of immune and MM cells, LOAd703 obviously
promoted activation of CTLs with increased expression of CD69,
CD107a, and IFN-γ (Wenthe et al., 2020).

IL-2 and TNF-α
IL-2 is the predominant factor responsible for the T-cell
proliferation and differentiation, which has been approved to

treat metastatic melanoma and renal cancer (Rosenberg, 2014).
Tumor necrosis factor-α (TNF-α), a multifunctional cytotoxic
molecule that cannot only induce tumor cell apoptosis and
necrosis but can also stimulate release of other cytokines and
recruit immune cells (Hirvinen et al., 2015). Havunen et al.
(2017) constructed an OAd based on the backbone of Ad5/3-
E2F-d24 carrying human IL-2 and TNF-α (TILT-123 or Ad5/3-
E2F-d24-TNFa-IRES-hIL2) and used them to improve adoptive
TIL transfer. All tumors in immunocompetent animal models
were cured by combining TILT-123 with TILs (Havunen et al.,
2017). When TILT-123 was injected into mouse melanoma
models concomitantly receiving anti-PD-1 therapy, all the
tumors regressed completely and 100% of the mice remained
alive by day 90 (Cervera-Carrascon et al., 2018). TILT-123
has also been regarded as an attractive alternative agent to
host lymphodepletion in solid tumor adoptive T-cell therapy
(ACT) due to its acceptable toxicity and high anti-tumor efficacy
(Santos et al., 2018). Furthermore, treatment with TILT-123
could reconfigure the tumor microenvironment to accommodate
heightened anti-tumor TIL reactivity in an ex vivo tumor model
derived from ovarian cancer (OVCA) patient samples (Santos
et al., 2020). Increased proinflammatory signals (IFN-γ, CXCL10,
TNF-α, and IL-2) and concomitant activation of CD4+ and
CD8+ TILs were observed in the ovarian tumor cells infected by
TILT-123 (Santos et al., 2020). Given these encouraging findings
in preclinical studies, TILT-123 is employed in an ongoing clinical
trial (NCT04217473), where patients with advanced melanoma
receive combined TILT-123 and TIL therapy.

OX40L
In addition to T-cell receptor (TCR)-mediated antigen-specific
signal transduction, optimal activation of T cells requires
antigen engagement with positive secondary signals provided
by costimulatory molecules such as OX40 (CD134), a tumor
necrosis factor receptor super family member (Hewitt et al.,
2019). OX40 can promote T-cell survival, increase cytokine
production, and enhance T-cell migration by interacting with its
cognate ligand OX40L (Webb et al., 2016). Jiang et al. (2017)
first reported Delta-24-RGDOX, an OAd-expressing OX40L,
induced immunogenic cell death and superior tumor-specific
activation of lymphocytes in syngeneic glioma mouse models.
Since then, the virus was tested in immunocompetent mice with
disseminated melanomas (Jiang et al., 2019). Localized treatment
with Delta-24-RGDOX mediated tumor-specific T-cell expansion
and migration, resulting in efficacious immune activation which
is sufficient to elicit an abscopal antimelanoma effect, even in the
brain (Jiang et al., 2019).

Dilemmas in Developing OAds Armed With
Immunostimulators
Although high expression levels of immune effectors and
substantial reductions in AEs have been observed in
preclinical models, the development of OAds armed with
immunostimulatory cytokines and chemokines is a tough task.
The primary problem to be addressed is to develop adequate
animal models that permit human adenovirus replication in vivo
and simultaneously reflecting the host’s immune response.
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Immunodeficient mice bearing human tumor-derived xenografts
are used in virtually all in vivo experiments of OAds since
human Ads cannot be allowed to replicate in mouse cells
(Machitani et al., 2016). However, the antitumor immune
responses induced by viruses will not be completely reflected in
immunodeficient animals and the therapeutic effects in patients
cannot be accurately predicted. For these reasons, some OAds
showed promising results in preclinical trials but turned out to
be less successful in clinical trials. To fully assess the efficacy and
safety of OAds carrying immunostimulatory molecules, more
clinical trials and construction of human organoid models might
constitute valuable solutions.

ONCOLYTIC ADENOVIRUS AS A
CANCER VACCINE

Most tumors are poorly immunogenic and fail to elicit immune
responses on their own, which may be due to their low
mutational burden or elevated immunosuppression signals
through activation of β-catenin pathway (Spranger et al., 2015;
Maeng et al., 2018). In these cases, vaccines can provide the absent
immunogenicity, enhancing antitumor capacity and blocking
tumor growth, metastasis, and recurrence (Sarvizadeh et al.,
2019). Cancer vaccines can target tumor-specific antigens (TSAs)
or tumor-associated antigens (TAAs) expressed on tumor cells
to trigger active immune response against tumors (Tran et al.,
2019). Previous researches have uncovered a wide variety of
cancer vaccine platforms, including peptide based, protein based,
bacterial or viral based, and pulsed dendritic cells (Gatti-Mays
et al., 2017). Intriguingly, therapeutic cancer vaccines based on
adenovirus vectors have been extensively applied to amplify
antitumor immune responses to transgenes expressed by the
vectors. Table 2 lists clinical trials of OAd-based cancer vaccines.

Ad5 [E1-, E2b-]-CEA(6D) or ETBX-011
Carcinoembryonic antigen (CEA), an oncofetal glycoprotein
antigen involved in cell adhesion, is present in the intestine,
liver, and pancreas of the fetus. Measurement of CEA has been
recommended as a prognostic indicator in colorectal cancer as
well as a surveillance tool for monitoring the tumor recurrence
(Miksad and Meropol, 2018).

An advanced Ad5 vector gene delivery platform with deletions
of E1, E2b, and E3 gene regions, known as Ad5 [E1-, E2b-
], was constructed as a cancer vaccine regardless of the
existence of pre-existing Ad5 immunity (Gabitzsch et al., 2015).
Based on this platform, ETBX-011 (Ad5 [E1-, E2b-]-CEA(6D)
was established to induce potent CEA-specific cell-mediated
immunity (CMI) through inserting the modified CEA gene
that encodes the highly immunogenic CAP1-6D peptide (Morse
et al., 2013). CAP1-6D modification of CEA has been shown
100–1,000 times more efficient in enhancing the sensitization
to CTLs, compared with the naïve CAP1 epitope (Zaremba
et al., 1997). Multiple phase I/II trails are now under way or
have been completed to evaluate the therapeutic efficacy of
ETBX-011. Morse et al. recruited 32 patients with metastatic
colorectal cancer into a dose-escalation trial (NCT01147965)

(Morse et al., 2013). No dose-limiting toxicities (DLTs) and AEs
that resulted in treatment discontinuation were observed in
32 patients, and the most common toxicity was a self-limited,
injection site reaction. CEA-specific CMI responses were still
observed in the setting of Ad5-specific immunity existing in
61.3% of patients. Importantly, 25 patients who were treated
with ETBX-011 at least two times experienced a 12-month
survival probability of 48% (Morse et al., 2013). In their extended
evaluation on long-term overall survival, the 29-month overall
survival probability of all 32 patients was 20% with a median OS
of 11 months (Balint et al., 2015). Peripheral blood mononuclear
cells (PBMC) samples from two patients were available for
additional immune analyses, which detected activated CD4+ and
CD8+ T cells in a postimmunization sample with high CMI
activity. Unfortunately, comparisons for significance in survival
time in this study cannot be made since there was no active
control group (Balint et al., 2015).

Ad5-PSA
Prostatic epithelial cells secrets prostate specific antigens (PSA),
which belongs to tissue kallikrein-related peptidase family
(Prassas et al., 2015). PSA is considered a target for prostate
cancer treatment because it is exclusively derived from prostate
tissue and participates in prostate cancer signaling pathways
such as angiogenesis, invasion, and tumor microenvironment
regulation (Moradi et al., 2019).

In a murine prostate cancer model, Ad5 with the insertion
of a full-length PSA gene (Ad5-PSA) activated a strong anti-
PSA immune response that suppressed growth rate of PSA-
generating tumor (Elzey et al., 2001). Lubaroff et al. (2009)
treated 32 patients with hormone-refractory metastatic prostate
cancer by injecting a single dose of an Ad5-PSA vaccine.
This vaccine was proven safe with no serious treatment-related
AEs. Thirty-four percent of vaccinated patients produced anti-
PSA antibodies and 68% produced anti-PSA T-cell responses.
Notably, 55% of patients survived longer than expected survival
times calculated using Halabi nomogram (Lubaroff et al.,
2009). In order to determine the therapeutic efficacy of the
vaccine, researchers enrolled 81 patients with recurrent or
hormone-refractory prostate cancer in a phase II clinical trial
(NCT00583024) (Lubaroff et al., 2012). The preliminary results
showed that all of the patients with recurrent prostate cancer
and 67% of patients with hormone-refractory prostate cancer
had anti-PSA immune responses above the levels detected prior
to vaccination (Lubaroff et al., 2012). However, this trial that
determine the PFS and OS in these patients would necessitate
many years of observation because of the slow growth of
prostate cancer cells.

Coadministration of Multiple Types of
Cancer Vaccines
The potential advantages of adenoviruses as basis for cancer
vaccines have been proven in several preclinical and clinical
trials (Majhen et al., 2014). Although these findings are
certainly encouraging, the majority of studies remains in
phase I/II trials where adenovirus-based vaccines still show
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TABLE 2 | Clinical trials on OAd-based cancer vaccines.

OAd name Transgene Indication Combination therapy Clinical trial number Phase

ETBX-011
(Ad5 [E1-,
E2b-]-
CEA(6D)

CEA Colon cancer
Lung cancer
Breast cancer

– NCT01147965 I/II

Neoplasms
Prostate cancer
Lung cancer
Breast cancer
Colon cancer

ETBX-061 (Ad5 [E1-,
E2b-]-MUC-1)
ETBX-051 (Ad5 [E1-,
E2b-]-brachyury)

NCT03384316 I

Ad5-PSA PSA Hormone refractory prostate
cancer

– NCT00583024 II

ETBX-071
(Ad5 [E1-,
E2b-]-PSA)

Metastatic castration-resistant
prostate cancer

ETBX-061 (Ad5 [E1-,
E2b-]-MUC-1)
ETBX-051 (Ad5 [E1-,
E2b-]-brachyury)

NCT03481816 I

Ad-
MAGEA3

MAGE-A3 Advanced/metastatic solid
tumor

MG1-MAGEA3 NCT02285816 I/II

Non-small cell lung cancer MG1-MAGEA3,
pembrolizumab

NCT02879760 I/II

few treatment outcomes in advanced cancer patients. Tumor
heterogeneity and low immunogenicity of target antigens
may be the main reason for constraining the development
of adenovirus-based cancer vaccines. To overcome these
barriers, coadministration of multiple types of cancer vaccines
has been proposed.

Elzey et al. (2001) demonstrated that large (500–1,000 mm3)
established prostate tumors in mice were efficiently eliminated
by injection of Ad5-PSA in combination with recombinant
canarypox viruses (ALVAC) encoding IL-12, IL-2, or TNF-
α 7 days later. Melanoma-associated antigen 3 (MAGE-A3)
is specifically expressed in the placenta and germline cells
of the testis but frequently overexpressed in sarcoma and
other tumor tissues (Conley et al., 2019). Maraba virus
belongs to the vesiculovirus genus of the Rhabdoviridae family
and MG1 strain of the Maraba virus has shown oncolytic
activity in numerous preclinical cancer models (Pol et al.,
2018). Pol et al. (2019) constructed adenovirus and Maraba
virus vectors to express human MAGE-A3 (Ad-MAGEA3,
MG1-MAGEA3), leading to engage multiple effector immune
cells against hMAGEA3 in macaques. Boosting with MG1-
MAGEA3, Ad-MAGEA3 induced the expansion of hMAGE-A3-
specific CD4+ and CD8+ T cells, which reached a peak and
persisted for several months (Pol et al., 2019). Using the same
strategies, two phase I/II clinical trials are underway to evaluate
the ability of the Ad:MG1 approach for clinical treatment.
The first trial utilized MG1-MAGEA3 with or without Ad-
MAGEA3 to treat patients with advanced MAGE-A3-expressing
solid tumors (NCT02285816). The second one tested MG1-
MAGEA3 with Ad-MAGEA3 in patients with non-small cell lung
cancer (NSCLC) combined with pembrolizumab, an anti-PD-L1
antibody (NCT02879760). An open-label phase I trial conducted
by Gatti-Mays et al. (2020) (NCT03384316) enrolled nine
patients with colorectal cancer and one with cholangiocarcinoma
to evaluate the synergic effect of three therapeutic vaccines

(ETBX-011, ETBX-061, and ETBX-051). These vaccines based
on the Ad5 [E1-, E2b-] platform targeted three TAAs—CEA,
MUC-1, and brachyury, respectively. Antigen-specific T cells
to at least one TAA encoded by vaccines were generated
in all patients, and 67% of them developed CEA-specific
T-cell responses after vaccination. There were only temporary
treatment-related AEs, including injection site reactions and
flu-like symptoms (Gatti-Mays et al., 2020). Recently, Bilusic
et al. (2021) combined three therapeutic vaccines (ETBX-071,
ETBX-061, ETBX-051) to treat 18 patients with metastatic
castration-resistant prostate cancer (NCT03481816). ETBX-071
is a PSA-targeting vaccine that employs Ad5 [E1-, E2b-]
platform inserting a PSA gene (Ad5 [E1-, E2b-]-PSA). There
was no grade > 3 treatment-related AEs or DLTs in all
patients, indicating that these three vaccines were tolerable
and safe. The median PFS was 22 weeks and 47% of patients
mounted immune responses to PSA, MUC-1, and brachyury
(Bilusic et al., 2021).

ONCOLYTIC ADENOVIRUS AND
IMMUNE CHECKPOINT INHIBITORS

Immune checkpoints refer to the set of inhibitory pathways
that limit collateral tissues damage when the immune system
is responding to pathogenic infection and also maintain self-
tolerance to prevent autoimmune diseases (Pardoll, 2012; Abril-
Rodriguez and Ribas, 2017). Tumor cells disguise themselves
as regular components of the human body to escape from
immune elimination by immune checkpoint pathways (Li et al.,
2019). Therefore, the blockades of the immune checkpoints
can unleash the brake of the immune system and induce
antitumor immune responses (Abril-Rodriguez and Ribas,
2017). Immune checkpoint inhibitors (ICIs), which block
immune checkpoints to enhance T-cell-mediated immune
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responses against cancer cells, have substantially improved
clinical outcomes in multiple malignancies (Sharma and Allison,
2015). Major targeted immune checkpoints include cytotoxic
T lymphocyte-associated antigen 4 (CTLA-4), PD-1, and its
ligand, PD-L1. Activation of T cells results in accumulation
of CTLA-4 at the interface between T cell and APC, reaching
a level where it opposes CD28 costimulation and abrogates
an activated T-cell response (Sharma and Allison, 2015). On
the other hand, PD-1 and PD-L1 protect malignant cells from
T-cell attack via interfering with signaling mediated by the
T cell antigen receptor (Han et al., 2020). Given that anti-
CTLA-4 therapy and anti-PD-1/PD-L1 therapy only benefits a
fraction of patients because of the immunosuppressive tumor
microenvironment, there are ongoing efforts to reverse immune
suppression and create a more favorable microenvironment
for ICIs. To achieve this, combining OAds and ICIs is a
potent approach. Table 3 lists clinical trials of OAds in
combination with ICIs.

ONCOS-102
As noted above, ONCOS-102 is an OAd-encoding GM-CSF
transgene, and it was found to correlate with upregulated PD-
L1 expression in mesothelioma patients by Ranki et al. (2016).
Pembrolizumab is a humanized antibody suppressing the PD-
1/PD-L1-mediated interference of T-cell signaling. Kuryk et al.
(2019) observed synergistic antitumor effects in melanoma-
engrafted mice treated with the combination of ONCOS-102
with pembrolizumab. It is noteworthy that this combination
strategy could be more effective in reducing tumor volume than
pembrolizumab alone, suggesting that ONCOS-102 may promote
the therapeutic effects of pembrolizumab synergistically. These
findings provided the scientific rationale for a study to investigate

the efficacy of combination therapy for melanoma patients
who showed progression after PD-1 blockade (NCT03003676)
(Kuryk et al., 2019). Shoushtari et al. reported the efficacy
and safety of ONCOS-102 in combination with pembrolizumab
in nine patients with advanced melanoma (NCT02879669)
on the 34th Annual Meeting and Preconference Programs
of the Society for Immunotherapy of Cancer. A remarkable
rise in proinflammtory cytokines and circulating CD8+ T
cells was observed in all patients. Thirty-three percent of the
patients achieved complete or partial responses according to the
Response Evaluation Criteria in Solid Tumors (RECIST) 1.1.
There were no DLTs, and the most common AEs were chills
and fever associated with Ad replication. Disappointingly, one
patient was diagnosed with infectious colitis related to ONCOS-
102.

Furthermore, an ongoing phase I/II study combines
ONCOS-102 with durvalumab, an anti-PD-L1 antibody,
for the treatment of advanced peritoneal malignancies
(NCT02963831). The combination therapy seems to be
a promising strategy to activate immune responses in
anti-PD-1/PD-L1 refractory cancers.

Delta-24-RGD and Delta-24-RGDOX
Delta-24-RGD is an engineered adenovirus with a 24-base
pair deletion and an insertion of the RGD-4C peptide motif
into the adenoviral fiber knob. These modifications allowed
Delta-24-RGD to replicate more efficiently in low-CXADR-
expressing glioma cell lines (Fueyo et al., 2003). Delta-24-
RGD treatment elicited antitumor effects and correlated with
longer survival in preclinical models of pancreatic ductal
adenocarcinoma (PDAC) (Dai et al., 2017), gliomas (Martínez-
Vélez et al., 2019), atypical teratoid/rhabdoid tumor (AT/RT),

TABLE 3 | Clinical trials on OAds in combination with immune checkpoint inhibitors.

OAd name Transgene Combination therapy Indication Trial
number

Phase

ONCOS-102
(Ad5/3-D24-GM-CSF)

GM-CSF Pembrolizumab,
cyclophosphamide

Melanoma NCT03003676 I

Durvalumab Colorectal cancer,
ovarian cancer,
appendiceal cancer

NCT02963831 I/II

Delta-24-RGD
(DNX-2401)

Pembrolizumab Glioblastoma,
gliosarcoma

NCT02798406 II

LOAd703 CD40L, 4-1BBL Gemcitabine,
Nab-paclitaxel,
atezolizumab

Pancreatic cancer NCT02705196 I/II

Atezolizumab Melanoma NCT04123470 I/II

VCN-01 (Ad-E2F-
D24RGD-PH20)

PH-20 Durvalumab Head and neck
squamous cell
carcinoma

NCT03799744 I

OBP-301 Pembrolizumab Advanced solid tumor NCT03172819 I

Pembrolizumab Esophagogastric
adenocarcinoma

NCT03921021 II

CG0070 GM-CSF Pembrolizumab Non-muscle invasive
bladder cancer

NCT04387461 II

Ad-MAGEA3 MAGE-A3 MG1-MAGEA3,
pembrolizumab

Non-small-cell lung
cancer

NCT02879760 I/II
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and central nervous system primitive neuroectodermal tumor
(CNS-PNET) (Garcia-Moure et al., 2020). A phase I clinical
trial of Delta-24-RGD was conducted in 37 patients with
recurrent malignant glioma (NCT00805376) (Lang et al.,
2018). Of the 25 patients receiving single Delta-24-RGD
administration, 20% survived more than 3 years, and three
patients had over 95% reduction in tumor volumes. No
DLTs were observed in this study and only two patients
experienced grades 1 to 2 AEs related to Delta-24-RGD (Lang
et al., 2018). Analyses of posttreatment surgical specimens
showed that transmembrane immunoglobulin mucin-3 (TIM-
3) was downregulated, which indicated that Delta-24-RGD
may partially overcome T-cell exhaustion and thus relieve
tumor immunosuppression (Wherry and Kurachi, 2015; Lang
et al., 2018). Delta-24-RGD is now tested in a phase II
clinical trial with pembrolizumab in 48 patients with recurrent
glioblastoma or gliosarcoma (NCT02798406) (Aiken et al.,
2019). The medium OS of patients treated with delta-24-RGD
and pembrolizumab was 12 months, and three patients were
alive more than 20 months. Forty-seven percent of patients
experienced stable disease or better, and two had over 94%
regression of tumor from Delta-24-RGD administration. The
majority of AEs were mild to moderate and unrelated to Delta-
24-RGD (Aiken et al., 2019). However, Aiken et al. (2019)
did not assign patients to Delta-24-RGD or pembrolizumab
monotherapy groups. Owing to the lack of comparison
between combination therapy and monotherapy, the effect
of Delta-24-RGD to the pembrolizumab monotherapy is
difficult to interpret.

Delta-24-RGDOX is a variant based on the virus backbone
of Delta-24-RGD, which expresses immune costimulator OX40L
to induce superior tumor-specific immunity. Since Delta-24-
RGDOX injection induced upregulation of PD-L1 expression
on the glioma cells, Jiang et al. (2017) combined this virus
with an anti-PD-L1 antibody to overcome immunosuppression
mediated by PD-L1 expression, resulting in a long-term
survival rate of 85%. In the brains of the long-term surviving
mice, complete tumor regression was observed at the tumor
implantation site. Thus, Delta-24-RGDOX in combination
with an anti-PD-L1 antibody seems to have induced the
formation of immunological memory that prevented tumor
growth (Jiang et al., 2017).

Ad5/3-D24aCTLA4
Anti-CTLA4 antibodies can prevent the dysfunction of
T cells and potentiate tumor-specific immune responses
by blocking the activity of CTLA-4 (Sharma and Allison,
2015). Promising efficacy of anti-CTLA4 antibodies in
cancer immunotherapy have already been demonstrated
in several clinical trials, whereas severe immune-related
AEs occurred when normal cells were exposed to these
agents (Hodi et al., 2010). Currently, local administration
of anti-CTLA4 antibodies is a feasible strategy to increase
concentration at the target while reducing systemic AEs
(Aiken et al., 2019).

Subsequently, an OAd expressing a complete human
anti-CTLA4 monoclonal antibody (Ad5/3-D24aCTLA4)

was designed (Dias et al., 2012). T-cell activation and
direct proapoptotic effects mediated by anti-CTLA4
antibodies were observed in PBMC of patients with
advanced solid tumors but not those of normal donors.
Local expression of anti-CTLA4 antibodies resulted in
43-fold higher concentrations in tumor than plasma
(Dias et al., 2012).

OAds Expressing Anti-PD-L1 Antibody
Anti-PD-L1 antibodies have been extensively investigated to
improve durable response rate and overall survival of advanced
cancer (Xia et al., 2019). Tanoue et al. (2017) developed
a combinatorial adenovirus vector system which consists of
an oncolytic adenovirus and a helper-dependent adenovirus
expressing anti-PD-L1 antibodies (CAd-VECPDL1). In prostate
cancer xenograft mouse models, local production of PD-L1
blocking mini-antibodies by CAd-VECPDL1 in combination
with tumor-directed CAR T cells induced more potent antitumor
effects against bulky solid tumors than systemic infusion of anti-
PD-L1 IgG and CAR T cells (Tanoue et al., 2017). Chimeric
antigen receptor (CAR) T-cell therapy entails the genetic
modification of patient-derived T cells to express a CAR that
is designed to recognize tumor antigens and elicit tumor-
specific T-cell activation (Kosti et al., 2018). Compared with
physiologic T-cell receptor (TCRs), the CARs can recognize
more extensive tumor antigens independently of their expression
of major histocompatibility antigens (Ma et al., 2019). The
activation of T cells is accomplished by the intracellular
signaling domain of CARs containing CD3ζ chain linked with
zero or one or two costimulatory molecules such as CD28,
CD137, and CD134 (Wang Z. et al., 2017). Although CAR
T-cell therapy has produced striking clinical successes in the
treatment of hematologic malignancies, it has shown limited
responses in solid tumors (Kosti et al., 2018). Tanoue et al.
(2017) demonstrated that the combination of CAd-VECPDL1
and CAR T cells augmented the functionality of CAR T
cells against solid tumors and yielded oncolysis at the tumor
site. For optimizing effector function, Rosewell Shaw et al.
(2017) further modified CAd-VECPDL1 by adding an IL-
12p70 transgene (CAd12_PDL1) and found that combining
local administration of CAd12_PDL1 with systemic CAR T-cell
infusion prolonged survival in head and neck squamous
cell carcinoma (HNSCC) xenograft models and controlled
the growth of both primary and metastasized tumors in
orthotopic models of HNSCC. Bispecific tumor-targeted T-cell
engager (BiTE) molecules comprise two single-chain variable
fragment (scFv) regions, one of which targets tumor-expressed
antigens and another is specific for CD3, the invariable
part of TCR, leading to redirection of T cells to tumor
cells (Einsele et al., 2020). However, one characteristic of
BiTE molecules is their short serum half-life (Einsele et al.,
2020). CD44 variant 6 (CD44v6) is a marker of cancer stem
cells driving metastasis and is highly expressed in tumor
cells, with little expression in normal tissues (Todaro et al.,
2014). Porter et al. (2020) incorporated a BiTE molecule
targeting CD44v6 into a CAd-encoding IL-12p70 and anti-
PD-L1 antibody (CAdTrio) to warrant high BiTE levels in
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tumors of murine xenograft models. CAdtrio enhanced the
early and long-term antitumor activity of CAR T cells and
suppress tumor growth in xenograft mouse models through
expressing CD44v6.BiTE molecules, anti-PD-L1 antibodies, and
IL-12 (Porter et al., 2020). In addition, clinical trials are
ongoing to investigate the combinatorial strategies involving
OAds and ICIs. LOAd703 is intratumorally administered to
patients with PDAC (NCT02705196) and malignant melanoma
(NCT04123470) combined with atezolizumab, an anti-PD-L1
antibody. VCN-01 (Ad-E2F-D24RGD-PH20) is a genetically
modified OAd characterized by the selective replication in tumor
cells with high abundance of free E2F-1 and expression of
human hyaluronidase (PH-20) that enhanced intratumor spread
of the virus (Pascual-Pasto et al., 2019). Combination of VCN-
01 with durvalumab is evaluated in patients with recurrent or
metastatic HNSCC (NCT03799744). Moreover, a telomerase-
specific OAd (OBP-301) with hTERT promoter which can
regulate the expression of E1A and E1B genes has shown direct
and distant antitumor effects in a mouse model of prostate
cancer and renal cell carcinoma (Huang et al., 2008, 2010).
OBP-301 is currently utilized in a phase I study for patients
with advanced solid tumors combining with pembrolizumab
(NCT03172819). A phase II study of same combination therapy
is tested in patients with advanced gastric and gastroesophageal
junction adenocarcinoma who had progressed prior therapy
(NCT03921021). Furthermore, Kanaya et al. (2020) constructed
OBP-502 by adding the gene cassette expressing RGD peptide
in the E3 region of OBP-301. OBP-502 in combination with an
anti-PD-1 antibody significantly suppressed the tumor growth
in CT26 and PAN02 bilateral subcutaneous tumor models
(Kanaya et al., 2020).

CHALLENGES AND SOLUTIONS

In spite of superior antitumor effectiveness and tolerable safety
profiles, current oncolytic adenovirus immunotherapy still faces
challenges that limit the clinical application of it. To overcome
the limitations that include antiviral immune response and
obstruction of TME, some potential solutions are provided.

Most individuals have preexisting neutralizing antibodies
(NAbs) against different adenovirus types, because these viruses
are the cause of common respiratory infections (Yu et al.,
2012). Antiviral immune response mediated by NAbs remains
a major challenge in cancer immunotherapy with recombinant
Ad-based vectors, especially wild-type Ad5, as it can mitigate
their therapeutic capability, even leading to early therapy
termination (Balint et al., 2015). Substantial exposure to virus
such as systemic administration and multiple-dose regimens
results in high NAbs titers (Hemminki et al., 2012), and
thus most OAds are injected intratumorally to overwhelm
antiviral mechanisms. Alternatively, other strategies have been
utilized to avoid antibody neutralization including switching
Ad type (Hemminki et al., 2012), alternations in the Ad5
viral capsid (Roy et al., 1998), reductions in viral protein
expression (Morse et al., 2013), and polymer-coated adenovirus
(Wang C.-H. K. et al., 2011). A recent study has reported

a bifunctional adapter harboring the DE1 domain of the
adenovirus hexon and an established polysialic acid-specific
scFv as a tumor-specific ligand (Niemann et al., 2019). This
bifunctional adapter can retarget anti-adenoviral NAbs to tumor
cells for amplifying the therapeutic effectiveness and providing
a novel strategy to further exploit the potential of oncolytic
virotherapy (Niemann et al., 2019). Of note, the question of
Nabs is complex. The presence of neutralizing antiviral antibodies
before treatment seems to correlate with shorter survival of
cancer patients (Taipale et al., 2016). In contrast, NAbs had
no effect on survival duration in another study (Heo et al.,
2013). This is probably because the baseline antibodies titers
are often at low levels, thus NAbs may be unable to completely
block OAds when large amounts of virus are given in a
typical treatment.

Additionally, the TME represents as an obstruction against
virotherapy. In solid tumors, TME is composed of a complex
mixture of malignant cells and non-malignant tissues that
contain myeloid-derived suppressor cells, fibroblasts, endothelial
cells, and extracellular matrix (ECM) (Tian et al., 2019). The
dissemination of OAds throughout the entire tumor mass
is impeded by accumulation of fibroblasts, dense ECM, and
formation of neovasculature (Yamamoto et al., 2017). Therefore,
OAds targeting the ECM (Vera et al., 2016) and angiogenesis
(Choi et al., 2015) have been generated to overcome this
physical barrier. Based on Ad3 fiber protein, Yumul et al. (2016)
developed a self-dimerizing recombinant protein to trigger
the transient opening of epithelial junctions, thus breaching
barriers of epithelial cells and facilitating lateral virus spread.
Furthermore, owing to irregular structure of blood vessels
in tumors, the overall blood perfusion rates in tumors are
reduced, leaving poorly perfused or even unperfused regions
(Jain and Stylianopoulos, 2010). The inadequate perfusion
causes a hostile TME including hypoxia, low pH, and necrotic
tissue, which leads to drug resistance and tumor progression
(Jain and Stylianopoulos, 2010). Some of these obstacles have
been addressed while others still lack proper solutions. Lu
et al. (2015) constructed a potent OAd driven by hypoxia
response element, retaining its anti-tumor activity even in
significant areas of hypoxia. Recently, a hypoxia-responsive and
cancer-specific modified human telomerase reverse transcriptase
(H5CmTERT) promoter was generated to regulate replication of
an OAd (H5CmTERT-Ad) even under the hypoxia environment
(Oh et al., 2018).

CONCLUSION

With increasing numbers of genomic modification strategies,
impressive preclinical and clinical outcomes for modified
oncolytic adenoviruses are continuously emerging, and multiple
clinical trials are ongoing. OAds induce direct oncolysis and
upregulate the immunostimulatory signals intratumorally,
which can dramatically reduce local immunosuppression
and enhance tumor-specific immunity. Good safety and
tolerability of OAds have been confirmed in most extant
clinical trials. Nevertheless, virtually no monotherapy will
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likely defeat all immune evasion mechanisms. OAds in
combination with immune checkpoint inhibitors provides a
promising approach to achieve long-term tumor control in
patients who are unresponsive to systemic immune checkpoint
blockade. Further research of OAd requires more attention for
confronting the challenges, thus breaking its limitations and
maximizing efficacy of treatment with minimal systemic toxicity.
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