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A novel vaccinia virus enhances anti-tumor
efficacy and promotes a long-term anti-tumor
response in a murine model of colorectal cancer
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Colorectal cancer (CRC) is one of the leading causes of mortal-
ity and morbidity in the world, and there remains an urgent
need to develop long-lasting therapies to treat CRC and prevent
recurrence in patients. Oncolytic virus therapy (OVT) has
demonstrated remarkable efficacy in a number of different
cancer models. Here, we report a novel vaccinia virus (VV)-
based OVT for treatment of CRC. The novel VV, based
on the recently reported novel VVLDTKDN1L virus, was
armed with the pleiotropic cytokine interleukin-21 (IL-21) to
enhance anti-tumor immune responses stimulated after viral
infection of tumor cells. Compared with an unarmed virus,
VVLDTKDN1L-mIL-21 had a superior anti-tumor efficacy in
murine CMT93 subcutaneous CRC models in vivo, mediated
mainly by CD8+ T cells. Treatment resulted in development
of long-term immunity against CMT93 tumor cells, as evi-
denced by prevention of disease recurrence. These results
demonstrate that VVLDTKDN1L-mIL-21 is a promising ther-
apeutic agent for treatment of CRC.
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INTRODUCTION
Colorectal cancer (CRC) is the third most commonly diagnosed ma-
lignancy and the fourth leading cause of cancer death worldwide,1

with nearly two million new cases and one million fatalities reported
in 2018.2 Recent decades have seen a significant increase in the inci-
dence of CRC, and the global burden of CRC is expected to increase
by 60% to more than 2.2 million new cases and 1.1 million deaths by
2030.3 Common treatments of CRC include local surgical excision,
preoperative radiotherapy, extensive surgery for metastatic diseases,
palliative chemotherapy, and immunotherapy.4 These treatments
have limited impacts on the cure rate and long-term survival, espe-
cially for metastatic patients, and the 5-year survival rate for patients
with metastatic CRC remains very poor at approximately 12%.5,6

Development of new strategies to treat CRC are therefore imperative.

The recent success of cancer immunotherapy has demonstrated the
powerful ability of the immune system to detect and eradicate tumors,
inspiring scientists to explore new approaches to induce anti-tumor
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immune responses. Oncolytic virus therapy (OVT) involves the use
of tumor-targeted, replication-competent viruses to directly lyse tu-
mor cells and promote a proinflammatory immune environment
that supports the development of anti-tumor immune responses.7 Se-
lective tumor cell killing is a significant advantage of OVT over other
traditional therapies, including chemotherapy and radiotherapy,
which are highly toxic due to their ubiquitous targeting of replicating
cells. Anti-tumor immune responses induced byOVT have direct, tar-
geted efficacy on primary tumors but also induce immune surveillance
mechanisms that can clear metastatic tumors and prevent local tumor
recurrence.8 In 2015, the US Food and Drug Administration (FDA)
recognized the potential of OVT as a potent therapeutic option and
approved the gene-modified oncolytic herpes simplex virus (HSV),
Talimogene Laherparepvec (T-VEC), for use in advanced melanoma
patients, the first OVT to be approved in the United States.9

Vaccinia virus (VV), used extensively during the 1900s as the success-
ful smallpox vaccine, has many features that suggests it as one of the
most promising viruses for development of OVT,10 including a lack
of requirement for a specific surface receptor,11,12 the ability to repli-
cate in hypoxic environments,13 induction of immunogenic cell death
(ICD) pathways,10 an ability to induce vascular collapse within the tu-
mor microenvironment (TME),14,15 a large capacity for insertion of
exogenous genes, and a long-standing safety profile.16 Several wild-
type and genetically engineered VVs have been tested in preclinical
and clinical trials with encouraging results.10,17 The engineered west-
ern reserve (WR) strain of VVwith deletions of both thymidine kinase
(TK) and vaccinia growth factor genes (known as WRDD) is a
commonly used viral strain with strong tumor selectivity and reduced
toxicity conferred via the gene deletions but with effective anti-tumor
potency inmany tumor cell types.18We have evaluated the anti-tumor
potency andbio-distribution of differentVVstrains in vitro and in vivo
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and have determined that Lister strain VV demonstrates superior can-
cer-selective replication in human cancer cell lines and superior anti-
tumor potency using an in vivo colon carcinoma model compared to
WRDD.19 For tumor specificity, the TK gene of VV is commonly
deleted in VV backbones (named VVLDTK). TK is required for viral
DNA synthesis, rendering the virus replication incompetent in
healthy, nondividing cells, where host cell TK is absent, and targeting
replication to tumor tissues in which cellular TK, available during host
DNA synthesis, can be hijacked by the infecting virus.20,21 We have
recently reported that an additional deletion of the VV 13.8-kDa
N1L protein, a neurovirulence factor,22 can further increase the safety
profile of the virus (named VVLDTKDN1L) and enhance anti-tumor
immune responses, particularly adaptive CD8+ T cell and innate nat-
ural killer (NK) cell responses, consequent to viral infection, resulting
in superior anti-tumor efficacy of VVLDTKDN1L compared to
VVLDTK in a number of in vivo murine and hamster models of
cancer.23

Whereas OVT has shown great potential, research and clinical
experience has demonstrated that the use of viral agents alone is insuf-
ficient to achieve clinically meaningful responses. Powerful combina-
tion therapies are therefore sought, and VV has the necessary capacity
for incorporation of transgenes to selectively deliver additional thera-
peutic agents to the tumor.24 Interleukin-21 (IL-21) presents as a good
candidate for delivery in combination with VV, as it is a potent inducer
of T cell activation in vivo25,26 and can inhibit the development of sup-
pressive Foxp3+regulatory T (Treg) cells;27 induce maturation, activa-
tion, and cytolytic potential of natural killer (NK) and NKT (natural
killer T) cells;28,29 promote B cell production of tumor-specific immu-
noglobulin G (IgG);30 and inhibit angiogenesis by reducing expression
of vascular endothelial growth factor receptor 1 (VEGFR1) and tyro-
sine kinase with immunoglobulin-like and EGF-like domains 1(TIE1)
in endothelial cells.31 Significantly, there have been no reported
adverse effects, even when administered at high doses.31 Despite its po-
tential, the anti-tumor efficacy of IL-21 as a monotherapy appears
limited in early clinical trials.32 Recently, an oncolytic adenovirus
armed with IL-21 (Ad-CCL21-IL-21) demonstrated activity and the
induction of tumor-specific cytotoxicity of cytotoxic T lymphocytes
(CTLs) to telomerase reverse transcriptase promoter (TERT)-positive
tumor cells in vitro.33 Thus, we hypothesized that the potential of IL-21
could be more fully realized by the combination of IL-21 immuno-
therapy with our virotherapeutic regime.

Here, we demonstrate that VVLDTKDN1L, armed with IL-21
(named VVLDTKDN1L-mIL-21) is an effective anti-tumor agent
using in vivo murine models of CRC, inducing robust adaptive
T cell responses that can eliminate primary tumors and induce devel-
opment of anti-tumor immunity to prevent tumor recurrence.

RESULTS
VVLDTKDN1L-mIL-21 treatment improves survival in a murine

CRC tumor model

VVLDTKDN1L-mIL-21 was constructed using CRISPR-Cas9-
based homologous recombination to insert the IL-21 gene driven
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by the H5 promoter into the N1L region of the Lister strain VV
genome as recently described.34,35 To determine the biological
characteristics of VVLDTKDN1L-mIL-21 in vitro, cytotoxicity
and replication of the virus were compared to the unarmed virus
(VVLDTKDN1L-Red Fluorescent Protein (RFP)) in the CRC cell
lines CMT93 and CT26. CMT93 cells supported effective replica-
tion of VVLDTKDN1L-RFP and VVLDTKDN1L-mIL-21 (Fig-
ure 1A). CT26 cells supported replication of VVLDTKDN1L-RFP
to high levels, yet the replication of VVLDTKDN1L-mIL-21
remains at relatively low levels and peaked at about 40 plaque-
forming units (PFUs)/cell at 72 h postinfection (Figure 1A). The
cytotoxicity of VVLDTKDN1L-mIL-21 was moderately attenuated
in CMT93 and CT26 cells compared to VVLDTKDN1L-RFP (Fig-
ure 1B), but the virus remained competent at cell killing in these
cell lines. Additionally, replication and cytotoxicity were tested in
a panel of lung tumor cells to determine broader application,
and all cell lines examined supported VVLDTKDN1L-mIL-21 ac-
tivity (Figure S1). To assess IL-21 expression by VVLDTKDN1L-
mIL-21, CMT93 and CT26 cells were infected with virus and the
supernatant collected for IL-21 detection by ELISA at 24 h time
points postinfection. These data demonstrate effective production
of mIL-21 at all time points in both cell lines (Figure 1C). Concen-
tration of IL-21 in the supernatant reached its peak at 48 h
(CMT93) or 72 h (CT26) postinfection and subsequently decreased
due to its short half-life, as most infected cells were lysed conse-
quent to viral infection.

For analysis of anti-tumor efficacy in vivo, CMT93 subcutaneous tu-
mors were established in immunocompetent C57BL/6 mice, and
CT26 subcutaneous tumors were established in immunocompetent
BALB/c mice. Palpable tumors were injected intratumorally (i.t.)
for 6 days (days 1, 3, 5, 7, 9, and 11) using 1 � 108 PFU/injection
VVLDTKDN1L-mIL-21, VVLDTKDN1L-RFP, or PBS, and the tu-
mor growth was monitored. In the CMT93 subcutaneous model,
VVLDTKDN1L-mIL-21 was significantly more effective at control-
ling tumor growth and improving survival (Figure 1D) compared to
VVLDTKDN1L-RFP, and tumors treated with VVLDTKDN1L-
mIL-21 were cleared in 85.7% (6/7) of animals compared to 42.9%
(3/7) of mice treated with VVLDTKDN1L-RFP. In the CT26 subcu-
taneous model, both VVLDTKDN1L-RFP and VVLDTKDN1L-
mIL-21 treatment retarded tumor growth significantly compared
with PBS (Figure 1E), although VVLDTKDN1L-mIL-21 did not
show significant superior antitumor efficacy compared to the control
virus.

VVLDTKDN1L-mIL-21 treatmentmodulates the TME and splenic

T cell subsets

To determine how VVLDTKDN1L-mIL-21 exerts a therapeutic ef-
fect, CD4+ and CD8+ T cells infiltrating into CMT93 subcutaneous
tumors were examined using immunohistochemistry (IHC). After
three i.t. treatments (days 1, 3, and 5), VV coat protein was
detected in tumors treated with both VVLDTKDN1L-RFP and
VVLDTKDN1L-mIL-21, and IL-21 was detected after treatment
with VVLDTKDN1L-mIL-21 (Figure 2A). Both CD4+ and CD8+
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T cell infiltrations into tumors were increased after treatment with
control or IL-21-armed virus by day 7 (Figures 2A and 2B) and re-
mained elevated 14 and 20 days postinfection (Figures 2C and 2D),
although no difference in T cell infiltration was noted between the
control and IL-21-expressing virus.

Alterations of T cell subsets in spleens were also examined at each
time point following three i.t. injections of the virus. On day 7, af-
ter the first viral treatment, total CD3+ T cells from mice spleens
treated with VVLDTKDN1L-mIL-21 were significantly elevated
compared with that from mice treated with VVLDTKDN1L-RFP
or PBS (Figure 3A). This correlated with an increase in splenic
CD8+ T cells on day 7 after VVLDTKDN1L-mIL-21 treatment
compared to controls (Figure 3B); however, splenic CD4+ T cells
were significantly decreased after VVLDTKDN1L-mIL-21 treat-
ment compared with VVLDTKDN1L-RFP treatment (Figure 3C),
possibly reflecting an early mobilization of these cells to tumor
sites.

VVLDTKDN1L-mIL-21 treatment efficacy relies primarily on

CD8+ T cells

To examine in more detail the roles of different immune cells on vi-
rus-treatment efficacy of CMT93 subcutaneous tumors, CD8+ T,
CD4+ T, or NK cells were depleted by intraperitoneal (i.p.) injection
of depletion antibodies and subset depletion confirmed using flow cy-
tometry (Figure S2). Depletion of NK cells had no effect on the treat-
ment efficacy associated with VVLDTKDN1L-mIL-21, and CD4+

T cell depletion only modestly affected treatment efficacy (Figure 4).
However, depletion of CD8+ T cells had a significantly detrimental ef-
fect on the ability of VVLDTKDN1L-mIL-21 to control tumor growth
(Figure 4), demonstrating that VVLDTKDN1L-mIL-21 acts primarily
via adaptive CD8+ T cells to mediate anti-tumor effects in this model.

VVLDTKDN1L-mIL-21 treatment promotes memory T cell

formation and prevents CMT93 tumor recurrence

Central memory T cell subsets (CD8+CD44hiCD62LhiTcm) in mu-
rine spleens were analyzed by flow cytometry after 3 i.t. injections,
as above, according to gating criteria for memory T cells (Figure S3).
VVLDTKDN1L-mIL-21 significantly promoted Tcm-CD8 forma-
tion on days 14 and 20 after the first viral treatment (Figure 5A).
To determine whether these cells were able to prevent tumor recur-
rence and thus were indicative of robust anti-tumor effects, 30 days
after primary tumors were cleared by OVT, mice were rechallenged
with 1� 107 CMT93 cells (twice the number of cells compared to the
primary tumor cell inoculation). At day 1 after rechallenge, the vol-
ume of tumor tissues at the inoculation site of some mice reached up
to 100 mm3, due to the injection volume requiring dissipation.
Figure 1. Anti-tumor efficacy of VVLDTKDN1L-RFP and VVLDTKDN1L-mIL-21

(A) Production of infectious vaccinia virus (VV) in CMT93 cells and CT26 cells after infe

VVLDTKDN1L-RFP and VVLDTKDN1L-mIL-21 against CMT93 and CT26 cells. *p < 0.0

0.001. (D) CMT93 subcutaneous tumor volumes were decreased after i.t. treatment. *

CMT93 tumors was used to determine survival (right panel), n = 7. (E) CT26 subcutaneou

Meier analysis of treated mice bearing CT26 tumors was used to determine survival (rig
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Subsequently, the tumor volume gradually decreased to complete
disappearance with the absorption of PBS used for inoculation of
tumor cells and the activation of anti-tumor immunity that
prevented the growth of inoculated cells. Both VVLDTKDN1L-
RFP- and VVLDTKDN1L-mIL-21-treated mice were able to reject
CMT93 cells after rechallenge (Figure 5B), but VVLDTKDN1L-
mIL-21-treated mice were able to reject tumors more rapidly
compared to VVLDTKDN1L-RFP-treated mice, demonstrating
that OVT strategies not only eradicate the primary tumors but
also induce long-term antitumor immunity to prevent tumor
recurrence. We further examined interferon (IFN)-g production
by splenocytes taken from treated mice. Ex vivo stimulation with
mitomycin C (MMC)-treated CMT93 cells resulted in significantly
increased IFN-g expression in virus-treated groups compared with
that from PBS-treated mice (Figure 5C), with VVLDTKDN1L-
mIL-21 treatment trending toward more powerful stimulation
of anti-tumor immunity. Restimulation with an unrelated cell
line, MMC-treated CT26 CRC, was unable to induce IFN-g
expression, demonstrating an induction of specific anti-tumor im-
munity after virus treatment. Interestingly, only treatment with
VVLDTKDN1L-mIL-21 was able to significantly induce antiviral
immunity in this model. In the context of OVT, antiviral immunity
is a double-edged sword. On the one hand, it allows for increased
tumor targeting by immune cells that recognize viral antigen on
infected tumor cells. On the other hand, this may lead to more
rapid viral clearance that reduces the ability of the virus to promote
oncolysis. Given the improved efficacy noted in vivo using
VVLDTKDN1L-mIL-21, it may be assumed that in this model,
the former consequence has a more powerful effect than the latter,
and antiviral immunity may assist in promoting tumor destruction.

DISCUSSION
OVT is widely acknowledged as a validated immunotherapeutic strat-
egy against cancer, with strong potential to act in synergy with other
immunotherapies and conventional therapies to improve clinical out-
comes via induction of anti-tumor immune responses. VV has many
inherent characteristics that make it an ideal oncolytic agent for treat-
ment of pancreatic cancer;10 however, the limited therapeutic efficacy
noted in numerous clinical trials with oncolytic VV suggests that
treatment strategies must be optimized to address these limitations,
with emphasis placed on improving strategies for overcoming the
strongly immunosuppressive TME.36–38

We have recently described a novel oncolytic VV, based on the
Lister strain backbone that we found to have the most acceptable
therapeutic index in comparison to other strains of VV, including
the commonly used WR strain, originally reported as the most
in murine subcutaneous CMT93 and CT26 models

ction at an MOI of 5 PFUs/cell. ns, not significant; ***p < 0.001. (B) Cytotoxicity of

5. (C) mIL-21 expression by VVLDTKDN1L-mIL-21 in CMT93 and CT26 cells. ***p <

*p < 0.01, ***p < 0.001 (left panel). Kaplan-Meier analysis of treated mice bearing

s tumor volumeswere decreased after i.t. treatment. ***p < 0.001 (left panel). Kaplan-

ht panel), n = 7.



Figure 2. VVLDTKDN1L-mIL-21 therapy induces

infiltration of T cells into the CMT93 tumor

(A) Representative images of immunohistochemical (IHC)

staining for CD4+ T and CD8+ T cells, coat protein of VV,

and mIL-21 in CMT93 subcutaneous tumors collected on

day 7, n = 3/time point. (B–D) CD4+ T and CD8+ T cells

were counted in five high-power fields (HPFs) from each

tumor section (�200). Quantitative scores of lymphocyte

infiltration within tumors are shown. The scoring was

conducted within the subcutaneous tumor on days 7 (B),

14 (C), and 20 (D) after the first viral treatment. The extent

of positive cells was categorized into the following four

grades: 1, <15 cells/HPF; 2, 16–30 cells/HPF; 3, 31–45

cells/HPF; 4, >45 cells/HPF.
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Figure 3. T cell subsets in spleens from

VVLDTKDN1L-RFP- or VVLDTKDN1L-mIL-21-treated

mice of the CMT93 subcutaneous model

(A) CD3+ populations as a percentage of live cells in sple-

nocytes of treated mice assessed by gating on CD3+

populations. (B) CD8+ populations as a percentage of live

cells in splenocytes of treated mice assessed by gating on

CD3+CD8+ populations. (C) CD4+ populations as a per-

centage of live cells in splenocytes of treatedmice assessed

by gating on CD3+CD4+ populations. *p < 0.05, ***p <

0.001, n = 3/time point.
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Figure 4. VVLDTKDN1L-mIL-21 efficacy is mediated by CD8+ T cells in the

CMT93 subcutaneous model

CMT93 subcutaneous tumors were established in female C57BL/6 mice and

treated as described previously on days 1, 3, 5, 7, 9, and 11. The day before each

viral treatment, rat anti-mouse CD4, CD8, NK, or control monoclonal antibodies

were injected i.p. n = 7/group. Tumors were measured twice weekly. **p < 0.01,

***p < 0.001.
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potent strain of VV.18,19 Modification of tumor-specific VVL
(VVLDTK, with deletion of the viral TK gene) by removing the
N1L gene (VVLDTKDN1L) significantly enhanced both innate
and adaptive immune responses systemically and within the
TME after i.t. delivery compared to the parental VVLDTK, result-
ing in impressive anti-tumor efficacy in murine models of lung and
pancreatic cancer.23

Here, we report the biological characteristics and anti-tumor efficacy
of a novel VV armed with IL-21, VVLDTKDN1L-mIL-21, on CRC.
Despite the increase of therapeutic options available to improve prog-
nosis for CRC patients, it remains one of the most commonly diag-
nosed cancers, responsible for up to 10% of all cancer deaths yearly.
CMT93 cells, a murine CRC cell line, have a relatively low intrinsic
immunogenicity39 and as such, are not easily controlled by the im-
mune system. However, it has recently been demonstrated that infec-
tion with the oncolytic adenovirus could induce ICD pathways in
CMT93 cells, and we have shown that VV is able to induce ICD in
other tumor cell lines; thus, OVT represents a promising mechanism
by which to evoke immune responses against poorly immunogenic
tumors.40,41 Indeed, previous studies have demonstrated sensitivity
of colorectal tumor-initiating cells (TICs) to JX-594, the most clini-
cally advanced oncolytic VV—a significant finding, as TICs are gener-
ally resistant to standard therapeutic interventions.42 Here, we
demonstrated that whereas VVLDTKDN1L-RFP was able to exert
anti-tumor efficacy in the CMT93 cancer model, arming the virus
with IL-21 significantly enhanced this ability and improved long-
term survival of animals. Both viruses were able to induce CD8+
and CD4+ T cell infiltration into the tumor, but the IL-21-armed virus
was able to significantly enhance effector CD8+ T cell populations
within the spleen, suggesting that IL-21 promotes a higher production
of anti-tumor effector CD8+ T cells. Indeed, depletion of CD8+ T cells,
but not CD4+ T cells or NK cells, prevented the anti-tumor effect
associated with i.t. treatment using VVLDTKDN1L-mIL-21. Rechal-
lenge experiments also demonstrated that both viruses were able to
evoke long-term immunity against CMT93 tumor cells and prevent
tumor recurrence, although addition of IL-21 to the initial treatment
resulted in a more rapid clearance of secondary tumors.

We also tested the treatment efficacy of VVLDTKDN1L-RFP and
VVLDTKDN1L-mIL-21 on the CT26 subcutaneous model; both
viruses’ treatment could retard the tumor growth, yet the treatment
efficacy on CT26 models is largely worse than that on CMT93
models. The viral therapeutic efficacy of the virus depends partly
on the virus itself, VVLDTKDN1L-mIL-21 replication is signifi-
cantly reduced, with less potency in CT26 cells compared to the con-
trol virus (Figures 1A and 1B). This may explain the efficacy result
in vivo (Figure 1E). In addition, the different genetic backgrounds
of CT26 BALB/c mice (T helper [Th]2 dominant) and CMT93
C57BL/6 mice (Th1 dominant) may also affect the immunothera-
peutic efficacy of the viruses. Tumor heterogeneity is one important
factor affecting the efficacy of tumor therapy, so it is particularly
important to advocate personalized tumor therapy. All of these war-
rant further investigations.

Together, these results describe a rationally constructed OV-based
therapeutic platform for CRC that effectively addresses many of the
shortfalls of current OV-based platforms in clinical development
and may expand the therapeutic landscape for CRC patients.

MATERIALS AND METHODS
Viruses

VVLDTKDN1L-RFP was described previously.43,44 VVLDTKDN1L-
IL-21 (containing the mouse interleukin-21, named as
VVLDTKDN1L-mIL-21e) construction was described previously.34

Cell lines

All tumor cell lines were obtained from CRUK, Clare Hall, Herts, UK.
CV1 cells derived from African monkey kidney were obtained from
the American Type Culture Collection (ATCC). CMT93, CV1,
LLC, CMT64, CMT167, and CMT170 cells were maintained in Dul-
becco’s modified Eagle’s medium (DMEM) with 10% fetal bovine
serum (FBS). CT26 cells were maintained in Roswell Park Memorial
Institute (RMPI) 1640 with 10% FBS.

Cytotoxicity assay

VV was first diluted to a multiplicity of infection (MOI) of 1,000
PFUs/cell as initial concentration and then 1:10 serial dilutions
used to infect each column of a 96-well plate to a final concentration
of 10�5 PFUs/cell. Tumor cells were seeded at 2 � 103 cells per
well in 96-well plates and separately infected with viruses 16–18 h
later. Cell survival on day 6 after viral infection was determined
Molecular Therapy: Oncolytics Vol. 20 March 2021 77
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Figure 5. VVLDTKDN1L-mIL-21 promotes memory

T cell formation and prevents tumor recurrence in

the CMT93 subcutaneous model

(A) CD8+ Tcm populations as a percentage of CD8+ cells

in splenocytes of treated mice were determined using

FACS analysis (n = 9/group). *p < 0.05. (B) Mice that had

cleared tumors after i.t. treatment with VVLDTKDN1L-

RFP or VVLDTKDN1L-mIL-21 during efficacy experi-

ments were rechallenged 4 weeks later in the opposite

flank with 1 � 107 CMT93 cells and tumor growth

measured as done previously. VVLDTKDN1L-RFP (n = 3);

VVLDTKDN1L-mIL-21 (n = 6). **p < 0.01. (C) Splenocytes

from treated mice on day 20 after first viral treatment were

incubated for 72 h with MMC-treated CMT93 or MMC-

treated CT26, and IFN-g production in response to

stimulation was measured by ELISA. **p < 0.01.
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by 3-(4,5-dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-(4-
sulfophenyl)- 2H-tetrazolium(MTS) assay (Promega), according to
the manufacturer’s instructions, and EC50 values (viral dose killing
50% of tumor cells) were calculated as previously described.45 All as-
says were performed at least three times.

Viral replication assay

Tumor cells were seeded at 2 � 105 cells per well in three wells of
6-well plates in medium with 10% FBS, and infected with 5 PFUs/cell
78 Molecular Therapy: Oncolytics Vol. 20 March 2021
of VVLDTKDN1L-mIL-21 or VVLDTKDN1L-
RFP in media with 2% FBS 16–18 h later. Sam-
ples were collected at 24-h intervals up to 96 h
after infection, freeze thawed three times, and
titrated on CV1 cells to determine the 50% tis-
sue culture infective dose (TCID50), as previ-
ously described.46

In vivo animal studies

All animal studies carried out were approved by
the Animal Welfare and Research Ethics Com-
mittee of Zhengzhou University (Zhengzhou,
China).

Treatment efficacy experiments

5 � 106 CMT93 or CT26 cells were implanted
subcutaneously into the right flank of female,
5- to 6-week-old C57BL/6 or BALB/c (for
CT26 models) mice. When tumors reached
100 mm3, mice were divided into 3 groups
by matched tumor size to receive six i.t. injec-
tions of 1 � 108 PFU/100 mL VVLDTKDN1L-
mIL-21 or VVLDTKDN1L-RFP for treatment
or 100 mL PBS for control. Solutions were in-
jected slowly into established tumors to allow
injected solution to dissipate evenly during
the injection process. Tumor growth was
measured using electronic calipers until tu-
mors reached 1.44 cm2 (w � l) and the area plotted using the
following formula:

Tumor Volume =
pw2l
6

;

where w is width, and l is length.

Tumor growth curves were terminated upon the death of the first an-
imal in each group. Kaplan-Meier survival plots generated that the
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experimental animals were recorded as death when the tumor volume
reached 1,500 mm3.

Mechanism experiments

5 � 106 CMT93 cells were implanted subcutaneously into the right
flank of female, 5- to 6-week-old C57BL/6mice.When tumors reached
150 mm3, mice were randomly divided into three groups by
matched tumor size to receive i.t. injections of 1 � 108 PFU/
100 mLVVLDTKDN1L-mIL-21 or VVLDTKDN1L-RFP for treatment
or PBS for control on days 1, 3, and 5. On days 7, 14, and 20, subcu-
taneous tumors, spleens, and lymph nodes were collected from three
mice in each group for further investigation, including immunohisto-
chemistry (IHC), fluorescence-activated cell sorting (FACS) analysis,
and IFN-g release assay.

IHC

CMT93 subcutaneous tumors were collected, snap frozen, and stored
at�80�C. Frozen tissuewas processed for IHCanalysis ofVVcoat pro-
tein (1:50 rabbit anti-VV coat protein polyclonal antibody;MorphoSys
UK), mIL-21 (Abcam; ab5978) secretion, CD4+ T (BioLegend;
100402), and CD8+ T (BioLegend; 100702) cell infiltration.

IFN-g release assay

Spleens were collected from a CMT93 subcutaneous mice model and
maintained in T cell culture medium (RPMI medium, 10% FBS, 1%
penicillin-streptomycin, and 1% sodium pyruvate), and cells were
separated using a 70-mm cell strainer. Red blood cells were lysed using
red blood cell (RBC) lysis buffer (Sigma-Aldrich) and cells resus-
pended in complete T cell medium. 5 � 105/well/100 mL splenocytes
were seeded into each well of a 96-well plate in triplicate. Cells were
restimulated with 5 � 105 MMC-treated CMT93 cells or 5 � 105

MMC-treated CT26 cells. Restimulated splenocytes were incubated
for 72 h at 37�C, and the supernatant was collected for ELISA to
quantify IFN-g release.

mIL-21 and IFN-g ELISA

mIL-21 or IFN-g protein levels were quantified using IL-21 mouse
uncoated ELISA (Invitrogen; 88-8210-88) or mouse IFN-g uncoated
ELISA (Invitrogen; 88-7314-88), according to the manufacturer’s in-
structions. Data (pg/mL) were normalized to the IL-21 standard or
IFN-g standard provided by the kit.

FACS analysis

Spleens fromaCMT93 subcutaneousmicemodelwere collected, com-
bined with T cell culture medium, and then pushed through a 70-mm
cell strainer to create a single-cell suspension. Cells were centrifuged
and the pellet incubated in 5 mL RBC lysis buffer (Sigma-Aldrich).
Splenocytes (1 � 106) were prepared and stained with monoclonal
antibody (mAb) against mouse CD3 conjugated with phycoerythrin
(PE )(eBioscience), mAb against mouse CD4 conjugated with fluores-
cein isothiocyanate (FITC; eBioscience), mAb against mouse CD8
conjugated with allophycocyanin (APC) (eBioscience), mAb against
mouse CD44 conjugated with BV421 (eBioscience), and mAb against
mouse CD62L conjugated with PerCP-Cyanine5.5 (eBioscience).
Cells were examined using a BD FACSAria III flow cytometer, and
data were analyzed using Diva software.

Immune cell subset depletion in vivo

5 � 106 CMT93 cells were seeded subcutaneously into 5- to 6-week-
old C57BL/6 mice. When tumors reached 100 mm3, mice were
randomly divided into 5 groups by matched tumor size to receive
i.t. injections of 1 � 108 PFU/100 mLVVLDTKDN1L-mIL-21 twice
a week. Depletion mAbs against mouse NK (antibody clone
PK136), CD4 (antibody clone GK7.5), CD8 (antibody clone
TIB210), and control Ig (mouse anti-KLH mAb) were administered
i.p. the day before virotherapy in 200 mL PBS at 200 mg/injection.
Injections were continued twice weekly for the duration of the exper-
iment, and FACS analysis was used to confirm depletion. Tumor
volumes were measured twice a week as described above. Seven
mice per group were used.

Rechallenge of tumor-free animals

The C57BL/6 mice that underwent complete subcutaneous
tumor regression following VVLDTKDN1L-mIL-21 (n = 6) or
VVLDTKDN1L-RFP (n = 3) treatment were rechallenged with
1 � 107 CMT93 cells (twice the number of cells compared to the pri-
mary tumor cell inoculation) after primary tumors had been cleared
for 30 days. Tumor volumes were measured twice weekly.

Statistical analysis

Statistical analysis was performed using GraphPad Prism 5.0. The re-
sults were represented as mean ± SD. Comparison between groups
was performed using t test, one-way ANOVA, two-way ANOVA,
or Kaplan-Meier survival analysis. p <0.05 was considered significant.
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