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Single-dose replicating poxvirus vector-based
RBD vaccine drives robust humoral and T cell
Immune response against SARS-CoV-2 infection

Stephen Boulton,"* Joanna Poutou,">” Nikolas T. Martin,"»>»? Taha Azad,"-> Ragunath Singaravelu,'->*
Mathieu J.F. Crupi,-* Taylor Jamieson,"-*? Xiaohong He,!:* Ricardo Marius," Julia Petryk,'-?

Christiano Tanese de Souza,'-> Bradley Austin,? Zaid Taha,? Jack Whelan,? Sarwat T. Khan,! Adrian Pelin,-?
Reza Rezaei,'*> Abera Surendran,’? Sarah Tucker,? Emily E.F. Brown,? Jaahnavi Dave,? Jean-Simon Diallo,-?
Rebecca Auer,? Jonathan B. Angel,">* D. William Cameron,* Jean-Francois Cailhier,” Réjean Lapointe,”

Kyle Potts,*”® Douglas J. Mahoney,*” John C. Bell,""* and Carolina S. Ilkow!-?

1Ottawa Hospital Research Institute, Ottawa, ON K1H 8L6, Canada; 2Department of Biochemistry, Microbiology and Immunology, University of Ottawa, Ottawa, ON K1H
8MS5, Canada; *Department of Medicine, The Ottawa Hospital, Ottawa, ON K1H 8L6, Canada; “Division of Infectious Disease, Department of Medicine, University of
Ottawa at The Ottawa Hospital/ Research Institute, Ottawa, ON K1H 8L6, Canada; >Institut du Cancer de Montréal, Montréal, Québec H2X 0A9, Canada; ®Arnie
Charbonneau Cancer Institute, Calgary, AB T2N 476, Canada; 7Alberta Children’s Hospital Research Institute, Calgary, AB T2N 6A8, Canada; 8Department of
Microbiology, Immunology and Infectious Disease, Cumming School of Medicine, University of Calgary, Calgary, AB T2T 1N4, Canada

The coronavirus disease 2019 (COVID-19) pandemic requires
the continued development of safe, long-lasting, and effica-
cious vaccines for preventive responses to major outbreaks
around the world, and especially in isolated and developing
countries. To combat severe acute respiratory syndrome coro-
navirus 2 (SARS-CoV-2), we characterize a temperature-stable
vaccine candidate (TOH-Vacl) that uses a replication-compe-
tent, attenuated vaccinia virus as a vector to express a mem-
brane-tethered spike receptor binding domain (RBD) antigen.
We evaluate the effects of dose escalation and administration
routes on vaccine safety, efficacy, and immunogenicity in ani-
mal models. Our vaccine induces high levels of SARS-CoV-2
neutralizing antibodies and favorable T cell responses, while
maintaining an optimal safety profile in mice and cynomolgus
macaques. We demonstrate robust immune responses and pro-
tective immunity against SARS-CoV-2 variants after only a sin-
gle dose. Together, these findings support further development
of our novel and versatile vaccine platform as an alternative or
complementary approach to current vaccines.

INTRODUCTION

A large, sustained community outbreak of severe acute pneumonia
due to a novel coronavirus (COVID-19) was first recognized with
household transmission in late 2019 in Wuhan, China. Severe acute
respiratory syndrome coronavirus 2 (SARS-CoV-2) had likely
emerged from a zoonosis, and onward person-to-person transmis-
sion." Variant strains have emerged in and spread from the United
Kingdom (alpha), South Africa (beta), the United States (epsilon),
Brazil (gamma), and India (delta), with variable changes in infectious-
ness, immune evasion, and pathogenicity (https://www.cdc.gov/
coronavirus/2019-ncov/variants/variant-info.html). As of September
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2021, 216 million people have been infected with SARS-CoV-2 and
over 4.5 million have died of COVID-19.” This devastating pandemic
has resulted in the unprecedented rapid development of several new,
safe, and efficacious vaccines employing different technology
platforms.” The platforms in furthest clinical development, with reg-
ulatory emergency use authorization or full Food and Drug Admin-
istration approval, include different mRNA-based vaccines™ and
nonreplicating adenovirus-vectored vaccines.”” The immunodomi-
nant target of the humoral response™’, the spike (S) protein, emerged
as the central immunogen focus for SARS-CoV-2 vaccine design.* "'
The S glycoprotein is a large homotrimeric complex that mediates
binding and entry of SARS-CoV-2 into host cells. It is divided into
two subunits, S1 and S2, which control binding and fusion, respec-
tively. Within the S1 subunit is the receptor binding domain (RBD)
that mediates viral attachment to host cells by interacting with the
host receptor, angiotensin-converting enzyme 2 (ACE2)."'"" Since
neutralization of this RBD-ACE?2 interaction is capable of blocking vi-
rus infection,'*"'” the RBD is a popular target for drug development
and vaccination strategies.

Despite the incredible progress made over the past year, there are still
numerous challenges facing COVID vaccine development.'* ' At
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this point, it remains unclear whether the currently authorized vac-
cines elicit long-term immunogenicity. In addition, multidose vac-
cines can create financial burdens and additional challenges for
manufacturing and administration, which can cause delays between
doses that may yet have unforeseen consequences on timeliness, de-
gree, and duration of protection. Special requirements for storage
and handling, especially with mRNA vaccines that require —80°C
freezers, have also created challenges for delivery to remote and im-
poverished communities that lack prerequisite equipment.”* Alto-
gether, this creates a demand for new vaccines with increased stability
and performance.

Although an estimated 190 candidates are currently undergoing pre-
clinical development and over 90 are in early clinical development,*
few are attempting to immunize with replicating attenuated Vaccinia
virus vectors.”* Previous work has demonstrated that Vaccinia virus
(VACV) can be engineered to express heterologous antigens and
can be strategically attenuated to act as a safe vaccine vector.”>°
VACV has an excellent safety profile, in large part due to its historical
use as the vaccine in the worldwide campaign to eradicate smallpox.””
In the context of vaccine development against SARS-CoV, modified
Vaccinia Ankara (MVA), a highly attenuated VACV strain incapable
of productive infection,”® expressing the spike glycoprotein was shown
to be effective in inducing a neutralizing antibody response.”’ >
Recent studies have explored the use of MVA as delivery vector for
SARS-CoV-2 antigens.'®'*** >

While replication-incompetent viruses such as MVA are typically
favored as vaccine vectors because of their safety, replicating viruses
offer several additional advantages for vaccine delivery. They have
increased persistence at the immunization site, which locally prolongs
antigen expression; they are often more effective at stimulating T cell
responses, and they are relatively easy to manufacture for large pop-
ulations. Replicating VACV strains have been used previously for
vaccination campaigns against smallpox with adverse effects occur-
ring only in a very small population of individuals. Since then,
many attenuations have been discovered that reduce the health risks
of VACYV strains even further.’* *! In our lab, we have engineered on-
colytic VACV variants used to treat immunocompromised cancer pa-
tients without safety concerns.”®>%**

In this study, we evaluated the use of a replication-competent atten-
uated Tiantan (TT) strain of VACV as vector for a COVID-19
vaccine. With its role as the initial point of contact between SARS-
CoV-2 and the host cellular receptor ACE2, the RBD was selected
as the primary immunogen for our vaccine.'' ' While there are other
potential mechanisms to neutralize virus entry through targeting of S,
direct inhibition of the RBD-ACE?2 interaction is one of the best char-
acterized methods for blocking SARS-CoV-2 infection.*>™* In the full
S trimer, the RBD transitions between two discrete conformations: an
“up” state, which is capable of interacting with ACE2, and a “down”
state in which the receptor is inactive and shielded from neutralizing
antibodies.”’ It is still not fully clear what controls the conformation
of the RBD in the S complex, but it is known that mutations in both
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the S1 and S2 subunits can change these two conformations and in-
fluence antibody binding.® Thus, exposure of the RBD antigen for
antibody generation in full-length S constructs is dependent on a
conformational selection process that is controlled by other domains
within S. In contrast, an isolated RBD vaccine exposes epitopes that
when targeted can neutralize interactions with host cells. We there-
fore engineered a chimeric RBD construct fused to the transmem-
brane region of S (henceforth termed CovAg) to expose essential
epitopes for neutralizing antibody generation (Figure 1A). Mem-
brane-tethered expression of RBD was used, as opposed to a secreted
form, as membrane anchoring has been found to increase immuno-
genicity of spike-based mRNA vaccine.*® We found that one individ-
ual dose of our strategically attenuated TT CovAg vaccine is sufficient
to induce strong and long-lasting RBD-targeted humoral and T cell
immune responses in vaccinated mice and cynomolgus macaques.
The TT-based viral vector presented in this paper, TOH-VAC]I, holds
great potential as an additional vaccine platform in the ongoing fight
against COVID-19.

RESULTS

Characterization of poxvirus vaccine vectors

The RBD-based CovAg immunogen (Figure 1A, materials and
methods) was encoded into two poxvirus strains, TT and MVA, to
compare humoral and cellular immunities from both a replicating
and nonreplicating viral vector, respectively. In both strains, CovAg
was inserted into the B14R locus under the control of a robust
early/late promoter (H5R) (Figure 1A).”° For detection and purifica-
tion of the virus, a GFP-firefly luciferase reporter cassette under the
control of a synthetic early/late promoter (O2A12) was incorporated
following the CovAg gene (Figure 1A). Recombinant TT and MVA
vaccine vectors were generated through homologous recombination
and purified by selection of GFP-positive plaques. Virus purity
was confirmed via PCR analyses and Nanopore deep sequencing
(Figure S1).

In order to compare viral kinetics of the antigen-encoding viruses
with the parental wild-type (WT) strains, cells were infected at an
MOI of 1 and titers were quantified at 24 and 48 h postinfection
(hpi). Standard plaque assays revealed that MVA CovAg replicated
similarly to the WT virus in DF-1 chicken embryo fibroblast cells
(Figure 1B). Similar titers were observed for TT CovAg and TT WT
in U2-O0S cells (Figure 1B). Taken together, these results suggest Co-
vAg expression does not significantly impair replication of either
MVA or TT viral vectors.

Expression of CovAg from MVA and TT vectors was assessed via
immunoblotting with an HA antibody (Figure 1C). Since RBD glyco-
sylation is integral for maintenance of antigenic conformation and
generation of neutralizing antibodies against SARS-CoV-2,7#%°1>?
glycosylation of the RBD was assayed by immunoblot following treat-
ment with glycosidase (Figures 1D and S2). The deglycosylated RBD
had increased electrophoretic mobility, consistent with the loss of
two essential N-linked glycosylation sites at positions N331,
N343.°>> Expression and localization of CovAg was assessed by
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Figure 1. Design and validation of CovAg vaccine

(A) Schematic of CovAg (spanning residues 331 to 524
and 1,208 to 1,269) antigen® and its insertion site in the
Vaccinia genome. The RBD-TM was designed with a
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Vaccinia H5R promoter (early/late). It was inserted at the
B14R locus along with firefly luciferase and GFP for in vivo
and in vitro detection, respectively. (B) Comparison of
titers from cells infected with MVA CovAg or TT CovAg.
Data are shown as CovAg titers relative to WT (n = 3,
mean + SD). Dashed lines reflect 10-fold increase or
decrease in points. (C) Immunoblot of CovAg expressed
from U20S cells infected MVA and TT as probed with HA
antibody. (D) Immunoblot of CovAg from infected U20S
cells after undergoing treatment with glycosidase to
illustrate RBD glycosylation (uncropped western can be
found in Figure S2). (E) Immunofluorescence of MVA/TT
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Sidak’s correction for multiple comparisons; alpha
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immunofluorescence (Figure 1E) and flow cytometry (Figure 1F).
Together, these data confirmed that CovAg is translocated to the
plasma membrane with the RBD exposed on the extracellular surface,
and suggest that the poxvirus vectors mediate expression of CovAg in
an antigenically relevant conformation.

We investigated the short-term temperature stability of MVA and TT
vaccine vectors, which has previously been demonstrated to be stable

54-56 .
>47°° Both viruses

long-term under a range of temperature conditions.
were stored at —80°C, 4°C, and room temperature for 1 week and
then active vaccine particles were quantified by plaque assay. Under
these conditions, there was no significant drop in titer TT vectors,
but replication of MV A was impaired by storage at room temperature

(Figure 1G).

I
Hokkok

MVA and TT CovAg vaccines, BALB/c mice
were injected intraperitoneally (i.p.) at varying
doses, and their individual body weights were
monitored over time, as an indicator of mouse
health. At the doses used for vaccination within
this study, neither TT nor MVA caused any sig-
nificant loss average weight (Figures S3A and
S3B), and no signs indicative of pathogenic
infection were observed. We further investigated
the safety of TT by injecting BALB/c intracrani-
ally (i.c.) at a dose of 1 x 10° plaque-forming units (pfu), as previously
performed.””*® All mice from these injections survived with no
observable signs of cognitive impairment or neurotoxicity (Fig-
ure S3C). As a positive control, we observed that all mice injected
i.c. with WT vesicular stomatitis virus (VSV), a virus with well-known
neurotoxicity5 961" died within 4 days. In addition, we did not detect
any significant difference in mouse body weight between intranasal
(i.n.) administration of TT WT or TT CovAg (Figure S3D).

W -80°C
M sc
M rRT

To determine which vector (MVA or TT) is more effective at stimu-
lating immune responses against the CovAg immunogen, BALB/c
mice were vaccinated with each virus via i.p., i.n., or subcutaneous
(s.c.) injections. Antibody responses were measured by ELISA against
recombinant RBD and the antibody titer was calculated by fitting of
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Figure 2. Comparison of MVA and TT CovAg
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ns (A) Normalized ELISA absorbance versus serum dilution
factors for mice vaccinated i.p. with MVA CovAg (black) or
TT CovAg (pink) (n = 5 per group, biological replicates
shown). (B) Endpoint titer from RBD ELISAs for MVA and
TT vaccines inoculated via different administration routes
(n = 5, mean £ SEM; two-way ANOVA with Sidak’s
correction for multiple comparisons; alpha threshold =
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vaccines stimulated with spike S1 peptide pool. (E) SFUs
of MVA and TT vaccines stimulated with Vaccinia E3 and
i F2 peptides to examine T cell responses against Vaccinia
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Sidak’s correction for multiple comparisons; alpha
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dilution curves (Figures 2A and 2B, materials and methods). For in.
and ip. administration routes, TT CovAg was significantly more
effective than MVA CovAg at stimulating humoral responses against
the RBD. On average, the antibody titer for TT CovAg was three to
four orders of magnitude greater than those of MVA CovAg. In
contrast, the antibody titers did not significantly differ between vac-
cines administered s.c, but the antibody titers induced by TT CovAg
s.c. administration were also three to four orders of magnitude lower
than i.p. and i.n. administration (Figure 2B).

MVA and TT vectors were further compared for their ability to
stimulate RBD-specific T cell responses via interferony (IFN-vy)
enzyme-linked immunosorbent spot (ELISPOT) assays. Both the
MVA CovAg and TT CovAg vaccines induced T cell responses
against RBD epitopes by both i.p. and i.n. administration routes (Fig-
ures 2C and 2D). In addition, the T cell responses were more robust
for both vectors when administered in., and TT had stronger re-
sponses compared with MVA. Interestingly, before commercially
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tide pool, as compared with DMSO controls
(Figures S4A-S4C, Table S1). The responses
against this single peptide were weaker for

ns MVA CovAg than TT CovAg (Figures S4A-
1o mvawr $4C). Last, we examined T cell responses
"R : rrvxfmmg against the VACV backbone using two well-es-
o TTCovAg tablished T cell epitopes.> Both MVA and TT

had similar responses to these peptides and we

did not observe any difference between i.p.

LR LN, and i.n. administration routes (Figure 2E).

Administration Routes

Opverall, the comparative analyses of antibody

and T cell responses for TT CovAg and MVA
CovAg showed that TT was a more suitable vaccine platform. Not
only did TT CovAg generate antibody titers that were three to four
orders of magnitude greater than those generated by MVA (Fig-
ure 2B), but ELISPOT results were on average 1.5 to 2.5 times higher
with TT CovAg (Figure 2D). Of note, this was accomplished with a
TT dose that was 10-fold less than MVA, and no toxicity was
observed. Given that TT outperformed MVA through these initial
in vivo experiments and given the relative challenge of manufacturing
MVA compared with TT, we decided to focus on the TT CovAg plat-
form for further investigation into its suitability as a COVID-19
vaccine.

TT is a potent single-dose vaccine that offers longstanding
protection

To determine whether our TT platform could be further enhanced,
we designed a homologous prime/boost strategy for our vaccine.
BALB/c mice were initially inoculated ip. and in. and ELISAs
were performed every week to evaluate RBD antibody responses.
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Figure 3. Analyses of humoral responses induced
by TT CovAg vaccine in BALB/c mice

(A) Endpoint titer of TT CovAg vaccinated mice with and
without boosts for various routes of administration. Data
were acquired at day 49, 14 days after the boost injection
date (n = 5, mean + SEM; two-way ANOVA with Sidak’s
correction for multiple comparisons; alpha threshold =
0.05). (B and C) Antibody endpoint titers over 195 days for

i.n. (B) or i.p. primed (C) mice. The vertical dashed line
depicts the boost date (n = 5, mean + SEM). (D) VSV-S
neutralization IC50 values for samples described in (A). (E
and F) VSV-S neutralization IC50 values over 195 days for
prime only and prime/boost vaccinations given either i.p.
(E) ori.n. (F) (h = 5, Log> mean + SEM; *p value < 0.05
relative to D14; two-way ANOVA with Dunnet’s correction
] for multiple comparison; alpha threshold = 0.05).
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Upon detection of a slight decrease in antibody titer (around day
35), mice were boosted i.n. with a second dose of the same vaccine.
At day 49, the prime/boost responses were compared for each route
of administration, and we observed no significant increase in anti-
body titers after the boost dose (Figure 3A). We continued
measuring antibody titers for more than 6 months after the initial
immunization, and we showed sustained total antibody titers for
both prime only and prime:boost vaccination regimens (Figures
3B and 3C). We also quantified the neutralizing capacity of anti-
bodies produced with and without the boosting dose using a replica-
tion-competent VSV pseudotyped with the SARS-CoV-2 spike. This
VSV-based surrogate system has been previously demonstrated to
resemble both SARS-CoV-2 entry and neutralizing antibody sensi-
tivity.”’ Consistent with the ELISA data, antibodies generated over
a 6-month period from a single-dose TT CovAg vaccination resulted
in robust neutralization without drop in titer over time (Figures 3D—
3F). In addition, there was no noticeable difference in the neutral-
izing response of mice receiving either one or two doses of the
vaccine. Last, we showed high antibody titer in mice that were
immunized through im. administration of TT CovAg, but not TT
WT control (Figure S4D).

T
49 56

Days Post-Immunization

tant to VACV compared with primates, there
was concern that TT might pose additional
safety risks at the administered dose. To address
that potential concern, we further attenuated
the VACV backbone by inserting mCherry
into the A56R gene of the TT CovAg vaccine
to disrupt its function (TOH-VACI). A56R
was selected based on prior studies that showed
its deletion significantly attenuated the lethality
of the virus in vivo.”” CovAg expression was un-
affected by the A56R deletion (Figure S5A). To evaluate the safety
benefit of TOH-VACI, immunodeficient nude mice were injected
intravenously (i.v.) at a dose of 1 x 107 pfu. While there was only a
slight benefit observed for TOH-VACI over the original TT CovAg
in terms of relative weight loss (Figure S5B), there was substantial
reduction in the number and severity of pox lesions on the skin (Fig-
ure S6). Mice treated with TOH-VACLI or the original TT CovAg
showed decreased weight loss compared with TT WT, as a measure
of mouse health, and increased survival due to fewer pox lesions.
These results are consistent with average weight of mice remaining
the same after in. administration of TOH-VAC1 or TT CovAg
(Figure S3D).

-
8 91 19

An interesting feature of TT vector with A56R deletion is its enhanced
syncytium formation capacity (Figure S5C). To determine whether
the attenuated toxicity or syncytia formation could impact the
immune response against the CovAg antigen, BALB/c mice were
immunized and tested for neutralizing antibodies and T cell re-
sponses (Figures S5D and S5E). The titer of neutralizing antibodies
and the T cell response against RBD peptides were not significantly
impacted by the A56R deletion. Therefore, the novel TOH-VACI1
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Figure 4. Investigation of TT RBD-TM efficacy in
cynomolgus macaques

(A) Images of injection sites for TOH-VAC1 after 7 and
100 days. (B) Measurement of viral shedding in macaque
urine and saliva. U20S cells were mixed with either ma-
caque urine, saliva, or pure TOH-VAC1 (virus control) and
virus presence was assayed based on firefly luciferase
activity. Baseline (BL) samples were sera sample taken
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TOH-VACHT), and results from sera of SARS-CoV-2 (Wu-
han strain)-positive patients. No observable neutralization
was observed from sera prior to vaccination (macaques
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construct offers a vaccine platform safer than the parental TT vector
and without any loss in immunogenicity.

Investigation of TOH-VAC1 efficacy in cynomolgus macaques

Cynomolgus macaques were immunized i.m. with TOH-VACI at a
dose of 1 x 107 pfu. With exception of some macaques developing
minor swelling or lesions at the injection site, which eventually
made a full recovery (Figure 4A), there were no adverse side effects
from the TOH-VACI vaccine. Average body weight and temperature
remained unchanged (Figures S7A and S7B). In addition, virus
shedding was not observed in either macaque saliva or urine after im-
munization, as indicated (Figures 4B and S7C and Tables S3-S5).
Antibody responses were measured by ELISA for 43 days following
vaccination, and from day 15 onward, we observed a robust and
consistent response (Figure 4C). Similarly, the neutralization
response against spike-pseudotyped VSV was consistent over the
43 days, with values similar to patients that had previously tested pos-
itive for COVID-19 (Wuhan strain) (Figure 4D). RBD-specific T cell
responses were also measured from the peripheral blood mononu-
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performed on samples collected 22, 50, and
64 days postimmunization to test the strength
and duration of memory T cell responses
against RBD peptides. The strongest responses
were observed on day 22 for two macaques that had more than 150
spot-forming units per million splenocytes. However, five macaques
continued to exhibit RBD-specific T cell responses up to 64 days
following vaccination. In addition, the T cell responses in three ma-
caques were higher at day 50 compared with day 22. Together, these
results demonstrate the long-lasting protective capability of the TOH-
VACI vaccine.

To address potential concerns about the increase in resistance to
spike-based vaccines observed for SARS-CoV-2 variants,*

developed a new biosensor assay (Figures 4F and S8), based on our
previous work,'>*" to test the binding of antibodies produced from
TOH-VACI vaccination against common RBD variants that have
emerged around the world. Using this assay, we tested the antibodies
produced in macaques against the WT (Wuhan sequence) and three
RBD variants, including the N501Y mutation found in the Alpha
variant and the E484K mutation found in the Beta and Gamma var-
iants. Both of these variants can reduce virus sensitivity to immune
sera from vaccinated individuals and when combined together,

we
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resistance to pre-existing antibodies is even further increased.” "

However, with our biosensor assay, we found that sera from ma-
caques immunized with TOH-VACI interacted with both single
and double mutants (Figure 4F).

DISCUSSION

As the COVID-19 pandemic continues with high rates around the
world and as new variants emerge with resistance to current vaccines,
there maintains an immediate need for the development of accessible
vaccines that elicit long-lasting protective immunity. Here, we devel-
oped a viral vector-based COVID-19 vaccine with the MVA and TT
strains of VACV that express the RBD of the SARS-CoV-2 S protein
tethered, via its transmembrane region, to the plasma membrane.
Both VACV vectors have been successfully used as vaccines in the
past. TT was used as a vaccine in China during the campaign to erad-
icate smallpox,”” and more recently, has seen new developments as a
vaccine for hepatitis B virus®” and HIV.®® On the other hand, MVA
has been tested as a vaccine vector for many diseases, due its well-char-
acterized safety and immunogenicity.***"">
over a range of temperatures, which ensures easy storage and distribu-
tion,”””® and VACV can also be freeze-dried and stored for extended
periods at 25°C without significant impact on immunogenicity.>*

Both vaccines are stable

In our study, the comparative analysis of humoral and cellular im-
mune responses between TT and MVA demonstrated that TT is far
more effective at stimulating neutralizing antibody production and al-
loreactive T cell responses against the SARS-CoV-2 RBD (Figure 2).
Antibody levels were three to four orders of magnitude lower for
MVA immunized mice compared with TT and T cell responses
were 2-fold lower. The use of an attenuated nonreplicating vector
has several advantages from a safety standpoint, but its inability to
replicate in vivo also decreases the quantity and duration of immu-
nogen expression, which consequently leads to reduced immunity.
With the replication-competent TT backbone, our vaccine was
capable of stimulating robust humoral and cellular immunity with
only a single dose, whereas MVA-based SARS-CoV-2 vaccines
require two doses to achieve strong immunity.'®'*>*** Antibody ti-
ters from our vaccine were also similar to those reported for the
mRNA and Adenovirus vector-based vaccines currently in use.>>’”>7°

In mice, immunization with a second dose of TT CovAg did not
further improve the levels of RBD-specific neutralizing antibodies.
In macaques, a single dose of TOH-VACI was sufficient to generate
neutralizing antibodies titers that are similar to those from former
symptomatic COVID-19 patients. As for safety concerns with the
use of a replicating vector, we have shown in this study that TT is suf-
ficiently safe for immunization of both mice and macaques. However,
if any concerns arise, it is possible to further attenuate TT using de-
letions like our A56R knockout.””**”” In contrast, it is much more
challenging to reverse engineer MVA to become more immunogenic
or more persistent for prolonging immunogen expression.

Based on our results, it is clear there are many inherent advantages to
using a replicating poxvirus vector for a SARS-CoV-2 vaccine. It pro-

duces stronger immune responses with only a single injection at a
10-fold lower dose than its nonreplicating MVA counterpart. Bio-
manufacturing of MVA is also more challenging, as it requires growth
in specialized cells such as primary chicken embryonic fibroblasts,"®
as opposed to TT, which can be produced using many common
immortalized cell lines and at very high yields. Therefore, it will be
faster to produce more doses and improve global accessibility to
vaccination with our TT vaccine than with a similar MV A-based vac-
cine platform. Since many nations are also facing challenges obtaining
enough vaccines to provide two doses in a timely manner, this single-
dose TT vaccine could improve global accessibility to vaccination.
This will be essential for getting COVID-19 rates under control, espe-
cially with new, highly infectious variants.

Anti-vector immunity can pose a challenge to many viral vector vac-
cines. However, for VACV, pre-existing immunity fades over time,
and can be evaded through the use of mucosal routes of administra-
tion.”®"®" There is also existing evidence that VACV-based vaccines
suffer little to no impairment in protective efficacy when adminis-
tered to individuals who have received prior vaccination against
smallpox.”®*'~*> These have been met with successful boosting of
the immune response, and in at least one case providing increased
viral control in the previously vaccinated population.* There is
also an additional advantage in providing a vaccine that provides im-
munity against both SARS-CoV-2 and smallpox. Although smallpox
has been eradicated on the world stage, there are still potential con-
cerns that it could be used for bioterrorism.*

A key factor for a vaccine to provide long-lasting immunity against
SARS-CoV-2 and protection against novel SARS-CoV-2 variants
will be the generation of T cell responses against highly conserved im-
munodominant antigens. Despite being a key target for neutralizing
antibodies, the RBD, which comprises the main component of the
CovAg immunogen used in this study, is not considered an immuno-
dominant antigen.2 18687 However, our vaccine stimulates robust
T cell immunity against the RBD, which is likely attributed to using
a replicating viral vector for delivery. Replicating viral vectors such
as TT can often stimulate more effective cellular immunity relative
to nonreplicating vectors because they achieve higher and longer
expression of the target immunogen and act as stronger adjuvants
for the immune system.”***"% TOH-VACI is therefore a promising
backbone for the next generation of vaccination strategies imple-
menting immunodominant T cell antigens.

The large coding capacity of VACV could permit encoding of multi-
ple SARS-CoV-2 antigens, which could serve to both increase T cell
immunity against the virus and reduce the chance of novel variants
arising that are resistant to the vaccine. The S protein, which has
been the target of available vaccines,”>”* is prone to mutations that
have resulted in increased infectivity and/or vaccine resistance.®*
Currently, the four SARS-CoV-2 variants of concern and four vari-
ants of interest that have been classified by the World Health Organi-
zation all contain one or more mutations within the S protein. In light
of this, COVID-19 vaccine development has begun to incorporate
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other targets such as the nucleocapsid (N), membrane (M), and enve-
lope (E) proteins.*” The N protein is a particularly promising target
since it is highly conserved in sequence and structure among corona-
viruses, has lower rates of mutations compared with S, and is highly
immunogenic,®” driving T cell responses. In addition, a multi-antigen
SARS-CoV-2 vaccine may be able to replace S-based vaccines and
alleviate potential concerns about vaccine-induced thrombotic
thrombocytopenia.”® >

As the emergence of new SARS-CoV-2 variants continues to increase, it
is necessary to assess the risk of vaccine resistance.®* Here, we developed
a novel biosensor assay using a split luciferase system, that measures
antibody interactions with RBD mutants. The assay can be rapidly per-
formed on samples from vaccinated or infected individuals to reveal
whether their existing antibodies are capable of binding mutant RBD
and conferring some protection against emerging SARS-CoV-2 vari-
ants. Using this assay, we demonstrated that the antibodies generated
from our TOH-VACI vaccine recognize four RBD variants.

Here, we report the development of a replicating VACV-based vac-
cine, TOH-VACI, that expresses the RBD of SARS-CoV-2. An
RBD-based MVA vaccine has been generated previously by Liu
et al., but antibody responses for it were much weaker than its full-
length S counterparts.'® This was likely due to the removal of key
T cell epitopes elsewhere in S that were capable of aiding humoral im-
munity. However, the study also found that the RBD vaccine was
more effective than full-length S constructs in generating neutralizing
antibodies when used as a booster.” In our case, we may have been
able to overcome the weaker humoral and T cell responses from an
RBD antigen with the use of TT, a replicating poxvirus vector. This
does open possibilities for heterologous prime-boost strategies with
other viral and subunit vaccines incorporating RBD or full-length S
as an antigen. In many places, there are currently long waits between
doses for approved vaccines due to shortages and issues with
manufacturing. TOH-VACI provides a potential solution as a single,
low dose of replicating viral vaccine that is easy to manufacture and
store. Clinical testing will be important to determine the efficacy of
this vaccine in humans, but TOH-VACI promises to be a valuable
tool in the fight against COVID-19.

MATERIALS AND METHODS

Cell lines and viruses

All cell lines were purchased from the American Type Culture Collec-
tions (Manassas, VA). VSV-S/GFP was a kind gift from Dr. Sean
Whelan (Washington University School of Medicine).®® The Vaccinia
TT strain was a gift from Dr. David Evans.”> MVA (VR-1508) was
purchased from the ATCC.

Construct design

The TOH-VACI construct consists of the RBD of the SARS-CoV-2
spike protein (amino acid residues 331 to 524) fused to its transmem-
brane (TM) domain (residues 1,208 to 1,270) via a 3x GGGGS linker
(the accession number used for spike sequences is MW070087.1). Up-
stream of the RBD coding sequence is a murine interleukin-12 signal
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peptide followed by a GGSGGG linker. At the C-terminal end of the
TM region is an HA-Tag for convenient detection. The CovAg
construct is expressed by the Vaccinia early/late H5R promoter (Gen-
Bank accession number: LR877630.1). For recombinant virus selec-
tion and tracking of viral growth, genes encoding firefly luciferase
and enhanced GFP (eGFP) were incorporated under a separate
early/late promoter (composed of O2L and A12L promoters) sepa-
rated by a P2A sequence. The entire construct noted above was
flanked by homology arms for B13R and BI14R loci in Vaccinia.
The DNA sequence for the described construct is found in Table S1.

Mouse experiments

Six- to 8-week-old female BALB/c or nude mice (The Jackson Labo-
ratory, Bar Harbor, ME) were obtained for studies. All experiments
were approved by the University of Ottawa animal care and veteri-
nary services (MEe-2258-R5, or OHRIe-3340-A), including periodic
saph bleeds for serum collection.

ELISA

Nunc Maxisorp 96-well flat-bottom plates were coated overnight at4°C
with 125 ng of RBD per well (prepared in-house [see supplemental ma-
terials and methods]). The following day, the RBD solution was
removed, the plates were washed three times with PBS-Tween (0.1%
Tween 20) and blocked with 3% skim milk solution for 1 h. Mouse
sera from vaccinated mice were then serially diluted in 1% skim milk
and added to the plates to incubate for 2 h at room temperature. In addi-
tion, a positive and negative control was added to each plate composed
of a monoclonal RBD antibody (1 pg/mL; Cat No: MBS434247, Anti-
RBD Domain [SARS-CoV-2 spike], monoclonal antibody, MyBio-
Source, CA, USA) and a pool of sera taken from mice prior to vaccina-
tion. Following the 2-h incubation, plates were washed with PBS-Tween
and incubated with anti-mouse immunoglobulin (Ig)G conjugated to
horseradish peroxidase (HRP) (1:3000; Cat No: 314930, Goat anti-
Mouse IgG [H + L] Secondary Antibody, HRP, Invitrogen) for 1 h at
room temperature. Plates were then developed using SigmaFast OPD
solution and measured at 490 nm using a BioTek microplate reader.

All experimental absorbance readings were normalized relative to the
blank and the positive control (monoclonal RBD antibody at 1 ig/mL)
and fit using a quadratic binding polynomial assuming 1:1 binding.
The fitting was performed using a Monte Carlo simulation with the
nonlinear curve-fitting tool in QtGrace. The reciprocal antibody titer
(LDF) was determined by interpolating the dilution factor that inter-
sected with a minimum detection threshold defined by 10x the stan-
dard deviation of the responses from mice vaccinated with TT WT,
or to a fixed value of 0.025 (whichever was larger).

ELISPOTs

BALB/c mice were inoculated either intranasally or intraperitoneally
with 1 x 107 pfu MVA or 1 x 10° pfu TT vaccines. Seven days after
injection, mice were euthanized, and spleens were harvested for
IFN-y ELISPOT assays. Splenocytes were isolated and incubated at
adensity of 2 x 10° cells/well on murine IFN-v Single-Color ELISPOT
plates (ImmunoSpot) with either 1 uM of PepTivator SARS-CoV-2
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Prot S1 pool (Miltenyi Biotec) or 10 pM of the CYGVSPTKL peptide
(CanPeptide). The CYG peptide was identified via a primary screen of
previously discovered SARS-CoV-1 T cell epitopes as a potent SARS-
CoV-2 T cell epitope for BALB/c mice (summary of peptides is found
in Table S2). In addition, DMSO was utilized as a negative control,
while peptides from VacV F2/E3%* (SPGAAGYDL/VGPSNSPTF;
Genscript) were used as positive controls for VACV, respectively.
Splenocytes were stimulated with peptides for 20 h and then the ELI-
SPOT was performed according to the manufacturer’s protocol. Plates
were imaged and spots were counted using an ImmunoSpot Analyzer.

Pseudovirus neutralization assay

Vero E6 cells were seeded in 96-well plates such that there were 40,000
cells per well at the time of infection. Serum was first diluted in a sepa-
rate 96-well at a 1:10 dilution in serum-free DMEM and a serial 1 in 2
dilution series was performed. VSV pseudotyped with the SARS-
CoV-2 spike glycoprotein® and co-encoded with eGFP was then
added to the serum in an equal volume of serum-free DMEM for a
final dilution of 2000 pfu per well and incubated for 1 h at 37°C. After
1 h, media on the cell was replaced with 60 pL of the virus/serum and
incubated for 1 h at 37°C. Wells were then topped up with carboxy-
methylcellulose (CMC) in DMEM (supplemented with 10% fetal
bovine serum) for a final concentration of 3% CMC and incubated
24 h at 34°C. GFP foci were imaged and counted using a Cellomics
ArrayScan VTI HCS Reader.

Cynomolgus macaque study

Our study with 11 non-naive cynomolgus macaques was performed
at the Institute national de la recherche scientifique (Laval, Québec).
The macaques were previously used in an unrelated study involving
inoculation with oncolytic Maraba virus but had no prior exposure
to any SARS-CoV-2 antigens. Pre-study data (body weight, detailed
clinical exam, complete blood count, and liver function) were used
for randomization. Each single-dose immunization (im.) with
TOH-VACI at 1 x 10” pfu was followed by observation for 4 h post-
administration. Weekly body weight measurements and detailed clin-
ical observations were recorded on bleed-day or the day before
administration. Daily cage-side observations were performed (e.g.,
animal behavior, food consumption, estrous cycle bleeding, feces
appearance). Images of the injection sites were acquired after vaccina-
tion and at the end of the study to monitor for potential pox lesions.
Complete blood count and liver function analyses were conducted
(subcontracted by the Centre National de Biologie Experimentale),
as well as ELISA (serum) and Nabs (serum), and blood draw every
7 days. Blood draw (9-10 mL) for ELISpot day 1 (d1), pre-boost,
post boost, and end of study (ELISA, Nabs, and serum analysis per-
formed by Dr. Lapointe’s laboratory). Urine samples and saliva
throat-swab (in PBS) samples were collected and stored at —80°C
on day —1 pre-vaccination (baseline), then 24 h, 48 h, and 1 week
post vaccination to detect potential virus shedding.

Viral shedding luciferase assay
U-2 OS cells were seeded at 1 x 10* cells/well in a 96-well white-bot-
tom plate. The following day, 100 uL of urine or saliva samples or me-

dia alone was added to each well with 100 pL of media supplemented
with antibiotics to prevent contamination. After 72 h, additional cells
were infected with TOH-VACI, which expresses firefly luciferase, at
indicated pfu/mL (positive controls). At 6 hpi, Renilla substrate was
added to each well and readout was performed by a BioTek plate
reader.

Screening PCR for viral shedding of TOH-Vac1

To determine if macaques vaccinated with TOH-Vacl shed viral ge-
nomes, a PCR amplifying short sequences of two different genomic
loci was performed on throat swaps taken on d1 and d8 post vaccina-
tion. The genomic loci amplified are B8R and D10R. Successful detec-
tion of parts of the viral genome results in the amplification of a 556
base pairs (bp) for B8R and 548 bp for D10R, respectively (Tables S3-
S5). Throat swabs were boiled at 98°C for 3 min to inactivate virus
and release viral genomes; 2 pL of each sample were used per PCR re-
action. As a positive control, U2-OS cells were infected at an MOI of
0.1 with Vaccinia TT WT. The cell culture supernatant was collected
48 hpi, diluted 1/10 with sterile PBS, and boiled at 98°C for 3 min;
2 pL of the positive control were used per PCR reaction. The same
amount of water was used as a negative control. After PCR, the com-
plete reaction volume was analyzed on a 1.2% (w/v) agarose gel,
stained with RedSafe Nucleic Acid Staining Solution (200,00x);
0.5 pug Thermo Scientific GeneRuler 1 kb Plus DNA Ladder was
used as reference.

Seroconversion biosensor assay

Recently we have developed several biosensors for detection of SARS-
CoV-2 seroconversion.'>”' Here, we updated our biosensor by fusing
nanoluciferase to the C terminus of the RBD via a flexible linker. An
IgK signal peptide was inserted at the beginning of the RBD sequence
to secrete the fusion protein from cells. All RBD mutations were
generated by site-directed mutagenesis. The construct was cloned
into pcDNA3.1 and transfected into HEK293T cells. After 2 days,
the supernatant was collected and filtered to use for the seroconver-
sion assay. Luciferase activity was measured from the supernatants
to adjust the relative concentrations of RBD used for the seroconver-
sion assay. For the seroconversion assay against different variants of
SARS-CoV-2, 20 pL of magnetic beads conjugated with protein G
were combined with 50 puL of nanoluciferase-conjugated RBD and
5 pL of serum from vaccinated macaques. After 15-min incubation
on a shaker at 25°C, the beads were collected using a magnet and
washed with PBS three times to remove excess nanoluciferase. The
next step was followed by adding 50 pL of diluted nanoluciferase sub-
strate to it. A Synergy microplate reader (BioTek, Winooski, VT,
USA) was used to measure luminescence.

Statistical analyses

All graphs and statistical analyses were performed using GraphPad
Prism v9. Means of more than two groups were compared by 1-
way ANOVA using Tukey correction for multiple comparisons.
Two-way ANOVA with Sidak correction for multiple comparisons
was used to compare the means of more than two groups split on
two independent variables. Dunnet’s correction for multiple

Molecular Therapy Vol. 30 No 5 May 2022 1893


http://www.moleculartherapy.org

comparisons was used when comparing the mean of more than two
groups against a single baseline or control group. Alpha levels for
all statistical tests were set at a threshold of 0.05. Normal distribution
of datasets was assessed using D’Agostino & Pearson omnibus K2
normality test and Shapiro-Wilk normality test. All biological repli-
cates are indicated by n value in figure legends. Error bars represent
standard deviation (SD) or standard error of the mean (SEM) as indi-
cated in figure legends. For all statistical tests, *p < 0.05, **p < 0.01,
*p < 0.001, ¥**p < 0.0001; ns = not significant.

Additional methods can be found in supplemental information
section.

SUPPLEMENTAL INFORMATION

Supplemental information can be found online at https://doi.org/10.
1016/j.ymthe.2021.10.008.
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