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Abstract: Oncolytic viruses (OV) promote anti-tumour responses through the initiation of immuno-
genic cancer cell death which activates the host’s systemic anti-tumour immunity. We have previously
shown that intravenously administered HSV1716 is an effective treatment for mammary cancer. How-
ever, intravenous administration of a virus has the potential to result in neutralization and sequestra-
tion of the virus which may reduce efficacy. Here, we show that the oncolytic virus HSV1716 can be
administered within a cellular carrier (macrophages). PyMT and 4T1 murine mammary cancer cell
lines were implanted into immuno-competent murine models (orthotopic primary, early metastatic
and brain metastasis models). HSV1716 or macrophages armed with HSV1716 (M-HSV1716) were
administered intravenously, and tumour size was quantified using caliper measurement or biolumi-
nescence imaging. Administration of M-HSV1716 led to tumour shrinkage and increased the survival
of animals. Furthermore, these results were achieved with a 100-fold lower viral load, which has the
potential for decreased toxicity. Our results demonstrate that M-HSV1716 is associated with activity
against murine mammary cancers and provides an alternative platform for the systemic delivery
of OV.
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1. Introduction

Breast cancer is the most commonly occurring cancer and the leading cause of cancer-
related death worldwide, with an estimated 2.3 million new cases and 684,996 deaths in
2020. It accounts for 15.5% of cancer death in females [1], and of these, the triple-negative
subtype of breast cancer (TNBC) is often one of the most challenging to treat.

Tumour-associated macrophages (TAMs) are common in breast cancers, and it has
been described that the breast cancer microenvironment may educate macrophages to
become more “M2” like [2]. Furthermore, high numbers of TAMs in TNBC have been
associated with an increase in tumour aggressiveness and metastases [3]. The increased tu-
mour progression and decreased survival may be manipulated if TAMs are reprogrammed,
aiding the immune system’s recognition of cancer and enhancing the response to cancer
therapeutics. The use of macrophages as a cell-based therapy is increasing in popularity
within the healthcare setting. One such example is the use of macrophages to reverse and re-
pair the damage caused by liver cirrhosis [4]. Within the cancer setting, macrophage-based
therapies have been investigated with varying success. Therapies include the modification
of macrophage numbers through depletion within the tumour site or interfering with
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TAM recruitment, and macrophage reprogramming using inhibitors of receptors/protein
involved in the innate immune response including CD47, CD40 and toll-like receptors [5].
We have recently shown that macrophages can also be reprogrammed using an oncolytic
virus (HSV1716) resulting in decreased tumour burden and increased survival in murine
breast cancer models [6]. In this study, we describe the changes in macrophage phenotype
from “M2-like” to “M1-like”, and if macrophages were depleted using clodronate liposome,
anti-tumour efficacy was suppressed.

Oncolytic viruses (OV) are a novel class of cancer therapeutics which have the ability,
either intrinsicallyor more commonly in genetically altered form, to preferentially divide
and replicate in cancer cells rather than non-cancer cells. Although the mechanism behind
individual viruses delivering their cytotoxic effect differs, the broad effect of the virus
is to directly lyse tumour cells and generate immunogenic cell death, thus presenting
tumour antigens which will be recognised and targetable by the host’s own immune
system. Immunogenic cell death is the term given to the release of host of pro-inflammatory
markers including calreticulin, heat shock proteins, ATP and HMGB1. This environment
is particularly appealing to dendritic cells which then phagocytose tumour associated
antigens and presents these to T cells.

The most commonly studied of these are adenoviruses, reoviruses and herpes simplex
viruses (HSV). These have been trialed in a number of tumour types with preclinical and
clinical efficacy, whilst advanced melanoma represents the leading tumour subtype to be
treated with the first FDA-approved herpes simplex virus (I-VEC). T-VEC is a modified
HSV that carries the transgene for granulocyte colony-stimulating factor (GMCSF). The
landmark phase 3 virotherapy trial (OPTIM) described increased response and overall sur-
vival in patients compared with GM-CSF alone [7]. In breast cancer, oncolytic virotherapy
is an expanding area of interest, with a number of preclinical studies and a few early phase
studies showing early markers of response [8-14]. However, to date, most clinical studies
using OV have relied on intratumoural injection due to the challenges of systemic therapy.

Injection of OV into the circulation may lead to suboptimal viral concentrations reach-
ing the tumour and exerting its anti-tumour effects. This is mainly a result of neutralisation
via the patient’s immune system and non-specific uptake in tissues, predominantly the liver
and spleen [15,16]. Intratumoural injection of OV has been used in melanoma metastases,
however, intratumoural injection would prove technically challenging in treating TNBC
metastases, which are primarily located in the liver, lung, brain and bone. One of the
approaches to systemic delivery of virotherapy is to exploit the cellular components of
the tumour microenvironment. A number of cell carriers have been reported to provide
viral protection and carry the virus to the tumour in a “Trojan horse” style. These cells
include T cells, dendritic cells, mesenchymal stem cells, neural progenitor cells, endothelial
progenitor cells and macrophages [17]. Of these, macrophages are of particular interest, as
they are present in high numbers in tumours [18] and may have a prognostic implication
in breast cancer [19,20]. Using the macrophage as a vector for virotherapy, also known
as macrophage virotherapy, has been shown to protect the virus in circulation and target
inaccessible prostate tumours in murine models [21,22]. Others have recently published
data of an in vitro co-culture model of monocyte-derived macrophages, a paramyxovirus
and TNBC [23]. Here we describe the potential for macrophage virotherapy using an
oncolytic HSV1716 virus within murine primary and metastatic breast cancer.
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2. Results
2.1. Characterisation of M-HSV1716

Bone marrow was isolated from immune-competent mice as described in Sec-
tion 4.3. At day 0 the majority of cells were found to be undifferentiated monocytes
(Figure 1A). After 7 days of incubation in macrophage differentiation medium, these
cells demonstrated a shift towards F4/80-expressing macrophages, with over 95%
of adherent cells expressing CD45+ CD11b+ F4/80+ and a loss of Ly6G expression
(Figure 1B). These bone marrow-derived macrophages (BMDM) were infected with
HSV1716 at an MOI of 10 in serum-free medium for 2 h. Of note, an MOI of 10 was
used because at higher MOI’s (greater than MOI 10) BMDMs were susceptible to cell
death (over 90% of macrophages died at MOI 25 with 50% cell death at MOI 5) at 96
h following infection (data not shown). Unbound virus was washed off, and cells
underwent an additional 2 h incubation; flow cytometry revealed a viral infection
efficiency of 53% s (p = 0.0004, Figure 1C). Patency of the virus within BMDMs (M-
HSV1716) was demonstrated by a significant difference in the expression of genes
responsible for viral replication (Figure 1D) compared to control BMDMs 24 h post-
infection. We also confirmed viral replication in the standard plaque assay using vero
cells (Figure 1E). Viral concentration of M-HSV1716 demonstrated 100-fold fewer viral
particles compared to HSV1716. This was most likely associated with the infection
efficiency during the preparation of the treatment. Due to the retrospective nature
of quantifying infectious inoculations, together with the loss of viability associated
with the storage and preparation of such treatments, a matching virus-alone control is
problematic. We have, however, demonstrated that the cytotoxic activity of HSV1716 is
dose dependent, with 99% of TS1 cells succumbing 7 days post infection (p < 0.0001,
Figure 1F). Additionally, we have previously shown that HSV1716 can infect and lyse a
number of breast cancer cell lines in vitro [6]. To examine whether this can be replicated
with M-HSV1716, PyMT-TS1 spheroids were co-cultured with HSV1716 or M-HSV1716
for 72 h hours, and tumour cell lysis was assessed via flow cytometry with TOPRO-3.
Here, equivalent cell death was seen with both HSV1716 alone and when delivered via
macrophages; however, macrophages alone did not induce any significant cell death
over the untreated control cells (Figure 1G).
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Figure 1. Characterisation of M-HSV1716. Isolation of BMDM at day 0 was characterised as predomi-
nantly undifferentiated monocytes (A), x-axis—Ly6G (neutrophil marker), y-axis—F480 (macrophage
marker). Following 7 days of incubation, these differentiated into F4/80-expressing macrophages
(B). The infection efficiency of BMDM with HSV1716 (MOI 5) was quantified by flow cytometry of
dual-stained F4/80 macrophage marker with GFP-expressing HSV1716 (C). Low-level non-specific
binding of antibody was noted in untreated cells. (D) HSV1716 patency within BMDMs was assessed
by measuring viral replication genes 24 h post infection. M-HSV1716 was prepared by incubating
BMDM with HSV1716 at MOI 25 for 2 h. Cells were harvested and washed in PBS prior to administra-
tion, and plaque assays were performed to ascertain viral titre of treatment groups (E). (F) HSV1716
was used to infect PyMT-TSI1 cells at a concentration range of MOI 0.03-30, and the effects on cell
viability were determined by Alamar blue assay 7 days post infection. (G) FACS data showing equiv-
alence in cell death (TOPRO-3) when spheroids were infected with HSV1716 and M-HSV1716. Data
represents the mean £ SEM of assays performed in triplicate. Statistical significance was analysed by
unpaired -test (C,D). * = p < 0.05, **** = p < 0.0001 one-way ANOVA (F,G).
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2.2. Macrophage-Mediated Delivery of HSV1716 Slows Primary Breast Tumour Growth

Previously, we have shown that HSV1716 alone slows the rate of breast cancer
growth in three murine models of primary breast cancer [6]. This oncolytic effect
resulted from both direct cell lysis and changes in the tumour microenvironment, notably
a change in macrophage behavior and T-cell activation, which has been shown to result
in immunogenic cell death. Additionally, viral replication within macrophages was
observed, resulting in the use of this strategy to enhance HSV1716 delivery to tumours
in this study.

In this study we investigated the effect of M-HSV1716 treatment in a primary model
of breast cancer. PyYMT-TS1 cells were implanted into the mammary fat pads of Balb/c
mice. Treatment was initiated when tumours had grown to an average of 500 mm?
(Figure 2A). The effect on the breast tumour growth post-treatment was quantified
by caliper measurements, whereby M-HSV1716 significantly slowed tumour growth
compared with HSV1716 (p < 0.001) and BMDM (p < 0.05) alone up to day 11 post-
treatment (Figure 2B). Notably, our recent studies demonstrate that HSV1716 needs to
be administered repeatedly in order to suppress tumour growth; despite this, once the
treatment stops, tumours did regrow [6]. We did not expect BMDM to have an inhibitory
effect, as these cells were not stimulated to be anti-tumour-like, and their purpose was
only for delivery of HSV1716.

A difference in the number of lung metastases was also seen between the control
(untreated) and M-HSV1716 group (p = 0.0523), as well as a trend for improvement
between the HSV1716 and M-HSV1716 group (Figure 2C). There was no difference in
tumour necrosis between groups (Figure 2D). As viral titre was significantly lower in
the M-HSV1716 group compared to HSV1716 treatment alone (Figure 1E), we speculate
that this may be a result of improved tumour targeting and shielding of the virus from
immunosurveillance whilst in the circulation in comparison to naked virus (as described
in our previous work [21,22]) or an increase in viral replication within the macrophage
carriers [6].

Interestingly, a greater proportion of M1-like macrophages were seen when phe-
notyping BMDM vs M-HSV1716 (p = 0.0126, Figure 2E). Macrophage expression of
MRC1 decreased from 51% to 32%, whilst the percentage of F4/80+ cells expressing
IL12 within tumours increased from 48% to 74% following treatment with M-HSV1716
(Figure 2E). Additionally, M-HSV1716 mirrors the changes in CD8+ T cell numbers and
phenotype which we have previously described (Figure 2F). These changes are not seen
when macrophages alone are given. In view of this, we did not include macrophage
controls for subsequent studies.

2.3. Equivalence of HSV1716 and M-HSV1716 in an Early Metastatic Model despite Decrease in
Viral Load

To investigate whether M-HSV1716 could prevent the development of metastatic
disease, an early metastatic model was performed [6]. In this study, a highly metastatic
4T1 cell line was used to model the aggressive nature of TNBC. Luciferase-labeled 4T1
cells were implanted into the left ventricle of female Balb/c mice. Five days later treatment
was initiated, and animals were monitored regularly for tumour burden using an in vivo
luminescent imaging system (IVIS) (Figure 3A). We have shown previously that multiple
dosing of HSV1716 improved metastatic disease compared to single dosing [6]. Therefore,
comparison with multi-dosing HSV1716 and M-HSV1716 was performed in this experiment.
This consisted of 3 treatments given 48 h apart. A significant improvement in disease
survival was seen in the HSV1716 and M-HSV1716 treatment groups as compared to
controls (p < 0.0001, Figure 3B). At day 50 we saw no development of luciferase-measurable
metastatic disease in either group (Figure 3C,D), suggesting that both regimes effectively
prevented metastatic disease in this early setting.
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Figure 2. M-HSV1716 reduces tumour burden in a primary mouse model. PyMT-TS1 cells were
implanted into the 4th mammary fat pads to assess the effectiveness of HSV1716 or M-HSV1716
in primary tumours (A). Tumour growth was measured by digital calipers for 11 days following
treatment (B). Pulmonary metastases (C) and necrosis (D) were quantified histologically postmortem
from an average of 2—4 different sections of lung tissue over 100 ym apart from 2—4 slides. Immune cell
changes within the TME were seen when M-HS1716 was given compared to macrophage alone. Flow
cytometric analysis of dispersed tumours showed a skewing to M1 macrophage phenotype (E) and an
increase in CD8+ T cells (F). Data are mean & SEM, n = 6-8 mice per group. * =p < 0.05, ** = p < 0.01,
** = p < 0.001 analysed using one-way ANOVA. Panel A was created with BioRender.com, accessed
on 6 October 2022.



Future Pharm. 2022, 2

450

4T1 inoculation Treatment
(5210 cells) Intravenous PBS; HSV1716 (1x107 pfu);

M-HSV1716 (MOI 10)

BT

5 s ]
f q
| \l) | 1
\ AL 0 5 10 15 20 25 30 50 days
b
‘ A A A A A A
IS § H
\
B c
10°
100 fasananannsocccsaaocnaacoonaeaaeaacaan @ Control
*
10° . & HsV1716
* 4 M-HSV1716
107
_ 80 =
e 3
2 2100
z L
s 2
2 60 ;105
b o
o ~10*
s <
5 40
o
o g10°
-
102
207 = control
-t HSV1716 1ot
—= M-HSV1716
0 10 +Hi—————-—8—

0 10 20 30 40 50 0 5 10
Days posttumourimplantation Days posttumour implantation

D Control HSV1716 M-HSV1716
‘ :

E F G

=50 p=0.0114 20 820

H p=0.0144 H H

E ? £

_: 60 _Z 60 H

2 © ©

S 40 E 40 s 10

E 8 s

i H i

£ 20 £ 20 g 5

o . =

s : :

oo e o e m 0

N © © N o © N K K3
o & o A\,\\ & - N o\«" 4\'\ \\\«
o RY > Q Y o
9 © 2 2
© N R AN 2 © & &
A @ A

Figure 3. M-HSV1716 is equivalent to intravenous HSV in an early metastatic model. Luciferase-
labeled 4T1 cells were injected into the left ventricle of the heart via intracardiac injection of female
Balb/C mice. At days 5, 7 and 9, mice were treated with PBS, HSV1716 (1 x 107 pfu/mL) or
M-HSV1716 ((1 x 10° macrophages infected at MOI 10), and the development of metastases was
monitored by IVIS up to day 50 (A). M-HSV1716 provided a survival advantage (B, Log-Rank test)
corresponding with an absence of visible metastatic disease quantified by flux analysis of luciferase-
expressing 4T1 cells (C,D). The burden of metastases was calculated as the percentage of the organ
with metastatic involvement calculated as an average of 2—4 different sections of lung (E), liver (F) and
brain (G), over 100 ym apart from 2-4 slides. Data shown are mean + SEM, n = 4-6 animals. Panel A
was created with BioRender.com, accessed on 6 October 2022.

Metastatic burden was quantified by H&E histological staining in the lung, liver
and brain (Figure 3E-G). This confirmed that there was no metastatic disease in both the
HSV1716 and the M-HSV1716 treatment arms.
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2.4. Macrophage Mediated Delivery of HSV Improves Survival of Mice with Stereotactically
Inserted Brain Metastases

Brain metastases pose a therapeutic challenge in TNBC. Once developed, these are
often aggressive and difficult to treat systemically. As viruses are small, there is a potential
they may cross the blood—-brain barrier. We performed a survival model of an aggressive
brain metastatic breast cancer cell line, inoculating luciferase-labeled brain-seeking 4T1 cells
into the brain parenchyma of female Balb/c mice (Figure 4A). In this small study, # = 5 mice
per group were implanted with tumours; once these were visible using IVIS (Figure 4B),
mice were treated with intravenous treatments of either PBS control, IV HSV1716 or M-
HSV1716 combination. Mice demonstrated a median survival time of 9, 14 and 15.5 days
when treated with PBS, HSV1716 or M-HSV1716, respectively. Treatment with M-HSV1716
demonstrated a survival advantage when compared to control mice (p = 0.0167, Mantel-Cox
test) (Figure 4C).

A
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Figure 4. M-HSV1716 improves survival of mice with stereotactically implanted brain metastases. A
brain metastases model was formed by the inoculation of 1 x 10* LUC-4T1-BR cells intracranially, to
a depth of 3 mm, using a Hamilton syringe. Animals were imaged until the intracranial lesion was
visible and then treated with either PBS, HSV1716 or macrophage-HSV1716 (A). (B) A representative
image of a brain metastases as seen on IVIS. (C) A Kaplan—-Meier curve demonstrated a survival
advantage with M-HSV1716 compared to other treatment groups (Log-Rank test). Mice were culled
when tumours reached the maximum permitted size as determined by the IVIS, at which point
tissues were harvested. Only mice treated with M-HSV1716 survived beyond day 15. Data shown are
mean + SEM, n = 5 animals. Panel A was created with BioRender.com, accessed on 6 October 2022.
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3. Discussion

Understanding the immune system and enhancing immunotherapies is a topical
area of research. Here we show that improvements in treatment efficacy are seen when
macrophages are used to deliver an oncolytic viral immunotherapy to murine mammary
tumours. Of particular interest is that the viral dose carried within macrophages was
found to be 100-fold less than that of the intravenous dose and still showed similar efficacy.
This has the potential of reducing a patient’s viral-associated off-target effects by both
allowing for more-specific tumour targeting and enabling a lower dose of viral particles
to be administered for the desired effect. Therefore, although there are costs involved
in the production of M-HSV1716, these costs may be offset by a reduction in the dose
of treatment required and the downstream costs of patient-related hospital admissions
secondary to toxicities. One possible explanation of this finding could be related to the
ability of some viruses to replicate within macrophages. Studies have shown that this
occurs in pathological infections with viruses such as influenza [24] and HIV [25]. Indeed,
we recently described how the oncolytic herpes virus HSV1716 has the ability replicate
within MDM in vitro [6]. Perhaps this could account for the increased effectiveness of
macrophage-delivered virus over virus alone, especially in view of the discrepancy in
viral doses.

Nevertheless, cell delivery of anticancer drugs is a growing area of interest [17].
Research carried out by Muthana et al. [21,22], demonstrated the potential of cell carriers,
namely macrophages, as vectors to deliver a prostate-specific adenovirus. Given that
high numbers of macrophages are present in the hypoxic areas of prostate tumours, the
researchers opted to exploit this and used macrophages to deliver OV to prostate tumours
grown in spherical cell complexes that mimic the TME in vitro and in xenograft models
of prostate cancer. The Macrophage—OV complex successfully delivered the virus to the
tumours resulting in efficient viral replication under hypoxic conditions, tumour oncolysis
and inhibition of tumour growth in mice. More importantly, when co-cultured with high-
titre neutralising antibodies in human serum, the macrophages protected the virus, and this
was significantly more effective compared to adenovirus on its own, which was completely
neutralised [21].

As we know;, high concentrations of virus are required for an efficacious anti-tumour
response when delivered intravenously due to its rapid neutralisation by circulating anti-
bodies and removal by the reticular endothelial system. However, our group has observed
dose-dependent tolerability issues in murine models resulting in recoverable subacute pilo-
erection, pallor and reduced mobility to death in the most severe cases. This phenomenon
is seen in tumour-bearing mice only and is also dependent on mouse strain. The maximum
tolerated dose of HSV1716 has been elucidated (unpublished observation) in these models,
and we are confident that the shielding of viral epitopes by macrophage delivery negates
immunosurveillance thus facilitating the use of lower doses resulting in the absence of
observable toxicities. Both of these observations support the use of macrophages as vectors
to improve viral delivery (Figure 5).
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Macrophage mediated
delivery of virus

In other studies, improved tumour growth in vivo was shown when macrophages
were used to transport chemotherapy particles, SN38, a derivative of irinotecan [26]. An-
other showed that loading M1-polarised macrophages with a sorafenib nanoparticle im-
proved drug targeting and was effective at treating hepatocellular cancer in vitro and
in vivo [27]. Furthermore, non-malignant disease areas are exploring the use of macrophage
carriers to treat diseases such as atherosclerosis [28] and liver cirrhosis [29].
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Figure 5. Potential for M-HSV1716 in TNBC. A schematic representation of how macrophages with
virus may be used to target breast cancer.

However, the reduction of breast tumours was not curative with virus alone. This
suggests that perhaps virus alone is unable to stimulate a sufficient immune response
despite improved delivery with macrophage carriers. Combination therapy of OV and
established cancer therapeutics is of significant interest to a number of research groups.
Of particular promise are the trials involving checkpoint inhibition and OV. For example,
Bourgeois—Daigneault et al. [8] described the use of a thabdovirus Maraba virus prior to
the removal of a breast tumour in immunocompetent murine models. Here, they admin-
istered a course of intravenous OV treatment 7 days prior to mammary tumour resection,
followed by an adjuvant course of checkpoint inhibitor treatment. They demonstrated
that use of virotherapy prior to surgery allowed for sensitisation to immune checkpoint
therapy given adjuvantly, and that on re-challenge, the immunological effects were long
lasting [8]. Similarly, Mostafa et al. [30] demonstrated that the oncolytic effect of reovirus
can be enhanced with the addition of a PD-1 inhibitor in an EMT6 immunocompetent
murine model of breast cancer, causing a reduction in tumour growth in comparison to
monotherapy, and this change resulted from cytotoxic changes in the TME including
an increase in CD8+ cells and a decrease in CD4+ T cells. Given these promising pre-
clinical data, there are a few ongoing clinical trials combining oncolytic viruses with
a checkpoint inhibitor in breast cancer. Viruses under investigation at present include
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HSYV, vaccinia and reovirus, with the likelihood that other viral groups will be included
as data matures.

Another area this research highlights is the potential for targeting brain metastases.
We show that macrophage-delivered treatment enhances the survival of animals treated for
brain metastases. The potential to cross the blood-brain barrier, a clinically challenging
niche, needs to be explored further. Macrophages have been used as carriers to effectively
transport nanoparticles loaded within them to target gliomas in the brain [31]. Furthermore,
some groups are exploring the use of macrophages as vector-carrying nanoparticles which
enhance photo thermal ablative therapies to the brain [32,33].

4. Materials and Methods
4.1. Cell Lines

PyMT-TS1 [34] (a kind gift from Prof. Johanna Joyce, MSKCC, Manhattan, NY, USA),
and LUC-4T1-BR [35] (obtained from Prof. Sanjay Srivastava, University of Texas, Austin,
TX, USA) were used in vivo. Vero cells were purchased from the ATCC. Cells were main-
tained in DMEM supplemented with 10% FBS. All cells were used within 20 passages and
were cultured at 37 °C in 5% CO,. All cell lines were routinely tested for mycoplasma and
microsatellite analysis. All culture reagents were purchased from Lonzo BioWhittaker Ltd.

4.2. Virus Production and Handling

HSV1716 was obtained from Virttu Biologics (Glasgow, UK) in stocks of 1 x 10%
particle-forming units (PFU) in compound sodium lactate (Hartmann'’s solution) with 10%
glycerol. All vials were stored at —80 °C and freshly thawed on ice before each experiment.

4.3. Production of Murine Bone Marrow Derived Macrophages

Bone marrow was obtained from both femurs and tibias of Balb/C mice under aseptic
conditions. The lower abdominal cavity and both hind limbs of animals were sprayed with
70% ethanol before tibias and femurs were isolated. Joints were taken from above the pelvis
and the muscles removed by blunt dissection and then cleaned with sterile gauze. Femurs
were transported in sterile PBS to the tissue culture lab, where they were washed in sterile
70% ethanol. The epiphyses of bones were cut, and the shafts of the bones were flushed
with 1 mL of DMEM using a sterile 25G needle. The bone marrow was then centrifuged at
1000 rpm for 5 min. The pellet was resuspended and incubated in differentiation DMEM
which contained 10% heat-inactivated FCS and 20% L929 cell-conditioned medium. Non-
adherent cells were removed on day 5, and adherent cells were matured by incubating at
37 °C, 5% CO; ready for infection on day 7.

4.4. HSV1716 Infection of Macrophages In Vitro

Virus was allowed to gradually thaw on ice. Cells were washed in PBS, and 500 uL
serum free RMPI medium was added to each well followed by virus at the desired multi-
plicity of infection (MOI). Macrophages were incubated, at 37 °C, 5% CO,, with virus for 2 h
and then free virus was removed by washing with PBS. M-HSV1716 complex was incubated
for 2 more hours before use in experiments. Cells were analyses 24—48 h post infection.

4.5. Spheroids

For tumour spheroid experiments, 96-well plates were coated with DMEM contain-
ing aga rose prior to seeding with TS1 cells at 2 x 10* cells/well. Following incubation
for 5 days and an approximate cell density of 10° cells, spheroids were inoculated with
HSV1716 or M-HSV1716 at an MOI of 5. For these experiments HSV1716 GFP was used,
and for controls, spheroids were either untreated or infiltrated with BMDM at a concen-
tration of 1 x 10°. Spheroids were monitored by light microscopy (Leica DM1000) at
x 10 magnification. Flow cytometry as described above was used to assess cellular death
and GFP infection on day 3 post-infection.
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4.6. Flow Cytometric Studies

Dissociated mammary tumours were stained with fluorescent antibodies [36]. Cell
viability was determined using the Zombie UV™ Fixable Viability Kit (Biolegend) and
ABC™ Anti-Mouse Bead Kit (ThermoFisher Scientific, Loughborough, UK). The following
antibodies were used: CD4 (cat no. 100510), CD8 (cat no. 100707), CD25 (cat no. 101909),
CD279 (cat no. 109110), LY6-G (127616), F4/80 (AbD Serotec, cat no. MCA497A488, clone
C1:A3-1), IL-12 (cat no 505207), GFP (Abcam, Cambridge, UK, cat no. ab290), TOPRO3,
MRC1(Abcam, ab64693). All antibodies were purchased from Biolegend unless other-
wise stated. All FACS data were analyzed on an LSR II flow cytometer (BD Biosciences,
Wokingham, UK) and processed using Flow software (Tree Star, Texas, USA).

4.7. PCR

RNA was isolated from infected MDMs using the RNeasy Mini Kit (Qiagen) fol-
lowed by cDNA synthesis using SuperScript Il reverse transcriptase (Life Technologies,
Paisley, UK). cDNA was analyzed using the following viral replication genes: ICPO (For-
ward primer region AAGCTTGGATCCGAGCCCCGCCC, reverse primer region AAGCG-
GTGCACGGGAAGGT), ICP8 (Forward primer region GACATTACGTTCACGGCCTTC-
GAAGCCAG, reverse primer region GGCCGAGTTGGTGCTAAATACCATGGC) and gB
(Forward primer region TGTGTACATGTCCCCGTTTTACG, reverse primer region GCGTA-
GAAGCCGTCAACCT) with GAPDH (forward primer region ACAGTTGCCATGTAGACC,
reverse primer region TTTTTGGTTGAGCACAGG) as the housekeeping gene using SYBR
Green (Primer Design, Chandler’s Ford, UK). q-PCR reaction was performed in a 384-well
plate (three wells per gene and sample), and a 7900HT AbiPrism sequence detection system
(Applied Biosystems) was used. The fold change in gene expression between treatment
groups was analysed by inserting Ct values into Data Assist V3.01 software (Applied
Biosystems), and changes in gene expression were only analysed for genes with a Ct
value of <25.

4.8. Viral Quantification

As previously described, plaque assays were performed as described in Baer and
Kehn-Hall [37]. Briefly, confluent monolayers of Vero cells were inoculated with serial
dilutions of HSV1716 for 2 h. Following removal of the viral inoculum, monolayers were
overlaid with 1:10 4% agarose:culture medium and allowed to solidify for 15 min at room
temperature before the plate was moved to a humidified incubator (37 °C) for 72 h. A
total of 4% PFA was applied to agarose plugs for 1-2 h to fix cell monolayers before their
removal. Cells were washed with PBS, stained with 1 mL crystal violet for 5 min and rinsed
with tap water. Once dried, plaques were counted per well and viral titre was determined.

4.9. In Vivo Studies

All animal procedures were carried out in accordance with the UK Animals Scientific
Procedures Act 1986 and with the approval of the University of Sheffield Ethical Committee
(PPL70/8670). All mice were obtained from Charles River Laboratory and acclimatised
in the biological services laboratory for 7 days prior to the procedure. Animals were
anesthetised using 3—4% isofluorane in 70:30% N20:02.

Primary mammary tumours: 1 x 10® PyMT TS1 in 50 uL of 1:1 matrigel:cells, were
implanted into the 4th mammary fat pad of 6-7-week-old FVB mice (1 = 10/group) as de-
scribed in [6]. When tumours reached ~500 mm?, mice were randomly divided into groups
and received a single injection of 100 uL PBS, 2 x 10 BMDMs, HSV1716 (1 x 107 PFU) or
M-HSV1716 (1 x 10° macrophages infected at MOI 10) intravenously. Mice were culled on
day 9 for postmortem comparison of tissues or when tumour volumes exceeded the maxi-
mum permitted size (1500 mm?) for survival studies. Excised tissues including tumours,
brain, liver, lungs, kidney and spleen were embedded in paraffin wax for histological
studies. Tumours were also digested, and single-cell suspensions were cryo-stored in 90%
FBS and 10% DMSO for flow cytometry.
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Metastatic model: 1 x 10° LUC 4T1 cells were filtered and injected via the intracardiac
route into the left ventricle of female Balb/C mice as described in [6]. All animals were
allowed to recover in a heated chamber. Animals were randomly allocated (1 = 6/group)
and received either PBS, 1 dose of HSV1716 (1 x 10) or 3 doses of HSV1716 (1 x 107)
or M-HSV1716 ((1 x 10° macrophages infected at MOI 10)) given on day 1, 3 and 5).
Animals were imaged weekly using the In Vivo Imaging Systems (IVIS Lumina II imaging,
Caliper Life Sciences, Preston Brook, UK) following intra-peritoneal injection of luciferin
(150 mg/kg). Mice were culled on reaching a humane end point (over 20% weight loss,
respiratory distress, physical signs of discomfort) or after 50 days from treatment. Brain,
liver, lungs, and spleen were embedded in paraffin wax for histological studies.

Brain metastatic model: Within a stereotactic frame, 1 x 10* LUC 4T1-BR cells were
injected intracranially into female Balb/c mice. All animals were allowed to recover in
a heated chamber. Animals were given 2 doses of analgesia via subcutaneous injection,
metacam (5% solution with 20 pL injected subcutaneously), just prior to intracranial inocu-
lation and at 24 h post recovery. Animals were also given a single dose of antibiotic (Baytril
2.5% solution for injection, diluted 1:10 in saline and injected 20 pL intramuscularly) just
following the procedure.

When luminescence of an intracranial lesion was observed, animals received intra-
venous treatment of either control (PBS), 3 doses of HSV1716 (1 x 107) or M-HSV1716
((1 x 10° macrophages infected at MOI 10). Animals were observed every 2-3 days with
tumour growth progression visualised on the IVIS. All animals were culled if a humane
end point was reached or after 26 days post first intracranial tumour implantation and
brain and lung were cryopreserved in OCT freezing medium.

4.10. Tissue Analysis

Haematoxylin and Eosin staining was carried out to determine necrosis and metastasis
in FFPE tissue (24 sections per sample, 10 microns thickness and 1000 microns apart).
Slides visualised using the using Hamamatsu NanoZoomer XR (Hamamatsu, Hertfordshire,
UK), and quantified using Image Scope (Leica Biosystems, Newcastle Upon Tyne, UK).

4.11. Statistics

All statistical analyses were performed using GraphPad Prism 8, and the tests used
are described in the Figure legends. Data are means £ SEMs, and p values of < 0.05 were
considered to be significant.

5. Conclusions

Breast cancer is a heterogeneous disease, and although conventional treatments have
evolved significantly over the past few years, treatment resistance invariably occurs. Train-
ing the immune system to recognize and target cancers has proved curative for select
patients in a number of solid tumour types. The hallmark of response appears to be a
favourable “inflammatory” TME. Oncolytic viruses are an expanding group of immunother-
apeutics with the potential to enhance the TME. Here we show that macrophages may be
able to further enhance their effect through improved delivery of virus. Future work in-
volving the combination of M-HSV1716 with other chemotherapeutics or immunotherapies
would enhance this study.
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