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SARS-COV-2 IMMUNOGENIC COMPOSITIONS, VACCINES, AND METHODS

BACKGROUND

-The new Severe Acute Respiratory Syndrome beta-coronavirus 2 (SARS-CoV-2),
emerged in late 2019 in Wuhan, China, is extraordinarily contagious and fast-spreading
across the world (Guo et al., 2020). Compared to the previously emerged SARS or Middle
East Respiratory Syndrome (MERS) coronaviruses, SARS-CoV-2 causes unprecedented
threat on global health and tremendous socio-economic consequences. Therefore, the
development of effective prophylactic vaccines against SARS-CoV-2 is of absolute
imperative to contain the spread of the epidemic and to attenuate the onset of
CoronaVirus Disease 2019 (COVID-19), such as deleterious inflammation and
progressive respiratory failure (Amanat and Krammer, 2020). Although lung is the organ
of predilection for SARS-CoV-2, its neurotropism, like that of SARS-CoV and Middle East
Respiratory Syndrome (MERS)-CoV, (Glass et al., 2004; Li et al., 2016; Netland et al.,
2008) has been reported (Aghagoli et al., 2020; Fotuhi et al., 2020; Hu et al., 2020; Liu et
al., 2020; Politi et al., 2020; Roman et al., 2020; von Weyhern et al., 2020; Whittaker et
al., 2020). Moreover, expression of Angiotensin Converting Enzyme 2 (ACEZ2) in neuronal
and glial cells has been described (Chen et al., 2020; Xu and Lazartigues, 2020).
Accordingly, COVID-19 human patients can present symptoms like headache, myalgia,
anosmia, dysgeusia, impaired consciousness and acute cerebrovascular disease
(Bourgonje et al., 2020; Hu et al., 2020; Mao et al., 2020). Viruses can gain access to the
brain through neural dissemination or hematogenous route (Desforges et al., 2014).
Analysis of autopsies of COVID-19 deceased patients demonstrated presence of SARS-
CoV-2 in nasopharynx and brain and virus entry into central nervous system (CNS) via
neural-mucosal interface of olfactory mucosa (Meinhardt et al., 2020). Therefore, it is
critical to focus hereinafter on the protective properties of COVID-19 vaccine candidates,
not only in the respiratory tracts, but also in the brain.

-Coronaviruses are enveloped, non-segmented positive-stranded RNA viruses,
characterized by their envelop-anchored Spike (S) glycoprotein (Walls et al., 2020). The

SARS-CoV-2 S (Scov-2) is a (180 kDa)s homotrimeric class | viral fusion protein, which



WO 2022/013405 PCT/EP2021/069890

engages the carboxypeptidase Angiotensin-Converting Enzyme 2 (ACE2), expressed on
host cells. The monomer of Scev-2 protein possesses an ecto-domain, a transmembrane
anchor domain, and a short internal tail. Scov-2 is activated by a two-step sequential
proteolytic cleavage to initiate fusion with the host cell membrane. Subsequent to Scov-2-
ACE2 interaction, which leads to a conformational reorganization, the extracellular
domain of Scov.2 is first cleaved at the highly specific furin 682R*AR685 (SEQ ID NO: 99)
site (Guo et al., 2020; Walls et al., 2020), a key factor determining the pathological
features of the virus, linked to the ubiquitous furin expression (Wang et al., 2020). The
resulted subunits are constituted of: (i) S1, which harbors the ACE2 Receptor Binding
Domain (RBD), with the atomic contacts restricted to the ACE2 protease domain and also
harbors main B-cell epitopes, targeted of NAbs (Walls et al., 2020), and (ii) S2, which
bears the membrane-fusion elements. Like for Scov.1, the shedding of S1 renders
accessible on S2 the second proteolytic cleavage site 797R, namely S2' (Belouzard et al.,
2009). According to the cell or tissue types, one or several host proteases, including furin,
trypsin, cathepsins or TransMembrane Protease Serine Protease (TMPRSS)-2 or -4, can
be involved in this second cleavage step (Coutard et al., 2020). The consequent
“fusogenic” conformational changes of S result in a highly stable postfusion form of Scov.
2 that initiates the fusion reaction with the host cell membrane (Sternberg and Naujokat,
2020) and lead to the exposure of a Fusion Peptide (FP), adjacent to S2'. Insertion of FP
to the host cell/vesicle membrane primes the fusion reaction, whereby the viral RNA
release into the host cytosol (Lai et al., 2017). The facts that the Scev.2-ACE2 interaction
is the only mechanism, thus far identified for the host cell infection by SARS-CoV-2, and
that the RBD contains numerous conformational B-cell epitopes (Walls et al., 2020),
designate this viral envelop glycoprotein as the main target for neutralization antibodies
(nAbs). Like envelop glycoproteins of several other viruses including respiratory syncytial
virus, HIV, Ebola virus, human metapneumovirus, and Lassa virus (Bos et al., 2020), it is
possible to engineer Scov-2to avoid its conformational dynamics and its stabilization under
its prefusion conformation that will possibly better maintain exposure of the S1 B-cell
epitopes and possibly improve immunogen availability (McCallum et al., 2020).
-Several vaccine alternatives have significant drawbacks. Specifically: (i)

attenuated or inactivated viral vaccine candidates which require extensive safety testing,
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(i) the nucleic acids encoding for S do not have proven efficacy on long term protection,
(i) protein vaccines require the use of adjuvants and boosting, and (iv) pre-existing
immunity exists for viral vectors, such as adenoviral vectors, can generate strong anti-
vector immune response, which largely reduces their immunogenicity (Rosenberg et al.,
1998; Schirmbeck et al., 2008).

-Among viral vectors, lentiviral vectors exist under integrative (ILV) and non-
integrative (NILV) forms which are permissive to insertion of up to 8kb-length transgenes
of vaccinal interest and possess outstanding potential of gene transfer to the nuclei of
host cells (Di Nunzio et al., 2012; Hu et al., 2011; Ku et al., 2020; Zennou et al., 2000).
Lentivectors display in vivo tropism for immune cells, notably dendritic cells, are non-
replicative, non-cytopathic and scarcely inflammatory, and induce long-lasting B- and T-
cell immunity (Di Nunzio et al., 2012; Hu et al., 2011; Ku et al., 2020; Zennou et al., 2000).
Pseudo-typed at their envelop with the surface glycoprotein of Vesicular Stomatitis Virus,
to which the human population has been barely exposed, LV are not target of specific
preexisting immunity in humans, in net contrast to adenoviral vectors (Rosenberg et al.,
1998; Schirmbeck et al., 2008). In addition, the safety of LV has been established in
human in a phase /Il Human Immunodeficiency Virus (HIV)-1 vaccine trial (2011-006260-
52 EN).

-A need exists for compositions and methods of inducing a protective immune
response against SARS-CoV-2. This disclosure meets these and other needs.
SUMMARY

-To develop a vaccine candidate capable of preventing COVID-19 or decreasing its
severity , LV coding for: (i) full-length, membrane anchored form of S (LV::Sg./ LV::SFL),
(i) $S1-S2 ecto-domain, without the transmembrane and internal tail domains (LV::S1-S2),
(iii) S1 alone (LV::§1), (iv) mutated S deleted of a sequence encompassing the furin site
and substituted at residues K°¢P and V®8P to introduce consecutive proline residues in
S2 (2P mutation) (LV::Sar2p) thereby providing a stabilized (2P) and prefusion (AF) form
of the protein were generated. Additional vaccine candidates were generated, including
LV coding for: (i) the spike protein of variant B1.351 (so called South African or 3 variant),
(ii) the spike protein of variant B1.1.7 (so called UK or alpha variant), (iii) the spike protein

of variant B1.351 substituted at residues K°#®P and V%P, (iv) the full-length, membrane
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anchored form of S combined with a D614G substitution (LV::Sg -D614G), and (v) the
spike protein of variant P.1 (so called Manaus or gamma variant). The data presented in
the examples establish in particular that LV::SFL and LV::S,r2p either in the integrative or
non integrative version of the vector(i) induced neutralizing antibodies specific to the
Spike glycoprotein (S) of SARS-CoV-2, the etiologic agent of COVID-19, with neutralizing
activity comparable to those found in a cohort of SARS-CoV-2 patients, and (ii) induced
Spike-specific CD8+ T cells. Moreover, using golden hamsters highly susceptible to
SARS-CoV-2 replication, a strong prophylactic effect of LV:SFL or LV:ISirp
immunization against the replication of a SARS-CoV-2 clinical isolate was demonstrated.
Similar results were obtained in a mouse model in which the expression of human ACE2
(hACEZ2) was induced in the respiratory tracts by an adenoviral vector serotype 5 (Ad5).
Besides, in transgenic mice generated as a preclinical model showing unprecedent
permissibility to SARS-CoV-2 replication including in brain, the inventors were able to
demonstrate that a LV encoding a prefusion form of spike glycoprotein of SARS-CoV-2
such as LV::S,r2p induces substantial protection of respiratory tracts and CNS against
SARS-CoV-2. Unexpectedly the generated transgenic mice enabled addressing the
capability of protection of the CNS by the developed LV encoding the Spike protein or a
derivative or a fragment thereof according to the definition provided below and illustrated
in the experimental examples. In addition, the inventors have demonstrated that a single
intranasal administration of a LV encoding a prefusion form of Spike glycoprotein of
SARS-CoV-2 induces substantial protection of respiratory tracts and totally avoids
pulmonary inflammation in the susceptible hamster model. Importantly also, the upper
respiratory tract mucosal boost/target immunization with LV::SgL or with LV::Syrop was
instrumental in the protection efficacy in stringent preclinical model constituted by the
generated transgenic mice. The presented virological, immunological and
histopathological data demonstrates: (i) marked prophylactic effects of a LV-based
vaccination strategy against SARS-CoV-2, (ii) the fact that LV-based immunization
represents a promising strategy to develop vaccine candidates against coronaviruses,
and (iii) mucosal immunization enables vigorous protective lung immunity and protective
CNS immunity. In the particular context of SARS-CoV-2 exhibiting tropism for multiple

organs in the infected host, lentiviral vector in any of its forms harboring the lentiviral
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sequences essential for targeting host cells and enabling expression of a transgene, for
instance encoding the Spike protein of SARS-CoV-2 or a derivative or fragment thereof
bearing B epitopes and T epitopes, has shown capability to induce and/or activate
immune response against the transgene antigen. The inventors have in particular proven
the capability of the lentiviral vector to retain or support a conformation of the S antigen
(whether wild type or mutated as disclosed herein) that enables effective presentation of
the epitopes, especially of the B-epitopes, to the immune system of the host. In addition,
the experimental data disclosed herein show that an administration route encompassing
a step of administration to upper respiratory tract of the host may improve the immune
response in some tissues or organs targeted by the virus. These results are surprising
and unexpected.

-The data in the examples also demonstrate: (i) strong CD8" T-cell responses
induced by NILV::Scov-2 wunan at the systemic level, (i) notable proportions of IFN-y-
producing lung CD8* T cells, specific to several Scov.2 epitopes, (iii) high proportions of
lung CD8" T cells with effector memory (Tem) and resident memory (Trm) phenotye, (iv)
recruitment of CD8" T cells in the olfactory bulbs, detectable in mice vaccinated and
challenged with SARS-CoV-2 Wuhan or SARS-CoV-2 P.1 variant. Remarkably, all murine
and human CD8" T-cell epitopes identified on Scov-2 wunan S€QUENCE are preserved in the
mutated Scov-2 manaus P.1. These observations indicate the strong potential of NILV at
inducing full protection of lungs and brain against ancestral and emerging SARS-CoV-2
variants by eliciting marked B and T cell-responses. In contrast to the B-cell epitopes
which are targets of NAbs, the so far identified T-cell epitopes have not been impacted
by mutations accumulated in the Scov.2 Of the emerging variants. These results are
surprising and unexpected.

-The data in the examples further demonstrate: (i) sera from mice immunized with
LV::Scov-2 B1.1.7 Neutralized at high ECsg pseudo-viruses harboring Scov-2 wunan @nd LV::S
Scov-2 B1.1.7, but poorly pseudo-viruses harboring Scov-2 81.351 and LV::S Scov-2 p1.

-(ii) sera from mice immunized with LV::S Scov.2 p.1 Neutralized at high ECso pseudo-
viruses harboring Scov-2 p1 @nd LV:: Scev-2 B1.351, but poorly pseudo-viruses harboring

Scov-2 wuhan @nd LV:: Scov-281.1.7-
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-(iii) sera from mice immunized with LV:: Scoev-2 81351 not only neutralized at high
ECso pseudo-viruses carrying Scov-2 p1 @and LV:: Scov.2 B1.351 but also pseudo-viruses
harboring Scov-2 wuhan @nd LV:: Scov-2 81.1.7.

-These results designate the Spike sequence from the B1.351 (South African or B)
variant as the most cross-reactive immunogen in terms of neutralizing antibodies.

-Furthermore, the data showed that in the context of LV, Spike stabilization by
K986P - V987P substitutions (2P) considerably improves the (cross) neutralizing antibody
activity.

-Taken together the data surprisingly and unexpectedly show that one particularly
effective antigen is the full-length Spike from the B1.351 (South African or B) variant with
2P.

-Accordingly, in a first aspect this invention provides a method of inducing a
protective immune response against Severe Acute Respiratory Syndrome beta-
coronavirus 2 (SARS-CoV-2) in a subject, comprising administering to the upper
respiratory tract of the subject an effective amount of an agent that induces a protective
immune response against SARS-CoV-2. In certain embodiments the agent that induces
a protective immune response against SARS-CoV-2 is a pseudotyped LV vector particle
encoding a SARS-CoV-2 Spike (S) glycoprotein or a derivative or fragment thereof. In
some embodiments the agent is administered by aerosol inhalation. In some
embodiments the agent is administered by nasal instillation. In some embodiments the
agent is administered by nasal insufflation. In some embodiments the treatment course
consists of a single administration to the upper respiratory tract. In some embodiments
the treatment course comprises at least one priming administration outside the respiratory
tract followed by at least one boosting administration to the upper respiratory tract. In
some embodiments the protective immune response comprises production of SARS-
CoV-2 neutralizing antibodies in the subject. In some embodiments the neutralizing
antibodies comprise 1gG antibodies. In some embodiments the neutralizing antibodies
comprise IgA antibodies. In some embodiments the protective immune response
comprises production of SARS-CoV-2 S-specific T cells in the subject. In some
embodiments the SARS-CoV-2 S-specific T cells comprise CD4* T cells, CD8* T cells, or
both CD4* and CD8" T cells. In some embodiments the SARS-CoV-2 S-specific T cells
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comprise lung CD8+ T cells. In some embodiments the SARS-CoV-2 S-specific T cells
comprise IFN-y-producing T-cells. In some embodiments the CD8+ T cells comprise T
cells with an effector memory (Tem) and/or resident memory (Trm) phenotype. In some
embodiments the SARS-CoV-2 S-specific T cells are recruited to the olfactory bulb. In
some embodiments the protective immune response provides a reduced likelihood of
developing SARS-CoV-2 infection-related inflammation in the subject. In some
embodiments the SARS-CoV-2 S protein derivative has an amino acid sequence at least
95% identical to SEQ ID NO: 1. In some embodiments the SARS-CoV-2 S protein
derivative is expressed from a coding sequence having a nucleotide sequence at least
80% identical to SEQ ID NO: 2. In some embodiments the SARS-CoV-2 S protein
fragment comprises a peptide selected from peptide 61-75 (NVTWFHAIHVSGTNG (SEQ
ID NO: 15)), peptide 536-550 (NKCVNFNFNGLTGTG (SEQ ID NO: 16)) and peptide 576-
590 (VRDPQTLEILDITPC (SEQ ID NO: 17)). In some embodiments the SARS-CoV-2 S
derivative or fragment thereof comprises an amino acid modification relative to SEQ 1D
NO: 1, the modification selected from: (i) 986¥> and 987V>F (i)  681PRRARSG8G (SEQ
ID NO: 22) > 681P¢5ASSg86 (SEQ ID NO: 23), and (iii) 986X°P, 987V>F and
675%TATNSPRRARGE5 (SEQ ID NO: 24) deletion. In some embodiments, the Severe Acute
Respiratory Syndrome beta-coronavirus 2 (SARS-CoV-2) spike (S) protein or a derivative
or fragment thereof comprises or consists of an amino acid sequence selected from SEQ
ID NOS: 1, 5, 8, 11, 14, 108, 111, 114, 117, and 120.

Il some embodiments the SARS-CoV-2 S protein or a derivative or fragment
thereof comprises of SEQ ID NO: 1. In some embodiments the SARS-CoV-2 S protein
or a derivative or fragment thereof consists of SEQ ID NO: 1.

Il some embodiments the SARS-CoV-2 S protein or a derivative or fragment
thereof comprises of SEQ ID NO: 5. In some embodiments the SARS-CoV-2 S protein
or a derivative or fragment thereof consists of SEQ ID NO: 5.

-In some embodiments the SARS-CoV-2 S protein or a derivative or fragment
thereof comprises of SEQ ID NO: 8. In some embodiments the SARS-CoV-2 S protein
or a derivative or fragment thereof consists of SEQ ID NO: 8.
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-In some embodiments the SARS-CoV-2 S protein or a derivative or fragment
thereof comprises of SEQ ID NO: 11. In some embodiments the SARS-CoV-2 S protein
or a derivative or fragment thereof consists of SEQ ID NO: 11.

ln some embodiments the SARS-CoV-2 S protein or a derivative or fragment
thereof comprises of SEQ ID NO: 14. In some embodiments the SARS-CoV-2 S protein
or a derivative or fragment thereof consists of SEQ ID NO: 14.

-In some embodiments the SARS-CoV-2 S protein or a derivative or fragment
thereof comprises of SEQ ID NO: 108. In some embodiments the SARS-CoV-2 S protein
or a derivative or fragment thereof consists of SEQ ID NO: 108.

Il some embodiments the SARS-CoV-2 S protein or a derivative or fragment
thereof comprises of SEQ ID NO: 111. In some embodiments the SARS-CoV-2 S protein
or a derivative or fragment thereof consists of SEQ ID NO: 111.

Il some embodiments the SARS-CoV-2 S protein or a derivative or fragment
thereof comprises of SEQ ID NO: 114. In some embodiments the SARS-CoV-2 S protein
or a derivative or fragment thereof consists of SEQ ID NO: 114.

-In some embodiments the SARS-CoV-2 S protein or a derivative or fragment
thereof comprises of SEQ ID NO: 117. In some embodiments the SARS-CoV-2 S protein
or a derivative or fragment thereof consists of SEQ ID NO: 117.

-In some embodiments the SARS-CoV-2 S protein or a derivative or fragment
thereof comprises of SEQ ID NO: 120. In some embodiments the SARS-CoV-2 S protein
or a derivative or fragment thereof consists of SEQ ID NO: 120.

-In some embodiments the administered LV vector particle is integrative (ILV). In
some embodiments the administered lentiviral vector particle is nonintegrative with a
defective integrase protein (NILV). In some embodiments the administered NILV
comprises a D64V mutation in an integrase coding sequence. In some embodiments the
administered LV vector particle is pseudotyped with Vesicular Stomatitis Virus envelop
Glycoprotein (VSV-G). In some embodiments the LV vector particle is administered as a
vaccine formulation comprising the LV vector particle and a pharmaceutically acceptable
carrier.

-In another aspect, the invention relates to a dosage form for administration to the

upper respiratory tract of a subject of a pseudotyped LV vector particle encoding a SARS-
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CoV-2 Spike (S) protein or a derivative or fragment thereof. In some embodiments the
dosage form is for administration by aerosol inhalation. In some embodiments the dosage
form is for administration by nasal instillation. In some embodiments the dosage form is
for administration by nasal insufflation. In some embodiments the SARS-CoV-2 S protein
derivative has an amino acid sequence at least 95% identical to SEQ ID NO: 1. In some
embodiments the SARS-CoV-2 S protein derivative is expressed from a coding sequence
having a nucleotide sequence at least 80% identical to SEQ ID NO: 2. In some
embodiments the SARS-CoV-2 S protein fragment comprises a peptide selected from
peptide 61-75 (NVTWFHAIHVSGTNG (SEQ ID NO: 15)), peptide 536-550
(NKCVNFNFNGLTGTG (SEQ ID NO: 16)) and peptide 576-590 (VRDPQTLEILDITPC
(SEQ ID NO: 17)). In some embodiments the SARS-CoV-2 S derivative or fragment
thereof comprises an amino acid modification relative to SEQ ID NO: 1, the modification
selected from: (i) 986X~ and 987VF, (ii) 681°RRARSEEE (SEQ ID NO: 22) - 681PCSACSE86
(SEQ ID NO: 23), and (iii) 986X°P, 987V>F, and 675%TQTNSPRRARG5 (SEQ ID NO: 24)
deletion. Additional derivatives and fragments of the S protein are disclosed below along
with various aspects of the invention.

-In some embodiments the administered LV vector particle is integrative (ILV). In
some embodiments the administered LV vector particle is nonintegrative (NILV). In some
embodiments the NILV particle comprises a D64V mutation in an integrase coding
sequence. In some embodiments the lentiviral vector particle is pseudotyped with
Vesicular Stomatitis Virus envelop Glycoprotein (VSV-G).

-In another aspect, a kit is provided. The kit may be suitable for use in practicing a
method disclosed herein. In some embodiments the kit comprises a dosage form for
administration to the upper respiratory tract of a subject of the pseudotyped LV vector
particle encoding a SARS-CoV-2 S protein or a derivative or fragment thereof according
to this disclosure. In some embodiments the applicator for administration is an applicator
for aerosol inhalation. In some embodiments the applicator for administration to the upper
respiratory tract of a subject is an applicator for nasal instillation. In some embodiments
the applicator for administration to the upper respiratory tract of a subject is an applicator

for nasal insufflation.
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-Also provided are novel and nonobvious pseudotyped LV vector particles encoding
a SARS-CoV-2 Spike (S) protein or a derivative or fragment thereof. In some
embodiments the pseudotyped LV vector particles are administered to the upper
respiratory tract of a subject. In some embodiments the pseudotyped LV vector particles
induce a protective immune response providing a reduced likelihood of developing SARS-
CoV-2 infection-related inflammation following administration to the upper respiratory
tract of a subject. In some embodiments the SARS-CoV-2 S protein derivative has an
amino acid sequence at least 95% identical to SEQ ID NO: 1. In some embodiments the
SARS-CoV-2 S protein derivative is expressed from a coding sequence having a
nucleotide sequence at least 80% identical to SEQ ID NO: 2. In some embodiments the
SARS-CoV-2 S protein fragment comprises a peptide selected from Peptide 61-75
(NVTWFHAIHVSGTNG — SEQ ID No.15 ), peptide 536-550 (NKCVNFNFNGLTGTG-
SEQ ID No.16) and peptide 576-590 (VRDPQTLEILDITPC- SEQ ID No.17). In some
embodiments the SARS-CoV-2 S derivative or fragment thereof comprises an amino acid
modification relative to SEQ ID NO: 1, the modification selected from: (i) 986X and
987V>P (i) 681PRRARSGEE (SEQ ID NO: 22) - 681FCSAGSE86 (SEQ ID NO: 23), and (iii)
986K°P, 987V>F and 6759T4TNSPRRARGE5 (SEQ ID NO: 24) deletion. In some

embodiments the LV vector particle is integrative (ILV). In some embodiments the

H

lentiviral vector particle is nonintegrative (NILV). In some embodiments the NILV particle
comprises a D64V mutation in an integrase coding sequence. In some embodiments the
LV vector particle is pseudotyped with Vesicular Stomatitis Virus envelop Glycoprotein
(VSV-G). In some embodiments, the pseudotyped LV vector particle encodes a Spike
glycoprotein, or fragment or derivative thereof, that has the same amino acid sequence
as the spike protein, or fragment or derivative thereof, that is encoded by vector selected
from:

-pFIap-ieCMV-S2PAF-WPREm (also named pFlap-ieCMV-S2PdeltaF-WPREmM)
(CNCM 1-5537), pFlap-ieCMV-S2P3F-WPREm (CNCM 1-5538), pFlap-ieCMV-S2P-
WPREmM (CNCM 1-5539), pFlap-ieCMV-SFL-WPREm (CNCM 1-5540), pFlap-ieCMV-S-
B1.1.7-WPREm (CNCM [-5708), pFlap-ieCMV-S-B351-WPREm (CNCM [-5709), pFlap-
ieCMV-S-B351-2P-WPREm (CNCM [-5710), pFlap-ieCMV-SFL-D614G-WPREmM
(CNCM 1-5711), and pFlap-ieCMV-S-P1-WPREm (CNCM 1-5712).
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-Also provided is a vector selected from: pFlap-ieCMV-S2PAF-WPREm (also
named pFlap-ieCMV-S2PdeltaF-WPREm) (CNCM |-5537), pFlap-ieCMV-S2P3F-
WPREmM (CNCM 1-5538), pFlap-ieCMV-S2P-WPREm (CNCM 1-5539), pFlap-ieCMV-
SFL-WPREmM (CNCM 1-5540), pFlap-ieCMV-S-B1.1.7-WPREm (CNCM 1-5708), pFlap-
ieCMV-S-B351-WPREm (CNCM [-5709), pFlap-ieCMV-S-B351-2P-WPREm (CNCM |-
5710), pFlap-ieCMV-SFL-D614G-WPREm (CNCM 1-5711), and pFlap-ieCMV-S-P1-
WPREmM (CNCM 1-5712).

-Also provided is a host cell comprising a vector selected from: pFlap-ieCMV-
S2PAF-WPREmM (CNCM 1-5537), pFlap-ieCMV-S2P3F-WPREm (CNCM [-5538), pFlap-
ieCMV-S2P-WPREm (CNCM 1-5539), pFlap-ieCMV-SFL-WPREmM (CNCM [-5540),
pFlap-ieCMV-S-B1.1.7-WPREm (CNCM [-5708), pFlap-ieCMV-S-B351-WPREm
(CNCM 1-5709), pFlap-ieCMV-S-B351-2P-WPREm (CNCM 1-5710), pFlap-ieCMV-SFL-
D614G-WPREm (CNCM 1-5711), pFlap-ieCMV-S-P1-WPREm (CNCM 1-5712). In some
embodiments the vector is stably integrated into the host cell genome, while in other
embodiments it is not.

~so provided is a pseudotyped LV vector particle encoding a SARS-CoV-2 Spike
(S) glycoprotein or a derivative or fragment thereof, wherein the pseudotyped LV vector
particle is made by a method comprising co-transfection of a host cell with a vector
selected from: pFlap-ieCMV-S2PAF-WPREmM (CNCM [-5537), pFlap-ieCMV-S2P3F-
WPREmM (CNCM 1-5538), pFlap-ieCMV-S2P-WPREm (CNCM 1-5539), pFlap-ieCMV-
SFL-WPREmM (CNCM 1-5540), pFlap-ieCMV-S-B1.1.7-WPREm (CNCM 1-5708), pFlap-
ieCMV-S-B351-WPREm (CNCM [-5709), pFlap-ieCMV-S-B351-2P-WPREm (CNCM |-
5710), pFlap-ieCMV-SFL-D614G-WPREm (CNCM 1-5711), and pFlap-ieCMV-S-P1-
WPREmM (CNCM 1-5712).

I
BRIEF DESCRIPTION OF THE DRAWINGS- The figures are filed as color figures

lFigure 1. Induction of anti-Scov.2 Ab responses by LV. (A) Schematic
representation of 3 forms of Scev.2 protein (Sg, S1-S2 and S1) encoded by LV injected to
mice. RBD, S1/S2 and S2’ cleavage sites, Fusion Peptide (FP), TransMembrane (TM)
and short internal tail (T) are indicated. (B) Dynamic of anti-Scov.2 Ab response following
LV immunization. C57BL/6 mice (n = 4/group) were injected i.p. with 1 x 10’ TU of
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LV::GFP as a negative control, LV::S1, LV::S1-S2, or LV::Sg.. Sera were collected at 2,
3, 4 and 6 weeks post immunization. Anti-Scev-2 IgG responses were evaluated by ELISA
and expressed as mean endpoint dilution titers. (C) Neutralization capacity of anti-Scov.2
Abs induced by LV::Sg immunization. Mouse sera were evaluated in a sero-neutralization
assay to determine 50% effective concentration (EC50) neutralizing titers. (D) Correlation
between the Ab titers and neutralization activity in various experimental groups. Statistical
significance was determined by two-sided Spearman rank-correlation test. NS: not
significant. (E) Head-to-head comparison at a 1:40 dilution between mouse sera taken at
weeks 3 or 4 after immunization and a cohort of mildly symptomatic individuals living in
Crépy-en-Valois, lle de France. These patients did not seek medical attention and
recovered from COVID-19. Results are expressed as mean + SEM percentages of
inhibition of luciferase activity.

-Figure 2. Induction of T-cell responses by LV::Sg.. C57BL/6 mice (n = 3) were
immunized i.p. with 1 x 107 TU of LV::Sk_ or a negative control LV. (A) Splenocytes
collected 2 weeks after immunization were subjected to an IFN-y ELISPOT using 16
distinct pools of 15-mer peptides spanning the entire Scov.2 (1-1273 a.a.) and overlapping
each other by 10 a.a. residues. SFU = Spot-Forming Cells. (B) Deconvolution of the 16
positive peptide pools by ELISPOT applied to splenocytes pooled from 3 LV::Sg.-or Ctrl
LV-immunized mice. (C) Intracellular IFN-y versus IL-2 staining of CD4" or CD8* T
splenocytes after stimulation with individual peptides encompassing the immuodominant
epitopes.

-Figure 3. Set up of a murine model expressing hACE2 in the respiratory
tracts. (A) Detection of hACE2 expression by RT-PCR in HEK293 T cells transduced
with Ad5::hACE2, at 2 days post transduction. NT: Not transduced. (B) hACE2 protein
detection by Western Blot in lung cell extracts recovered at day 4 after i.n. instillation of
Ad5::hACE2 or empty Ad5 to C57BL/6 mice (n = 2/group). (C) GFP expression in lung
cells prepared at day 4 after i.n. instillation of Ad5::GFP or PBS into C57BL/6 mice, as
assessed by flow cytometry in the CD45" hematopoietic or EpCam® epithelial cells. (D)
Lung viral loads in mice pretreated with 2.5 x 10° IGU of Ad5::hACE2, control empty Ad5
or PBS followed by i.n. inoculation of 1 x 10° TCIDso of SARS-CoV-2 4 days later. In one

group, the Ad5::hACE2-pretreated mice were inoculated with an equivalent amounts of

12



WO 2022/013405 PCT/EP2021/069890

heat-killed (HK) virus to measure the input viral RNA in the absence of viral replication.
Viral load quantitation by gqRT-PCR in the lung homogenates at 2, 4 or 7 dpi. The red line
indicates the detection limit. (E) Percentages of CD45" cells in the lungs, as determined
4 days after pretreatment with various doses of Ad5::hACE2. (F) Lung viral loads in mice
pretreated with various doses of Ad5::hACE2, followed by i.n. inoculation of 1 x 10°
TCIDsp of SARS-CoV-2 4 days later. Viral load were determined at 3 dpi.

-Figure 4. Protective potential of systemic immunization with LV::Sg_ against
SARS-CoV-2 in mice. (A) Timeline of vaccination by a single i.p. injection of LV followed
by Ad5::hACE2 pretreatment and i.n. SARS-CoV-2 challenge. (B) Lung viral loads in
unvaccinated mice (PBS), LV::Sg- or sham-vaccinated mice, at 3 dpi. Statistical
significance of the differences in the viral loads was evaluated by two tailed unpaired t test; *
= p<0.0139.

lFigure 5. Intranasal boost with LV::Sg,_ strongly protects against SARS-CoV-
2 in mice. (A) Timeline of the prime-boost strategy based on LV, followed by Ad5::hACE2
pretreatment and SARS-CoV-2 challenge. (B) Titers of anti-Scov.2 1I9G, as quantitated by
ELISA in the sera of C57BL/6 mice primed i.p. at week 0 and boosted i.p. ori.n. at week
3 (left). Titers were determined as mean endpoint dilution before boost (week 3) and
challenge (week 4). *** p <0.001, **** p <0.0001; two-way ANOVA followed by Sidak’s
multiple comparison test. NS, not significant. Neutralization capacity of these sera,
indicated as EC50 (right). (C). Lung viral loads at 3 dpi in mice primed (i.p.) and boosted
(i.p. ori.n.) with LV::Sg.. Sham-vaccinated received an empty LV. The red line indicates
the detection limit. Statistical significance of the differences in the viral loads was evaluated
by two tailed unpaired t test; * = p <0.0139, *** = p <0.0088. (D) Titers of anti-Scev-2 1gG and
IgA Abs determined in the clarified lung homogenates by ELISA, by use of a foldon-
trimerized Scov.2 for coating. (E) Neutralizing activity of the clarified lung homogenates,
determined for 1/5 dilution. Statistical significance of the difference was evaluated by Mann-
Whitney U test (*= p <0.0159).

[Figure 6. LV::Sr. vaccination reduces SARS-Co-2-mediated lung
inflammation in mice. (A) Flow cytometric strategy to identify and quantify distinct lung
innate immune cell subsets. Lung hematopoietic CD45" cells were analyzed by use of

antibodies specific to surface markers, or combination of surface markers, allowing
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characterization of innate immune cell populations, via 3 distinct paths and by sequential
gating. The cell populations are highlighted in grey. (B) Percentages of each innate
immune subset versus total lung CD45" cells at 3 dpi in mice sham-vaccinated or
vaccinated with LV::Sg(, following various prime-boost regimen compared to non-infected
(NI) controls which only received PBS. All mice were pretreated with Ad5::hACE-2, 4 days
prior to SARS-CoV-2 inoculation. (C) Relative log, fold change in cytokines and
chemokines mRNA expression in mice sham-vaccinated or vaccinated with LV::Sg(,
following various prime-boost regimen at 3 dpi. Data were normalized versus PBS-
treated, unchallenged controls. Statistical significance was evaluated by two tailed
unpaired t test; * = p<0.05, ** = p<0.01, *** = p<0.001 and **** = p <0.0001.

Figure 7. Intranasal vaccination with LV::Sg_ strongly protects against SARS-
CoV-2 in golden hamsters. (A) Timeline of the LV::Sg_ prime-boost/target immunization
regimen and SARS-CoV-2 challenge in hamsters. Sham-vaccinated received an empty
LV. (B) Dynamic of anti-Scev2 Ab response following LV immunization. Sera were
collected from sham- or LV-vaccinated hamsters at 3, 5 (pre-boost), and 6 (post-boost)
weeks after the prime injection. Anti-Scov-2 |gG responses were evaluated by ELISA and
expressed as mean endpoint dilution titers. (C) Post boost/target EC50 neutralizing titers,
determined in the hamsters’ sera after boost, and as compared to the sera from a cohort
of asymptomatic (AS), pauci-symptomatic (PS), symptomatic COVID-19 cases (S) or
hospitalized (H) humans. (D) Weight follow-up in hamsters, either sham- or LV:Sg -
vaccinated with diverse regimens. For further clarity, only the individuals reaching 4 dpi
are shown. Those sacrificed at 2 dpi had the same mean weight as their counterparts of
the same groups between 0 and 2 dpi. (E) Lung viral loads at 2 or 4 dpi with SARS-CoV-
2 in LV::Sg -vaccinated hamsters. Statistical significance of the differences in the viral loads
was evaluated by two tailed unpaired t test; * = p<0.0402, **** = p <0.0001. See also Figure
S4C. (F) Relative logy fold changes in cytokines and chemokines expression in LV::Sg.-
vaccinated and protected hamsters versus unprotected sham-vaccinated individuals, as
determined at 4 dpi by gRT-PCR in the total lung homogenates and normalized versus
untreated controls. Statistical significance of the differences in cytokines and chemokines
level was evaluated by one-way ANOVA; * = p<0.05, ** = p <0.01.
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Figure 8. LV::Sg_ vaccination reduces SARS-Co-2-mediated histopathology in
golden hamsters. Animals are those detailed in the Figure 6. (A) Determination of log;
fold change in cytokines and chemokines mRNA expression in mice sham-vaccinated or
vaccinated with LV::Sg, following various prime-boost regimen. The same order of
appearance for each construct and regimen applies in each determination. (B)
Histological analysis HE&S lung shown for 2 and 4 dpi. Original magnification: x10, scale
bar. 100 um. Br: Bronchi or bronchiole. Bv: Blood vessel. Arrow. Mononuclear
inflammatory cell infiltration. Star: Degenerative changes in the respiratory epithelium. (C)
Heatmap recapitulating the average of histological scores, for each defined parameter

and determined for individuals of the same groups at 2 or 4 dpi.

-Figure 9. Protective efficacy of NILV::Sg_ in a systemic prime and intranasal
boost regimen in golden hamsters. (A) Timeline of the NILV::Sg_ prime-boost/target
immunization regimen and SARS-CoV-2 challenge in hamsters. (B) Profile of serum anti-
Scov-2 19G response following a single (i.m.) injection or a prime (i.m.) - boost (i.n.)
immunization with NILV::Sg. Anti-Scov.2 1gG responses were expressed as mean
endpoint dilution titers. (C) Lung viral loads at 4 dpi with SARS-CoV-2 in controls or
NILV::Sg -vaccinated hamsters. Statistical significance of the differences in the viral loads
was evaluated by two tailed unpaired t test; ** = p <0.01. (D) Post boost/target EC50
neutralizing titers, determined in the hamsters’ sera. (E) Lung histological analysis was
performed by H&E. Heatmap recapitulating the histological scores, for each parameter
and determined for individuals of various groups at 4 dpi. (F, G) Representative whole-
lung section from NILV::Sg. i.m. - NILV::Sg i.n. (F) or sham i.m. - sham i.n. (G) hamsters
at 4 dpi.

lFigure 10. Maps of plasmids used for production of LV encoding Sg., S1-S2
or S1 antigens.

-Figure 11. Schematic representation of Sg. and S,r2p encoded by LV. RBD,
S1/S2 and S2’ cleavage sites, Fusion Peptide (FP), TransMembrane domain (TM) and
short internal tail (T), 6759TOTNSPRRARGE5 (SEQ ID NO: 24) sequence encompassing
RRAR (SEQ ID NO: 99) furin cleavage site, and K®P and V%P consecutive substitutions
are indicated.
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Figure 12. Single i.n. injection of LV::S,r2p fully protects golden hamsters against
SARS-CoV-2. (A) Timeline of the LV::S,r2p prime-boost vaccination regimen and SARS-
CoV-2 challenge in hamsters. (B) Serum anti-Scov.2 IgG responses expressed as mean
endpoint dilution titers, determined by ELISA. (C) Neutralization capacity of anti-Scov-2
Abs, expressed as EC50 neutralizing titers, determined in the sera and lung homogenates
of LV::Sarep-immunized hamsters. (D) Percentages of weight l0ss in LV::Srep- Or sham-
vaccinated hamsters at 4 dpi. (E) Lung viral loads quantitated by total E or Esg qRT-PCR
at 4 dpi. Statistical significance of the differences was evaluated by two tailed unpaired t test;

* = p<0.0402, **** = p <0.0001. Red lines indicate the limit of detection of each assay.

-Figure 13. Largely reduced infection-driven lung inflammation in LV::Sr2p-
vaccinated hamsters. (A) Heatmap recapitulating relative log, fold changes in the
expression of inflammation-related mediators in Ssrop- Or sham-vaccinated individuals,
as analyzed at 4 dpi by use of RNA extracted from total lung homogenates and
normalized versus samples from untreated controls. Six individual hamsters per group
are shown in the heatmap. (B) Lung histological H&E analysis, as studies at 4 dpi.

lFigure 14. Large permissibility of the lungs and brain of K18-hACE2'P-THV
transgenic mice to SARS-CoV-2 replication. (A) Representative genotyping results
from 15 N1 B6.K18-hACE2'™ ™V mice as performed by gPCR to determine their hACE2
gene copy number per genome. (B) Phenotyping of the same mice, inoculated i.n. with
0.3 x 10° TCIDsy at the age of 5-7 wks and viral loads determination in their various organs
at 3 dpi by conventional E-specific gqRT-PCR. (C) Comparative permissibility of diverse
organs from K18-hACE2P-™Y and B6.K18-ACE22PM"AX transgenic mice to SARS-CoV-
2 replication, as determined at 3 dpi by conventional E-specific or sub-genomic Esg-
specific gRT-PCR. The red line indicates the qRT-PCR limit of detection. Statistical
significance of the difference was evaluated by Mann-Whitney test (*= p < 0.01, **= p
<0.00). (D) Comparative quantitation of hACE-2 mRNA in the lungs and brain of B6.K18-
hACE2'PTH and B6.K18-ACE22PMmnJAX transgenic mice. (E) Heatmap recapitulating log,
fold change in cytokine and chemokine mRNA expression in the lungs or brain of B6.K18-
hACE2P TV and B6.K18-ACE2%MmWAX transgenic mice at 3 dpi. Data were normalized

versus untreated controls.

16



WO 2022/013405 PCT/EP2021/069890

-Figure 15. Vaccination with LV::Sarop protects both lungs and central nervous
system from SARS-CoV-2 infection in K18-hACE2'™™V transgenic mice. (A) Timeline of
prime-boost LV::Sarzp vaccination and SARS-CoV-2 challenge in K18-hACE2'PTHY mice.
(B) Serum neutralization capacity of anti-Scoy.2 Abs in LV::Sr2p-vaccinated mice. (C) Viral
loads as determined in diverse organs at 3dpi by use of conventional E-specific or sub-
genomic Esg-specific qRT-PCR. The red line indicates the gqRT-PCR detection limit.
Statistical significance of the difference was evaluated by Mann-Whitney test (*= p < 0.01,
**=p <0.001). (D) Cytometric gating strategy determined to identify and quantify lung NK
cells and neutrophils in the lungs of LV::Srp- or sham-vaccinated and SARS-CoV-2-
challenged K18-hACE2'P-TV transgenic mice at 3 dpi. Percentages of NK and neutrophil
subset were calculated versus total lung CD45" cells. (E) Relative log; fold change in
cytokine and chemokine mRNA expression in the brain of LV::Sr2p- or sham-immunized
and SARS-CoV-2-challenged K18-hACE2™ TV transgenic mice at 3 dpi. Data were
normalized versus untreated controls. Statistical significance was evaluated by two tailed
unpaired t test; * = p<0.05, ** = p<0.01).

-Figure 16. Vaccination with LV::S,r2p through i.n. route elicits full protection
of CNS from SARS-CoV-2 infection. (A) Timeline of various LV::Sarp vaccination
regimens and SARS-CoV-2 challenge in B6.K18-hACE2™ T mice. (B) Viral loads in the
brain at 3dpi determined by conventional E-specific or sub-genomic Esg-specific qRT-
PCR. The red line indicates the gRT-PCR detection limit. Statistical significance of the
difference was evaluated by Mann-Whitney test (*= p < 0.01). (C-D) Cytometric analysis
at 3 dpi performed on cells extracted from pooled olfactory bulbs or brain of LV::Syrpi.m.-
i.n. vaccinated and protected mice versus sham-vaccinated and unprotected mice. (C)
Adaptive and (D) innate immune cells in the olfactory bulbs. (E) Innate immune cells in
the brain.

-Figure 17: Maps of lentiviral plasmid encoding Sg. ,S1-S2, S1, Sap, Sopsr Sarzp

-Figure 18: Head to head comparison of the protective potential of ILV::Sf. or
ILV::Sarp in C57BL/6 mice pre-treated with Ad5::hACE2 and challenged with SARS-
CoV-2.C57BL/6 mice were primed i.m. and boosted i.n. as described in Example 1. The

animals were challenged i.n. with SARS-CoV-2 and viral load was measured at 3 dpi. The
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results show a slight difference between the two compared LV-borne constructs that is
not considered significant and should even disappear when assessed by a sub-genomic
gRT-PCR measuring replicating virus.

-Figure 19: plasmid map for pFLAP K18-hACE2 WPRE

-Figures 20 to 24: Sequences of pFlap-CMV-S-2019-nCoV-WPREm, pFlap-
ieCMV-S2P-WPREm, pFlap-ieCMV-S2P3F-WPREm, pFlap-ieCMV-S2P-AF-WPREm,
pFLAP K18-hACE2 WPRE and the transgene sequences.

-Figure 25. Full protective capacity of NILV::Scov-2 against the Manaus P.1 SARS-
CoV-2 variant. (A) Timeline of NILV::Scev.2 i.m.-i.n. immunization and challenge with
Manaus P.1 SARS-CoV-2 in B6.K18-hACE2PTHY mice (n = 5/group). Brains and lungs
were collected at 3 dpi. (B) Brain or lung viral RNA contents, determined by conventional
E-specific or sub-genomic Esg-specific qRT-PCR at 3dpi. Two mice out of the 5 sham-
vaccinated mice did not have detectable viral load in the lungs despite a high viral in the
brain and hACE2 mRNA expression level comparable to the other mice in the same
group. (C) Neutralizing activity (EC50) of sera from individual NILV::Scey.2-vaccinated
mice against pseudo-viruses harboring Scev.2 from the ancestral Wuhan strain or D614G,
B1.117, B1.351 or P.1 variants. Statistical significance was evaluated by Mann-Whitney
test (*= p <0.05, **= p < 0.01). Red asterisk (bottom) indicates significance with ancestral
Wuhan, blue asterisk (middle) indicates significance with D614G variant, while orange
asterisk (top) indicates significance with B1.117 variant. Statistical comparisons were
made at the respective boosting timepoint.

-Figure 26. T-cell response, plays a major role in NILV::Scov.2-mediated protection
against SARS-CoV-2. (A) Wild type or yMT KO mice (n = 5-9/group) were injected by
LV::Scov-2 Or sham following the time line shown in (Figure 1A), then pretreated with
Ad5::hACEZ2 4 days before the challenge with SARS-CoV-2 Wuhan strain. Lung viral RNA
contents were determined at 3dpi. Statistical significance of the differences was evaluated
by Mann-Whitney test (**= p < 0.01, ****= p < 0.0001). (B) T-splenocyte responses in
NILV::Scov-2-primed and -boosted C57BL/6 WT mice or sham controls, evaluated by IFN-
y ELISPOT using 15-mer peptides encompassing Scev-2 MHC-I-restricted epitopes. (C)
Representative dot plots of IFN-y response by lung CD8* T cells, after in vitro stimulation

with the indicated Scov-o-derived peptides. (D) Cytometric strategy to detect lung CD8* T
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central memory (Tcm, CD44*CD62L*CD69), T effector memory (Tem, CD44*CD62L"
CD69) and T resident memory (Trm, CD44*CD62L"CD69'CD103%) (top) and
representative percentages of these subsets in LV::S i.m.-i.n.-vaccinated or sham mice.

-Figure 27. Features of olfactive bulbs in the protected NILV::Scov.2- Or unprotected
sham-vaccinated K18-hACE2"P-™Y mice. Mice are those detailed in the Figure 2. (A-B)
CD3 immuno-histo-chemistry of an olfactory bulb from a NILV::Scev-2 i.m.-i.n. vaccinated
and protected mice or unprotected sham-vaccinated mice and representative results from
these groups at 3dpi with SARS-CoV-2 Wuhan. (C) Cytometric analysis of cells extracted
from pooled olfactory bulbs from the same groups. (D-E) density of CD3 T cells as
determined by immuno-histo-chemistry of an olfactory bulb from a NILV::Scev-2 i.m.-i.n.
vaccinated and protected mice or unprotected sham-vaccinated mice and representative
results from these groups at 3dpi with SARS-CoV-2 Manaus P.1. (E) Cytometric analysis
of cells extracted from pooled olfactory bulbs from the same groups.

-Figure 28. Cross-sero-neutralization potential in mice primed and boosted with LV
encoding for each Spike of concern. (A) Timeline ofi.p.-i.p. immunization in C57BL/6 mice
(n = 5/group). (B) Scheme showing the sero-neutralization test used. (C) Neutralizing
activity (EC50) of sera from individual vaccinated mice against pseudo-viruses harboring
Scov-2 from the ancestral Wuhan strain or D614G, B1.1.7, B1.351 or P.1 variants.

BlFigure 29. Effect of Spike stabilization by kK986p - v987p substitutions (2P) on
(cross) neutralizing antibody activity. (A) Timeline of i.p.-i.p. immunization in C57BL/6
mice (n = 5/group). (B) Neutralizing activity (EC50) of sera from individual vaccinated
mice against pseudo-viruses harboring Scev-2 from the ancestral Wuhan strain or D614G,
B1.1.7, B1.351 or P.1 variants.

-Figures 30-34: Sequences of pFlap-ieCMV-S-B1.1.7-WPREm, pFlap-ieCMV-S-
B351-WPREmMm, pFlap-ieCMV-S-B351-2P-WPREm, pFlap-ieCMV-SFL-D614G-WPREm,
pFlap-ieCMV-S-P1-WPREm and the transgene sequences.

-The sequences disclosed herein that are related to the transgene constructs are
specified by their SEQ ID No. as follows:

SEQ ID | origin Sequence disclosed in
No.
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1 Genbank: YP_009724390.1 Text
2 Genbank: YP_009724390.1 Text
3 pFlap-CMV-S-2019-nCoV-WPREmM Figure 20
4 SARS-CoV-2 S (nt) Figure 20
5 SARS-CoV-2 S (aa) Figure 20
6 pFlap-ieCMV-S2P-WPREm Figure 21
7 S2P (nt) Figure 21
8 S2P (aa) Figure 21
9 pFlap-ieCMV-S2P3F-WPREm Figure 22
10 S2P3F (nt) Figure 22
11 S2P3F (aa) Figure 22
12 pFlap-ieCMV-S2P-AF-WPREm Figure 23
13 S2PAF (nt) Figure 23
14 S2PAF(aa) Figure 23
15 SARS-CoV-2 S - peptide 61-75 NVTWFHAIHVSGTNG
16 SARS-CoV-2 S - peptide 536-550 NKCVNFENFNGLTGTG
17 SARS-CoV-2 S - peptide §76-590 VRDPQTLEILDITPC
18 SARS-CoV-2 S — peptide 441-455 LDSKVGGNYNYLYRL
19 SARS-CoV-2 S — peptide 671-685 CASYQTQTNSPRRAR
20 SARS-CoV-2 S — peptide 991-1005 VQIDRLITGRLQSLQ
21 SARS-CoV-2 S — peptide 256 - 275 SGWTAGAAAYYVGYLQPRTF
22 SARS-CoV-2 S — peptide 681-686 PRRARS
23 SARS-CoV-2 S — mutated peptide 681- | PGSAGS

686

24 SARS-CoV-2 S — peptide 675-685 QTQTNSPRRAR
25 pFLAP K18-hACE2 WPRE Figure 24A
26 K18 promoter Figure 24A
27 Modified splicing donor site AAGTGGTAG
28 Acceptor site CTTTTTCCTTCCAGGT
29 hACE2 coding sequence(nt) Figure 24C
30 hACE?2 protein Figure 24D
31 WPRE wild type (nt) Figure 24E
98 WPRE mutated (nt) Figure 24G
33 Polypeptide of the Kan/neoR gene Figure 24F

DETAILED DESCRIPTION

[l The inventions described herein are based in part on the potent vaccination
strategy demonstrated in the examples. The examples demonstrate the utility of the
vaccine strategy, which is based in certain embodiments on lentiviral vectors (LVs), able

to induce neutralizing antibodies specific to the Spike glycoprotein (S) of SARS-CoV-2,
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the etiologic agent of CoronaVirus Disease 2019 (COVID-19). Among several LV
encoding distinct variants of S, one encoding the full-length, membrane anchored S
(LV::SkL) and one encoding the mutated prefusion (an optionally stabilized) form such as
in LV::Sarzp (also designated LV::S2PAF or LV::S2PDF or LV::S2PdeltaF) triggered high
antibody titers in mice and hamsters, with substantial capacity to inhibit in vitro and in vivo
viral invasion of host cells, expressing human Angiotensin-Converting Enzyme 2
(hACE2), the receptor for SARS-CoV-2 entry. S-specific T cells were also abundantly
induced in LV::Sg - or LV::S srop-vaccinated individuals. In mice, in which the expression
of hACE2 was induced by transduction of the respiratory tract cells by an adenoviral type
5 (Ad5) vector or by transgenesis with hACE2 vectorized by LV vector (B6.K18-hACE2'™
™V mice), as well as in hamsters, substantial or full protective effect against pulmonary
SARS-CoV-2 replication was afforded when LV::Sg. or LV::Ssr2p Was used in systemic
prime immunization, followed by intranasal mucosal boost/target. The conferred
protection avoided pulmonary inflammation and prevented tissue damage. Besides, in
B6.K18-hACE2'™ T mice with substantial brain permissibility to SARS-CoV-2 replication,
protection was shown to extend to the brain and to CNS. The results presented
demonstrate marked prophylactic effects of an LV-based vaccination strategy against
SARS-CoV-2 in pre-clinical animal models and designate in particular the intranasal
LV:: Sk -based immunization as a vigorous and promising vaccine approach against
COVID-19. The i.n. boost after a systemic prime with LV-based vaccine is required to
reach full protection of CNS in the developed transgenic model, which is a stringent model
of SARS-CoV-2 infection with particularly high permissibility of brain to SARS-CoV-2
replication.

A. Severe Acute Respiratory Syndrome beta-coronavirus 2 Spike Protein

[V arious aspects of this disclosure incorporate a SARS-CoV-2 S protein. In a
preferred embodiment the SARS-CoV-2 S Protein comprises the following amino acid
sequence (Genbank: YP_009724390.1; SEQ ID NO: 1):

1 MEVFLVLLPL VSSQCVNLTT RTQLPPAYTN SFTRGVYYPD KVFRSSVLHS TQDLFLPFEFES
61 NVIWFHAIHV SGTNGTKRFD NPVLPENDGV YFASTEKSNI IRGWIFGTTL DSKTQSLLIV
121 NNATNVVIKV CEFQFCNDPF LGVYYHKNNK SWMESEFRVY SSANNCTFEY VSQPFLMDLE
181 GKQGNFKNLR EFVFKNIDGY FKIYSKHTPI NLVRDLPQGF SALEPLVDLP IGINITREQT
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241
301
36l
421
481
541
601
661
721
781
841
901
961
1021
1081
1141
1201
1261

LLALHRSYLT
CTLKSETVEK
CVADYSVLYN
YNYKLPDDET
NGVEGENCYF
FNENGLTGTG
GTNTSNQVAV
ECDIPIGAGI
SVITEILPVS
VFAQVKQIYK
LGDIAARDILI
OMAYRENGIG
TLVKQLSSNF
SANLAATKMS
ICHDGKAHEP
LOPELDSFKE
QELGKYEQYT
SEPVLKGVKL

PGDSSSGWTA
GIYQTSNEFRV
SASEFSTFKCY
GCVIAWNSNN
PLOSYGEQPT
VLTESNKKFL
LYQDVNCTEV
CASYQTQTNS
MTKTSVDCTM
TPPIKDFGGE
CAQKENGLTV
VITONVLYENQ
GAISSVLNDI
ECVLGQSKRV
REGVEVSNGT
ELDKYFKNHT
KWPWYIWLGE
HYT

GAAAYYVGYL
QPTESIVREP
GVSPTKLNDL
LDSKVGGNYN
NGVGYQPYRV
PFOQFGRDIA
PVATHADQLT
PRRARSVASQ
YICGDSTECS
NESQILPDPS
LPPLLTDEMI
KLIANQEFNSA
LSRLDKVEAE
DFCGKGYHLM
HWEVTQRNEY
SPDVDLGDIS
IAGLIATIVMV

QPRTFLLKYN
NITNLCPFGE
CFTNVYADSFE
YLYRLFRKSN
VVLSFELLHA
DTTDAVRDPQ
PTWRVYSTGS
SITAYTMSLG
NLLLQYGSFC
KPSKRSFIED
AQYTSALLAG
IGKIQDSLSS
VQIDRLITGR
SFPOSAPHGV
EPQIITTDNT
GINASVVNIQ
TIMLCCMTSC
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ENGTITDAVD
VENATRFASV
VIRGDEVRQI
LKPFERDIST
PATVCGPKKS
TLEILDITEC
NVFQTRAGCL
AENSVAYSNN
TQLNRALTGI
LLFNKVTLAD
TITSGWTEFGA
TASALGKLOD
LOSLOTYVTQ
VEFLHVTYVPA
FVSGNCDVVI
KEIDRINEVA
CSCLKGCCSC

CALDPLSETK
YAWNRKRISN
APGQTGKIAD
EIYQOAGSTPC
TNLVKNKCVN
SFGGVSVITP
IGAEHVNNSY
SIATPTNETI
AVEQDKNTQE
AGFIKQYGDC
GAALQIPFAM
VVNONAQALN
QLIRAAETRA
QEKNEFTTAPA
GIVNNTVYDP
KNLNESLIDL
GSCCKEDEDD

-In another preferred embodiment the SARS-CoV-2 S protein consists of the amino
acid sequence (Genbank: YP_009724390.1; SEQ ID NO: 1).

-It is pointed out that, unless it would appear technically not applicable to the person
skilled in the art, the definitions provided herein for the SARS-CoV-2 S protein or the
polynucleotide encoding the SARS-CoV-2 S protein similarly apply to the derivatives or
to the fragments of the SARS-CoV-2 S protein defined with respect to the sequences of
SEQ ID No. 1 or respectively SEQ ID No.2.

ln some embodiments the SARS-CoV-2 S protein comprises an amino acid
sequence that is at least 90%, 91%, 92%, 93%, 94%, 95%, 96%, 97%, 98%, or 99%
identical to SEQ ID NO: 1. Such SARS-CoV-2 S protein may qualify as a SARS-CoV-2 S
protein derivative and/or as a SARS-CoV-2 S protein fragment if the obtained sequence
is shorter than SEQ ID NO: 1. It may also be a sequence of a SARS-CoV-2 S protein
expressed by a different strain of the virus than the originally identified isolate Wuhan-Hu-
1 (accession number MN908947).

Blln some embodiments the SARS-CoV-2 S protein consists of an amino acid
sequence that is at least 90%, 91%, 92%, 93%, 94%, 95%, 96%, 97%, 98%, or 99%
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identical to SEQ ID NO: 1. Such SARS-CoV-2 S protein may qualify as a SARS-CoV-2 S
protein derivative and/or as a SARS-CoV-2 S protein fragment if the obtained sequence
is shorter than SEQ ID NO: 1. It may also be a sequence of a SARS-CoV-2 S protein
expressed by a different strain of the virus than the originally identified isolate Wuhan-Hu-
1 (accession number MN908947). In some embodiments, the SARS-CoV-2 S protein
derivative has an amino acid sequence at least 95% identical or at least 99% identical to
SEQ ID NO:1. In one embodiment the SARS-CoV-2 spike protein derivative or fragment
has the amino acid sequence of SEQ ID No. 8, SEQ ID No. 11, SEQ ID No. 108, SEQ ID
No. 111, SEQ ID No. 114, SEQ ID No. 117, or SEQ ID No. 120, or the SARS-CoV-2 S
protein derivative has an amino acid sequence at least 95% identical or at least 99%
identical to S SEQ ID No. 8, SEQ ID No. 11, SEQ ID No. 108, SEQ ID No. 111, SEQ ID
No. 114, SEQ ID No. 117, or SEQ ID No. 1200r the SARS-CoV-2 spike protein fragment
has the amino acid sequence of SEQ ID No. 14 or the SARS-CoV-2 S protein derivative
has an amino acid sequence at least 95% identical or at least 99% identical to SEQ ID
NO: 14.

-In some embodiments the SARS-CoV-2 S protein comprises an amino acid
sequence that has 1, 2, 3, 4, 5, 6, 7, 8, 9 or 10 amino acid changes relative to SEQ ID
NO: 1. In some embodiments the SARS-CoV-2 S protein comprises of an amino acid
sequence that has no more than 1, no more than 2, no more than 3, no more than 4, no
more than 5, no more than 6, no more than 7, no more than 8, no more than 9 or no more
than 10 amino acid changes relative to SEQ ID NO: 1. Such SARS-CoV-2 S protein may
qualify as a SARS-CoV-2 S protein derivative and/or as a SARS-CoV-2 S protein
fragment if the obtained sequence is shorter than SEQ ID NO: 1. It may also be a
sequence of a SARS-CoV-2 S protein expressed by a different variant of the virus than
the originally identified isolate Wuhan-Hu-1 (accession number MN908947).

Ilin some embodiments the SARS-CoV-2 S protein consists of an amino acid
sequence that has 1, 2, 3, 4, 5, 6, 7, 8, 9 or 10 amino acid changes relative to SEQ ID
NO: 1. In some embodiments the SARS-CoV-2 S protein consist of an amino acid
sequence that has no more than 1, no more than 2, no more than 3, no more than 4, no
more than 5, no more than 6, no more than 7, no more than 8, no more than 9 or no more

than 10 amino acid changes relative to SEQ ID NO: 1 in particular no more than 10 amino
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acid changes at a single location in the protein. In some embodiments the SARS-CoV-2
S protein harbors mutation(s) such as those of the nucleotide sequence encoding S2PAF
or S2P3F In some embodiments a SARS-CoV-2 Spike protein comprises mutation(s) in
the Receptor Binding Domain of the protein. In some embodiments the SARS-CoV-2
Spike protein harbors a substitution at residue 614 such as D614G or comprises such
substitution. In some embodiments the SARS-CoV-2 Spike protein harbors mutation(s)
identified in so-called variant SARS-CoV-2 VU/ 2020 12/01 S protein i.e., mutations by
substitution or deletion of amino acid residues of the Spike protein such as deletion 69-
70, deletion 144, N501Y, substitutions A570D, D614G, P681H, T7161, S982A and
D1118H. In some embodiments the SARS-CoV-2 Spike protein harbors mutation(s) that
are present in SEQ ID No. 108, SEQ ID No. 111, SEQ ID No. 114, SEQ ID No. 117, or
SEQ ID No. 120.

Il n a preferred embodiment the SARS-CoV-2 S protein is encoded by a nucleotide
sequence that comprises nucleotides 21563 to 25384 of Genbank: NC_045512.2 (SEQ

ID NO: 2):

21541
21601
21leel
21721
21781
21841
21901
219%el
22021
22081
22141
22201
22261
22321
22381
22441
22501
22561
22621

tcagtgtgtt
acgtggtgtt
cttgttctta
caatggtact
ttccactgag
gacccagtcce
tcaattttgt
ggaaagtgag
gcecttttett
gtttaagaat
gcgtgatctce
taacatcact
ttcttettea
gacttttcta
tgaccctcecte
tcaaacttcet

aaacttgtgce

gaacaggaad

aatcttacaa
tattaccctg
cctttetttt
aagaggtttg
aagtctaaca
ctacttattyg
aatgatccat
ttcagagttt
atggaccttg
attgatggtt
cctcagggtt
aggtttcaaa
ggttggacag
ttaaaatata
tcagaaacaa
aactttagag
ccttttggtyg

agaatcagca

atgtttgt
ccagaactca
acaaagtttt
ccaatgttac
ataaccctgt
taataagagg
ttaataacgc
ttttgggtgt
attctagtgce
aaggaaaaca
attttaaaat
tttcggettt
ctttacttgce
ctggtgctge
atgaaaatgg
agtgtacgtt
tccaaccaac
aagtttttaa

actgtgttgce
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ttttettgtt
attacccccet
cagatcctca
ttggttccat
cctaccattt
ctggattttt
tactaatgtt
ttattaccac
gaataattgce
gggtaatttc
atattctaag
agaaccattg
tttacataga
agcttattat
aaccattaca
gaaatccttc
agaatctatt
cgccaccada

tgattattct

ttattgccac
gcatacacta
gttttacatt
gctatacatg
aatgatggtg
ggtactactt
gttattaaag
aaaaacaaca
acttttgaat
aaaaatctta
cacacgccta
gtagatttgce
agttatttga
gtgggttatc
gatgctgtag
actgtagaaa
gttagatttc
tttgcatctg

gtcctatata

tagtctctag
attctttcac
caactcagga
tctectgggac
tttattttgce
tagattcgaa
tctgtgaatt
aaagttggat
atgtctctca
gggaatttgt
ttaatttagt
caataggtat
ctcectggtga
ttcaacctag
actgtgcact
aaggaatcta
ctaatattac
tttatgcttg

attccgcecatc



WO 2022/013405

22681
22741
22801
22861
22921
22981
23041
23101
231el
23221
23281
23341
23401
2346l
23521
23581
23641
23701
23761
23821
23881
23941
24001
24061
24121
24181
24241
24301
24361
24421
24481
24541
24601
246061
24721
24781
24841
24901

attttccact
taatgtctat
gcaaactgga
tatagcttygg
tagattgttt
tcaggccggt
atcatatggt
ttcttttgaa
ggttaaaaac
tgagtctaac
tgatgctgtce
tggtgtcagt
ggatgttaac
gcgtgtttat
tgaacatgtc
ttatcagact
tgcctacact
catacccaca
gacatcagta
gttgcaatat
acaagacaaa
aattaaagat
caagaggdtca
catcaaacaa
aaagtttaac
cacttctgca
attacaaata
gaatgttctce
aattcaagac
ccaaaatgca
ttcaagtgtt
tgataggttyg
tagagctgca
acttggacaa
tcagtcagca
gaacttcaca
tgtctttgtt

aatcattact

tttaagtgtt
gcagattcat
aagattgctyg
aattctaaca
aggaagtcta
agcacacctt
ttccaaccca
cttctacatg
aaatgtgtca
aaaaagtttce
cgtgatccac
gttataacac
tgcacagaag
tctacaggtt
aacaactcat
cagactaatt
atgtcacttyg
aattttacta
gattgtacaa
ggcagttttt
aacacccaag
tttggtggtt
tttattgaag
tatggtgatt
ggccttactyg
ctgttagcgg
ccatttgcta
tatgagaacc
tcactttcectt
caagctttaa
ttaaatgata
atcacaggca
gaaatcagag
tcaaaaagag
cctecatggtyg
actgctcctyg
tcaaatggca

acagacaaca

atggagtgtc
ttgtaattag
attataatta
atcttgattce
atctcaaacc
gtaatggtgt
ctaatggtgt
caccagcaac
atttcaactt
tgcctttceca
agacacttga
caggaacaaa
tceetgttge
ctaatgtttt
atgagtgtga
ctcecteggeg
gtgcagaaaa
ttagtgttac
tgtacatttyg
gtacacaatt
aagtttttgce
ttaattttte
atctactttt
gccttggtyga
ttttgccacce
gtacaatcac
tgcaaatyggce
aaaaattgat
ccacagcaag
acacgcttgt
tcectttcacyg
gacttcaaag
cttctgctaa
ttgatttttyg
tagtcttcett
ccatttgtca
cacactggtt
catttgtgtc
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tcctactaaa
aggtgatgaa
taaattacca
taaggttggt
ttttgagaga
tgaaggtttt
tggttaccaa
tgtttgtgga
caatggttta
acaatttggce
gattcttgac
tacttctaac
tattcatgca
tcaaacacgt
catacccatt
ggcacgtagt
ttcagttgct
cacagaaatt
tggtgattca
aaaccgtgcet
acaagtcaaa
acaaatatta
caacaaadgtg
tattgctgct
tttgctcaca
ttctggttgyg
ttataggttt
tgccaaccaa
tgcacttgga
taaacaactt
tcttgacaaa
tttgcagaca
tettgetgcet
tggaaagggc
gcatgtgact
tgatggaaaa
tgtaacacaa

tggtaactgt
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ttaaatgatc
gtcagacaaa
gatgatttta
ggtaattata
gatatttcaa
aattgttact
ccatacagag
cctaaaaagt
acaggcacadg
agagacattyg
attacaccat
caggttgctyg
gatcaactta
gcaggctgtt
ggtgcaggta
gtagctagtc
tactctaata
ctaccagtgt
actgaatgca
ttaactggaa
caaatttaca
ccagatccat
acacttgcag
agagacctca
gatgaaatga
acctttggtyg
aatggtattg
tttaatagtyg
aaacttcaag
agctccaatt
gttgaggctg
tatgtgactc
actaaaatgt
tatcatctta
tatgtccectyg
gcacactttce
aggaattttt

gatgttgtaa

tctgctttac
tcgectecagg
caggctgcgt
attacctgta
ctgaaatcta
ttcctttaca
tagtagtact
ctactaattt
gtgttcttac
ctgacactac
gttcttttygg
ttetttatcea
ctcctacttyg
taataggggce
tatgcgctag
aatccatcat
actctattgc
ctatgaccaa
gcaatctttt
tagctgttga
aaacaccacc
caaaaccaadg
atgctggett
tttgtgcaca
ttgctcaata
caggtgctgce
gagttacaca
ctattggcaa
atgtggtcaa
ttggtgcaat
aagtgcaaat
aacaattaat
cagagtgtgt
tgtccttece
cacaagaaaa
ctcgtgaagyg
atgaaccaca

taggaattgt



WO 2022/013405

249e1
25021
25081
25141
25201
25261
25321

caacaacaca
taaatatttt
tgcttcagtt
aaatgaatct
atggtacatt
gctttgetgt

ctgcaaattt

gtttatgatc
aagaatcata
gtaaacattc
ctcatcgatce
tggctaggtt
atgaccagtt

gatgaagacg

ctttgcaacc
catcaccaga
aaaaagaaat
tccaagaact
ttatagctgg
gctgtagttyg

actctgagcc

tgaattagac
tgttgattta
tgaccgcecctce
tggaaagtat
cttgattgce
tctcaagggce

agtgctcaaa
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tcattcaagg
ggtgacatct
aatgaggttg
gagcagtata
atagtaatgg
tgttgttctt

ggagtcaaat

aggagttaga
ctggcattaa
ccaagaattt
taaaatggcc
tgacaattat
gtggatcctyg

tacattacac

25381 ataa

-In a preferred embodiment the SARS-CoV-2 S protein is encoded by a nucleotide
sequence that consists of nucleotides 21563 to 25384 of Genbank: NC_045512.2 (SEQ
ID NO: 2).

ln some embodiments the SARS-CoV-2 S protein is encoded by a nucleotide
sequence that is at least 60%, 70%, 80%, 85%, 90%, 91%, 92%, 93%, 94%, 95%, 96%,
97%, 98%, or 99% identical to SEQ ID NO: 2. Such SARS-CoV-2 S protein may qualify
as a SARS-CoV-2 S protein derivative and/or as a SARS-CoV-2 S protein fragment if the
nucleotide sequence having such defined percentage of identity is shorter than SEQ ID
NO: 2. It may also be a sequence encoding a SARS-CoV-2 S protein which originates
from a different strain of the virus than the originally identified isolate Wuhan-Hu-1
(accession number MN908947).

encoding the SARS-CoV-2 Spike protein harbors mutation(s) encompassing at least one

In some embodiments the nucleotide sequence

non-synonymous mutation. In some embodiments the SARS-CoV-2 S protein is encoded
by a nucleotide sequence that harbors mutation(s) such as those of the nucleotide
sequence encoding S2PAF or S2P3F. In some embodiments the nucleotide sequence
encoding the SARS-CoV-2 Spike protein harbors a mutation at location 23403 in the
sequence of SEQ ID No.2 wherein codon GGT is mutated, in particular substituted for
codon GAT (corresponding to mutation at location 614, in particular to D614G substitution
in the encoded protein). In some embodiments the nucleotide sequence is the sequence
encoding the Spike protein of the so-called variant SARS-CoV-2 VUI 2020 12/01 wherein
the Spike protein harbors multiple mutations by substitution or deletion of nucleotides
wherein the mutations lead to the following changes in the amino acid residues of the
encoded Spike protein: deletion 69-70, deletion 144, substitutions N501Y, A570D,
D614G, P681H, T716l1, S982A and D1118H.
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-In some embodiments the SARS-CoV-2 S protein is encoded by a nucleotide
sequence that is codon-optimized, such as a codon optimized variant of SEQ ID NO: 2.

-In some embodiments, the SARS-CoV-2 S protein comprises K986P and V987P
amino acid substitutions.

-In some embodiments, the SARS-CoV-2 S protein comprises a modification in
which amino acids 681-686 are changed PRRARS (SEQ ID NO: 22) to PGSAGS (SEQ
ID NO: 23).

-In some embodiments, the SARS-CoV-2 S protein comprises a modification in
which amino acids 675-685 (QTQTNSPRRAR (SEQ ID NO: 24)) are deleted.

B. Lentiviral Vectors and Pseudotyped Lentiviral Vector Particles encoding a
Severe Acute Respiratory Syndrome beta-coronavirus 2 (SARS-CoV-2) spike
(S) protein

-Within the context of this invention, a “lentiviral vector’ means a non-replicating
vector for the transduction of a host cell with a transgene comprising cis-acting lentiviral
RNA or DNA sequences, and requiring lentiviral proteins (e.g., Gag, Pol, and/or Env) that
are provided in trans. The lentiviral vector lacks expression of functional Gag, Pol, and
Env proteins. The lentiviral vector may be present in the form of an RNA or DNA molecule,
depending on the stage of production or development of said retroviral vectors.

[l The lentiviral vector can be in the form of a recombinant DNA molecule, such as a
plasmid. The lentiviral vector can be in the form of a lentiviral vector particle, such as an
RNA molecule(s) within a complex of lentiviral other proteins. Typically, lentiviral particle
vectors, which correspond to modified or recombinant lentivirus particles, comprise a
genome which is composed of two copies of single-stranded RNA. These RNA
sequences can be obtained by transcription from a double-stranded DNA sequence
inserted into a host cell genome (proviral vector DNA) or can be obtained from the
transient expression of plasmid DNA (plasmid vector DNA) in a transformed host cell.

-The lentiviral vector particles may have the capacity for integration. As such, they
contain a functional integrase protein. Alternatively, the lentiviral vector particles may
have impaired or no capacity for integration. Non-integrating vector particles have one or
more mutations that eliminate most or all of the integrating capacity of the lentiviral vector
particles. For, example, a non-integrating vector particle can contain mutation(s) in the
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integrase encoded by the lentiviral pol gene that cause a reduction in integrating capacity.
In contrast, an integrating vector particle comprises a functional integrase protein that
does not contain any mutations that eliminate most or all of the integrating capacity of the
lentiviral vector particles.

-In some embodiments the lentiviral vector particles are integrative (ILV).

-In some embodiments the lentiviral vector particles are non-integrative (NILV).

-Lentiviral vectors derive from lentiviruses, in particular human immunodeficiency
virus (HIV-1 or HIV-2), simian immunodeficiency virus (SIV), equine infectious
encephalitis virus (EIAV), caprine arthritis encephalitis virus (CAEV), bovine
immunodeficiency virus (BIV) and feline immunodeficiency virus (FIV), which are modified
to remove genetic determinants involved in pathogenicity and introduce new determinants
useful for obtaining therapeutic effects. Preferably lentiviral vectors derive from HIV-1.

-Such vectors are based on the separation of the cis- and frans-acting sequences.
In order to generate replication-defective vectors, the trans-acting sequences (e.g., gag,
pol, tat, rev, and env genes) can be deleted and replaced by an expression cassette
encoding a transgene.

-Efficient integration and replication in non-dividing cells generally requires the
presence of two cis-acting sequences at the center of the lentiviral genome, the central
polypurine tract (cPPT) and the central termination sequence (CTS). These lead to the
formation of a triple-stranded DNA structure called the central DNA “flap”, which acts as
a signal for uncoating of the pre-integration complex at the nuclear pore and efficient
importation of the expression cassette into the nucleus of non-dividing cells, such as
dendritic cells.

-In one embodiment, the invention encompasses a lentiviral vector comprising a
central polypurine tract and central termination sequence referred to as cPPT/CTS
sequence as described, in particular, in the European patent application EP 2 169 073.

-Further sequences are usually present in cis, such as the long terminal repeats
(LTRs) that are involved in integration of the vector proviral DNA sequence into a host
cell genome. Vectors may be obtained by mutating the LTR sequences, for instance, in
domain U3 of said LTR (AU3) (Miyoshi H et al, 1998, J Virol. 72(10):8150-7; Zufferey et
al., 1998, J Virol 72(12):9873-80).
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-In some embodiments the vector does not contain an enhancer. In some
embodiments the lentiviral vector comprises LTR sequences, preferably with a mutated
U3 region (AU3) removing promoter and enhancer sequences in the 3’ LTR.

-The packaging sequence Y (psi) can also be incorporated to help the
encapsidation of the polynucleotide sequence into the vector particles (Kessler et al.,
2007, Leukemia, 21(9):1859-74; Paschen et al., 2004, Cancer Immunol Immunother
12(6):196-203).

-In some embodiments, the invention encompasses a lentiviral vector comprising a
lentiviral packaging sequence W (psi).

-Further additional functional sequences, such as a transport RNA-binding site or
primer binding site (PBS) or a Woodchuck PostTranscriptional Regulatory Element
(WPRE) wild type or mutated (WPREm) a mutation being introduced to the start codon
of protein X in WPRE to avoid expression of X protein peptide, can also be included in
the lentiviral vector polynucleotide sequence, which in some embodiments allows for a
more stable expression of the transgene in vivo.

-In some embodiments, the lentiviral vector comprises a PBS. In one embodiment,
the invention encompasses a lentiviral vector comprising a WPRE and/or an IRES.

-In some embodiments, the lentiviral vector comprises at least one cPPT/CTS
sequence, one W sequence, one (preferably 2) LTR sequence, and an expression
cassette including a transgene under the transcriptional control of a cytomegalovirus
(CMV) immediate-early promoter, a B2m promoter or a class | MHC promoter.

-Methods of producing lentiviral vector particles and lentiviral vector particles are
also provided. A lentiviral vector particle (or lentiviral particle vector) comprises a lentiviral
vector in association with viral proteins. The vector may be an integrating vector (IL) (in
particular for the preparation of transgenic mice as illustrated below) or may be a non-
integrating vector (NIL) in particular for administration to human subject.

Ilin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof according to any of the embodiments disclosed
herein.
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Ilin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises or consists of an amino acid
sequence selected from SEQ ID NOS: 1, 5, 8, 11, 14, 108, 111, 114, 117, and 120.

Il some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises or consists of the amino acid
sequence of SEQ ID NO: 1.

Ilin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises or consists of the amino acid
sequence of SEQ ID NO: 5.

Il some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises or consists of the amino acid
sequence of SEQ ID NO: 8.

Il some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises or consists of the amino acid
sequence of SEQ ID NO: 11.

Ilin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises or consists of the amino acid
sequence of SEQ ID NO: 14.

llin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises or consists of the amino acid
sequence of SEQ ID NO: 108.

Ilin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises or consists of the amino acid
sequence of SEQ ID NO: 111.

Ilin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises or consists of the amino acid
sequence of SEQ ID NO: 114.

Il some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises or consists of the amino acid
sequence of SEQ ID NO: 117.
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llin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises or consists of the amino acid
sequence of SEQ ID NO: 120.

Il some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that consists of the amino acid sequence
Genbank: YP_009724390.1 (SEQ ID NO: 1).

Ilin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises an amino acid sequence that is
at least 90%, 91%, 92%, 93%, 94%, 95%, 96%, 97 %, 98%, or 99% identical to SEQ ID
NO: 1. The specific embodiments of such protein S derivative or fragment are also
encompassed within these embodiments of the lentiviral vector particles.

Ilin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises an amino acid sequence that is
at least 90%, 91%, 92%, 93%, 94%, 95%, 96%, 97 %, 98%, or 99% identical to SEQ ID
NOS: 5, 8, 11, 14, 108, 111, 114, 117, or 120. The specific embodiments of such protein
S derivative or fragment are also encompassed within these embodiments of the lentiviral
vector particles.

Ilin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that consists of an amino acid sequence that
is at least 90%, 91%, 92%, 93%, 94%, 95%, 96%, 97 %, 98%, or 99% identical to SEQ ID
NO: 1. The specific embodiments of such protein S derivative or fragment disclosed
herein are also encompassed within these embodiments of the lentiviral vector particles.

Ilin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that consists of an amino acid sequence that
is at least 90%, 91%, 92%, 93%, 94%, 95%, 96%, 97 %, 98%, or 99% identical to SEQ ID
NOS: 5, 8, 11, 14, 108, 111, 114, 117, or 120. The specific embodiments of such protein
S derivative or fragment are also encompassed within these embodiments of the lentiviral
vector particles.

Illin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises an amino acid sequence that
has 1, 2, 3,4, 5,6, 7, 8, 9 or 10 amino acid changes relative to SEQ ID NO: 1. In some
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embodiments the SARS-CoV-2 S protein comprises of an amino acid sequence that has
no more than 1, no more than 2, no more than 3, no more than 4, no more than 5, no
more than 6, no more than 7, no more than 8, no more than 9 or no more than 10 amino
acid changes relative to SEQ ID NO: 1.

Ilin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that comprises an amino acid sequence that
has 1, 2, 3, 4, 5,6, 7, 8 9 or 10 amino acid changes relative to SEQ ID NOS: 5, 8, 11,
14, 108, 111, 114, 117, or 120. In some embodiments the SARS-CoV-2 S protein
comprises of an amino acid sequence that has no more than 1, no more than 2, no more
than 3, no more than 4, no more than 5, no more than 6, no more than 7, no more than
8, no more than 9 or no more than 10 amino acid changes relative to SEQ ID NO: 1.

Ilin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that consists of an amino acid sequence that
has 1, 2, 3,4, 5,6, 7, 8, 9 or 10 amino acid changes relative to SEQ ID NO: 1. In some
embodiments the SARS-CoV-2 S protein consists of an amino acid sequence that has no
more than 1, no more than 2, no more than 3, no more than 4, no more than 5, no more
than 6, no more than 7, no more than 8, no more than 9 or no more than 10 amino acid
changes relative to SEQ ID NO: 1.

llin some embodiments, the lentiviral vector particles encode a SARS-CoV-2 S
protein or a derivative or fragment thereof that consists of an amino acid sequence that
has 1, 2, 3, 4, 5,6, 7, 8, 9 or 10 amino acid changes relative to SEQ ID NOS: 5, 8, 11,
14,108, 111, 114,117, or 120. In some embodiments the SARS-CoV-2 S protein consists
of an amino acid sequence that has no more than 1, no more than 2, no more than 3, no
more than 4, no more than 5, no more than 6, no more than 7, no more than 8, no more
than 9 or no more than 10 amino acid changes relative to SEQ ID NO: 1.

-In some embodiments the lentiviral vector particles encode a SARS-CoV-2 Spike
protein that harbors mutation(s) such as those contained in S2PAF (S2PdeltaF) or S2P3F
protein derivatives.

-In some embodiments the lentiviral vector particles encode a SARS-CoV-2 Spike
protein that harbors a substitution at residue 614 such as D614G or that comprises such

substitution. In some embodiments the lentiviral vector particles encode a SARS-CoV-2
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Spike protein that harbors mutation(s) identified in so-called variant SARS-CoV-2 VU/
2020 12/01 S protein i.e., mutations by substitution or deletion of amino acid residues of
the Spike protein such as deletion 69-70, deletion 144, N501Y, substitutions A570D,
D614G, P681H, T716l1, S982A and D1118H.

lllin some embodiments the lentiviral vector particles encode a SARS-CoV-2 S
protein that is encoded by a nucleotide sequence that comprises SEQ ID NO: 2.

Illin some embodiments the lentiviral vector particles encode a SARS-CoV-2 S
protein that is encoded by a nucleotide sequence that consists of nucleotides 21563 to
25384 of Genbank: NC_045512.2 (SEQ ID NO: 2).

-In some embodiments the lentiviral vector particles comprise a nucleotide
sequence that is at least 60%, 70%, 80%, 85%, 90%, 91%, 92%, 93%, 94%, 95%, 96%,
97%, 98%, or 99% identical to SEQ ID NO: 2.

I~ some embodiments the lentiviral vector particles encode a SARS-CoV-2 S
protein that is encoded by the nucleotide sequence that harbors mutation(s) with respect
to the sequence of SEQ ID NO: 2, wherein the mutation(s) encompass at least one non-
synonymous mutation. In some embodiments the lentiviral vector particles encode a
SARS-CoV-2 S protein whose nucleotide sequence harbors a mutation at location 23403
in the sequence of SEQ ID No.2 wherein codon GGT is mutated, in particular substituted
for codon GAT (corresponding to mutation at location 614, in particular to D614G
substitution in the encoded S protein of SEQ ID No.1). In some embodiments the lentiviral
vector particles encode the Spike protein of the so-called variant SARS-CoV-2 VU/I 2020
12/01 wherein the Spike protein harbors multiple mutations by substitution or deletion of
nucleotides with respect to the sequence of SEQ ID No.2 and wherein the nucleotide
mutations lead to the following changes in the amino acid residues of the encoded Spike
protein: deletion 69-70, deletion 144, substitutions N501Y, A570D, D614G, P681H,
T7161, S982A and D1118H.

-In some embodiments the lentiviral vector particles comprise a nucleotide
sequence that is codon-optimized, such as a codon optimized variant of SEQ ID NO: 2
or a codon optimized variant of the nucleotide sequence encoding the S2PAF (S2PdeltaF)
or the S2P3F derivatives.
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-In some embodiments the lentiviral vector particles comprise a nucleotide
sequence that encodes a SARS-CoV-2 S protein that comprises K986P and V987P
amino acid substitutions.

-In some embodiments the lentiviral vector particles comprise a nucleotide
sequence that encodes a SARS-CoV-2 S protein that comprises a modification in which
amino acids 681-686 PRRARS (SEQ ID No.22) are changed to PGSAGS (SEQ ID No.23)
such as in LV::S2P3F.

In some embodiments the lentiviral vector particles comprise a nucleotide
sequence that encodes a SARS-CoV-2 S protein that comprises a modification in which
amino acids 675-685 (QTQTNSPRRAR) (SEQ ID No.24) are deleted such as in
LV::S2PAF (LV::S2PdeltaF).

-In some embodiments, the pseudotyped lentiviral vector particles comprise a
polynucleotide selected from:

a polynucleotide encoding S2PAF (S2PdeltaF) of SEQ ID No. 13 or a coding

sequence having a nucleotide sequence at least 80% identical to SEQ ID No.13,

in particular a coding sequence having a mutation, in particular a deletion, in the
RBD
- apolynucleotide encoding S2P3F of SEQ ID No. 10 or a coding sequence having

H

a nucleotide sequence at least 80% identical to SEQ ID No.10 having a mutation
in the RBD, in particular wherein the coding sequence having a nucleotide
sequence at least 80% identical to SEQ ID No.10 comprises mutations 986%>" and
987V9P.

- a polynucleotide encoding S2P of SEQ ID No. 7 or a coding sequence having a
nucleotide sequence at least 80% identical to SEQ ID No.7 having a mutation in
the RBD,

- a polynucleotide encoding SFL of SEQ ID No. 2 or a coding sequence having a
nucleotide sequence at least 80% identical to SEQ ID No. 2 having a mutation in
the RBD,

- a polynucleotide encoding S-B1.1.7 of SEQ ID No. 107 or a coding sequence
having a nucleotide sequence at least 80% identical to SEQ ID No. 107 having a
mutation in the RBD,
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- apolynucleotide encoding S-B351 of SEQ ID No. 110 or a coding sequence having
a nucleotide sequence at least 80% identical to SEQ ID No. 110 having a mutation
in the RBD,

- a polynucleotide encoding S-B1.1.7 S-B351-2P of SEQ ID No. 113 or a coding
sequence having a nucleotide sequence at least 80% identical to SEQ ID No. 113
having a mutation in the RBD,

- a polynucleotide encoding SFL-D614G of SEQ ID No. 116 or a coding sequence
having a nucleotide sequence at least 80% identical to SEQ ID No. 116 having a
mutation in the RBD, and

- a polynucleotide encoding S-P1 of SEQ ID No. 119 or a coding sequence having
a nucleotide sequence at least 80% identical to SEQ ID No. 119 having a mutation
in the RBD.

-In some embodiments, the lentiviral vector particle comprises HIV-1 Gag and Pol
proteins. In some embodiments, the lentiviral vector particle comprises subtype D,
especially HIV-1npk, Gag and Pol proteins.

-According to some embodiments, the lentivector particles are obtained in a host
cell transformed with a DNA plasmid.

-Such a DNA plasmid can comprise:

-- bacterial origin of replication (ex: pUC ori);

-- antibiotic resistance gene (ex: KanR) for selection; and more particularly:

-- a lentiviral vector comprising at least one nucleic acid encoding a SARS-CoV-2
S protein or a derivative or fragment thereof, transcriptionally linked to a CMV promoter.

-Such a method allows producing a recombinant vector particle according to the
invention, comprising the following steps of:

-i) transfecting a suitable host cell with a lentiviral vector,

-ii) transfecting said host cell with a packaging plasmid vector, containing viral DNA
sequences encoding at least structural and polymerase (+ integrase) activities of a
retrovirus (preferably lentivirus); Such packaging plasmids are described in the art (Dull
et al., 1998, J Virol, 72(11):8463-71; Zufferey et al., 1998, J Virol 72(12):9873-80).

-iii) culturing said transfected host cell in order to obtain expression and packaging

of said lentiviral vector into lentiviral vector particles; and
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-iv) harvesting the lentiviral vector particles resulting from the expression and
packaging of step iii) in said cultured host cells.

-For different reasons, in particular for administration to a human subject, it may be
helpful to pseudotype the obtained retroviral particles, i.e. to add or replace specific
particle envelope proteins. In some embodiments pseudotyping extends the spectrum of
cell types that may be transduced while avoiding being the target of pre-existing immunity
in human populations.

-In order to pseudotype the retroviral particles of the invention, the host cell can be
further transfected with one or several envelope DNA plasmid(s) encoding viral envelope
protein(s), preferably a VSV-G envelope protein.

-An appropriate host cell is preferably a human cultured cell line as, for example, a
HEK cell line, such as a HEK293T line.

-Alternatively, the method for producing the vector particle is carried out in a host
cell, which genome has been stably transformed with one or more of the following
components: a lentiviral vector DNA sequence, the packaging genes, and the envelope
gene. Such a DNA sequence may be regarded as being similar to a proviral vector
according to the invention, comprising an additional promoter to allow the transcription of
the vector sequence and improve the particle production rate.

-In a preferred embodiment, the host cell is further modified to be able to produce
viral particle in a culture medium in a continuous manner, without the entire cells swelling
or dying. One may refer to Strang et al., 2005, J Virol 79(3):1165-71; Relander et al.,
2005, Mol Ther 11(3):452-9; Stewart et al., 2009, Gene Ther, 16(6):805-14; and Stuart et
al., 2011, Hum gene Ther, with respect to such techniques for producing viral particles.

-An object of the present invention consists of a host cell transformed with a
lentiviral particle vector.

-The lentiviral particle vectors can comprise the following elements, as previously
defined:

- cPPT/CTS polynucleotide sequence; and

-- a nucleic acid encoding a CAR under control of a B2m or MHCI promoter, and

optionally one of the additional elements described above.

36



WO 2022/013405 PCT/EP2021/069890

[P referably, the lentivector particles are in a dose of 10%, 2 x 108, 5x 10°, 107, 2 x
107, 5 x 107, 108, 2 x 108, 5x 108, or 10° TU.

-This disclosure provides pseudotyped lentiviral vector particles bearing a SARS-
CoV-2 S protein according to this disclosure. The lentivector can be integrative or non-
integrative. The lentiviral vectors are pseudotyped lentiviral vectors (i.e. “lentiviral vector
particles”) bearing a SARS-CoV-2 S protein.

-The disclosure also provides an immunogenic composition comprising a lentiviral
vector particle bearing a SARS-CoV-2 S protein according to this disclosure. All
embodiments disclosed herein in relation to the lentiviral particles apply to the definition
of the immunogenic composition.

- In some embodiments, the immunogenic composition is for use in a method of
prevention of infection of a human subject by SARS-CoV-2. In some embodiments, the
immunogenic composition is for use in a method of protection against SARS-CoV-2
replication in a human subject at risk of being exposed to SARS-CoV-2 or infected by
SARS-CoV-2. In some embodiments, the immunogenic composition is for use in a
method of preventing development of symptoms or development of a disease associated
with infection by SARS-CoV-2, such as COVID-19 in a human subject at risk of being
exposed to SARS-CoV-2 or infected by SARS-CoV-2. In some embodiments, the
immunogenic composition is for use in a method of preventing the onset of neurological
outcome associated with infection by SARS-CoV-2 in a human subject at risk of being
exposed to SARS-CoV-2 or infected by SARS-CoV-2. In some embodiments, the
immunogenic composition is for use in a method of protecting the Central Nervous
System (CNS) of a human subject at risk of being exposed to SARS-CoV-2 or infected
by SARS-CoV-2. In some embodiments, in any of these applications for use in a method
disclosed, the immunogenic composition may be administered to the subject as a
prophylactic agent in an effective amount for elicitation of an immune response against
SARS-CoV-2.

-In some embodiment the immunogenic composition is for use in a method of
protection of a human subject against SARS-CoV-2 infection or against development of
the symptoms or the disease (COVID-19) associated with SARS-CoV-2 infection, wherein

the subject is at risk of developing lung and/or CNS pathology. In particular the human
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subject is in need of immune protection of CNS from SARS-CoV-2 replication because
he/she is affected with comorbid conditions, in particular comorbid conditions affecting
the CNS.

-The disclosure also provides a vaccine composition comprising a lentiviral vector
particle bearing a SARS-CoV-2 S protein according to this disclosure and a carrier. In
some embodiments the vaccine reduces the likelihood that a vaccinated subject,
especially a human subject, will develop COVID-19. In some embodiments the reduction
is by at least 30%, 40%, 50%, 60%, 70%, 80%, or 90%. In some embodiments the vaccine
reduces COVID-19 disease severity in a subject by at least 30%, 40%, 50%, 60%, 70%,
80%, or 90%. In some embodiments the reduction is by at least 30%, 40%, 50%, 60%,
70%, 80%, or 90%.

-In some embodiments the vaccine provides protection against the infection by
SARS-Cov-2, especially sterilizing protection. In some embodiments, the vaccine is for
use in a method as disclosed herein in respect of the immunogenic composition.

-The herein disclosed immunogenic composition and vaccine may be administered
according to the administration route and administration regimen disclosed herein, in
particular in accordance with the specific embodiments disclosed in C. below in particular
in accordance with the illustrated embodiments.

C. Methods of Inducing and/or activating a Protective Immune Response
Against Severe Acute Respiratory Syndrome beta-coronavirus 2 (SARS-
CoV-2)

-Also provided are methods of inducing or activating a protective immune response
against Severe Acute Respiratory Syndrome beta-coronavirus 2 (SARS-CoV-2),
comprising administering to the upper respiratory tract of a subject an effective amount
of an agent that induces a protective immune response against SARS-CoV-2. In certain
embodiments the agent that induces a protective immune response against SARS-CoV-
2 is a pseudotyped lentiviral vector particle encoding a Severe Acute Respiratory
Syndrome beta-coronavirus 2 (SARS-CoV-2) spike (S) protein or a derivative or fragment
thereof. The disclosure of the methods herein is similarly applicable to the immunogenic
composition for use in a method as disclosed in the present disclosure or to the vaccine
for use in a method as disclosed in the present disclosure.
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-In some embodiments the agent is administered by nasal inhalation.

-As used herein, “administered to the upper respiratory tract” includes any type of
administration that results in delivery to the mucosa lining of the upper respiratory tract
and includes in particular nasal administration. Administration to the upper respiratory
tract includes without limitation aerosol inhalation, nasal instillation, nasal insufflation, and
all combinations thereof. In some embodiments the administration is by aerosol
inhalation. In some embodiments the administration is by nasal instillation. In some
embodiments the administration is by nasal insufflation.

[~ some embodiments the treatment course consists of a single administration to
the upper respiratory tract. In some embodiments the treatment course comprises a
plurality of administrations to the upper respiratory tract. In some embodiments the
treatment course comprises at least one administration to the upper respiratory tract and
at least one administration outside of the respiratory tract. In some embodiments the
treatment course comprises at least one priming administration via route outside of the
respiratory tract followed by at least one boosting administration to the upper respiratory
tract. The administration outside of the respiratory tract may be intramuscular, intradermal
or subcutaneous. In some embodiments the treatment course comprises at least a
prime/boost or a prime/target administration. In some embodiments the administration
regimen comprises or consists of a prime administration outside of the upper respiratory
tract, such as systemic (in particular intramuscular) administration and a boost or a target
administration to the upper respiratory tract. The administered doses of the agent may be
identical or may be different in the prime and boost/target administration steps, in
particular may be higher for the administration to the upper respiratory tract. Details for
the administration to the upper respiratory tract are provided below.

-In a particular embodiment the lentiviral vector particles are LV::SFL, in particular
NILV::SFL and the administration regimen consists in a systemic, especially i.m. prime
and a boost to the upper respiratory tract, in particular by i.n. boost.

B~ a particular embodiment the lentiviral vector particles are LV::Spefusion, in
particular NILV::Sprefusion, Such as LV:S2PAF or NILV::S2PAF, or LV::S2P3F or NI
LV::S2P3F and the administration regimen consists in a systemic, especially i.m. prime

and a boost to the upper respiratory tract, in particular by i.n. boost.
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-In some embodiments, the lentiviral vector particles comprise a polynucleotide

selected from:

- a polynucleotide encoding S2PAF (S2PdeltaF) of SEQ ID No. 13 or a coding
sequence having a nucleotide sequence at least 80% identical to SEQ ID No.13,
in particular a coding sequence having a mutation, in particular a deletion, in the
RBD

- apolynucleotide encoding S2P3F of SEQ ID No. 10 or a coding sequence having

H

a nucleotide sequence at least 80% identical to SEQ ID No.10 having a mutation
in the RBD, in particular wherein the coding sequence having a nucleotide
sequence at least 80% identical to SEQ ID No.10 comprises mutations 986%>F and
987V9P.

- a polynucleotide encoding S2P of SEQ ID No. 7 or a coding sequence having a
nucleotide sequence at least 80% identical to SEQ ID No.7 having a mutation in
the RBD,

- a polynucleotide encoding SFL of SEQ ID No. 2 or a coding sequence having a
nucleotide sequence at least 80% identical to SEQ ID No. 2 having a mutation in
the RBD,

- a polynucleotide encoding S-B1.1.7 of SEQ ID No. 107 or a coding sequence
having a nucleotide sequence at least 80% identical to SEQ ID No. 107 having a
mutation in the RBD,

- apolynucleotide encoding S-B351 of SEQ ID No. 110 or a coding sequence having
a nucleotide sequence at least 80% identical to SEQ ID No. 110 having a mutation
in the RBD,

- a polynucleotide encoding S-B1.1.7 S-B351-2P of SEQ ID No. 113 or a coding
sequence having a nucleotide sequence at least 80% identical to SEQ ID No. 113
having a mutation in the RBD,

- a polynucleotide encoding SFL-D614G of SEQ ID No. 116 or a coding sequence
having a nucleotide sequence at least 80% identical to SEQ ID No. 116 having a
mutation in the RBD, and
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- a polynucleotide encoding S-P1 of SEQ ID No. 119 or a coding sequence having
a nucleotide sequence at least 80% identical to SEQ ID No. 119 having a mutation
in the RBD.

-In some embodiments the protective immune response comprises production of
SARS-CoV-2 neutralizing antibodies in the subject. In some embodiments the
neutralizing antibodies comprise 1gG antibodies. In some embodiments the protective
immune response comprises production of SARS-CoV-2 S-specific T cells in the subject.
In some embodiments the SARS-CoV-2 S-specific T cells comprise CD4* T cells. In some
embodiments the SARS-CoV-2 S-specific T cells comprise CD8" T cells. In some
embodiments the SARS-CoV-2 S-specific T cells comprise CD4"* T cells and CD8* T cells.
In some embodiments the SARS-CoV-2 S-specific T cells comprise lung CD8+ T cells. In
some embodiments the SARS-CoV-2 S-specific T cells comprise IFN-y-producing T-cells.
In some embodiments the SARS-CoV-2 S-specific T cells comprise T cells with an
effector memory (Tem) and/or resident memory (Trm) phenotype. In some embodiments
the SARS-CoV-2 S-specific T cells are recruited to the olfactory bulb. In some
embodiments the protective immune response reduces the development of at least one
symptom of a SARS-CoV-2 infection. In some embodiments the protective immune
response reduces the time period during which an infected subject suffers from at least
one symptom of a SARS-CoV-2 infection. In some embodiments the protective immune
response reduces the likelihood of developing SARS-CoV-2 infection-related
inflammation in the subject.

-In various embodiments, the pseudotyped lentiviral vector particle may encode any
Severe Acute Respiratory Syndrome beta-coronavirus 2 (SARS-CoV-2) spike (S) protein
or a derivative or fragment thereof that is disclosed herein in the above embodiments
relating to the description of the lentiviral vector particles.

Ilin some embodiments the SARS-CoV-2 S protein derivative has an amino acid
sequence at least 95% identical to SEQ ID NO: 1. In some embodiments the SARS-CoV-
2 S protein derivative is expressed from a coding sequence having a nucleotide sequence
at least 80% identical to SEQ ID NO: 2. In some embodiments the SARS-CoV-2 S protein
fragment comprises a peptide selected from peptide 61-75 (NVTWFHAIHVSGTNG (SEQ
ID NO: 15)), peptide 536-550 (NKCVNFNFNGLTGTG (SEQ ID NO: 16)) and peptide 576-
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590 (VRDPQTLEILDITPC (SEQ ID NO: 17)). In some embodiments the SARS-CoV-2 S
derivative or fragment thereof comprises an amino acid modification relative to SEQ 1D
NO: 1, the modification selected from: (i) 986X>F and 987V>", (ii) 681PRRARSG86 (SEQ ID
NO: 22) > 6817¢%4CSgg86 (SEQ ID NO: 23), and (i) 986%°F, 987V°P and
675%TATNSPRRARGE5 (SEQ ID NO: 24) deletion. In some embodiments the Severe Acute
Respiratory Syndrome beta-coronavirus 2 (SARS-CoV-2) spike (S) protein or a derivative
or fragment thereof comprises or consists of an amino acid sequence selected from SEQ
ID NOS: 1, 5, 8, 11, 14, 108, 111, 114, 117, and 120.

-In some embodiments the administered lentiviral vector particle is integrative. In
some embodiments the administered lentiviral vector particle is nonintegrative. In some
embodiments the administered nonintegrative lentiviral particle comprises a D64V
mutation in an integrase coding sequence. In some embodiments the administered
lentiviral vector particle is pseudotyped with Vesicular Stomatitis Virus envelop
Glycoprotein (VSV-G). In some embodiments the lentiviral vector particle is administered
as a vaccine formulation comprising the lentiviral vector particle and a pharmaceutically
acceptable carrier.

-In some embodiments, the lentivector contains a promoter that drives high
expression of the Severe Acute Respiratory Syndrome beta-coronavirus 2 (SARS-CoV-
2) spike (S) protein or a derivative or fragment thereof, and drives expression in sufficient
quantity for elimination by the induced immune response. In some embodiments, the
promoter lacks an enhancer element to avoid insertional effects.

-In some embodiments, at least 95%, 99%, 99.9%, or 99.99% of the lentiviral DNA
integrated in cells of a mouse or hamster animal model at day 4 after administration is
eliminated by day 21 after administration.

-In some embodiments, the lentivector particles are in a dose of 10%, 2 x 10°, 5x
108,107, 2 x 107, 5x 107, 108, 2 x 108, 5x 108 or 10° TU.

-The immune response induced by the lentiviral vector can be a B cell response, a
CD4+ T cell response, and/or a CD8+ T cell response.

-The present invention thus provides vectors that are useful as a medicament or

vaccine, particularly for administration to the upper respiratory tract.
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-The disclosed lentiviral vectors have the ability to induce, improve, or in general
be associated with the occurrence of a B cell response, a CD4+ T cell response, and/or
a CD8+ T cell response, including a memory CTL response.

ln some embodiments the lentiviral vector is used in combination with adjuvants,
other immunogenic compositions, and/or any other therapeutic treatment.

-According to some embodiments the immunogenic compositions as defined or
illustrated herein are for use to induce a protective immune response against SARS-CoV-
2 in the upper respiratory tract and/or in the brain against SARS-CoV-2 of a subject.

-According to some embodiments the immunogenic compositions are for use to
induce a cross protective immune response of lungs and brain against ancestral including
SARS-CoV-2 selected from the group of SARS-CoV-2 Wuhan strain, SARS-CoV-2
D614G strain and SARS-CoV-2 B1.117 strain and against emerging SARS-CoV-2
variants such as SARS-CoV-2 P.1 variant, by eliciting B and T cell-responses.

-According to some embodiments the immunogenic compositions are for use as
defined herein and are characterized in that the dosage form or the pseudotyped lentiviral
particle comprises pseudotyped lentiviral particles as defined herein wherein the
pseudotyped lentiviral particles are non-integrative.

-In some embodiments, these immunogenic compositions are for use to elicit a
protective immune response against SARS-CoV-2 wherein the response elicits SARS-
CoV-2 S-specific T cells, in particular SARS-CoV-2 S-specific T cells that comprise lung
CD8+ T cells and/or IFN-y-producing T-cells.

-According to some embodiments the immunogenic compositions are for use to
elicit a protective immune response against SARS-CoV-2 wherein the response elicits
CD8+ T cells that comprise T cells with an effector memory (Tem) and/or resident memory
(Trm) phenotype.

-According to some embodiments the immunogenic compositions are for use as
defined herein, the SARS-CoV-2 S-specific T cells are recruited to the olfactory bulb.

-According to some embodiments the immunogenic compositions for use according
to the invention are characterized in that the Severe Acute Respiratory Syndrome beta-

coronavirus 2 (SARS-CoV-2) spike (S) protein or a derivative or fragment thereof
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comprises or consists of an amino acid sequence selected from SEQ ID NOS: 1, 5, 8, 11,
14,108, 111, 114, 117, and 120.

-According to some embodiments the immunogenic compositions are for use to
prevent or to alleviate SARS-CoV-2 infection-related inflammation in the subject.

D. Dosage Forms For Administration to the Upper Respiratory Tract

-The immunogenic compositions of the disclosure may be provided in a dosage
form suitable for administration to the upper respiratory tract of a subject. Appropriate
formulations are known in the art. In some embodiments the dosage form is adapted for
aerosol inhalation. In some embodiments the dosage form is adapted for nasal instillation.
In some embodiments the nasal dosage form is adapted for nasal insufflation. In some
embodiments the dosage form is aliquoted in a single dose. In some embodiments the
dosage form is packaged in a single dose.

E. Kits

-Also provided are kits suitable for use in practicing a method disclosed herein. In
some embodiments the kit comprises a dosage form for administration to the upper
respiratory tract of a subject of the pseudotyped lentiviral vector particle encoding a
SARS-CoV-2 S protein or a derivative or fragment thereof according to this disclosure,
and an applicator. In some embodiments the applicator is an applicator for aerosol
inhalation. In some embodiments the applicator is an applicator for nasal instillation. In
some embodiments the applicator is an applicator for nasal insufflation. Suitable
examples of each are known in the art and may be used.

F. Lentiviral Vectors

-Also provided are novel and nonobvious lentiviral vectors and plasmids for creating
the same. The LV and the plasmids encode a Severe Acute Respiratory Syndrome beta-
coronavirus 2 (SARS-CoV-2) spike (S) protein or a derivative or fragment thereof.

-Having thus described different embodiments of the present invention, it should be
noted by those skilled in the art that the disclosures herein are exemplary only and that

various other alternatives, adaptations, and modifications may be made within the scope
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of the present invention. Accordingly, the present invention is not limited to the specific
embodiments as illustrated herein.
G. Examples
Example 1: Intranasal vaccination with LV against SARS-Cov-2 in preclinical animal
models of golden hamster and mice treated to express human ACE2

Example 1.1: Materials and Methods

1. 1.1 Construction of transfer pFLAP plasmids coding SFL, $1-S2, or S1 derived
from SCoV-2.

-A codon-optimized full-length S (1-1273) sequence was amplified from pMK-
RQ_S-2019-nCoV and inserted between BamHI and Xhol sites of pFlap-ieCMV-WPREmM.
Sequences encoding for S1-S2 (1-1211) or S1 (1-681) were amplified by PCR from the
pFlap-ieCMV- SFL-WPREm plasmid and sub-cloned into pFlap-ieCMV-WPREm
between the BamHI and Xhol restriction sites. Each of the PCR products were inserted
between the native human ieCMV promoter and a mutated WPRE (Woodchuck
Posttranscriptional Regulatory Element) sequence, where a mutation was introduced to
the start codon of protein X in WPRE to avoid expression of X protein peptide. Plasmids
were amplified in Escherichia coli DH5a in Lysogeny Broth (LB) supplemented with 50
Mg/ml of kanamycin, purified using the NucleoBond Xtra Maxi EF Kit (Macherey Nagel)
and resuspended in Tris-EDTA Endotoxin-Free (TE-EF) buffer overnight. The plasmid
was quantified with a NanoDrop 2000c spectrophotometer (Thermo Scientific), adjusted
to 1 pg/ul in TE-EF buffer, aliquoted and stored at -20°C. The plasmid DNA was verified
by (i) diagnostic check with restriction digestion, and (ii) sequencing the region proximal
to the transgene insertion sites.

1. 1.2 Production and Titration of LV Vectors

-Non-replicative integrative LV vectors were produced in Human Embryonic Kidney
(HEK)-293T cells, as previously detailed (Zennou et al., 2000). 6 x108 cells/Petri dish
were cultured in DMEM and were co-transfected in a tripartite fashion with 1 ml of a
mixture of: (i) 2.5 pg/ml of the pSD-GP-NDK packaging plasmid, coding for codon-
optimized gag-pol-tat-rre-rev, (i) 10 pg/ml of VSV-G Indiana envelop plasmid, and (iii) 10
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Mg/ml of transfer pFLAP plasmid in Hepes 1X containing 125 mM of Ca(ClOs);
Supernatants were harvested at 48h post transfection, clarified by 6-minute centrifugation
at 2500 rpm at 4°C, then treated for 30 min with benzonase 10 U/ml final concentration
at 37°C in Hepes-buffered solution, containing MgCI2 (2 mM) final to eliminate residual
DNA. LV vectors were aliquoted and conserved at -80°C. To determine the titers of LV
preparations, HEK-293T were distributed at 4 x 10°cell/well in flat-bottom 6-well-plates in
complete DMEM in the presence of 8 yM aphidicolin (Sigma) which blocks the cell
proliferation. The cells were then transduced with serial dilutions of LV preparations. The
titer, proportional to the efficacy of nuclear gene transfer, is determined as Transduction
Unit (TU)/ml by gPCR on total lysates at day 3 post transduction, by use of forward 5’-
TGG AGG AGG AGA TAT GAG GG-3’ (SEQ ID NO: 100) and reverse 5-CTG CTG CAC
TAT ACC AGA CA-3 (SEQ ID NO: 101) primers, specific to pFLAP plasmid and forward
5-TCT CCT CTGACT TCA ACA GC-3’ (SEQ ID NO: 102) and reverse 5-CCC TGC ACT
TTT TAA GAG CC-3’ (SEQ ID NO: 103) primers specific to the host housekeeping gene
gadph, as described elsewhere (Iglesias et al., 2006).
1. 1.3 Mouse studies

-Female C57BL/6J mice (Janvier, Le Genest Saint Isle, France) were used between
the age of 6 and 10 weeks. Male Mesocricetus auratus golden hamsters (Janvier, Le
Genest Saint Isle, France) were purchased mature, i.e. 80-90 gr weight. At the beginning
of the immunization regimen they weigh between 100 and 120 gr. Experimentation on
animals was performed in accordance with the European and French guidelines
(Directive 86/609/CEE and Decree 87-848 of 19 October 1987) subsequent to approval
by the Institut Pasteur Safety, Animal Care and Use Committee, protocol agreement
delivered by local ethical committee (CETEA #DAP20007) and Ministry of High Education
and Research APAFIS#24627-2020031117362508 v1. Mice were vaccinated with the
indicated TU of LV via intraperitoneal (i.p.) injection. Sera were collected at various time
points post immunization to monitor binding and neutralization activities.

1. 1.4 SARS-CoV-2 inoculation

-Ad5::hACE2-pretreated mice or hamsters were anesthetized by peritoneal
injection of mixture Ketamine and Xylazine, transferred into a PSM-IIl where they were
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inoculated with 1 x 10° TCIDsp of a SARS-CoV-2 clinical isolate amplified in VeroE6 cells,
provided by the Centre National de Réference des Virus Respiratoires, France. The viral
inoculum was contained in 20 pl for mice and in 50 yl for hamsters. Animals were then
housed in an isolator in BSL3 animal facilities of Institut Pasteur. The organs and fluids
recovered from the infected mice, with live SARS-CoV-2 were manipulated following the
approved standard operating procedures of the BioSafety Level BSL3 facilities.

1. 1.5 Recombinant Scov.2 protein variants

-Codon-optimized nucleotide fragments encoding a stabilized foldon-trimerized
version of the SARS-CoV-2 S ectodomain (a.a. 1 to 1208), the S1 monomer (a.a. 16 to
681) and the RBD subdomain (amino acid 331 to 519) both preceded by a murine IgK
leader peptide, followed by an 8xHis Tag (SEQ ID NO: 104) were synthetized and cloned
into pcDNA™3.1/Zeo™ expression vector (Thermo Fisher Scientific). Proteins were
produced by transient co-transfection of exponentially growing Freestyle™ 293-F
suspension cells (Thermo Fisher Scientific, Waltham, MA) using polyethylenimine (PEI)-
precipitation method as previously described (Lorin and Mouquet, 2015). Recombinant
Scov2 proteins were purified by affinity chromatography using the Ni Sepharose® Excel
Resin according to manufacturer’s instructions (Thermo Fisher Scientific). Protein purity
was evaluated by in-gel protein silver-staining using Pierce Silver Stain kit (Thermo Fisher
Scientific) following SDS-PAGE in reducing and non-reducing conditions using
NuPAGE™ 3-8% Tris-Acetate gels (Life Technologies). Purified proteins were dialyzed
overnight against PBS using Slide-A-Lyzer® dialysis cassettes (10 kDa MW cut-off,
Thermo Fisher Scientific). Protein concentration was determined using the NanoDrop™
One instrument (Thermo Fisher Scientific).

1.1.6 ELISA

-Ninety-six-well Nunc Polysorp plates (Nunc, Thermo Scientific) were coated
overnight at 4 °C with 100 ng/well of purified tri-S proteins in carbonate buffer pH 9.6.
After washings with PBS containing 0.1% Tween 20 (PBST), plate wells were blocked
with PBS containing 1% Tweeny, and 10% FBS for 2 h at room temperature. After PBST
washings, 1:100-diluted sera in PBST containing 10% FBS and 4 consecutive 1:10
dilutions were added and incubated during 2h at 37°C. After PBST washings, plates were
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incubated with 1,000-fold diluted peroxydase-conjugated goat anti-mouse IgG/IgM
(Jackson ImmunoResearch Europe Ltd, Cambridgeshire, United Kingdom) for 1 h. Plates
were revealed by adding 100 ul of TMB chromogenic substrate (TMB, Eurobio Scientific)
after PBST washings. Optical densities were measured at 450nm/620nm on a PR3100
reader following a 30 min incubation.

1. 1.7 nAb Detection

-Serial dilutions of plasma were assessed for nAbs via an inhibition assay which
uses Human Embryonic Kidney (HEK) 293-T cells transduced to express stably human
ACE2, and safe, non-replicative Scev.2 pseudo-typed LV particles which harbor the
reporter luciferase firefly gene, allowing quantitation of the host cell invasion by mimicking
fusion step of native SARS-CoV-2 virus (Sterlin et al.). First, 1.5 x 102 TU of Scov-2
pseudo-typed LV were pre-incubated, during 30 min at room temperature, in U-bottom
plates, with serial dilutions of each serum in a final volume of 50ul in DMEM, completed
with 10% heat-inactivated FCS and 100 U/ml penicillin and 100 pg/ml streptomycin. The
samples were then transferred into clear-flat-bottom 96-well-black-plates, and each well
received 2 x 10* hACE2* HEK293-T cells contained in 50 pl. After 2 days incubation at
37°C 5% CO,, the transduction efficiency of hACE2* HEK293-T cells by pseudo-typed
LV particles was determined by measuring the luciferase activity, using the Luciferase
Assay System Kit with Reporter Lysis Buffer (Promega). To do so, the supernatants were
completely removed from the culture wells, 40 ul of Reporter Lysis Buffer 1X and 50 pl of
Luciferase Assay Reagent (Luciferase FireFly) were sequentially added to each culture
well. The bioluminescent signal was quantified using an LB 960 plate reader (Berthold).

1. 1.8 SgL T-cell epitope mapping

-In order to map the immuno-dominant epitopes, peptides spanning the whole spike
protein were pooled in ten pools, each containing 15 amino-acid residues overlapping by
ten amino acids. Synthetic peptides were purchased from Mimotopes (Australia). IFN-g
ELISpot assay was performed as previously described (Dion et al, 2013). These different
sets of pooled peptides were used in a matrix assay to map by ICS the epitope responses
induced by each construct. Peptides were dissolved in DMSQO at a concentration of 2
mg/ml and diluted before use at 1 ug/ml and 2-5 pug/mL with culture medium before their
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use in ELISpot and ICS assays, respectively. Responses in ELISpot were considered
positive if the median number of spot-forming cells in triplicate wells was at least twice
that observed in control wells and at least 50 spot-forming cells per million splenocytes

were detected after subtraction of the background.

1. 1.9 Generation of Ad5 gene transfer vectors and intranasal pretreatment of

mice

-The Ad5 gene transfer vectors were produced by use of ViraPower Adenoviral
Promoterless Gateway Expression Kit (Thermo Fisher Scientific, France). The pCMV-
BamH1-Xho1-WPRE sequence was PCR amplified from the pTRIPAU3CMV plasmid, by
use of: (i) forward primer, encoding the attB1 in the 5 end, and (ii) reverse primer,
encoding both the attB2 and SV40 polyA signal sequence in the 5’ end. The attb-PCR
product was cloned into the gateway pDORN207 donor vector, via BP Clonase reaction,
to form the pDORN207-CMV-BamH1-Xho1-WPRE-SV40 polyA. The hACE2 was
amplified from a plasmid derivative of hACE2-expressing pcDNA3.1" (generous gift from
Nicolas Escriou) while egfp was amplified from pTRIP-ieCMV-eGFP-WPRE2 The
amplified PCR products were cloned into the pDORN207-CMV-BamH1-Xho1-WPRE-
SV40 polyA plasmid via the BamH1 and Xho1 restriction sites. To obtain the final Ad5
plasmid, the pDORN207 vector, harboring hACEZ2 or gfp genes, was further inserted into
PAd/PL-DEST™ vector via LR Clonase reaction.

-The Ad5 virions were generated by transfecting the E3-transcomplementing HEK-
293A cell line with pAd CMV-GFP-WPRE-SV40 polyA or pAd CMV-hACE2-WPRE-SV40
polyA plasmid followed by subsequent vector amplification, according to the
manufacturer's protocol (ViraPower Adenoviral Promoterless Gateway Expression Kit,
Thermo Fisher Scientific). The Ad5 particles were purified using Adeno-X rapid Maxi
purification kit and concentrated with the Amicon Ultra-4 10k centrifugal filter unit. Vectors
were resuspended and stocked a -80°C in PIPES buffer pH 7.5, supplemented with 2.5%
glucose. Ad5 were titrated using qRT-PCR protocol, as described by Gallaher et al®,
adapted to HEK-293T cells.

-Four days before the challenge, mice were instilled i.n. with 2.4 x 10° IGU of
Ad5::hACE2, Ad5::GFP or control empty vector resuspended in 15 ul of PBS, under
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general anesthesia, obtained by i.p. injection of a mixture of Ketamine (Imalgene, 100
mg/kg) and Xylazine (Rompun, 10 mg/kg).

1.1.10 Western blot

-Expression of hACEZ2 in the lungs of Ad5::hACE2-transduced mice was assessed
by Western Blotting. One x 108 cells from lung homogenate were resolved on 4 — 12 %
NuPAGE Bis-Tris protein gels (Thermo Fisher Scientific, France), then transferred onto a
nitrocellulose membrane (Biorad, France). The nitrocellulose membrane was blocked in
5 % non-fat milk in 0.5 % Tween PBS (PBS-T) for 2 hours at room temperature and
probed overnight with goat anti-nACE2 primary Ab at 1 pg/mL (AF933, R&D systems).
Following three washing intervals of 10 minutes with PBS-T, the membrane was
incubated for 1 hour at room temperature with HRP-conjugated anti-goat secondary Ab
and HRP-conjugated anti-p-actin (ab197277, Abcam). The membrane was washed with
PBS-T thrice before visualization with enhanced chemiluminescence via the super signal
west femto maximum sensitivity substrate (ThermoFisher, France) on ChemiDoc XRS+
(Biorad, France). PageRuler Plus prestained protein ladder was used as size reference.

1.1.11 Determination of SARS-CoV-2 viral loads in the lungs

-Half of each lung lobes were removed aseptically and were frozen at -80°C.
Organs were thawed and homogenized twice for 20 s at 4.0 m/s, using lysing matrix D
(MP Biomedical) in 500 pl of ice-cold PBS. The homogenization was performed in an MP
Biomedical Fastprep 24 Tissue Homogenizer. Particulate viral RNA was extracted from
70 pl of lung homogenate using QlAamp Viral RNA Mini Kit (Qiagen) according to the
manufacturer’s procedure. Viral load was determined following reverse transcription and
real-time TagMan.PCR essentially as described by Corman et al. (Corman et al., 2020)
using SuperScriptwIll Platinum One-Step Quantitative RT-PCR System (Invitrogen) and
primers and probe (Eurofins) targeting SARS-CoV-2 envelope (E) gene as listed in (Table
1). In vitro transcribed RNA derived from plasmid pCI/SARS-CoV E was synthesized
using T7 RiboMAX Express Large Scale RNA production system (Promega), then purified
by phenol/chloroform extractions and two successive precipitations with ethanol. RNA

concentration was determined by optical density measurement, then RNA was diluted to
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10-genome equivalents/uL in RNAse-free water containing 100ug/mL tRNA carrier, and
stored in single-use aliquots at -80°C. Serial dilutions of this in vitro transcribed RNA were
prepared in RNAse-free water containing 10ug/ml tRNA carrier and used to establish a
standard curve in each assay. Thermal cycling conditions were: (i) reverse transcription
at 55°C for 10 min, (ii) enzyme inactivation at 95°C for 3 min, and (iii) 45 cycles of
denaturation/amplification at 95°C for 15 s, 68°C for 30 s. Products were analyzed on an

ABI 7500 Fast real-time PCR system (Applied Biosystems).

1.1.12 Cytometric analysis of lung innate immune cells

-Lungs from individual mice were treated with collagenase-DNAse-| for 30-minute
incubation at 370C and homogenized by use of GentleMacs. Cells were and filtered
through 100 um-pore filters and centrifuged at 1200 rpm during 8 minutes. Cells were
then treated with Red Blood Cell Lysing Buffer (Sigma), washed twice in PBS. Cells were
then stained as following. (i) To detect DC, monocytes, alveolar and interstitial
macrophages: Near IR Live/Dead (Invitrogen), Fcyll/Ill receptor blocking anti-CD16/CD32
(BD Biosciences), BV605-anti-CD45 (BD Biosciences), PE-anti-CD11b (eBioscience),
PE-Cy7-antiCD11c (eBioscience), BV450-anti-CD64 (BD Biosciences), FITC-anti-CD24
(BD Biosciences), BV711-anti-CD103 (BioLegend), AF700-anti-MHC-II (BioLegend),
PerCP-Cy5.5-anti-Ly6C (eBioscience) and APC anti-Ly-6G (Miltenyi) mAbs, (ii) to
detect neutrophils or eosinophils: Near IR DL (Invitrogen), Fcyll/lll receptor blocking anti-
CD16/CD32 (BD Biosciences), PerCP-Vio700-anti-CD45 (Miltenyi), APC-anti-CD11b
(BD Biosciences), PE-Cy7-anti-CD11c (eBioscience), FITC-anti-CD24 (BD Biosciences),
AF700-anti-MHC-II (BioLegend), PE-anti-Ly6G (BioLegend), BV421-anti-Siglec-F (BD
Biosciences), (iii) to detect mast cells, basophils, NK: Near IR DL (Invitrogen), BV605-
anti-CD45 (BD Biosciences), PE-anti-CD11b (eBioscience), eF450-anti-CD11c
(eBioscience), PE-Cy7-anti-CD117 (BD Biosciences), APC-anti-FCER1 (BioLegend),
AF700-anti-NKp46 (BD Biosciences), FITC-anti-CCR3 (BioLegend), without Fcyll/Ill
receptor blocking anti-CD16/CD32. Cells were incubated with appropriate mixtures for 25
minutes at 4°C. Cells were then washed twice in PBS containing 3% FCS and then fixed

PFA 4% and overnight incubation at 4°C. The cells were acquired in an Attune NxT
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cytometer system (Invitrogen) and data were analyzed by FlowJo software (Treestar, OR,
USA).
1.1.13 gRT-PCR Detection of inflammatory cytokines and chemokines in the lungs

-Lung samples were added to lysing matrix D (MP Biomedical) containing 1 mL of
TRIzol reagent and homogenized during 30 seconds at 6.0 m/s, twice using MP
Biomedical Fastprep 24 Tissue Homogenizer. Total RNA was extracted using TRIlzol
reagent (ThermoFisher Scientifc, France), according to the manufacturer's procedure.
cDNA was synthesized from 4 pug of RNA in the presence of 2.5 uM of oligo(dT) 18 primers
(SEQ ID NO: 105), 0.5 mM of deoxyribonucleotides, 2.0 U of RNase Inhibitor and
SuperScript IV Reverse Transcriptase (ThermoFisher Scientific, France) in 20 pul reaction.
The real-time PCR was performed on QuantStudio™ 7 Flex Real-Time PCR System
(ThermoFisher Scientifc, France). Reactions were performed in triplicates in a final
reaction volume of 10 ul containing 5 pl of IQ™ SYBR® Green Supermix (Biorad, France),
4 ul of cDNA diluted 1:15 in DEPC-water and 0.5 ul of each forward and reverse primers
at a final concentration of 0.5 uM (Table 2). The following thermal profile was used: a
single cycle of polymerase activation for 3 min at 95°C, followed by 40 amplification cycles
of 15 sec at 95°C and 30 sec 60°C (annealing-extension step). The average CT values
were calculated from the technical replicates for relative quantification of target
cytokines/chemokines. The differences in the CT cytokines/chemokines amplicons and
the CT of the reference B-globin, termed ACT, were calculated to normalized for
differences in the quantity of nucleic acid. The ACT of experimental condition were
compared relatively to the PBS-treated mice using the comparative AACT method. The

fold change in gene expression was further calculated using 2-AACT.

Example 1.2: Induction of antibody responses by LV coding SARS-CoV-2 Spike

protein variants

Il o develop a vaccine candidate able to induce nAbs specific 10 Scov., We
generated LV encoding, under the transcriptional control of the cytomegalovirus (CMV)
immediate-early promoter, for codon-optimized sequences of: (i) full-length, membrane
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anchored form of S (LV::Sgy), (ii) S1-S2 ecto-domain, without the transmembrane and C-
terminal short internal tail (LV::S1-S2), or (iii) S1 alone (LV::S1), which all harbor the RBD
(Figure 1A), with prospective conformational heterogeneities. To evaluate the humoral
responses induced by these vectors, C57BL/6 mice (n = 4/group) were immunized by a
single i.p. injection of 1 x 107 TU/mouse of either LV, or an LV encoding GFP as negative
control. Scev-2-specific Ab responses were investigated in the sera at weeks 1, 2, 3, 4 and
6 post immunization. In LV:Sp. or LV:S1-S2-immunized mice, Scov2-specific
immunoglobulin G (IgG) were detectable as early as 1 week post immunization and their
amounts exhibited a progressive increment until week 6 post immunization with Mean
titer + SEM of (4.5 £ 2.9) x 10%0r (1.5 + 1) x 108 respectively. In comparison, Scov.o-
specific 1gG titers were 100x lower, i.e., (7.1 £ 6.1) x10* in their LV::S1-immunized
counterparts (Figure 1B).

liSera were then evaluated for their capacity to neutralize SARS-CoV-2, using a
reliable neutralization assay based on nAb-mediated inhibition of hACE2" cell invasion by
non-replicative LV particle surrogates, pseudo-typed with Scov-2 (Sterlin et al.). Such Scov-
2 pseudo-typed LV particles, harbor the reporter luciferase gene, which allows
quantitation of the hACE2" host cell invasion, inversely proportional to the neutralization
efficiency of nAbs possibly contained in the biological fluids. Analysis of 50% Effective
Concentrations (EC50) of the sera from the LV::Sg -, LV::S1-82- or LV::S1-immunized
mice clearly established that LV::Sg. was the most potent vector at inducing Scov-2-
specific nAbs (Figure 1C). Moreover, nAb titers were correlated with Scev-2-specific 19G
titers only in the sera of LV::Sg -immunized mice (p < 0.0001, R? = 0.645, two-sided
Spearman rank-correlation test) (Figure 1E). These results strongly suggest that in the
S1-S2 or S1 polypeptides, the conformations of the pertinent B-cell epitopes are distinct
from those of the native Sk, the latter representing the only variant which induces nAbs
able to inhibit the Scov-2-hACEZ2 interaction and host cell invasion. Comparison of the
neutralizing capacity of sera from the LV::Sg -immunized mice and a cohort of mildly
symptomatic infected people living in Crépy en Valois, one of the first epidemic zones
appeared in France, showed equivalent neutralizing activity average (Figure 1D). These

data predicted a protective potential of the humoral response induced by LV::Sg.
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-In order to potentially increase the immunogenicity of LV::S vectors at inducing
neutralizing Abs, we generated LV vectors coding for stabilized pre-fusion SCoV-2,
engineered as follows:

-(i) SCoV-2 with prospective increased stability, harboring two 986K—>P and
987V—>P consecutive a.a. substitution. It is indeed established that the a.a substitution
toward the rigid proline residue increases the protein stability by decreasing the
conformational entropy.

i) SCoV-2 with the 681PRRARS6E86 (SEQ ID NO: 22) —>681PGSAGS686 (SEQ
ID NO: 23) a.a. substitution at the furin cleavage site, thereby unrecognizable by this
proteolytic enzyme.

-(iii) SCoV-2 harboring the 986K—>P and 987V—>P consecutive a.a. substitutions,
and deleted for the 675 QTQTNSPRRAR 585 (SEQ ID NO: 24), encompassing the furin
cleavage site.

IlFigure 17A shows the plasmid map of pFlap-ieCMV-Sg .-WPREmM.

-The nucleotide sequence of pFlap-ieCMV-Sr -WPREm is shown in Figure 20A
where it is identified as SEQ ID NO: 3. The nucleotide sequence encoding the S protein
present in this vector is shown in Figure 20B where it is identified as SEQ ID NO: 4. The
amino acid sequence encoding the S protein present in this vector is shown in Figure 20C
where it is identified as SEQ ID NO: 5.

IlFigure 17B shows the plasmid map of pFlap-ieCMV-S2P-WPREm.

-The nucleotide sequence of pFlap-ieCMV-S2P-WPREm is shown in Figure 21A
where it is identified as SEQ ID NO: 6. The nucleotide sequence encoding the S protein
present in this vector is shown in Figure 21B where it is identified as SEQ ID NO: 7. The
amino acid sequence encoding the S protein present in this vector is shown in Figure 21C
where it is identified as SEQ ID NO: 8.

-Figure 17C shows the plasmid map of pFlap-ieCMV- S2P3F-WPREm.

-The nucleotide sequence of pFlap-ieCMV-S2P3F-WPREm is shown in Figure 22A
where it is identified as SEQ ID NO: 9. The nucleotide sequence encoding the S protein
present in this vector is shown in Figure 22B where it is identified as SEQ ID NO: 10. The
amino acid sequence encoding the S protein present in this vector is shown in Figure
22Cwhere it is identified as SEQ ID NO: 11.
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-Figure 17D shows the plasmid map of pFlap-ieCMV- S2PdeltaF-WPREmM.

-The nucleotide sequence of pFlap-ieCMV-S2PdeltaF-WPREm is shown in Figure
23A where it is identified as SEQ ID NO: 12. The nucleotide sequence encoding the S
protein present in this vector is shown in Figure 23B where it is identified as SEQ ID NO:
13. The amino acid sequence encoding the S protein present in this vector is shown in
Figure 23C where it is identified as SEQ ID NO: 14.

[liThe COLLECTION NATIONALE DE CULTURES DE MICROORGANISMES
(CNCM) has the status of International Depositary Authority under the Budapest Treaty
on the International Recognition of the Deposit of Microorganisms for the Purposes of
Patent Procedure. The CNCM is located at Institut Pasteur, 25-28 rue du Docteur Roux,
75724 Paris Cedex 15 FRANCE.

-The following materials were deposited on July 15, 2020: pFlap-ieCMV-
S2PdeltaF-WPREmM (CNCM 1-56537), pFlap-ieCMV-S2P3F-WPREmM (CNCM [1-5538),
pFlap-ieCMV-S2P-WPREm (CNCM 1-5539), and pFlap-ieCMV-SFL-WPREm (CNCM |-
5540). Deposit receipts are filed herewith.

-The following materials were deposited on July 6, 2021 at the CNCM: pFlap-
ieCMV-S-B1.1.7 -WPREm (CNCM 1-5708), pFlap-ieCMV-S-B351-WPREm (CNCM |-
5709), pFlap-ieCMV-S-B351-2P-WPREm (CNCM [-5710), pFlap-ieCMV-SFL-D614G-
WPREmM (CNCM 1-5711), pFlap-ieCMV-S-P1-WPREm (CNCM 1-5712). Deposit receipts
are filed herewith.

LV ::Sr-immunized C57BL/6 mice (n = 3) also displayed strong anti-Scov.o T-cell
responses, as detected at week 2 post immunization by IFNy ELISPOT-based epitope
mapping, applied to splenocytes stimulated with distinct pools of 15-mer peptides
spanning the full-length Scov.2 (Figure 2A). Significant amounts of responding T cells
were detected for 6 out of 16 peptide pools. Deconvolution of these positive pools allowed
identification of S$:256-275 (SGWTAGAAAYYVGYLQPRTF- SEQ ID No.32), S:536-550
(NKCVNFNFNGLTGTG — SEQ ID No.16) and S:576:590 (VRDPQTLEILDITPC - SEQ
ID No.17) immunodominant epitopes, giving rise to > 2000 Spot Forming Unit (SFU) / 1
x 10° splenocytes (Figure 2B). These epitopes elicited CD8* - but not CD4* - T cells, as
assessed by intracellular cytokine staining (Figure 2C). The predominant CD8*

phenotype of these T cells is in accordance with the favored orientation of LV-encoded
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antigens to the MHC-| presentation pathway (Hu et al., 2011). We also identified S:441-
455 (LDSKVGGNYNYLYRL - SEQ ID No.18), S:671-685 (CASYQTQTNSPRRAR SEQ
ID No.19) and S:991-1005 (VQIDRLITGRLQSLQ - SEQ ID No.20) subdominant epitopes,
which gave rise to <2000 SFU / 1 x 10° splenocytes in ELISPOT assay (Figure 2B).
I
Example 1.3:Set up of a murine model expressing human ACE2 in the

respiratory tracts, using an Ad5 gene delivery vector.

-As Scov-2 does not interact efficaciously with murine ACE2, wild-type laboratory
mice are not permissive to replication of SARS-CoV-2 clinical isolates. Due to
unavailability of hACE2 transgenic mice in Europe during the progression of the present
study, to evaluate the LV::Sg vaccine efficacy, we sought to elaborate a murine model in
which the hACE2 expression is induced in the respiratory tracts and pulmonary mucosa.
To do so, we generated an Ad5 gene delivery vector able to vehicle in non-integrating
episomes, the gene coding for hAACE2 under the transcriptional control of CMV promoter
(Ad5::hACE2). We first checked in vitro the potential of the Ad5::hACE2 vector to
transduce HEK293T cells by RT-PCR (Figure 3A). To achieve in vivo transduction of
respiratory tract cells, we instilled i.n. 2.5 x 10° IGU/mouse of Ad5::hACE2 into C57BL/6
mice. Four days later, the hACE2 protein expression was detectable in the lung cell
homogenate by Western Blot (Figure 3B). To get more insights into the in vivo expression
profile of a transgene administered under these conditions, we instilled i.n. the same dose
of an Ad5::GFP reporter vector into C57BL/6 mice. As evaluated by cytometry, 4 days
post instillation, the GFP reporter was expressed not only in the lung epithelial EpCam*
cells, but also in lung immune cells, as tracked by CD45 pan-hematopoietic marker
(Figure 3C), showing that this approach allows efficient transduction of epithelial cells,
which however is not restricted to these cells.

7o evaluate the permissibility of such hACE2-transduced mice to SARS-CoV-2
infection, 4 days after i.n. pretreatment with either Ad5::hACE2 or an empty control Ad5
vector, C57BL/6 mice were inoculated i.n. with 1 x 10°> TCIDso of a SARS-CoV-2 clinical
isolate, which was isolated in February 2020 from a COVID-19 patient by the National
Reference Centre for Respiratory Viruses (Institut Pasteur, France). The lung viral loads,
determined at 2 days post inoculation (dpi), were as high as (4.4 + 1.8) x 10° copies of
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SARS-CoV-2 RNA/mouse in Ad5::hACE2-pretreated mice, compared to only (6.2 + 0.5)
x 10° copies/mouse in empty Ad5-pretreated, or (4.0 + 2.9) x 10° copies/mouse in un-
pretreated mice (Figure 3D). At 4 dpi, the lung viral loads were maintained in
Ad5::hACE2-pretreated mice (2.8 + 1.3 x 10° copies/mouse), whereas a drop to (1.7
2.3) x 10% or (3.9 + 5.1) x 10® copies/mouse was observed in empty Ad5-pretreated or
unpretreated mice, respectively. At 7 dpi, in Ad5::hACE2-pretreated mice, the viral loads
decreased significantly, albeit were still largely detectable ((1.33 + 0.9) x 10°
copies/mouse).

-Ad5::hACE-2 i.n. instillation induced CD45" cell recruitment to the lungs, however,
this effect was reduced with decreasing vector doses, as determined at day 4 post
instillation. The dose of 4 x 10® IGU/mouse did not cause CD45" cell recruitment, as
compared to the PBS-treated controls (Figure 3E), while still conferred full permissibility
to SARS-CoV-2 replication (Figure 3F). The permissibility of Ad5-hACE2-pretreatred
mice to SARS-CoV-2 replication and the set-up of this model paved the way for the in

vivo assessment of vaccine or drug efficacy against SARS-CoV-2 in mice.

Example 1.4: Evaluation of the protective potential of LV::SFL against SARS-

CoV-2 in mice

-To investigate the prophylactic potential of LV::Sg_ against SARS-CoV-2, C57BL/6
mice (n = 4/group) were injected i.p. with a single dose of 1 x 107 TU/mouse of LV::Sg_ or
a negative control LV (sham). At week 6 post immunization, the mice were pretreated
with Ad5::hACE2, and 4 days later, they were inoculated i.n. with 1 x 10° TCIDs, of SARS-
CoV-2 (Figure 4A). At 3 dpi, the lung viral loads in LV::Sg -vaccinated mice was reduced
by ~1 logo, i.e., Mean + SEM of (3.2 £ 2.2) x 108 SARS-CoV-2 RNA copies/mouse,
respectively compared to (1.7 £ 0.9) x 10° or (2.4 + 1.6) x 10° copies/mouse in the un- or
sham-vaccinated mice (Figure 4B). Therefore, a single LV:Sg_ injection effectively
afforded ~90% inhibition of the viral replication in the lungs.

-To further improve the prophylactic effect, we evaluated the prime-boost or prime-
target approaches. C57BL/6 mice (n = 4-5/group) were primed i.p. with 1 x 107 TU of
LV::SkL or a control LV at week 0, and then boosted at week 3 with: (i) 1 x 107 TU of the
same LV via the i.p. route (“LV::Sg_ i.p.-i.p.”, prime-boost), or (ii) with 3 x 107 TU via the
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i.n. route (“LV::SgLi.p.-i.n.”, prime-target) to attract the mediators of systemic immunity to
the lung mucosa (Figure 5A). Systemic boosting with LV::Sg_ via i.p. resulted in a
significant increase in the anti-Scov.2 1gG titers (Figure 5B, left). In contrast, mucosal
targeting with LV::Sg via i.n. did not lead to a statistically significant improvement of anti-
Scov-2 1gG titers at the systemic level (Figure 5B left). In terms of serum neutralization
potential, even though a trend to increase was observed after i.p. or i.n. boost, the
differences did not reach statistical significance (Figure 5B right).

-AII mice were then pretreated with Ad5::hACE2 and challenged i.n. with 0.3 x 10°
TCIDsy of SARS-CoV-2 at week 4 post prime. At 3 dpi, the lung viral loads were
significantly lower in LV::Sg_ i.p.-i.p. immunized mice, i.e., mean + SD (2.3 + 3.2) x 108,
than in sham-vaccinated mice (13.7 = 7.5) x 10® copies of SARS-CoV-2 RNA, (Figure
6C) This viral load reduction was similar to that obtained with a single LV::Sg_
administration (Figure 5C). Most importantly, after i.n. LV::Sg_ target immunization, > 3
log10 decrease in viral loads was observed and 2 out of 5 mice harbored undetectable
lung viral loads as determined by gRT-PCR assay. Anti-Scov-2 1gG were in fact detected
in the clarified lung homogenates of the partially (LV::Sg_ i.p.-i.p.) or the fully (LV::SgLi.p.-
i.n.) protected mice. In contrast anti-Scov-2 IgA were only detectable in the fully protected
LV::SrLi.p.-i.n. mice (Figure 5D). Higher neutralizing activity was detected in the clarified
lung homogenates of LV::Sg_ i.p.-i.n. mice than of their LV::Sg_ i.p.-i.p. counterparts
(Figure 5E). Therefore, increasing the titers of NAb of IgG isotype at the systemic levels
did not improve the protection against SARS-CoV-2. However, a mucosal i.n. target
immunization, with the potential to attract immune effectors to the entry point of the virus
to the host organism and able to induce local IgA Abs, correlated with the inhibition of
SARS-CoV-2 replication.

-Based on the compelling evidences of innate immune hyperactivity in the acute
lung injury in COVID-19 (Vabret et al., 2020), we investigated the possible variations of
the lung innate immune cell subsets (Figure 6A), in the non-infected controls, sham-
vaccinated or LV::Sg -vaccinated mice inoculated with SARS-CoV-2. At 3 dpi, we
detected no differences in the proportions of basophils or NK cells versus total lung CD45*

cells, among various experimental groups (Figure 6B). In net contrast, we detected
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increased proportions of alveolar macrophages, dendritic cells, mast cells, eosinophils,
Ly6C* or Ly6C- monocytes/macrophages or neutrophils versus total lung CD45" cells, in
sham-vaccinated mice which displayed the highest lung viral loads. These observations
demonstrate that in this mouse model, the increased lung SARS-CoV-2 loads are
correlated with recruitment of several inflammation-related innate immune cells, and that
vaccine-mediated anti-viral protection dampens or avoids such inflammation. This was
corroborated with the reduced cytokine and chemokine contents in the lungs of mice
vaccinated by prime-boost/target with LV::Sf, as evaluated by qRT-PCR applied to RNA
extracted from the total lung homogenates (Figure 6C). Therefore, the conferred
protection also avoided pulmonary inflammation linked to SARS-CoV-2 infection.
H
Example 1.5: Evaluation of the protective potential of LV::Sg_ against SARS-CoV-

2 in golden hamsters

-Outbred Mesocricetus auratus, so-called golden hamsters, provide a suitable pre-
clinical model to study the COVID-19 pathology, as the ACE2 ortholog of this species
interacts efficaciously with Scev.2, whereby host cell invasion and viral replication (Sia et
al., 2020). We thus investigated the prophylactic effect of LV::Sg. vaccination on SARS-
CoV-2 infection in this pertinent model. Although integrative LV vectors are largely safe
and passed successfully a phase 1 clinical trial (2011-006260-52 EN), in addition to the
integrative LV::Sg, we also evaluated an integrase deficient, non-integrative version of
LV::Sgwith the prospect of application un future clinical trials.

-To assess the prophylactic effect of vaccination following prime-boost/target
regimen, M. auratus hamsters (n = 6/group) were: (i) primed i.p. with the low dose of 1 x
10°® TU of integrative LV::Sg. and boosted i.n. at week 4 with 3 x 107 TU of integrative
LV::SkL, (“int LV::SgL ip. - i.n. Low”), (ii) primed i.p. with the high dose of 1 x 107 TU of
integrative LV::Sg. and boosted i.n. at week 4 with 3 x 107 TU of integrative LV::Sg_ (“int
LV::SkL i.p. - i.n. High”), or (iii) primed intramuscularly (i.m.) with 1 x 108 TU of non-
integrative LV::Sg. and boosted i.n. at week 4 with 3 x 107 TU of non-integrative LV::Sg_
(*non int LV::SgL i.m. - i.n.”) (Figure 7A). Sham-vaccinated controls received the same
amounts of an empty integrative LV via i.p. and i.n. routes. Comparable Scov.2-specific
IgG antibodies were detected by ELISA in the sera of hamsters from various vaccinated
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groups, before and after the i.n. boost (Figure 7B). Post boost/target serology detected
neutralization activity in all the groups, with the highest EC50 average observed in “int
LV:Sg i.p. - i.n. High” group. Such levels were comparable to those detected in
asymptomatic, pauci-symptomatic, symptomatic or healthy COVID-19 contacts in
humans (Figure 7C). All the hamsters were challenged i.n. with 0.3 x 10° TCIDso of
SARS-CoV-2 at week 5. Up to 16% weight loss was progressively reached at 4 dpi in
sham-vaccinated individuals, compared to non-significant loss in all the LV:Sg.-
vaccinated groups (Figure 7D). At 2 dpi, decreases of ~1.5-t0-3 logio were observed in
the lung viral loads of “int LV::Sg. i.p. - i.n. Low”, “int LV::Sg i.p. - i.n. High” and “non int
LV:: Sk i.m. - i.n.” groups, compared to sham-vaccinated hamsters (Figure 7E, F). At 4
dpi, the magnitude of viral load reductions in the vaccinated groups were still higher and
reached >4 log1e, compared to the sham-vaccinated individuals. More immunological and
histopathological studies confirmed the substantial lung protection by LV vaccination in
the hamster model. (Figure 8).

-In an additional experiment (Figure 9A), we showed that: (i) a single i.m. injection
of NILV::Sg_ induced high titers of serum anti-S Abs (Figure 9B), and initiated significant
— but partial — levels of protection in the lungs (Figure 9C), and, (ii) an i.n. boost with
NILV::SrL which did not improve the serum NAb activity (Figure 9D), induced significantly
improved protection against SARS-CoV-2, as determined by the lung viral loads, based
on qRT-PCR (Figure 9C), detected at 4 dpi. At 4 dpi, in sham-vaccinated and challenged
hamsters, substantial pulmonary lesions, severe parenchyma inflammation, consolidation
of pulmonary parenchyma, marked alteration of bronchiolar epithelium and moderate
effacement of the bronchiolar epithelium were detected (Figure 9E). In their NILV::Sg,-
vaccinated counterparts, boosted or not, pulmonary lesions were clearly of lower severity
(Figure 9E, F, G).

-Sterilizing protection in hamster model by a single i.n. NILV::Srzp @dministration

-We generated LV encoding a prefusion form of Scey.2 under transcriptional control
of the cytomegalovirus promoter. This prefusion Scev.2 variant (Sarep) has a deletion of
B6759TQTNSPRRARGES (SEQ ID NO: 24) sequence, encompassing the polybasic RRAR
(SEQ ID NO: 99) furin cleavage site, at the boundary of S1/S2 subunits, and harbors
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K®®P and VP consecutive proline substitutions in S2, within the hinge loop between
heptad repeat 1 and the central helix (Figure 11).

-We also assessed the prophylactic effect of vaccination with only a single i.n.
administration of NILV::Sxr2p in the hamster model.

-Hamsters (n = 6/group) were: (i) primed i.m. at wk O with 1 x 108 TU of NILV::Sar2p
and boosted i.n. at wk 5 with the same amount of the vector, as a positive protection
control, (ii) immunized i.n. with a single injection of 1 x 102 TU of NILV::Sar2p at wk O, or
(iii) at wk 5 (Figure 12A). Sham-vaccinated controls received equivalent amounts of an
empty NILV via i.n. at wks 0 and 5. Comparable and high titers of anti-Scov.2 19G Abs
were detected in the sera in the first two groups at wk 5 (Figure 12B). At wk 7, the serum
Ab titer was maintained high in the NILV::Sxrop i.m.-i.n. group while it was slightly
decreased in some individuals of the “NILV::Sarzp i.n. wk 0” group. At this time point, in
the “NILV::Sarp i.n. Wk 5”7 group, lower serum Ab titers were detected (Figure 12B).
Although the virus neutralization activity was significantly lower in the sera of “NILV::Sxrzp
i.n. wk 5" hamsters compared to the two other vaccinated groups, these individuals had
an equivalent neutralizing capacity in their lung homogenates (Figure 12C).

At wk 7, all animals were challenged i.n. with 0.3 x 10° TCIDs, of a SARS-CoV-2.
At 4 days post inoculation (dpi), only 2-3% weight loss was detected in the NILV::Srop-
vaccinated groups, compared to 12% in sham-vaccinated hamsters (Figure 12D). At this
time point, as determined by qRT-PCR detecting SARS-CoV-2 Envelop (Ecov-2) RNA, ~
2-t0-3 log10decreases were observed in NILV::S srop-vaccinated individuals of either i.m.-
i.n. or single i.n. groups, compared to sham-vaccinated group (Figure 12E). Assessment
of lung viral loads by a gRT-PCR which detects sub-genomic Ecev-2 RNA (EsQ), indicator
of active viral replication (Chandrashekar et al., 2020; Tostanoski et al., 2020; Wolfel et
al., 2020), showed absence of replicating virus in the three vaccinated groups versus a
mean + SD of (1.24 £ 0.99) x 10° copies of Esg RNA of SARS-CoV-2/lungs in the sham-
vaccinated group (Figure 12E).

-At 4 dpi, as evaluated by gRT-PCR in total lung homogenates, substantially
decreased inflammation was detected in NILV::Sxr2p-vaccinated hamsters compared to

their sham-vaccinated counterparts, regardless of the immunization regimen, i.e., i.m.-i.n.
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prime-boost or single i.n. injection given at wk O or 5 (Figure 13A). Histopathological lung
analysis showed that in the NILV::Sjrop-immunized hamsters, pulmonary lesions were
rare or undetectable, while in the sham-vaccinated controls, considerable parenchyma
infiltration and consolidation, as well as marked alteration and effacement of bronchiolar
epithelium were detected (Figure 13B, C).

-These data collectively indicated that a single i.n. administration of NILV::Ssropwas
as protective as a systemic prime and i.n. boost regimen, conferred sterilizing pulmonary
immunity against SARS-CoV-2 and readily prevented lung inflammation and pathogenic
tissue injury in the susceptible hamster model.

-Altogether, based on a complete set of virological, immunological and expected
histopathological data (the latter in progress), the LV::Sg_ vector elicits Scov-2-specific
nAbs and T-cell responses, correlative with substantial level of protection against SARS-
CoV-2 infection in two pertinent animal models, and notably upon mucosal i.n.
administration.

Example 1.6: Discussion

-Prophylactic strategies are necessary to control SARS-CoV-2 infection which, 6
months into the pandemic, still continue to spread exponentially without sign of slowing
down. It is now demonstrated that primary infection with SARS-CoV-2 in rhesus
macaques leads to protective immunity against re-exposure (Chandrashekar et al., 2020).
Numerous vaccine candidates, based on naked DNA (Yu et al., 2020) or mRNA,
recombinant protein, replicating or non-replicating viral vectors, including adenoviral Ad5
vector (Zhu et al., 2020), or alum-adjuvanted inactivated virus (Gao et al., 2020) are under
active development for COVID-19 prevention. Our immunologic rationale for selecting LV
vector to deliver gene encoding Scov-2 antigen is based on the insights obtained on the
efficacy of heterologous gene expression in situ, as well as the longevity and composite
nature of humoral and cell-mediated immunity elicited by this immunization platform.
Unique to LV is the ability to transduce proliferating and resting cells (Esslinger et al.,
2002; He et al., 2005), thereby LV serves as a powerful vaccination strategy (Beignon et
al., 2009; Buffa et al., 2006; Coutant et al., 2012; Gallinaro et al., 2018; Iglesias et al.,
2006) to provokes strong and long-lasting adaptive responses. Notably, in net contrast to
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many other viral vectors, LV vectors do not suffer from pre-existing immunity in
populations, which is linked to their pseudo-typing with the glycoprotein envelop from
Vesicular Stomatitis Virus, in which humans are barely exposed. We recently
demonstrated that a single injection of a LV expressing Zika envelop provides a rapid and
durable protection against Zika infection (Ku et al., 2020). Our recent comprehensive
systematic comparison of LV to the gold standard Ad5 immunization vector also
documented the superior ability of LV to induce multifunctional and central memory T cells
in the mouse model, and stronger immunogenicity in outbred rats (Ku et al.,, 2021
(PMID: 33357418), underlining the largely adapted properties of LV for vaccinal
applications.

-We evaluated the efficacy of LV each encoding one of the variants of S, i.e., full-
length, membrane anchored (LV::Sg), S1-S2 ecto-domain, devoid of the transmembrane
and C-terminal short internal tail (LV::S1-S2), or S1 alone (LV::S1). Even though a single
administration of each of these LV was able to induce high anti-Scev2 Ab titers, only
LV::SFL was able to induce highly functional nAbs. Such single-injection of LV-based
vaccine induced a neutralizing activity, which on average was comparable to those found
in a cohort of SARS-CoV-2 patients manifesting mild symptoms. This finding predicted a
protective potential of the humoral responses induced by the LV::Sg_ vector. In parallel,
S-specific CD4* and CD8" T-cell responses were also observed in the spleen of mice as
early as 2 weeks after a single LV::Sg_ injection, as detectable against numerous MHC-I-
or -ll-restricted immunogenic regions that we identified in C57BL/6 (H-2°) mice.

-Linked to the absence of permissibility of laboratory mice to SARS-CoV-2
replication and the current unavailability of hACE2 transgenic mice in Europe, we set up
an in vivo-infection murine model in which the hACE2 expression is induced in the
respiratory tracts by an i.n. Ad5::hACE2 pretreatment prior to SARS-CoV-2 inoculation.
This approach renders mice largely permissive to SARS-CoV-2 replication in the lungs
and allows assessment of vaccine or drug efficacy against this virus. This method has
also been successfully used to establish the expression of human DPPA4 for the study of
mouse infection with MERS-CoV (Zhao et al., 2014). Even though the Ad5::hACE2 model
may not fully mimic the physiological ACE2 expression profile and thus may not reflect all

the aspects of the pathophysiology of SARS-CoV-2 infection, it provides a pertinent model
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to evaluate in vivo the effects of anti-viral drugs, vaccine candidates, various mutations
or genetic backgrounds on the SARS-CoV-2 replication. By using a low dose of
Ad5::hACE2/mouse, no particular CD45" cell recruitments were detectable at day 4 post
instillation, indicative of an absence of Ad5-related inflammation before the inoculation of
SARS-CoV-2.

[l the transduced mouse model which allows high rate of SARS-CoV-2 replication,
vaccination by a single i.p. administration of 1 x 10" TU of LV::Sg, 6 weeks before the
virus inoculation, was sufficient to inhibit the viral replication by ~1 log1o. Further boosting
via the systemic route did not afford improved protection rate when compared to a single
administration. However, priming by systemic route and boosting via mucosal route
efficiently inhibited viral replication and avoided lung inflammation. Such protection was
correlated with high titers of anti-Scov.2 1gG and a strong neutralization activity in sera. S-
specific T-cell responses were also detected in the spleen of LV::Sg -immunized mice, as
assessed by ELISPOT followed by stimulation of splenocytes with pools of overlapping
15-mer peptides. Much longer termed experiments in appropriate KO mice or adoptive
immune cell transfer approaches are necessary to identify the immunological pathways
that contribute to disease severity or protection against SARS-CoV-2. Both nAbs and cell-
mediated immunity, together very efficaciously induced with the LV-based vaccine
candidate, synergize to inhibit infection and viral replication.

S ubstantial degrees of protection against SARS-CoV-2 infection, accompanied by
drastic reduction in mucosal inflammation and lung tissue damage, were observed in
Mesocricetus auratus Golden hamsters immunized following prime-boost/target regimen
with either integrative or non-integrative LV::Sg .. Confirmation of the protection results in
this highly sensitive species further favors the LV::Sg_ vaccine candidate, especially under
its non-integrative variant, for future introduction into clinical trials.

-Ab-Dependent Enhancement (ADE) of coronavirus entry to the host cells has been
evoked as a mechanism which could be an obstacle in vaccination against coronaviruses.
With DNA (Yu et al., 2020) or inactivated SARS-CoV-2 virus (Gao et al., 2020) vaccination
in macaques, no immunopathological exacerbation has been observed but could not be
excluded. Long term observation even after decrement in Ab titer could be necessary to

exclude such hypothesis. In the case of MERS-CoV, it has been reported that one
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particular RBD-specific neutralizing monoclonal Ab (Mersmab1), by mimicking the viral
receptor human DPP4 and inducing conformational rearrangements of Syers, can
mediate in vitro ADE of MERS-CoV into the host cells (Wan et al., 2020). We believe that
it is difficult to compare the polyclonal Ab response with its paratope repertoire complexity
with the singular properties of a monoclonal Ab which cannot be representative of the
polyclonal response induced by a vaccine. In addition, very contradictory results from the
same team reported that a single-dose treatment with a humanized version of Mersmab1
afforded complete protection of a human transgenic mouse model from lethal MERS
challenge (Qiu et al., 2016). Therefore, even with an Ab which could facilitate the cell host
invasion in vitro in some conditions, not only there is no exacerbation of the infection in
vivo, but also there is a notable protection. Indeed, to affirm that Abs could cause ADE in
vivo, it is necessary, by large scale B-cell fusions, until they have made to estimate the
probability of generation of such Ab.

-Prophylactic vaccination is the most cost-effective and efficient strategy against
infectious diseases and notably against emerging coronaviruses in particular. Our results
provide strong evidences that the LV vector coding for Sg. protein of SARS-CoV-2 used
via the mucosal route of vaccination represent a promising vaccine candidate against
COVID-19.

Table 1. Sequences of primers and probes for SARS-CoV-2 viral load determination.

Primer/Probe  Name and DNA Sequences
SEQ ID No.

‘E-Sarbeco” Fw - ID No.34  5-ACAGGTACGTTAATAGTTAATAGCGT-3
“E-Sarbeco” Rv - ID No.35 5-ATATTGCAGCAGTACGCACACA-3

‘E-Sarbeco” Probe - ID 5-FAM-ACACTAGCCATCCTTACTGCGCTTCG-BHQ-1-
No.36 3

Table 2 Sequences of primers used to quantitate mouse cytokines and chemokines
by gqRT-PCR
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Gene and SEQ ID
No.

Sequences

B-globin - ID No.37
- ID No.38
GAPDH - ID No.39
- ID No.40

IFNa - ID No.41

- ID No.42

IFNy - ID No.43

- ID No.44

TNFa - ID No.45

- ID No.46

TGFp - ID No.47

- ID No.48

IL1B - ID No.49

- ID No.50

IL2 - ID No.51

- ID No.52

IL4 - ID No.53

- ID No.54

IL5 - ID No.55

- ID No.56

IL6 - ID No.57

- ID No.58

IL10 - ID No.59

- ID No. . 60
IL12p40 - ID No.61
- ID No.62

IL17A - ID No.63

- ID No.64

IL18 - ID No.65

- ID No.66

A M O M O M AU M AU M O M O M O MO M U MO M O M O MO Mg M

1 8- ATGGGAAGCCGAACATACTG -3’

: 8- CAGTCTCAGTGGGGGTGAAT -2’

1 §-TTCACCACCATGGAGAAGGC -2’

: 8- GGCATGGACTGTGGTCATGA -3’

1 8- GGATGTGACCTTCCTCAGACTC -3

: 8- ACCTTCTCCTGCGGGAATCCAA -3’

1 5- TCAAGTGGCATAGATGTGGAAGAA -3
: 8- TGGCTCTGCAGGATTTTCATG -3

- 5- CATCTTCTCAAAATTCGAGTGACAA -3
1 8- TGGGAGTAGACAAGGTACAACCC -3

1 8- TGACGTCACTGGAGTTGTACGG -3

: 8- GGTTCATGTCATGGATGGTGC -3

: 8- TGGACCTTCCAGGATGAGGACA -3’

: 8- GTTCATCTCGGAGCCTGTAGTG -3

: 5- CCTGAGCAGGATGGAGAATTACA -3

- 5- TCCAGAACATGCCGCAGAG -3

: 8- CGAGGTCACAGGAGAAGGGA -3

- 8- AAGCCCTACAGACGAGCTCACT -3’

: 8- GATGAGGCTTCCTGTCCCTACT -3’

- 8- TGACAGGTTTTGGAATAGCATTTCC -3
: 8- CTGCAAGTGCATCATCGTTGTTC -3’

: 8- TACCACTTCACAAGTCGGAGGC -3’

1 5- GGTTGCCAAGCCTTATCGGA -3’

: 8- ACCTGCTCCACTGCCTTGCT -3

1 8- GGAAGCACGGCAGCAGAATA -3

1 8- AACTTGAGGGAGAAGTAGGAATGG -3
1 8- GAAGCTCAGTGCCGCCA -3
:&-TTCATGTGGTGGTCCAGCTTT -3

: 8- GACAGCCTGTGTTCGAGGATATG -3

: 8- TGTTCTTACAGGAGAGGGTAGAC -3
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IL33 - ID No.67 F:5- CTACTGCATGAGACTCCGTTCTG -3
- ID No.68 R : 5- AGAATCCCGTGGATAGGCAGAG -3’
CCL2 - ID No.69 F:5-AGGTCCCTGTCATGCTTCTG -3’

- 1D No.70 R:5-TCTGGACCCATTCCTTCTTG -3
CCL3 - ID No.71 F:5- CCTCTGTCACCTGCTCAACA -3

- ID No.72 R : 5- GATGAATTGGCGTGGAATCT -3’
CCL5 - ID No.73 F:5- GTGCCCACGTCAAGGAGTAT -3’

- ID No.74 R : 5- GGGAAGCGTATACAGGGTCA -3’
CXCL5 - ID No.75 F:5-GCATTTCTGTTGCTGTTCACGCTG -3’
- ID No.76 R:5-CCTCCTTCTGGTTTTTCAGTTTAGC -3’
CXCL9 - ID No.77 F:5- AAAATTTCATCACGCCCTTG -3’

- ID No.78 R:5-TCTCCAGCTTGGTGAGGTCT -&’
CXCL10-ID No.79  F:5-GGATGGCTGTCCTAGCTCTG -3’

- ID No.80 R:5- ATAACCCCTTGG GAAGATGG -3’

Example 2 : Generation of a transgenic mice harboring the human ACE2 gene

-To date several Transgenic (Tg) mice of different strains expressing the hACE2
gene under distinct transcription and expression control sequences have been provided,
some of them originating from developments performed to fulfil needs that arose when
on emergence of SARS-CoV epidemic in 2003. These earlier developed Tg mice and
further models have been assessed for the study and understanding of the pathogenesis
of SARS-CoV and have shown to be permissible to viral replication and sometimes to
some degree of disease symptom or clinical illness but the observed various clinical
profiles in Tg mice inoculated with SARS-CoV-2 have not yet provided proved suitable to
reproduce all aspects of the outcome of the infection, in particular have not adequately
shown virus spread as observed in human patients, in particular spread beyond the
airways and the pulmonary tract, such as spread to the brain. Also the available Tg mice
have not shown all the consistent disease symptoms that would reproduce the symptoms
observed in human patients.

A B6.K18-ACE2?P™mWAX mouse strain has been previously deposited at JAX
Laboratories (Jackson Laboratories, Bar Harbor, ME). However, the new B6.K18-

hACE2™-THV transgenic mice that the inventors generated according to the present

67



WO 2022/013405 PCT/EP2021/069890

invention display distinctive characteristics identified following SARS-CoV-2 intranasal
(i.n.) inoculation. In fact, in addition to the large permissibility of their lungs to SARS-CoV-
2 replication and viral dissemination to peripheral organs, B6.K18-hACE2"P-THV mice
surprisingly allow substantial viral replication in the brain, which is = 4 logqo higher than
the replication range observed in the previously available B6.K18-ACE22PIMnIAX gtrain
(McCray et al., 2007). This new mouse model, not only has broad applications in the study
of COVID-19 vaccine or COVID-19 therapeutics efficacy, but also provides an
experimental model to elucidate COVID-19 immune/neuro-physiopathology.
Neurotropism of SARS-CoV-2 has been demonstrated and some COVID-19 human
patients present symptoms like headache, confusion, anosmia, dysgeusia, nausea, and
vomiting (Bourgonje et al., 2020). Olfactory transmucosal SARS-CoV-2 invasion is also
very recently described as a port of central nervous system entry in human individuals
with COVID-19 (https://doi.org/10.1038/s41593-020-00758-5). Since coronaviruses can
infect the central nervous system (Bergmann et al., 2006), the B6.K18-hACE2'" ™V smalll
rodent experimental model represents an invaluable pre-clinical or co-clinical animal
model of major interest for: (i) investigation of immune protection of the brain and (ii)

exploration of COVID-19-derived neuropathology.
1. Construction of the human keratin 18 promoter

-The human K18 promoter (GenBank: AF179904.1 nucleotides 90 to 2579) was
amplified by nested PCR from A549 cell lysate, as described previously (Chow et al.,
1997; Koehler et al., 2000). The “i6x7” intron (GenBank: AF179904.1 nucleotides 2988 to
3740) was synthesized by Genscript. The “K18i6x7PA” promoter, previously used to
generate B6.K18-ACE22P"MnJAX strain, includes the K18 promoter, the “i6x7” intron at 5'
and an enhancer/polyA sequence (PA) at 3’ of the hACE2 gene. TheX1® P-T"V promoter
used here contains, instead of PA, the stronger wild-type Woodchuck Hepatitis Virus
Posttranscriptional Regulatory Element (WPRE) at 3 'of the hACE2 gene. In contrast to
K18i6x7 PA construct which harbors the 3’ regulatory region containing a polyA sequence,
the K18'™T"V construct takes benefice of the polyA sequence already present within the
3’ Long Terminal Repeats (LTR) of the pFLAP LV plasmid, used for transgenesis. The
iI6X7 intronic part was modified to introduce a consensus 5’ splicing donor and a 3’ donor
site sequence. The AAGGGG (SEQ ID No.97) donor site was further modified for the
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AAGTGG (SEQ ID No.95) consensus site. Based on a consensus sequence logo (Dogan
et al., 2007), the poly-pyrimidine tract preceding splicing acceptor site (TACAATCCCTC
(SEQ ID No.82) in original sequence GenBank AF179904.1 and TTTTTTTTTTT (SEQ ID
No.83) in K18") was replaced by CTTTTTCCTTCC (SEQ ID No0.96) to limit

incompatibility with the reverse transcription step during transduction. Moreover, original

splicing acceptor site CAGAT was modified to correspond to the consensus sequence
CAGGT (SEQ ID No.84). As a construction facility, a Clal restriction site was introduced
between the promoter and the intron. The construct was inserted into a pFLAP plasmid
between the Miul and BamHI sites. The hACE2 cDNA was introduced between the
BamHI and Xhol sites by restriction/ligation. Integrative LV::K18-hACE2P ™V was
produced as described elsewhere (Sayes et al., 2018) and concentrated by two cycles of

ultracentrifugation at 22,000 rpm for 1h at 4°C.
2. Transgenesis

lHigh tittered (8.32 x 10° TU/mI) integrative LV::K18-hACE2"P™Y was micro-
injected into the pellucid area of fertilized eggs which were transplanted into pseudo-
pregnant B6CBAF1 females (Charles Rivers). The NO mice were investigated for
integration and copy number of hACE2 gene per genome by using hACE2-forward: 5'-
TCC TAA CCA GCC CCC TGT T-3' (SEQ ID No.85) and hACE2-reverse: 5-TGA CAA
TGC CAACCACTATCA CT-3' (SEQ ID No.86) primers in PCR applied on genomic DNA
prepared from the tail biopsies. Toward stabilization of the progeny, transgene positive
males were then crossed to WT C57BL/6 females (Charles Rivers). Transgene transfer
by microinjection of integrative LV::K18-hACE2"P- ™V into the nucleus of fertilized eggs
was particularly efficient. At the NO generation, = 11% of the mice obtained, i.e., 15 out of
139, had at least one copy of the transgene per genome. Eight NO males carrying the
transgene were crossed with female C57BL/6 WT mice (Janvier, Le Genest Saint Isle,
France). At the N1 generation, = 62% of the mice obtained, i.e., 91 out of 147, had at
least one copy of the transgene per genome. 10 N1 males carrying the transgene were
further crossed with female C57BL/6 WT mice.

-During the immunization period female or male transgenic mice were housed in
individually-ventilated cages under specific pathogen-free conditions. Mice were
transferred into individually filtered cages in isolator for SARS-CoV-2 inoculation at the
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Institut Pasteur animal facilities. Prior to i.n. injections, mice were anesthetized by i.p.
injection of Ketamine (Imalgene, 80 mg/kg) and Xylazine (Rompun, 5 mg/kg).

3.Genotyping and quantitation of hACE2 gene copy number/genome in

transgenic mice

-Genomic DNA (gDNA) from transgenic mice was prepared from the tail biopsies
by phenol-chloroform extraction. A 60 ng of gDNA were used as a template of gPCR with
SyBr Green using specific primers listed in Table 3. Using the same template and in the
similar reaction plate, mouse PKD17 (Polycystic Kidney Disease 1) and GAPDH were also
quantified. All samples were run in quadruplicate in 10 ul reaction as follows: 10 min at
95°C, 40 cycles of 15 s at 95°C and 30 sec at 60°C. To calculate the transgene copy
number, the 2724t method was applied using the PKD1 as a calibrator and GAPDH as a
endogenous control. The 2722 provides the fold change in copy number of the hACE2

gene relative to PKD1 gene.

Table 3. Sequences of primers used to genotype B6.K18-hACE2P-THV transgenic

mice.

Primers and SEQ ID No.

hACE2 Fw - SEQ ID No. 85
hACE2 Rv- SEQ ID No. 86

PKD1 Fw- SEQ ID No. 87

PKD1 Rv- SEQ ID No. 88
GAPDH-ACE2 Fw- SEQ ID No. 89

GAPDH-ACE2 Rv- SEQ ID No. 90

TCCTAACCAGCCCCCTGTT

TGACAATGCCAACCA CTATCACT

GGCTGCTGAGCGTCTGGTA

CCAGGTCCTGCGTGTCTGA

GCCCAGAACATCATCCCTGC

CCGTTCAGCTCTGGGATGACC

4. K18-hACE2P-THV permissibility to SARS-CoV-2 replication
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-The permissibility of N1 mice to SARS-CoV-2 replication was evaluated in the
sampled individuals from the progeny. N1 females with varying number of transgene
copies per genome were sampled (Figure 14A) and evaluated for their permissibility to
SARS-CoV-2 replication (Figure 14B). To do so, the selected mice were inoculated i.n.
under general anesthesia with 0.3 x 10° TCIDsp of the BetaCoV/France/IDF0372/2020
SARS-CoV-2 clinical isolate (Lescure et al., 2020), supplied by the National Reference
Centre for Respiratory Viruses hosted by Institut Pasteur (Paris, France). The viral
inoculum was contained in 20 ul for mice. Animals were then housed in an isolator in
BioSafety Level 3 animal facilities of Institut Pasteur.

Il The organs recovered from the animals infected with live SARS-CoV-2 were
manipulated following the approved standard operating procedures of these facilities.

-At 3 days post-inoculation (dpi) the Mean £ SD of lung viral loads were as high as
(3.3 £ 1.6) x 10"° copies of SARS-CoV-2 RNA/mouse in the permissive mice (Figure
14B). Note that the number of transgene copies per genome (Figure 14A) was not
proportional to the rate of SARS-CoV-2 replication in the lungs (Figure 14B) and thus did
not influence this phenotype. The amounts of lung viral loads were higher than those
detected in positive control mice pre-treated i.n. with adenoviral vector serotype 5
encoding hCAE2 (Ad5::hACE2) that we previously described as a suitable model which
also allows vaccine efficacy assay. Remarkably, substantial viral loads, i.e., (6.7 £7.1) x
10'% copies of SARS-CoV-2 RNA/mouse were also detected in the brain of the permissive
mice (Figure 14B). Virus dissemination was also observed, although to a lesser extent,
in the heart and kidneys at this time point post virus inoculation.

5. Comparison of B6.K18-ACE22P"mnJAX and K18-hACE2'P-THV strains in terms of
permissibility to SARS-CoV-2 replication

-We further comparatively evaluated SARS-CoV-2 replication in lungs and brain
and dissemination to various organs in B6.K18-hACE2'™ ™V and B6.K18-ACE22PmniJAX
mice (Figure 14C). The lung viral loads were lower, i.e., (2.1 £ 2.2) x 10" copies of
SARS-CoV-2 RNA/mouse, in B6.K18-hACE2™ ™V mice, compared to (18.3 +13.3) x 10'°
copies in B6.K18-ACE22PmnAX mjice. However, viral replication in the brain of B6.K18-
hACE2P-TV mice, ie. (7.4 = 7.9) x 10" copies of SARS-CoV-2 RNA/mouse, was
substantially higher compared to (1.9 + 74.3) x 108 copies in their B6.K18-ACE22Pimn/JAX
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counterparts. Measurement of brain viral loads by qRT-PCR specific to subgenomic Ecov.
2 MRNA (Esg), detected Mean + SD of (7.55 + 7.74) x 10° copies of SARS-CoV-2 RNA
in B6.K18-hACE2""-™V mice and no viral replication in 4 out of 5 the B6.K18-ACE22Prmn/JAX
mice. Nota that measurement of viral loads by qRT-PCR specific to subgenomic Ecev-2
MRNA (EsQ), characterizes only the replicative/infectious SARS-CoV-2 viral particles.
Therefore, high rate of SARS-CoV-2 replication and high loads of infectious viral particles
in the brain are major distinctive phenotypes of the new B6.K18-hACE2'P ™V strain.
Comparison of the hRACE2 mRNA expression performed by gRT-PCR in the brain showed
much higher amounts of the transgene expression in the brain of B6.K18-hACE2'P-THV
mice compared to B6.K18-ACE22P"AX mice (Figure 14C). This substantial difference
between the cervical SARS-CoV-2 replication in the transgenic strains was corroborated
with significantly higher hACE2 mRNA expression in the brain of B6.K18-hACE2PTHY
mice (Figure 14D). However, hACE2 mRNA expression in the lungs of B6.K18-hACE2'™
™ mice was also higher than in B6.K18-ACE22P"mnAX mjce  which cannot explain the
lower viral replication in the former. A trend towards higher viral loads was also observed
in the kidneys and heart of B6.K18-hACE2™ ™Y compared to B6.K18-ACE22PMAX mice,
even though the differences did not reach statistical significance (Figure 14C). A trend
towards higher viral loads was also observed in the kidneys and heart of B6.K18-hACE2'™
TV even though the differences did not reach statistical significance.

-Correlative with the brain viral loads, much higher inflammation was detected by
gRT-PCR in the brain of B6.K18-hACE2"P-™Y mice compared to B6.K18-ACE22PmniAX
mice, at 3 dpi, showing an immunological/inflammatory symptom in the central nervous
system of the former, but not in the latter (Figure 14C). In concordance with the lung viral
loads, as evaluated by qRT-PCR applied to total lung homogenates, B6.K18-hACE2P-THY
mice displayed less pulmonary inflammation than B6.K18-ACE2?PMAX mjice (Figure
14E). Remarkably, this assay applied to total brain homogenates detected substantial
degrees of inflammation in B6.K18-hACE2™ ™MV — put not in B6.K18-ACE22PrmniAX _
mice (Figure 14E). In addition, B6.K18-hACE2"™ ™V mice reached the humane endpoint
between 3 and 4 dpi and therefore display a lethal SARS-CoV-2-mediated disease more
rapidly than their B6.K18-ACE22PmnAX counterparts {Winkler, 2020 #102}.
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-Therefore, large permissibility to SARS-CoV-2 replication at both lung and CNS,
marked brain inflammation and rapid lethal disease are major distinctive features of this
new B6.K18-hACE2'™ T transgenic model.

Ethical Approval of Animal Studies

-In all Examples, experimentation on mice and hamsters was realized in
accordance with the European and French guidelines (Directive 86/609/CEE and Decree
87-848 of 19 October 1987) subsequent to approval by the Institut Pasteur Safety, Animal
Care and Use Committee, protocol agreement delivered by local ethical committee
(CETEA #DAP20007, CETEA #DAP200058) and Ministry of High Education and
Research APAFIS#24627-2020031117362508 v1.

Example 3 : Full CNS and Lung Prophylaxis against SARS-CoV-2 by Intranasal

Lentivector Vaccination

-Here, we generated a new hACE2 transgenic mouse strain with unprecedent
permissibility of the brain to SARS-CoV-2 replication. By use of this unique preclinical
animal model, we demonstrated the importance of i.n. booster immunization with this LV-
based vaccine candidate to reach full protection of not only lungs but also CNS against
SARS-CoV-2. Our results indicate that i.n. vaccination step with non-cytopathic and non-
inflammatory LV, appears to be a performant and safe strategy to elicit sterilizing

immunity in the main anatomical sites affected by COVID-19.
Methods
Construction and production of LV::S,r2p

-A codon-optimized Sarop sequence (1-1262) (SEQ ID No. 14). was amplified from
PMK-RQ_S-2019-nCoV and inserted into pFlap by restriction/ligation between BamH]
and Xhol sites, between the native human ieCMV promoter and a mutated Woodchuck
Posttranscriptional Regulatory Element (WPRE) sequence. The atg starting codon of
WPRE was mutated (mWPRE) to avoid transcription of the downstream truncated “X”
protein of Woodchuck Hepatitis Virus for safety concerns (Figure 17). Plasmids were

amplified and used to produce LV as previously described in Example 1.
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Mice
-Transgenic mice were generated as disclosed in detail in Example 2.
Humoral and T-cell immunity, Inflammation

-As recently detailed elsewhere (Ku et al.,, 2021), T-splenocyte responses were
quantitated by IFN-g ELISPOT and anti-S 1gG or IgA Abs were detected by ELISA by use
of recombinant stabilized Scov-2. NAb quantitation was performed by use of Scov-2 pseudo-
typed LV, as recently described (Anna et al., 2020; Sterlin et al., 2020). The gRT-PCR
quantification of inflammatory mediators in the lungs and brain of hamsters and mice was

performed in total RNA extracted by TRIzol reagent, as detailed in Example 1.
SARS-CoV-2 inoculation

llHamsters or transgenic B6.K18-hACE2P ™V or B6.K18-ACE22ImWAX \yere
anesthetized by i.p. injection of mixture Ketamine and Xylazine, transferred into a
biosafety cabinet 3 and inoculated in. with 03 x 10° TCIDsy of the
BetaCoV/France/IDF0372/2020 SARS-CoV-2 clinical isolate (Lescure et al., 2020). This
clinical isolate was a gift of the National Reference Centre for Respiratory Viruses hosted
by Institut Pasteur (Paris, France), headed by Pr. van der Werf. The human sample from
which this strain was isolated has been provided by Dr. Lescure and Pr. Yazdanpanah
from the Bichat Hospital, Paris, France. The viral inoculum was contained in 20 ul for mice
and in 50 pl for hamsters. Animals were housed in an isolator in BioSafety Level 3 animal
facilities of Institut Pasteur. The organs recovered from the infected animals were

manipulated according to the approved standard procedures of these facilities.
Determination of viral loads in the organs

-Organs from mice or hamsters were removed aseptically and immediately frozen
at -80°C. RNA from circulating SARS-CoV-2 was prepared from lungs as recently
described (Ku et al). Briefly, lung homogenates were prepared by thawing and
homogenizing of the organs using lysing matrix M (MP Biomedical) in 500 pl of ice-cold
PBS in an MP Biomedical Fastprep 24 Tissue Homogenizer. RNA was extracted from the
supernatants of lung homogenates centrifuged during 10 min at 2000g. Alternatively, total

RNA was prepared from lungs or other organs by addition of lysing matrix D (MP
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Biomedical) containing 1 mL of TRIzol reagent and homogenization at 30 s at 6.0 m/s
twice using MP Biomedical Fastprep 24 Tissue Homogenizer. Total RNA was extracted
using TRIzol reagent (ThermoFisher). SARS-CoV-2 E gene (Corman et al., 2020) or E
sub-genomic mRNA (sgmRNA) (Wolfel et al., 2020), was quantitated following reverse
transcription and real-time quantitative TagMan® PCR, using SuperScriptTM Il Platinum
One-Step gRT-PCR System (Invitrogen) and specific primers and probe (Eurofins) (Table
4). The standard curve of EsgmRNA assay was performed using in vitro transcribed RNA
derived from PCR fragment of “T7 SARS-CoV-2 E-sgmRNA”. The in vitro transcribed
RNA was synthesized using T7 RiboMAX Express Large Scale RNA production system
(Promega) and purified by phenol/chloroform extraction and two successive precipitations
with isopropanol and ethanol. Concentration of RNA was determined by optical density
measurement, diluted to 10° genome equivalents/uL in RNAse-free water containing
100pg/mL tRNA carrier, and stored at -80°C. Serial dilutions of this in vitro transcribed
RNA were prepared in RNAse-free water containing 10ug/ml tRNA carrier to build a
standard curve for each assay. PCR conditions were: (i) reverse transcription at 55°C for
10 min, (i) enzyme inactivation at 95°C for 3 min, and (iii) 45 cycles of
denaturation/amplification at 95°C for 15 s, 58°C for 30 s. PCR products were analyzed

on an ABI 7500 Fast real-time PCR system (Applied Biosystems).

Table 4. Sequences of primers used to quantitate SARS-CoV-2 loads by qRT-
PCR

Primer/Probe DNA Sequence

SEQ ID No.

“E-Sarbeco” 5-ACAGGTACGTTAATAGTTAATAGCGT-3’

Fw ID No. 91

“E-Sarbeco” 5-ATATTGCAGCAGTACGCACACA-3

Rv ID No. 92

“E-Sarbeco” 5-FAM-ACACTAGCCATCCTTACTGCGCTTCG-BHQ-1-3
ID No. 93
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‘E-sgmRNA” Fw 5-CGATCTCTTGTAGATCTGTTCTC-3’
ID No. 94

Cytometric analysis of immune lung and brain cells

-Isolation and staining of lung innate immune cells were largely detailed in Example
1. Cervical lymph nodes, olfactory bulb and brain from each group of mice were pooled
and treated with 400 U/ml type IV collagenase and DNase | (Roche) for a 30-minute
incubation at 37°C. Cervical lymph nodes and olfactory bulbs were then homogenized
with glass homogenizer while brains were homogenized by use of GentleMacs (Miltenyi
Biotech). Cell suspensions were then filtered through 100 pm-pore filters, washed and
centrifuged at 1200 rpm during 8 minutes. Cell suspensions from brain were enriched in
immune cells on Percoll gradient after 25 min centrifugation at 1360 g at RT. The
recovered cells from lungs were stained as recently described elsewhere (Ku et al., 2021).
The recovered cells from brain were stained by appropriate mAb mixture as follows. (i)
To detect innate immune cells: Near IR Live/Dead (Invitrogen), Fcyll/lll receptor blocking
anti-CD16/CD32 (BD Biosciences), BV605-anti-CD45 (BD Biosciences), PE-anti-CD11b
(eBioscience), PE-Cy7-antiCD11c (eBioscience), (ii) to detect NK, neutrophils, Ly-6C*"
monocytes and macrophages: Near IR DL (Invitrogen), Fcyll/lll receptor blocking anti-
CD16/CD32 (BD Biosciences), BV605-anti-CD45 (BD Biosciences), PE-anti-CD11b
(eBioscience), PE-Cy7-antiCD11c (eBioscience), APC-anti-Ly6G (Miltenyi), BV711-anti-
Siglec-F (BD), AF700-anti-NKp46 (BD Biosciences), FITC-anti-Ly6C (Abcam) (iii)) To
detect adaptive immune cells: Near IR Live/Dead (Invitrogen), Fcyll/lll receptor blocking
anti-CD16/CD32 (BD Biosciences), APC-anti-CD45 (BD), PerCP-Cy5.5-anti-CD3
(eBioscience), FITC-anti-CD4 (BD Pharmingen), BV711-anti-CD8 (BD Horizon), BV605-
anti-CD69  (Biolegend), PE-anti-CCR7 (eBioscience) and VioBlue-Anti-B220
(Miltenyi).Cells were incubated with appropriate mixtures for 25 minutes at 4°C, washed
in PBS containing 3% FCS and fixed with Paraformaldehyde 4% by an overnight
incubation at 4°C. Samples were acquired in an Attune NxT cytometer (Invitrogen) and

data analyzed by FlowJo software (Treestar, OR, USA).
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Results

New hACE2 transgenic mice with substantial brain permissibility to SARS-CoV-
2 replication

lIB6.K18-hACE2P ™V mice were generated as disclosed in Example 2.. The
permissibility of these mice to SARS-CoV-2 replication was evaluated and it was
determined that large permissibility to SARS-CoV-2 replication at both lung and CNS,
marked brain inflammation and rapid lethal disease are major distinctive features of this
new B6.K18-hACE2'™ T transgenic model.

Full protection of lungs and brain in LV::S,rp-immunized B6.K18-hACE2'P-THY

mice

[l Ve then evaluated the vaccine efficacy of LV::Sr2p in B6.K18-hACE2PTHY mice.
Individuals (n = 6/group) where primed i.m. with 1 x 10" TU/mouse of LV::Sr2p OF an
empty LV (sham) at wk O and then boosted i.n. at wk 3 with the same dose of the same
vectors (Figure 15A). Mice were then challenged with SARS-CoV-2 at wk 5. A high serum
neutralizing activity, i.e., EC50 mean = SD of 5466 + 6792, was detected in LV::Srop-
vaccinated mice (Figure 15B). This vaccination conferred substantial degrees of
protection against SARS-CoV-2 replication, not only in the lungs, but also in the brain
(Figure 15C). Notably, quantitation of brain viral loads by Esg qRT-PCR detected no
copies of this replication-related SARS-CoV-2 RNA in LV::Srep-vaccinated mice versus
(7.55 + 7.84) x 10° copies in the brain of the sham-vaccinated controls.

-At 3 dpi, cytometric investigation of the lung innate immune cell subsets (Figure
15D, ) detected significant decrease in the proportions of NK cells and neutrophils inside
the lung CD45" cells in the LV::Srop-vaccinated B6.K18-hACE2'™ ™Y mice, compared to
the sham-vaccinated controls (Figure 15D).. At 3 dpi, as evaluated by gRT-PCR applied
to brain homogenates, NILV::Srp-vaccinated B6.K18-hACE2'" ™M mice had significant
decreases in the expression levels of IFN-0J, TNF-0I, IL-5, IL-6, IL-10, IL-12p40, CCL2,
CCL3, CXCL9 and CXCL10, compared to the sham group (Figure 15E). No noticeable
changes in the lung inflammation were recorded between the two groups (not shown).

I



WO 2022/013405 PCT/EP2021/069890

-Therefore, an im.-i.n. prime-boost with NILV::Syrp prevents SARS-CoV-2
replication in both lung and CNS anatomical areas and inhibits virus-mediated lung

pathology and neuro-inflammation.
Requirement of i.n. boost for full protection of brain in B6.K18-hACE2'P-TH mice

-To go further in characterization of the protective properties of LV, in the following
experiments in B6.K18-hACE2'™ T mice, similar to the hamster model, we used the non-
integrative version of LV. The observed protection of brain against SARS-CoV-2 may
reflect the benefits of i.n. route of LV administration against this respiratory and
neurotropic virus. To address this hypothesis, B6.K18-hACE2™ ™ mice were vaccinated
with NILV::Surp: (i) i.m. wk O and i.n. wk5, as a positive control, (ii) i.n. wk 0, or (iii) i.m.
wk 5. Sham-vaccinated controls received i.n. an empty NILV at wks 0 and 5 (Figure 16A).
Mice were then challenged with SARS-CoV-2 at wk 7 and viral loads were determined in
the brain s by E or Esg specific qRT-PCR at 3dpi (Figure 16B). In this highly stringent
pre-clinical model, even performant, a single i.n. or i.m. injection of NILV::S,rzp did not
induce full protection in all animals of each group. Only i.m. prime followed by i.n. boost
conferred full protection in all animals, showing the requirement of i.n. boost to reach full
protection of brain.

-As analyzed by cytometry, composition of innate and adaptive immune cells in the
cervical lymph nodes were unchanged in NILV::Saropi.m.-i.n. protected group, sham i.m.-
i.n. unprotected group and untreated controls (data not shown). Notably, we detected
increased proportion of CD8* T cells in the olfactory bulb of NILV::Sarzp i.m.-i.n. protected
group compared to unprotected group (Figure 16C). CD4" T cells in the olfactory bulb had
no distinctive activated or migratory phenotype, based on their expression of CD69 or CCR7,
respectively. We detected increased amount of neutrophils in the olfactory bulb (Figure
16D) and of CD11b* Ly6G" Ly6C™ inflammatory monocytes in the brain (Figure 16E) of
unprotected mice, compared to NILV::Sxrzp i.m.-i.n. protected group, as a biomarker of
inflammation and/or correlated with active viral replication.

Il Collectively, our data generated in the highly stringent B6.K18-hACE2" ™V mouse
model support the advantage of NILV::Sxrop i.n. boost in the immune protection of CNS

from SARS-CoV-2 replication and the resulting infiltration and neuro-inflammation. The
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local induction and/or activation of mucosal immune response in nasal cavity and
olfactory bulbs, i.e. the entry point for the virus, is a performant strategy.

Discussion

-LV-based platform emerges as a powerful vaccination approach against COVID-
19, notably when used in systemic prime followed by mucosal i.n. boost, able to induce
sterilizing immunity against lung SARS-CoV-2 infection in preclinical animal models. We
first demonstrate that a single i.n. administration of an LV encoding the Sxrzp prefusion
form of Scov-2 confers, as efficiently as an i.m. - i.n. prime-boost regimen, full protection of
respiratory tracts in the highly susceptible hamster model, as evaluated by virological,
immunological and histopathological parameters. The hamster ACE2 ortholog interacts
efficaciously with Scev.2, Which readily allows host cell invasion by SARS-CoV-2 and its
high replication rate. With rapid weight loss and development of severe lung pathology
subsequent to SARS-CoV-2 inoculation, this species provides a sensitive model to
evaluate the efficacy of drug or vaccine candidates, for instance compared to Rhesus
macaques which develop only a mild COVID-19 pathology (Munoz-Fontela et al., 2020;
Sia et al., 2020). The fact that a single i.n. LV administration, either seven or two weeks
before SARS-CoV-2 challenge, elicits sterilizing protection in this susceptible model is
valuable in setting the upcoming clinical trials with this LV-based vaccine and could
provide remarkable socio-economic advantages for mass vaccination.

-To further investigate the efficacy of our vaccine candidates, we generated a new
transgenic mouse model, by use of an LV-based transgenesis approach (Nakagawa and
Hoogenraad, 2011). The ILV used in this strategy encodes for hACE2 controlled by
cytokeratin K18 promoter, i.e., the same promoter as previously used by Periman’s team
to generate B6.K18-ACE22P"mWAX mice (McCray et al., 2007), with a few adaptations to
the lentiviral FLAP transfer plasmid. However, the new B6.K18-hACE2PTHY mice have
certain distinctive features, as they express much higher levels of hACE2 mRNA in the
brain and display markedly increased brain permissibility to SARS-CoV-2 replication, in
parallel with a substantial brain inflammation and development of a lethal disease in <4
days post infection. These distinct characteristics can result from differential hACE2

expression profile due to: (i) alternative insertion sites of ILV into the chromosome
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compared to naked DNA, and/or (ii) different effect of the Woodchuck Posttranscriptional
Regulatory Element (WPRE) versus the alfalfa virus translational enhancer (McCray et
al., 2007), in B6.K18-hACE2P-TV and B6.K18-ACE22P1mWAX ganimals, respectively. Other
reported hACE2 humanized mice express the transgene under: (i) murine ACE2
promoter, without reported hACE2 mRNA expression in the brain (Yang et al., 2007), (i)
‘hepatocyte nuclear factor-3/forkhnead homologue 4" (HFH4) promoter, i.e., “HFH4-
hACEZ2” C3B6 mice, in which lung is the principal site of infection and pathology (Jiang et
al., 2020; Menachery et al., 2016), and (iii) “CAG” mixed promoter, i.e. “AC70” C3H x
C57BL/6 mice, in which hACE2 mRNA is expressed in various organs including lungs
and brain (Tseng et al., 2007). Comparison of AC70 and B6.K18-hACE2"P-THV mice may
be informative to assess similarities and distinctions of these two models. However, here
we report much higher brain permissibility of B6.K18-hACE2'™ ™V mice to SARS-CoV-2
replication, compared to B6.K18-ACE22P"MWAX mice. The B6.K18-hACE2"P-THV murine
model not only has broad applications in COVID-19 vaccine studies, but also provides a
unique rodent model for exploration of COVID-19-derived neuropathology. Based on the
substantial permissibility of the brain to SARS-CoV-2 replication and development of a
lethal disease by these transgenic mice, this pre-clinical model can be considered as
more stringent than the golden hamster model.

Blin this study, the use of the highly stringent B6.K18-hACE2™ ™V mice
demonstrated the importance of i.n. booster immunization for the induction of sterilizing
protection of CNS by the LV-based vaccine candidate developed against SARS-CoV-2.
Olfactory bulb may control viral CNS infection through the action of local innate and
adaptive immunity (Durrant et al., 2016), and we observed increased frequencies of CD8*
T cells at this anatomically strategic area in i.m.-i.n. vaccinated and protected mice.
Substantial reduction in the inflammation mediators was also demonstrated in the brain
of these vaccinated and protected mice, together with decrease in the neutrophils and
inflammatory monocytes in the olfactory bulbs and brain, respectively.

-The source of neurological manifestations associated with COVID-19 in patients
with comorbid conditions can be: (i) direct impact of SARS-CoV-2 on CNS, (ii) infection
of brain vascular endothelium and, (iii)) uncontrolled anti-viral immune reaction inside

CNS. ACE2 is expressed in human neurons, astrocytes and oligodendrocytes, located in
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middle temporal gyrus and posterior cingulate cortex, which may explain the brain
permissibility to SARS-CoV-2 in patients (Song et al., 2020; Hu et al., 2020). Viruses can
invade the brain through neural dissemination or hematogenous route (Bohmwald et al.,
2018; Desforges et al., 2019, 2014). The olfactory system establishes a direct connection
to the CNS via frontal cortex (Mori et al., 2005). Neural transmission of viruses to the CNS
can occur as a result of direct neuron invasion through axonal transport in the olfactory
mucosa. Subsequent to intraneuronal replication, the virus spreads to synapses and
disseminate to anatomical CNS zones receiving olfactory tract projections (Koyuncu et
al., 2013; Zubair et al., 2020; Berth, 2009; Koyuncu et al., 2013; Roman et al., 2020).
However, the detection of viral RNA in CNS regions without connection with olfactory
mucosa suggests existence of another viral entry into the CNS, including migration of
SARS-CoV-2-infected immune cells crossing the hemato-encephalic barrier or direct viral
entry pathway via CNS vascular endothelium (Meinhardt et al., 2020). Although at steady
state, viruses cannot penetrate to the brain through an intact blood-brain barrier (Berth,
2009), inflammation mediators which are massively produced during cytokine/chemokine
storm, notably TNF-a and CCL2, can disrupt the integrity of blood-brain barrier or increase
its permeability, allowing paracellular blood-to-brain transport of the virus or virus-infected
leukocytes {Aghagoli, 2020 #77;Hu, 2011 #15}. Regardless of the mechanism of the
SARS-CoV-2 entry to the brain, we provide evidence of the full protection of the CNS
against SARS-CoV-2 by i.n. booster immunization with NILV::Srzp.

-We reported results in Example 1 demonstrating the strong prophylactic capacity
of LV::Sg. at inducing sterilizing protection in the lungs against SARS-CoV-2 infection. In
the present study, moving toward clinical assay, we used LV encoding stabilized
prefusion Sarop forms of Scov-2 @s an additional form of the S protein exhibiting vaccinal
interest. This choice was based on data indicating that stabilization of viral envelop
glycoproteins at their prefusion forms improve the yield of their production as recombinant
proteins in industrial manufacturing of subunit vaccines, and the efficacy of nucleic acid-
based vaccines by raising availability of the antigen under its optimal immunogenic shape
(Hsieh et al., 2020). The prefusion stabilization approach has been so far applied to S
protein of several coronaviruses, including HKU1-CoV, SARS-CoV, and MERS-CoV.
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Stabilized Suers-cov has been shown to elicit much higher NAb responses and protection
in pre-clinical animal models (Hsieh et al., 2020).

-The sterilizing protection of the lungs conferred by a single i.n. administration and
the full protection of CNS conferred by i.n. boost is an asset of primary importance. The
non-cytopathic and non-inflammatory LV encoding either full length, or stabilized forms
of Scov-2, from either ancestral or emerging variants of SARS-CoV-2 provides a promising
COVID-19 vaccine candidate of second generation. Protection of the brain, so far not
directly addressed by other vaccine strategies, has to be taken into account, considering
the multiple and sometimes severe neuropathological manifestations associated with
COVID-19.

Example 4 : Complete cross-protection induced by NILV::Scov.2 wuhan @gainst the
genetically distant P.1 (so called Manaus, Brazil or y) variant

-A critical issue regarding the COVID-19 vaccines currently in use is the protective
potency against emerging variants. To assess this question with the NILV::Scov-2 wuhan
vaccine candidate, B6.K18-hACE2'™ ™V transgenic mice were primed i.m. (wk0) and
boosted i.n. (wk5) with NILV::Scev-2 or sham (Figure 25A). Mice were then challenged
i.n. at wk 7 with 0.3 x 10° TCIDss/mouse of P.1 (so called Manaus, Brazil, or y) SARS-
CoV-2, which is the most genetically distant variant, so far described (Buss et al., 2021).
Determination of the brain and lung viral loads at 3dpi demonstrated that i.m.-i.n. prime-
boost with NILV::Scov-2 wunan induced full cross protection of the brain and lungs against
this genetically distant P.1 variant (Figure 25B). \We observed a markedly decreased
ability of the sera of the NILV::Scov.2 wunan-vaccinated mice to neutralize Sg1.351 or Smanaus
p.1 pseudo-viruses, compared to Swunan, Spes14c Or Sg1.117 pseudo-viruses (Figure 25C).

-This drastically reduced protective B-cell response despite the remarkable
protection, raised the possibility of T-cell involvement in this NILV::Scov-2 wunan-mediated
full protection. To evaluate this possibility, we vaccinated following the same protocol
(Figure 25A), C57BL/6 WT or yMT KO mice. The yMT KO mice are deficient in mature
B-cell compartment and therefore lack Ig/antibody response (Kitamura et al., 1991). To
make these non-transgenic mice permissive to SARS-CoV-2 replication, they were pre-
treated 4 days before the SARS-CoV-2 challenge with 3 x 102 IGU of an adenoviral vector
serotype 5 encoding hACE2 (Ad5::hACE2), as we previously described (Ku et al., 2021).
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Determination of lung viral loads at 3 dpi showed complete protection of the lungs in
vaccinated WT mice as well as a highly significant protection in vaccinated uMT KO mice
(Figure 26A). This observation indicates that B-cell independent and antigen-specific
cellular immunity, i.e., T-cell response, plays a major role in NILV::Scev-2-mediated
protection against SARS-CoV-2.

-This is consistent with: (i) strong CD8" T-cell responses induced by NILV::Scoy-2
wuhan @t the systemic level (Figure 26B), (ii) notable proportions of IFN-y-producing lung
CD8* T cells, specific to several Scoy-2 epitopes, (Figure 26C), (iii)) high proportions of
lung CD8" T cells with effector memory (Tem) and resident memory (Trm) phenotype
(Figure 26D), (iv) recruitment of CD8" T cells in the olfactory bulbs, detectable in mice
vaccinated and challenged with SARS-CoV-2 Wuhan (Figure 27A-C) or SARS-CoV-2
P.1 variant (Figure 27D, E).

-Remarkably, all murine and human CD8" T-cell epitopes identified on Scov-2 wuhan
sequence are preserved in the mutated Scov-2 manaus p.1 (Table 5). These observations
indicate the strong potential of NILV at inducing full protection of lungs and brain against
ancestral and emerging SARS-CoV-2 variants by eliciting marked B and T cell-responses.
In contrast to the B-cell epitopes which are targets of NAbs (Hoffmann et al., 2021), the
so far identified T-cell epitopes have not been impacted by mutations accumulated in the

Scov-2 Of the emerging variants.

Table 5. Scov.2-derived murine and human T-cell epitopes

. a.a substitution /
D e R el iz

H-2DP LDSKVGGNYNYLYRL 18

H-2DP NKCVNFNFNGLTGTG 16

H-2DP VRDPQTLEILDITPC 17

H-2DP CASYQTQTNSPRRAR 19 P—>HinB1.1.7
H-2DP VQIDRLITGRLQSLQ 20

N N

A*0101 LTDEMIAQY 121

A*0201 FLHVTYVPA 122

A*0201 KIYSKHTPI 123

A*0201 KLPDDFTGCV 124

A*0201 LLENKVTLA 125
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A*0201 RLDKVEAEV 126
A*0201 RLITGRLQSL 127

A*0201 RLQSLQTYV 128

A*0201 TLDSKTQSL 129

A*0201 VLNDILSRL 130 S_—SAINBIAT
A*0201 YLQPRTFLL 131

A*0201 RLNEVAKNL 132

A*0201 VVFLHVTYV 133

A*0201 NLNESLIDL 134

A*0201 FIAGLIAIV 135

A*0301 KCYGVSPTK 136

A*0301 GVYFASTEK 137

A*1101 RLFRKSNLK 138

A*1101 GTHWFVTQR 139

A*1101 GVYFASTEK 137

A*2402 KWPWYIWLGF 140

A*2402 QYIKWPWYI 141

A*2402 NYNYLYRLF 142

A*2402 RFDNPVLPF 143 D —> A in B1.351
B*0702 SPRRARSVA 144 P—>HinB117
B*0702 APHGVVFL 145

B*3501 QPTESIVRF 146

B*3501 LPFNDGVYF 147

B*3501 IPFAMQMAY 148

B*4403 YEQYIKWPW 149

DR ITRFQTLLALHRSYL 150 'E';?L?,g?'et'on n
DR FNGLTVLPPLLTDEM 151

DRB170101 152

DRB1#0401 .
ORB1"O701 | QLIRAAEIRASANLAATK A—>1inP.1
DRB1*1501

Example 5 : Identification of Spike from SARS-CoV-2 B1.351 (so called South
African or B) variant as the most suitable antigen for a broad protection LV
vaccine.

-As demonstrated in Example 4, we showed that NILV::Scov.2 wuhan largely protects

the strongly susceptible B6.K18-hACE2'"-™V transgenic mice against both the ancestral
Wuhan and the most genetically distant Manaus P.1 SARS-CoV-2 variants. For the
establishment of a therapeutic, to further improve the antigen, the use of the most suitable
Spike variant, which can best consider the dynamics of the virus propagation of the known
variants was considered.
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-To identify the most cross-protective Spike variant, we primed and boosted
C57BL/6 mice with LV encoding each Spike of interest (Figure 28A), and assessed their
cross-sero-neutralization potential by use of pseudo-viruses carrying each Spike (Figure
28B). As shown in the Figure 28C, we observed that:

-(i) sera from mice immunized with LV::Scov-281.1.7 Neutralized at high EC50 pseudo-
viruses harboring Scov-2 wuhan @nd LV::Scev2 81.1.7, but poorly pseudo-viruses harboring
Scov-2B1.351aNd LV::Scovap.1.

-(ii) sera from mice immunized with LV::Scov.2 p.1 Neutralized at high EC50 pseudo-
viruses harboring Scev-2p.1 and LV::Scev-281.351, but poorly pseudo-viruses harboring Scov-
2wuhan @nd LV::Scov.2B1.1.7.

-(iii) sera from mice immunized with LV::Scov-2 B1.351 NOt only neutralized at high
EC50 pseudo-viruses carrying Scov-2 p.1 @and LV::Scov.2 B1.351 but also pseudo-viruses
harboring Scev-2 wuhan@nd LV::Scev-281.17.

-These results designate the Spike sequence from the B1.351 (South African or )

variant as the most cross-reactive immunogen in terms of neutralizing antibodies.
l-urthermore, we showed that in the context of LV, Spike stabilization by K986p -

VI987p supstitutions (2P) considerably improves the (cross) neutralizing antibody activity
(Figure 29A-C).

-Therefore, our future lead antigen candidate is the full-length Spike from the
B1.351 (South African or ) variant with 2P.
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CLAIMS

1. A method of inducing and/or activating a protective immune response
against Severe Acute Respiratory Syndrome beta-coronavirus 2 (SARS-CoV-2) in a
subject, comprising administering to the upper respiratory tract of the subject an effective

amount of an agent that induces a protective immune response against SARS-CoV-2.

2. The method of claim 1, wherein the agent that induces a protective immune
response against SARS-CoV-2 is a pseudotyped lentiviral vector particle encoding a
Severe Acute Respiratory Syndrome beta-coronavirus 2 (SARS-CoV-2) spike (S) protein
or a derivative or fragment thereof.

3. The method of claim 1 or 2, wherein the agent is administered by aerosol
inhalation.

4, The method of claim 2, wherein the agent is administered by nasal
instillation.

5. The method of claim 2, wherein the agent is administered by nasal
insufflation.

6. The method of any one of claims 1 to 5, wherein the treatment course

consists of a single administration to the upper respiratory tract or wherein the treatment
course comprises more than one administration, in particular two administrations, to the

upper respiratory tract.

7. The method of any one of claims 1 to 5, wherein the treatment course
comprises at least one priming administration outside of the respiratory tract, such as
intramuscular, intradermal or subcutaneous routes, followed by at least one boosting
administration to the upper respiratory tract.
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8. The method of any one of claims 1 to 7, wherein the protective immune
response comprises production of SARS-CoV-2 neutralizing antibodies in the subject.

9. The method of claim 8, wherein the neutralizing antibodies comprise 1gG
antibodies.
10. The method of any one of claims 1 to 9, wherein the protective immune

response comprises production of SARS-CoV-2 S-specific T cells in the subject.

11. The method of claim 10, wherein the SARS-CoV-2 S-specific T cells
comprise CD4" T cells, CD8" T cells, or both CD4* and CD8" T cells.

12.  The method of claim 10 or 11, wherein the SARS-CoV-2 S-specific T cells

comprise lung CD8+ T cells.

13. The method of any one of claims 10 to 12, wherein the SARS-CoV-2 S-

specific T cells comprise IFN-y-producing T-cells.

14. The method of any one of claims 10 to 13, wherein the CD8+ T cells

comprise T cells with an effector memory (Tem) and/or resident memory (Tm,) phenotype.

15. The method of any one of claims 10 to 14, wherein the SARS-CoV-2 S-

specific T cells are recruited to the olfactory bulb.

16. The method of any one of claims 1 to 15 wherein the protective immune
response provides a reduced likelihood of developing SARS-CoV-2 infection-related

inflammation in the subject.

17.  The method of any one of claims 2 to 16, wherein the SARS-CoV-2 S
protein has an amino acid sequence identical to SEQ ID NO: 1 and the SARS-CoV-2 S

protein derivative has an amino acid sequence at least 95% identical to SEQ ID NO: 1.
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18.  The method of any one of claims 2 to 17, wherein the SARS-CoV-2 S
protein is expressed from a coding sequence having a nucleotide sequence identical to
SEQ ID NO: 2 and the SARS-CoV-2 S protein derivative is expressed from a coding

sequence having a nucleotide sequence at least 80% identical to SEQ ID NO: 2.

19.  The method of any one of claims 2 to 18, wherein the SARS-CoV-2 S
protein derivative or fragment thereof comprises a peptide selected from peptide 61-75
(NVTWFHAIHVSGTNG (SEQ ID NO: 15)), peptide 536-550 (NKCVNFNFNGLTGTG
(SEQ ID NO: 16)) and peptide 576-590 (VRDPQTLEILDITPC (SEQ ID NO: 17)).

20. The method of any one of claims 2 to 18, wherein the SARS-CoV-2 S
derivative or fragment thereof comprises an amino acid modification relative to SEQ 1D
NO: 1, the modification selected from:

(i) 986K~ and 987V>F,

(i)  681PRRARSEEE (SEQ ID NO: 22) > 681PCSACSe86 (SEQ ID NO: 23), and

(i)  986%>P, 987V~ P and 6759TCTNSPRRARGE5 (SEQ ID NO: 24) deletion.

21.  The method of any one of claims 2 to 20, wherein the Severe Acute
Respiratory Syndrome beta-coronavirus 2 (SARS-CoV-2) spike (S) protein or a derivative
or fragment thereof comprises or consists of an amino acid sequence selected from SEQ
ID NOS: 1, 5, 8, 11, 14, 108, 111, 114, 117, and 120.

22. The method of any one of claims 2 to 21, wherein the administered lentiviral

vector particle is integrative.

23. The method of any one of claims 2 to 21, wherein the administered lentiviral

vector particle is nonintegrative.

24.  The method of claim 23, wherein the administered nonintegrative lentiviral

particle comprises a D64V mutation in an integrase coding sequence.
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25.  The method of any one of claims 2 to 24, wherein the administered lentiviral
vector particle is pseudotyped with Vesicular Stomatitis Virus envelop Glycoprotein (VSV-
G).

26. The method of any one of claims 2 to 25, wherein lentiviral vector particle is
administered as a vaccine formulation comprising the lentiviral vector particle and a

pharmaceutically acceptable carrier.

27. A dosage form for administration to the upper respiratory tract of a subject
of a pseudotyped lentiviral vector particle encoding a Severe Acute Respiratory
Syndrome beta-coronavirus 2 (SARS-CoV-2) spike (S) protein or a derivative or fragment

thereof.

28. The dosage form of claim 27, wherein the dosage form is for administration

by aerosol inhalation.

29. The dosage form of claim 27, wherein the dosage form is for administration

by nasal instillation.

30. The dosage form of claim 27, wherein the dosage form is for administration

by nasal insufflation.

31.  The dosage form of any one of claims 27 to 30, wherein the SARS-CoV-2
S protein has an amino acid sequence identical to SEQ ID NO: 1 and the SARS-CoV-2
S protein derivative has an amino acid sequence at least 95% identical to SEQ ID NO: 1.

32. The dosage form of any one of claims 27 to 30, wherein the SARS-CoV-2
S protein is expressed from a coding sequence having a nucleotide sequence identical
to SEQ ID NO: 2 and the SARS-CoV-2 S protein derivative is expressed from a coding

sequence having a nucleotide sequence at least 80% identical to SEQ ID NO: 2.
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33.  The dosage form of any one of claims 27 to 32, wherein the SARS-CoV-2
S protein derivative or fragment thereof comprises a peptide selected from peptide 61-75
(NVTWFHAIHVSGTNG (SEQ ID NO: 15)), peptide 536-550 (NKCVNFNFNGLTGTG
(SEQ ID NO: 16)) and peptide 576-590 (VRDPQTLEILDITPC (SEQ ID NO: 17)).

34. The dosage form of any one of claims 27 to 33, wherein the SARS-CoV-2
S derivative or fragment thereof comprises an amino acid modification relative to SEQ 1D
NO: 1, the modification selected from:

(i) 9861”P and 987V>F,

(iy  681°RRARSEEE (SEQ ID NO: 22) > 681P¢SACS686 (SEQ ID NO: 23), and

(i)  986°P 987V>P and 6759TATNSPRRARGE5 (SEQ ID NO: 24) deletion.

35. The dosage form of any one of claims 27 to 34, wherein the Severe Acute
Respiratory Syndrome beta-coronavirus 2 (SARS-CoV-2) spike (S) protein or a derivative
or fragment thereof comprises or consists of an amino acid sequence selected from SEQ
ID NOS: 1, 5, 8, 11, 14, 108, 111, 114, 117, and 120

36. The dosage form of any one of claims 27 to 35, wherein the administered

lentiviral vector particle is integrative.

37. The dosage form of any one of claims 27 to 35, wherein the administered

lentiviral vector particle is nonintegrative.

38. The dosage form of claim 37, wherein the nonintegrative lentiviral particle
comprises a D64V mutation in an integrase coding sequence.

39. The dosage form of any one of claims 27 to 38, wherein the lentiviral vector
particle is pseudotyped with Vesicular Stomatitis Virus envelop Glycoprotein (VSV-G).
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40. A kit comprising the dosage form of the pseudotyped lentiviral vector
particle encoding a SARS-CoV-2 S protein or a derivative or fragment thereof according
to any one of claims 27 to 39 and an applicator for administration to the upper respiratory

tract.

41.  The kit of claim 40, wherein the applicator for administration to the upper

respiratory tract is an applicator for aerosol inhalation.

42. The kit of claim 40, wherein the applicator for administration to the upper

respiratory tract is an applicator for nasal instillation.

43.  The kit of claim 470, wherein the applicator for administration to the upper

respiratory tract is an applicator for nasal insufflation.

44. A vector selected from:
pFlap-ieCMV-S2PdeltaF-WPREm (CNCM 1-5537),
pFlap-ieCMV-S2P3F-WPREm (CNCM 1-56538),
pFlap-ieCMV-S2P-WPREmM (CNCM 1-5539),
pFlap-ieCMV-SFL-WPREmM (CNCM [-5540),
pFlap-ieCMV-S-B1.1.7-WPREm (CNCM 1-5708),
pFlap-ieCMV-S-B351-WPREmM (CNCM 1-5709),
pFlap-ieCMV-S-B351-2P-WPREm (CNCM 1-5710),
pFlap-ieCMV-SFL-D614G-WPREm (CNCM 1-5711), and
pFlap-ieCMV-S-P1-WPREm (CNCM [-5712).

45. A host cell comprising a vector of claim 38.

46. A pseudotyped lentiviral vector particle encoding a Severe Acute

Respiratory Syndrome beta-coronavirus 2 (SARS-CoV-2) spike (S) protein or a derivative

or fragment thereof.
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47. A pseudotyped lentiviral vector particle according to claim 46 wherein the
encoded SARS-CoV-2 spike protein derivative or fragment thereof is as defined in any
one of claims 31, 32, 33, 34 or 35.

48. A pseudotyped lentiviral vector particle according to claim 46 or 47 wherein
the SARS-CoV-2 spike protein is selected from the SARS-CoV-2 spike protein that has
the amino acid sequence of SEQ ID No. 1; the SARS-CoV-2 S protein derivative that has
an amino acid sequence at least 95% identical or at least 99% identical to SEQ ID NO:1;
the SARS-CoV-2 spike protein derivative that has the amino acid sequence of SEQ ID
NO: 8, SEQ ID No. 11, SEQ ID No. 108, SEQ ID No. 111, SEQ ID No. 114, SEQ ID No.
117, or SEQ ID No. 120; the SARS-CoV-2 S protein derivative that has an amino acid
sequence at least 95% identical or at least 99% identical to SEQ ID NO: 8, SEQ ID No.
11, SEQ ID No. 108, SEQ ID No. 111, SEQ ID No. 114, SEQ ID No. 117, or SEQ ID No.
120; and the SARS-CoV-2 spike protein fragment that has the amino acid sequence of
SEQ ID No. 14 or the SARS-CoV-2 S protein derivative that has an amino acid sequence
at least 95% identical or at least 99% identical to SEQ ID NO: 14 .

49. A pseudotyped lentiviral vector particle according to any one of claims 46 to
48 wherein the pseudotyped lentiviral vector particle is as defined in any one of claims
36, 37, 38, or 39.

50. A pseudotyped lentiviral vector particle encoding a Severe Acute Respiratory
Syndrome beta-coronavirus 2 (SARS-CoV-2) spike (S) protein or a derivative or fragment
thereof, wherein the pseudotyped lentiviral vector particle is made by a method
comprising co-transfection of a host cell with a vector selected from:

pFlap-ieCMV-S2PdeltaF-WPREm (CNCM 1-5537),

pFlap-ieCMV-S2P3F-WPREm (CNCM 1-56538),

pFlap-ieCMV-S2P-WPREmM (CNCM 1-5539),

pFlap-ieCMV-SFL-WPREmM (CNCM [-5540),

pFlap-ieCMV-S-B1.1.7-WPREm (CNCM 1-5708),

pFlap-ieCMV-S-B351-WPREmM (CNCM 1-5709),

pFlap-ieCMV-S-B351-2P-WPREm (CNCM 1-5710),

pFlap-ieCMV-SFL-D614G-WPREm (CNCM 1-5711), and

pFlap-ieCMV-S-P1-WPREm (CNCM [-5712).
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51. A pseudotyped lentiviral vector particle according to any one of claims 46 to
49, wherein the genome of the vector particle comprises a polynucleotide selected from:

a polynucleotide encoding S2PAF (S2PdeltaF) of SEQ ID No. 13 or a coding
sequence having a nucleotide sequence at least 80% identical to SEQ ID No.13, in
particular a coding sequence having a mutation, in particular a deletion, in the RBD,

a polynucleotide encoding S2P3F of SEQ ID No. 10 or a coding sequence having
a nucleotide sequence at least 80% identical to SEQ ID No.10 having a mutation in the
RBD, in particular wherein the coding sequence having a nucleotide sequence at least
80% identical to SEQ ID No.10 comprises mutations 986X>F and 987V>F

a polynucleotide encoding S2P of SEQ ID No. 7 or a coding sequence having a
nucleotide sequence at least 80% identical to SEQ ID No.7 having a mutation in the RBD,

a polynucleotide encoding SFL of SEQ ID No. 2 or a coding sequence having a
nucleotide sequence at least 80% identical to SEQ ID No. 2 having a mutation in the RBD,

a polynucleotide encoding S-B1.1.7 of SEQ ID No. 107 or a coding sequence
having a nucleotide sequence at least 80% identical to SEQ ID No. 107 having a mutation
in the RBD,

a polynucleotide encoding S-B351 of SEQ ID No. 110 or a coding sequence having
a nucleotide sequence at least 80% identical to SEQ ID No. 110 having a mutation in the
RBD,

a polynucleotide encoding S-B1.1.7 S-B351-2P of SEQ ID No. 113 or a coding
sequence having a nucleotide sequence at least 80% identical to SEQ ID No. 113 having
a mutation in the RBD,

a polynucleotide encoding SFL-D614G of SEQ ID No. 116 or a coding sequence
having a nucleotide sequence at least 80% identical to SEQ ID No. 116 having a mutation
in the RBD, and

a polynucleotide encoding S-P1 of SEQ ID No. 119 or a coding sequence having
a nucleotide sequence at least 80% identical to SEQ ID No. 119 having a mutation in the
RBD.

52. An immunogenic composition that comprises a dosage form according to any
one of claims 27 to 39 or a pseudotyped lentiviral particle according to any one of claims
46 to 51.
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53. An immunogenic composition according to claim 52 for use in inducing and/or
activating a protective immune response against Severe Acute Respiratory Syndrome
beta-coronavirus 2 (SARS-CoV-2) in a subject, wherein said use comprises a prime
administration outside of the upper respiratory tract, in particular systemic, especially
intramuscular administration and a boost or target administration to the upper
respiratory tract.

54. The immunogenic composition according to claim 52 for use according to
claim 53 wherein the administered doses or LV particles are identical in the prime and
boost/target administration steps, or wherein the administered doses or LV particles are
different in the prime and boost/target administration steps, in particular may be higher
for the administration to the upper respiratory tract.

55. The immunogenic composition according to claim 52 for use according to
claim 53 or 54 wherein the lentiviral vector particles are LV::SFL, in particular NILV::SFL
and the administration regimen consists in a systemic, especially i.m. prime and a boost
to the upper respiratory tract, in particular by i.n. boost.

56. The immunogenic composition according to claim 52 for use according to
claim 53 or 54 wherein the lentiviral vector particles are LV::Syefusion, in particular
NILV::Sprefusion, SUCh as LV::S2PAF (LV::S2deltaF) or NILV::S2PAF (NILV::S2deltaF), or
LV::S2P3F or NILV::S2P3F and the administration regimen consists in a systemic,
especially i.m. prime and a boost to the upper respiratory tract, in particular by i.n.

boost.
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57. The immunogenic composition according to claim 52 for use to induce a
protective immune response against SARS-CoV-2 in the upper respiratory tract of a
subject and/or in the brain against SARS-CoV-2.

58. The immunogenic composition according to claim 52 for use to induce a
cross protective immune response of lungs and brain against ancestral including
SARS-CoV-2 selected from the group of SARS-CoV-2 Wuhan strain, SARS-CoV-2
D614G strain and SARS-CoV-2 B1.117 strain and against emerging SARS-CoV-2
variants such as SARS-CoV-2 P.1 variant, by eliciting B and T cell-responses.

59. The immunogenic composition according to claim 52 for use according to
claim 53 to 58 wherein the dosage form or the pseudotyped lentiviral particle comprises
pseudotyped lentiviral particles according to any one of claims 46 to 51 wherein the
pseudotyped lentiviral particles are non-integrative.

60.The immunogenic composition according to claim 52 for use according to
claim 53 or 58 to elicit a protective immune response against SARS-CoV-2 wherein the
response elicits SARS-CoV-2 S-specific T cells, in particular SARS-CoV-2 S-specific T
cells that comprise lung CD8+ T cells and/or IFN-y-producing T-cells.

61. The immunogenic composition according to claim 52 for use according to any
one of claims 53 to 60 to elicit a protective immune response against SARS-CoV-2
wherein the response elicits CD8+ T cells that comprise T cells with an effector memory
(Tem) and/or resident memory (Tm) phenotype.

62. The immunogenic composition according to claim 52 for use according to any
one of claims 53 to 61, the SARS-CoV-2 S-specific T cells are recruited to the olfactory
bulb.

63. The immunogenic composition according to claim 52 for use according to

claim 53 to 62 wherein the Severe Acute Respiratory Syndrome beta-coronavirus 2
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(SARS-CoV-2) spike (S) protein or a derivative or fragment thereof comprises or
consists of an amino acid sequence selected from SEQ ID NOS: 1, 5, 8, 11, 14, 108,
111, 114, 117, and 120.

64. The immunogenic composition according to claim 52 for use according to any
one of claims 53 to 63 to prevent or to alleviate SARS-CoV-2 infection-related

inflammation in the subject.
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Fig 20A: >pFlap-CMV-5-2019-nCoV-WPREm —SEQ ID No. 3
CGCGTTGGGAGCTTTTTGCAAAAGCCTAGGCCTCCAAAAAAGCCTCCTCACTACTTCTGGAATAGCTCAGAGGCAGAGGC
GGCCTCGGCCTCTGCATAAATAAAAAAAATTAGTCAGCCATGGGGCGGAGAATGGGCGGAACTGGGCGGAGTTAGGGGCG
GGATGGGCGGAGTTAGGGGCGGGACTATGGTTGCTGACTAATTGAGATGCCCGACATTGATTATTIGACTAGTTGGAAGGG
CTAATTCACTCCCAACGAAGACAAGATATCCTTGATCTGTGGATCTACCACACACAAGGCTACTTCCCTGATTAGCAGAA
CTACACACCAGGGCCAGGGATCAGATATCCACTGACCTTTGGATGGTGCTACAAGCTAGTACCAGTTGAGCCAGAGAAGT
TAGAAGAAGCCAACAAAGGAGAGAACACCAGCTTGTTACAACCTGTGAGCCTGCATGGGATGGATGACCCGGAGAGAGAA
GTGTTAGAGTGGAGGTTTGACAGCCGCCTAGCATTTCATCACGGTGGCCCGAGAGCTGCATCCGGAGTACTTCAAGAACT
GCTGATATCGAGCTTGCTACAAGGGACTTTCCGCTGGGGGACTTTCCAGGGAGGCGTGGCCTGGGCGGGACTGGGGAGTG
GCGAGCCCTCAGATCCTGCATATAAGCAGCTGCTTITTGCCTGTACTGGGTCTCTCTGGTTAGACCAGATCTGAGCCTGG
GAGCTCTCTGGCTAACTAGGGAACCCACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGTGCTTCAAGTAGTGTGTGCCCG
TCTGTTGTGTGACTCTGGTAACTAGAGATCCCTCAGACCCTTTTAGTCAGTGTGGAAAATCTCTAGCAGTGGCGCCCGAA
CAGGGACTTGAAAGCGAAAGGGAAACCAGAGGAGCTCTCTCGACGCAGGACTCGGCTTGCTGAAGCGCGCACGGCAAGAG
GCGAGGGGCGGCGACTGGTGAGTACGCCAAAAATTTTGACTAGCGGAGGCTAGAAGGAGAGAGATGGGTGCGAGAGCGTC
AGTATTAAGCGGGGGAGAATTAGATCGCGATGGGAAAAAATTCGGTTAAGGCCAGGGGGAAAGAAAAAATATAAATTAAA
ACATATAGTATGGGCAAGCAGGGAGCTAGAACGATTCGCAGTTAATCCTGGCCTGTTAGAAACATCAGAAGGCTGTAGAC
AAATACTGGGACAGCTACAACCATCCCTTCAGACAGGATCAGAAGAACTTAGATCATTATATAATACAGTAGCAACCCTC
TATTGTGTGCATCAAAGGATAGAGATAAAAGACACCAAGGAAGCTTTAGACAAGATAGAGGAAGAGCAAAACAAAAGTAA
GACCACCGCACAGCAAGCGGCCGCTGATCTTCAGACCTGGAGGAGGAGATATGAGGGACAATTGGAGAAGTGAATTATAT
AAATATAAAGTAGTAAAAATTGAACCATTAGGAGTAGCACCCACCAAGGCAAAGAGAAGAGTGGTGCAGAGAGAAAAAAG
AGCAGTGGGAATAGGAGCTITGTTCCTTGGGTTCTTGGGAGCAGCAGGAAGCACTATGGGCGCAGCGTCAATGACGCTGA
CGGTACAGGCCAGACAATTATTGTCTGGTATAGTGCAGCAGCAGAACAATTTGCTGAGGGCTATTGAGGCGCAACAGCAT
CTGTTGCAACTCACAGTCTGGGGCATCAAGCAGCTCCAGGCAAGAATCCTGGCTGTGGAAAGATACCTAAAGGATCAACA
GCTCCTGGGGATTTGGGGTTGCTCTGGAAAACTCATTTGCACCACTGCTGTGCCTTGGAATGCTAGTTGGAGTAATAAAT
CTCTGGAACAGATTTGGAATCACACGACCTGGATGGAGTGGGACAGAGAAATTAACAATTACACAAGCTTAATACACTCC
TTAATTGAAGAATCGCAAAACCAGCAAGAAAAGAATGAACAAGAATTATTGGAATTAGATAAATGGGCAAGTTTGTGGAA
TTGGTTTAACATAACAAATTGGCTGTGGTATATAAAATTATTCATAATGATAGTAGGAGGCTTGGTAGGTTTAAGAATAG
TITTTGCTGTACTTTCTATAGTGAATAGAGTTAGGCAGGGATATTCACCATTATCGTTTCAGACCCACCTCCCAACCCCG
AGGGGACCCGACAGGCCCGAAGGAATAGAAGAAGAAGGTGGAGAGAGAGACAGAGACAGATCCATTCGATTAGTGAACGG
ATCTCGACGGTATCGCCGAATTCACAAATGGCAGTATTCATCCACAATTTITAAAAGAAAAGGGGGGATTGGGGGGTACAG
TGCAGGGGAAAGAATAGTAGACATAATAGCAACAGACATACAAACTAAAGAATTACAAAAACAAATTACAAAAATTCAAA
ATTTTCGGGTTTATTACAGGGACAGCAGAGATCCACTTTGGCTGATACGCGTGGAGTTCCGCGTTACATAACTTACGGTA
AATGGCCCGCCTGGCTGACCGCCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAAT
AGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGC
CAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTACATGACCTTATGGGACTTT
CCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCGTGG
ATAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAAC
GGGACTTTCCAAAATGTCGTAACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATA
AGCAGAGCTCGTTTAGTGAACCGTCAGATCGCCTGGAGACGCCATCCACGCTGTTTTGACCTCCATAGAAGACACCGCGA
TCGGATCCCGTACGGCCACCATGTTICGTGTTTCTGGTGCTGCTGCCACTGGTGTCCAGTCAGTGCGTGAACCTGACCACA
CGAACACAGCTGCCACCAGCCTACACCAATAGCTTCACCCGCGGAGTGTACTACCCCGACAAGGTGTTCCGCAGCAGCGT
GCTGCATAGCACCCAGGATCTGTTITCTGCCCTTCTTCAGCAACGTGACCTGGTTCCACGCCATCCACGTGTCCGGCACCA
ATGGCACCAAGCGCTTCGATAATCCCGTGCTGCCCTTCAACGATGGCGTGTACTTTGCCAGCACCGAGAAGTCCAATATC
ATCCGCGGCTGGATCTTCGGCACCACACTGGATAGCAAGACCCAGAGCCTGCTGATCGTGAACAACGCCACCAACGTGGT
CATCAAAGTGTGCGAGTTCCAGTTCTGCAACGACCCCTTCCTGGGCGTCTACTACCACAAGAACAACAAGAGCTGGATGG
AAAGCGAGTTCCGCGTGTACAGCAGCGCCAACAACTGCACCTTCGAGTACGTGTCCCAGCCATTCCTGATGGACCTGGAA
GGCAAGCAGGGCAACTTCAAGAACCTGCGCGAGTTCGTGTTCAAGAACATCGACGGCTACTTCAAAATCTACAGCAAGCA
CACCCCAATCAACCTCGTGCGCGATCTGCCACAGGGATTCAGTGCTCTGGAACCCCTGGTGGATCTGCCCATCGGCATCA
ACATTACCCGCTTTCAGACACTGCTGGCCCTGCACCGCAGTTACTTGACACCAGGCGATAGCAGCAGTGGATGGACAGCT
GGTGCCGCCGCTTACTACGTTGGATATCTGCAGCCACGCACCTTTCTGCTGAAGTACAACGAGAACGGCACCATCACCGA
CGCCGTGGATTGTGCTCTCGATCCCCTGAGCGAGACAAAGTGCACCCTGAAGTCCTTCACCGTCGAGAAGGGCATCTACC
AGACCAGCAATTTCCGCGTGCAGCCCACCGAGAGCATCGTGCGCTTCCCCAATATCACCAATCTGTGCCCCTTCGGCGAG
GTGTTCAATGCCACACGCTTTGCCTCCGTGTACGCCTGGAATCGCAAGCGCATTAGCAACTGCGTGGCCGACTACTCCGT
GCTGTACAATAGCGCCAGCTTCAGCACCTTCAAGTGCTACGGCGTGTCACCCACCAAGCTGAACGACCTGTGCTTCACCA
ATGTGTACGCCGACAGCTTCGTGATCCGCGGAGATGAAGTGCGACAGATTGCCCCAGGCCAGACCGGCAAGATCGCCGAC
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TACAATTACAAGCTGCCCGACGACTTCACCGGCTGCGTGATCGCCTGGAACAGCAACAACCTGGATTCCAAAGTCGGCGG
CAACTACAACTACCTGTACCGCCTGTTCCGCAAGAGCAATCTGAAGCCCTTCGAGCGCGACATCAGCACCGAAATCTACC
AGGCCGGAAGCACCCCATGCAACGGCGTGGAAGGCTTCAACTGCTACTTCCCACTGCAGTCCTACGGATTTCAGCCCACA
AATGGCGTGGGCTACCAGCCATATCGAGTGGTGGTGCTGAGCTTCGAACTGCTGCATGCTCCAGCTACCGTGTGCGGCCC
CAAGAAGAGTACCAACCTGGTCAAGAACAAATGCGTGAACTTCAACTTCAACGGCCTGACCGGAACCGGCGTGCTGACCG
AGAGTAACAAGAAGTTCCTGCCATTCCAGCAGTTTGGCCGCGACATTGCCGATACAACCGATGCCGTTCGCGATCCCCAG
ACCTTGGAGATCCTGGATATTACCCCATGCTCCTTCGGCGGCGTGTCCGTGATTACACCAGGCACCAATACCAGCAACCA
GGTGGCCGTTCTGTACCAGGATGTGAATTGCACAGAGGTGCCCGTGGCCATTCACGCCGATCAATTGACACCAACATGGC
GCGTGTACTCCACCGGCAGCAATGTGTTTCAAACCCGCGCTGGATGCCTGATTGGAGCCGAGCACGTGAACAATAGCTAC
GAGTGCGATATCCCCATCGGAGCCGGAATCTGCGCCTCCTATCAGACCCAGACCAATAGTCCACGACGAGCCCGAAGTGT
GGCCAGCCAGAGCATCATTGCCTATACCATGAGCCTGGGCGCCGAGAATAGCGTGGCCTACTCCAACAACAGCATTGCTA
TCCCCACCAACTTCACCATCAGCGTGACCACCGAGATCCTGCCAGTGTCCATGACCAAGACCAGCGTGGACTGCACCATG
TACATCTGCGGAGATAGCACCGAGTGCAGCAACCTGCTGCTGCAGTACGGAAGTTTCTGCACCCAGCTGAATCGCGCCCT
GACAGGCATTGCCGTGGAACAGGATAAGAACACCCAAGAGGTGTTCGCCCAAGTGAAGCAAATCTACAAGACCCCACCAA
TCAAGGATTTCGGCGGCTTCAATTTCAGCCAGATTCTGCCCGATCCAAGCAAGCCCAGCAAGCGCAGCTTCATCGAGGAC
CTGCTGTTCAACAAAGTGACACTGGCCGACGCCGGATTCATCAAGCAGTATGGCGATTGCCTGGGCGATATTGCCGCACG
CGATCTGATTTGCGCCCAGAAGTTTAACGGACTGACCGTCCTGCCACCACTGCTGACAGATGAGATGATCGCCCAGTACA
CAAGTGCCCTGCTGGCCGGAACCATTACCAGCGGATGGACATTTGGAGCCGGTGCCGCTCTGCAGATTCCCTTCGCTATG
CAGATGGCCTACCGCTTCAATGGCATTGGCGTGACCCAGAATGTGCTGTACGAGAACCAGAAGCTGATCGCCAACCAGTT
CAACAGCGCCATCGGCAAGATTCAGGACAGCCTGAGTAGTACCGCCAGCGCTCTGGGAAAGCTGCAGGATGTGGTCAACC
AGAACGCTCAGGCCCTGAACACCCTGGTTAAGCAGCTGAGCAGCAACTTCGGCGCCATCAGTAGCGTGCTGAACGATATC
CTGAGCCGCCTGGATAAGGTGGAAGCCGAGGTGCAGATCGATCGCCTGATTACCGGACGCCTGCAGTCCCTGCAGACCTA
TGTGACACAGCAGCTGATCCGAGCCGCCGAGATTCGAGCTAGTGCTAATCTGGCCGCCACCAAGATGAGCGAATGTGTGC
TGGGACAGAGCAAGCGCGTGGACTTTTGCGGCAAGGGATACCACCTGATGAGCTTCCCACAGAGTGCTCCACACGGCGTG
GTGTTTCTGCATGTGACCTACGTGCCCGCTCAAGAGAAGAATTTCACCACCGCTCCAGCCATCTGCCACGACGGAAAGGC
CCATTTTCCACGCGAGGGCGTGTTCGTTAGCAACGGCACTCATTGGTTCGTCACCCAGCGCAACTTCTACGAGCCCCAGA
TCATCACCACCGACAACACCTTCGTCAGCGGCAACTGCGACGTCGTGATCGGCATTGTGAACAACACCGTGTACGATCCA
CTGCAGCCCGAGCTGGACAGCTTCAAAGAGGAACTGGACAAGTACTTTAAGAACCACACAAGCCCCGACGTGGACCTGGG
AGACATTAGCGGAATCAACGCCAGCGTGGTCAACATCCAGAAAGAGATTGACCGCCTGAACGAGGTGGCCAAGAATCTGA
ACGAGAGCCTGATCGACCTGCAAGAACTGGGCAAATACGAGCAGTACATTAAGTGGCCCTGGTACATCTGGCTGGGCTTC
ATTGCCGGACTGATTGCCATCGTGATGGTCACCATTATGCTGTGCTGCATGACCAGTTGCTGCAGCTGCCTGAAGGGATG
CTGCAGTTGCGGAAGCTGCTGCAAGTTCGACGAGGATGATAGCGAGCCAGTGCTGAAGGGCGTCAAGCTGCACTACACCT
GATAACGAGCGCGCCTCGAGAATTCCCGATAATCAACCTCTGGATTACAAAATTTGTGAAAGATTGACTGGTATTCTTAA
CTATGTTGCTCCTTTTACGCTATGTGGATACGCTGCTTTAATGCCTTTGTATCATGCTATTGCTTCCCGTATGGCTTTCA
TITTCTCCTCCTTGTATAAATCCTGGTTGCTGTCTCTTTATGAGGAGTTGTGGCCCGTTGTCAGGCAACGTGGCGTGGTG
TGCACTGTGTTTGCTGACGCAACCCCCACTGGTTGGGGCATTGCCACCACCTGTCAGCTCCTTTCCGGGACTTTCGCTTT
CCCCCTCCCTATTGCCACGGCGGAACTCATCGCCGCCTGCCTTGCCCGCTGCTGGACAGGGGCTCGGCTGTTGGGCACTG
ACAATTCCGTGGTGTTGTCGGGGAAGCTGACGTCCTTICCGCGGCTGCTCGCCTGTGTTGCCACCTGGATTCTGCGCGGG
ACGTCCTTCTGCTACGTCCCTTCGGCCCTCAATCCAGCGGACCTTCCTTCCCGCGGCCTGCTGCCGGCTCTGCGGCCTCT
TCCGCGTCTTCGCCTTCGCCCTCAGACGAGTCGGATCTCCCTTTGGGCCGCCTCCCCGCATCGGGGGTACCTTTAAGACC
AATGACTTACAAGGCAGCTGTAGATCTTAGCCACTTTTTAAAAGAAAAGGGGGGACTGGAAGGGCTAATTCACTCCCAAC
GAAGACAAGATCGTCGAGAGATGCTGCATATAAGCAGCTGCTTTTTGCTTGTACTGGGTCTCTCTGGTTAGACCAGATCT
GAGCCTGGGAGCTCTCTGGCTAACTAGGGAACCCACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGTGCTTCAAGTAGTG
TGTGCCCGTCTGTTGTGTGACTCTGGTAACTAGAGATCCCTCAGACCCTTTTAGTCAGTGTGGAAAATCTCTAGCAGTIC
TAGAGGGCCCGTTTAAACCCGCTGATCAGCCTCGACTGTGCCTTCTAGTTGCCAGCCATCTGTTGTTTGCCCCTCCCCCG
TGCCTTCCTTGACCCTGGAAGGTGCCACTCCCACTGTCCTTTCCTAATAAAATGAGGAAATTGCATCGCATTGTCTGAGT
AGGTGTCATTCTATTCTGGGGGGTGGGGTGGGGCAGGACAGCAAGGGGGAGGATTGGGAAGACAATAGCAGGCATGCTGG
GGATGCGGTGGGCTCTATGGCTTCTACTGGGCGGTTTTATGGACAGCAAGCGAACCGGAATTGCCAGCTGGGGCGCCCTC
TGGTAAGGTTGGGAAGCCCTGCAAAGTAAACTGGATGGCTTTCTCGCCGCCAAGGATCTGATGGCGCAGGGGATCAAGCT
CTGATCAAGAGACAGGATGAGGATCGTTTCGCATGATTGAACAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTGGGTG
GAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGG
GCGCCCGGTTCTTTITGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGAGGCAGCGCGGCTATCGTGGC
TGGCCACGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATIGGGCGAA
GTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCTGATGCAATGCGGCGGCT
GCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGCACGTACTCGGATGGAAG
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CCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCG
AGCATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTT
TTCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTG
AAGAGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTC
TATCGCCTTCTTGACGAGTTCTTCTGAATTATTAACGCTTACAATTTCCTGATGCGGTATTTICTCCTTACGCATCIGTG
CGGTATTTCACACCGCATACAGGTGGCACTTTTICGGGGAAATGTGCGCGGAACCCCTATTTIGTITATITITCTAAATACA
TTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATAGCACGTGCTAAAACTTCATTTITAAT
TTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCG
TCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTICTGCGCGTAATCTGCTGCTTGCAAACAAAAAA
ACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTITCCGAAGGTAACTGGCTTCAGCAGAG
CGCAGATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATAC
CTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATA
GTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCG
AACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGC
GGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCG
CCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCT
TTTTACGGTTCCTGGGCTITTIGCTGGCCTTITGCTCACATGTTCTTGACTCTTCGCGATGTACGGGCCAGATATACGCG

FIG20B: > $-2019-nCoV = S Wild-type (3825pb) - SEQ ID No. 4
ATGTTCGTGTTTCTGGTGCTGCTGCCACTGGTGTCCAGTCAGTGCGTGAACCTGACCACACGAACACAGCTGCCACCAGC
CTACACCAATAGCTTCACCCGCGGAGTGTACTACCCCGACAAGGTGTTCCGCAGCAGCGTGCTGCATAGCACCCAGGATC
TGTTTCTGCCCTTCTTCAGCAACGTGACCTGGTTCCACGCCATCCACGTGTCCGGCACCAATGGCACCAAGCGCTTCGAT
AATCCCGTGCTGCCCTTCAACGATGGCGTGTACTTTGCCAGCACCGAGAAGTCCAATATCATCCGCGGCTGGATCTTCGG
CACCACACTGGATAGCAAGACCCAGAGCCTGCTGATCGTGAACAACGCCACCAACGTGGTCATCAAAGTGTGCGAGTTCC
AGTTCTGCAACGACCCCTTCCTGGGCGTCTACTACCACAAGAACAACAAGAGCTGGATGGAAAGCGAGTTCCGCGTGTAC
AGCAGCGCCAACAACTGCACCTTCGAGTACGTGTCCCAGCCATTCCTGATGGACCTGGAAGGCAAGCAGGGCAACTTCAA
GAACCTGCGCGAGTTCGTGTTCAAGAACATCGACGGCTACTTCAAAATCTACAGCAAGCACACCCCAATCAACCTCGTGC
GCGATCTGCCACAGGGATTCAGTGCTCTGGAACCCCTGGTGGATCTGCCCATCGGCATCAACATTACCCGCTTTCAGACA
CTGCTGGCCCTGCACCGCAGTTACTTGACACCAGGCGATAGCAGCAGTGGATGGACAGCTGGTGCCGCCGCTTACTACGT
TGGATATCTGCAGCCACGCACCTTTCTGCTGAAGTACAACGAGAACGGCACCATCACCGACGCCGTGGATTGTGCTCTCG
ATCCCCTGAGCGAGACAAAGTGCACCCTGAAGTCCTTCACCGTCGAGAAGGGCATCTACCAGACCAGCAATTTCCGCGTG
CAGCCCACCGAGAGCATCGTGCGCTTCCCCAATATCACCAATCTGTGCCCCTTCGGCGAGGTGTTCAATGCCACACGCTT
TGCCTCCGTGTACGCCTGGAATCGCAAGCGCATTAGCAACTGCGTGGCCGACTACTCCGTGCTGTACAATAGCGCCAGCT
TCAGCACCTTCAAGTGCTACGGCGTGTCACCCACCAAGCTGAACGACCTGTGCTTCACCAATGTGTACGCCGACAGCTTC
GTGATCCGCGGAGATGAAGTGCGACAGATTGCCCCAGGCCAGACCGGCAAGATCGCCGACTACAATTACAAGCTGCCCGA
CGACTTCACCGGCTGCGTGATCGCCTGGAACAGCAACAACCTGGATTCCAAAGTCGGCGGCAACTACAACTACCTGTACC
GCCTGTTCCGCAAGAGCAATCTGAAGCCCTTCGAGCGCGACATCAGCACCGAAATCTACCAGGCCGGAAGCACCCCATGE
AACGGCGTGGAAGGCTTCAACTGCTACTTCCCACTGCAGTCCTACGGATTTCAGCCCACAAATGGCGTGGGCTACCAGCC
ATATCGAGTGGTGGTGCTGAGCTTCGAACTGCTGCATGCTCCAGCTACCGTGTGCGGCCCCAAGAAGAGTACCAACCTGG
TCAAGAACAAATGCGTGAACTTCAACTTCAACGGCCTGACCGGAACCGGCGTGCTGACCGAGAGTAACAAGAAGTTCCTG
CCATTCCAGCAGTTTGGCCGCGACATTGCCGATACAACCGATGCCGTTCGCGATCCCCAGACCTTGGAGATCCTGGATAT
TACCCCATGCTCCTTCGGCGGCGTGTCCGTGATTACACCAGGCACCAATACCAGCAACCAGGTGGCCGTTCTGTACCAGG
ATGTGAATTGCACAGAGGTGCCCGTGGCCATTCACGCCGATCAATTGACACCAACATGGCGCGTGTACTCCACCGGCAGC
AATGTGTTTCAAACCCGCGCTGGATGCCTGATTGGAGCCGAGCACGTGAACAATAGCTACGAGTGCGATATCCCCATCGG
AGCCGGAATCTGCGCCTCCTATCAGACCCAGACCAATAGTCCACGACGAGCCCGAAGTGTGGCCAGCCAGAGCATCATTG
CCTATACCATGAGCCTGGGCGCCGAGAATAGCGTGGCCTACTCCAACAACAGCATTGCTATCCCCACCAACTTCACCATC
AGCGTGACCACCGAGATCCTGCCAGTGTCCATGACCAAGACCAGCGTGGACTGCACCATGTACATCTGCGGAGATAGCAC
CGAGTGCAGCAACCTGCTGCTGCAGTACGGAAGTTTCTGCACCCAGCTGAATCGCGCCCTGACAGGCATTGCCGTGGAAC
AGGATAAGAACACCCAAGAGGTGTTCGCCCAAGTGAAGCAAATCTACAAGACCCCACCAATCAAGGATTTCGGCGGCTTC
AATTTCAGCCAGATTCTGCCCGATCCAAGCAAGCCCAGCAAGCGCAGCTTCATCGAGGACCTGCTGTTCAACAAAGTGAC
ACTGGCCGACGCCGGATTCATCAAGCAGTATGGCGATTGCCTGGGCGATATTGCCGCACGCGATCTGATTTGCGCCCAGA
AGTTTAACGGACTGACCGTCCTGCCACCACTGCTGACAGATGAGATGATCGCCCAGTACACAAGTGCCCTGCTGGCCGGA
ACCATTACCAGCGGATGGACATTTGGAGCCGGTGCCGCTCTGCAGATTCCCTTCGCTATGCAGATGGCCTACCGCTTCAA
TGGCATTGGCGTGACCCAGAATGTGCTGTACGAGAACCAGAAGCTGATCGCCAACCAGTTCAACAGCGCCATCGGCAAGA
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TTCAGGACAGCCTGAGTAGTACCGCCAGCGCTCTGGGAAAGCTGCAGGATGTGGTCAACCAGAACGCTCAGGCCCTGAAC
ACCCTGGTTAAGCAGCTGAGCAGCAACTTCGGCGCCATCAGTAGCGTGCTGAACGATATCCTGAGCCGCCTGGATAAGGT
GGAAGCCGAGGTGCAGATCGATCGCCTGATTACCGGACGCCTGCAGTCCCTGCAGACCTATGTGACACAGCAGCTGATCC
GAGCCGCCGAGATTCGAGCTAGTGCTAATCTGGCCGCCACCAAGATGAGCGAATGTGTGCTGGGACAGAGCAAGCGCGTG
GACTTTTGCGGCAAGGGATACCACCTGATGAGCTTCCCACAGAGTGCTCCACACGGCGTGGTGTTTCTGCATGTGACCTA
CGTGCCCGCTCAAGAGAAGAATTTCACCACCGCTCCAGCCATCTGCCACGACGGAAAGGCCCATTTTCCACGCGAGGGCG
TGTTCGTTAGCAACGGCACTCATTGGTTCGTCACCCAGCGCAACTTCTACGAGCCCCAGATCATCACCACCGACAACACC
TTCGTCAGCGGCAACTGCGACGTCGTGATCGGCATTGTGAACAACACCGTGTACGATCCACTGCAGCCCGAGCTGGACAG
CTTCAAAGAGGAACTGGACAAGTACTTTAAGAACCACACAAGCCCCGACGTGGACCTGGGAGACATTAGCGGAATCAACG
CCAGCGTGGTCAACATCCAGAAAGAGATTGACCGCCTGAACGAGGTGGCCAAGAATCTGAACGAGAGCCTGATCGACCTG
CAAGAACTGGGCAAATACGAGCAGTACATTAAGTGGCCCTGGTACATCTGGCTGGGCTTCATTGCCGGACTGATTGCCAT
CGTGATGGTCACCATTATGCTGTGCTGCATGACCAGTTGCTGCAGCTGCCTGAAGGGATGCTGCAGTTGCGGAAGCTGCT
GCAAGTTCGACGAGGATGATAGCGAGCCAGTGCTGAAGGGCGTCAAGCTGCACTACACCTGATAA

Fig 20C>5-2019-nCoV = S Wild-Type (1274aa) - SEQ ID No. 5
MFVFLVLLPLVSSQCVNLTTRTQLPPAYTNSFTRGVYYPDKVFRSSVLHSTQDLFLPFFSNVTWFHAIHVSGTNGTKRFD
NPVLPFNDGVYFASTEKSNIIRGWIFGTTLDSKTQSLLIVNNATNVVIKVCEFQFCNDPFLGVYYHKNNKSWMESEFRVY
SSANNCTFEYVSQPFLMDLEGKQGNFKNLREFVFKNIDGYFKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITRFQT
LLALHRSYLTPGDSSSGWTAGAAAYYVGYLQPRTFLLKYNENGTITDAVDCALDPLSETKCTLKSFTVEKGIYQTSNFRY
QPTESIVRFPNITNLCPFGEVFNATRFASVYAWNRKRISNCVADYSVLYNSASFSTFKCYGVSPTKLNDLCFTNVYADSF
VIRGDEVRQIAPGQTGKIADYNYKLPDDFTGCVIAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTPC
NGVEGFNCYFPLQSYGFQPTNGVGYQPYRVVVLSFELLHAPATVCGPKKSTNLVKNKCVNFNFNGLTGTGVLTESNKKFL
PFQQFGRDIADTTDAVRDPQTLEILDITPCSFGGVSVITPGTNTSNQVAVLYQDVNCTEVPVAIHADQLTPTWRVYSTGS
NVFQTRAGCLIGAEHVNNSYECDIPIGAGICASYQTQTNSPRRARSVASQSIIAYTMSLGAENSVAYSNNSIAIPTNFTI
SVTTEILPVSMTKTSVDCTMYICGDSTECSNLLLQYGSFCTQLNRALTGIAVEQDKNTQEVFAQVKQIYKTPPIKDFGGF
NFSQILPDPSKPSKRSFIEDLLFNKVTLADAGFIKQYGDCLGDIAARDLICAQKFNGLTVLPPLLTDEMIAQYTSALLAG
TITSGWTFGAGAALQIPFAMQMAYRFNGIGVTQNVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLQDVVNQNAQALN
TLVKQLSSNFGAISSVLNDILSRLDKVEAEVQIDRLITGRLOSLQTYVTQQLIRAAEIRASANLAATKMSECVLGQSKRV
DFCGKGYHLMSFPQSAPHGVVFLHVTYVPAQEKNFTTAPAICHDGKAHFPREGVFVSNGTHWFVTQRNFYEPQIITTDNT
FVSGNCDVVIGIVNNTVYDPLQPELDSFKEELDKYFKNHTSPDVDLGDISGINASVVNIQKEIDRLNEVAKNLNESLIDL
QELGKYEQYIKWPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKFDEDDSEPVLKGVKLHYT*
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Fig 21A: >pFlap-ieCMV-S2P-WPREm (10079pb) — SEQ ID No. 6
CGCGTTGGGAGCTTTTTGCAAAAGCCTAGGCCTCCAAAAAAGCCTCCTCACTACTTCTGGAATAGCTCAGAGGCAGAGGC
GGCCTCGGCCTCTGCATAAATAAAAAAAATTAGTCAGCCATGGGGCGGAGAATGGGCGGAACTGGGCGGAGTTAGGGGCG
GGATGGGCGGAGTTAGGGGCGGGACTATGGTTGCTGACTAATTGAGATGCCCGACATTGATTATTGACTAGTTGGAAGGG
CTAATTCACTCCCAACGAAGACAAGATATCCTTGATCTGTGGATCTACCACACACAAGGCTACTTCCCTGATTAGCAGAA
CTACACACCAGGGCCAGGGATCAGATATCCACTGACCTTTGGATGGTGCTACAAGCTAGTACCAGTTGAGCCAGAGAAGT
TAGAAGAAGCCAACAAAGGAGAGAACACCAGCTTGTTACAACCTGTGAGCCTGCATGGGATGGATGACCCGGAGAGAGAA
GTGTTAGAGTGGAGGTTTGACAGCCGCCTAGCATTTCATCACGGTGGCCCGAGAGCTGCATCCGGAGTACTTCAAGAACT
GCTGATATCGAGCTTGCTACAAGGGACTTTCCGCTGGGGGACTTTCCAGGGAGGCGTGGCCTGGGCGGGACTGGGGAGTG
GCGAGCCCTCAGATCCTGCATATAAGCAGCTGCTTTTTGCCTGTACTGGGTCTCTCTGGTTAGACCAGATCTGAGCCTGG
GAGCTCTCTGGCTAACTAGGGAACCCACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGTGCTTCAAGTAGTGTGTGCCCG
TCTGTTGTGTGACTCTGGTAACTAGAGATCCCTCAGACCCTTTTAGTCAGTGTGGAAAATCTCTAGCAGTGGCGCCCGAA
CAGGGACTTGAAAGCGAAAGGGAAACCAGAGGAGCTCTCTCGACGCAGGACTCGGCTTGCTGAAGCGCGCACGGCAAGAG
GCGAGGGGCGGCGACTGGTGAGTACGCCAAAAATTTTGACTAGCGGAGGCTAGAAGGAGAGAGATGGGTGCGAGAGCGTC
AGTATTAAGCGGGGGAGAATTAGATCGCGATGGGAAAAAATTCGGTTAAGGCCAGGGGGAAAGAAAAAATATAAATTAAA
ACATATAGTATGGGCAAGCAGGGAGCTAGAACGATTCGCAGTTAATCCTGGCCTGTTAGAAACATCAGAAGGCTGTAGAC
AAATACTGGGACAGCTACAACCATCCCTTCAGACAGGATCAGAAGAACTTAGATCATTATATAATACAGTAGCAACCCTC
TATTGTGTGCATCAAAGGATAGAGATAAAAGACACCAAGGAAGCTTTAGACAAGATAGAGGAAGAGCAAAACAAAAGTAA
GACCACCGCACAGCAAGCGGCCGCTGATCTTCAGACCTGGAGGAGGAGATATGAGGGACAATTGGAGAAGTGAATTATAT
AAATATAAAGTAGTAAAAATTGAACCATTAGGAGTAGCACCCACCAAGGCAAAGAGAAGAGTGGTGCAGAGAGAAAAAAG
AGCAGTGGGAATAGGAGCTTTGTTCCTTGGGTTCTTGGGAGCAGCAGGAAGCACTATGGGCGCAGCGTCAATGACGCTGA
CGGTACAGGCCAGACAATTATTGTCTGGTATAGTGCAGCAGCAGAACAATTTGCTGAGGGCTATTGAGGCGCAACAGCAT
CTGTTGCAACTCACAGTCTGGGGCATCAAGCAGCTCCAGGCAAGAATCCTGGCTGTGGAAAGATACCTAAAGGATCAACA
GCTCCTGGGGATTTGGGGTTGCTCTGGAAAACTCATTTGCACCACTGCTGTGCCTTGGAATGCTAGTTGGAGTAATAAAT
CTCTGGAACAGATTTGGAATCACACGACCTGGATGGAGTGGGACAGAGAAATTAACAATTACACAAGCTTAATACACTCC
TTAATTGAAGAATCGCAAAACCAGCAAGAAAAGAATGAACAAGAATTATTGGAATTAGATAAATGGGCAAGTTTGTGGAA
TTGGTTTAACATAACAAATTGGCTGTGGTATATAAAATTATTCATAATGATAGTAGGAGGCTTGGTAGGTTTAAGAATAG
TTTITGCTGTACTTTCTATAGTGAATAGAGTTAGGCAGGGATATTCACCATTATCGTTTCAGACCCACCTCCCAACCCCG
AGGGGACCCGACAGGCCCGAAGGAATAGAAGAAGAAGGTGGAGAGAGAGACAGAGACAGATCCATTCGATTAGTGAACGG
ATCTCGACGGTATCGCCGAATTCACAAATGGCAGTATTCATCCACAATTTTAAAAGAAAAGGGGGGATTGGGGGGTACAG
TGCAGGGGAAAGAATAGTAGACATAATAGCAACAGACATACAAACTAAAGAATTACAAAAACAAATTACAAAAATTCAAA
ATTTTCGGGTTTATTACAGGGACAGCAGAGATCCACTTTGGCTGATACGCGTGGAGTTCCGCGTTACATAACTTACGGTA
AATGGCCCGCCTGGCTGACCGCCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAAT
AGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGC
CAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTACATGACCTTATGGGACTTT
CCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCGTGG
ATAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAAC
GGGACTTTCCAAAATGTCGTAACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATA
AGCAGAGCTCGTTTAGTGAACCGTCAGATCGCCTGGAGACGCCATCCACGCTGTTTTGACCTCCATAGAAGACACCGCGA
TCGGATCTCGTACGGCCACCATGTTCGTGTTTCTGGTGCTGCTGCCACTGGTGTCCAGTCAGTGCGTGAACCTGACCACA
CGAACACAGCTGCCACCAGCCTACACCAATAGCTTCACCCGCGGAGTGTACTACCCCGACAAGGTGTTCCGCAGCAGCGT
GCTGCATAGCACCCAGGATCTGTTTCTGCCCTTCTTCAGCAACGTGACCTGGTTCCACGCCATCCACGTGTCCGGCACCA
ATGGCACCAAGCGCTTCGATAATCCCGTGCTGCCCTTCAACGATGGCGTGTACTTTGCCAGCACCGAGAAGTCCAATATC
ATCCGCGGCTGGATCTTCGGCACCACACTGGATAGCAAGACCCAGAGCCTGCTGATCGTGAACAACGCCACCAACGTGGT
CATCAAAGTGTGCGAGTTCCAGTTCTGCAACGACCCCTTCCTGGGCGTCTACTACCACAAGAACAACAAGAGCTGGATGG
AAAGCGAGTTCCGCGTGTACAGCAGCGCCAACAACTGCACCTTCGAGTACGTGTCCCAGCCATTCCTGATGGACCTGGAA
GGCAAGCAGGGCAACTTCAAGAACCTGCGCGAGTTCGTGTTCAAGAACATCGACGGCTACTTCAAAATCTACAGCAAGCA
CACCCCAATCAACCTCGTGCGCGATCTGCCACAGGGATTCAGTGCTCTGGAACCCCTGGTGGATCTGCCCATCGGCATCA
ACATTACCCGCTTTCAGACACTGCTGGCCCTGCACCGCAGTTACTTGACACCAGGCGATAGCAGCAGTGGATGGACAGCT
GGTGCCGCCGCTTACTACGTTGGATATCTGCAGCCACGCACCTTTCTGCTGAAGTACAACGAGAACGGCACCATCACCGA
CGCCGTGGATTGTGCTCTCGATCCCCTGAGCGAGACAAAGTGCACCCTGAAGTCCTTCACCGTCGAGAAGGGCATCTACC
AGACCAGCAATTTCCGCGTGCAGCCCACCGAGAGCATCGTGCGCTTCCCCAATATCACCAATCTGTGCCCCTTCGGCGAG
GTGTTCAATGCCACACGCTTTGCCTCCGTGTACGCCTGGAATCGCAAGCGCATTAGCAACTGCGTGGCCGACTACTCCGT
GCTGTACAATAGCGCCAGCTTCAGCACCTTCAAGTGCTACGGCGTGTCACCCACCAAGCTGAACGACCTGTGCTTCACCA
ATGTGTACGCCGACAGCTTCGTGATCCGCGGAGATGAAGTGCGACAGATTGCCCCAGGCCAGACCGGCAAGATCGCCGAC
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TACAATTACAAGCTGCCCGACGACTTCACCGGCTGCGTGATCGCCTGGAACAGCAACAACCTGGATTCCAAAGTCGGCGG
CAACTACAACTACCTGTACCGCCTGTTCCGCAAGAGCAATCTGAAGCCCTTCGAGCGCGACATCAGCACCGAAATCTACC
AGGCCGGAAGCACCCCATGCAACGGCGTGGAAGGCTTCAACTGCTACTTCCCACTGCAGTCCTACGGATTTCAGCCCACA
AATGGCGTGGGCTACCAGCCATATCGAGTGGTGGTGCTGAGCTTCGAACTGCTGCATGCTCCAGCTACCGTGTGCGGCCC
CAAGAAGAGTACCAACCTGGTCAAGAACAAATGCGTGAACTTCAACTTCAACGGCCTGACCGGAACCGGCGTGCTGACCG
AGAGTAACAAGAAGTTCCTGCCATTCCAGCAGTTTGGCCGCGACATTGCCGATACAACCGATGCCGTTCGCGATCCCCAG
ACCTTGGAGATCCTGGATATTACCCCATGCTCCTTCGGCGGCGTGTCCGTGATTACACCAGGCACCAATACCAGCAACCA
GGTGGCCGTTCTGTACCAGGATGTGAATTGCACAGAGGTGCCCGTGGCCATTCACGCCGATCAATTGACACCAACATGGC
GCGTGTACTCCACCGGCAGCAATGTGTTTCAAACCCGCGCTGGATGCCTGATTGGAGCCGAGCACGTGAACAATAGCTAC
GAGTGCGATATCCCCATCGGAGCCGGAATCTGCGCCTCCTATCAGACCCAGACCAATAGTCCACGACGAGCCCGAAGTGT
GGCCAGCCAGAGCATCATTGCCTATACCATGAGCCTGGGCGCCGAGAATAGCGTGGCCTACTCCAACAACAGCATTGCTA
TCCCCACCAACTTCACCATCAGCGTGACCACCGAGATCCTGCCAGTGTCCATGACCAAGACCAGCGTGGACTGCACCATG
TACATCTGCGGAGATAGCACCGAGTGCAGCAACCTGCTGCTGCAGTACGGAAGTTTCTGCACCCAGCTGAATCGCGCCCT
GACAGGCATTGCCGTGGAACAGGATAAGAACACCCAAGAGGTGTTCGCCCAAGTGAAGCAAATCTACAAGACCCCACCAA
TCAAGGATTTCGGCGGCTTCAATTTCAGCCAGATTCTGCCCGATCCAAGCAAGCCCAGCAAGCGCAGCTTCATCGAGGAC
CTGCTGTTCAACAAAGTGACACTGGCCGACGCCGGATTCATCAAGCAGTATGGCGATTGCCTGGGCGATATTGCCGCACG
CGATCTGATTTGCGCCCAGAAGTTTAACGGACTGACCGTCCTGCCACCACTGCTGACAGATGAGATGATCGCCCAGTACA
CAAGTGCCCTGCTGGCCGGAACCATTACCAGCGGATGGACATTTGGAGCCGGTGCCGCTCTGCAGATTCCCTTCGCTATG
CAGATGGCCTACCGCTTCAATGGCATTGGCGTGACCCAGAATGTGCTGTACGAGAACCAGAAGCTGATCGCCAACCAGTT
CAACAGCGCCATCGGCAAGATTCAGGACAGCCTGAGTAGTACCGCCAGCGCTCTGGGAAAGCTGCAGGATGTGGTCAACC
AGAACGCTCAGGCCCTGAACACCCTGGTTAAGCAGCTGAGCAGCAACTTCGGCGCCATCAGTAGCGTGCTGAACGATATC
CTGAGCCGCCTGGATCCACCAGAAGCCGAGGTGCAGATCGATCGCCTGATTACCGGACGCCTGCAGTCCCTGCAGACCTA
TGTGACACAGCAGCTGATCCGAGCCGCCGAGATTCGAGCTAGTGCTAATCTGGCCGCCACCAAGATGAGCGAATGTGTGC
TGGGACAGAGCAAGCGCGTGGACTTTTGCGGCAAGGGATACCACCTGATGAGCTTCCCACAGAGTGCTCCACACGGCGTG
GTGTTTCTGCATGTGACCTACGTGCCCGCTCAAGAGAAGAATTTCACCACCGCTCCAGCCATCTGCCACGACGGAAAGGC
CCATTTTCCACGCGAGGGCGTGTTCGTTAGCAACGGCACTCATTGGTTCGTCACCCAGCGCAACTTCTACGAGCCCCAGA
TCATCACCACCGACAACACCTTCGTCAGCGGCAACTGCGACGTCGTGATCGGCATTGTGAACAACACCGTGTACGATCCA
CTGCAGCCCGAGCTGGACAGCTTCAAAGAGGAACTGGACAAGTACTTTAAGAACCACACAAGCCCCGACGTGGACCTGGG
AGACATTAGCGGAATCAACGCCAGCGTGGTCAACATCCAGAAAGAGATTGACCGCCTGAACGAGGTGGCCAAGAATCTGA
ACGAGAGCCTGATCGACCTGCAAGAACTGGGCAAATACGAGCAGTACATTAAGTGGCCCTGGTACATCTGGCTGGGCTTC
ATTGCCGGACTGATTGCCATCGTGATGGTCACCATTATGCTGTGCTGCATGACCAGTTGCTGCAGCTGCCTGAAGGGATG
CTGCAGTTGCGGAAGCTGCTGCAAGTTCGACGAGGATGATAGCGAGCCAGTGCTGAAGGGCGTCAAGCTGCACTACACCT
GATAACGAGCGCGCCTCGAGAATTCCCGATAATCAACCTCTGGATTACAAAATTTGTGAAAGATTGACTGGTATTCTTAA
CTATGTTGCTCCTTTTACGCTATGTGGATACGCTGCTTTAATGCCTTTGTATCATGCTATTGCTTCCCGTATGGCTTICA
TITTCTCCTCCTTGTATAAATCCTGGTTGCTGTCTCTTTATGAGGAGTTGTGGCCCGTTGTCAGGCAACGTGGCGTGGTG
TGCACTGTGTTITGCTGACGCAACCCCCACTGGTTGGGGCATTGCCACCACCTGTCAGCTCCTTTCCGGGACTTTCGCTTT
CCCCCTCCCTATTGCCACGGCGGAACTCATCGCCGCCTGCCTTGCCCGCTGCTGGACAGGGGLCTCGGCTGTTGGGCACTG
ACAATTCCGTGGTGTTGTCGGGGAAGCTGACGTCCTTICCGCGGCTGCTCGCCTGTGTTGCCACCTGGATTCTGCGLGGG
ACGTCCTTCTGCTACGTCCCTTCGGCCCTCAATCCAGCGGACCTTCCTTCCCGCGGCCTGCTGCCGGLTCTGCGGLCTCT
TCCGCGTCTTCGCCTTCGCCCTCAGACGAGTCGGATCTCCCTTTGGGCCGCCTCCCCGCATCGGGGGTACCTTTAAGACC
AATGACTTACAAGGCAGCTGTAGATCTTAGCCACTTTTTAAAAGAAAAGGGGGGACTGGAAGGGCTAATTCACTCCCAAC
GAAGACAAGATCGTCGAGAGATGCTGCATATAAGCAGCTGCTTITTGCTTGTACTGGGTCTCTCTGGTTAGACCAGATCT
GAGCCTGGGAGCTCTCTGGCTAACTAGGGAACCCACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGTGCTTCAAGTAGTG
TGTGCCCGTCTGTIGTGTGACTCTGGTAACTAGAGATCCCTCAGACCCTTTITAGTCAGTGTGGAAAATCTCTAGCAGTTC
TAGAGGGCCCGTTTAAACCCGCTGATCAGCCTCGACTGTGCCTTCTAGTTGCCAGCCATCTGTTGTITGCCCCTCCCCCG
TGCCTTCCTTGACCCTGGAAGGTGCCACTCCCACTGTCCTTTCCTAATAAAATGAGGAAATTGCATCGCATTGTCTGAGT
AGGTGTCATTCTATTCTGGGGGGTGGGGTGGGGCAGGACAGCAAGGGGGAGGATTGGGAAGACAATAGCAGGCATGCTGG
GGATGCGGTGGGCTCTATGGCTTCTACTGGGCGGTTITATGGACAGCAAGCGAACCGGAATTGCCAGCTGGGGCGCCCTC
TGGTAAGGTTGGGAAGCCCTGCAAAGTAAACTGGATGGCTTTCTCGCCGCCAAGGATCTGATGGCGCAGGGGATCAAGCT
CTGATCAAGAGACAGGATGAGGATCGTTTCGCATGATTGAACAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTGGGTG
GAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGG
GCGCCCGGTTCTTITTGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGAGGCAGCGCGGCTATCGTGGC
TGGCCACGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAA
GTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCTGATGCAATGCGGCGGCT
GCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGCACGTACTCGGATGGAAG
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CCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCG
AGCATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTT
TTCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTG
AAGAGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTC
TATCGCCTTCTTGACGAGTTCTTCTGAATTATTAACGCTTACAATTTCCTGATGCGGTATTTICTCCTTACGCATCIGTG
CGGTATTTCACACCGCATACAGGTGGCACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTGTITATITITCTAAATACA
TTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATAGCACGTGCTAAAACTTCATTTITAAT
TTAAAAGGATCTAGGTGAAGATCCTTTTTIGATAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCG
TCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTICTGCGCGTAATCTGCTGCTTGCAAACAAAAAA
ACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTITCCGAAGGTAACTGGCTTCAGCAGAG
CGCAGATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATAC
CTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATA
GTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCG
AACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGC
GGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTICG
CCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCT
TTTTACGGTTCCTGGGCTTTTGCTGGCCTTITGCTCACATGTTCTITGACTCTTCGCGATGTACGGGCCAGATATACGCG

Fig 21B: >S2P (3825pb) — SEQ ID No. 7
ATGTTCGTGTTTCTGGTGCTGCTGCCACTGGTGTCCAGTCAGTGCGTGAACCTGACCACACGAACACAGCTGCCACCAGC
CTACACCAATAGCTTCACCCGCGGAGTGTACTACCCCGACAAGGTGTTCCGCAGCAGCGTGCTGCATAGCACCCAGGATC
TGTTTCTGCCCTTCTTCAGCAACGTGACCTGGTTCCACGCCATCCACGTGTCCGGCACCAATGGCACCAAGCGCTTCGAT
AATCCCGTGCTGCCCTTCAACGATGGCGTGTACTTTGCCAGCACCGAGAAGTCCAATATCATCCGCGGCTGGATCTTCGG
CACCACACTGGATAGCAAGACCCAGAGCCTGCTGATCGTGAACAACGCCACCAACGTGGTCATCAAAGTGTGCGAGTTCC
AGTTCTGCAACGACCCCTTCCTGGGCGTCTACTACCACAAGAACAACAAGAGCTGGATGGAAAGCGAGTTCCGCGTGTAC
AGCAGCGCCAACAACTGCACCTTCGAGTACGTGTCCCAGCCATTCCTGATGGACCTGGAAGGCAAGCAGGGCAACTTCAA
GAACCTGCGCGAGTTCGTGTTCAAGAACATCGACGGCTACTTCAAAATCTACAGCAAGCACACCCCAATCAACCTCGTGC
GCGATCTGCCACAGGGATTCAGTGCTCTGGAACCCCTGGTGGATCTGCCCATCGGCATCAACATTACCCGCTTTCAGACA
CTGCTGGCCCTGCACCGCAGTTACTTGACACCAGGCGATAGCAGCAGTGGATGGACAGCTGGTGCCGCCGCTTACTACGT
TGGATATCTGCAGCCACGCACCTTTCTGCTGAAGTACAACGAGAACGGCACCATCACCGACGCCGTGGATTGTGCTCTCG
ATCCCCTGAGCGAGACAAAGTGCACCCTGAAGTCCTTCACCGTCGAGAAGGGCATCTACCAGACCAGCAATTTCCGCGTG
CAGCCCACCGAGAGCATCGTGCGCTTCCCCAATATCACCAATCTGTGCCCCTTCGGCGAGGTGTTCAATGCCACACGCTT
TGCCTCCGTGTACGCCTGGAATCGCAAGCGCATTAGCAACTGCGTGGCCGACTACTCCGTGCTGTACAATAGCGCCAGCT
TCAGCACCTTCAAGTGCTACGGCGTGTCACCCACCAAGCTGAACGACCTGTGCTTCACCAATGTGTACGCCGACAGCTTC
GTGATCCGCGGAGATGAAGTGCGACAGATTGCCCCAGGCCAGACCGGCAAGATCGCCGACTACAATTACAAGCTGCCCGA
CGACTTCACCGGCTGCGTGATCGCCTGGAACAGCAACAACCTGGATTCCAAAGTCGGCGGCAACTACAACTACCTGTACC
GCCTGTTCCGCAAGAGCAATCTGAAGCCCTTCGAGCGCGACATCAGCACCGAAATCTACCAGGCCGGAAGCACCCCATGC
AACGGCGTGGAAGGCTTCAACTGCTACTTCCCACTGCAGTCCTACGGATTTCAGCCCACAAATGGCGTGGGCTACCAGCC
ATATCGAGTGGTGGTGCTGAGCTTCGAACTGCTGCATGCTCCAGCTACCGTGTGCGGCCCCAAGAAGAGTACCAACCTGG
TCAAGAACAAATGCGTGAACTTCAACTTCAACGGCCTGACCGGAACCGGCGTGCTGACCGAGAGTAACAAGAAGTTCCTG
CCATTCCAGCAGTTTGGCCGCGACATTGCCGATACAACCGATGCCGTTCGCGATCCCCAGACCTTGGAGATCCTGGATAT
TACCCCATGCTCCTTCGGCGGCGTGTCCGTGATTACACCAGGCACCAATACCAGCAACCAGGTGGCCGTTCTGTACCAGG
ATGTGAATTGCACAGAGGTGCCCGTGGCCATTCACGCCGATCAATTGACACCAACATGGCGCGTGTACTCCACCGGCAGC
AATGTGTTTCAAACCCGCGCTGGATGCCTGATTGGAGCCGAGCACGTGAACAATAGCTACGAGTGCGATATCCCCATCGG
AGCCGGAATCTGCGCCTCCTATCAGACCCAGACCAATAGTCCACGACGAGCCCGAAGTGTGGCCAGCCAGAGCATCATTG
CCTATACCATGAGCCTGGGCGCCGAGAATAGCGTGGCCTACTCCAACAACAGCATTGCTATCCCCACCAACTTCACCATC
AGCGTGACCACCGAGATCCTGCCAGTGTCCATGACCAAGACCAGCGTGGACTGCACCATGTACATCTGCGGAGATAGCAC
CGAGTGCAGCAACCTGCTGCTGCAGTACGGAAGTTTCTGCACCCAGCTGAATCGCGCCCTGACAGGCATTGCCGTGGAAC
AGGATAAGAACACCCAAGAGGTGTTCGCCCAAGTGAAGCAAATCTACAAGACCCCACCAATCAAGGATTTCGGCGGCTTC
AATTTCAGCCAGATTCTGCCCGATCCAAGCAAGCCCAGCAAGCGCAGCTTCATCGAGGACCTGCTGTTCAACAAAGTGAC
ACTGGCCGACGCCGGATTCATCAAGCAGTATGGCGATTGCCTGGGCGATATTGCCGCACGCGATCTGATTTGCGCCCAGA
AGTTTAACGGACTGACCGTCCTGCCACCACTGCTGACAGATGAGATGATCGCCCAGTACACAAGTGCCCTGCTGGCCGGA
ACCATTACCAGCGGATGGACATTTGGAGCCGGTGCCGCTCTGCAGATTCCCTTCGCTATGCAGATGGCCTACCGCTTCAA
TGGCATTGGCGTGACCCAGAATGTGCTGTACGAGAACCAGAAGCTGATCGCCAACCAGTTCAACAGCGCCATCGGCAAGA
TTCAGGACAGCCTGAGTAGTACCGCCAGCGCTCTGGGAAAGCTGCAGGATGTGGTCAACCAGAACGCTCAGGCCCTGAAC
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ACCCTGGTTAAGCAGCTGAGCAGCAACTTCGGCGCCATCAGTAGCGTGCTGAACGATATCCTGAGCCGCCTGGATCCACC
AGAAGCCGAGGTGCAGATCGATCGCCTGATTACCGGACGCCTGCAGTCCCTGCAGACCTATGTGACACAGCAGCTGATCC
GAGCCGCCGAGATTCGAGCTAGTGCTAATCTGGCCGCCACCAAGATGAGCGAATGTGTGCTGGGACAGAGCAAGCGCGTG
GACTTTTGCGGCAAGGGATACCACCTGATGAGCTTCCCACAGAGTGCTCCACACGGCGTGGTGTTTCTGCATGTGACCTA
CGTGCCCGCTCAAGAGAAGAATTTCACCACCGCTCCAGCCATCTGCCACGACGGAAAGGCCCATTTTCCACGCGAGGGCG
TGTTCGTTAGCAACGGCACTCATTGGTTCGTCACCCAGCGCAACTTCTACGAGCCCCAGATCATCACCACCGACAACACC
TTCGTCAGCGGCAACTGCGACGTCGTGATCGGCATTGTGAACAACACCGTGTACGATCCACTGCAGCCCGAGCTGGACAG
CTTCAAAGAGGAACTGGACAAGTACTTTAAGAACCACACAAGCCCCGACGTGGACCTGGGAGACATTAGCGGAATCAACG
CCAGCGTGGTCAACATCCAGAAAGAGATTGACCGCCTGAACGAGGTGGCCAAGAATCTGAACGAGAGCCTGATCGACCTG
CAAGAACTGGGCAAATACGAGCAGTACATTAAGTGGCCCTGGTACATCTGGCTGGGCTTCATTGCCGGACTGATTGCCAT
CGTGATGGTCACCATTATGCTGTGCTGCATGACCAGTTGCTGCAGCTGCCTGAAGGGATGCTGCAGTTGCGGAAGCTGCT
GCAAGTTCGACGAGGATGATAGCGAGCCAGTGCTGAAGGGCGTCAAGCTGCACTACACCTGATAA

Fig 21C: >S2P (1274aa) —SEQ D No. 8
MFVFLVLLPLVSSQCVNLTTRTQLPPAYTNSFTRGVYYPDKVFRSSVLHSTQDLFLPFFSNVTWFHAIHVSGTNGTKRFD
NPVLPFNDGVYFASTEKSNIIRGWIFGTTLDSKTQSLLIVNNATNVVIKVCEFQFCNDPFLGVYYHKNNKSWMESEFRVY
SSANNCTFEYVSQPFLMDLEGKQGNFKNLREFVFKNIDGYFKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITRFQT
LLALHRSYLTPGDSSSGWTAGAAAYYVGYLQPRTFLLKYNENGTITDAVDCALDPLSETKCTLKSFTVEKGIYQTSNFRY
QPTESIVRFPNITNLCPFGEVFNATRFASVYAWNRKRISNCVADYSVLYNSASFSTFKCYGVSPTKLNDLCFTNVYADSF
VIRGDEVRQIAPGQTGKIADYNYKLPDDFTGCVIAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTPC
NGVEGFNCYFPLOQSYGFQPTNGVGYQPYRVVVLSFELLHAPATVCGPKKSTNLVKNKCVNFNFNGLTGTGVLTESNKKFL
PFQQFGRDIADTTDAVRDPQTLEILDITPCSFGGVSVITPGTNTSNQVAVLYQDVNCTEVPVAIHADQLTPTWRVYSTGS
NVFQTRAGCLIGAEHVNNSYECDIPIGAGICASYQTQTNSPRRARSVASQSHAYTMSLGAENSVAYSNNSIAIPTNFTI
SVITEILPVSMTKTSVDCTMYICGDSTECSNLLLQYGSFCTQLNRALTGIAVEQDKNTQEVFAQVKQIYKTPPIKDFGGF
NFSQILPDPSKPSKRSFIEDLLFNKVTLADAGFIKQYGDCLGDIAARDLICAQKFNGLTVLPPLLTDEMIAQYTSALLAG
TITSGWTFGAGAALQIPFAMQMAYRFNGIGVTQNVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLQDVVNQNAQALN
TLVKQLSSNFGAISSVLNDILSRLDPPEAEVQIDRLITGRLQSLQTYVTQQLIRAAEIRASANLAATKMSECVLGQSKRY
DFCGKGYHLMSFPQSAPHGVVFLHVTYVPAQEKNFTTAPAICHDGKAHFPREGVFVSNGTHWFVTQRNFYEPQITTDNT
FVSGNCDVVIGIVNNTVYDPLQPELDSFKEELDKYFKNHTSPDVDLGDISGINASVVNIQKEIDRLNEVAKNLNESLIDL
QELGKYEQYIKWPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKFDEDDSEPVLKGVKLHYT*
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Fig 22A: >pFlap-ieCMV-S2P3F-WPREm (10079pb) — SEQ ID No. 9
CGCGTTGGGAGCTTTTTGCAAAAGCCTAGGCCTCCAAAAAAGCCTCCTCACTACTTCTGGAATAGCTCAGAGGCAGAGGC
GGCCTCGGCCTCTGCATAAATAAAAAAAATTAGTCAGCCATGGGGCGGAGAATGGGCGGAACTGGGCGGAGTTAGGGGCG
GGATGGGCGGAGTTAGGGGCGGGACTATGGTTGCTGACTAATTGAGATGCCCGACATTGATTATTGACTAGTTGGAAGGG
CTAATTCACTCCCAACGAAGACAAGATATCCTTGATCTGTGGATCTACCACACACAAGGCTACTTCCCTGATTAGCAGAA
CTACACACCAGGGCCAGGGATCAGATATCCACTGACCTTTGGATGGTGCTACAAGCTAGTACCAGTTGAGCCAGAGAAGT
TAGAAGAAGCCAACAAAGGAGAGAACACCAGCTTGTTACAACCTGTGAGCCTGCATGGGATGGATGACCCGGAGAGAGAA
GTGTTAGAGTGGAGGTTTGACAGCCGCCTAGCATTTCATCACGGTGGCCCGAGAGCTGCATCCGGAGTACTTCAAGAACT
GCTGATATCGAGCTTGCTACAAGGGACTTTCCGCTGGGGGACTTTCCAGGGAGGCGTGGCCTGGGCGGGACTGGGGAGTG
GCGAGCCCTCAGATCCTGCATATAAGCAGCTGCTTTTTGCCTGTACTGGGTCTCTCTGGTTAGACCAGATCTGAGCCTGG
GAGCTCTCTGGCTAACTAGGGAACCCACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGTGCTTCAAGTAGTGTGTGCCCG
TCTGTTGTGTGACTCTGGTAACTAGAGATCCCTCAGACCCTTTTAGTCAGTGTGGAAAATCTCTAGCAGTGGCGCCCGAA
CAGGGACTTGAAAGCGAAAGGGAAACCAGAGGAGCTCTCTCGACGCAGGACTCGGCTTGCTGAAGCGCGCACGGCAAGAG
GCGAGGGGCGGCGACTGGTGAGTACGCCAAAAATTTTGACTAGCGGAGGCTAGAAGGAGAGAGATGGGTGCGAGAGCGTC
AGTATTAAGCGGGGGAGAATTAGATCGCGATGGGAAAAAATTCGGTTAAGGCCAGGGGGAAAGAAAAAATATAAATTAAA
ACATATAGTATGGGCAAGCAGGGAGCTAGAACGATTCGCAGTTAATCCTGGCCTGTTAGAAACATCAGAAGGCTGTAGAC
AAATACTGGGACAGCTACAACCATCCCTTCAGACAGGATCAGAAGAACTTAGATCATTATATAATACAGTAGCAACCCTC
TATTGTGTGCATCAAAGGATAGAGATAAAAGACACCAAGGAAGCTTTAGACAAGATAGAGGAAGAGCAAAACAAAAGTAA
GACCACCGCACAGCAAGCGGCCGCTGATCTTCAGACCTGGAGGAGGAGATATGAGGGACAATTGGAGAAGTGAATTATAT
AAATATAAAGTAGTAAAAATTGAACCATTAGGAGTAGCACCCACCAAGGCAAAGAGAAGAGTGGTGCAGAGAGAAAAAAG
AGCAGTGGGAATAGGAGCTTTGTTCCTTGGGTTCTTGGGAGCAGCAGGAAGCACTATGGGCGCAGCGTCAATGACGCTGA
CGGTACAGGCCAGACAATTATTGTCTGGTATAGTGCAGCAGCAGAACAATTTGCTGAGGGCTATTGAGGCGCAACAGCAT
CTGTTGCAACTCACAGTCTGGGGCATCAAGCAGCTCCAGGCAAGAATCCTGGCTGTGGAAAGATACCTAAAGGATCAACA
GCTCCTGGGGATTTGGGGTTGCTCTGGAAAACTCATTTGCACCACTGCTGTGCCTTGGAATGCTAGTTGGAGTAATAAAT
CTCTGGAACAGATTTGGAATCACACGACCTGGATGGAGTGGGACAGAGAAATTAACAATTACACAAGCTTAATACACTCC
TTAATTGAAGAATCGCAAAACCAGCAAGAAAAGAATGAACAAGAATTATTGGAATTAGATAAATGGGCAAGTTTGTGGAA
TTGGTTTAACATAACAAATTGGCTGTGGTATATAAAATTATTCATAATGATAGTAGGAGGCTTGGTAGGTTTAAGAATAG
TTTTTGCTGTACTTTCTATAGTGAATAGAGTTAGGCAGGGATATTCACCATTATCGTTTCAGACCCACCTCCCAACCCCG
AGGGGACCCGACAGGCCCGAAGGAATAGAAGAAGAAGGTGGAGAGAGAGACAGAGACAGATCCATTCGATTAGTGAACGG
ATCTCGACGGTATCGCCGAATTCACAAATGGCAGTATTCATCCACAATTTTAAAAGAAAAGGGGGGATTGGGGGGTACAG
TGCAGGGGAAAGAATAGTAGACATAATAGCAACAGACATACAAACTAAAGAATTACAAAAACAAATTACAAAAATTCAAA
ATTTTCGGGTTTATTACAGGGACAGCAGAGATCCACTTTGGCTGATACGCGTGGAGTTCCGCGTTACATAACTTACGGTA
AATGGCCCGCCTGGCTGACCGCCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAAT
AGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGC
CAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTACATGACCTTATGGGACTTT
CCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCGTGG
ATAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAAC
GGGACTTTCCAAAATGTCGTAACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATA
AGCAGAGCTCGTTTAGTGAACCGTCAGATCGCCTGGAGACGCCATCCACGCTGTTTTGACCTCCATAGAAGACACCGCGA
TCGGATCTCGTACGGCCACCATGTTCGTGTTTCTGGTGCTGCTGCCACTGGTGTCCAGTCAGTGCGTGAACCTGACCACA
CGAACACAGCTGCCACCAGCCTACACCAATAGCTTCACCCGCGGAGTGTACTACCCCGACAAGGTGTTCCGCAGCAGCGT
GCTGCATAGCACCCAGGATCTGTTTCTGCCCTTCTTCAGCAACGTGACCTGGTTCCACGCCATCCACGTGTCCGGCACCA
ATGGCACCAAGCGCTTCGATAATCCCGTGCTGCCCTTCAACGATGGCGTGTACTTTGCCAGCACCGAGAAGTCCAATATC
ATCCGCGGCTGGATCTTCGGCACCACACTGGATAGCAAGACCCAGAGCCTGCTGATCGTGAACAACGCCACCAACGTGGT
CATCAAAGTGTGCGAGTTCCAGTTCTGCAACGACCCCTTCCTGGGCGTCTACTACCACAAGAACAACAAGAGCTGGATGG
AAAGCGAGTTCCGCGTGTACAGCAGCGCCAACAACTGCACCTTCGAGTACGTGTCCCAGCCATTCCTGATGGACCTGGAA
GGCAAGCAGGGCAACTTCAAGAACCTGCGCGAGTTCGTGTTCAAGAACATCGACGGCTACTTCAAAATCTACAGCAAGCA
CACCCCAATCAACCTCGTGCGCGATCTGCCACAGGGATTCAGTGCTCTGGAACCCCTGGTGGATCTGCCCATCGGCATCA
ACATTACCCGCTTTCAGACACTGCTGGCCCTGCACCGCAGTTACTTGACACCAGGCGATAGCAGCAGTGGATGGACAGCT
GGTGCCGCCGCTTACTACGTTGGATATCTGCAGCCACGCACCTTTCTGCTGAAGTACAACGAGAACGGCACCATCACCGA
CGCCGTGGATTGTGCTCTCGATCCCCTGAGCGAGACAAAGTGCACCCTGAAGTCCTTCACCGTCGAGAAGGGCATCTACC
AGACCAGCAATTTCCGCGTGCAGCCCACCGAGAGCATCGTGCGCTTCCCCAATATCACCAATCTGTGCCCCTTCGGCGAG
GTGTTCAATGCCACACGCTTTGCCTCCGTGTACGCCTGGAATCGCAAGCGCATTAGCAACTGCGTGGCCGACTACTCCGT
GCTGTACAATAGCGCCAGCTTCAGCACCTTCAAGTGCTACGGCGTGTCACCCACCAAGCTGAACGACCTGTGCTTCACCA
ATGTGTACGCCGACAGCTTCGTGATCCGCGGAGATGAAGTGCGACAGATTGCCCCAGGCCAGACCGGCAAGATCGCCGAC
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TACAATTACAAGCTGCCCGACGACTTCACCGGCTGCGTGATCGCCTGGAACAGCAACAACCTGGATTCCAAAGTCGGCGG
CAACTACAACTACCTGTACCGCCTGTTCCGCAAGAGCAATCTGAAGCCCTTCGAGCGCGACATCAGCACCGAAATCTACC
AGGCCGGAAGCACCCCATGCAACGGCGTGGAAGGCTTCAACTGCTACTTCCCACTGCAGTCCTACGGATTTCAGCCCACA
AATGGCGTGGGCTACCAGCCATATCGAGTGGTGGTGCTGAGCTTCGAACTGCTGCATGCTCCAGCTACCGTGTGCGGCCC
CAAGAAGAGTACCAACCTGGTCAAGAACAAATGCGTGAACTTCAACTTCAACGGCCTGACCGGAACCGGCGTGCTGACCG
AGAGTAACAAGAAGTTCCTGCCATTCCAGCAGTTTGGCCGCGACATTGCCGATACAACCGATGCCGTTCGCGATCCCCAG
ACCTTGGAGATCCTGGATATTACCCCATGCTCCTTCGGCGGCGTGTCCGTGATTACACCAGGCACCAATACCAGCAACCA
GGTGGCCGTTCTGTACCAGGATGTGAATTGCACAGAGGTGCCCGTGGCCATTCACGCCGATCAATTGACACCAACATGGC
GCGTGTACTCCACCGGCAGCAATGTGTTTCAAACCCGCGCTGGATGCCTGATTGGAGCCGAGCACGTGAACAATAGCTAC
GAGTGCGATATCCCCATCGGAGCCGGAATCTGCGCCTCCTATCAGACCCAGACCAATAGTCCAGGATCCGCCGGAAGTGT
GGCCAGCCAGAGCATCATTGCCTATACCATGAGCCTGGGCGCCGAGAATAGCGTGGCCTACTCCAACAACAGCATTGCTA
TCCCCACCAACTTCACCATCAGCGTGACCACCGAGATCCTGCCAGTGTCCATGACCAAGACCAGCGTGGACTGCACCATG
TACATCTGCGGAGATAGCACCGAGTGCAGCAACCTGCTGCTGCAGTACGGAAGTTTCTGCACCCAGCTGAATCGCGCCCT
GACAGGCATTGCCGTGGAACAGGATAAGAACACCCAAGAGGTGTTCGCCCAAGTGAAGCAAATCTACAAGACCCCACCAA
TCAAGGATTTCGGCGGCTTCAATTTCAGCCAGATTCTGCCCGATCCAAGCAAGCCCAGCAAGCGCAGCTTCATCGAGGAC
CTGCTGTTCAACAAAGTGACACTGGCCGACGCCGGATTCATCAAGCAGTATGGCGATTGCCTGGGCGATATTGCCGCACG
CGATCTGATTTGCGCCCAGAAGTTTAACGGACTGACCGTCCTGCCACCACTGCTGACAGATGAGATGATCGCCCAGTACA
CAAGTGCCCTGCTGGCCGGAACCATTACCAGCGGATGGACATTTGGAGCCGGTGCCGCTCTGCAGATTCCCTTCGCTATG
CAGATGGCCTACCGCTTCAATGGCATTGGCGTGACCCAGAATGTGCTGTACGAGAACCAGAAGCTGATCGCCAACCAGTT
CAACAGCGCCATCGGCAAGATTCAGGACAGCCTGAGTAGTACCGCCAGCGCTCTGGGAAAGCTGCAGGATGTGGTCAACC
AGAACGCTCAGGCCCTGAACACCCTGGTTAAGCAGCTGAGCAGCAACTTCGGCGCCATCAGTAGCGTGCTGAACGATATC
CTGAGCCGCCTGGATCCACCAGAAGCCGAGGTGCAGATCGATCGCCTGATTACCGGACGCCTGCAGTCCCTGCAGACCTA
TGTGACACAGCAGCTGATCCGAGCCGCCGAGATTCGAGCTAGTGCTAATCTGGCCGCCACCAAGATGAGCGAATGTGTGC
TGGGACAGAGCAAGCGCGTGGACTTTTGCGGCAAGGGATACCACCTGATGAGCTTCCCACAGAGTGCTCCACACGGCGTG
GTGTTTCTGCATGTGACCTACGTGCCCGCTCAAGAGAAGAATTTCACCACCGCTCCAGCCATCTGCCACGACGGAAAGGC
CCATTTTCCACGCGAGGGCGTGTTCGTTAGCAACGGCACTCATTGGTTCGTCACCCAGCGCAACTTCTACGAGCCCCAGA
TCATCACCACCGACAACACCTTCGTCAGCGGCAACTGCGACGTCGTGATCGGCATTGTGAACAACACCGTGTACGATCCA
CTGCAGCCCGAGCTGGACAGCTTCAAAGAGGAACTGGACAAGTACTTTAAGAACCACACAAGCCCCGACGTGGACCTGGG
AGACATTAGCGGAATCAACGCCAGCGTGGTCAACATCCAGAAAGAGATTGACCGCCTGAACGAGGTGGCCAAGAATCTGA
ACGAGAGCCTGATCGACCTGCAAGAACTGGGCAAATACGAGCAGTACATTAAGTGGCCCTGGTACATCTGGCTGGGCTTC
ATTGCCGGACTGATTGCCATCGTGATGGTCACCATTATGCTGTGCTGCATGACCAGTTGCTGCAGCTGCCTGAAGGGATG
CTGCAGTTGCGGAAGCTGCTGCAAGTTCGACGAGGATGATAGCGAGCCAGTGCTGAAGGGCGTCAAGCTGCACTACACCT
GATAACGAGCGCGCCTCGAGAATTCCCGATAATCAACCTCTGGATTACAAAATTTGTGAAAGATTGACTGGTATTCTTAA
CTATGTTGCTCCTTTTACGCTATGTGGATACGCTGCTTTAATGCCTTTGTATCATGCTATTGCTTCCCGTATGGCTTTCA
TTTTCTCCTCCTTGTATAAATCCTGGTTGCTGTCTCTTTATGAGGAGTTGTGGCCCGTTGTCAGGCAACGTGGCGTGGTG
TGCACTGTGTTTGCTGACGCAACCCCCACTGGTTGGGGCATTGCCACCACCTGTCAGCTCCTTTCCGGGACTTTCGCTTT
CCCCCTCCCTATTGCCACGGCGGAACTCATCGCCGCCTGCCTTGCCCGCTGCTGGACAGGGGCTCGGCTGTTGGGCACTG
ACAATTCCGTGGTGTTGTCGGGGAAGCTGACGTCCTTICCGCGGCTGCTCGCCTGTGTTGCCACCTGGATTCTGCGCGGG
ACGTCCTTCTGCTACGTCCCTTCGGCCCTCAATCCAGCGGACCTTCCTTCCCGCGGCCTGCTGCCGGLCTCTGCGGCCTCT
TCCGCGTCTTCGCCTTCGCCCTCAGACGAGTCGGATCTCCCTTTGGGCCGCCTCCCCGCATCGGGGGTACCTTTAAGACC
AATGACTTACAAGGCAGCTGTAGATCTTAGCCACTTTTTAAAAGAAAAGGGGGGACTGGAAGGGCTAATTCACTCCCAAC
GAAGACAAGATCGTCGAGAGATGCTGCATATAAGCAGCTGCTTTITGCTTGTACTGGGTCTCTCTGGTTAGACCAGATCT
GAGCCTGGGAGCTCTCTGGCTAACTAGGGAACCCACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGTGCTTCAAGTAGTG
TGTGCCCGTCTGTTGTGTGACTCTGGTAACTAGAGATCCCTCAGACCCTTTTAGTCAGTGTGGAAAATCTCTAGCAGTIC
TAGAGGGCCCGTTTAAACCCGCTGATCAGCCTCGACTGTGCCTTCTAGTTGCCAGCCATCTGTTGTTTGCCCCTCCCCCG
TGCCTTCCTTGACCCTGGAAGGTGCCACTCCCACTGTCCTTTCCTAATAAAATGAGGAAATTGCATCGCATTGTCTGAGT
AGGTGTCATTCTATTCTGGGGGGTGGGGTGGGGCAGGACAGCAAGGGGGAGGATTIGGGAAGACAATAGCAGGCATGCTGG
GGATGCGGTGGGCTCTATGGCTTCTACTGGGCGGTTTTATGGACAGCAAGCGAACCGGAATTGCCAGCTGGGGCGCCCTC
TGGTAAGGTTGGGAAGCCCTGCAAAGTAAACTGGATGGCTTTCTCGCCGCCAAGGATCTGATGGCGCAGGGGATCAAGCT
CTGATCAAGAGACAGGATGAGGATCGTTTCGCATGATTGAACAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTGGGTG
GAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGG
GCGCCCGGTTCTTTITGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAAGACGAGGCAGCGCGGCTATCGTGGC
TGGCCACGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATIGGGCGAA
GTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCTGATGCAATGCGGCGGCT
GCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGCACGTACTCGGATGGAAG
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CCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCG
AGCATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTT
TTCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTG
AAGAGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTC
TATCGCCTTCTTGACGAGTTCTTCTGAATTATTAACGCTTACAATTTCCTGATGCGGTATTTICTCCTTACGCATCIGTG
CGGTATTTCACACCGCATACAGGTGGCACTTTTICGGGGAAATGTGCGCGGAACCCCTATTTIGTITATITITCTAAATACA
TTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATAGCACGTGCTAAAACTTCATTTITAAT
TTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCG
TCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTITTTICTGCGCGTAATCTGCTGCTTGCAAACAAAAAA
ACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTITCCGAAGGTAACTGGCTTCAGCAGAG
CGCAGATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATAC
CTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATA
GTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCG
AACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGC
GGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCG
CCACCTCTGACTTGAGCGTCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCT
TTTTACGGTTCCTGGGCTITTGCTGGCCTTITGCTCACATGTTCTTGACTCTTCGCGATGTACGGGCCAGATATACGCG

Fig 22B: >S2P3F (3825pb) — SEQ ID No. 10
ATGTTCGTGTTTCTGGTGCTGCTGCCACTGGTGTCCAGTCAGTGCGTGAACCTGACCACACGAACACAGCTGCCACCAGC
CTACACCAATAGCTTCACCCGCGGAGTGTACTACCCCGACAAGGTGTTCCGCAGCAGCGTGCTGCATAGCACCCAGGATC
TGTTTCTGCCCTTCTTCAGCAACGTGACCTGGTTCCACGCCATCCACGTGTCCGGCACCAATGGCACCAAGCGCTTCGAT
AATCCCGTGCTGCCCTTCAACGATGGCGTGTACTTTGCCAGCACCGAGAAGTCCAATATCATCCGCGGCTGGATCTTCGG
CACCACACTGGATAGCAAGACCCAGAGCCTGCTGATCGTGAACAACGCCACCAACGTGGTCATCAAAGTGTGCGAGTTCC
AGTTCTGCAACGACCCCTTCCTGGGCGTCTACTACCACAAGAACAACAAGAGCTGGATGGAAAGCGAGTTCCGCGTGTAC
AGCAGCGCCAACAACTGCACCTTCGAGTACGTGTCCCAGCCATTCCTGATGGACCTGGAAGGCAAGCAGGGCAACTTCAA
GAACCTGCGCGAGTTCGTGTTCAAGAACATCGACGGCTACTTCAAAATCTACAGCAAGCACACCCCAATCAACCTCGTGC
GCGATCTGCCACAGGGATTCAGTGCTCTGGAACCCCTGGTGGATCTGCCCATCGGCATCAACATTACCCGCTTTCAGACA
CTGCTGGCCCTGCACCGCAGTTACTTGACACCAGGCGATAGCAGCAGTGGATGGACAGCTGGTGCCGCCGCTTACTACGT
TGGATATCTGCAGCCACGCACCTTTCTGCTGAAGTACAACGAGAACGGCACCATCACCGACGCCGTGGATTGTGCTCTCG
ATCCCCTGAGCGAGACAAAGTGCACCCTGAAGTCCTTCACCGTCGAGAAGGGCATCTACCAGACCAGCAATTTCCGCGTG
CAGCCCACCGAGAGCATCGTGCGCTTCCCCAATATCACCAATCTGTGCCCCTTCGGCGAGGTGTTCAATGCCACACGCTT
TGCCTCCGTGTACGCCTGGAATCGCAAGCGCATTAGCAACTGCGTGGCCGACTACTCCGTGCTGTACAATAGCGCCAGCT
TCAGCACCTTCAAGTGCTACGGCGTGTCACCCACCAAGCTGAACGACCTGTGCTTCACCAATGTGTACGCCGACAGCTTC
GTGATCCGCGGAGATGAAGTGCGACAGATTGCCCCAGGCCAGACCGGCAAGATCGCCGACTACAATTACAAGCTGCCCGA
CGACTTCACCGGCTGCGTGATCGCCTGGAACAGCAACAACCTGGATTCCAAAGTCGGCGGCAACTACAACTACCTGTACC
GCCTGTTCCGCAAGAGCAATCTGAAGCCCTTCGAGCGCGACATCAGCACCGAAATCTACCAGGCCGGAAGCACCCCATGE
AACGGCGTGGAAGGCTTCAACTGCTACTTCCCACTGCAGTCCTACGGATTTCAGCCCACAAATGGCGTGGGCTACCAGCC
ATATCGAGTGGTGGTGCTGAGCTTCGAACTGCTGCATGCTCCAGCTACCGTGTGCGGCCCCAAGAAGAGTACCAACCTGG
TCAAGAACAAATGCGTGAACTTCAACTTCAACGGCCTGACCGGAACCGGCGTGCTGACCGAGAGTAACAAGAAGTTCCTG
CCATTCCAGCAGTTTGGCCGCGACATTGCCGATACAACCGATGCCGTTCGCGATCCCCAGACCTTGGAGATCCTGGATAT
TACCCCATGCTCCTTCGGCGGCGTGTCCGTGATTACACCAGGCACCAATACCAGCAACCAGGTGGCCGTTCTGTACCAGG
ATGTGAATTGCACAGAGGTGCCCGTGGCCATTCACGCCGATCAATTGACACCAACATGGCGCGTGTACTCCACCGGCAGC
AATGTGTTTCAAACCCGCGCTGGATGCCTGATTGGAGCCGAGCACGTGAACAATAGCTACGAGTGCGATATCCCCATCGG
AGCCGGAATCTGCGCCTCCTATCAGACCCAGACCAATAGTCCAGGATCCGCCGGAAGTGTGGCCAGCCAGAGCATCATTG
CCTATACCATGAGCCTGGGCGCCGAGAATAGCGTGGCCTACTCCAACAACAGCATTGCTATCCCCACCAACTTCACCATC
AGCGTGACCACCGAGATCCTGCCAGTGTCCATGACCAAGACCAGCGTGGACTGCACCATGTACATCTGCGGAGATAGCAC
CGAGTGCAGCAACCTGCTGCTGCAGTACGGAAGTTTCTGCACCCAGCTGAATCGCGCCCTGACAGGCATTGCCGTGGAAC
AGGATAAGAACACCCAAGAGGTGTTCGCCCAAGTGAAGCAAATCTACAAGACCCCACCAATCAAGGATTTCGGCGGCTTC
AATTTCAGCCAGATTCTGCCCGATCCAAGCAAGCCCAGCAAGCGCAGCTTCATCGAGGACCTGCTGTTCAACAAAGTGAC
ACTGGCCGACGCCGGATTCATCAAGCAGTATGGCGATTGCCTGGGCGATATTGCCGCACGCGATCTGATTTGCGCCCAGA
AGTTTAACGGACTGACCGTCCTGCCACCACTGCTGACAGATGAGATGATCGCCCAGTACACAAGTGCCCTGCTGGCCGGA
ACCATTACCAGCGGATGGACATTTGGAGCCGGTGCCGCTCTGCAGATTCCCTTCGCTATGCAGATGGCCTACCGCTTCAA
TGGCATTGGCGTGACCCAGAATGTGCTGTACGAGAACCAGAAGCTGATCGCCAACCAGTTCAACAGCGCCATCGGCAAGA
TTCAGGACAGCCTGAGTAGTACCGCCAGCGCTCTGGGAAAGCTGCAGGATGTGGTCAACCAGAACGCTCAGGCCCTGAAC
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ACCCTGGTTAAGCAGCTGAGCAGCAACTTCGGCGCCATCAGTAGCGTGCTGAACGATATCCTGAGCCGCCTGGATCCACC
AGAAGCCGAGGTGCAGATCGATCGCCTGATTACCGGACGCCTGCAGTCCCTGCAGACCTATGTGACACAGCAGCTGATCC
GAGCCGCCGAGATTCGAGCTAGTGCTAATCTGGCCGCCACCAAGATGAGCGAATGTGTGCTGGGACAGAGCAAGCGCGTG
GACTTTTGCGGCAAGGGATACCACCTGATGAGCTTCCCACAGAGTGCTCCACACGGCGTGGTGTTTCTGCATGTGACCTA
CGTGCCCGCTCAAGAGAAGAATTTCACCACCGCTCCAGCCATCTGCCACGACGGAAAGGCCCATTTTCCACGCGAGGGCG
TGTTCGTTAGCAACGGCACTCATTGGTTCGTCACCCAGCGCAACTTCTACGAGCCCCAGATCATCACCACCGACAACACC
TTCGTCAGCGGCAACTGCGACGTCGTGATCGGCATTGTGAACAACACCGTGTACGATCCACTGCAGCCCGAGCTGGACAG
CTTCAAAGAGGAACTGGACAAGTACTTTAAGAACCACACAAGCCCCGACGTGGACCTGGGAGACATTAGCGGAATCAACG
CCAGCGTGGTCAACATCCAGAAAGAGATTGACCGCCTGAACGAGGTGGCCAAGAATCTGAACGAGAGCCTGATCGACCTIG
CAAGAACTGGGCAAATACGAGCAGTACATTAAGTGGCCCTGGTACATCTGGCTGGGCTTCATTGCCGGACTGATTGCCAT
CGTGATGGTCACCATTATGCTGTGCTGCATGACCAGTTGCTGCAGCTGCCTGAAGGGATGCTGCAGTTGCGGAAGCTGCT
GCAAGTTCGACGAGGATGATAGCGAGCCAGTGCTGAAGGGCGTCAAGCTGCACTACACCTGATAA
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MFVFLVLLPLVSSQCVNLTTRTQLPPAYTNSFTRGVYYPDKVFRSSVLHSTQDLFLPFFSNVTWFHAIHVSGTNGTKRFD
NPVLPFNDGVYFASTEKSNHRGWIFGTTLDSKTQSLLIVNNATNVVIKVCEFQFCNDPFLGVYYHKNNKSWMESEFRVY
SSANNCTFEYVSQPFLMDLEGKQGNFKNLREFVFKNIDGYFKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITRFQT
LLALHRSYLTPGDSSSGWTAGAAAYYVGYLQPRTFLLKYNENGTITDAVDCALDPLSETKCTLKSFTVEKGIYQTSNFRY
QPTESIVRFPNITNLCPFGEVFNATRFASVYAWNRKRISNCVADYSVLYNSASFSTFKCYGVSPTKLNDLCFTNVYADSF
VIRGDEVRQIAPGQTGKIADYNYKLPDDFTGCVIAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTPC
NGVEGFNCYFPLQSYGFQPTNGVGYQPYRVVVLSFELLHAPATVCGPKKSTNLVKNKCYVNFNFNGLTGTGVLTESNKKFL
PFQQFGRDIADTTDAVRDPQTLEILDITPCSFGGVSVITPGTNTSNQVAVLYQDVNCTEVPVAIHADQLTPTWRVYSTGS
NVFQTRAGCLIGAEHVNNSYECDIPIGAGICASYQTQTNSPGSAGSVASQSHAYTMSLGAENSVAYSNNSIAIPTNFTI
SVTTEILPVSMTKTSVDCTMYICGDSTECSNLLLQYGSFCTQLNRALTGIAVEQDKNTQEVFAQVKQIYKTPPIKDFGGF
NFSQILPDPSKPSKRSFIEDLLFNKVTLADAGFIKQYGDCLGDIAARDLICAQKFNGLTVLPPLLTDEMIAQYTSALLAG
TITSGWTFGAGAALQIPFAMQMAYRFNGIGVTQNVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLQDVVNQNAQALN
TLVKQLSSNFGAISSVLNDILSRLDPPEAEVQIDRLITGRLQSLQTYVTQQLIRAAEIRASANLAATKMSECVLGQSKRY
DFCGKGYHLMSFPQSAPHGVVFLHVTYVPAQEKNFTTAPAICHDGKAHFPREGVFVSNGTHWFVTQRNFYEPQITTDNT
FVSGNCDVVIGIVNNTVYDPLQPELDSFKEELDKYFKNHTSPDVDLGDISGINASVVNIQKEIDRLNEVAKNLNESLIDL
QELGKYEQYIKWPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKFDEDDSEPVLKGVKLHYT*
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Fig 23A : >pFlap-ieCMV-S2P-deltaF-WPREm (10046pb) — SEQ ID No. 12
CGCGTTGGGAGCTTTTTGCAAAAGCCTAGGCCTCCAAAAAAGCCTCCTCACTACTTCTGGAATAGCTCAGAGGCAGAGGC
GGCCTCGGCCTCTGCATAAATAAAAAAAATTAGTCAGCCATGGGGCGGAGAATGGGCGGAACTGGGCGGAGTTAGGGGCG
GGATGGGCGGAGTTAGGGGCGGGACTATGGTTGCTGACTAATTGAGATGCCCGACATTGATTATTGACTAGTTGGAAGGG
CTAATTCACTCCCAACGAAGACAAGATATCCTTGATCTGTGGATCTACCACACACAAGGCTACTTCCCTGATTAGCAGAA
CTACACACCAGGGCCAGGGATCAGATATCCACTGACCTTTGGATGGTGCTACAAGCTAGTACCAGTTGAGCCAGAGAAGT
TAGAAGAAGCCAACAAAGGAGAGAACACCAGCTTGTTACAACCTGTGAGCCTGCATGGGATGGATGACCCGGAGAGAGAA
GTGTTAGAGTGGAGGTTTGACAGCCGCCTAGCATTTCATCACGGTGGCCCGAGAGCTGCATCCGGAGTACTTCAAGAACT
GCTGATATCGAGCTTGCTACAAGGGACTTTCCGCTGGGGGACTTTCCAGGGAGGCGTGGCCTGGGCGGGACTGGGGAGTG
GCGAGCCCTCAGATCCTGCATATAAGCAGCTGCTTTTTGCCTGTACTGGGTCTCTCTGGTTAGACCAGATCTGAGCCTGG
GAGCTCTCTGGCTAACTAGGGAACCCACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGTGCTTCAAGTAGTGTGTGCCCG
TCTGTTGTGTGACTCTGGTAACTAGAGATCCCTCAGACCCTTTTAGTCAGTGTGGAAAATCTCTAGCAGTGGCGCCCGAA
CAGGGACTTGAAAGCGAAAGGGAAACCAGAGGAGCTCTCTCGACGCAGGACTCGGCTTGCTGAAGCGCGCACGGCAAGAG
GCGAGGGGCGGCGACTGGTGAGTACGCCAAAAATTTTGACTAGCGGAGGCTAGAAGGAGAGAGATGGGTGCGAGAGCGTC
AGTATTAAGCGGGGGAGAATTAGATCGCGATGGGAAAAAATTCGGTTAAGGCCAGGGGGAAAGAAAAAATATAAATTAAA
ACATATAGTATGGGCAAGCAGGGAGCTAGAACGATTCGCAGTTAATCCTGGCCTGTTAGAAACATCAGAAGGCTGTAGAC
AAATACTGGGACAGCTACAACCATCCCTTCAGACAGGATCAGAAGAACTTAGATCATTATATAATACAGTAGCAACCCTC
TATTGTGTGCATCAAAGGATAGAGATAAAAGACACCAAGGAAGCTTTAGACAAGATAGAGGAAGAGCAAAACAAAAGTAA
GACCACCGCACAGCAAGCGGCCGCTGATCTTCAGACCTGGAGGAGGAGATATGAGGGACAATTGGAGAAGTGAATTATAT
AAATATAAAGTAGTAAAAATTGAACCATTAGGAGTAGCACCCACCAAGGCAAAGAGAAGAGTGGTGCAGAGAGAAAAAAG
AGCAGTGGGAATAGGAGCTTTGTTCCTTGGGTTCTTGGGAGCAGCAGGAAGCACTATGGGCGCAGCGTCAATGACGCTGA
CGGTACAGGCCAGACAATTATTGTCTGGTATAGTGCAGCAGCAGAACAATTTGCTGAGGGCTATTGAGGCGCAACAGCAT
CTGTTGCAACTCACAGTCTGGGGCATCAAGCAGCTCCAGGCAAGAATCCTGGCTGTGGAAAGATACCTAAAGGATCAACA
GCTCCTGGGGATTTGGGGTTGCTCTGGAAAACTCATTTGCACCACTGCTGTGCCTTGGAATGCTAGTTGGAGTAATAAAT
CTCTGGAACAGATTTGGAATCACACGACCTGGATGGAGTGGGACAGAGAAATTAACAATTACACAAGCTTAATACACTCC
TTAATTGAAGAATCGCAAAACCAGCAAGAAAAGAATGAACAAGAATTATTGGAATTAGATAAATGGGCAAGTTTGTGGAA
TTGGTTTAACATAACAAATTGGCTGTGGTATATAAAATTATTCATAATGATAGTAGGAGGCTTGGTAGGTTTAAGAATAG
TTTITGCTGTACTTTCTATAGTGAATAGAGTTAGGCAGGGATATTCACCATTATCGTTTCAGACCCACCTCCCAACCCCG
AGGGGACCCGACAGGCCCGAAGGAATAGAAGAAGAAGGTGGAGAGAGAGACAGAGACAGATCCATTCGATTAGTGAACGG
ATCTCGACGGTATCGCCGAATTCACAAATGGCAGTATTCATCCACAATTTTAAAAGAAAAGGGGGGATTGGGGGGTACAG
TGCAGGGGAAAGAATAGTAGACATAATAGCAACAGACATACAAACTAAAGAATTACAAAAACAAATTACAAAAATTCAAA
ATTTTCGGGTTTATTACAGGGACAGCAGAGATCCACTTTGGCTGATACGCGTGGAGTTCCGCGTTACATAACTTACGGTA
AATGGCCCGCCTGGCTGACCGCCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAAT
AGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGC
CAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTACATGACCTTATGGGACTTT
CCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGTACATCAATGGGCGTGG
ATAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCATTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAAC
GGGACTTTCCAAAATGTCGTAACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATA
AGCAGAGCTCGTTTAGTGAACCGTCAGATCGCCTGGAGACGCCATCCACGCTGTTTTGACCTCCATAGAAGACACCGCGA
TCGGATCTCGTACGGCCACCATGTTCGTGTTTCTGGTGCTGCTGCCACTGGTGTCCAGTCAGTGCGTGAACCTGACCACA
CGAACACAGCTGCCACCAGCCTACACCAATAGCTTCACCCGCGGAGTGTACTACCCCGACAAGGTGTTCCGCAGCAGCGT
GCTGCATAGCACCCAGGATCTGTTTCTGCCCTTCTTCAGCAACGTGACCTGGTTCCACGCCATCCACGTGTCCGGCACCA
ATGGCACCAAGCGCTTCGATAATCCCGTGCTGCCCTTCAACGATGGCGTGTACTTTGCCAGCACCGAGAAGTCCAATATC
ATCCGCGGCTGGATCTTCGGCACCACACTGGATAGCAAGACCCAGAGCCTGCTGATCGTGAACAACGCCACCAACGTGGT
CATCAAAGTGTGCGAGTTCCAGTTCTGCAACGACCCCTTCCTGGGCGTCTACTACCACAAGAACAACAAGAGCTGGATGG
AAAGCGAGTTCCGCGTGTACAGCAGCGCCAACAACTGCACCTTCGAGTACGTGTCCCAGCCATTCCTGATGGACCTGGAA
GGCAAGCAGGGCAACTTCAAGAACCTGCGCGAGTTCGTGTTCAAGAACATCGACGGCTACTTCAAAATCTACAGCAAGCA
CACCCCAATCAACCTCGTGCGCGATCTGCCACAGGGATTCAGTGCTCTGGAACCCCTGGTGGATCTGCCCATCGGCATCA
ACATTACCCGCTTTCAGACACTGCTGGCCCTGCACCGCAGTTACTTGACACCAGGCGATAGCAGCAGTGGATGGACAGCT
GGTGCCGCCGCTTACTACGTTGGATATCTGCAGCCACGCACCTTTCTGCTGAAGTACAACGAGAACGGCACCATCACCGA
CGCCGTGGATTGTGCTCTCGATCCCCTGAGCGAGACAAAGTGCACCCTGAAGTCCTTCACCGTCGAGAAGGGCATCTACC
AGACCAGCAATTTCCGCGTGCAGCCCACCGAGAGCATCGTGCGCTTCCCCAATATCACCAATCTGTGCCCCTTCGGCGAG
GTGTTCAATGCCACACGCTTTGCCTCCGTGTACGCCTGGAATCGCAAGCGCATTAGCAACTGCGTGGCCGACTACTCCGT
GCTGTACAATAGCGCCAGCTTCAGCACCTTCAAGTGCTACGGCGTGTCACCCACCAAGCTGAACGACCTGTGCTTCACCA
ATGTGTACGCCGACAGCTTCGTGATCCGCGGAGATGAAGTGCGACAGATTGCCCCAGGCCAGACCGGCAAGATCGCCGAC
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TACAATTACAAGCTGCCCGACGACTTCACCGGCTGCGTGATCGCCTGGAACAGCAACAACCTGGATTCCAAAGTCGGCGG
CAACTACAACTACCTGTACCGCCTGTTCCGCAAGAGCAATCTGAAGCCCTTCGAGCGCGACATCAGCACCGAAATCTACC
AGGCCGGAAGCACCCCATGCAACGGCGTGGAAGGCTTCAACTGCTACTTCCCACTGCAGTCCTACGGATTTCAGCCCACA
AATGGCGTGGGCTACCAGCCATATCGAGTGGTGGTGCTGAGCTTCGAACTGCTGCATGCTCCAGCTACCGTGTGCGGCCC
CAAGAAGAGTACCAACCTGGTCAAGAACAAATGCGTGAACTTCAACTTCAACGGCCTGACCGGAACCGGCGTGCTGACCG
AGAGTAACAAGAAGTTCCTGCCATTCCAGCAGTTTGGCCGCGACATTGCCGATACAACCGATGCCGTTCGCGATCCCCAG
ACCTTGGAGATCCTGGATATTACCCCATGCTCCTTCGGCGGCGTGTCCGTGATTACACCAGGCACCAATACCAGCAACCA
GGTGGCCGTTCTGTACCAGGATGTGAATTGCACAGAGGTGCCCGTGGCCATTCACGCCGATCAATTGACACCAACATGGC
GCGTGTACTCCACCGGCAGCAATGTGTTTCAAACCCGCGCTGGATGCCTGATTGGAGCCGAGCACGTGAACAATAGCTAC
GAGTGCGATATCCCCATCGGAGCCGGAATCTGCGCATCCTATAGTGTGGCCAGCCAGAGCATCATTGCCTATACCATGAG
CCTGGGCGCCGAGAATAGCGTGGCCTACTCCAACAACAGCATTGCTATCCCCACCAACTTCACCATCAGCGTGACCACCG
AGATCCTGCCAGTGTCCATGACCAAGACCAGCGTGGACTGCACCATGTACATCTGCGGAGATAGCACCGAGTGCAGCAAC
CTGCTGCTGCAGTACGGAAGTTTCTGCACCCAGCTGAATCGCGCCCTGACAGGCATTGCCGTGGAACAGGATAAGAACAC
CCAAGAGGTGTTCGCCCAAGTGAAGCAAATCTACAAGACCCCACCAATCAAGGATTTCGGCGGCTTCAATTTCAGCCAGA
TTCTGCCCGATCCAAGCAAGCCCAGCAAGCGCAGCTTCATCGAGGACCTGCTGTTCAACAAAGTGACACTGGCCGACGCC
GGATTCATCAAGCAGTATGGCGATTGCCTGGGCGATATTGCCGCACGCGATCTGATTTGCGCCCAGAAGTTTAACGGACT
GACCGTCCTGCCACCACTGCTGACAGATGAGATGATCGCCCAGTACACAAGTGCCCTGCTGGCCGGAACCATTACCAGCG
GATGGACATTTGGAGCCGGTGCCGCTCTGCAGATTCCCTTCGCTATGCAGATGGCCTACCGCTTCAATGGCATTGGCGTG
ACCCAGAATGTGCTGTACGAGAACCAGAAGCTGATCGCCAACCAGTTCAACAGCGCCATCGGCAAGATTCAGGACAGCCT
GAGTAGTACCGCCAGCGCTCTGGGAAAGCTGCAGGATGTGGTCAACCAGAACGCTCAGGCCCTGAACACCCTGGTTAAGC
AGCTGAGCAGCAACTTCGGCGCCATCAGTAGCGTGCTGAACGATATCCTGAGCCGCCTGGATCCACCAGAAGCCGAGGTG
CAGATCGATCGCCTGATTACCGGACGCCTGCAGTCCCTGCAGACCTATGTGACACAGCAGCTGATCCGAGCCGCCGAGAT
TCGAGCTAGTGCTAATCTGGCCGCCACCAAGATGAGCGAATGTGTGCTGGGACAGAGCAAGCGCGTGGACTTTTGCGGCA
AGGGATACCACCTGATGAGCTTCCCACAGAGTGCTCCACACGGCGTGGTGTTTCTGCATGTGACCTACGTGCCCGCTCAA
GAGAAGAATTTCACCACCGCTCCAGCCATCTGCCACGACGGAAAGGCCCATTTTCCACGCGAGGGCGTGTTCGTTAGCAA
CGGCACTCATTGGTTCGTCACCCAGCGCAACTTCTACGAGCCCCAGATCATCACCACCGACAACACCTTCGTCAGCGGCA
ACTGCGACGTCGTGATCGGCATTGTGAACAACACCGTGTACGATCCACTGCAGCCCGAGCTGGACAGCTTCAAAGAGGAA
CTGGACAAGTACTTTAAGAACCACACAAGCCCCGACGTGGACCTGGGAGACATTAGCGGAATCAACGCCAGCGTGGTCAA
CATCCAGAAAGAGATTGACCGCCTGAACGAGGTGGCCAAGAATCTGAACGAGAGCCTGATCGACCTGCAAGAACTGGGCA
AATACGAGCAGTACATTAAGTGGCCCTGGTACATCTGGCTGGGCTTCATTGCCGGACTGATTGCCATCGTGATGGTCACC
ATTATGCTGTGCTGCATGACCAGTTGCTGCAGCTGCCTGAAGGGATGCTGCAGTTGCGGAAGCTGCTGCAAGTTCGACGA
GGATGATAGCGAGCCAGTGCTGAAGGGCGTCAAGCTGCACTACACCTGATAACGAGCGCGCCTCGAGAATTCCCGATAAT
CAACCTCTGGATTACAAAATTTGTGAAAGATTGACTGGTATTCTTAACTATGTTGCTCCTTTTACGCTATGTGGATACGC
TGCTTTAATGCCTTTGTATCATGCTATIGCTTCCCGTATGGCTTTCATITTCTCCTCCTTGTATAAATCCTGGTTGCTGT
CTCTTTATGAGGAGTTGTGGCCCGTTGTCAGGCAACGTGGCGTGGTGTGCACTGTGTTTGCTGACGCAACCCCCACTGGT
TGGGGCATTGCCACCACCTGTCAGCTCCTTTCCGGGACTTTCGCTTTCCCCCTCCCTATTGCCACGGCGGAACTCATCGC
CGCCTGCCTTGCCCGCTGCTGGACAGGGGCTCGGCTGTTGGGCACTGACAATTCCGTGGTGTTGTCGGGGAAGCTGACGT
CCTTTCCGCGGCTGCTCGCCTGTGTTGCCACCTGGATTCTGCGCGGGACGTCCTTCTGCTACGTCCCTTCGGCCCTCAAT
CCAGCGGACCTTCCTTCCCGCGGCCTGCTGCCGGCTCTGCGGCCTCTTCCGCGTCTTCGCCTTCGCCCTCAGACGAGTCG
GATCTCCCTTTGGGCCGCCTCCCCGCATCGGGGGTACCTTTAAGACCAATGACTTACAAGGCAGCTGTAGATCTTAGCCA
CTTTTTAAAAGAAAAGGGGGGACTGGAAGGGCTAATTCACTCCCAACGAAGACAAGATCGTCGAGAGATGCTGCATATAA
GCAGCTGCTTTITGCTTGTACTGGGTCTCTCTGGTTAGACCAGATCTGAGCCTGGGAGCTCTCTGGCTAACTAGGGAACC
CACTGCTTAAGCCTCAATAAAGCTTGCCTTGAGTGCTTCAAGTAGTGTGTGCCCGTCTGTTGTGTGACTCTGGTAACTAG
AGATCCCTCAGACCCTTTTAGTCAGTGTGGAAAATCTCTAGCAGTTCTAGAGGGCCCGTTTAAACCCGCTGATCAGCCTC
GACTGTGCCTTCTAGTTGCCAGCCATCTGTTGTTTGCCCCTCCCCCGTGCCTTCCTTGACCCTGGAAGGTGCCACTCCCA
CTGTCCTTTCCTAATAAAATGAGGAAATTGCATCGCATTGTCTGAGTAGGTGTCATTCTATTCTGGGGGGTGGGGTGGGG
CAGGACAGCAAGGGGGAGGATTGGGAAGACAATAGCAGGCATGCTGGGGATGCGGTGGGCTCTATGGCTTCTACTGGGCG
GTTTTATGGACAGCAAGCGAACCGGAATTGCCAGCTGGGGCGCCCTCTGGTAAGGTTGGGAAGCCCTGCAAAGTAAACTG
GATGGCTTTCTCGCCGCCAAGGATCTGATGGCGCAGGGGATCAAGCTCTGATCAAGAGACAGGATGAGGATCGTTTCGCA
TGATTGAACAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAG
ACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTITIGTCAAGACCGACCTGTC
CGGTGCCCTGAATGAACTGCAAGACGAGGCAGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCTTGCGCAGCTGTGE
TCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTT
GCTCCTGCCGAGAAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGA
CCACCAAGCGAAACATCGCATCGAGCGAGCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAG
AGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGAGCATGCCCGACGGCGAGGATCTCGTCGTGACC
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CATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTTTTCTGGATTCATCGACTGTGGCCGGCTGGGTGT
GGCGGACCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTGAAGAGCTTGGCGGCGAATGGGCTGACCGCTTCC
TCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTTCTGAATTATT
AACGCTTACAATTTCCTGATGCGGTATTITTICTCCTTACGCATCTGTGCGGTATTTCACACCGCATACAGGTGGCACTTIT
CGGGGAAATGTGCGCGGAACCCCTATTTGTITATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATAACC
CTGATAAATGCTTCAATAATAGCACGTGCTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGATA
ATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCT
TGAGATCCTTTTITTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGA
TCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTCCTTCTAGTGTAGC
CGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGTTACCAGTGGCTGCT
GCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAAC
GGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAA
GCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAG
CTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCGTCGATTITTGTGATG
CTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTITACGGTTCCTGGGCTTTTIGCTGGCCTITIG
CTCACATGTICTTGACTCTTCGCGATGTACGGGCCAGATATACGCG

Fig 22B: >S2P-deltaF (3792pb) — SEQ ID No. 13
ATGTTCGTGTTTCTGGTGCTGCTGCCACTGGTGTCCAGTCAGTGCGTGAACCTGACCACACGAACACAGCTGCCACCAGC
CTACACCAATAGCTTCACCCGCGGAGTGTACTACCCCGACAAGGTGTTCCGCAGCAGCGTGCTGCATAGCACCCAGGATC
TGTTTCTGCCCTTCTTCAGCAACGTGACCTGGTTCCACGCCATCCACGTGTCCGGCACCAATGGCACCAAGCGCTTCGAT
AATCCCGTGCTGCCCTTCAACGATGGCGTGTACTTTGCCAGCACCGAGAAGTCCAATATCATCCGCGGCTGGATCTTCGG
CACCACACTGGATAGCAAGACCCAGAGCCTGCTGATCGTGAACAACGCCACCAACGTGGTCATCAAAGTGTGCGAGTTCC
AGTTCTGCAACGACCCCTTCCTGGGCGTCTACTACCACAAGAACAACAAGAGCTGGATGGAAAGCGAGTTCCGCGTGTAC
AGCAGCGCCAACAACTGCACCTTCGAGTACGTGTCCCAGCCATTCCTGATGGACCTGGAAGGCAAGCAGGGCAACTTCAA
GAACCTGCGCGAGTTCGTGTTCAAGAACATCGACGGCTACTTCAAAATCTACAGCAAGCACACCCCAATCAACCTCGTGC
GCGATCTGCCACAGGGATTCAGTGCTCTGGAACCCCTGGTGGATCTGCCCATCGGCATCAACATTACCCGCTTTCAGACA
CTGCTGGCCCTGCACCGCAGTTACTTGACACCAGGCGATAGCAGCAGTGGATGGACAGCTGGTGCCGCCGCTTACTACGT
TGGATATCTGCAGCCACGCACCTTTCTGCTGAAGTACAACGAGAACGGCACCATCACCGACGCCGTGGATTGTGCTCTCG
ATCCCCTGAGCGAGACAAAGTGCACCCTGAAGTCCTTCACCGTCGAGAAGGGCATCTACCAGACCAGCAATTTCCGCGTG
CAGCCCACCGAGAGCATCGTGCGCTTCCCCAATATCACCAATCTGTGCCCCTTCGGCGAGGTGTTCAATGCCACACGCTT
TGCCTCCGTGTACGCCTGGAATCGCAAGCGCATTAGCAACTGCGTGGCCGACTACTCCGTGCTGTACAATAGCGCCAGCT
TCAGCACCTTCAAGTGCTACGGCGTGTCACCCACCAAGCTGAACGACCTGTGCTTCACCAATGTGTACGCCGACAGCTTC
GTGATCCGCGGAGATGAAGTGCGACAGATTGCCCCAGGCCAGACCGGCAAGATCGCCGACTACAATTACAAGCTGCCCGA
CGACTTCACCGGCTGCGTGATCGCCTGGAACAGCAACAACCTGGATTCCAAAGTCGGCGGCAACTACAACTACCTGTACC
GCCTGTTCCGCAAGAGCAATCTGAAGCCCTTCGAGCGCGACATCAGCACCGAAATCTACCAGGCCGGAAGCACCCCATGC
AACGGCGTGGAAGGCTTCAACTGCTACTTCCCACTGCAGTCCTACGGATTTCAGCCCACAAATGGCGTGGGCTACCAGCC
ATATCGAGTGGTGGTGCTGAGCTTCGAACTGCTGCATGCTCCAGCTACCGTGTGCGGCCCCAAGAAGAGTACCAACCTGG
TCAAGAACAAATGCGTGAACTTCAACTTCAACGGCCTGACCGGAACCGGCGTGCTGACCGAGAGTAACAAGAAGTTCCTG
CCATTCCAGCAGTTTGGCCGCGACATTGCCGATACAACCGATGCCGTTCGCGATCCCCAGACCTTGGAGATCCTGGATAT
TACCCCATGCTCCTTCGGCGGCGTGTCCGTGATTACACCAGGCACCAATACCAGCAACCAGGTGGCCGTTCTGTACCAGG
ATGTGAATTGCACAGAGGTGCCCGTGGCCATTCACGCCGATCAATTGACACCAACATGGCGCGTGTACTCCACCGGCAGC
AATGTGTTTCAAACCCGCGCTGGATGCCTGATTGGAGCCGAGCACGTGAACAATAGCTACGAGTGCGATATCCCCATCGG
AGCCGGAATCTGCGCATCCTATAGTGTGGCCAGCCAGAGCATCATTGCCTATACCATGAGCCTGGGCGCCGAGAATAGCG
TGGCCTACTCCAACAACAGCATTGCTATCCCCACCAACTTCACCATCAGCGTGACCACCGAGATCCTGCCAGTGTCCATG
ACCAAGACCAGCGTGGACTGCACCATGTACATCTGCGGAGATAGCACCGAGTGCAGCAACCTGCTGCTGCAGTACGGAAG
TTTCTGCACCCAGCTGAATCGCGCCCTGACAGGCATTGCCGTGGAACAGGATAAGAACACCCAAGAGGTGTTCGCCCAAG
TGAAGCAAATCTACAAGACCCCACCAATCAAGGATTTCGGCGGCTTCAATTTCAGCCAGATTCTGCCCGATCCAAGCAAG
CCCAGCAAGCGCAGCTTCATCGAGGACCTGCTGTTCAACAAAGTGACACTGGCCGACGCCGGATTCATCAAGCAGTATGG
CGATTGCCTGGGCGATATTGCCGCACGCGATCTGATTTGCGCCCAGAAGTTTAACGGACTGACCGTCCTGCCACCACTGC
TGACAGATGAGATGATCGCCCAGTACACAAGTGCCCTGCTGGCCGGAACCATTACCAGCGGATGGACATTTGGAGCCGGT
GCCGCTCTGCAGATTCCCTTCGCTATGCAGATGGCCTACCGCTTCAATGGCATTGGCGTGACCCAGAATGTGCTGTACGA
GAACCAGAAGCTGATCGCCAACCAGTTCAACAGCGCCATCGGCAAGATTCAGGACAGCCTGAGTAGTACCGCCAGCGCTC
TGGGAAAGCTGCAGGATGTGGTCAACCAGAACGCTCAGGCCCTGAACACCCTGGTTAAGCAGCTGAGCAGCAACTTCGGC
GCCATCAGTAGCGTGCTGAACGATATCCTGAGCCGCCTGGATCCACCAGAAGCCGAGGTGCAGATCGATCGCCTGATTAC
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CGGACGCCTGCAGTCCCTGCAGACCTATGTGACACAGCAGCTGATCCGAGCCGCCGAGATTCGAGCTAGTGCTAATCTGG
CCGCCACCAAGATGAGCGAATGTGTGCTGGGACAGAGCAAGCGCGTGGACTTTTGCGGCAAGGGATACCACCTGATGAGC
TTCCCACAGAGTGCTCCACACGGCGTGGTGTTTCTGCATGTGACCTACGTGCCCGCTCAAGAGAAGAATTTCACCACCGC
TCCAGCCATCTGCCACGACGGAAAGGCCCATTTTCCACGCGAGGGCGTGTTCGTTAGCAACGGCACTCATTGGTTCGTCA
CCCAGCGCAACTTCTACGAGCCCCAGATCATCACCACCGACAACACCTTCGTCAGCGGCAACTGCGACGTCGTGATCGGC
ATTGTGAACAACACCGTGTACGATCCACTGCAGCCCGAGCTGGACAGCTTCAAAGAGGAACTGGACAAGTACTTTAAGAA
CCACACAAGCCCCGACGTGGACCTGGGAGACATTAGCGGAATCAACGCCAGCGTGGTCAACATCCAGAAAGAGATTGACC
GCCTGAACGAGGTGGCCAAGAATCTGAACGAGAGCCTGATCGACCTGCAAGAACTGGGCAAATACGAGCAGTACATTAAG
TGGCCCTGGTACATCTGGCTGGGCTTCATTGCCGGACTGATTGCCATCGTGATGGTCACCATTATGCTGTGCTGCATGAC
CAGTTGCTGCAGCTGCCTGAAGGGATGCTGCAGTTGCGGAAGCTGCTGCAAGTTCGACGAGGATGATAGCGAGCCAGTGC
TGAAGGGCGTCAAGCTGCACTACACCTGATAA

Fig 23C : >S2P-deltaF (1263aa) — SEQ ID No. 14
MFVFLVLLPLVSSQCVNLTTRTQLPPAYTNSFTRGVYYPDKVFRSSVLHSTQDLFLPFFSNVTWFHAIHVSGTNGTKRFD
NPVLPFNDGVYFASTEKSNHRGWIFGTTLDSKTQSLLIVNNATNVVIKVCEFQFCNDPFLGVYYHKNNKSWMESEFRVY
SSANNCTFEYVSQPFLMDLEGKQGNFKNLREFVFKNIDGYFKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITRFQT
LLALHRSYLTPGDSSSGWTAGAAAYYVGYLQPRTFLLKYNENGTITDAVDCALDPLSETKCTLKSFTVEKGIYQTSNFRY
QPTESIVRFPNITNLCPFGEVFNATRFASVYAWNRKRISNCVADYSVLYNSASFSTFKCYGVSPTKLNDLCFTNVYADSF
VIRGDEVRQIAPGQTGKIADYNYKLPDDFTGCVIAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTPC
NGVEGFNCYFPLQSYGFQPTNGVGYQPYRVVVLSFELLHAPATVCGPKKSTNLVKNKCVNFNFNGLTGTGVLTESNKKFL
PFQQFGRDIADTTDAVRDPQTLEILDITPCSFGGVSVITPGTNTSNQVAVLYQDVNCTEVPVAIHADQLTPTWRVYSTGS
NVFQTRAGCLIGAEHVNNSYECDIPIGAGICASYSVASQSHAYTMSLGAENSVAYSNNSIAIPTNFTISVTTEILPVSM
TKTSVDCTMYICGDSTECSNLLLQYGSFCTQLNRALTGIAVEQDKNTQEVFAQVKQIYKTPPIKDFGGFNFSQILPDPSK
PSKRSFIEDLLFNKVTLADAGFIKQYGDCLGDIAARDLICAQKFNGLTVLPPLLTDEMIAQYTSALLAGTITSGWTFGAG
AALQIPFAMQMAYRFNGIGVTQNVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLODVVNQNAQALNTLVKQLSSNFG
AISSVLNDILSRLDPPEAEVQIDRLITGRLQSLQTYVTQQLIRAAEIRASANLAATKMSECVLGQSKRVDFCGKGYHLMS
FPQSAPHGVVFLHVTYVPAQEKNFTTAPAICHDGKAHFPREGVFVSNGTHWFVTQRNFYEPQITTDNTFVSGNCDWVIG
IVNNTVYDPLQPELDSFKEELDKYFKNHTSPDVDLGDISGINASVVNIQKEIDRLNEVAKNLNESLIDLQELGKYEQYIK
WPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKFDEDDSEPVLKGVKLHYT*
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Figure 24
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/label=LTR
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/label=bGH PA
CDS 9539..10330

/codon_start=1
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/translation (SEQ ID No. 28)

rep origin 10634..11262
/label=ColEl origin

SEQ ID No. 25:

1 cgcgtiggga getttttgca aaagectagg cctccaaaaa agectectca ctacttctgg

61 aatagctcag aggcagaggc ggecteggec tctgcataaa taaaaaaaat tagtcageca
121 tggggcggag aatgggcgga actgggegga gttaggggceg ggatgggegg agttagggge
181 gggactatgg ttgctgacta attgagatgc ccgacatiga ttatigacta gtiggaaggg
241 ctaattcact cccaacgaag acaagatatc ctigatcigt ggatctacca cacacaaggce
301 tacttccctg attagcagaa ctacacacca gggccaggga tcagatatec actgaccttt
361 ggatggtgct acaagctagt accagtigag ccagagaagt tagaagaagc caacaaagga
421 gagaacacca gcttgttaca acctgigagc ctgcatggga tggatgaccc ggagagagaa
481 gtgttagagt ggaggtttga cagccgecta geatticatc acggtggecc gagagctgea
541 tccggagtac ticaagaact gctgatatcg agettgctac aagggacttt ccgetgggge
601 actticcagg gaggegtgec ctgggeggga ctggggagtg gegagecctc agatectgea
661 tataagcagc tgctttitge ctgtactggg tctctctggt tagaccagat ctgagecigg
721 gagctctctg gctaactagg gaacccactg cttaagectc aataaagctt gectigagtg
781 cttcaagtag tgtgtgcccg tetgttgligt gactctggta actagagatc cctcagacce
841 ttttagtcag tgtggaaaat ctctagcagt ggcgeccgaa cagggacttg aaagcgaaag
901 ggaaaccaga ggagctctct cgacgcagga ctecggetige tgaagegege acggcaagag
961 gcgaggggcg gegactggtg agtacgccaa aaattttgac tageggagge tagaaggaga
1021 gagatgggtg cgagagcgic agtattaage gggggagaat tagatcgega tgggaaaaaa
1081 ttcggtiaag gccaggggga aagaaaaaat ataaattaaa acatatagta tgggcaagea
1141 gggagctaga acgattcgca gttaatcctig gectgttaga aacatcagaa ggetgtagac
1201 aaatactggg acagctacaa ccatccctic agacaggatc agaagaactt agatcattat
1261 ataatacagt agcaaccctc tatigtgtgc atcaaaggat agagataaaa gacaccaagg
1321 aagctttaga caagatagag gaagagcaaa acaaaagtaa gaccaccgca cagcaagegg
1381 ccgctgatct tcagacctgg aggaggagat atgagggaca attggagaag tgaattatat
1441 aaatataaag tagtaaaaat tgaaccatta ggagtagcac ccaccaaggc aaagagaaga
1501 gtggtgcaga gagaaaaaag agcagiggga ataggagctt tgttcctigg gtictiggga
1561 gcagcaggaa gcactatggg cgcagegica atgacgctga cggtacaggce cagacaatta
1621 ttgtctggta tagtgcagca gcagaacaat ttgctgaggg ctatigaggce gcaacagcat
1681 ctgtigcaac tcacagictg gggcatcaag cagctccagg caagaatcct ggctgtggaa
1741 agatacctaa aggatcaaca gctcctgggg atttggggtt geictggaaa actcatitge
1801 accactgctg tgcctiggaa tgctagtigg agtaataaat ciciggaaca gattiggaat
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1861 cacacgacct ggatggagtg ggacagagaa attaacaatt acacaagctt aatacactcc
1921 ttaatigaag aatcgcaaaa ccagcaagaa aagaatgaac aagaattatt ggaattagat
1981 aaatgggcaa gtttgtggaa tiggtitaac ataacaaatt ggctgtggta tataaaatta
2041 ttcataatga tagtaggagg ctiggtaggt ttaagaatag tttttgcigt acttictata
2101 gtgaatagag ttaggcaggg ataticacca ttatcgtttc agacccacct cccaaccecg

2161 aggggacccg acaggeccga aggaatagaa gaagaaggtg gagagagaga cagagacaga

2221 tccattcgat tagtgaacgg atctcgacgg tatcgccgaa ttcacaaatg gcagtatica
2281 tccacaattt taaaagaaaa ggggggatig gggggtacag tgcaggggaa agaatagtag
2341 acataatagc aacagacata caaactaaag aattacaaaa acaaattaca aaaaticaaa
2401 attttcgggt ttattacagg gacagcagag atccacttig gctgatacgc gtatccagig
2461 ggggaatata aaggtgaaag caggagagac cccictgact ggaaccicit acctcccaga
2521 agcctigtat gcaaaaccag tgggcatica tttgtatgtt attttgcatc ccgtitgect
2581 cccagecttc agcaggeccc gacccteecc tggecagctt ccaccctgac tgeecectgg
2641 ctggctccca ttgagcactg tgggctctec ccaccattag gtgacagatc aggaacaatc
2701 caggctcagg ctctttatct gtgctctgece teccacctgg caggiccact ggecaggctt
2761 ttccagggtc cctictctec caggtcetgec ctactatttg tectccectt cecectecage

2821 tggtagctcg ataagaatca ataggtccac tccagagcaa agaacacagc caaatgigtc
2881 ataccaggcc ctgccagaaa aacgagetge tggagetgac aaacttgaag gccaaacacc
2941 taaggticcc cccaacactt cattcagcag ggatggtcat tcagcttcag ggggcaggca
3001 gcatgaaagc ctcecctacct ccatectict cacacagagg ctggggagag catcttggag
3061 gatgcagtcc cctggggceca ggctictaat ccagacagec cttacaaggg gggacagggs
3121 aaggactggc ttggagaaaa gicctagaaa agaggggagg ggcactggec accagggcetg
3181 ggtcgctgcet atgatggtcc taggagtgec tgectgtect ctcaggecce atgegatgta
3241 ggacacatta cttttattta tttatttatt tattttgagt cagagtticg ctctggtige

3301 ccaggctgga gegegacgge acgatctigg cicactgecaa cctetgecte ctgggticaa
3361 gcgattctcc tgectcagec tectgagtag ctgggattac aggcacacac tgtgetggtt
3421 aatttttgta tttttagtag agaaggggtg tcaccatgtt ggtcaggctg gictcaaatt
3481 ttttitittt ttrttitttt titttgagac agagtctige tctgttgtct aggciggagt

3541 gcagtggcat cgaactciig acctcaagtg atccacccge cteggectee caaagigett
3601 ggattacagg catgagccac tgtgeccgge gatgtgggac acattatcat ctctgtgaga
3661 gatttttggt ctcttitgtc accgeectic tecteccaget cctagaactg ggectggctce
3721 acagtaggig ctgaatgcat actggttgaa ttgtaaatgc tcaggattig titaattaag
3781 gatgcaggaa aggtgatata ccggtgtgca gaagtcagga tgcattccct gtccaaatca
3841 cagtgttcca ctgaggcaag gecctiggga gtgaggtcgg gagaggggag ggtggtggag
3901 ggggctcaga gactgggtit gtitigggga gictgcacct attigcigag tgaatgtatg
3961 tgtgtgigca titgagagca cacctcigta tgattcgggt gtgagtgigt gtgaggaaac
4021 gtgggcaggc gaggagtgtt tgggagccag gtgcagetgg ggtgtgagtg tgtaagcaag
4081 cagctatgag gctgggcatt gettctecte cicttcteca geteccagec tttcttecce
4141 gggactcctg gggctccagg atgeccccaa gateccectee acaagtggat aatttgggct
4201 gcaggttaag gacagctaga gggactcaca ggccattcca cccgcacacc accagacccc
4261 caaattictt tittctittt tttttgagac agagtctcac tctgtcgeca ggctgeagtg

4321 gecgegatctc ggetcactge aaccicegece teccaggtic aagegattce cettectcag
4381 cctcccaagt agctgagact acaggegtge accatcacgt ccggctaatt tttigtattt
4441 tagtagagag gggtticacc atgttggcta ggatggtctc gatctcctga cctegtgatce
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4501 cgcccaccta ggecteccaa agtgctgaga ttacaggegt gagecactge geccggtcaa
4561 gactcccaaa tttcaaactc gccagcacct cctccacctg ggggagaaga geataataac
4621 gtcatticct gcectgaaag cagectcgag ggecaacaac acctgetgtc cgtgiccatg

4681 cccggtigge caccccgttt ctggeggetg ageggggctt ggcagggetg cgeggagggc
4741 gcggeggtgg ggeeeggggc ggageggeee ggggrggage gegegggctce cgageegtec
4801 acctgtggct ccggcticcg aageggetec ggggcggges cggggectca ctctgegata
4861 taactcgggt cgcgeggctc gegeaggecg ccaccgtegt ccgcaaagece tgagtectgt
4921 cctitctctc teccccggaca gecaatcgata gggetcaggt aagtggtagg agggacctca
4981 actcccagcc ttgtctgacce ctccaattat acactectit gectetttcce gicattccat

5041 aaccacccca acccctactc caccgggagg gggttgggca tacctggatt teccatecgeg
5101 cacctagcca cagggiccct aagagcagca gcagctagge atgggagggc tetttcccag
5161 gagagagggg gaaggggaca gggttgagag ctttacagag gaagtggaca gcatggaggg
5221 aggtaaggaa aggcctgtaa agaggaggag acactggctc tggcggaatg gggactattg
5281 gagggttaag cggatgtggc taaggctgag tcatctagga gtaaacaaga ggecttectt
5341 tgggaggagc caatccaggg tgtagggggc ccagagtgac caggtgcact agggaaaaaa
5401 tgccaggaga gggccaggaa gaggactigt tagtagegac tcacttctgg gcaggcaggce
5461 cagccagcta gecagectge tgaggctice caagagggge agagtgcetgg gatctgggaa
5521 tccaggaaag gagggaatgg ggtggggcta gatgaaaagg gataggtgtc cagggagagce
5581 ctctggctat tectgggacc aggaagtitt cactaggata cataacactt tttacacact
5641 caccccacce atccctggct tictattcat ggaacaacct ctetcctttt tectteccagg
5701 tggatccgee accatgtcaa getcticetg getecticte agectigtig ctgtaactge
5761 tgctcagtcc accatigagg aacaggccaa gacatttitg gacaagtita accacgaagc
5821 cgaagacctg tictatcaaa gticacttgc tictiggaat tataacacca atattactga
5881 agagaatgic caaaacatga ataatgcigg ggacaaatgg tctgectitt taaaggaaca
5941 gtccacactt gcccaaatgt atccactaca agaaaticag aatctcacag tcaagcttca
6001 gctgcaggct cttcagcaaa atgggtcttc agtgctcica gaagacaaga gcaaacggtt
6061 gaacacaatt ctaaatacaa tgagcaccat ctacagtact ggaaaagtit gtaacccaga
6121 taatccacaa gaatgctiat tacttgaacc aggtitgaat gaaataatgg caaacagttt
6181 agactacaat gagaggcict gggctiggga aagctggaga tctgaggicg gcaagcagct
6241 gaggccatia tatgaagagt atgtggtctt gaaaaatlgag atggcaagag caaatcatta
6301 tgaggactat ggggattalt ggagaggaga ctatgaagta aatggggtag atggctatga
6361 ctacagccge ggeccagtiga tigaagatgt ggaacatacc tttgaagaga ttaaaccatt
6421 atatgaacat cttcatgcct atgtgagggc aaagttgatg aatgcctatc cticctatat
6481 cagtccaatt ggatgcctec ctgctcattt gettggtgat atgtggggta gatttiggac
6541 aaatctgtac tctttgacag ttccctttgg acagaaacca aacatagatg ttactgatgc
6601 aatggtggac caggcctggg atgcacagag aataticaag gaggccgaga agttcttigt
6661 atctgttggt cttcctaata tgactcaagg atictgggaa aattccatge taacggaccc
6721 aggaaatgtt cagaaagcag tctgccatec cacagetigg gacctgggga agggegactt
6781 caggatcctt atgtgcacaa aggtgacaat ggacgactic ctgacagctc atcatgagat
6841 ggggcatatc cagtatgata tggcatatgc tgcacaacct tttctgctaa gaaatggagce
6901 taatgaagga ttccatgaag cigitgggga aatcatgica ctttctgcag ccacacctaa
6961 gcatttaaaa tccattggic tictgtcacc cgatittcaa gaagacaatg aaacagaaat
7021 aaacttcctg ctcaaacaag cactcacgat tgtigggact ctgecattia cttacatgtt
7081 agagaagtgg aggtggatgg tctttaaagg ggaaattccc aaagaccagt ggatgaaaaa
7141 gtggtgggag atgaagcgag agatagitgg ggtgestggaa cctgtgecce atgatgaaac
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7201 atactgtgac cccgcatctc tgttccatgt ttctaatgat tactcattica ttcgatatta
7261 cacaaggacc ctttaccaat tccagttica agaagcactt tgtcaagcag ctaaacatga
7321 aggccctctg cacaaatgig acatctcaaa ctctacagaa geiggacaga aactgticaa
7381 tatgctgagg ctiggaaaat cagaaccctg gaccctagca ttggaaaatg tigtaggagce
7441 aaagaacatg aatgtaaggc cactgctcaa ctactttgag cccttatita cctggctgaa
7501 agaccagaac aagaattctt ttgtgggatg gagtaccgac tggagtccat atgcagacca
7561 aagcatcaaa gtgaggataa gcctaaaatc agetctigga gataaagceat atgaatggaa
7621 cgacaatgaa atgtacctgt tccgatcatc tgttgecatat gctatgagge agtacttttt
7681 aaaagtaaaa aatcagatga ttcttittgg ggaggaggat gtgcgagtgg ctaatttgaa
7741 accaagaatc tcctttaatt tetttgtcac tgcacctaaa aatgtgtctg atatcattcc
7801 tagaactgaa gttgaaaagg ccatcaggat gtcccggage cgtatcaatg atgetitecg
7861 tctgaatgac aacagcctag agttictggg gatacagcca acactiggac ctcctaacca
7921 gccecctgtt teccatatgge tgatigtitt tggagtigtg atgggagtga tagtggtigg
7981 cattgtcatc ctgatctica ctgggatcag agatcggaag aagaaaaata aagcaagaag
8041 tggagaaaat ccttatgcect ccatcgatat tagcaaagga gaaaataatc caggaticca
8101 aaacactgat gatgttcaga cctcctttta actcgagctc aagcttcgaa ttcccgataa
8161 tcaacctctg gattacaaaa tttgtgaaag attgactggt attcttaact atgttgctcc
8221 ttttacgcta tgtggatacg ctgctttaat gecttigtat catgetattig cticecgtat
8281 ggctitcatt tictcctect tgtataaatc ctggtigetg teictttatg aggagtigtg
8341 gcccgttgtc aggcaacgtg gegtggtgtg cactgtgtit gctgacgcaa cccccactgg
8401 ttggggcatt gccaccacct gtcagetect ticcgggact ttcgettice cectecctat
8461 tgccacggeg gaactcateg ccgectgect tgeeccgetge tggacagggg cteggetgtt
8521 gggcactgac aattccgtgg tgttgtcggg gaagctgacg tectitccat ggetgetege
8581 ctgtgttgcc acctggattc tgcgegggac gtecttctge tacgtecctt cggeectcaa
8641 tccageggac cttecttcec geggectget gecggetcetg cggectctic cgegteticg
8701 ccticgcect cagacgagtc ggatctecect ttgggecgec teccegeate gggaattcig
8761 cagtcgacgg tacctttaag accaatgact tacaaggcag ctgtagatct tagccacttt
8821 ttaaaagaaa aggggggact ggaagggcta attcaciccc aacgaagaca agatcgtcga
8881 gagatgctgc atataagcag ctgctttttg ctigtactgg gtctctctgg ttagaccaga
8941 tctgagcectg ggagctcict ggctaactag ggaacccact gettaagect caataaagcet
9001 tgccttgagt gettcaagta gigtgtgecce gtctgtigtg tgactctggt aactagagat
9061 ccctcagacc cttttagtca gtgtggaaaa tctctageag ttctagaggg cccgtitaaa
9121 cccgctgatc agectcgact gtgecticta gttgecagec atctgttgtt tgecectece
9181 ccgtgectic ctigaccctg gaaggtgeca ctcccactgt ccittectaa taaaatgagg
9241 aaattgcatc gcattgictg agtaggtgtc attctatict ggggeggtgeg gtggggcagg
9301 acagcaaggg ggaggatigg gaagacaata gcaggeatge tggggatgeg gtgggcticta
9361 tggcttctac tgggcggttt tatggacage aagcgaaccg gaattgecag ctggggcgec
9421 ctctggtaag gtigggaagc cctgcaaagt aaactggatg gettictcge cgecaaggat
9481 ctgatggcgc aggggatcaa getctgatica agagacagga tgaggatcgt ticgcatgat
9541 tgaacaagat ggattgcacg caggticicc ggecgettgg gtggagaggce tattcggcta
9601 tgactgggca caacagacaa tcggetgetc tgatgecgece gtgttecgge tgtcagegea
9661 ggggcgeecg gttcttittg tcaagaccga ccigiccggt gecctgaatg aactgcaaga
9721 cgaggcageg cggctatcgt ggctggccac gacgggegtt cctigegeag ctgtgctcga
9781 cgttgtcact gaagcgggaa gggactggcet getatiggesc gaagtgecgg ggcaggatcet
9841 cctgtcatct caccttgetc ctgccgagaa agtatccatce atggetgatg caatgeggeg
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9901 gctgcatacg cttgatccgg ctacctgecc attcgaccac caagcgaaac atcgeatega
9961 gcgagcacgt actcggatgg aagecggtict tgtcgatcag gatgatctgg acgaagagea
10021 tcaggggctc gcgecagecg aactgticge caggetcaag gecgagcatge ccgacggega
10081 ggatctcgtc gitgacccatg gecgatgectg ctigccgaat atcatggtgg aaaatggecg
10141 ctittctgga ttcatcgact gtggecggcet gggtgtggceg gaccgctatc aggacatage
10201 gttggctacc cgtgatatig ctgaagagct tggcggcegaa tgggctgacce gettectegt
10261 gctttacggt atcgecgetc ccgaticgea gegeategec tictategec ticttgacga
10321 gttcttctga attattaacg cttacaattt cctgatgegg tatttictcc ttacgcatct
10381 gtgcggtatt tcacaccgca tacaggtgge acttticggg gaaatgtgeg cggaaccect
10441 atttgtttat ttttctaaat acaticaaat atgtatccge tcatgagaca ataaccctga
10501 taaatgcttc aataatagca cgtgctaaaa cttcattttt aatttaaaag gatctaggtg
10561 aagatccttt ttgataatct catgaccaaa atccctiaac gtgagtittc gttccactga
10621 gcgtcagacc ccgtagaaaa gatcaaagga tctictigag atcctttttt tetgegegta
10681 atctgctgct tgcaaacaaa aaaaccaccg ctaccagegg tggtttgttt gccggatcaa
10741 gagctaccaa ctctttitcc gaaggtaact ggcttcagca gagcgcagat accaaatact
10801 gtcctictag tgtagecgta gttaggecac cacttcaaga actctgtage accgectaca
10861 tacctcgctc tgctaatcect gttaccagtg getgetgeca giggegataa gtegtgtctt
10921 accgggtigg actcaagacg atagttaccg gataaggcgce ageggtcggg ctgaacgggg
10981 ggticgtgca cacagcccag ctiggagega acgacctaca ccgaactgag atacctacag
11041 cgtgagctat gagaaagcgc cacgcticcc gaagggagaa aggeggacag gtatccggta
11101 agcggcaggg tcggaacagg agagegeacg agggagetic cagggggaaa cgectggtat
11161 ctttatagtc ctgtcgggtt tcgecaccic tgactigage gtcgattitt gtgatgctcg
11221 tcagggggec ggagcctatg gaaaaacgcc agcaacgegg cctttttacg gticctgggce
11281 ttttgctgge ctittgcetca catgticttg actcticgeg atgtacgggce cagatatacg
11341 cg

PCT/EP2021/069890



WO 2022/013405 PCT/EP2021/069890

43/75
Figure 24
Figure 24B: K18 PROMOTER (SEQ ID No. 26) (BOLD UNDERLINED = MODIFIED SPLICING

DONOR (SEQ ID No. 27) AND ACCEPTOR SITES (SEQ ID No. 28)) (nucleotides 2453
to 3249 in SEQ ID No. 25)

ATCCAGTGGGGGAATATARAGGTGARAGCAGGAGAGACCCCTCTGACTGGAACCTCTTACCTCCCAGAAGCCTTGTA
TGCAAAACCAGTGGGCATTCATTTGTATGTTATTTTGCATCCCGTTTGCCTCCCAGCCTTCAGCAGGCCCCGACCCT
CCCCTGGCCAGCTTCCACCCTGACTGCCCCCTGGCTGGCTCCCATTGAGCACTGTGGGCTCTCCCCACCATTAGGTG
ACAGATCAGGAACAATCCAGGCTCAGGCTCTTTATCTGTGCTCTGCCTCCCACCTGGCAGGTCCACTGGCCAGGCTT
TTCCAGGGTCCCTTCTCTCCCAGGTCTGCCCTACTATTTGTCCTCCCCTTCCCCCTCAGCTGGTAGCTCGATAAGAA
TCAATAGGTCCACTCCAGAGCAAAGAACACAGCCAAATGTGTCATACCAGGCCCTGCCAGAAARAACGAGCTGCTGGA
GCTGACAAACTTGAAGGCCAAACACCTAAGGTTCCCCCCAACACTTCATTCAGCAGGGATGGTCATTCAGCTTCAGG
GGGCAGGCAGCATGAAAGCCTCCCTACCTCCATCCTTCTCACACAGAGGCTGGGGAGAGCATCTTGGAGGATGCAGT
CCCCTGGGGCCAGGCTTCTAATCCAGACAGCCCTTACAAGGGGGGACAGGGGAAGGACTGGCTTGGAGAAAAGTCCT
AGAARAGAGGGGAGGGGCACTGGCCACCAGGGCTGGGTCGCTGCTATGATGGTCCTAGGAGTGCCTGCCTGTCCTCT
CAGGCCCCATGCGATGTAGGACACATTACTTTTATTTATTTATTTATTTATTTTGAGTCAGAGTTTCGCTCTGGTTG
CCCAGGCTGGAGCGCGACGGCACGATCTTGGCTCACTGCAACCTCTGCCTCCTGGGTTCAAGCGATTCTCCTGCCTC
AGCCTCCTGAGTAGCTGGGATTACAGGCACACACTGTGCTGGTTAATTTTTGTATTTTTAGTAGAGAAGGGGTGTCA
CCATGTTGGTCAGGCTGGTCTCAAATTTTTTTTTTTTTTTTTTTTTTTTTTTGAGACAGAGTCTTGCTCTGTTGTCT
AGGCTGGAGTGCAGTGGCATCGAACTCTTGACCTCAAGTGATCCACCCGCCTCGGCCTCCCARAGTGCTTGGATTAC
AGGCATGAGCCACTGTGCCCGGCGATGTGGGACACATTATCATCTCTGTGAGAGATTTTTGGTCTCTTTTGTCACCG
CCCTTCTCTCCCAGCTCCTAGAACTGGGCCTGGCTCACAGTAGGTGCTGAATGCATACTGGTTGAATTGTAAATGCT
CAGGATTTGTTTAATTAAGGATGCAGGAAAGGTGATATACCGGTGTGCAGAAGTCAGGATGCATTCCCTGTCCAAAT
CACAGTGTTCCACTGAGGCAAGGCCCTTGGGAGTGAGGTCGGGAGAGGGGAGGGTGGTGGAGGGGGCTCAGAGACTG
GGTTTGTTTTGGGGAGTCTGCACCTATTTGCTGAGTGAATGTATGTGTGTGTGCATTTGAGAGCACACCTCTGTATG
ATTCGGGTGTGAGTGTGTGTGAGGARACGTGGGCAGGCGAGGAGTGTTTGGGAGCCAGGTGCAGCTGGGGTGTGAGT
GTGTAAGCAAGCAGCTATGAGGCTGGGCATTGCTTCTCCTCCTCTTCTCCAGCTCCCAGCCTTTCTTCCCCGGGACT
CCTGGGGCTCCAGGATGCCCCCAAGATCCCCTCCACAAGTGGATAATTTGGGCTGCAGGTTAAGGACAGCTAGAGGG
ACTCACAGGCCATTCCACCCGCACACCACCAGACCCCCAAATTTCTTTTTTICTTTTTTTTTTGAGACAGAGTCTCAC
TCTGTCGCCAGGCTGCAGTGGCGCGATCTCGGCTCACTGCAACCTCCGCCTCCCAGGTTCAAGCGATTCCCCTTCCT
CAGCCTCCCAAGTAGCTGAGACTACAGGCGTGCACCATCACGTCCGGCTAATTTTTTGTATTTTAGTAGAGAGGGGT
TTCACCATGTTGGCTAGGATGGTCTCGATCTCCTGACCTCGTGATCCGCCCACCTAGGCCTCCCAAAGTGCTGAGAT
TACAGGCGTGAGCCACTGCGCCCGGTCAAGACTCCCAAATTTCARACTCGCCAGCACCTCCTCCACCTGGGGGAGAA
GAGCATAATAACGTCATTTCCTGCCCTGAAAGCAGCCTCGAGGGCCAACAACACCTGCTGTCCGTGTCCATGCCCGG
TTGGCCACCCCGTTTCTGGGGGGTGAGCGGGGCTTGGCAGGGCTGCGCGGAGGGCGCGEEGEETGEGGCCCEGEELEE
AGCGGCCCGGGGCGGAGGGCGCGGGCTCCGAGCCGTCCACCTGTGGCTCCGGCTTCCGAAGCGGCTCCGGGGLEGEEE
GCGGGGCCTCACTCTGCGATATAACTCGGGTCGCGCGGCTCGCGCAGGCCGCCACCGTCGTCCGCAAAGCCTGAGTC
CTGTCCTTTCTCTCTCCCCGGACAGCAATCGATAGGGCTCAGGTAAGTGGTAGGAGGGACCTCAACTCCCAGCCTTG
TCTGACCCTCCAATTATACACTCCTTTGCCTCTTTCCGTCATTCCATAACCACCCCAACCCCTACTCCACCGGGAGG
GGGTTGGGCATACCTGGATTTCCATCCGCGCACCTAGCCACAGGGTCCCTAAGAGCAGCAGCAGCTAGGCATGGGAG
GGCTCTTTCCCAGGAGAGAGGGGGAAGGGGACAGGGTTGAGAGCTTTACAGAGGAAGTGGACAGCATGGAGGGAGGT
AAGGAAAGGCCTGTAAAGAGGAGGAGAC
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ACTGGCTCTGGCGGAATGGGGACTATTGGAGGGTTAAGCGGATGTGGCTAAGGCTGAGTCATCTAGGAGTAAACAAGAGGCCTT
CCTTTGGGAGGAGCCAATCCAGGGTGTAGGGGGCCCAGAGTGACCAGGTGCACTAGGGAAAAAATGCCAGGAGAGGGCCAGGAA
GAGGACTTGTTAGTAGCGACTCACTTCTGGGCAGGCAGGCCAGCCAGCTAGCCAGCCTGCTGAGGCTTCCCAAGAGGGGCAGAG
TGCTGGGATCTGGGAATCCAGGAAAGGAGGGAATGGGGTGGGGCTAGATGAAAAGGGATAGGTGTCCAGGGAGAGCCTCTGGCT
ATTCCTGGGACCAGGAAGTTTTCACTAGGATACATAACACTTTTTACACACTCACCCCACCCATCCCTGGCTTTCTATTCATGG
AACAACCTCTCTCCTTTTTCCTTCCAGGT

Figure 24C: hACE2- SEQ ID No.29 nucleotides 5714 to 8131 in SEQ ID No.25

ATGTCAAGCTCTTCCTGGCTCCTTCTCAGCCTTGTTGCTGTAACTGCTGCTCAGTCCACCATTGAGGAACAGGCCAAGACATTT
TTGGACAAGTTTAACCACGAAGCCGAAGACCTGTTCTATCAAAGTTCACTTGCTTCTTGGAATTATAACACCAATATTACTGAA
GAGAATGTCCAAAACATGAATAATGCTGGGGACARAATGGTCTGCCTTTTTAAAGGAACAGTCCACACTTGCCCAAATGTATCCA
CTACAAGAAATTCAGAATCTCACAGTCAAGCTTCAGCTGCAGGCTCTTCAGCAAAATGGGTCTTCAGTGCTCTCAGAAGACAAG
AGCAAACGGTTGAACACAATTCTAAATACAATGAGCACCATCTACAGTACTGGAAAAGTTTGTAACCCAGATAATCCACAAGAA
TGCTTATTACTTGAACCAGGTTTGAATGAAATAATGGCAAACAGTTTAGACTACAATGAGAGGCTCTGGGCTTGGGAAAGCTGG
AGATCTGAGGTCGGCAAGCAGCTGAGGCCATTATATGAAGAGTATGTGGTCTTGAAAAATGAGATGGCAAGAGCAAATCATTAT
GAGGACTATGGGGATTATTGGAGAGGAGACTATGAAGTAAATGGGGTAGATGGCTATGACTACAGCCGCGGCCAGTTGATTGAA
GATGTGGAACATACCTTTGAAGAGATTAAACCATTATATGAACATCTTCATGCCTATGTGAGGGCAAAGTTGATGAATGCCTAT
CCTTCCTATATCAGTCCAATTGGATGCCTCCCTGCTCATTTGCTTGGTGATATGTGGGGTAGATTTTGGACAAATCTGTACTCT
TTGACAGTTCCCTTTGGACAGAAACCAAACATAGATGTTACTGATGCAATGGTGGACCAGGCCTGGGATGCACAGAGAATATTC
AAGGAGGCCGAGAAGTTCTTTGTATCTGTTGGTCTTCCTAATATGACTCAAGGATTCTGGGAAAATTCCATGCTAACGGACCCA
GGAAATGTTCAGAAAGCAGTCTGCCATCCCACAGCTTGGGACCTGGGGAAGGGCGACTTCAGGATCCTTATGTGCACARAAGGTG
ACAATGGACGACTTCCTGACAGCTCATCATGAGATGGGGCATATCCAGTATGATATGGCATATGCTGCACAACCTTTTCTGCTA
AGAAATGGAGCTAATGAAGGATTCCATGAAGCTGTTGGGGAAATCATGTCACTTTCTGCAGCCACACCTAAGCATTTAAAATCC
ATTGGTCTTCTGTCACCCGATTTTCAAGAAGACAATGAAACAGAAATAAACTTCCTGCTCAAACAAGCACTCACGATTGTTGGG
ACTCTGCCATTTACTTACATGTTAGAGAAGTGGAGGTGGATGGTCTTTAAAGGGGAAATTCCCAAAGACCAGTGGATGAAAALNG
TGGTGGGAGATGAAGCGAGAGATAGTTGGGGTGGTGGAACCTGTGCCCCATGATGAAACATACTGTGACCCCGCATCTCTGTTC
CATGTTTCTAATGATTACTCATTCATTCGATATTACACAAGGACCCTTTACCAATTCCAGTTTCAAGAAGCACTTTGTCAAGCA
GCTAAACATGAAGGCCCTCTGCACAAATGTGACATCTCAAACTCTACAGAAGCTGGACAGAAACTGTTCAATATGCTGAGGCTT
GGAAAATCAGAACCCTGGACCCTAGCATTGGAAAATGTTGTAGGAGCAAAGAACATGAATGTAAGGCCACTGCTCAACTACTTT
GAGCCCTTATTTACCTGGCTGAAAGACCAGAACAAGAATTCTTTTGTGGGATGGAGTACCGACTGGAGTCCATATGCAGACCAA
AGCATCAAAGTGAGGATAAGCCTAARAATCAGCTCTTGGAGATAAAGCATATGAATGGAACGACAATGAAATGTACCTGTTCCGA
TCATCTGTTGCATATGCTATGAGGCAGTACTTTTTAAAAGTAAAAAATCAGATGATTCTTTTTGGGGAGGAGGATGTGCGAGTG
GCTAATTTGAAACCAAGAATCTCCTTTAATTTCTTTGTCACTGCACCTAAAAATGTGTCTGATATCATTCCTAGAACTGAAGTT
GAAAAGGCCATCAGGATGTCCCGGAGCCGTATCAATGATGCTTTCCGTCTGAATGACAACAGCCTAGAGTTTCTGGGGATACAG
CCAACACTTGGACCTCCTAACCAGCCCCCTGTTTCCATATGGCTGATTGTTTTTGGAGTTGTGATGGGAGTGATAGTGGTTGGC
ATTGTCATCCTGATCTTCACTGGGATCAGAGATCGGAAGAAGAAAAATAAAGCAAGAAGTGGAGAARAATCCTTATGCCTCCATC
GATATTAGCAAAGGAGAAAATAATCCAGGATTCCAAAACACTGATGATGTTCAGACCTCCTTTTAA
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Figure 24D: hACE2 protein (SEQ ID No.30)
MKRDRCPGRASGYSWDQEVFTRIHNTEFYTLTPPIPGFLFMEQPLSFFLPGGSATMSSSSWLLLSLVAVTAAQSTIEE
QAKTFLDKFNHEAEDLFYQSSLASWNYNTNITEENVONMNNAGDKWSAFLKEQSTLAQMYPLQETIQNLTVKLQLQAL
QONGSSVLSEDKSKRLNTILNTMSTIYSTGKVCNPDNPQECLLLEPGLNEIMANSLDYNERLWAWESWRSEVGKQLR
PLYEEYVVLKNEMARANHYEDYGDYWRGDYEVNGVDGYDYSRGQLIEDVEHTFEEIKPLYEHLHAYVRAKLMNAYPS
YISPIGCLPAHLLGDMWGRFWTNLYSLTVPFGQKPNIDVTDAMVDQAWDAQRIFKEAEKFEFVSVGLPNMTQGEWENS
MLTDPGNVQKAVCHPTAWDLGKGDFRILMCTKVTMDDFLTAHHEMGHIQYDMAYAAQPFLLRNGANEGFHEAVGEIM
SLSAATPKHLKSIGLLSPDFQEDNETEINFLLKQALTIVGTLPFTYMLEKWRWMVEFKGEIPKDOQWMKKWWEMKREIV
GVVEPVPHDETYCDPASLFHVSNDYSFIRYYTRTLYQFQFQEALCQAAKHEGPLHKCDISNSTEAGQKLFNMLRLGK
SEPWTLALENVVGAKNMNVRPLLNYFEPLETWLKDONKNSEVGWSTDWSPYADQSIKVRISLKSALGDKAYEWNDNE
MYLEFRSSVAYAMROQYFLKVENQMILFGEEDVRVANLKPRISFNFFVTAPKNVSDIIPRTEVEKATIRMSRSRINDAFR
LNDNSLEFLGIQPTLGPPNQPPVSIWLIVFGVVMGVIVVGIVILIFTGIRDRKKKEKNKARSGENPYASIDISKGENNP
GFONTDDVQTSE*

Figure 24E: WPRE WT - SEQ ID No.31 nucleotides 8149 to 8753 in SEQ ID No.25b
AATTCCCGATAATCAACCTCTGGATTACAAAATTTGTGAAAGATTGACTGGTATTCTTAACTATGTTGCTCCTTTTA
CGCTATGTGGATACGCTGCTTTAATGCCTTTGTATCATGCTATTGCTTCCCGTATGGCTTTCATTTTCTCCTCCTTG
TATAAATCCTGGTTGCTGTCTCTTTATGAGGAGTTGTGGCCCGTTGTCAGGCAACGTGGCGTGGTGTGCACTGTGTT
TGCTGACGCAACCCCCACTGGTTGGGGCATTGCCACCACCTGTCAGCTCCTTTCCGGGACTTTCGCTTTCCCCCTCC
CTATTGCCACGGCGGAACTCATCGCCGCCTGCCTTGCCCGCTGCTGGACAGGGGCTCGGCTGTTGGGCACTGACAAT
TCCGTGGTGTTGTCGGGGAAGCTGACGTCCTTTCCATGGCTGCTCGCCTGTGTTGCCACCTGGATTCTGCGCGGGAC
GTCCTTCTGCTACGTCCCTTCGGCCCTCAATCCAGCGGACCTTCCTTCCCGCGGCCTGCTGCCGGCTCTGCGGCCTC
TTCCGCGTCTTCGCCTTCGCCCTCAGACGAGTCGGATCTCCCTTTGGGCCGCCTCCCCGCATCGGG

Figure 24F: polypeptide encoded by Kan/neoR gene (SEQ ID No. 33)
IEQDGLHAGSPAAWVERLFGYDWAQQTIGCSDAAVEFRLSAQGRPV
LEVKTDLSGALNELODEAARLSWLATTGVPCAAVLDVVTEAGRDWLLLGEVPGQDLLSS
HLAPAEKVSIMADAMRRLHTLDPATCPFDHQAKHRIERARTRMEAGLVDQDDLDEEHQG
LAPAELFARLKASMPDGEDLVVTHGDACLPNIMVENGRFSGFIDCGRLGVADRYQDIAL
ATRDIAEELGGEWADRFLVLYGIAAPDSQRIAFYRLLDEFE"

Figure 24G: WPREm - SEQ ID No.98
aattcccgataatcaacctctggattacaaaatttgtgaaagattgactggtattcttaactatgttgctceccttttacge
tatgtggatacgctgctttaatgcctttgtatcatgctattgecttccecgtatggectttcattttcteccteccttgtataaa
tcctggttgctgtcectectttatgaggagttgtggecccgttgtcaggcaacgtggecgtggtgtgecactgtgtttgectgacge
aacccccactggttggggcattgccaccacctgtcagctcecttteccgggactttecgetttcccecctececctattgeccacgg
cggaactcatcgccgcctgceccttgecececgectgectggacaggggctecggectgttgggcactgacaattccgtggtgttgteg
gggaagctgacgtcctttcececgaggctgctecgectgtgttgeccacctggattctgecgegggacgteccttectgectacgtecece
ttcggccctcaatccagcggaccttecttceccecgeggectgectgecggectectgecggectectteccgegtecttecgecttegec
ctcagacgagtcggatctccctttgggccgecctecceccgecatcggyg
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Figure 29
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Figure 30

pFlap-ieCMV-S-Bl117-WPREm

Fig. 30A: Complete nucleotide sequence of pFlap-ieCMV-S-Bl17-WPREm (10077pb) (SEQ ID
NO: 106)
ggcgttgggagctttttgcaaaagcctaggcctccaaaaaagcctcectcactacttctggaatagectcagaggcagaggce
ggcctcggcctctgcataaataaaaaaaattagtcagccatggggcggagaatgggcggaactgggcggagttaggggcyg
ggatgggcggagttaggggcgggactatggttgctgactaattgagatgcccgacattgattattgactagttggaaggyg
ctaattcactcccaaagaagacaagatatccttgatctgtggatctaccacacacaaggctacttccctgattagcagaa
ctacacaccagggccaggggtcagatatccactgacctttggatggtgctacaagctagtaccagttgageccagataagg
tagaagaggccaataaaggagagaacaccagcttgttacaccctgtgagecctgcatgggatggatgacccggagagagaa
gtgttagagtggaggtttgacagccgcctagcatttcatcacgtggcccgagagectgecatccggagtacttcaagaactyg
ctgatatcgagcttgctacaagggactttccgctggggactttccagggaggcgtggectgggecgggactggggagtgge
gagccctcagatcctgcatataagcagectgectttttgectgtactgggtctectectggttagaccagatctgagectggga
gctctctggctaactagggaacccactgcttaagecctcaataaagecttgecttgagtgcttcaagtagtgtgtgeccegtce
tgttgtgtgactctggtaactagagatccctcagacccttttagtcagtgtggaaaatctctagcagtggcgeccgaaca
gggacttgaaagcgaaagggaaaccagaggagctctctcgacgcaggactcggettgectgaagecgecgecacggcaagaggce
gaggggcggcgactggtgagtacgccaaaaattttgactagcggaggctagaaggagagagatgggtgcgagagcgtcag
tattaagcgggggagaattagatcgcgatgggaaaaaattcggttaaggccagggggaaagaaaaaatataaattaaaac
atatagtatgggcaagcagggagctagaacgattcgcagttaatcctggectgttagaaacatcagaaggctgtagacaa
atactgggacagctacaaccatcccttcagacaggatcagaagaacttagatcattatataatacagtagcaaccctcta
ttgtgtgcatcaaaggatagagataaaagacaccaaggaagctttagacaagatagaggaagagcaaaacaaaagtaaga
ccaccgcacagcaagcggccgcectgatcttcagacctggaggaggagatatgagggacaattggagaagtgaattatataa
atataaagtagtaaaaattgaaccattaggagtagcacccaccaaggcaaagagaagagtggtgcagagagaaaaaagag
cagtgggaataggagctttgttccttgggttcttgggagcagcaggaagcactatgggecgcagecgtcaatgacgectgacg
gtacaggccagacaattattgtctggtatagtgcagcagcagaacaatttgctgagggctattgaggcgcaacagcatct
gttgcaactcacagtctggggcatcaagcagctccaggcaagaatcctggctgtggaaagatacctaaaggatcaacagce
tcctggggatttggggttgctctggaaaactcatttgcaccactgectgtgeccttggaatgectagttggagtaataaatct
ctggaacagatttggaatcacacgacctggatggagtgggacagagaaattaacaattacacaagcttaatacactcctt
aattgaagaatcgcaaaaccagcaagaaaagaatgaacaagaattattggaattagataaatgggcaagtttgtggaatt
ggtttaacataacaaattggctgtggtatataaaattattcataatgatagtaggaggcttggtaggtttaagaatagtt
tttgctgtactttctatagtgaatagagttaggcagggatattcaccattatcgtttcagacccacctcccaaccccgag
gggacccgacaggcccgaaggaatagaagaagaaggtggagagagagacagagacagatccattcgattagtgaacggat
ctcgacggtatcgccgaattcacaaatggcagtattcatccacaattttaaaagaaaaggggggattggggggtacagtyg
caggggaaagaatagtagacataatagcaacagacatacaaactaaagaattacaaaaacaaattacaaaaattcaaaat
tttcgggtttattacagggacagcagagatccactttggctgatacgcgtggagttccgegttacataacttacggtaaa
tggcccgecctggctgaccgcccaacgacccecccgeccattgacgtcaataatgacgtatgttecccatagtaacgeccaatag
ggactttccattgacgtcaatgggtggagtatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgcca
agtacgccccctattgacgtcaatgacggtaaatggcccgectggcattatgcccagtacatgaccttatgggactttcee
tacttggcagtacatctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggecgtggat
agcggtttgactcacggggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgg
gactttccaaaatgtcgtaacaactccgccccattgacgcaaatgggcggtaggecgtgtacggtgggaggtctatataag
cagagcttcgcctggagacgccatccacgctgttttgacctccatagaagacaccgcgatcggatccacaagtttgtaca
aaaaagcaggctgccaccatgttcgtgtttctggtgctgectgeccactggtgtccagtcagtgecgtgaacctgaccacacg
aacacagctgccaccagcctacaccaatagcttcacccgecggagtgtactaccccgacaaggtgttccgcagecagegtge
tgcatagcacccaggatctgtttctgecccttcttcagcaacgtgacctggttccacgeccatctececggcaccaatggecace
aagcgcttcgataatcccgtgctgcceccttcaacgatggecgtgtactttgeccagcaccgagaagtccaatatcatccecgegg
ctggatcttcggcaccacactggatagcaagacccagagcctgctgatcgtgaacaacgccaccaacgtggtcatcaaag
tgtgcgagttccagttctgcaacgaccccttecctgggecgtctaccacaagaacaacaagagctggatggaaagecgagtte
cgcgtgtacagcagcgccaacaactgcaccttcgagtacgtgtcccageccattecctgatggacctggaaggcaagcaggg
caacttcaagaacctgcgcgagttcgtgttcaagaacatcgacggctacttcaaaatctacagcaagcacaccccaatca
acctcgtgcgcgatctgccacagggattcagtgctctggaacccctggtggatctgecccatcggcatcaacattacccge
tttcagacactgctggccctgcaccgcagttacttgacaccaggcgatagcagcagtggatggacagectggtgecgecge
ttactacgttggatatctgcagccacgcacctttctgctgaagtacaacgagaacggcaccatcaccgacgeccgtggatt
gtgctctcgatcccctgagcgagacaaagtgcaccctgaagteccttcaccgtcgagaagggcatctaccagaccagcaat
ttccgcgtgcagecccaccgagagcatecgtgecgecttececccaatatcaccaatctgtgececcttecggecgaggtgttcaatge
cacacgctttgcctcecgtgtacgecctggaatcgcaagcgcattagcaactgecgtggeccgactacteccgtgetgtacaata
gcgccagcttcagcaccttcaagtgctacggecgtgtcacccaccaagctgaacgacctgtgecttcaccaatgtgtacgece
gacagcttcgtgatccgcggagatgaagtgcgacagattgccccaggccagaccggcaagatcgeccgactacaattacaa
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Figure 30A (CON'T)

gctgccecgacgacttcaccecggctgegtgatecgectggaacagcaacaacctggattceccaaagteggeggecaactacaact
acctgtaccgectgttcecgcaagagcaatctgaagececttecgagegegacatcagecaccgaaatcectaccaggeecggaage
accccatgcaacggcgtggaaggcttcaactgcectactteccactgecagtectacggatttcageccacatatggegtggyg
ctaccagccatatcgagtggtggtgctgagettecgaactgetgecatgecteccagetacecgtgtgeggecccaagaagagta
ccaacctggtcaagaacaaatgcecgtgaacttcaacttcaacggecctgaccggaaccggegtgectgaccgagagtaacaaqg
aagttcctgccattccagecagtttggecgecgacattgacgatacaaccgatgeecgttegegatecceccagaccttggagat
cctggatattaccccatgetectteggeggegtgtecgtgattacaccaggcaccaataccagcaaccaggtggecgtte
tgtaccagggcgtgaattgcacagaggtgcececgtggecattcacgeccgatcaattgacaccaacatggegegtgtactee
accggcagcaatgtgtttcaaaccecgegetggatgectgattggagecgagcacgtgaacaatagectacgagtgegatat
cccecatecggagcecggaatcectgegectectatcagacccagaccaatagtcacecgacgageeccgaagtgtggeccagecaga
gcatcattgcctataccatgagectgggegecgagaatagegtggectactceccaacaacagecattgetatececcatcaac
ttcaccatcagcgtgaccaccgagatcectgecagtgteccatgaccaagaccagegtggactgecaccatgtacatetgegyg
agatagcaccgagtgcagcaacctgctgectgcagtacggaagtttctgecacccagetgaategegecectgacaggecattyg
ccgtggaacaggataagaacacccaagaggtgttegeccaagtgaagcaaatctacaagacceccaccaatcaaggattte
ggcggcttcaatttcageccagattectgececcgatccaagecaageccagcaagegecagettecatecgaggacctgetgtteaa
caaagtgacactggccgacgccggattcatcaagecagtatggegattgectgggegatattgecgecacgecgatectgattt
gcgcccagaagtttaacggactgaccgtectgecaccactgectgacagatgagatgatecgeccagtacacaagtgeccetyg
ctggccggaaccattaccageggatggacatttggagececggtgecgetetgcagattececttegetatgcagatggecta
ccgcttcaatggecattggegtgacccagaatgtgetgtacgagaaccagaagcectgatcgeccaaccagttcaacagecgeeca
tcggcaagattcaggacagcecctgagtagtaccgeccagegetctgggaaagetgecaggatgtggtcaaccagaacgcecteag
gccecctgaacacccectggttaagcagetgagcagecaactteggegecatcagtagegtgetgaacgatatectggecegect
ggataaggtggaagccgaggtgcagatcgatcgecctgattacecggacgectgecagtecectgecagacctatgtgacacage
agctgatccgageccgeccgagattcecgagctagtgectaatetggecgeccaccaagatgagegaatgtgtgetgggacagage
aagcgcgtggacttttgecggcaagggataccacctgatgagcttceccacagagtgecteccacacggegtggtgtttetgea
tgtgacctacgtgcceccgctcaagagaagaatttcaccaccgctceccageccatectgecacgacggaaaggeccattttecac
gcgagggcgtgttegttagcaacggcactcattggttegtcacccagegecaacttectacgageecccagatcatecaccace
cacaacaccttcgtcagecggcaactgecgacgtegtgateggecattgtgaacaacacecgtgtacgatccactgecageeccga
gctggacagcttcaaagaggaactggacaagtactttaagaaccacacaagcceccgacgtggacctgggagacattageg
gaatcaacgccagcgtggtcaacatccagaaagagattgaccgecctgaacgaggtggeccaagaatctgaacgagagectyg
atcgacctgcaagaactgggcaaatacgagcagtacattaagtggcecctggtacatctggetgggettecattgecggact
gattgccatcgtgatggtcaccattatgectgtgectgecatgaccagttgetgecagetgectgaagggatgetgecagttgeg
gaagctgctgcaagttcgacgaggatgatagcgagccagtgctgaagggegtcaagetgcactacacctgatagtaaace
cagctttcttgtacaaagtggtctcgagttceccgataatcaacctectggattacaaaatttgtgaaagattgactggtat
tcttaactatgttgectecttttacgctatgtggatacgetgectttaatgectttgtatcatgetattgettecegtatgg
ctttcattttctecctecttgtataaatecctggttgetgtetetttatgaggagttgtggecececgttgtcaggcaacgtgge
gtggtgtgcactgtgtttgctgacgcaaccecccactggttggggecattgeccaccacctgtcagetectttecgggacttt
cgctttecceccectecectattgecacggeggaactecategecgectgecttgecegetgetggacaggggeteggetgttgg
gcactgacaattccgtggtgttgtecggggaagetgacgtecectttecgeggetgetegectgtgttgecacctggattetyg
cgcgggacgteccttetgcectacgteecctteggecctecaateccageggaccttecttecececgeggectgetgeeggetetgeg
gccectettececgegtettegecttegecectcagacgagteggatetecetttgggecgectecececgeggtacctttaagace
aatgacttacaaggcagctgtagatcttageccactttttaaaagaaaaggggggactggaagggctaattcactcceccaac
gaagacaaaatcgtcgagagatgctgcatataagcagctgetttttgettgtactgggtectetetggttagaccagatet
gagcctgggagctctctggctaactagggaacccactgettaagectcaataaagettgecttgagtgettecaagtagtyg
tgtgccegtctgttgtgtgactectggtaactagagatcectcagacecttttagtcagtgtggaaaatectcectagecagtte
tagagggcccgtttaaaccecgctgatcagecctecgactgtgecttetagttgecagecatetgttgtttgececteeccecy
tgccttecttgaccectggaaggtgecactcececcactgtectttectaataaaatgaggaaattgecategecattgtetgagt
aggtgtcattctattctggggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgetgg
ggatgcggtgggctcectatggettctactgggeggttttatggacagecaagegaacecggaattgecagetggggegeccte
tggtaaggttgggaagccctgcaaagtaaactggatggetttettgecgeccaaggatectgatggegecaggggatcaaget
ctgatcaagagacaggatgaggatcgtttcgecatgattgaacaagatggattgcacgcaggttcteceggeegettgggtyg
gagaggctattcggctatgactgggcacaacagacaatcggctgetetgatgeecgecgtgtteeggetgtcagegecaggyg
gcgcceccggttetttttgtcaagaccgacctgtecggtgecectgaatgaactgcaagacgaggcagegeggetategtgge
tggccacgacgggcgttececttgegecagectgtgetegacgttgtcactgaagegggaagggactggetgetattgggegaa
gtgccggggcaggatctecctgtcatctcacecttgetectgecgagaaagtateccatcatggetgatgecaatgeggegget
gcatacgcttgatccggctacctgeccattecgaccaccaagcgaaacatcgecatecgagegagecacgtacteggatggaag
ccggtettgtecgatcaggatgatctggacgaagagcatcaggggetegegecagecgaactgttegecaggetcaaggeg
agcatgcccgacggcgaggatctegtegtgacccatggegatgectgettgecgaatatcatggtggaaaatggecgett
ttctggattcatcgactgtggececggectgggtgtggeggacegetatcaggacatagegttggetaccegtgatattgetyg
aagagcttggcggcgaatgggctgaccecgettecectegtgetttacggtategecgetecececgattegecagegecategectte
tatcgccttcttgacgagttcecttctgaattattaacgecttacaatttecectgatgeggtattttetecttacgecatetgtyg
cggtatttcacaccgcatcaggtggcactttteggggaaatgtgegeggaaccecctatttgtttatttttectaaatacat
tcaaatatgtatccgctcatgagacaataaccctgataaatgecttcaataatagcacgtgectaaaacttcatttttaatt
taaaaggatctaggtgaagatcctttttgataatctcatgaccaaaatccecttaacgtgagttttegtteccactgagegt
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cagaccccgtagaaaagatcaaaggatcttecttgagatecctttttttetgegegtaatectgetgettgecaaacaaaaaaa
ccaccgctaccagcggtggtttgtttgecggatcaagagectaccaactetttttecgaaggtaactggettcagecagage
gcagataccaaatactgttcttctagtgtagcecgtagttaggecaccacttcaagaactectgtagecacecgectacatace
tcgctcectgectaatecectgttaccagtggectgetgeccagtggegataagtegtgtettacegggttggactcaagacgatag
ttaccggataaggcgcageggtegggetgaacggggggttegtgecacacageccagettggagegaacgacctacacecga
actgagatacctacagcgtgagctatgagaaagcgccacgettececgaagggagaaaggeggacaggtatceggtaageg
gcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgectggtatectttatagtectgtegggtttege
cacctctgacttgagecgtcecgatttttgtgatgetegtcaggggggeggagectatggaaaaacgeccagcaacgecggectt
tttacggttcctggecttttgectggecttttgetcacatgttecttgetgettegegatgtacgggeccagatatacge

SUBSTITUTE SHEET (RULE 26)
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Fig. 30B: Nucleotide sequence of Spike SARS-Cov2 B.1.1.7 gene (codon optimized) (SEQ
ID NO: 107)

S-B117 (3813pb)
atgttcgtgtttctggtgctgctgccactggtgtccagtcagtgcgtgaacctgaccacacgaacacagctgccaccagce
ctacaccaatagcttcacccgcggagtgtactaccccgacaaggtgttccgcagcagegtgectgecatagcacccaggatce
tgtttctgcccttcttcagcaacgtgacctggttccacgeccatcteccggcaccaatggcaccaagcgecttcgataatccece
gtgctgcccttcaacgatggcgtgtactttgccagcaccgagaagtccaatatcatccgeggectggatecttecggecaccac
actggatagcaagacccagagcctgctgatcgtgaacaacgccaccaacgtggtcatcaaagtgtgcgagttccagttct
gcaacgaccccttcecctgggecgtctaccacaagaacaacaagagctggatggaaagcgagttcecgegtgtacagcagcgcece
aacaactgcaccttcgagtacgtgtcccagccattcctgatggacctggaaggcaagcagggcaacttcaagaacctgcg
cgagttcgtgttcaagaacatcgacggctacttcaaaatctacagcaagcacaccccaatcaacctcgtgegecgatectge
cacagggattcagtgctctggaacccctggtggatctgcccatcggcatcaacattacccgectttcagacactgetggec
ctgcaccgcagttacttgacaccaggcgatagcagcagtggatggacagctggtgccgeccgecttactacgttggatatct
gcagccacgcacctttctgctgaagtacaacgagaacggcaccatcaccgacgeccgtggattgtgectctcgatceccccectga
gcgagacaaagtgcaccctgaagtccttcaccgtcgagaagggcatctaccagaccagcaatttcecgegtgecagecccace
gagagcatcgtgcgcttccccaatatcaccaatctgtgecceccttecggcgaggtgttcaatgccacacgetttgectecgt
gtacgcctggaatcgcaagcgcattagcaactgcgtggccgactactcecgtgectgtacaatagecgeccagcttcagecacct
tcaagtgctacggcgtgtcacccaccaagctgaacgacctgtgcttcaccaatgtgtacgeccgacagecttecgtgatecge
ggagatgaagtgcgacagattgccccaggccagaccggcaagatcgeccgactacaattacaagctgecccgacgacttcac
cggctgcgtgatcgcctggaacagcaacaacctggattccaaagtcggecggcaactacaactacctgtaccgectgttece
gcaagagcaatctgaagcccttcgagcgcgacatcagcaccgaaatctaccaggeccggaagcaccccatgcaacggecgtyg
gaaggcttcaactgctacttcccactgcagtcctacggatttcagecccacatatggecgtgggectaccagccatatcgagt
ggtggtgctgagcttcgaactgctgcatgctccagectaccgtgtgecggeccccaagaagagtaccaacctggtcaagaaca
aatgcgtgaacttcaacttcaacggcctgaccggaaccggcgtgctgaccgagagtaacaagaagttcctgeccattceccag
cagtttggccgcgacattgacgatacaaccgatgccgttecgecgatccccagaccttggagatcctggatattaccececatg
ctccttcecggcggegtgtccgtgattacaccaggcaccaataccagcaaccaggtggeccgttectgtaccagggecgtgaatt
gcacagaggtgcccgtggccattcacgccgatcaattgacaccaacatggcgcgtgtactccaccggcagcaatgtgttt
caaacccgcgctggatgcecctgattggageccgagcacgtgaacaatagctacgagtgcgatatcceccatcggagecggaat
ctgcgcctcecctatcagacccagaccaatagtcaccgacgagcccgaagtgtggeccageccagagcatcattgectatacca
tgagcctgggcgccgagaatagecgtggecctactccaacaacagcattgctatccccatcaacttcaccatcagegtgace
accgagatcctgccagtgtccatgaccaagaccagcecgtggactgcaccatgtacatctgecggagatagcaccgagtgecag
caacctgctgctgcagtacggaagtttctgcacccagctgaatcgecgecctgacaggcattgeccgtggaacaggataaga
acacccaagaggtgttcgcccaagtgaagcaaatctacaagaccccaccaatcaaggatttcggeggettcaatttecage
cagattctgcccgatccaagcaagcccagcaagcgcagcttcatcgaggacctgectgttcaacaaagtgacactggecga
cgccggattcatcaagcagtatggcgattgecctgggecgatattgeccgecacgcecgatctgatttgecgeccagaagtttaacg
gactgaccgtcctgccaccactgctgacagatgagatgatcgecccagtacacaagtgceccctgectggeccggaaccattace
agcggatggacatttggagccggtgccgctectgcagattceccttecgetatgcagatggecctaccgecttcaatggecattgg
cgtgacccagaatgtgctgtacgagaaccagaagctgatcgccaaccagttcaacagcgceccatcggcaagattcaggaca
gcctgagtagtaccgceccagecgectectgggaaagectgcaggatgtggtcaaccagaacgctcaggccctgaacaccctggtt
aagcagctgagcagcaacttcggcgccatcagtagecgtgectgaacgatatcctggecccgectggataaggtggaagecga
ggtgcagatcgatcgcctgattaccggacgcctgcagtcecctgcagacctatgtgacacagcagctgatccgageccgecyg
agattcgagctagtgctaatctggccgccaccaagatgagcgaatgtgtgctgggacagagcaagecgcecgtggacttttge
ggcaagggataccacctgatgagcttcccacagagtgctccacacggecgtggtgtttctgcatgtgacctacgtgececcge
tcaagagaagaatttcaccaccgctccagccatctgeccacgacggaaaggeccattttccacgcgagggecgtgttegtta
gcaacggcactcattggttcgtcacccagcgcaacttctacgagccccagatcatcaccacccacaacaccttecgtecage
ggcaactgcgacgtcgtgatcggcattgtgaacaacaccgtgtacgatccactgcagcccgagctggacagcttcaaaga
ggaactggacaagtactttaagaaccacacaagccccgacgtggacctgggagacattagecggaatcaacgeccagegtgyg
tcaacatccagaaagagattgaccgcctgaacgaggtggccaagaatctgaacgagagecctgatcgacctgcaagaactyg
ggcaaatacgagcagtacattaagtggccctggtacatctggectgggcttcattgeccggactgattgeccatcgtgatggt
caccattatgctgtgctgcatgaccagttgctgcagctgectgaagggatgctgcagttgecggaagctgctgcaagtteg
acgaggatgatagcgagccagtgctgaagggcgtcaagctgcactacacctga
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Fig. 30C: Amino-Acid sequence of Spike SARS-Cov2 B.1.1.7 gene (codon optimized) (SEQ
ID NO: 108)

$-B117 (1270aa)
MEVEFLVLLPLVSSQCVNLTTRTQLPPAYTNSEFTRGVYYPDKVFRSSVLHSTOQDLEFLPFFSNVTWFHAISGTNGTKREDNP
VLPENDGVYFASTEKSNIIRGWIFGTTLDSKTQSLLIVNNATNVVIRKVCEFQFCNDPFLGVYHKNNKSWMESEFRVYSSA
NNCTFEYVSQPFLMDLEGKQGNFKNLREFVFKNIDGYFKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITRFQTLLA
LHRSYLTPGDSSSGWTAGAAAYYVGYLQPRTFLLKYNENGTITDAVDCALDPLSETKCTLKSFTVEKGIYQTSNFRVQPT
ESIVREFPNITNLCPFGEVENATRFASVYAWNRKRISNCVADYSVLYNSASEFSTFKCYGVSPTKLNDLCETNVYADSEVIR
GDEVRQIAPGQTGKIADYNYKLPDDEFTGCVIAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTPCNGV
EGFNCYFPLOSYGFQPTYGVGYQPYRVVVLSFELLHAPATVCGPKKSTNLVKNKCVNENEFNGLTGTGVLTESNKKEFLPEFQ
QFGRDIDDTTDAVRDPQTLEILDITPCSFGGVSVITPGTNTSNQVAVLYQGVNCTEVPVATIHADQLTPTWRVYSTGSNVE
QTRAGCLIGAEHVNNSYECDIPIGAGICASYQTQTNSHRRARSVASQSITAYTMSLGAENSVAYSNNSIAIPINFTISVT
TEILPVSMTKTSVDCTMYICGDSTECSNLLLQYGSFCTQLNRALTGIAVEQDRKNTQEVFAQVRKQIYKTPPIKDEGGENES
QILPDPSKPSKRSFIEDLLENKVTLADAGFIKQYGDCLGDIAARDLICAQKENGLTVLPPLLTDEMIAQYTSALLAGTIT
SGWTFGAGAALQIPFAMOMAYREFNGIGVTONVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLODVVNONAQALNTLV
KQLSSNFGAISSVLNDILARLDKVEAEVQIDRLITGRLOSLOTYVTQQLIRAAEIRASANLAATKMSECVLGQSKRVDFEC
GKGYHLMSFPQSAPHGVVELHVTYVPAQEKNFTTAPAICHDGKAHFPREGVEVSNGTHWEVTQRNEFYEPQIITTHNTEVS
GNCDVVIGIVNNTVYDPLOQPELDSFKEELDKYFKNHTSPDVDLGDISGINASVVNIQKEIDRLNEVAKNLNESLIDLQEL
GKYEQYIKWPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKEFDEDDSEPVLKGVKLHYT
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Figure 31

pFlap-ieCMV-S-B351-WPREm

Fig. 31A: Complete nucleotide sequence of pFlap-ieCMV-S-B351-WPREm (10077pb) (SEQ ID
NO: 109)
ggcgttgggagctttttgcaaaagcctaggcctccaaaaaagectectcactacttectggaatagectcagaggcagaggce
ggcctcggcctctgcataaataaaaaaaattagtcagccatggggcggagaatgggecggaactgggcggagttaggggcyg
ggatgggcggagttaggggcgggactatggttgctgactaattgagatgcccgacattgattattgactagttggaaggyg
ctaattcactcccaaagaagacaagatatccttgatctgtggatctaccacacacaaggctacttccctgattagcagaa
ctacacaccagggccaggggtcagatatccactgacctttggatggtgctacaagctagtaccagttgageccagataagg
tagaagaggccaataaaggagagaacaccagcttgttacaccctgtgagectgcatgggatggatgacccggagagagaa
gtgttagagtggaggtttgacagccgcctagcatttcatcacgtggcccgagagectgcatccggagtacttcaagaactyg
ctgatatcgagcttgctacaagggactttccgctggggactttccagggaggcgtggectgggecgggactggggagtgge
gagccctcagatcctgcatataagcagectgectttttgecctgtactgggtctectectggttagaccagatctgagectggga
gctctctggctaactagggaacccactgcttaagecctcaataaagecttgecttgagtgecttcaagtagtgtgtgeccegtce
tgttgtgtgactctggtaactagagatccctcagacccttttagtcagtgtggaaaatctctagcagtggecgecccgaaca
gggacttgaaagcgaaagggaaaccagaggagctctctcgacgcaggactcggecttgectgaagecgecgecacggcaagaggce
gaggggcggcgactggtgagtacgccaaaaattttgactagcggaggctagaaggagagagatgggtgcgagagecgtcag
tattaagcgggggagaattagatcgcgatgggaaaaaattcggttaaggccagggggaaagaaaaaatataaattaaaac
atatagtatgggcaagcagggagctagaacgattcgcagttaatcctggecctgttagaaacatcagaaggctgtagacaa
atactgggacagctacaaccatcccttcagacaggatcagaagaacttagatcattatataatacagtagcaaccctcta
ttgtgtgcatcaaaggatagagataaaagacaccaaggaagctttagacaagatagaggaagagcaaaacaaaagtaaga
ccaccgcacagcaagcggccgctgatcecttcagacctggaggaggagatatgagggacaattggagaagtgaattatataa
atataaagtagtaaaaattgaaccattaggagtagcacccaccaaggcaaagagaagagtggtgcagagagaaaaaagag
cagtgggaataggagctttgttccttgggttcttgggagcagcaggaagcactatgggecgcagecgtcaatgacgectgacyg
gtacaggccagacaattattgtctggtatagtgcagcagcagaacaatttgctgagggctattgaggcgcaacagcatct
gttgcaactcacagtctggggcatcaagcagctccaggcaagaatcctggctgtggaaagatacctaaaggatcaacagce
tcctggggatttggggttgctctggaaaactcatttgcaccactgcectgtgecttggaatgectagttggagtaataaatct
ctggaacagatttggaatcacacgacctggatggagtgggacagagaaattaacaattacacaagcttaatacactcctt
aattgaagaatcgcaaaaccagcaagaaaagaatgaacaagaattattggaattagataaatgggcaagtttgtggaatt
ggtttaacataacaaattggctgtggtatataaaattattcataatgatagtaggaggcttggtaggtttaagaatagtt
tttgctgtactttctatagtgaatagagttaggcagggatattcaccattatcgtttcagacccacctcccaacceccgag
gggacccgacaggcccgaaggaatagaagaagaaggtggagagagagacagagacagatccattcgattagtgaacggat
ctcgacggtatcgccgaattcacaaatggcagtattcatccacaattttaaaagaaaaggggggattggggggtacagtyg
caggggaaagaatagtagacataatagcaacagacatacaaactaaagaattacaaaaacaaattacaaaaattcaaaat
tttcgggtttattacagggacagcagagatccactttggctgatacgecgtggagttccgegttacataacttacggtaaa
tggcccgcecctggctgaccgcccaacgacccecccgeccattgacgtcaataatgacgtatgttecccatagtaacgeccaatag
ggactttccattgacgtcaatgggtggagtatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgcca
agtacgccccctattgacgtcaatgacggtaaatggcccgectggcattatgcccagtacatgaccttatgggactttcee
tacttggcagtacatctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggecgtggat
agcggtttgactcacggggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgg
gactttccaaaatgtcgtaacaactccgccccattgacgcaaatgggcggtaggecgtgtacggtgggaggtctatataag
cagagcttcgcctggagacgccatccacgctgttttgacctccatagaagacaccgcgatcggatccacaagtttgtaca
aaaaagcaggctgccaccatgttcgtgtttctggtgctgectgeccactggtgtccagtcagtgecgtgaacttcaccacacg
aacacagctgccaccagcctacaccaatagcttcacccgecggagtgtactaccccgacaaggtgttccgcagecagegtge
tgcatagcacccaggatctgtttctgecccttcttcagcaacgtgacctggttccacgeccatccacgtgteccggecaccaat
ggcaccaagcgcttcgctaatccecgtgectgececcttcaacgatggecgtgtactttgccagcaccgagaagtccaatatcat
ccgcggctggatcttcecggcaccacactggatagcaagacccagagcectgectgatecgtgaacaacgccaccaacgtggtea
tcaaagtgtgcgagttccagttctgcaacgaccccttectgggegtctactaccacaagaacaacaagagcectggatggaa
agcgagttccgcgtgtacagcagcgccaacaactgcaccttcgagtacgtgtcccageccattecctgatggacctggaagg
caagcagggcaacttcaagaacctgcgcgagttcgtgttcaagaacatcgacggctacttcaaaatctacagcaagcaca
ccccaatcaacctcgtgcgcggcecctgeccacagggattcagtgectctggaaccecctggtggatectgeccatecggecatcaac
attacccgctttcagacactgcaccgcagttacttgacaccaggcgatagcagcagtggatggacagectggtgecgecge
ttactacgttggatatctgcagccacgcacctttctgctgaagtacaacgagaacggcaccatcaccgacgcegtggatt
gtgctctcgatcccctgagcgagacaaagtgcaccctgaagteccttcaccgtcgagaagggcatctaccagaccagcaat
ttccgcgtgcagecccaccgagagcatecgtgecgettececccaatatcaccaatctgtgeccecttecggecgaggtgttcaatge
cacacgctttgcctccgtgtacgcctggaatcgcaagcgcattagcaactgecgtggeccgactacteccgtgetgtacaata
gcgccagcttcagcaccttcaagtgctacggecgtgtcacccaccaagctgaacgacctgtgcttcaccaatgtgtacgec
gacagcttcgtgatccgcggagatgaagtgcgacagattgccccaggccagaccggcaacatcgceccgactacaattacaa
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gctgccecgacgacttcaccecggctgegtgatecgectggaacagcaacaacctggattceccaaagteggeggecaactacaact
acctgtaccgectgttcecgcaagagcaatctgaagececttecgagegegacatcagecaccgaaatcectaccaggeecggaage
accccatgcaacggcgtgaaaggcttcaactgcectactteccactgecagtectacggatttcageccacatatggegtggyg
ctaccagccatatcgagtggtggtgctgagettecgaactgetgecatgecteccagetacecgtgtgeggecccaagaagagta
ccaacctggtcaagaacaaatgcecgtgaacttcaacttcaacggecctgaccggaaccggegtgectgaccgagagtaacaaqg
aagttcctgccattccagecagtttggecgecgacattgececgatacaaccgatgeecgttegegatececcagaccttggagat
cctggatattaccccatgetectteggeggegtgtecgtgattacaccaggcaccaataccagcaaccaggtggecgtte
tgtaccagggcgtgaattgcacagaggtgcececgtggecattcacgeccgatcaattgacaccaacatggegegtgtactee
accggcagcaatgtgtttcaaaccecgegetggatgectgattggagecgagcacgtgaacaatagectacgagtgegatat
cccecatecggagcecggaatcectgegectectatcagacccagaccaatagteccacgacgageeccgaagtgtggeccagecaga
gcatcattgcctataccatgagectgggegtggagaatagegtggecctactceccaacaacagecattgectatcececcaccaac
ttcaccatcagcgtgaccaccgagatcectgecagtgteccatgaccaagaccagegtggactgecaccatgtacatetgegyg
agatagcaccgagtgcagcaacctgctgectgcagtacggaagtttctgecacccagetgaategegecectgacaggecattyg
ccgtggaacaggataagaacacccaagaggtgttegeccaagtgaagcaaatctacaagacceccaccaatcaaggattte
ggcggcttcaatttcageccagattectgececcgatccaagecaageccagcaagegecagettecatecgaggacctgetgtteaa
caaagtgacactggccgacgccggattcatcaagecagtatggegattgectgggegatattgecgecacgecgatectgattt
gcgcccagaagtttaacggactgaccgtectgecaccactgectgacagatgagatgatecgeccagtacacaagtgeccetyg
ctggccggaaccattaccageggatggacatttggagececggtgecgetetgcagattececttegetatgcagatggecta
ccgcttcaatggecattggegtgacccagaatgtgetgtacgagaaccagaagcectgatcgeccaaccagttcaacagecgeeca
tcggcaagattcaggacagcecctgagtagtaccgeccagegetctgggaaagetgecaggatgtggtcaaccagaacgcecteag
gccecctgaacacccectggttaagcagetgagcagecaactteggegecatcagtagegtgetgaacgatatectgageecgect
ggataaggtggaagccgaggtgcagatcgatcgecctgattacecggacgectgecagtecectgecagacctatgtgacacage
agctgatccgageccgeccgagattcecgagctagtgectaatetggecgeccaccaagatgagegaatgtgtgetgggacagage
aagcgcgtggacttttgecggcaagggataccacctgatgagcttceccacagagtgecteccacacggegtggtgtttetgea
tgtgacctacgtgcceccgctcaagagaagaatttcaccaccgctceccageccatectgecacgacggaaaggeccattttecac
gcgagggcgtgttegttagcaacggcactcattggttegtcacccagegecaacttectacgageecccagatcatecaccace
gacaacaccttcgtcagecggcaactgecgacgtegtgatecggecattgtgaacaacaccgtgtacgatceccactgecagececga
gctggacagcttcaaagaggaactggacaagtactttaagaaccacacaagcceccgacgtggacctgggagacattageg
gaatcaacgccagcgtggtcaacatccagaaagagattgaccgecctgaacgaggtggeccaagaatctgaacgagagectyg
atcgacctgcaagaactgggcaaatacgagcagtacattaagtggcecctggtacatctggetgggettecattgecggact
gattgccatcgtgatggtcaccattatgectgtgectgecatgaccagttgetgecagetgectgaagggatgetgecagttgeg
gaagctgctgcaagttcgacgaggatgatagcgagccagtgctgaagggegtcaagetgcactacacctgatagtaaace
cagctttcttgtacaaagtggtctcgagttceccgataatcaacctectggattacaaaatttgtgaaagattgactggtat
tcttaactatgttgectecttttacgctatgtggatacgetgectttaatgectttgtatcatgetattgettecegtatgg
ctttcattttctecctecttgtataaatecctggttgetgtetetttatgaggagttgtggecececgttgtcaggcaacgtgge
gtggtgtgcactgtgtttgctgacgcaaccecccactggttggggecattgeccaccacctgtcagetectttecgggacttt
cgctttecceccectecectattgecacggeggaactecategecgectgecttgecegetgetggacaggggeteggetgttgg
gcactgacaattccgtggtgttgtecggggaagetgacgtecectttecgeggetgetegectgtgttgecacctggattetyg
cgcgggacgteccttetgcectacgteecctteggecctecaateccageggaccttecttecececgeggectgetgeeggetetgeg
gccectettececgegtettegecttegecectcagacgagteggatetecetttgggecgectecececgeggtacctttaagace
aatgacttacaaggcagctgtagatcttageccactttttaaaagaaaaggggggactggaagggctaattcactcceccaac
gaagacaaaatcgtcgagagatgctgcatataagcagctgetttttgettgtactgggtectetetggttagaccagatet
gagcctgggagctctctggctaactagggaacccactgettaagectcaataaagettgecttgagtgettecaagtagtyg
tgtgccegtctgttgtgtgactectggtaactagagatcectcagacecttttagtcagtgtggaaaatectcectagecagtte
tagagggcccgtttaaaccecgctgatcagecctecgactgtgecttetagttgecagecatetgttgtttgececteeccecy
tgccttecttgaccectggaaggtgecactcececcactgtectttectaataaaatgaggaaattgecategecattgtetgagt
aggtgtcattctattctggggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgetgg
ggatgcggtgggctcectatggettctactgggeggttttatggacagecaagegaacecggaattgecagetggggegeccte
tggtaaggttgggaagccctgcaaagtaaactggatggetttettgecgeccaaggatectgatggegecaggggatcaaget
ctgatcaagagacaggatgaggatcgtttcgecatgattgaacaagatggattgcacgcaggttcteceggeegettgggtyg
gagaggctattcggctatgactgggcacaacagacaatcggctgetetgatgeecgecgtgtteeggetgtcagegecaggyg
gcgcceccggttetttttgtcaagaccgacctgtecggtgecectgaatgaactgcaagacgaggcagegeggetategtgge
tggccacgacgggcgttececttgegecagectgtgetegacgttgtcactgaagegggaagggactggetgetattgggegaa
gtgccggggcaggatctecctgtcatctcacecttgetectgecgagaaagtateccatcatggetgatgecaatgeggegget
gcatacgcttgatccggctacctgeccattecgaccaccaagcgaaacatcgecatecgagegagecacgtacteggatggaag
ccggtettgtecgatcaggatgatctggacgaagagcatcaggggetegegecagecgaactgttegecaggetcaaggeg
agcatgcccgacggcgaggatctegtegtgacccatggegatgectgettgecgaatatcatggtggaaaatggecgett
ttctggattcatcgactgtggececggectgggtgtggeggacegetatcaggacatagegttggetaccegtgatattgetyg
aagagcttggcggcgaatgggctgaccecgettecectegtgetttacggtategecgetecececgattegecagegecategectte
tatcgccttcttgacgagttcecttctgaattattaacgecttacaatttecectgatgeggtattttetecttacgecatetgtyg
cggtatttcacaccgcatcaggtggcactttteggggaaatgtgegeggaaccecctatttgtttatttttectaaatacat
tcaaatatgtatccgctcatgagacaataaccctgataaatgecttcaataatagcacgtgectaaaacttcatttttaatt
taaaaggatctaggtgaagatcctttttgataatctcatgaccaaaatccecttaacgtgagttttegtteccactgagegt

SUBSTITUTE SHEET (RULE 26)
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Figure 31A (CON'T)
cagaccccgtagaaaagatcaaaggatcttecttgagatecctttttttetgegegtaatectgetgettgecaaacaaaaaaa
ccaccgctaccagcggtggtttgtttgecggatcaagagectaccaactetttttecgaaggtaactggettcagecagage
gcagataccaaatactgttcttctagtgtagcecgtagttaggecaccacttcaagaactectgtagecacecgectacatace
tcgctcectgectaatecectgttaccagtggectgetgeccagtggegataagtegtgtettacegggttggactcaagacgatag
ttaccggataaggcgcageggtegggetgaacggggggttegtgecacacageccagettggagegaacgacctacacecga
actgagatacctacagcgtgagctatgagaaagcgccacgettececgaagggagaaaggeggacaggtatceggtaageg
gcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgectggtatectttatagtectgtegggtttege
cacctctgacttgagecgtcecgatttttgtgatgetegtcaggggggeggagectatggaaaaacgeccagcaacgecggectt
tttacggttcctggecttttgectggecttttgetcacatgttecttgetgettegegatgtacgggeccagatatacge

SUBSTITUTE SHEET (RULE 26)
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cagaccccgtagaaaagatcaaaggatcttcttgagatcctttttttctgegecgtaatctgetgecttgcaaacaaaaaaa
ccaccgctaccagcggtggtttgtttgccggatcaagagctaccaactcttttteccgaaggtaactggecttcagcagagce
gcagataccaaatactgttcttctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgecctacatacce
tcgctctgctaatcctgttaccagtggctgectgccagtggecgataagtcgtgtcttaccgggttggactcaagacgatag
ttaccggataaggcgcagcggtcgggctgaacggggggttecgtgcacacagecccagecttggagecgaacgacctacaccga
actgagatacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggecggacaggtatccggtaageg
gcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgecctggtatectttatagtecctgtegggtttege
cacctctgacttgagcgtcgatttttgtgatgctecgtcaggggggcggagectatggaaaaacgeccagcaacgecggectt
tttacggttcctggccttttgectggecttttgctcacatgttecttgectgecttecgegatgtacgggeccagatatacgce
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Fig. 31B: Nucleotide sequence of Spike SARS-Cov2 B.351 gene (codon optimized) (SEQ
ID NO: 110)

S-B351 (3813pb)
atgttcgtgtttctggtgctgctgccactggtgtccagtcagtgcgtgaacttcaccacacgaacacagctgeccaccage
ctacaccaatagcttcacccgcggagtgtactaccccgacaaggtgttccgcagcagecgtgectgecatagcacccaggate
tgtttctgcccttcttcagcaacgtgacctggttccacgccatccacgtgteccggcaccaatggcaccaagegetteget
aatcccgtgctgececcttcaacgatggecgtgtactttgeccagcaccgagaagtccaatatcateccgeggectggatcttegg
caccacactggatagcaagacccagagcctgctgatcgtgaacaacgccaccaacgtggtcatcaaagtgtgecgagttcec
agttctgcaacgaccccttecctgggecgtctactaccacaagaacaacaagagctggatggaaagcgagtteccgegtgtac
agcagcgccaacaactgcaccttcgagtacgtgtcccageccattecctgatggacctggaaggcaagcagggcaacttcaa
gaacctgcgcgagttcgtgttcaagaacatcgacggctacttcaaaatctacagcaagcacaccccaatcaacctecgtge
gcggcctgccacagggattcagtgctectggaaccectggtggatctgecccatcggcatcaacattaccecgetttcagaca
ctgcaccgcagttacttgacaccaggcgatagcagcagtggatggacagctggtgccgeccgettactacgttggatatct
gcagccacgcacctttectgectgaagtacaacgagaacggcaccatcaccgacgecgtggattgtgectectcgatccecctga
gcgagacaaagtgcaccctgaagtccttcaccgtcgagaagggcatctaccagaccagcaatttccgegtgecagecccace
gagagcatcgtgcgcttccccaatatcaccaatctgtgecceccttecggcgaggtgttcaatgccacacgectttgectececgt
gtacgcctggaatcgcaagcgcattagcaactgecgtggeccgactactcecgtgectgtacaatagecgeccagecttcagecacct
tcaagtgctacggcgtgtcacccaccaagctgaacgacctgtgcttcaccaatgtgtacgeccgacagecttecgtgatecge
ggagatgaagtgcgacagattgccccaggccagaccggcaacatcgecgactacaattacaagctgcecccgacgacttcac
cggctgcgtgatcgcctggaacagcaacaacctggattccaaagtcggecggcaactacaactacctgtaccgectgttcece
gcaagagcaatctgaagcccttcgagcgcgacatcagcaccgaaatctaccaggeccggaagcaccccatgcaacggecgtyg
aaaggcttcaactgctacttcccactgcagtcctacggatttcagecccacatatggecgtgggctaccageccatatcgagt
ggtggtgctgagcttcgaactgctgcatgctccagctaccgtgtgecggeccccaagaagagtaccaacctggtcaagaaca
aatgcgtgaacttcaacttcaacggcctgaccggaaccggcgtgctgaccgagagtaacaagaagttcctgeccattceccag
cagtttggccgcgacattgccgatacaaccgatgccgttecgecgatccccagaccttggagatcctggatattaccececatg
ctccttcggcggecgtgteccgtgattacaccaggcaccaataccagcaaccaggtggeccgttectgtaccagggegtgaatt
gcacagaggtgcccgtggccattcacgccgatcaattgacaccaacatggcgecgtgtactccaccggcagcaatgtgttt
caaacccgcgctggatgcctgattggageccgagcacgtgaacaatagctacgagtgcgatatcceccatcggagecggaat
ctgcgcctcecctatcagacccagaccaatagtccacgacgagcccgaagtgtggeccageccagagcatcattgectatacca
tgagcctgggcgtggagaatagcgtggcctactccaacaacagcattgctatccccaccaacttcaccatcagegtgace
accgagatcctgccagtgtccatgaccaagaccagcgtggactgcaccatgtacatctgecggagatagcaccgagtgcag
caacctgctgctgcagtacggaagtttctgcacccagctgaatcgecgecctgacaggcattgeccgtggaacaggataaga
acacccaagaggtgttcgcccaagtgaagcaaatctacaagaccccaccaatcaaggatttcggeggecttcaatttcage
cagattctgcccgatccaagcaagcccagcaagcgcagcttcatcgaggacctgectgttcaacaaagtgacactggecga
cgccggattcatcaagcagtatggcgattgecctgggcgatattgeccgecacgecgatctgatttgecgeccagaagtttaacg
gactgaccgtcctgccaccactgctgacagatgagatgatcgecccagtacacaagtgeccctgectggeccggaaccattacce
agcggatggacatttggagccggtgccgctctgcagattceccttecgetatgcagatggecctaccgecttcaatggecattgg
cgtgacccagaatgtgctgtacgagaaccagaagctgatcgccaaccagttcaacagecgceccatcggcaagattcaggaca
gcctgagtagtaccgceccagecgctectgggaaagectgcaggatgtggtcaaccagaacgctcaggeccctgaacaccctggtt
aagcagctgagcagcaacttcggcgccatcagtagcgtgctgaacgatatcctgagecgectggataaggtggaagecga
ggtgcagatcgatcgcctgattaccggacgcctgcagtccecctgcagacctatgtgacacagcagctgatccgageccgeccyg
agattcgagctagtgctaatctggccgccaccaagatgagcgaatgtgtgectgggacagagcaagecgegtggacttttge
ggcaagggataccacctgatgagcttcccacagagtgctccacacggcgtggtgtttctgecatgtgacctacgtgececcge
tcaagagaagaatttcaccaccgctccagccatctgeccacgacggaaaggcecccatttteccacgecgagggecgtgttegtta
gcaacggcactcattggttcgtcacccagcgcaacttctacgagcecccagatcatcaccaccgacaacaccttecgtecage
ggcaactgcgacgtcgtgatcggcattgtgaacaacaccgtgtacgatccactgcagecccgagctggacagcecttcaaaga
ggaactggacaagtactttaagaaccacacaagccccgacgtggacctgggagacattagecggaatcaacgeccagegtgyg
tcaacatccagaaagagattgaccgcctgaacgaggtggccaagaatctgaacgagagecctgatcgacctgcaagaactyg
ggcaaatacgagcagtacattaagtggccctggtacatctggectgggcttcattgccggactgattgeccatcgtgatggt
caccattatgctgtgctgcatgaccagttgctgcagctgectgaagggatgctgcagttgecggaagctgctgcaagtteg
acgaggatgatagcgagccagtgctgaagggcgtcaagctgcactacacctga
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Fig. 31C: Amino-Acid sequence of Spike SARS-Cov2 B.351 gene (codon optimized) (SEQ ID
NO: 111)

$-B351 (1270aa)
MEVFLVLLPLVSSQCVNEFTTRTQLPPAYTNSEFTRGVYYPDKVFRSSVLHSTODLEFLPFFSNVTWFHATHVSGTNGTKRFA
NPVLPENDGVYFASTEKSNIIRGWIFGTTLDSKTQSLLIVNNATNVVIKVCEFQFCNDPFLGVYYHKNNKSWMESEFRVY
SSANNCTFEYVSQPFLMDLEGKQGNFKNLREFVFKNIDGYFKIYSKHTPINLVRGLPQGEFSALEPLVDLPIGINITREQT
LHRSYLTPGDSSSGWTAGAAAYYVGYLQPRTFLLKYNENGTITDAVDCALDPLSETKCTLKSEFTVEKGIYQTSNEFRVQPT
ESIVREFPNITNLCPFGEVENATRFASVYAWNRKRISNCVADYSVLYNSASEFSTFRCYGVSPTKLNDLCETNVYADSEVIR
GDEVRQIAPGQTGNIADYNYKLPDDEFTGCVIAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTPCNGV
KGENCYFPLOSYGFQPTYGVGYQPYRVVVLSFELLHAPATVCGPKKSTNLVENKCVNENENGLTGTGVLTESNKKELPFQ
QFGRDIADTTDAVRDPQTLEILDITPCSEFGGVSVITPGTNTSNQVAVLYQGVNCTEVPVATIHADQLTPTWRVYSTGSNVE
QTRAGCLIGAEHVNNSYECDIPIGAGICASYQTQTNSPRRARSVASQSITAYTMSLGVENSVAYSNNSIAIPTNFTISVT
TEILPVSMTKTSVDCTMYICGDSTECSNLLLQYGSFCTQLNRALTGIAVEQDRKNTQEVFAQVKQIYKTPPIKDEGGENES
QILPDPSKPSKRSFIEDLLENKVTLADAGFIKQYGDCLGDIAARDLICAQKENGLTVLPPLLTDEMIAQYTSALLAGTIT
SGWTFGAGAALQIPFAMOMAYRENGIGVTONVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLODVVNONAQALNTLV
KQLSSNEFGAISSVLNDILSRLDKVEAEVQIDRLITGRLOSLOTYVTQQLIRAAEIRASANLAATKMSECVLGQSKRVDEC
GKGYHLMSFPQSAPHGVVELHVTYVPAQEKNFTTAPAICHDGKAHFPREGVEVSNGTHWEVTQRNFYEPQIITTDNTEVS
GNCDVVIGIVNNTVYDPLOPELDSFKEELDKYFKNHTSPDVDLGDISGINASVVNIQKEIDRLNEVAKNLNESLIDLQEL
GKYEQYIKWPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKEFDEDDSEPVLKGVKLHYT
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Figure 32

pFlap-ieCMV-S-B351-2P-WPREm

Fig. 32A: Complete nucleotide sequence of pFlap-ieCMV-S-B351-2P-WPREm (10096pb)
K986P-V987P = 2P (SEQ ID NO: 112)
ggcgttgggagctttttgcaaaagcctaggcctccaaaaaagcctectcactacttctggaatagectcagaggcagaggce
ggcctcggcctctgcataaataaaaaaaattagtcagccatggggcggagaatgggcggaactgggcggagttaggggcyg
ggatgggcggagttaggggcgggactatggttgctgactaattgagatgcccgacattgattattgactagttggaaggyg
ctaattcactcccaaagaagacaagatatccttgatctgtggatctaccacacacaaggctacttccctgattagcagaa
ctacacaccagggccaggggtcagatatccactgacctttggatggtgctacaagctagtaccagttgagccagataagg
tagaagaggccaataaaggagagaacaccagcttgttacaccctgtgagecctgcatgggatggatgacccggagagagaa
gtgttagagtggaggtttgacagccgcctagcatttcatcacgtggccecgagagectgcatccggagtacttcaagaactyg
ctgatatcgagcttgctacaagggactttccgctggggactttccagggaggcgtggecctgggecgggactggggagtgge
gagccctcagatcctgcatataagcagectgectttttgectgtactgggtctectectggttagaccagatctgagectggga
gctctctggctaactagggaacccactgcttaagecctcaataaagecttgecttgagtgecttcaagtagtgtgtgeccegtce
tgttgtgtgactctggtaactagagatccctcagacccttttagtcagtgtggaaaatctctagcagtggecgecccgaaca
gggacttgaaagcgaaagggaaaccagaggagctctctcgacgcaggactcggettgectgaagecgecgecacggcaagaggce
gaggggcggcgactggtgagtacgccaaaaattttgactagcggaggctagaaggagagagatgggtgcgagagecgtcag
tattaagcgggggagaattagatcgcgatgggaaaaaattcggttaaggccagggggaaagaaaaaatataaattaaaac
atatagtatgggcaagcagggagctagaacgattcgcagttaatcctggecctgttagaaacatcagaaggctgtagacaa
atactgggacagctacaaccatcccttcagacaggatcagaagaacttagatcattatataatacagtagcaaccctcta
ttgtgtgcatcaaaggatagagataaaagacaccaaggaagctttagacaagatagaggaagagcaaaacaaaagtaaga
ccaccgcacagcaagcggccgctgatcttcagacctggaggaggagatatgagggacaattggagaagtgaattatataa
atataaagtagtaaaaattgaaccattaggagtagcacccaccaaggcaaagagaagagtggtgcagagagaaaaaagag
cagtgggaataggagctttgttccttgggttcttgggagcagcaggaagcactatgggcgcagecgtcaatgacgectgacg
gtacaggccagacaattattgtctggtatagtgcagcagcagaacaatttgctgagggctattgaggcgcaacagcatct
gttgcaactcacagtctggggcatcaagcagctccaggcaagaatcctggctgtggaaagatacctaaaggatcaacagce
tcctggggatttggggttgctctggaaaactcatttgcaccactgectgtgecttggaatgectagttggagtaataaatct
ctggaacagatttggaatcacacgacctggatggagtgggacagagaaattaacaattacacaagcttaatacactcctt
aattgaagaatcgcaaaaccagcaagaaaagaatgaacaagaattattggaattagataaatgggcaagtttgtggaatt
ggtttaacataacaaattggctgtggtatataaaattattcataatgatagtaggaggcttggtaggtttaagaatagtt
tttgctgtactttctatagtgaatagagttaggcagggatattcaccattatcgtttcagacccacctcccaacceccgag
gggacccgacaggcccgaaggaatagaagaagaaggtggagagagagacagagacagatccattcgattagtgaacggat
ctcgacggtatcgccgaattcacaaatggcagtattcatccacaattttaaaagaaaaggggggattggggggtacagtyg
caggggaaagaatagtagacataatagcaacagacatacaaactaaagaattacaaaaacaaattacaaaaattcaaaat
tttcgggtttattacagggacagcagagatccactttggctgatacgecgtggagttccgegttacataacttacggtaaa
tggcccgectggctgaccgcccaacgacccecccgeccattgacgtcaataatgacgtatgttcccatagtaacgeccaatag
ggactttccattgacgtcaatgggtggagtatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgcca
agtacgccccctattgacgtcaatgacggtaaatggcccgectggcattatgcccagtacatgaccttatgggactttcee
tacttggcagtacatctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggecgtggat
agcggtttgactcacggggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgg
gactttccaaaatgtcgtaacaactccgceccccattgacgcaaatgggcggtaggecgtgtacggtgggaggtctatataag
cagagctcgtttagtgaaccgtcagatcgcctggagacgccatccacgctgttttgacctccatagaagacaccgegatce
ggatccacaagtttgtacaaaaaagcaggctgccaccatgttegtgtttctggtgctgectgeccactggtgtccagtcagt
gcgtgaacttcaccacacgaacacagctgccaccagcctacaccaatagecttcaccecgecggagtgtactaccccgacaag
gtgttccgcagcagcgtgctgcatagcacccaggatctgtttctgeccttecttcagcaacgtgacctggttccacgecat
ccacgtgtccggcaccaatggcaccaagcgcttcgectaatccecgtgectgecccttcaacgatggecgtgtactttgeccagea
ccgagaagtccaatatcatccgcggctggatcttcggcaccacactggatagcaagacccagagecctgectgategtgaac
aacgccaccaacgtggtcatcaaagtgtgcgagttccagttctgcaacgaccccttecctgggegtctactaccacaagaa
caacaagagctggatggaaagcgagttccgecgtgtacagcagecgccaacaactgcaccttcgagtacgtgtcccagecat
tcctgatggacctggaaggcaagcagggcaacttcaagaacctgcgecgagttcgtgttcaagaacatcgacggctactte
aaaatctacagcaagcacaccccaatcaacctcgtgcgcggcctgeccacagggattcagtgectctggaacccctggtgga
tctgcccatcggcatcaacattacccgctttcagacactgcaccgcagttacttgacaccaggcgatagcagcagtggat
ggacagctggtgccgceccgcttactacgttggatatctgcageccacgcacctttctgectgaagtacaacgagaacggcacce
atcaccgacgccgtggattgtgctctcgatcccctgagcgagacaaagtgcaccctgaagtcecttcaccgtcgagaaggg
catctaccagaccagcaatttccgcgtgcagcccaccgagagcatcgtgecgectteccccaatatcaccaatectgtgeccct
tcggcgaggtgttcaatgccacacgctttgeccteccgtgtacgecctggaatcgcaagecgecattagcaactgegtggecgac
tactccgtgctgtacaatagcgccagcttcagcaccttcaagtgctacggecgtgtcacccaccaagctgaacgacctgtyg
cttcaccaatgtgtacgccgacagcttcgtgatccgecggagatgaagtgcgacagattgeccccaggccagaccggecaaca
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tcgccgactacaattacaagectgececcgacgacttcaccggetgegtgategectggaacagcaacaacctggattcecaaa
gtcggcggcaactacaactacctgtaccgecctgttececgecaagagecaatectgaageeccttegagegegacatcagecacecga
aatctaccaggccggaagcaccceccatgcaacggcecgtgaaaggecttcaactgetactteccactgecagtectacggattte
agcccacatatggcgtgggctaccagecatatcgagtggtggtgetgagettecgaactgetgecatgeteccagetacegtyg
tgcggccecccaagaagagtaccaacctggtcaagaacaaatgcecgtgaacttcecaacttcaacggectgacecggaacecggegt
gctgaccgagagtaacaagaagttcecctgeccattccagcagtttggececgegacattgecgatacaaccgatgecgttegeg
atccccagaccttggagatcctggatattacceccatgectectteggeggegtgtecegtgattacaccaggecaccaatace
agcaaccaggtggccecgttcetgtaccagggecgtgaattgecacagaggtgecegtggecattcacgeecgatcaattgacace
aacatggcgcgtgtactccaccggcagcaatgtgtttcaaaccecgegectggatgectgattggagecgagecacgtgaaca
atagctacgagtgcgatatccecccatcggagecggaatctgegectecctatcagacccagaccaatagteccacgacgagece
cgaagtgtggccagccagagcatcattgectataccatgagectgggegtggagaatagegtggectacteccaacaacag
cattgctatccccaccaacttcaccatcagegtgaccaccgagatecctgecagtgteccatgaccaagaccagegtggact
gcaccatgtacatctgecggagatagcaccgagtgcagcaacctgetgectgecagtacggaagtttetgecacccagetgaat
cgcgececctgacaggcattgeccgtggaacaggataagaacacccaagaggtgttecgeccaagtgaagcaaatctacaagac
cccaccaatcaaggatttecggecggettcaatttcagecagattectgececgateccaagcaagececcagcaagegecagettea
tcgaggacctgctgttcaacaaagtgacactggccgacgeccggattcatcaagecagtatggegattgectgggegatatt
gccgcacgcecgatcectgatttgegeccagaagtttaacggactgacegtecctgecaccactgetgacagatgagatgatege
ccagtacacaagtgccecctgcectggeccggaaccattaccageggatggacatttggagecggtgecgetetgecagattecet
tcgctatgcagatggecctacecgettcaatggecattggegtgacccagaatgtgetgtacgagaaccagaagetgategee
aaccagttcaacagcgceccatcggcaagattcaggacagectgagtagtacegecagegetetgggaaagectgecaggatgt
ggtcaaccagaacgctcaggccctgaacaccectggttaagecagectgagecagecaactteggegecatcagtagegtgetga
acgatatcctgagecegectggatecgecggaagecgaggtgeagategategectgattaceggacgectgeagteectyg
cagacctatgtgacacagcagctgatccgagcececgecgagattegagectagtgetaatcectggeecgecaccaagatgagega
atgtgtgctgggacagagcaagcgcegtggacttttgeggcaagggataccacctgatgagecttceeccacagagtgetecac
acggcgtggtgtttcectgecatgtgacctacgtgecegetcaagagaagaatttcaccacegeteccagecatectgecacgac
ggaaaggcccattttccacgecgagggegtgttegttagecaacggecactecattggttegtcacccagegecaacttectacga
gccccagatcatcaccaccgacaacaccttegtcageggecaactgegacgtegtgatecggecattgtgaacaacaccgtgt
acgatccactgcagcccgagectggacagecttcaaagaggaactggacaagtactttaagaaccacacaageccccgacgtg
gacctgggagacattagcggaatcaacgccagegtggtcaacatccagaaagagattgacecgectgaacgaggtggecaa
gaatctgaacgagagcctgatcgacctgcaagaactgggcaaatacgagcagtacattaagtggeccctggtacatcectgge
tgggcttcattgececggactgattgeccategtgatggtcaccattatgectgtgetgecatgaccagttgetgecagetgectyg
aagggatgctgcagttgcggaagctgetgcaagttcecgacgaggatgatagecgageccagtgectgaagggegtcaagetgea
ctacacctgatagtaaacccagctttcttgtacaaagtggtctcgagttceccgataatcaacctectggattacaaaattt
gtgaaagattgactggtattcttaactatgttgctceccttttacgectatgtggatacgectgetttaatgectttgtatcat
gctattgcttccecgtatggectttcattttectectecttgtataaatecctggttgetgtetetttatgaggagttgtggee
cgttgtcaggcaacgtggegtggtgtgcactgtgtttgetgacgcaacccceccactggttggggecattgecaccacctgte
agctcctttececgggactttegettteccecteecctattgecacggeggaactecatecgeegectgecttgeececgetgetgg
acaggggctcecggectgttgggcactgacaattecegtggtgttgteggggaagectgacgtectttecegeggetgetegectyg
tgttgccacctggattectgegegggacgtecttetgetacgteecctteggecctecaateccageggaccttecttecegeg
gcctgctgecggetectgeggectetteecgegtettegecttegecctecagacgagteggatecteectttgggecgectee
ccgcggtacctttaagaccaatgacttacaaggcagctgtagatcttageccactttttaaaagaaaaggggggactggaa
gggctaattcactcccaacgaagacaaaatcgtcgagagatgectgcatataagcagectgetttttgettgtactgggtet
ctctggttagaccagatctgagecctgggagctctectggectaactagggaacccactgettaagectcaataaagettgee
ttgagtgcttcaagtagtgtgtgccegtetgttgtgtgactectggtaactagagatccctcagaccecttttagtecagtgt
ggaaaatctctagcagttctagagggeccecgtttaaaccegetgatcagectegactgtgecttectagttgecagecatet
gttgtttgcccctecececegtgecttecttgacecctggaaggtgeccactecccactgtectttectaataaaatgaggaaat
tgcatcgcattgtctgagtaggtgtcattectattetggggggtggggtggggcaggacagcaagggggaggattgggaag
acaatagcaggcatgctggggatgcggtgggctctatggettectactgggeggttttatggacagcaagecgaaccggaat
tgccagectggggegecctetggtaaggttgggaagecctgecaaagtaaactggatggetttettgeecgecaaggatectga
tggcgcaggggatcaagctctgatcaagagacaggatgaggatecgtttegecatgattgaacaagatggattgcacgecagg
ttcteceggeecgettgggtggagaggectatteggectatgactgggecacaacagacaatecggetgetetgatgecegecgtgt
tcecggectgtecagegecaggggegeceggttetttttgtcaagacecgacctgteecggtgeecctgaatgaactgcaagacgag
gcagcgceggctategtggetggecacgacgggegttecttgegecagetgtgetecgacgttgtcactgaagegggaaggga
ctggctgctattgggcgaagtgeccggggcaggatctectgtcatectcaccttgetectgecgagaaagtateccatcatgyg
ctgatgcaatgcggcggctgcatacgcttgateccggectacctgeccattecgaccaccaagecgaaacatecgecatcgagega
gcacgtactcggatggaagccggtecttgtegatcaggatgatectggacgaagagcatcaggggcectcegegeccagecgaact
gttcgccaggctcaaggcgagcatgeccecgacggecgaggatectegtegtgacccatggecgatgectgettgecgaatatea
tggtggaaaatggccgettttectggattecatecgactgtggecggetgggtgtggeggaccgectatcaggacatagegttyg
gctacccgtgatattgectgaagagettggeggegaatgggetgacecgettectegtgetttacggtategecgetececga
ttcgcagecgcatecgecttectategecttettgacgagttecttetgaattattaacgettacaatttectgatgeggtatt
ttcteccecttacgecatectgtgeggtatttcacacecgecatcaggtggecactttteggggaaatgtgegeggaaccectatttg
tttatttttctaaatacattcaaatatgtatcecgectcatgagacaataaccctgataaatgcecttcaataatagcacgtge
taaaacttcatttttaatttaaaaggatctaggtgaagatcctttttgataatctcatgaccaaaatceccttaacgtgag

SUBSTITUTE SHEET (RULE 26)
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ttttecgtteccactgagegtcagacccecgtagaaaagatcaaaggatecttecttgagatectttttttetgegegtaatetyg
ctgcttgcaaacaaaaaaaccaccgctaccageggtggtttgtttgecggatcaagagectaccaactecttttteecgaagg
taactggcttcagcagagecgcagataccaaatactgttettctagtgtageecgtagttaggeccaccacttcaagaactet
gtagcaccgcctacatacctecgetectgctaatectgttaccagtggetgectgecagtggegataagtegtgtettacegyg
gttggactcaagacgatagttaccggataaggcgcagcecggtcecgggctgaacggggggttegtgecacacageccagettygg
agcgaacgacctacaccgaactgagatacctacagcgtgagctatgagaaagegeccacgcectteeccgaagggagaaaggceyg
gacaggtatccggtaagcggcagggtcecggaacaggagagcgcacgagggagectteccagggggaaacgectggtatettta
tagtcctgtcecgggtttegecacctetgacttgagegtecgatttttgtgatgetegtcaggggggeggagectatggaaaa
acgccagcaacgcggcctttttacggttectggecttttgetggecttttgetcacatgttettgetgettegegatgta
cgggccagatatacgce

SUBSTITUTE SHEET (RULE 26)
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Fig. 32B: Nucleotide sequence of Spike SARS-Cov2 B.351-2P gene (codon optimized)
(SEQ ID NO: 113)

S-B351-2P (3813pb)

K986P-V987P = 2P
atgttcgtgtttctggtgctgctgccactggtgtccagtcagtgecgtgaacttcaccacacgaacacagctgeccaccage
ctacaccaatagcttcacccgcggagtgtactaccccgacaaggtgttccgecagecagecgtgetgcatagcacccaggate
tgtttctgcccecttcttcagcaacgtgacctggttccacgccatccacgtgteccggcaccaatggcaccaagecgectteget
aatcccgtgctgecceccttcaacgatggecgtgtactttgccagcaccgagaagtccaatatcateccgecggctggatcttegg
caccacactggatagcaagacccagagcctgctgatcgtgaacaacgccaccaacgtggtcatcaaagtgtgcgagttcce
agttctgcaacgaccccttecctgggecgtctactaccacaagaacaacaagagctggatggaaagcgagtteccgegtgtac
agcagcgccaacaactgcaccttcgagtacgtgtcccagceccattecctgatggacctggaaggcaagcagggcaacttcaa
gaacctgcgcgagttcgtgttcaagaacatcgacggctacttcaaaatctacagcaagcacaccccaatcaacctegtge
gcggcctgccacagggattcagtgctctggaaccecctggtggatctgceccatcggcatcaacattaccecgectttcagaca
ctgcaccgcagttacttgacaccaggcgatagcagcagtggatggacagctggtgccgecgettactacgttggatatct
gcagccacgcacctttctgctgaagtacaacgagaacggcaccatcaccgacgeccgtggattgtgectectcgateccecctga
gcgagacaaagtgcaccctgaagtccttcaccgtcgagaagggcatctaccagaccagcaatttccgegtgcageccecacce
gagagcatcgtgcgcttccccaatatcaccaatctgtgecceccttecggcgaggtgttcaatgccacacgectttgectecgt
gtacgcctggaatcgcaagcgcattagcaactgcgtggeccgactactcecgtgectgtacaatagecgeccagecttcagcacct
tcaagtgctacggcgtgtcacccaccaagctgaacgacctgtgcttcaccaatgtgtacgeccgacagecttecgtgatecge
ggagatgaagtgcgacagattgccccaggccagaccggcaacatcgceccgactacaattacaagctgcccgacgacttcac
cggctgcgtgatcgcctggaacagcaacaacctggattccaaagtcggecggcaactacaactacctgtaccgectgttec
gcaagagcaatctgaagcccttcgagcgcgacatcagcaccgaaatctaccaggeccggaagcaccccatgcaacggegtyg
aaaggcttcaactgctacttcccactgcagtcctacggatttcagecccacatatggecgtgggctaccageccatatcgagt
ggtggtgctgagcttcgaactgctgcatgctccagctaccgtgtgecggecccaagaagagtaccaacctggtcaagaaca
aatgcgtgaacttcaacttcaacggcctgaccggaaccggcgtgctgaccgagagtaacaagaagttcctgecattceccag
cagtttggccgcgacattgccgatacaaccgatgccgttcgecgatccccagaccttggagatecctggatattacceccatg
ctccttcggecggegtgteccgtgattacaccaggcaccaataccagcaaccaggtggeccgttectgtaccagggecgtgaatt
gcacagaggtgcccgtggccattcacgccgatcaattgacaccaacatggcgecgtgtactccaccggcagcaatgtgttt
caaacccgcgctggatgcctgattggagccgagcacgtgaacaatagectacgagtgecgatatccccatcggagecggaat
ctgcgcctcctatcagacccagaccaatagtccacgacgagcccgaagtgtggeccageccagagcatcattgectatacca
tgagcctgggcgtggagaatagcgtggcctactccaacaacagcattgctatccccaccaacttcaccatcagegtgace
accgagatcctgccagtgtccatgaccaagaccagcgtggactgcaccatgtacatctgecggagatagcaccgagtgcag
caacctgctgctgcagtacggaagtttctgcacccagctgaatcgecgeccctgacaggcattgecgtggaacaggataaga
acacccaagaggtgttcgcccaagtgaagcaaatctacaagaccccaccaatcaaggatttcggecggecttcaatttcage
cagattctgcccgatccaagcaagcccagcaagcgcagcttcatcgaggacctgectgttcaacaaagtgacactggeccga
cgccggattcatcaagcagtatggcgattgecctgggecgatattgeccgcacgecgatctgatttgecgeccagaagtttaacg
gactgaccgtcctgccaccactgctgacagatgagatgatcgecccagtacacaagtgeccctgectggeccggaaccattacce
agcggatggacatttggagccggtgccgctctgcagattceccttecgectatgcagatggecctaccgettcaatggcattgg
cgtgacccagaatgtgctgtacgagaaccagaagctgatcgccaaccagttcaacagcgceccatcggcaagattcaggaca
gcctgagtagtaccgccagecgctectgggaaagectgcaggatgtggtcaaccagaacgctcaggeccctgaacaccctggtt
aagcagctgagcagcaacttcggcgccatcagtagegtgectgaacgatatcctgageccgectggateegecggaagecga
ggtgcagatcgatcgcctgattaccggacgcctgcagtccctgcagacctatgtgacacagcagctgatccgageccgecyg
agattcgagctagtgctaatctggccgccaccaagatgagcgaatgtgtgctgggacagagcaagecgecgtggacttttge
ggcaagggataccacctgatgagcttcccacagagtgctccacacggecgtggtgtttctgcatgtgacctacgtgececcge
tcaagagaagaatttcaccaccgctccagccatctgeccacgacggaaaggcccattttccacgcgagggecgtgttegtta
gcaacggcactcattggttcgtcacccagcgcaacttctacgagccccagatcatcaccaccgacaacaccttecgtecage
ggcaactgcgacgtcgtgatcggcattgtgaacaacaccgtgtacgatccactgcagccecgagctggacagcttcaaaga
ggaactggacaagtactttaagaaccacacaagccccgacgtggacctgggagacattagcggaatcaacgeccagegtgyg
tcaacatccagaaagagattgaccgcctgaacgaggtggccaagaatctgaacgagagcctgatcgacctgcaagaactyg
ggcaaatacgagcagtacattaagtggccctggtacatctggctgggcttcattgeccggactgattgeccatecgtgatggt
caccattatgctgtgctgcatgaccagttgctgcagctgecctgaagggatgctgcagttgecggaagctgctgcaagttcg
acgaggatgatagcgagccagtgctgaagggcgtcaagctgcactacacctga
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Fig. 32C: Amino-Acid sequence of Spike SARS-Cov2 B.351-2P gene (codon optimized)
(SEQ ID NO: 114)

S$-B351-2P (1270aa)

K986P-V987P = 2P
MEVFLVLLPLVSSQCVNEFTTRTQLPPAYTNSEFTRGVYYPDKVFRSSVLHSTQDLFLPFFSNVTWFHATIHVSGTNGTKRFA
NPVLPENDGVYFASTEKSNIIRGWIFGTTLDSKTQSLLIVNNATNVVIKVCEFQFCNDPFLGVYYHRKNNKSWMESEFRVY
SSANNCTFEYVSQPFLMDLEGKQGNFKNLREFVFEKNIDGYFKIYSKHTPINLVRGLPQGEFSALEPLVDLPIGINITREQT
LHRSYLTPGDSSSGWTAGAAAYYVGYLQPRTFLLKYNENGTITDAVDCALDPLSETKCTLRKSEFTVERGIYQTSNFRVQPT
ESIVREFPNITNLCPFGEVENATRFASVYAWNRKRISNCVADYSVLYNSASEFSTFRCYGVSPTKLNDLCEFTNVYADSEVIR
GDEVRQIAPGQTGNIADYNYKLPDDFTGCVIAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTPCNGV
KGENCYFPLOSYGFQPTYGVGYQPYRVVVLSFELLHAPATVCGPKKSTNLVKNKCVNENEFNGLTGTGVLTESNKKELPFQ
QFGRDIADTTDAVRDPQTLEILDITPCSEFGGVSVITPGTNTSNQVAVLYQGVNCTEVPVATHADQLTPTWRVYSTGSNVE
QTRAGCLIGAEHVNNSYECDIPIGAGICASYQTQTNSPRRARSVASQSITAYTMSLGVENSVAYSNNSIAIPTNFTISVT
TEILPVSMTKTSVDCTMYICGDSTECSNLLLQYGSFCTQLNRALTGIAVEQDRKNTQEVFAQVKQIYKTPPIKDEGGENES
QILPDPSKPSKRSFIEDLLENKVITLADAGFIKQYGDCLGDIAARDLICAQKENGLTVLPPLLTDEMIAQYTSALLAGTIT
SGWTFGAGAALQIPFAMOMAYREFNGIGVTONVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLODVVNONAQALNTLV
KQLSSNFGAISSVLNDILSRLDPPEAEVQIDRLITGRLOSLOTYVTQQLIRAAEIRASANLAATKMSECVLGQSKRVDEC
GKGYHLMSFPQSAPHGVVFLHVTYVPAQEKNFTTAPAICHDGKAHFPREGVEVSNGTHWEVTQRNFYEPQIITTDNTEVS
GNCDVVIGIVNNTVYDPLOQPELDSFKEELDKYFKNHTSPDVDLGDISGINASVVNIQKEIDRLNEVAKNLNESLIDLQEL
GKYEQYIKWPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKEFDEDDSEPVLKGVKLHYT
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Figure 33

pFlap-ieCMV-Sg,-D614G-WPREm

Fig. 33A: Complete nucleotide sequence of pFlap-ieCMV-Syp.-D614G-WPREm (10064pb) (SEQ
ID NO: 115)

D614G

cgcgttgggagctttttgcaaaagcctaggcctccaaaaaagcctcectcactacttctggaatagctcagaggcagaggce
ggcctcggcctctgcataaataaaaaaaattagtcagccatggggcggagaatgggcggaactgggcggagttaggggcyg
ggatgggcggagttaggggcgggactatggttgctgactaattgagatgecccgacattgattattgactagttggaaggyg
ctaattcactcccaacgaagacaagatatccttgatctgtggatctaccacacacaaggctacttccctgattagcagaa
ctacacaccagggccagggatcagatatccactgacctttggatggtgctacaagctagtaccagttgagccagagaadgt
tagaagaagccaacaaaggagagaacaccagcttgttacaacctgtgagecctgcatgggatggatgacccggagagagaa
gtgttagagtggaggtttgacagccgcctagcatttcatcacggtggceccgagagctgcatccggagtacttcaagaact
gctgatatcgagcttgctacaagggactttccgectgggggactttccagggaggecgtggectgggcgggactggggagtyg
gcgagccctcagatcctgcatataagcagetgectttttgectgtactgggtectectctggttagaccagatectgagectgyg
gagctctctggctaactagggaacccactgcttaagcctcaataaagcttgeccttgagtgecttcaagtagtgtgtgeceyg
tctgttgtgtgactctggtaactagagatccctcagacccttttagtcagtgtggaaaatctctagcagtggecgecccgaa
cagggacttgaaagcgaaagggaaaccagaggagctctctcgacgcaggactcggecttgectgaagecgecgcacggcaagag
gcgaggggcggcgactggtgagtacgccaaaaattttgactagecggaggctagaaggagagagatgggtgcgagagcgtce
agtattaagcgggggagaattagatcgcgatgggaaaaaattcggttaaggccagggggaaagaaaaaatataaattaaa
acatatagtatgggcaagcagggagctagaacgattcgcagttaatcctggecctgttagaaacatcagaaggctgtagac
aaatactgggacagctacaaccatcccttcagacaggatcagaagaacttagatcattatataatacagtagcaacccte
tattgtgtgcatcaaaggatagagataaaagacaccaaggaagctttagacaagatagaggaagagcaaaacaaaagtaa
gaccaccgcacagcaagcggccgctgatcttcagacctggaggaggagatatgagggacaattggagaagtgaattatat
aaatataaagtagtaaaaattgaaccattaggagtagcacccaccaaggcaaagagaagagtggtgcagagagaaaaaag
agcagtgggaataggagctttgttccttgggttcttgggagcagcaggaagcactatgggecgcagcgtcaatgacgctga
cggtacaggccagacaattattgtctggtatagtgcagcagcagaacaatttgctgagggctattgaggcgcaacagecat
ctgttgcaactcacagtctggggcatcaagcagctccaggcaagaatcctggctgtggaaagatacctaaaggatcaaca
gctcctggggatttggggttgctctggaaaactcatttgcaccactgectgtgeccttggaatgctagttggagtaataaat
ctctggaacagatttggaatcacacgacctggatggagtgggacagagaaattaacaattacacaagcttaatacactcc
ttaattgaagaatcgcaaaaccagcaagaaaagaatgaacaagaattattggaattagataaatgggcaagtttgtggaa
ttggtttaacataacaaattggctgtggtatataaaattattcataatgatagtaggaggcttggtaggtttaagaatag
tttttgctgtactttctatagtgaatagagttaggcagggatattcaccattatcgtttcagacccacctcccaaccceg
aggggacccgacaggcccgaaggaatagaagaagaaggtggagagagagacagagacagatccattcgattagtgaacgg
atctcgacggtatcgccgaattcacaaatggcagtattcatccacaattttaaaagaaaaggggggattggggggtacag
tgcaggggaaagaatagtagacataatagcaacagacatacaaactaaagaattacaaaaacaaattacaaaaattcaaa
attttcgggtttattacagggacagcagagatccactttggctgatacgcgtggagttccgegttacataacttacggta
aatggcccgcctggctgaccgcccaacgacccccgecceccattgacgtcaataatgacgtatgttcccatagtaacgeccaat
agggactttccattgacgtcaatgggtggagtatttacggtaaactgcccacttggcagtacatcaagtgtatcatatge
caagtacgccccctattgacgtcaatgacggtaaatggcccgcecctggcattatgecccagtacatgaccttatgggacttt
cctacttggcagtacatctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggegtgg
atagcggtttgactcacggggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaac
gggactttccaaaatgtcgtaacaactccgccccattgacgcaaatgggecggtaggcgtgtacggtgggaggtctatata
agcagagctcgtttagtgaaccgtcagatcgcctggagacgccatccacgctgttttgacctccatagaagacaccgecga
tcggatccgccaccatgttecgtgtttctggtgctgectgccactggtgtccagtcagtgecgtgaacctgaccacacgaaca
cagctgccaccagcctacaccaatagcttcacccgecggagtgtactaccececgacaaggtgtteccgcagecagegtgectgcea
tagcacccaggatctgtttctgcccttcttcagcaacgtgacctggttccacgccatccacgtgteccggcaccaatggceca
ccaagcgcttcgataatcccgtgectgeccttcaacgatggegtgtactttgeccagcaccgagaagtccaatatcatecge
ggctggatcttcggcaccacactggatagcaagacccagagcctgectgatcgtgaacaacgccaccaacgtggtcatcaa
agtgtgcgagttccagttctgcaacgaccccttecctgggegtctactaccacaagaacaacaagagctggatggaaagcg
agttccgcgtgtacagcagcgccaacaactgcaccttcgagtacgtgtcccageccattecctgatggacctggaaggcaag
cagggcaacttcaagaacctgcgcgagttcgtgttcaagaacatcgacggctacttcaaaatctacagcaagcacaccce
aatcaacctcgtgcgcgatctgccacagggattcagtgctctggaacccctggtggatctgecccatcggcatcaacatta
cccgcectttcagacactgctggeccctgecaccgcagttacttgacaccaggcgatagcagcagtggatggacagetggtgece
gccgcttactacgttggatatctgcageccacgcacctttctgectgaagtacaacgagaacggcaccatcaccgacgecgt
ggattgtgctctcgatcccctgagcgagacaaagtgcaccctgaagtccttcaccgtcgagaagggcatctaccagacca
gcaatttccgcgtgcagcccaccgagagcatcgtgecgecttccccaatatcaccaatctgtgccccttecggegaggtgtte
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aatgccacacgctttgectecegtgtacgectggaatecgecaagegecattagecaactgegtggecgactacteegtgetgta
caatagcgccagcecttcagecaccttcaagtgetacggegtgtcacccaccaagectgaacgacctgtgettcaccaatgtgt
acgccgacagcttegtgatcecgeggagatgaagtgcgacagattgececccaggecagaccggcaagategecgactacaat
tacaagctgcccgacgacttcaccggetgegtgatecgectggaacagcaacaacctggatteccaaagteggeggecaacta
caactacctgtaccgcecctgtteccgecaagagcaatcectgaageccttecgagegegacatcagcaccgaaatctaccaggeeg
gaagcaccccatgcaacggcgtggaaggcttcaactgctacttececcactgecagtectacggatttecageccacaaatgge
gtgggctaccagccatatcgagtggtggtgetgagecttecgaactgectgecatgeteccagetacegtgtgeggecccaagaa
gagtaccaacctggtcaagaacaaatgcgtgaacttcaacttcaacggectgaccggaaccggegtgectgaccgagagta
acaagaagttcctgceccattccagcagtttggececgegacattgecgatacaaccgatgecgttegegatececcagaccttyg
gagatcctggatattaccccatgctcecetteggeggegtgtecgtgattacaccaggecaccaataccagecaaccaggtgge
cgttetgtaccagggegtgaattgcacagaggtgeccgtggecattecacgecgatcaattgacaccaacatggegegtgt
actccaccggcagcaatgtgtttcaaaccecgegectggatgectgattggagecgagcacgtgaacaatagctacgagtge
gatatccccatcggagececggaatctgegectectatcagacccagaccaatagteccacgacgageccgaagtgtggecag
ccagagcatcattgcctataccatgagcecctgggcegececgagaatagegtggectacteccaacaacagecattgectatececea
ccaacttcaccatcagcgtgaccaccgagatcctgeccagtgteccatgaccaagaccagegtggactgecaccatgtacate
tgcggagatagcaccgagtgcagcaacctgetgectgecagtacggaagtttetgecacccagectgaategegecctgacagg
cattgcecgtggaacaggataagaacacccaagaggtgttcgecccaagtgaagcaaatctacaagaccccaccaatcaagyg
atttcggcggcecttcaatttcageccagattectgececgateccaagecaageccagecaagegecagcettecatecgaggacctgetg
ttcaacaaagtgacactggccgacgccggattcatcaagcagtatggegattgectgggecgatattgecegecacgegatet
gatttgcgecccagaagtttaacggactgaccgtcectgeccaccactgetgacagatgagatgatcgeccagtacacaagtg
ccctgectggececggaaccattaccageggatggacatttggagecggtgecgetectgecagatteccecttegetatgecagatyg
gcctaccgcecttcaatggcattggegtgacccagaatgtgectgtacgagaaccagaagectgategeccaaccagttcaacaqg
cgccatcggcaagattcaggacagectgagtagtacegecagegetectgggaaagetgcaggatgtggtcaaccagaacyg
ctcaggccctgaacaccctggttaagcagectgagcagcaacttecggegecatcagtagegtgetgaacgatatecectgage
cgcctggataaggtggaagceccgaggtgcagatecgategectgattaccggacgectgecagteecctgecagacctatgtgac
acagcagctgatccgagccgeccgagattecgagetagtgetaatectggecgecaccaagatgagecgaatgtgtgetgggac
agagcaagcgcgtggacttttgeggcaagggataccacctgatgagettecccacagagtgecteccacacggegtggtgttt
ctgcatgtgacctacgtgccegctcaagagaagaatttcaccacecgcectecagecatectgeccacgacggaaaggeeccattt
tccacgecgagggegtgttegttagecaacggecactecattggttegtcacccagegecaacttectacgageecccagatcatea
ccaccgacaacaccttegtcageggcaactgcgacgtegtgatecggecattgtgaacaacaccgtgtacgatccactgecag
ccecgagctggacagcttcaaagaggaactggacaagtactttaagaaccacacaagcecccgacgtggacctgggagacat
tagcggaatcaacgccagegtggtcaacatccagaaagagattgacecgectgaacgaggtggeccaagaatctgaacgaga
gcctgatcgacctgecaagaactgggcaaatacgagcagtacattaagtggeccctggtacatectggetgggettecattgece
ggactgattgccatcgtgatggtcaccattatgectgtgetgecatgaccagttgetgecagetgectgaagggatgetgecag
ttgcggaagctgectgcaagttecgacgaggatgatagecgageccagtgetgaagggegtcaagectgecactacacctgataac
tcgagaattcccgataatcaacctcectggattacaaaatttgtgaaagattgactggtattecttaactatgttgectcecettt
tacgctatgtggatacgctgectttaatgecctttgtatcatgectattgettecegtatggetttcattttectectecttgt
ataaatcctggttgectgtctectttatgaggagttgtggeccegttgtcaggcaacgtggegtggtgtgcactgtgtttget
gacgcaacccccactggttggggcattgeccaccacctgtecagetectttecgggactttegetttececcectecectattge
cacggcggaactcatcgcecegectgecttgececcecgetgetggacaggggceteggetgttgggecactgacaattecegtggtgt
tgtcggggaagctgacgteccttteecgeggetgetegectgtgttgecacctggattetgegegggacgtecttetgetac
gtccctteggececctcaatceccageggaccttecttecegeggectgetgeecggetetgeggectettecgegtettegeet
tcgceccctcagacgagteggatcteecctttgggecgectececegecategggggtacctttaagaccaatgacttacaagge
agctgtagatcttagccactttttaaaagaaaaggggggactggaagggctaattcactcccaacgaagacaagategte
gagagatgctgcatataagcagctgctttttgettgtactgggtectetetggttagaccagatctgagectgggagetet
ctggctaactagggaacccactgcttaagcecctcaataaagecttgecttgagtgettcaagtagtgtgtgeccecgtetgttyg
tgtgactctggtaactagagatccctcagacccttttagtcagtgtggaaaatctctagcagttectagagggecegttta
aacccgctgatcagectcecgactgtgecttectagttgecagecatetgttgtttgececteeccecegtgecttecttgacee
tggaaggtgccactcccactgtecctttecctaataaaatgaggaaattgcatecgecattgtectgagtaggtgtcattcectatt
ctggggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcaggcatgectggggatgecggtgggete
tatggcttctactgggeggttttatggacagcaagecgaaccggaattgeccagetggggegecctetggtaaggttgggaa
gccctgcaaagtaaactggatggcectttcetegecgecaaggatectgatggegecaggggatcaagetectgatcaagagacag
gatgaggatcgtttcecgecatgattgaacaagatggattgcacgcaggttecteceggecgettgggtggagaggectattegge
tatgactgggcacaacagacaatcggctgctcectgatgeccgeecgtgtteecggetgtcagegecaggggegeceggttetttt
tgtcaagaccgacctgtececggtgececctgaatgaactgcaagacgaggcagegeggcectategtggetggecacgacgggeg
ttececttgegecagetgtgectegacgttgtcactgaagegggaagggactggetgetattgggecgaagtgecggggecaggat
ctcctgtcatctcaccttgectcecctgeccgagaaagtatccatcatggectgatgecaatgeggeggetgecatacgettgatee
ggctacctgcccattcgaccaccaagcgaaacatcecgecatecgagegagcacgtactecggatggaagececggtettgtegate
aggatgatctggacgaagagcatcaggggctecgegeccagecgaactgttegecaggectcaaggecgagecatgececcgacgge
gaggatctcgtecgtgacccatggecgatgectgettgecgaatatcatggtggaaaatggecegettttetggattecatecga
ctgtggccggctgggtgtggeggaccgcectatcaggacatagegttggcectaccegtgatattgetgaagagettggeggeg
aatgggctgaccgcttecctegtgectttacggtategeecgetececgattegecagegecategecttetategecttettgac
gagttcttctgaattattaacgcttacaatttcecctgatgeggtattttectecttacgecatctgtgeggtatttcacaceg

SUBSTITUTE SHEET (RULE 26)
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Figure 33A (CON'T)
catacaggtggcacttttecggggaaatgtgegeggaaccectatttgtttatttttctaaatacattcaaatatgtatcee
gctcatgagacaataaccctgataaatgcttcaataatagcacgtgctaaaacttcatttttaatttaaaaggatcectagg
tgaagatcctttttgataatctcatgaccaaaatccecttaacgtgagttttegtteccactgagegtcagacccegtagaa
aagatcaaaggatcttcttgagatcctttttttctgegegtaatectgectgettgecaaacaaaaaaaccaccgectaccage
ggtggtttgtttgccggatcaagagctaccaactectttttecgaaggtaactggettcagecagagegecagataccaaata
ctgtccttctagtgtagececgtagttaggeccaccacttcaagaactectgtagcacegectacatacctegetectgectaate
ctgttaccagtggctgectgeccagtggegataagtegtgtettacegggttggactcaagacgatagttacecggataagge
gcagcggtcecgggcectgaacggggggttegtgecacacagececcagettggagecgaacgacctacacecgaactgagatacctac
agcgtgagctatgagaaagcgccacgcecttececcgaagggagaaaggcecggacaggtateceggtaageggcagggteggaaca
ggagagcgcacgagggagcttccagggggaaacgectggtatetttatagtectgtegggtttegecacctetgacttga
gcgtcecgatttttgtgatgetegtcaggggggeggagectatggaaaaacgeccagcaacgeggectttttacggttectgyg
gcttttgctggececttttgetcacatgttettgactecttegegatgtacgggecagatatacgeg

SUBSTITUTE SHEET (RULE 26)
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Fig 33B: Nucleotide sequence of Spike (Wuhan) SARS-Cov2 D614G gene (codon
optimized) (SEQ ID NO: 116)

Sr.-D614G (3825pb)

D614G
atgttcgtgtttctggtgctgctgccactggtgtccagtcagtgcgtgaacctgaccacacgaacacagctgeccaccagce
ctacaccaatagcttcacccgecggagtgtactaccccgacaaggtgttccgecagcagegtgetgcatagcacccaggate
tgtttctgcccttcttcagcaacgtgacctggttccacgeccatccacgtgteccggcaccaatggcaccaagecgcecttecgat
aatcccgtgctgececcttcaacgatggecgtgtactttgeccagcaccgagaagtccaatatcateccgeggectggatcttegg
caccacactggatagcaagacccagagcctgctgatcgtgaacaacgccaccaacgtggtcatcaaagtgtgcgagttece
agttctgcaacgaccccttcctgggcgtctactaccacaagaacaacaagagctggatggaaagcgagtteccgegtgtac
agcagcgccaacaactgcaccttcgagtacgtgtcccagceccattecctgatggacctggaaggcaagcagggcaacttcaa
gaacctgcgcgagttcgtgttcaagaacatcgacggctacttcaaaatctacagcaagcacaccccaatcaacctecgtge
gcgatctgccacagggattcagtgctctggaaccecctggtggatctgecccatcggcatcaacattaccecgectttcagaca
ctgctggccctgcaccgcagttacttgacaccaggcgatagcagcagtggatggacagctggtgeccgecgettactacgt
tggatatctgcagccacgcacctttctgctgaagtacaacgagaacggcaccatcaccgacgceccgtggattgtgectcecteg
atcccctgagcgagacaaagtgcaccctgaagtccttcaccgtcgagaagggcatctaccagaccagcaattteccgegtyg
cagcccaccgagagcatcgtgecgcttceccccaatatcaccaatctgtgecceccttecggecgaggtgttcaatgeccacacgectt
tgcctccgtgtacgcctggaatcgcaagecgecattagcaactgecgtggeccgactacteccgtgetgtacaatagecgeccaget
tcagcaccttcaagtgctacggcgtgtcacccaccaagctgaacgacctgtgcttcaccaatgtgtacgccgacagectte
gtgatccgcggagatgaagtgcgacagattgccccaggceccagaccggcaagatcgceccgactacaattacaagctgeccga
cgacttcaccggctgcgtgatcgecctggaacagcaacaacctggattccaaagtcggcggcaactacaactacctgtacce
gcctgttceccgcaagagcaatctgaagceccttecgagecgegacatcagcaccgaaatctaccaggeccggaagecaccccatge
aacggcgtggaaggcttcaactgctacttcccactgcagtcctacggatttcagecccacaaatggecgtgggctaccagec
atatcgagtggtggtgctgagcttcgaactgctgcatgctccagctaccgtgtgecggeccccaagaagagtaccaacctgg
tcaagaacaaatgcgtgaacttcaacttcaacggcctgaccggaaccggecgtgectgaccgagagtaacaagaagttectg
ccattccagcagtttggccgcgacattgccgatacaaccgatgeccgttecgecgatccccagaccttggagatcctggatat
taccccatgctcctteggecggegtgtecgtgattacaccaggcaccaataccagcaaccaggtggecgttetgtaccagg
gegtgaattgcacagaggtgcccgtggccattcacgeccgatcaattgacaccaacatggcecgegtgtactccaccggeage
aatgtgtttcaaacccgcgctggatgcecctgattggageccgagcacgtgaacaatagctacgagtgecgatatcecccatecgg
agccggaatctgecgcctcecctatcagacccagaccaatagtccacgacgageccgaagtgtggeccagccagagcatcecattg
cctataccatgagcctgggcgccgagaatagecgtggectactccaacaacagcattgectatccccaccaacttcaccate
agcgtgaccaccgagatcctgccagtgtccatgaccaagaccagcgtggactgcaccatgtacatctgecggagatagecac
cgagtgcagcaacctgctgctgcagtacggaagtttctgcacccagctgaatcgecgeccctgacaggcattgecgtggaac
aggataagaacacccaagaggtgttcgcccaagtgaagcaaatctacaagaccccaccaatcaaggatttcggeggette
aatttcagccagattctgcccgatccaagcaagcccagcaagcgcagecttcatcgaggacctgectgttcaacaaagtgac
actggccgacgccggattcatcaagcagtatggcgattgectgggecgatattgeccgcacgecgatctgatttgegecccaga
agtttaacggactgaccgtcctgccaccactgctgacagatgagatgatcgecccagtacacaagtgcecctgectggeccgga
accattaccagcggatggacatttggagccggtgceccgectcectgcagattecccttegectatgcagatggecctaccgecttcaa
tggcattggcgtgacccagaatgtgctgtacgagaaccagaagctgatcgccaaccagttcaacagcgeccatcggcaaga
ttcaggacagcctgagtagtaccgccagcgctctgggaaagctgcaggatgtggtcaaccagaacgctcaggeccctgaac
accctggttaagcagctgagcagcaacttcggecgceccatcagtagecgtgectgaacgatatcctgagecgectggataaggt
ggaagccgaggtgcagatcgatcgecctgattaccggacgcctgcagtcectgcagacctatgtgacacagcagctgatcce
gagccgccgagattcgagctagtgctaatctggcecgeccaccaagatgagecgaatgtgtgectgggacagagcaagcgegtyg
gacttttgcggcaagggataccacctgatgagcttcccacagagtgctccacacggegtggtgtttctgcatgtgaccta
cgtgcccgctcaagagaagaatttcaccaccgctccagccatctgeccacgacggaaaggceccatttteccacgecgagggceg
tgttcgttagcaacggcactcattggttcgtcacccagcgcaacttctacgageccccagatcatcaccaccgacaacacc
ttcgtcagcggcaactgcgacgtecgtgatcggcattgtgaacaacaccgtgtacgatccactgcagcccgagectggacag
cttcaaagaggaactggacaagtactttaagaaccacacaagccccgacgtggacctgggagacattagcggaatcaacg
ccagcgtggtcaacatccagaaagagattgaccgcctgaacgaggtggccaagaatctgaacgagagecctgatcgacctg
caagaactgggcaaatacgagcagtacattaagtggccctggtacatctggctgggcttcattgeccggactgattgecat
cgtgatggtcaccattatgctgtgctgcatgaccagttgctgcagectgecctgaagggatgectgcagttgecggaagetgcet
gcaagttcgacgaggatgatagcgagccagtgctgaagggcgtcaagectgcactacacctgataa
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Figure 33C: Amino-Acid sequence of Spike (Wuhan) SARS-Cov2 D614G gene (codon
optimized) (SEQ ID NO: 117)

Sr.-D614G (1274aa)

D614G
MEVFLVLLPLVSSQCVNLTTRTQLPPAYTNSEFTRGVYYPDKVFRSSVLHSTQDLFLPFFSNVTWFHATIHVSGTNGTKRED
NPVLPENDGVYFASTEKSNIIRGWIFGTTLDSKTQSLLIVNNATNVVIKVCEFQFCNDPFLGVYYHRKNNKSWMESEFRVY
SSANNCTFEYVSQPFLMDLEGKQGNFKNLREFVFKNIDGYFKIYSKHTPINLVRDLPQGEFSALEPLVDLPIGINITREQT
LLALHRSYLTPGDSSSGWTAGAAAYYVGYLOQPRTFLLKYNENGTITDAVDCALDPLSETKCTLKSEFTVERKGIYQTSNERV
QPTESIVREPNITNLCPFGEVENATRFASVYAWNRKRISNCVADYSVLYNSASEFSTFRKCYGVSPTKLNDLCEFTNVYADSFE
VIRGDEVRQIAPGOQTGKIADYNYKLPDDFTGCVIAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTPC
NGVEGENCYFPLOSYGFQPTNGVGYQPYRVVVLSFELLHAPATVCGPKKSTNLVKNKCVNENEFNGLTGTGVLTESNKKFEL
PFQOQFGRDIADTTDAVRDPOQTLEILDITPCSEFGGVSVITPGTNTSNQVAVLYQGVNCTEVPVATHADQLTPTWRVYSTGS
NVFQTRAGCLIGAEHVNNSYECDIPIGAGICASYQTQTNSPRRARSVASQSIIAYTMSLGAENSVAYSNNSIAIPTNETI
SVTTEILPVSMTKTSVDCTMYICGDSTECSNLLLQYGSFCTQLNRALTGIAVEQDRKNTQEVFAQVKQIYKTPPIKDEGGE
NEFSQILPDPSKPSKRSFIEDLLENKVTLADAGFIKQYGDCLGDIAARDLICAQKEFNGLTVLPPLLTDEMIAQYTSALLAG
TITSGWTFGAGAALQIPFAMOMAYRENGIGVTONVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLOQDVVNONAQATLN
TLVRKQLSSNFGAISSVLNDILSRLDKVEAEVQIDRLITGRLOSLOTYVTQQLIRAAEIRASANLAATKMSECVLGQSKRV
DFCGKGYHLMSFPQSAPHGVVFLHVTYVPAQEKNFTTAPAICHDGKAHFPREGVEVSNGTHWEVTQRNFYEPQIITTDNT
FVSGNCDVVIGIVNNIVYDPLOQPELDSFKEELDKYFRKNHTSPDVDLGDISGINASVVNIQKEIDRLNEVAKNLNESLIDL
QELGKYEQYIKWPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKFDEDDSEPVLKGVRKLHYT*



WO 2022/013405 PCT/EP2021/069890
71/75

Figure 34

pFlap-ieCMV-S-Pl1-WPREm

Fig. 34A: Complete nucleotide sequence of pFlap-ieCMV-S-P1-WPREm (10086pb) (SEQ ID
NO: 118)
ggcgttgggagctttttgcaaaagcctaggcctccaaaaaagecctectcactacttectggaatagectcagaggcagaggce
ggcctcggcctctgcataaataaaaaaaattagtcagccatggggecggagaatgggcggaactgggcggagttaggggcyg
ggatgggcggagttaggggcgggactatggttgctgactaattgagatgcccgacattgattattgactagttggaaggyg
ctaattcactcccaaagaagacaagatatccttgatctgtggatctaccacacacaaggctacttccctgattagcagaa
ctacacaccagggccaggggtcagatatccactgacctttggatggtgctacaagctagtaccagttgageccagataagg
tagaagaggccaataaaggagagaacaccagcttgttacaccctgtgagecctgcatgggatggatgacccggagagagaa
gtgttagagtggaggtttgacagccgcctagcatttcatcacgtggcccgagagectgcateccggagtacttcaagaactyg
ctgatatcgagcttgctacaagggactttccgectggggactttccagggaggcgtggectgggcgggactggggagtgge
gagccctcagatcctgcatataagcagectgectttttgectgtactgggtctectectggttagaccagatctgagectggga
gctctctggctaactagggaacccactgcttaagecctcaataaagecttgecttgagtgcttcaagtagtgtgtgecececgtce
tgttgtgtgactctggtaactagagatccctcagacccttttagtcagtgtggaaaatctctagcagtggecgeccgaaca
gggacttgaaagcgaaagggaaaccagaggagctctctcgacgcaggactcggecttgectgaagecgecgecacggcaagaggce
gaggggcggcgactggtgagtacgccaaaaattttgactagcggaggctagaaggagagagatgggtgecgagagecgtcag
tattaagcgggggagaattagatcgcgatgggaaaaaattcggttaaggccagggggaaagaaaaaatataaattaaaac
atatagtatgggcaagcagggagctagaacgattcgcagttaatcctggecctgttagaaacatcagaaggctgtagacaa
atactgggacagctacaaccatcccttcagacaggatcagaagaacttagatcattatataatacagtagcaaccctcta
ttgtgtgcatcaaaggatagagataaaagacaccaaggaagctttagacaagatagaggaagagcaaaacaaaagtaaga
ccaccgcacagcaagcggccgctgatcecttcagacctggaggaggagatatgagggacaattggagaagtgaattatataa
atataaagtagtaaaaattgaaccattaggagtagcacccaccaaggcaaagagaagagtggtgcagagagaaaaaagag
cagtgggaataggagctttgttccttgggttcttgggagcagcaggaagcactatgggcgcagecgtcaatgacgectgacg
gtacaggccagacaattattgtctggtatagtgcagcagcagaacaatttgctgagggctattgaggcgcaacagcatct
gttgcaactcacagtctggggcatcaagcagctccaggcaagaatcctggctgtggaaagatacctaaaggatcaacagce
tcctggggatttggggttgctctggaaaactcatttgcaccactgctgtgeccttggaatgectagttggagtaataaatct
ctggaacagatttggaatcacacgacctggatggagtgggacagagaaattaacaattacacaagcttaatacactcctt
aattgaagaatcgcaaaaccagcaagaaaagaatgaacaagaattattggaattagataaatgggcaagtttgtggaatt
ggtttaacataacaaattggctgtggtatataaaattattcataatgatagtaggaggcttggtaggtttaagaatagtt
tttgctgtactttctatagtgaatagagttaggcagggatattcaccattatcgtttcagacccacctcccaaccccgag
gggacccgacaggcccgaaggaatagaagaagaaggtggagagagagacagagacagatccattcgattagtgaacggat
ctcgacggtatcgccgaattcacaaatggcagtattcatccacaattttaaaagaaaaggggggattggggggtacagtyg
caggggaaagaatagtagacataatagcaacagacatacaaactaaagaattacaaaaacaaattacaaaaattcaaaat
tttcgggtttattacagggacagcagagatccactttggctgatacgcgtggagttccgegttacataacttacggtaaa
tggcccgectggctgaccgcccaacgacccecccgceccattgacgtcaataatgacgtatgttecccatagtaacgeccaatag
ggactttccattgacgtcaatgggtggagtatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgcecca
agtacgccccctattgacgtcaatgacggtaaatggcccgectggcattatgcccagtacatgaccttatgggactttcee
tacttggcagtacatctacgtattagtcatcgctattaccatggtgatgcggttttggcagtacatcaatgggecgtggat
agcggtttgactcacggggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgg
gactttccaaaatgtcgtaacaactccgccccattgacgcaaatgggcggtaggecgtgtacggtgggaggtctatataag
cagagcttcgcctggagacgccatccacgctgttttgacctccatagaagacaccgcgatcggatccacaagtttgtaca
aaaaagcaggctgccaccatgttcgtgtttctggtgctgectgeccactggtgtccagtcagtgecgtgaacttcaccaaccg
aacacagctgccatccgcctacaccaatagcttcacccgecggagtgtactaccccgacaaggtgttccgcagcagegtge
tgcatagcacccaggatctgtttctgecccttcttcagcaacgtgacctggttccacgeccatccacgtgtececggecaccaat
ggcaccaagcgcttcgataatcccgtgectgecccttcaacgatggecgtgtactttgccagcaccgagaagtccaatatcat
ccgcggctggatcttcecggcaccacactggatagcaagacccagagectgectgatecgtgaacaacgccaccaacgtggtea
tcaaagtgtgcgagttccagttctgcaactaccccttecctgggecgtctactaccacaagaacaacaagagctggatggaa
agcgagttccgcgtgtacagcagcgccaacaactgcaccttcgagtacgtgtcccageccattecctgatggacctggaagg
caagcagggcaacttcaagaacctgtccgagttcgtgttcaagaacatcgacggctacttcaaaatctacagcaagcaca
ccccaatcaacctcgtgcgcgatcectgeccacagggattcagtgectctggaaccecctggtggatctgeccatecggcatcaac
attacccgctttcagacactgctggccctgcaccgcagttacttgacaccaggcgatagcagcagtggatggacagectgg
tgccgccgcttactacgttggatatctgcageccacgcacctttctgectgaagtacaacgagaacggcaccatcaccgacg
ccgtggattgtgctctcgatccecctgagecgagacaaagtgcaccctgaagtecttcaccgtcgagaagggcatctaccag
accagcaatttccgcgtgcagcccaccgagagcatecgtgecgecttccccaatatcaccaatctgtgececcttecggecgaggt
gttcaatgccacacgctttgcctccecgtgtacgecctggaatcgcaagcgecattagcaactgecgtggeccgactactecegtge
tgtacaatagcgccagcttcagcaccttcaagtgctacggcgtgtcacccaccaagctgaacgacctgtgcttcaccaat
gtgtacgccgacagcttcgtgatccgecggagatgaagtgecgacagattgeccccaggeccagacecggcaccatcgecgacta
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caattacaagctgcccgacgacttcaccggetgegtgatecgectggaacagcaacaacctggattccaaagteggeggcea
actacaactacctgtaccgcctgttcecgecaagagecaatectgaagececttecgagegegacatcagecacecgaaatcetaccecag
gccggaagcaccceccatgcaacggcegtgaaaggcecttcaactgctacttececcactgecagtectacggatttcageccacata
tggcgtgggctaccageccatatcgagtggtggtgetgagecttecgaactgectgecatgeteccagetacegtgtgeggecccea
agaagagtaccaacctggtcaagaacaaatgcgtgaacttcaacttcaacggecctgaccggaaccggegtgetgacecgag
agtaacaagaagttcctgeccattccagcagtttggecegegacattgecgatacaaccgatgecgttegegatececcagac
cttggagatcctggatattaccccatgctectteggeggegtgteccgtgattacaccaggecaccaataccagcaaccagg
tggccecgttetgtaccagggegtgaattgecacagaggtgecegtggeccattcacgeecgatcaattgacaccaacatggege
gtgtactccaccggcagcaatgtgtttcaaaccecgegectggatgectgattggagecgagtacgtgaacaatagetacga
gtgcgatatccccatcggagecggaatctgegectecctatcagacccagaccaatagtceccacgacgageeccgaagtgtygyg
ccagccagagcatcattgectataccatgagecctgggegecgagaatagegtggectactceccaacaacagcattgetate
cccaccaacttcaccatcagegtgaccaccgagatcectgecagtgteccatgaccaagaccagegtggactgcaccatgta
catctgcggagatagcaccgagtgcagcaacctgetgectgecagtacggaagtttetgcaceccagetgaategegecctga
caggcattgccgtggaacaggataagaacacccaagaggtgttecgecccaagtgaagcaaatctacaagaccccaccaatce
aaggatttcggcggcttcaatttcagecagattctgececgateccaagcaageccagcaagegecagcecttecategaggaccet
gctgttcaacaaagtgacactggccgacgcecggattcatcaagcagtatggegattgectgggegatattgecgecacgeg
atctgatttgcgecccagaagtttaacggactgaccecgtcecctgeccaccactgetgacagatgagatgatecgeccagtacaca
agtgccctgctggeccggaaccattaccagecggatggacatttggagecggtgeecgetectgecagattececttegetatgea
gatggcctaccgcecttcaatggcattggegtgacccagaatgtgectgtacgagaaccagaagctgategeccaaccagttcea
acagcgccatcggcaagattcaggacagectgagtagtacecgecagegetetgggaaagetgecaggatgtggtcaaccag
aacgctcaggccctgaacaccecctggttaagcagctgagecagcaactteggegecatcagtagegtgetgaacgatatect
gagccgcectggataaggtggaagccgaggtgcagatecgategectgattaceggacgectgecagtecectgecagacctatyg
tgacacagcagctgatccgagececgecgagattcgagetagtgetaatectggecgecatcaagatgagegaatgtgtgetyg
ggacagagcaagcgcgtggacttttgeggcaagggataccacctgatgagettecccacagagtgeteccacacggegtggt
gtttctgcatgtgacctacgtgeccecgetcaagagaagaatttcaccacecgeteccagecatectgecacgacggaaaggece
attttccacgcgagggcegtgttegttagecaacggecactcattggttegtcacccagegecaacttectacgagececcagate
atcaccaccgacaacaccttcecgtcageggcaactgcgacgtegtgatecggecattgtgaacaacaccgtgtacgatceccact
gcagcccgagcectggacagcecttcaaagaggaactggacaagtactttaagaaccacacaagecceccecgacgtggacectgggag
acattagcggaatcaacgccagcgtggtcaacatccagaaagagattgacegectgaacgaggtggeccaagaatcectgaac
gagagcctgatcgacctgcaagaactgggcaaatacgagcagtacattaagtggeccctggtacatectggetgggetteat
tgccggactgattgeccatecgtgatggtcaccattatgectgtgetgecatgaccagttgetgecagetgectgaagggatget
gcagttgcggaagctgcectgcaagttcgacgaggatgatagecgagecagtgetgaagggegtcaagetgecactacacctga
tagtaaacccagctttcecttgtacaaagtggtctcgagttceccgataatcaacctetggattacaaaatttgtgaaagatt
gactggtattcttaactatgttgctccecttttacgetatgtggatacgctgetttaatgectttgtatcatgetattgett
ccecgtatggetttecattttetectecttgtataaatecctggttgetgtetetttatgaggagttgtggecegttgtecagg
caacgtggcgtggtgtgcactgtgtttgetgacgecaaccecccactggttggggecattgecaccacctgtcagetecttte
cgggactttcecgectttcececcececteecctattgecacggeggaactecategecgectgecttgececgetgetggacaggggete
ggctgttgggcactgacaattcegtggtgttgtecggggaagectgacgtectttecgeggetgetegectgtgttgecace
tggattctgcgecgggacgtececttectgetacgtecetteggecectecaateccageggaccttectteececgeggectgetgee
ggctctgecggectecttecgegtettegecttegeecctcagacgagteggatectecetttgggeecgecteeccegeggtace
tttaagaccaatgacttacaaggcagctgtagatcttagccactttttaaaagaaaaggggggactggaagggctaatte
actcccaacgaagacaaaatcgtcgagagatgectgcatataagcagetgetttttgettgtactgggtetetetggttag
accagatctgagcctgggagctcectetggetaactagggaacccactgcecttaagectcaataaagettgecttgagtgett
caagtagtgtgtgcccgtctgttgtgtgactcectggtaactagagatcecctcagacccttttagtcagtgtggaaaatcte
tagcagttctagagggccegtttaaaccegetgatcagectecgactgtgecttetagttgecagecatetgttgtttgee
cctcecceccegtgecttecttgacecctggaaggtgeccacteccactgtectttecctaataaaatgaggaaattgecatcecgeat
tgtctgagtaggtgtcattctattectggggggtggggtggggcaggacagcaagggggaggattgggaagacaatagcag
gcatgctggggatgcggtgggctctatggecttectactgggeggttttatggacagcaagecgaaccggaattgeccagetgg
ggcgccctetggtaaggttgggaagecectgecaaagtaaactggatggetttettgecgecaaggatectgatggegeaggyg
gatcaagctctgatcaagagacaggatgaggatcgtttecgecatgattgaacaagatggattgcacgcaggttecteceggee
gcttgggtggagaggctattcecggctatgactgggcacaacagacaatcggetgcetetgatgecgeegtgttecggetgte
agcgcaggggcegecceggttetttttgtcaagaccgacctgteceggtgecectgaatgaactgecaagacgaggcagegegge
tatcgtggctggeccacgacgggegttecttgegecagetgtgectecgacgttgtcactgaagegggaagggactggetgceta
ttgggcgaagtgccggggcaggatctectgtcatetecaccttgectecctgecgagaaagtateccatcatggetgatgeaat
gcggcecggctgecatacgettgateccggetacetgeccattecgaccaccaagegaaacatecgecategagegagecacgtacte
ggatggaagccggtcecttgtcecgatcaggatgatectggacgaagagecatcaggggctegegecagecgaactgttegecagyg
ctcaaggcgagcatgcccgacggcecgaggatectegtegtgacccatggegatgectgettgecgaatatcatggtggaaaa
tggccgettttectggattcatcgactgtggecggetgggtgtggeggaccgetatcaggacatagegttggetaceegtyg
atattgctgaagagcttggcggecgaatgggetgaccgecttectegtgetttacggtategeegetecegattegecagege
atcgccttcectatcecgecttettgacgagttcttectgaattattaacgettacaatttectgatgeggtattttetecttac
gcatctgtgcggtatttcacaccgecatcaggtggecacttttecggggaaatgtgegeggaaccecctatttgtttattttte
taaatacattcaaatatgtatccgctcatgagacaataaccctgataaatgcttcaataatagcacgtgctaaaacttca
tttttaatttaaaaggatctaggtgaagatcctttttgataatctcatgaccaaaatcccttaacgtgagttttegttee
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WO 2022/013405 PCT/EP2021/069890
73/75

Figure 34A (CON'T)
actgagcgtcagaccccgtagaaaagatcaaaggatcecttcecttgagatcetttttttetgegegtaatectgetgettgeaa
acaaaaaaaccaccgctaccagcecggtggtttgtttgecggatcaagagectaccaactetttttecgaaggtaactggett
cagcagagcgcagataccaaatactgttecttectagtgtageecgtagttaggeccaccacttcaagaactectgtagecaccge
ctacatacctcgctctgctaatecctgttaccagtggetgectgecagtggegataagtegtgtettacecgggttggactea
agacgatagttaccggataaggcgcagcggtcecgggctgaacggggggttegtgecacacageccagettggagegaacgac
ctacaccgaactgagatacctacagcgtgagctatgagaaagecgeccacgcttececgaagggagaaaggecggacaggtate
cggtaagcggcagggtcecggaacaggagagcgcacgagggagctteccagggggaaacgectggtatectttatagtectgte
gggtttcgeccacctectgacttgagegtecgatttttgtgatgectegtcaggggggeggagectatggaaaaacgeccagcaa
cgcecggcecctttttacggttectggecttttgetggecttttgetcacatgttecttgetgettegegatgtacgggecagat
atacgc

SUBSTITUTE SHEET (RULE 26)
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Fig. 34B: Nucleotide sequence of Spike SARS-Cov2 P.l1l gene (codon optimized) (SEQ
NO: 119)

S-B351 (3822pb)
atgttcgtgtttctggtgctgctgccactggtgtccagtcagtgcgtgaacttcaccaaccgaacacagctgccateccge
ctacaccaatagcttcacccgcggagtgtactaccccgacaaggtgtteccgcagcagecgtgectgecatagcacccaggate
tgtttctgcccttcttcagcaacgtgacctggttccacgeccatccacgtgteccggcaccaatggcaccaagecgcttegat
aatcccgtgctgcecceccttcaacgatggecgtgtactttgeccagcaccgagaagtccaatatcateccgecggectggatcttegg
caccacactggatagcaagacccagagcctgctgatcgtgaacaacgccaccaacgtggtcatcaaagtgtgcgagttcece
agttctgcaactaccccttcecctgggecgtctactaccacaagaacaacaagagctggatggaaagcgagttceccgegtgtac
agcagcgccaacaactgcaccttcgagtacgtgtcccageccattecctgatggacctggaaggcaagcagggcaacttcaa
gaacctgtccgagttcgtgttcaagaacatcgacggctacttcaaaatctacagcaagcacaccccaatcaacctecgtge
gcgatctgccacagggattcagtgctctggaaccecctggtggatctgecccatcggcatcaacattacccgetttcagaca
ctgctggccctgcaccgcagttacttgacaccaggcgatagcagcagtggatggacagectggtgeccgecgettactacgt
tggatatctgcagccacgcacctttctgctgaagtacaacgagaacggcaccatcaccgacgceccgtggattgtgectcecteg
atcccctgagcgagacaaagtgcaccctgaagtccttcaccgtcgagaagggcatctaccagaccagcaattteccgegtyg
cagcccaccgagagcatcgtgecgcttceccccaatatcaccaatctgtgeccccttecggecgaggtgttcaatgeccacacgett
tgcctccgtgtacgcctggaatcgcaagecgecattagcaactgecgtggeccgactacteccgtgetgtacaatagecgeccaget
tcagcaccttcaagtgctacggcgtgtcacccaccaagctgaacgacctgtgcttcaccaatgtgtacgccgacagectte
gtgatccgcggagatgaagtgcgacagattgccccaggccagaccggcaccatcgceccgactacaattacaagectgecccga
cgacttcaccggctgcgtgatcgcctggaacagcaacaacctggattccaaagtcggcggcaactacaactacctgtacce
gcctgttceccgcaagagcaatctgaagecccttecgagecgegacatcagcaccgaaatctaccaggccggaagecaccccatge
aacggcgtgaaaggcttcaactgctacttcccactgcagtcctacggatttcagecccacatatggecgtgggectaccagec
atatcgagtggtggtgctgagcttcgaactgctgcatgctccagctaccgtgtgecggeccccaagaagagtaccaacctgg
tcaagaacaaatgcgtgaacttcaacttcaacggcctgaccggaaccggecgtgectgaccgagagtaacaagaagttcecctyg
ccattccagcagtttggccgcgacattgeccgatacaaccgatgeccgttecgegatccccagaccttggagatcctggatat
taccccatgctceccttecggecggecgtgteccgtgattacaccaggcaccaataccagcaaccaggtggeccgttectgtaccagg
gcgtgaattgcacagaggtgcccgtggccattcacgccgatcaattgacaccaacatggecgecgtgtactccaccggecagce
aatgtgtttcaaacccgcgctggatgecctgattggageccgagtacgtgaacaatagectacgagtgecgatatccccatecgg
agccggaatctgcgcecctcecctatcagacccagaccaatagtccacgacgagecccgaagtgtggeccagccagagcatcattg
cctataccatgagcctgggcgeccgagaatagecgtggecctactccaacaacagcattgcectatccecccaccaacttcaccate
agcgtgaccaccgagatcctgccagtgtccatgaccaagaccagcgtggactgcaccatgtacatctgecggagatagecac
cgagtgcagcaacctgctgctgcagtacggaagtttctgcacccagctgaatcgecgecctgacaggcattgecegtggaac
aggataagaacacccaagaggtgttcgcccaagtgaagcaaatctacaagaccccaccaatcaaggatttcggeggette
aatttcagccagattctgcccgatccaagcaagcccagcaagecgcagecttcatcgaggacctgctgttcaacaaagtgac
actggccgacgccggattcatcaagcagtatggcgattgectgggecgatattgeccgcacgecgatctgatttgecgececcaga
agtttaacggactgaccgtcctgccaccactgctgacagatgagatgatcgecccagtacacaagtgcecctgectggeccgga
accattaccagcggatggacatttggagccggtgceccgectcectgcagattceccttecgectatgcagatggectaccgecttcaa
tggcattggcgtgacccagaatgtgctgtacgagaaccagaagctgatcgeccaaccagttcaacagcgceccatcggcaaga
ttcaggacagcctgagtagtaccgccagcgctctgggaaagctgcaggatgtggtcaaccagaacgctcaggeccctgaac
accctggttaagcagctgagcagcaacttcggecgceccatcagtagecgtgectgaacgatatcctgagecgectggataaggt
ggaagccgaggtgcagatcgatcgecctgattaccggacgecctgcagtcectgcagacctatgtgacacagecagectgatcec
gagccgccgagattcgagctagtgctaatctggcecgeccatcaagatgagecgaatgtgtgectgggacagagcaagcgcecgtyg
gacttttgcggcaagggataccacctgatgagcttcccacagagtgctccacacggecgtggtgtttctgcatgtgaccta
cgtgcccgctcaagagaagaatttcaccaccgctccagccatctgeccacgacggaaaggcecccattttccacgegagggeg
tgttcgttagcaacggcactcattggttcgtcacccagecgcaacttctacgageccccagatcatcaccaccgacaacace
ttcgtcagcggcaactgcgacgtecgtgatcggcattgtgaacaacaccgtgtacgatccactgcagecccgagectggacag
cttcaaagaggaactggacaagtactttaagaaccacacaagccccgacgtggacctgggagacattagcggaatcaacg
ccagcgtggtcaacatccagaaagagattgaccgcctgaacgaggtggccaagaatctgaacgagagecctgatcgacctg
caagaactgggcaaatacgagcagtacattaagtggccctggtacatctggctgggcttcattgecggactgattgecat
cgtgatggtcaccattatgctgtgctgcatgaccagttgctgcagctgectgaagggatgctgcagttgcggaagetgcet
gcaagttcgacgaggatgatagcgagccagtgctgaagggcgtcaagectgcactacacctga
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Fig. 34C: Amino-Acid sequence of Spike SARS-Cov2 P.l1 gene (codon optimized) (SEQ ID
NO: 120)

$-B351 (1273aa)
MEVFEFLVLLPLVSSQCVNETNRTQLPSAYTNSEFTRGVYYPDKVEFRSSVLHSTOQDLFLPFFSNVTWFHAIHVSGTNGTKRED
NPVLPENDGVYFASTEKSNIIRGWIFGTTLDSKTQSLLIVNNATNVVIKVCEFQFCNYPFLGVYYHKNNKSWMESEFRVY
SSANNCTFEYVSQPFLMDLEGKQGNFKNLSEFVFKNIDGYFKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITREQT
LLALHRSYLTPGDSSSGWTAGAAAYYVGYLOPRTFLLKYNENGTITDAVDCALDPLSETKCTLKSEFTVEKGIYQTSNEFRV
QPTESIVRFPNITNLCPFGEVENATRFASVYAWNRKRISNCVADYSVLYNSASEFSTFRCYGVSPTKLNDLCEFTNVYADSFE
VIRGDEVRQIAPGQTGTIADYNYKLPDDEFTGCVIAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTPC
NGVKGENCYFPLOSYGFQPTYGVGYQPYRVVVLSFELLHAPATVCGPKKSTNLVKNKCVNENEFNGLTGTGVLTESNKKEL
PFQOFGRDIADTTDAVRDPQTLEILDITPCSEGGVSVITPGTNTSNQVAVLYQGVNCTEVPVAIHADQLTPTWRVYSTGS
NVFQTRAGCLIGAEYVNNSYECDIPIGAGICASYQTQTNSPRRARSVASQSIIAYTMSLGAENSVAYSNNSIAIPTNEFTI
SVTTEILPVSMTKTSVDCTMYICGDSTECSNLLLOYGSFCTQLNRALTGIAVEQDRKNTQEVFAQVKQIYKTPPIKDEGGE
NESQILPDPSKPSKRSFIEDLLENKVTLADAGFIKQYGDCLGDIAARDLICAQKEFNGLTVLPPLLTDEMIAQYTSALLAG
TITSGWTFGAGAALQIPFAMOMAYREFNGIGVTONVLYENQKLIANQENSAIGKIQDSLSSTASALGKLQDVVNOQNAQALN
TLVRKQLSSNFGAISSVLNDILSRLDKVEAEVQIDRLITGRLOSLOTYVTQQLIRAAEIRASANLAATKMSECVLGQSKRV
DFCGKGYHLMSFPQSAPHGVVFLHVTYVPAQEKNFTTAPAICHDGKAHFPREGVEVSNGTHWEVTQRNFYEPQIITTDNT
FVSGNCDVVIGIVNNTVYDPLOQPELDSFKEELDKYFRKNHTSPDVDLGDISGINASVVNIQKEIDRLNEVAKNLNESLIDL
QELGKYEQYIKWPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKEDEDDSEPVLKGVKLHYT
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