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Oncolytic viruses are of significant clinical interest due to
their ability to directly infect and kill tumors and enhance
the anti-tumor immune response. Previously, we developed
KLS-3010, a novel oncolytic virus derived from the Interna-
tional Health Department-White (IHD-W) strain vaccinia vi-
rus, which has robust tumoricidal effects. In the present
study, we generated a recombinant oncolytic virus, KLS-
3020, by inserting three transgenes (hyaluronidase [PH-20],
interleukin-12 [IL-12], and soluble programmed cell death 1
fused to the Fc domain [sPD1-Fc]) into KLS-3010 and inves-
tigated its anti-tumor efficacy and ability to induce anti-tu-
mor immune responses in CT26.WT and B16F10 mouse tu-
mor models. A single injection of KLS-3020 significantly
decreased tumor growth. The roles of the transgenes were
investigated using viruses expressing each single transgene
alone and KLS-3020. PH-20 promoted virus spread and tu-
mor immune cell infiltration, IL-12 activated and reprog-
rammed T cells to inflammatory phenotypes, and sPD1-Fc
increased intra-tumoral populations of activated T cells. The
tumor-specific systemic immune response and the abscopal
tumor control elicited by KLS-3020 were demonstrated in
the CT26.WT tumor model. The insertion of transgenes
into KLS-3020 increased its anti-tumor efficacy, supporting
further clinical investigation of KLS-3020 as a novel oncolytic
immunotherapy.

INTRODUCTION

The recent success of cancer immunotherapy has led to a funda-
mental change in treatment of cancer. However, despite the clinical
efficacy of cancer immunotherapies, these modalities are unsuc-
cessful in many cancer types and individual patients." Several types
of solid cancer, such as colorectal cancer, pancreatic cancer, and
prostate cancer, are unresponsive or minimally responsive to
checkpoint blockade, and, even in responsive tumors such as mel-
anoma and lung cancer, currently available immunotherapies are

only successful in a subset of patients.' ™ Identifying the determi-
nant of the anti-tumor immunotherapy response is the focus of
many studies, and results suggest that tumoral expression of im-
mune checkpoints (e.g., programmed death-ligand 1 [PD-LI1]
and programmed cell death 1 [PD-1]) and neo-antigens derived
from genomic instability is correlated with a better response and
prognosis.” In addition, the presence of abundant and active im-
mune cells in tumors is a factor that determines the response to
immunotherapy.” Therefore, to improve the response of cancer pa-
tients to immunotherapy drugs, a multi-modal approach that can
target various factors is needed.

Oncolytic viruses (OVs) are an emerging immunotherapy
approach used to selectively kill tumor cells via natural tumor
tropism or virus engineering. OVs induce anti-tumor immune re-
sponses in the tumor microenvironment (TME) by mediating tu-
mor-specific antigen exposure to antigen-presenting cells for
acquisition of anti-tumor immunity.”” In addition, viral infection
itself boosts secretion of anti-viral cytokines (e.g., interferon
[IFN]) from infected cells, shifting the TME to a pro-inflammatory
environment.® These molecular events enhance the anti-tumor ef-
ficacy not only by localized tumor cell removal but also by the
enhancement of systemic anti-tumor immunity, thereby attenu-
ating development of distant metastases or relapse.” Despite these
features, several challenges preclude clinical use of OVs to treat
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cancer, such as physical blockade of virus dissemination within tu-
mors and immunosuppressive TMEs.

Although OV can infect tumor cells and induce their lysis by their
native characteristics, virus spread is attenuated by the physical bar-
riers between cancer cells (e.g., the extracellular matrix [ECM] and
connective tissue cells), which are a major obstacle to improving
the therapeutic efficacy of OVs. Another critical obstacle is the immu-
nosuppressive TME of solid tumors, which protects tumors from
functional anti-tumor immune responses. Therefore, viral infection
of tumor cells alone is not sufficient for induction of anti-tumor im-
mune responses to eliminate tumor cells. To overcome the current
limitations of the OV approach, combination treatment with other
anti-tumor therapies, or genetic modifications to equip OVs with
transgenes, have been widely utilized.” In our previous study, we
generated a novel OV, KLS-3010, by deleting three viral genes
(C11R, J2R, and K3L) from the vaccinia virus International Health
Department-White (IHD-W) strain.'® In the present study, KLS-
3010 was used as a viral backbone, and three transgenes were selected
to overcome the current limitations of OV approaches and increase
the therapeutic efficacy of KLS-3010. The therapeutic efficacy of
KLS-3020, the recombinant virus containing the three transgenes,
was evaluated, as were the effects of each transgene expressed singly.

First, the hyaluronidase PH-20, which degrades hyaluronic acid
(HA), a major tumor ECM component, was inserted. The purpose
of PH-20 expression was to enhance the spread of the oncolytic virus
within tumors by degrading the excessively dense ECM of tumors,
which hinders viral spread.'"”'* Next, we inserted the cytokine inter-
leukin (IL)-12 to activate natural killer (NK) cells and T cells and
stimulate maturation of dendritic cells (DCs) to enhance anti-tumor
immunity. Although non-clinical studies support the use of IL-12 as
an anti-tumor therapy, clinical trials of systemic IL-12 therapy re-
sulted in severe side effects, necessitating development of additional
modifications.” "
IL-12 delivery approach to maximize IL-12 delivery to the TME while
minimizing systemic exposure. Lastly, an extracellular domain of
(PD-1) fused to the Fc domain of immunoglobulin (Ig) G (sPD1-
Fc) was inserted to target PD-L1. PD-L1 is a representative immune
checkpoint molecule that is often expressed in tumor cells and some
immune cells such as DCs and is widely targeted by immunother-
apies.'®'® OVs increase effector T (T.g) cell infiltration to tumors,
although this effect is ultimately negated by upregulation of PD-L1
expression in tumors.'”*’ This barrier necessitates targeting of PD-
L1 to enhance the anti-tumor effects of OVs.”'** sPD1-Fc functions
as an interactor for PD-L1 on the surface of tumor cells and inhibits

In the present study, we applied an intratumoral

the interaction with PD-1 on the surface of immune cells to sustain
T cell immunity.24 Also, the Fc domain of sPD1-Fc induces anti-
body-dependent cell death.*

In the present study, we show that inserting PH-20, IL-12, or sPD1-
Fc into the KLS-3010 virus increases the anti-tumor effects of onco-
Iytic virotherapy in tumor-bearing mouse models, and that com-
bined expression of the three transgenes in KLS-3020 markedly
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suppresses in vivo tumor growth. Furthermore, KLS-3020 elicited
systemic tumor-specific immunity, suggesting its efficacy in
inducing immune surveillance to prevent the development of metas-
tases and relapse.

RESULTS

Construction and characterization of recombinant vaccinia
viruses

In a previous study, we generated the novel oncolytic virus KLS-3010
by deletion of three viral genes (CI1R, K3L, and J2R) from the
!9 KLS-3010 has robust anti-tumor ac-
tivity and activates the immune response in the tumor microenviron-
ment. To enhance its efficacy, we developed the KLS-3020 virus by in-
serting human PH-20, murine IL-12, and murine sPD1-Fc into
KLS-3010 (Figure 1A). Gene modifications in the desired sites were
confirmed by PCR (Figure S1), and transgene expression was
confirmed by western blotting to detect the expression of PH-20,
IL-12, and sPD1-Fc (Figure 1B). The expression of IL-12 was quanti-
fied in a time- and dose-dependent manner using an ELISA method
(Figure 1C). Recombinant vaccinia viruses (rVVs) containing each
single gene were also generated (KLS-3010-PH-20, KLS-3010-IL-12,
and KLS-3010-sPD1-Fc) (Figure S2).

vaccinia virus IHD-W strain.

Single injection of KLS-3020 significantly reduces tumor growth
in colon and melanoma tumor models

First, we investigated whether the anti-tumor efficacy of KLS-3020
was increased by transgene insertion into KLS-3010 in the
CT26.WT and B16F10 syngeneic tumor models. Because KLS-3020
is an oncolytic virus containing transgenes that activate anti-tumor
immune responses, we used immune-competent models instead of
immune-deficient animals such as athymic or severe combined im-
munodeficiency (SCID) mice. CT26.WT and B16F10 tumors were
used because they are considered immunologically “hot” and “cold”
tumors, respectively,”® and are thus appropriate to investigate the ef-
ficacy of KLS-3020 in tumors with distinct immunological features.
When the average tumor size reached about 100 mm?, PBS, KLS-
3010, or KLS-3020 (1 x 107 median tissue culture infective dose
(TCIDs) in CT26.WT tumors or 1 x 10° TCIDs, in BI6F10 tumors)
was injected intratumorally. A single injection of KLS-3020 inhibited
tumor growth more effectively than KLS-3010 in both tumor models
(Figure 2). In addition, KLS-3020 significantly prolonged the survival
of tumor-bearing mice compared with other groups.

PH-20 in rVV augments virus spread and immune cell infiltration
in tumors

To investigate the effects of each individual transgene on OV efficacy,
we first tested the effect of PH-20 on the TME. Substantial ECM depo-
sition in tumors functions as a physical barrier to suppress the spread
of OVs to adjacent tumor cells.”” Mainly, the tumor ECM comprises
proteins such as collagen, fibronectin, laminins, and tenascins, and
proteoglycans such as HA. HA is the most overproduced ECM mole-
cule in multiple tumor types and contributes significantly to the rigid-
ity of the tumor ECM.*® The amount of HA deposition is relatively
high in glioblastoma, skin melanoma, and uterine carcinoma and
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Figure 1. Construction and characterization of recombinant vaccinia viruses
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(A) Schematic diagram of the genomic structure of recombinant viruses. KLS-3010 was constructed by deleting three viral genes (C11R, K3L, and J2R) from IHD-W strain
vaccinia virus and three reporter genes (LacZ, eGFP, and GusA) were inserted to each locus of the deleted gene. KLS-3020 was constructed by inserting three transgenes
(PH-20, IL-12, and sPD1-Fc) to KLS-3010. ITR, inverted terminal repeat; LacZ, B-galactosidase; eGFP, enhanced green fluorescent protein; Gus A, B-glucuronidase. (B)
Protein expression of PH-20, IL-12, and sPD1-Fc by KLS-3020 were confirmed by western blot analysis. HelLa cells were infected with the corresponding virus at the
multiplicity of infection (MOI) of 0.05 and the cultured medium was harvested after 48 h for the analysis. (C) Time- and dose-dependent expression of IL-12 by KLS-3020 was
quantified by ELISA. For analysis of time-dependent expression, Hela cells were infected with KLS-3020 at an MOI of 0.01 and the medium was harvested after 24, 36, and
48 h for the analysis (left). For analysis of dose-dependent expression, Hela cells were infected with KLS-3020 at an MOI from 0.00025 to 0.008 and the medium was

harvested after 48 h for the analysis (right).

closely associated with HA synthase 2 (HAS) expression.””” There-
fore, we overexpressed PH-20, an enzyme that degrades HA, to
potentially increase the therapeutic efficacy of the OV by degrading
HA deposited in the tumor microenvironment.

We confirmed the enzymatic activity of PH-20 expressed by KLS-
3010-PH-20 using an in vitro HA degradation assay. CT26.WT
and B16F10 cells were treated with PBS, KLS-3010, or KLS-3010-
PH-20 (multiplicity of infection [MOI] = 0.1). At 72 h after infec-
tion, the media were harvested and assessed for its ability to degrade
HA. The media from cells treated with KLS-3020 showed bioactivity
at 20-30 U/mL, whereas those from cells treated with PBS or KLS-
3010 did not. The results suggest that PH-20 secreted from KLS-
3010-PH-20-infected cells successfully degraded HA (Figure S3).
Subsequently, to evaluate the effects of PH-20 on intratumoral virus
spread, PBS, KLS-3010, or KLS-3010-PH-20 was injected intratu-
morally into CT26.WT (1 x 10° TCIDs,) and BI6F10 tumors
(1 x 10° TCIDs,) when the average tumor size reached about
100 mm®. Three days after virus injection, tumors were harvested
and viral spread was compared. As KLS-3010 and KLS-3010-PH-
20 contain an enhanced green fluorescence protein (EGFP) gene
as a reporter, the fluorescent area within the tumor was measured.
The results showed that the EGFP+ area was significantly enlarged
by PH-20 expression in both tumor-bearing mouse models, suggest-
ing that HA degradation increases the spread of the OV
(Figure 3A).

Based on a previous study suggesting that degradation of the tumoral
ECM increases immune cell infiltration,”’ we examined whether im-
mune cell infiltration in the tumor was enhanced by KLS-3010-PH-
20. PBS, KLS-3010, or KLS-3010-PH-20 was injected intratumorally
into CT26.WT tumors at a dose of 1 x 10® TCIDs,, and tumors
were harvested 5 days later for analysis of intratumoral immune
cell populations. Injection of KLS-3010 or KLS-3010-PH-20
increased intratumoral infiltration of CD4" T cells and CD8"
T cells compared with PBS, and the intratumoral immune cell popu-
lation was further increased by KLS-3010-PH-20 (Figure 3B). Consid-
ering the total population of CD4" and CD8" T cells, PH-20 expres-
sion significantly increased the infiltration of immune cells. These
findings suggest that degradation of HA by expression of PH-20 in
KLS-3010-PH-20 increases virus transmission and immune cell infil-
tration in tumors.

IL-12in rVV increases T cell activation and differentiation

IL-12 is a pro-inflammatory cytokine that regulates the T cell and NK
cell responses, induces production of interferon-gamma (IFN-v) by
CD4" T, CD8" T, and NK T cells, and increases differentiation of
type I helper T (T};) cells. Therefore, we investigated the effect of
KLS-3010-IL-12 on T cell activation and differentiation in
CT26.WT and B16F10 tumor-bearing mice. After induction of tumor
formation, KLS-3010 or KLS-3010-IL-12 was injected into CT26.WT
tumors (1 x 10" TCIDs,) and B16F10 tumors (1 x 10° TCIDs,). PBS
was injected as a negative control. Five days following injection,
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Figure 2. In vivo anti-tumor efficacy of KLS-3020 in CT26.WT and B16F10 tumor-bearing mouse models

The in vivo anti-tumor effects of KLS-3020 were evaluated in various syngeneic mouse tumor models. CT26.WT (colon cancer) cells were subcutaneously injected to BALB/c
mice and B16F10 (melanoma) cells were subcutaneously injected to C57BL/6 mice. PBS or virus was intratumorally injected when average tumor volume reached about
100 mm?®. As a humane endpoint, the mouse was sacrificed when the individual tumor volume reached 2,000 mm?3. The average tumor volume (left), the individual tumor
volume (middle), and the survival rates (right) of PBS-, KLS-3010-, or KLS-3020-treated group are depicted. Data are expressed as the mean + SEM. *p < 0.05, **p < 0.01,

“**p < 0.001.

tumors were excised and intratumoral immune cell populations were
analyzed. The ratios of CD8" IFN-v™ cells within the total CD8" T cell
population, and CD4 IFN-y™ cells within the total CD4™ T cell pop-
ulation, were increased by KLS-3010 and KLS-3010-IL-12 when
compared with PBS (Figure 4A). Total tumoral populations of acti-
vated T cells, such as CD4*IFN-y* and CD8*IFN-v*, in both tumor
models were increased to a greater extent by KLS-3010-IL-12 than by
KLS-3010, supporting the immune-activating roles of IL-12 expres-
sion in rVVs (Figure S4). To precisely investigate the role of IL-12
in helper T cell differentiation, we also assessed the population of
Ty, (CD4TIL-4") cells relative to the Ty,; (CD4"IFEN-y™) cell popula-
tion. Differentiation into the Ty,; phenotype was increased by KLS-
3010, and further increased by KLS-3010-IL-12 (Figure 4A), while
differentiation into the Ty, cell phenotype was not changed by admin-
istration of either recombinant virus (Figure 4B). These changes eli-
cited by KLS-3010-IL-12 increased the Ty;/Ty, ratio in the tumor-
infiltrating CD4" T cell population by >2-fold, although the changes
were not statistically significant because of in-group variation. Taken
together, these findings indicate that arming KLS-3010 with IL-12
significantly increases T cell activation and induces differentiation
to the Ty,; phenotype in the TME.

sPD1-Fc in rVV sustains the active T cells

OVs eradicate tumors not only directly by infecting tumor cells and
inducing cell lysis but also by controlling tumor growth via activa-
tion of tumor-specific T cell responses. However, expression of the
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immune checkpoint molecule PD-LI in tumor cells and immune
cells such as DCs and tumor-associated macrophages (TAMs) de-
creases anti-tumor immunogenicity by binding to PD-1 on the
T cell surface and inducing T cell exhaustion.'”****** To overcome
PD-L1-mediated immunosuppression and to enhance the efficacy of
KLS-3010, the sPD1-Fc transgene was inserted into KLS-3010. To
determine the effects of KLS-3010-sPD1-Fc on sustaining the activ-
ity of T cells, we analyzed the activation status of tumor-residing
T cells after intratumoral injection of PBS, KLS-3010, or KLS-
3010-sPD1-Fc (CT26.WT tumors 1 x 10° TCIDs,; B16F10 tumors
1 x 10° TCIDs,). Five days after injection, tumors were excised and
intratumoral immune cell populations were analyzed. Ty,; (CD4"
IFN-v") cells and active T. (CD8'IFN-y") cells were increased by
KLS-3010 and increased further by KLS-3010-sPD1-Fc in both
models, indicating a significant increase of Tg cells caused by
sPD1-Fc (Figure 5A). Subsequently, we analyzed the tumoral Teg/
regulatory T (T,g) ratio to determine the population of active im-
mune cells relative to that of suppressive immune cells. Teg (CDh4*
CD25"FoxP3™) cells are major suppressors of IFN-y secretion from
CD4" T cells and CD8" T cells, which diminishes active T cell
numbers and facilitates tumor immune escape.”* KLS-3010 and
KLS-3010-sPD1-Fc did not affect the population of Ty cells in
CT26.WT tumors but increased the T, cell population in
B16F10 tumors (Figure 5B). However, KLS-3010-sPD1-Fc increased
the Teg/Treq ratio compared with the effect of KLS-3010 in both
models, although this reached statistical significance only in
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Figure 3. Expression of PH-20 by rVV enhances viral spread and immune cell infiltration

To investigate the viral spread and immune cell infiltration by PH-20 transgene expression, PBS, KLS-3010, or KLS-3010-PH-20 was intratumorally injected to mice bearing
CT26.WT (1 x 108 TCIDs0) or B16F10 (1 x 10° TCIDs0) tumor. (A) After 3 days from virus injection, the spread of the oncolytic virus was assessed by the distribution of eGFP
by confocal microscopy. Scale bar, 500 um. The fluorescent area was quantified based on three different pictures from each mouse (n = 3, total nine pictures). (B) After 5 days
from virus injection, the CT26.WT tumor was harvested and the populations of tumor-infiltrating CD4* T cell, CD8 T cells, and total CD4* T cells and CD8" T cells were
assessed by flow cytometry (n = 6). Data are expressed as the mean + SEM. *p < 0.05.

CT26.WT tumors (Figure 5C). As the proportion of total Ty.4 cells
in the BI6F10 model was markedly lower than that in the CT26.WT
model (5.91% in CT26.WT vs. 0.25% in B16F10 of each PBS group),
the significant increase in the number of total Teg cells could be
more important than the subtle changes in the number of total
Tyeg cells in the B16F10 tumor model with respect to generation
of anti-tumor immunity by KLS-3010-sPD1-Fc. The results suggest
that sPD1-Fc expression sustains T cell activity, thereby increasing
the population of active T cells in the TME by inhibiting the inter-
action between immune checkpoint molecules.

KLS-3020 strengthens the immune response in tumors

The results showing that the expression of each individual transgene
augmented the immune response in tumors prompted us to investi-
gate whether KLS-3020 containing all three transgenes had the
same effects. When the average tumor size reached about 100 mm?>,
PBS vehicle control, KLS-3010, or KLS-3020 was injected intratumor-
ally (CT26.WT 1 x 107 TCIDsp; B16F0 1 x 10° TCIDs,). Combined
expression of the three transgenes would be expected to induce a
considerably greater immune response and, therefore, the injection
dose of KLS-3020 was determined to be 10-fold lower than that of
KLS-3010 with each transgene. Five days after injection, tumors
were excised for measurement of intratumoral immune cell infiltra-
tion, activation, and differentiation. Compared with KLS-3010,

KLS-3020 significantly enhanced intratumoral infiltration of CD4"
T cells in the CT26.WT model and CD8" T cells in the BL6F10 model
(Figure 6A). The total number of tumor-infiltrating CD4" T cells and
CD8" T cells in both models was increased markedly by KLS-3020
compared with that in the PBS group or the KLS-3010 group. The
active subpopulation of infiltrating CD4" and CD8" T cells was also
increased by KLS-3020 compared with PBS or KLS-3010 (Figure 6B),
which led to the increased number of active T, cells in both models
and Ty, cells in the CT26.WT model (Figure S5). Regarding helper
T cell differentiation, KLS-3020 increased the Ty cell population
by >1.5-fold compared with KLS-3010 in both models, but had no ef-
fect on the Ty, cell population (Figure 6B). Activation and differenti-
ation of T cells increased T cell populations and the Teg/T g ratio in
tumors injected with KLS-3020 relative to tumors injected with KLS-
3010 (Figure 6C). Although KLS-3020 increased the number of T,.g
cells in the CT26.WT model significantly, the T/ Treq
models was increased consistently by KLS-3020 relative to KLS-
3010. The pattern of changes in T cell activation and differentiation

ratio in both

were consistent with those induced by single expression of IL-12 or
sPD1-Fc (Figures 4 and 5). The results also showed that changes,
including immune infiltration and T ¢ population, occurred at a com-
parable level in response to a 10-fold higher dose of KLS-3010-PH-20
or -sPD1-Fc. In addition, T helper type I differentiation and cytotoxic
T cell activation were further increased by the same dose of

Molecular Therapy: Oncolytics Vol. 30 September 2023 305


http://www.moleculartherapy.org

A
CT26.WT
N *
50 B 40 x
1

2z 2830
T =3

iy 252
82 -

8¢ 8¢ 10
o £ o £
£ 10 £

0 0

PBS KLS-3010 KLS-3010 PBS KLS-3010 KLS-3010
AL-12 -L-12
B16F10
100 50 L

3 80 2z 40
. i
0

260 2230
; ° z?" °

=840 E3 2
80 g0
=

O £ 5 G £ 4

0 0

PBS  KLS-3010 KLS-3010 PBS  KLS-3010 KLS-3010
-L-12 AL-12

Molecular Therapy: Oncolytics

B
CT26.WT
3.0 60
_25 50
2R
=< (<]
3 o 2.0 2 40
b o e
Y15 ® 30
-4 ':v
2810 = 20
©c
0.5 10
0.0 0
PBS  KLS-3010 KLS-3010 PBS  KLS-3010 KLS-3010
AL-12 -IL-12
B16F10
3.0 50
25
o o 4
T 5 20 2
Bz i)
Y 015 8
E =
58 X 20
86 1.0 E
[
£ 05 10
0.0 0
PBS  KLS-3010 KLS-3010 PBS  KLS-3010 KLS-3010
-IL-12 -L-12

Figure 4. Expression of IL-12 by rVV increases T cell activation and differentiation

To investigate the T cell activation and differentiation by IL-12 transgene expression, PBS, KLS-3010, or KLS-3010-IL-12 was intratumorally injected to mice bearing
CT26.WT (1 x 10" TCIDso) or B16F10 (1 x 10° TCIDs0) tumor when the average volume reached about 100 mm? (n = 5). (A) The populations of activated cytotoxic T (T,) cells
in CD8* T cells and type | helper T (Ty;) cells in CD4™ T cells in tumor were assessed by flow cytometry. (B) The population of type Il helper T (T},,) cells in CD4* T cells in tumor
was assessed by flow cytometry and the ratio of Ty,1/Te was calculated. Data are expressed as the mean + SEM. *p < 0.05.

KLS-3010-IL-12. Taken together, these data demonstrate that com-
bined expression of the three transgenes has interactive effects that
strengthen the immune response induced by each transgene in
the TME.

KLS-3020 induces systemic anti-tumor immune activation

For improved tumor control and inhibition of tumor relapse, the
systemic anti-tumor immune response must be activated. Therefore,
we investigated whether KLS-3020 induced a systemic cancer-spe-
cific immune response in tumor-bearing mice. Because the develop-
ment of adaptive immunity requires several days to a few weeks and
B16F10 tumors were more likely eliminated by single injection of
KLS-3020 within a short time (Figure 2, lower panel), we hypothe-
sized that the duration of tumor-associated antigen (TAA) presenta-
tion to immune cells was shorter in B16F10 tumors than in
CT26.WT tumors. Therefore, we selected CT26.WT tumor-bearing
mice for the study. To maximize the immune response induced by
the OV, we performed multiple injections of KLS-3020 following
previously published protocols.”*® PBS or KLS-3020 (8 x 10’
TCIDsg; three injections at 2-day intervals) was intratumorally in-
jected into CT26.WT tumors when the average tumor size reached
about 100 mm®. Twenty-eight days after the first injection, we
excised the spleen, exposed splenocytes to CT26.WT cells, and as-
sessed the number of IFN-y-positive splenocytes. The enzyme-
linked immunospot (ELISPOT) assay showed that splenocytes
from mice treated with KLS-3020 formed a greater number of spots
consisting of IFN-y-positive splenocytes after stimulation with
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CT26.WT cells than splenocytes from mice treated with PBS (p =
0.052; Figure 7A). Although the spot count changes were not statis-
tically significant, the marked increase indicated induction of a
tumor-specific immune response in immune cells distant from the
tumor mass. To assess the ability of KLS-3020 to induce a systemic
immune response against tumors, we investigated whether KLS-3020
could control tumors not treated with KLS-3020, as well as those
treated with KLS-3020. For this purpose, we established a bilateral
syngeneic mouse tumor model by implanting CT26.WT tumor cells
into the right and left flanks of BALB/c mice. We implanted 5 x 10
cells in the right flank as a test article-injection tumor and 5 x 10*
cells into the left flank as a non-injection tumor. Several days are
required after exposure to TAA to induce a systemic immune
response; during this time, the tumor mouse model should not reach
the humane endpoint (i.e., the sum of the two tumor volumes of
mice in all groups should be <2,000 mm?). To satisfy these condi-
tions, we used a bilateral tumor model in which different numbers
of tumor cells are injected into each side.”” ™’ Subsequently, we in-
jected KLS-3020 only into the right flank tumor (1 x 107 TCIDsg;
three injections at 2-day intervals). Eighteen days after the first injec-
tion, tumors injected with KLS-3020 almost completely regressed,
and the size of the untreated distal tumor did not increase signifi-
cantly (Figure 7B). In summary, KLS-3020, an OV expressing
PH-20, IL-12, and sPD1-Fc, demonstrated significant potential as
anti-cancer therapy due to successful enhancement of both oncolytic
activity and systemic anti-tumor immune responses in comparison
to the parent virus without transgene expression.
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Figure 5. Expression of sPD1-Fc by rVV sustains activated T cells in tumor

The maintenance of T cell activation by sPD1-Fc expression was measured following the intratumoral injection of PBS, KLS-3010, or KLS-3010-sPD1-Fc to mice bearing
CT26.WT (1 x 108 TCIDsg) or B16F10 (1 x 10° TCIDsg) tumor (n = 5). (A) The population of activated T cells and Thy cells in in tumor were assessed by flow cytometry. Then
Tesr cells in tumor were calculated. (B) The population of regulatory T (Tyeg) cells in CD4™ cells or in tumor was assessed by flow cytometry. (C) The T/ Treg ratio was calculated.
Data are expressed as the mean + SEM. *p < 0.05.

DISCUSSION
Cancer immunotherapy is an intensely investigated therapeutic mo-  cules, and immunosuppressive differentiation."*" Therefore, immu-
dality that is highly effective in multiple tumor types, e.g., lung and  notherapies are only effective in a subset of tumor types lacking these
skin cancers. However, cancer cells utilize multiple strategies to evade ~ capabilities. Development of improved immunotherapies to bypass
and suppress anti-cancer immune responses, such as prevention of  these defenses will address a significant unmet clinical need.

immune cell recruitment, expression of immune checkpoint mole-
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OVs are emerging as promising anti-tumor agents that reverse tu-
mor-mediated immunosuppression via unique mechanisms. In addi-
tion to selective tumor lysis, OVs induce changes in the TME by acti-
vating both the innate and adaptive immune responses.** Similar to
other immunotherapies, the efficacy of OVs is closely related to the
status of the TME, and most components in the TME inhibit the ef-
ficacy of OVs. Suppression of OV spread by barriers such as a dense
ECM deposited in tumors is a significant limiting factor that reduces
viral transmission following intratumoral injection.*>** Furthermore,
mechanisms of immunosuppression in the TME, such as expression
of immune checkpoints on various cells, can restrict OV-mediated
activation of antitumoral immunity.*’

In the present study, we generated KLS-3020, a novel oncolytic virus
engineered with three transgenes to maximize the therapeutic efficacy
of virotherapy. The ECM occupies the extracellular region in the TME
and the rigid structure of the unusually dense ECM functions as a
physical barrier to inhibit viral spread to initially uninfected tumor
cells. The impenetrability of the TME ECM can be also an obstacle
to immune cell infiltration.””*” Although ECM profiles differ be-
tween tumor types, HA is a major ECM component secreted by can-
cer-associated fibroblasts in the TME.”® To overcome the ECM-
related limitations of OVs, we introduced PH-20 into the KLS-3010
to degrade HA in the TME. PH-20 significantly increased infection
of tumor cells by the virus as well as subsequent tumoral infiltration
of T cells (Figure 3). Prior studies investigating the effects of ECM
degradation by OVs demonstrated the additive advantages of this
process. Degradation of the ECM was related to the increase of oncol-
ysis, in vivo efficacy, and the upregulated expression of transgenes en-
coded by OVs via increased viral replication and infection.*>****
These findings support the significant role of PH-20 in increasing
the effects of the transgenes inserted into KLS-3020.

IL-12 is a potent pro-inflammatory type 1 cytokine that has long been
studied as a potential cancer immunotherapy agent. The significant
effects of IL-12 on immune activation, and the subsequent anti-tumor
effects mediated by IFN-y expression in T and NK cells, are well
accepted.” IL-12 was a successful anti-tumor agent in preclinical
studies.”” These findings prompted multiple clinical studies in the
mid-1990s, in which IL-12 was administered as a systemic cytokine
therapy, but these trials failed due to severe unmanageable toxicity.*’
As an alternative approach, localized expression of IL-12 via gene or
gene-modified cell therapy has considerable therapeutic efficacy with
reduced toxicity, although there are no approved products to
date.”>" Local delivery of IL-12 facilitates CD8" T cell infiltration
into tumors and activates the antigen presentation machinery, result-
ing in expansion of tumor-specific CD8" effector T cells.* In the pre-

sent study, intratumoral injection of OV induced the expression of IL-
12 primarily in the injected tumor, maintaining the spatiotemporal
distribution of IL-12 in the tumor, and leading to the local delivery.
We demonstrate that local intratumoral injection of KLS-3010-IL-
12 and KLS-3020 increases the number of T.g cells (CD4 IFN-y*
and CD8" IFN-y™), which can enhance the in vivo efficacy (Figures 4
and 6), and there were no severe adverse events in the treated mice
(data not shown). Taken together, these findings suggest that OVs
harboring IL-12 as a transgene are an alternative delivery approach
for IL-12 to the TME.

Expression of immune checkpoint molecules on the surface of tumor
cells is a major determinant of immunotherapy efficacy.”® The PD-1/
PD-L1 and -L2 pathway is a representative of negative immunoregu-
latory signaling that facilitates the immune evasion of cancer cells.”
PD-1 is most commonly expressed on activated lymphocytes such
as CD4" T and CD8" T cells, NK T cells, B cells, and activated mono-
cytes and is bound with its ligand, PD-L1.”>>* PD-L1 is expressed in
diverse tumor cell types, including melanoma and lung, colorectal,
and breast cancers.”* ™’ Interaction of PD-1 with PD-LI inhibits
the activity of effector T cells, especially tumor-infiltrating lympho-
cytes (TILs), while simultaneously enhancing the function and devel-
opment of immunosuppressive T, cells, ultimately allowing tumor
cells to evade the immune response.58 Therefore, blockade of PD-1/
PD-L1 augments anti-tumor immunity by restoring the activity of
effector T cells and decreasing the number and/or suppressive activity
of Treg cells.”® Hypoxia, which is a common characteristic of the TME,
boosts the expression of PD-L1 at the transcriptional level by hypox-
ia-inducible factor 1 alpha (HIF-1¢).”’ In addition, the IFN-y
signaling pathway, which is activated by OV infection, increases
PD-L1 expression by tumor cells.”' These studies highlight the need
to control PD-L1 activity to improve OV therapies. Therefore, we in-
serted soluble PD-1 in KLS-3020 to block the PD-1/PD-L1 axis. In the
present study, we confirmed that regional expression of sPD1-Fc via
our engineered vaccinia virus increased the population of activated
T cells in tumors compared with KLS-3010 (Figure 5). These findings
demonstrate that an oncolytic vaccinia virus engineered to express a
PD-L1 modulator has the potential to improve the therapeutic effi-
cacy of immunotherapies. Although Fc-mediated antibody effector
functions were not investigated in the present study, the Fc domain
of sPDI1-Fc is expected to induce antibody-dependent cancer cell
death, thereby contributing to the therapeutic efficacy of KLS-3020.

Simultaneous expression of the three transgenes by KLS-3020 signif-
icantly increased immune cell infiltration and the populations of acti-
vated effector T cells in KLS-3020-injected tumors relative to tumors
injected with KLS-3010 (Figure 6). Increased TILs likely upregulate

Figure 6. Enhanced anti-tumor immune response by KLS-3020

The changes of immune response by the combinatorial expression of three transgenes in KLS-3020 were investigated. PBS, KLS-3010, or KLS-3020 was intratumorally
injected to mice bearing CT26.WT (1 x 107 TCIDso) or B16F10 (1 x 10° TCIDs0) tumor (n = 6). (A) The populations of CD4* T cells, CD8" T cells, and total CD4* T and CD8*
T cells in tumor were assessed by flow cytometry. (B) The populations of activated T, cells in CD8* T cells, T, cells in CD4* T cells, and Ty, cells in CD4™ T cells in tumor were
assessed by flow cytometry and the ratio of T,1/Tne was calculated. (C) The populations of Tes cells and Tieg cells in tumor were assessed by flow cytometry and the ratio of

Te/ Treg Was calculated. Data are expressed as the mean + SEM. *p < 0.05.
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Figure 7. Systemic anti-tumor immune activation by KLS-3020
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Systemic and cancer-specific immune response was induced by KLS-3020. (A) The acquisition of cancer-specific immune response was assessed by ELISPOT assay
measuring IFN-vy secreting splenocytes. PBS or KLS-3020 (8 x 107 TCIDso) was intratumorally injected three times every other day to mice bearing CT26.WT tumor (n = 6).
After 28 days from first virus injection, splenocytes were harvested, incubated with CT26.WT for stimulation, and stained to measure the activation. (B) To investigate the
occurrence of systemic immune response by KLS-3020, CT26.WT cells were implanted into right flank (5 x 10° cells) and left flank (5 x 10 cells) of BALB/c mice. After
7 days, PBS or KLS-3020 (1 x 107 TCIDsg) was intratumorally injected three times every other day to only tumor on right flank. The tumor volume was measured until that of
the KLS-3020 group was diagnosed as complete regression. Data are expressed as the mean + SEM. *p < 0.05.

secretion of inflammatory cytokines and chemokines, further pro-
moting recruitment of immune cells into tumors, thereby improving
anti-tumor efficacy. We postulate that this is an important regulatory
mechanism for robust inhibition of tumor growth in mouse tumor
models treated with KLS-3020 (Figure 2).

As shown in Figure 6, the CT26.WT and B16F10 tumor models
showed differences in basal immune profiles such as T cell infiltration
and T cell populations, supporting that the CT26.WT and B16F10
models are immunologically hot and cold, respectively.”® In addition,
the patterns of changes in subpopulations of T cells such as CD4" T,
CD8" T, Thy, and Tieg
tical between the two models (Figures 6 and S5). For instance, the
population of CD4" T cells was not increased by administration of
KLS-3020 in B16F10 tumors, whereas the population of CD8"
T cells was significantly augmented. In CT26.WT tumors, the popu-

cells after KLS-3020 treatment were not iden-

lation of CD4" T cells was considerably increased by administration
of KLS-3020 in B16F10 tumors, but the population of CD8" T cells
was not increased. Although the reasons for the differences between
the models are not fully understood, they may be related to both
the tumor type and the genetic background of the mouse strains.
The cellular immune response is more developed in C57BL/6 mice,
whereas the humoral immune response is more developed in the
BALB/c strain.®® Nevertheless, KLS-3020 exhibited strong immune
activating effects on both tumors, resulting in significant tumor
growth control (Figures 2 and 6). Multiple studies demonstrate that
the B16F10 tumor model is weakly immunogenic and highly aggres-
sive,*"%* showing little therapeutic response to either anti-cytotoxic T
lymphocyte-associated protein 4 (CTLA-4) or -PD-L1 antibody ther-
apies (opposite to CT26.WT).® We attribute the anti-tumor efficacy
of KLS-3020 in the B16F10 tumor model to a transformation of a
cold tumor type to a hot tumor type and, therefore, the effects of
KLS-3020 are paramount to the success of immune checkpoint inhib-
itors, including anti-PD-L1, CTLA-4, LAG-3, and TIGT anti-
bodies.”>*****> The present findings demonstrate that KLS-3020
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has the potential to disrupt and transform the TME, overcoming
resistance mechanisms of the TME for improved therapeutic efficacy.

Treatment with local radiation and systemic immunotherapy, such as
immune checkpoint-blocking antibodies, has abscopal anti-tumor ef-
fects that strongly contribute to the systemic tumor control.®*®
Recent studies demonstrate that intratumoral OV therapy also has
abscopal therapeutic effects leading to impaired growth of distant tu-
mors not directly infected by the virus.”>*® The rationale for OV-
mediated abscopal effects is that oncolytic replication induces immu-
nogenic cell death and immunological danger signaling, facilitating
induction of de novo immunity, especially that of T cells.’® In the pre-
sent study, we assessed the systemic effects of local treatment with
KLS-3020 in a bilateral CT26.WT mouse tumor model. Tumors in-
jected with KLS-3020 almost completely resolved, and growth of un-
treated distal non-injected tumors was minimal (Figure 7B), suggest-
ing that OV therapy has both local and systemic tumor control effects.
We did not analyze the presence of OV in distal non-injected tumors,
so we cannot completely exclude the possibility that the anti-tumor
response in contralateral tumors was due to direct systemic delivery
of KLS-3020. However, we demonstrated that the cancer-specific im-
mune response was induced in mice treated with KLS-3020 (Fig-
ure 7A), suggesting that KLS-3020 can systemically induce anti-tu-
mor responses by promoting infiltration of cancer-specific T cells
into the tumor. Taken together, these findings suggest that local injec-
tion of KLS-3020 can induce systemic antitumoral immune re-
sponses, supporting its potential to control distant metastases.

Taken together, we developed a novel oncolytic virus, KLS-3020, by
inserting three transgenes, PH-20, IL-12, and sPD1-Fc, to improve
the efficacy of the oncolytic vaccinia virus. The ability of KLS-3020
to promote recruitment of TILs, reprogram the immunosuppressive
TME, and boost systemic anti-tumor immunity demonstrates that
KLS-3020 is a promising potential anti-tumor immunotherapy for
multiple types of solid tumors. In future studies, we plan to confirm
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the safety of KLS-3020 through preclinical toxicity and bio-distribu-
tion investigations, which is critical for its clinical application.

MATERIALS AND METHODS

Cell line

HeLa (CCL-2, ATCC, Manassas, VA, USA) cells were maintained in
minimum essential medium (MEM; 11090081, Gibco, Waltham, MA,
USA) supplemented to contain 5% or 10% fetal bovine serum (FBS;
SH30084.03, Hyclone, PA, USA), 1x antibiotic antimycotic (AA) so-
lution (15240062, Gibco), and 2 mM L-glutamine (25030081, Gibco).
CT26.WT (CRL-2638, ATCC) cells were maintained in Roswell Park
Memorial Institute medium (RPMI; 11090081, Gibco) supplemented
to contain 10% FBS, AA, and L-glutamine. B16F10 (CRL-6475,
ATCC) and Vero (VERO001WCB-1201, MFDS, Cheongju, Korea)
cells were maintained in Dulbecco’s modified Eagle’s medium
(DMEM; LM001-08, Wellgene, Gyeongsan, Korea) supplemented
to contain 10% FBS, AA, and L-glutamine. All the cells were cultured
at 37°C with 5% CO,. Before infection with the oncolytic vaccinia vi-
rus, the medium was changed from 10% to 2% FBS.

Plasmids

K3L and J2R shuttle plasmids were described in the previous report.'°
Briefly, K3L shuttle plasmid 1 contains the left and right flanking re-
gions of the K3L gene on each side of the dsRedII gene under the regu-
lation of the p7.5 promoter, and K3L shuttle plasmid 2 contains the
GusA gene instead of dsRedIlI. Similar to K3L shuttle plasmids, the
J2R shuttle plasmid carries an EGFP gene regulated by a synthetic
early/late (pE/L) promoter and left and right flanking regions of the
J2R gene. About 1 kb of the flanking regions were inserted in K3L
and J2R plasmids for homologous recombination with the vaccinia
virus genome. Human PH-20 and murine sPD1-Fc cDNA controlled
by the respective pHyb and p7.5 promoter were inserted in the J2R
shuttle plasmid. Murine IL-12 cDNA was inserted into the K3L shut-
tle plasmid under the control of the pI1L-B19R early/late promoter,
which was synthesized by combining intact vaccinia promoters for
I1L and BI9R. The structure of shuttle plasmids was confirmed by re-
striction enzyme mapping and sequencing.

Recombinant vaccinia viruses

Recombinant vaccinia viruses were generated as previously
described.'” KLS-3010 was used as a backbone virus to generate
KLS-3010-sPD1-Fc, KLS-3010-PH-20, KLS-3010-IL-12, and KLS-
3020. Briefly, HeLa cells were infected with KLS-3010 at an MOI of
0.05 TCIDs, and transfected with each shuttle plasmids at 15 min
post infection. Then, the cells were incubated for 4 h and the medium
was changed to a 5% FBS-containing medium. After incubation for
48 h at 37°C with 5% CO,, cells were harvested, and viruses were ob-
tained from the supernatant after three cycles of freezing and thawing.
The recombinant vaccinia viruses were selected through several
rounds of plaque isolation. To confirm the structure of recombinant
vaccinia viruses, viral gDNA was extracted by Maxwell Viral Total
Nucleic Acid Purification Kit (AS1330, Promega, Madison, WI,
USA). PCR of each locus proceeded with PrimeSTAR Max DNA Po-
lymerase (R045, Takara, Shiga, Japan) with primer sets targeting each

locus’s arm region. The PCR product was electrophoresed and
compared with the result of cognate shuttle plasmids.

For in vivo experiments, recombinant vaccinia viruses were purified
by ultracentrifugation. HeLa cells were infected with the recombinant
viruses. At 48 to 72 h after infection, the cells were detached by scrap-
ping and centrifuged at 1,500 rpm for 10 min at 4°C. After removing
the supernatant, cells were completely resuspended with resuspension
buffer (10 mM Tris-HCI, pH 7.0) and were physically disrupted either
through three cycles of freezing and thawing or using Ultrasonic Cell
Disrupter (BR-2006A, Cosmo Bio, Carlsbad, CA, USA) to release the
recombinant virus. The supernatants were collected after centrifuging
two or three times at 4,000 rpm for 10 min at 4°C. The supernatant
containing the virus was loaded slowly over a 36% sucrose solution
and centrifuged at 13,700 rpm for 80 min at 4°C. After removing
the supernatant completely, the virus pellet was resuspended in a
buffer containing 10 mM Tris-HCI, pH 9.0, or 30 mM Tris-HCl,
pH 7.7, with 10% sucrose. To determine the titers of the viruses, a
TCIDs assay was performed as described in Shin et al., 2020. Briefly,
Vero cells were seeded into 96-well plates and infected with the virus
at 10-fold serial dilutions in a 2% FBS-containing medium. The cyto-
pathic effects were examined at 4 days post infection using an optical
microscope.

Western blotting

HeLa cells in 100-mm cell culture dishes were infected with KLS-3010
or KLS-3020 at an MOI of 0.05. After 48 h of infection, the medium
was changed to a serum-free medium. Supernatants were harvested
24 h after medium exchange and centrifuged at 1,500 rpm for
5 min to remove debris. After centrifugation, the supernatant
was transferred into Amicon Ultra-15 Centrifugal Filter Unit
(UFC901024, Millipore, Burlington, MA, USA) and centrifuged at
4,000 rpm for 40 min at 4°C to concentrate the secreted proteins.
Then 1x protease inhibitor cocktail (11836153001, Sigma-Aldrich,
Saint Louis, MO, USA) was added. Protein amounts were quantified
using BSA standard (5000206, Bio-Rad, Hercules, CA, USA) and
Quick Start Bradford Protein Assay (5000205, Bio-Rad), and equal
amounts of protein for each sample were used for western blotting.
The proteins were separated through SDS-polyacrylamide gel electro-
phoresis and transferred to a nitrocellulose membrane (162-0177,
Bio-Rad) by the wet transferring method. Transferred membranes
were blocked with a 5% blotting-grade blocker (1706404, Bio-Rad)
for 1 h. After blocking, specific primary antibodies rabbit anti-hPH-
20 (LS-C331909, LsBio, Seattle, WA, USA), rat anti-mIL-12
(MAB4991, R&D systems, Minneapolis, MN, USA), and goat anti-
mPD1 (AF1021M, R&D Systems) were added to 5% blotting-grade
blocker and incubated overnight at 4°C. Then, the membranes
were washed three times with 1x TBST (IBS-BT005, Intronbio,
Gyeonggi-do, Korea) and treated with specific secondary
antibodies: goat anti-rabbit IgG (H + L) (111-035-003, Jackson
ImmunoResearch, West Grove, PA, USA) for PH-20, goat anti-rat
IgG (whole molecule)-peroxidase antibody (A9037, Sigma-Aldrich)
for mIL-12, and rabbit anti-goat IgG (H + L) (31402, Invitrogen, Wal-
tham, MA, USA) for PD-1 and incubated for 1 h at room
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temperature. After incubation, the membranes were washed three
times with 1x TBST and treated with enhanced chemiluminescence
(ECL) solutions (RPN2232, GE Healthcare, Chicago, IL, USA). After
5 min of ECL treatment, the detected proteins were confirmed using
an Imaging System (ChemiDoc MP, Bio-Rad).

mliL-12 ELISA

Then 3 x 10° HeLa cells were seeded on each well of six-well plate and
incubated at 37°C with 5% CO,. After 24 h, the medium was replaced
with fresh medium containing 2% FBS and cells were infected with
KLS-3020 virus at the MOI of 0.00025-0.01. After 24 to 48 h from
infection, the medium was harvested and centrifuged at 2,000 rpm
for 5 min at 4°C to remove debris. After centrifugation, the superna-
tant was transferred to an e-tube and stored at —20°C. The expression
level of mIL-12 was measured by Mouse IL-12 p70 Quantikine ELISA
Kit (M1270, R&D systems, Minneapolis, MN, USA).

In vitro PH-20 activity assay

CT26.WT and B16F10 cells were seeded on a 35-mm six-well plate at
the confluence of 3 x 10> per well and incubated at 37°C with 5%
CO,, After 24 h, the medium was replaced with fresh medium con-
taining 2% FBS and infected with the virus of interest at the MOI
of 0.1. After 72 h from infection, the conditioned medium was har-
vested for the analysis. The conditioned medium or standard recom-
binant hyaluronidase (90101, FUJIFILM Irvine Scientific, Santa Ana,
CA, USA) was mixed with 0.1% recombinant HA (H5388, Sigma) so-
lution at the ratio of 1:1 and incubated in a 37°C water bath for 2 h for
enzyme reaction. After the reaction, the reactant was mixed with
acidic albumin solution (24 mM sodium acetate [S7899, Sigma],
79 mM acetic acid [695092, Sigma] with 0.1% [w/v] BSA [A3294,
Sigma], pH 3.75) at the ratio of 1:5 in a 96-well plate and incubated
for 10 min at RT. Then the absorbance at 600 nm was assessed and
the activity was calculated based on the standard curve from recom-
binant hyaluronidase.

Animal experiments

Five-week-old male BALB/c mice and female C57BL/6N mice were
purchased from KOATECH (Gyeonggi-do, Korea). Mice were
housed in the animal facility at Kolon Life Science (Seoul, Korea).
All animal experiments were approved by the Institutional Animal
Care and Use Committee (IACUC) of Kolon Life Science (approval
numbers KLS TACUC-2018-182, -2019-151, -2020-165, -2020-170,
-2021-157-1, -2021-161, -2021-166, and -2022-168).

In vivo tumor models

For syngeneic mouse tumor models, murine cancer cells were subcu-
taneously implanted on the right flanks of 6-week-old female C57BL/
6N mice (5 x 10° B16F10 cells) or 6-week-old male BALB/c mice
(1 x 10° CT26.WT cells). Mice were randomized into study groups
when the average tumor volume reached about 100 mm?® (7 days after
cell inoculation) and injected with 50 puL of PBS or recombinant
vaccinia viruses. Each viral injection dose for the in vivo studies
was chosen based on the dose that significantly reduced tumor vol-
ume in each model. For the bilateral syngeneic model, 6-week-old
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male BALB/c mice were injected with CT26.WT cells both to the
left and right flank (5 x 10° cells to the right and 5 x 10* cells to
the left flank, respectively). Mice were randomized into study groups
when the average volume tumor on the right flank reached about
100 mm? (7 days after cell inoculation) and 50 uL of PBS or virus
was injected into the tumor on the right flank three times every
2 days. As a humane endpoint, the mice were euthanized when indi-

vidual tumor volumes reached 2000 mm?>.

In vivo anti-tumor efficacy

For in vivo efficacy testing, mice bearing tumor cells (n = 5
[CT26.WT] or 6 [B16F10] mice/group) received PBS or virus intratu-
morally at doses of 1 x 10”7 TCIDso (CT26.WT) or 1 x 10° TCIDs,
(B16F10), respectively. Tumor volumes and body weights were
measured twice a week until the end of the observation period
(30 days after virus injection). Tumor volume (V) was calculated by
the formula below:

length x width®
V= —

Fluorescence microscopy

To measure the viral spread in the tumor, the EGFP-positive area was
examined. After 3 days from virus injection, the mice were anesthe-
tized and perfused whole body with 20 mL of 4% paraformaldehyde
(PFA) solution. Then the tumor was harvested, fixed in 4% PFA so-
lution overnight, and embedded in optimal cutting temperature
(OCT) compound (4583, Sakura Tissue-Tek, Torrance, CA, USA)
for frozen sectioning. The frozen block was entirely sectioned to
10-pm thickness using a cryostat (HM550, Thermo Fisher Scientific,
Waltham, MA, USA), washed with PBS, and mounted with fluores-
cence mounting medium (53023, DAKO, Glostrup, Denmark).
Then the sections were analyzed using a fluorescence microscope
(Axio scope Al, Zeiss, Oberkochen, Germany). For quantification
of the viral spread, three images were obtained from each mouse
(n = 6 mice/group) and analyzed using NIS-element basic research
(BR) software (Nikon, Tokyo, Japan).

Flow cytometry

For the analysis of immune cell populations, tumor-bearing mice (n =
6 mice/group) treated with PBS or recombinant viruses were sacri-
ficed 5 days after virus injection to harvest tumors. The tumors
were minced into small fragments and then incubated with a mixture
of 0.15 mg/mL DNase type I (D5025-375KU, Sigma-Aldrich) and
1 mg/mL collagenase type IV (C5138-1G, Sigma-Aldrich) in
serum-free medium at 37°C for 30 min. Erythrocytes were removed
using red blood cell (RBC) lysis buffer (420301, BioLegend, San
Diego, CA, USA). The dissociated cells were stained with the anti-
bodies or corresponding isotype antibodies listed in Table S1. Fc block
(14-0161-85, Thermo Scientific) and normal mouse serum (24-5544-
94, Thermo Scientific) were used to prevent non-specific antibody
binding before surface antigen staining and intracellular staining,
respectively. Live and dead cells were distinguished by a fixable
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viability dye (564406 [BD Bioscience], 65-0865-41, or 65-0864-14
[Thermo Fisher Scientific]) and dead cells were excluded from the
analysis. Intracellular staining was performed using the Foxp3/
Transcription Factor Staining Buffer Set (00-5523-00, Thermo Scien-
tific) according to the manufacturer’s protocol. Immunofluorescence
was measured on a FACS Verse and analyzed using FACS Diva soft-
ware (BD Bioscience).

ELISPOT assay

To measure the splenocytes responding to tumor antigens, IFN-y
ELISPOT (551083, BD Bioscience) was performed following the man-
ufacturer’s instruction. Briefly, when average tumor volume reaches
about 100 mm?, CT26.WT tumor-bearing mice were intratumorally
injected with PBS or KLS-3020 at a dose of 8 x 107 TCIDs, three
times every other day. Twenty-eight days after the last virus injection,
the spleen was harvested and homogenized using a cell scrapper on a
70-pum cell strainer. The homogenates were washed with complete
medium (DMEM with 10% FBS, 1% AA, and 2 mM L-glu) and
collected in a single conical tube. After centrifuging at 400 x g for
5 min, the pellets were suspended with RBC lysis buffer and incuba-
tion for 1 min at RT. Then the cells were centrifuged at 400 x g for
5 min, suspended with complete medium, and passed through a
70-um cell strainer to remove the cell debris. Then the 1 x 10° sple-
nocytes were co-incubated with 3 x 10* CT26.WT cells to activate the
splenocytes with CT26.WT-specific immune response. Eighteen
hours after the incubation, the cells were colorized following the
application of biotinylated anti-IFN-v antibody, streptavidin-HRP,
and AEC substrates. The numbers of the spot were counted with an
ELISPOT reader (Eli.Scan+, AELVIS).

Statistical analysis

Statistical analyses were carried out using Sigma Plot (version 13).
Data are expressed as the mean + standard error of the mean
(SEM). Statistical significance was determined by one-way analysis
of variants (ANOVA) with the Tukey’s post hoc test for multiple com-
parisons or Student’s t tests for comparisons between two groups. The
analyses for the tumor volume changes were performed by two-way
ANOVA with Tukey’s multiple comparison test. If the normality
test failed, the Kruskal-Wallis test or Mann-Whitney U test was
applied. Log rank test was used to statistically compare the survival
data. p values <0.05 were considered to be statistically significant.
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