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MOSAIC CHIMERIC VIRAL VACCINE
PARTICLE

STATEMENT OF GOVERNMENT SUPPORT

This invention was made with government support
awarded by the USDA-NIFA (USDA-CSREES 2008-
35204-04587). The government has certain rights in the
invention.

FIELD OF THE INVENTION

The present invention relates generally to the field of live
and modified live conventional vaccines, and recombinant
live-vectored vaccines. For example, compositions and
methods axe described that are useful for priming robust
adaptive immunity in the presence of pre-existing protec-
tive/neutralizing levels of maternal antibodies and/or effec-
tive boosting of weak immune responses using the same live
vaccines or live-vectored vaccines. In some embodiments,
simultaneously masking vaccines to avoid antibody neutral-
ization while targeting those vaccines to specific cell types
elicits an enhanced immune response. In other embodi-
ments, the efficacy of the immune responses may be further
enhanced using vectors that recruit and activate specific
antigen-presenting cells.

BACKGROUND

Bovine viral diarrhea virus (BVDV) is a leading cause of
enteric, respiratory and reproductive diseases in cattle, and
is particularly associated with high morbidity and mortality
rates in calves. There are more than 105 million cattle in the
United States (USDA-NASS statistics, 2002) and the cattle
industry accounts for approximately 40% of the total market
value of U.S. agriculture (USDA, NASS statistics, 1999).
Since endemic infections result in major economic loss,
BVDV is considered a high priority disease of economic
importance to U.S. animal agriculture.

While maternal antibodies protect neonatal calves and
yearlings against wild-type (wt) BVDV infections, their
high titers interfere with the efficacy of current BVDV
vaccines. Thus, vaccination is normally delayed until the
neutralizing maternal antibodies decay. Unfortunately, per-
sistently infected (PI) calves are common in herds and
yearlings become vulnerable to infection as BVDV-specific
antibodies decline (12, 13, 15). Moreover, maternal antibod-
ies do not adequately protect a significant proportion of
neonatal calves—especially bull calves that fail to get suf-
ficient amounts of colostrum on time.

What is needed is a vaccine capable of stimulating
adaptive T cell immunity in neonatal calves in the presence
of protective levels of colostrum-derived antibodies to facili-
tate the transition from transient passive immunity to
acquired immunity without experiencing a period of vulner-
ability to BVDV infection.

SUMMARY OF THE INVENTION

In one embodiment, the present invention contemplates a
bi-specific diabody comprising a virus-masking motif (or
viral antigen binding moiety) fused in-frame with a cell-
receptor binding motif (or cell surface antigen binding
moiety). In one embodiment, the virus-masking motif (or
viral antigen binding moiety) is a single chain antibody
molecule that binds to BVDV. In another embodiment, the
virus-masking motif (or viral antigen binding moiety) is a

10

15

20

25

30

35

40

45

50

55

60

65

2

single chain antibody molecule that binds to the BVDV
protein E2. In another embodiment, the cell-receptor binding
motif (or cell surface antigen binding moiety) is a single
chain antibody molecule that binds to dendritic cells. In yet
another embodiment, the cell-receptor binding motif (or cell
surface antigen binding moiety) is a single chain antibody
molecule that binds to the bovine CD205 antigen receptor.

In one embodiment, the present invention contemplates a
recombinant adenovirus that expresses dendritic cell recruit-
ment and activation factors. In one embodiment, dendritic
cell recruitment factors are cytokines. In another embodi-
ment, the cytokines are FIt3L and GM-CSF. In another
embodiment, the dendritic cell activation factor is CD40L.
In yet another embodiment, the dendritic cell activation
factor is an agonistic anti-CD40 monoclonal antibody.

In one embodiment, the present invention contemplates a
viral vaccine particle coated with a bi-specific diabody
comprising a viral antigen-specific masking motif (or viral
antigen-specific binding moiety) fused in-frame with a den-
dritic cell receptor-specific binding motif (or cell surface
antigen binding moiety). In one embodiment, the viral
vaccine particle is a BVDV 1 modified live virus (MLV). In
another embodiment, the viral vaccine particle is a BVDV 2
MLV. In another embodiment, viral vaccine particles are a
mixture of BVDV 1 and BVDV 2 MLVs. In another
embodiment, the viral vaccine particle is a target of neu-
tralizing antibody. In another embodiment, the neutralizing
antibody is maternal antibody. In one embodiment, the
present invention contemplates a composition comprising a
viral vaccine particle coated with a bi-specific diabody
comprising a viral vaccine particle-masking motif (or viral
vaccine particle antigen binding moiety) fused in-frame with
a dendritic cell antigen receptor-specific binding motif (or
cell surface antigen binding moiety), and a recombinant
adenovirus that expresses dendritic cell recruitment and
activation factors. In one embodiment, the dendritic cell
recruitment factors are cytokines. In another embodiment,
the cytokines are FIt3L. and GM-CSF. In another embodi-
ment, the dendritic cell activation factor is CD40L. In
another embodiment, the dendritic cell activation factor is an
agonistic anti-CD40 monoclonal antibody, diabody, or poly-
valent diabody scaffold. In one embodiment, the viral vac-
cine particle is a BVDV 1 MLV. In another embodiment, the
viral vaccine particle is a BVDV 2 MLV. In another embodi-
ment, viral vaccine particle is a mixture of BVDV 1 and
BVDV 2 MLV. In another embodiment, the viral vaccine
particle is a target of neutralizing antibody. In another
embodiment, the neutralizing antibody is maternal antibody.
In one embodiment, the present invention contemplates a
vaccine particle coated with a bi-specific diabody compris-
ing a virus-masking motif (or viral antigen binding moiety)
fused in-frame with a dendritic cell antigen receptor-specific
binding motif (or cell surface antigen binding motif). In one
embodiment, the vaccine is a BVDV 1 MLV. In another
embodiment, the vaccine is a BVDV 2 MLV. In another
embodiment, the vaccine is a mixture of BVDV 1 and
BVDV 2 MLVs. In yet another embodiment, the vaccine is
a live vaccine. In one embodiment, the live vaccine is a
modified live vaccine. In one embodiment, the vaccine is a
live vectored vaccine. In another embodiment, the vaccine
evades neutralizing antibody. In another embodiment, the
neutralizing antibody is maternal antibody. In yet another
embodiment, the vaccine is targeted to dendritic cells. In one
embodiment, the present invention contemplates a vaccine
coated with a bi-specific diabody comprising a virus-mask-
ing motif (or viral antigen binding moiety) fused in-frame
with an APC antigen receptor-specific binding motif (or cell
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surface antigen binding moiety), and a recombinant adeno-
virus that expresses dendritic cell recruitment and activation
factors. In one embodiment, the dendritic cell recruitment
factors are cytokines. In another embodiment, the cytokines
are FIt3L and GM-CSF. In another embodiment, the activa-
tion factor is CD40L or agonistic anti-CD40 monoclonal
antibody, diabody or polybody scaffold. In yet another
embodiment, the vaccine is a BVDV 1 vaccine. In yet
another embodiment, the vaccine is a BVDV 2 vaccine. In
one embodiment, the vaccine is a mixture of BVDV 1 and
BVDYV 2 vaccines. In one embodiment, the vaccine is a live
vaccine. In another embodiment, the live vaccine is a
modified live vaccine. In another embodiment, the vaccine
is a live vectored vaccine. In yet another embodiment, the
vaccine evades neutralizing antibody. In yet another
embodiment, the neutralizing antibody is maternal antibody.
In one embodiment, the vaccine is targeted to dendritic cells.
In one embodiment, the vaccine activates dendritic cells. In
another embodiment, the vaccine recruits dendritic cells.

In one embodiment, the present invention contemplates a
method, comprising providing a subject at risk for infection
by a virus, and a viral vaccine particle coated with a
bi-specific diabody comprising a viral vaccine particle-
masking motif (or viral antigen binding moiety) fused
in-frame with an APC antigen receptor-specific binding
motif (or cell surface binding moiety) and administering the
viral vaccine particle to the subject under conditions such
that protective immunity is induced in said subject. In one
embodiment, the viral vaccine particle is a BVDV 1 antigen.
In another embodiment, the viral vaccine particle is a BVDV
2 antigen. In yet another embodiment, the viral vaccine
particle is a mixture of BVDV 1 and BVDV 2 antigens. In
one embodiment, the subject is a bovine. In another embodi-
ment, the subject is a neonatal calf. In one embodiment, the
subject has neutralizing antibodies for said viral vaccine
particle prior to administering said viral vaccine particle. In
another embodiment, the neutralizing antibodies are mater-
nal antibodies. In another embodiment, the neutralizing
antibodies are BVDV 1-specific antibodies. In yet another
embodiment, the neutralizing antibodies are BVDV 2-spe-
cific antibodies. In yet another embodiment, the viral vac-
cine particle is a BVDV 1 vaccine. In one embodiment, the
viral vaccine particle is a BVDV 2 vaccine. In yet another
embodiment, the viral vaccine particle evades neutralizing
antibody. In one embodiment, neutralizing antibody is
maternal antibody. In one embodiment, the viral vaccine
particle is targeted to dendritic cells.

In one embodiment, the present invention contemplates a
method, comprising providing a subject at risk for infection
by a virus, a viral vaccine particle coated with a bi-specific
diabody comprising a viral vaccine particle-masking motif
(or viral antigen binding moiety) fused in-frame with a
dendritic cell antigen receptor-specific binding motif (or cell
surface antigen binding moiety), and a recombinant adeno-
virus that expresses dendritic cell recruitment and activation
factors and administering the viral antigen and recombinant
adenovirus to the subject under conditions such that protec-
tive immunity is induced. In another embodiment, the sub-
ject is a bovine. In one embodiment, the viral vaccine
particle is a BVDV 1 antigen. In another embodiment, the
viral vaccine particle is a BVDV 2 antigen. In yet another
embodiment, the viral vaccine particle is a mixture of
BVDV 1 and BVDV 2 antigens. In yet another embodiment,
the subject is a neonatal calf. In one embodiment, the
dendritic cell recruitment factors are cytokines. In one
embodiment, the cytokines are FIt3[. and GM-CSF. In
another embodiment, the activation factor is CD40L. In
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another embodiment, the activation factor is an agonistic
anti-CD40 monoclonal antibody. In one embodiment, the
viral vaccine particle evades neutralizing antibody. In
another embodiment, the neutralizing antibody is maternal
antibody. In yet another embodiment, the viral vaccine
particle is targeted to dendritic cells.

In one embodiment, the present invention contemplates a
method, comprising providing a subject at risk for infection
by a virus, a vaccine coated with a bi-specific diabody
comprising a virus vaccine particle-masking motif (or viral
antigen binding moiety) fused in-frame with a dendritic cell
antigen receptor-specific binding motif (or cell surface anti-
gen binding moiety) and administering the vaccine to the
subject under conditions such that protective immunity is
induced. In another embodiment, the subject is a bovine. In
yet another embodiment, the subject is a neonatal calf. In
one embodiment, the subject has neutralizing antibodies for
said virus vaccine particle prior to administering said vac-
cine. In another embodiment, the neutralizing antibodies are
maternal antibodies. In another embodiment, the neutraliz-
ing antibodies are BVDV 1-specific antibodies. In yet
another embodiment, the neutralizing antibodies are BVDV
2-specific antibodies. In yet another embodiment, the vac-
cine is a BVDV 1 vaccine. In one embodiment, the vaccine
is a BVDV 2 vaccine. In one embodiment, the vaccine is a
mixture of BVDV 1 and BVDV 2 vaccines. In another
embodiment, the vaccine is a live vaccine. In another
embodiment, the live vaccine is a modified live vaccine. In
yet another embodiment, the vaccine is a live-vectored
vaccine. In yet another embodiment, the vaccine evades
neutralizing antibody. In one embodiment, neutralizing anti-
body is maternal antibody. In one embodiment, the vaccine
binds to dendritic cells. In another embodiment, the vaccine
activates dendritic cells. In yet another embodiment, the
vaccine recruits dendritic cells.

In one embodiment, the present invention contemplates a
method, comprising providing a subject at risk for infection
by a virus, a vaccine coated with a bi-specific diabody
comprising a virus vaccine particle-masking motif (or viral
antigen binding moiety) fused in-frame with a dendritic cell
antigen receptor-specific binding motif (or cell surface anti-
gen binding moiety), and a recombinant adenovirus that
expresses dendritic cell recruitment and activation factors
and administering the vaccine and recombinant adenovirus
to the subject under conditions such that protective immu-
nity is induced. In another embodiment, the subject is a
bovine. In yet another embodiment, the subject is a neonatal
calf. In one embodiment, the dendritic cell recruitment
factors are cytokines. In one embodiment, the cytokines are
FIt3L and GM-CSF. In another embodiment, the activation
factor is CD40L. In yet another embodiment, the activation
factor is an agonistic anti-CD40 monoclonal antibody, or
diabody, or polyvalent diabody scaffold. In one embodi-
ment, the vaccine is a BVDV 1 vaccine. In another embodi-
ment, the vaccine is a BVDV 2 vaccine. In yet another
embodiment, the vaccine is a mixture of BVDV 1 and
BVDV 2 vaccines. In yet another embodiment, the vaccine
is a live vaccine. In one embodiment, the live vaccine is a
modified live vaccine. In one embodiment, the vaccine is a
live-vectored vaccine. In another embodiment, the vaccine
evades neutralizing antibody. In another embodiment, the
neutralizing antibody is maternal antibody. In yet another
embodiment, the vaccine is targeted to dendritic cells. In yet
another embodiment, the vaccine activates dendritic cells. In
one embodiment, the vaccine recruits dendritic cells.

In one embodiment, the present invention contemplates a
composition comprising a recombinant adenovirus that



US 10,836,809 B2

5

expresses multi-component chimeric BVDV mosaic anti-
gens. In another embodiment, the chimeric mosaic antigens
are selected from the group consisting of NP7, capsid,
E™-E1, E2, NS2, NS3. In one embodiment, the present
invention contemplates the priming of protective immunity
in neonatal calves by immunizing with a single dose of
adenoviruses expressing FIt3L/GM-CSF/CD40L. mixed
with a DC-targeted MLV vaccine against BVDV 1 and 2. In
another embodiment, the present invention contemplates the
priming of protective BVDV-specific CD4" T helper and
CD8* CTL responses. In yet another embodiment, the
present invention contemplates the priming of protective
BVDV-specific CD4" T helper and CD8" CTL responses in
the presence of neutralizing antibodies. In one embodiment,
the present invention contemplates priming protective
immunity in neonatal calves by immunizing with a single
dose of adenoviruses expressing FIt3L/GM-CSF/CD40L
and DC-targeted BVDV antigens. In one embodiment, the
present invention contemplates priming protective BVDV-
specific CD4* T helper and CD8* CTL responses. In one
embodiment, the present invention contemplates priming
protective BVDV-specific CD4* T helper and CD8* CTL
responses in the presence of neutralizing antibodies. In one
embodiment, the present invention contemplates the immu-
nization of neonatal calves with a single dose of a vaccine
formulation containing adenoviruses expressing FIt3L/GM-
CSF/CDA40L (for DC recruitment and activation) and DC-
targeted protective BVDV antigens. In one embodiment the
vaccine formulation induces robust effector/memory CD4*
and CD8"* T cell responses that prime and expand cell-
mediated immunity. In one embodiment, the vaccine formu-
lation induces robust effector/memory CD4* and CD8* T
cell responses that prime and expand cell-mediated immu-
nity in the presence of neutralizing antibodies.

In one embodiment, the present invention contemplates
improved BVDV vaccines that are efficacious in the pres-
ence of neutralizing antibodies. In another embodiment, the
present invention contemplates inducing immunity in neo-
nates that are not adequately protected by maternal antibod-
ies. In another embodiment, the present invention contem-
plates vaccines capable of inducing robust adaptive T cell
immunity against viruses, including but not limited to
BVDYV, in neonatal calves and yearlings.

In one embodiment, the present invention contemplates
the production of recombinant diabodies in bacteria expres-
sion systems. In another embodiment, these diabodies may
be used as additives in current commercially available MLV
vaccines against BVDV 1 and 2.

In one embodiment, the present invention contemplates a
method of determining whether a subject has been exposed
to a naturally occurring antigen (including but not limited to
viral antigens) or a recombinant antigen (including but not
limited to recombinant viral antigens). In one embodiment,
the recombinant antigen is a peptide or polypeptide com-
prising a FLAG-tag. In another embodiment, the recombi-
nant antigen is expressed by a vaccine (i.e. a marker vac-
cine). In another embodiment, the recombinant antigen is
expressed by an adenovirus vaccine. In another embodi-
ment, the recombinant antigen is a BVDV1 peptide. In
another embodiment, the recombinant antigen is a BVDV 2
peptide. In yet another embodiment, the recombinant anti-
gen is an NP, capsid, E™-E1, E2, NS2 or NS3 peptide (or
combinations thereof). In one embodiment, detecting expo-
sure of a subject to recombinant antigen comprising a
FLAG-tag identifies that subject as having been exposed to
recombinant antigen. In another embodiment, detecting
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exposure of a subject to antigen that does not comprise a
FLAG-tag identifies that subject as having been exposed to
naturally occurring antigen.

While the present application focuses on BVDV to estab-
lish proof-of-concept, the approach is broadly applicable to
live/modified live/live-vectored vaccines for both livestock
and humans. It is not intended that the present invention is
limited to BVDV. In one embodiment, the present invention
contemplates bovine respiratory viruses, including but not
limited to, bovine respiratory syncytial virus (BRSV), infec-
tious bovine rhinotracheitis (IBR), bovine parainfluenza-3
virus (BPIV-3), bovine herpes virus 1 (BHV-1) and bovine
herpes virus 2 (BHV-2). In another embodiment, the present
invention contemplates bovine respiratory bacteria, includ-
ing but not limited to, pasteurella haemolytica, pasteurella
multocida, haemophilus somnus and mycoplasma bovis. In
another embodiment, the present invention contemplates
human virus, including but not limited to Measles, Rotavi-
rus, Mumps, Rubella, and Varicella vaccines.

It is not intended that the present invention is limited to
bovines. In one embodiment, the present invention contem-
plates inducing immunity in a variety of subjects, such as
goats, sheep and humans.

DEFINITIONS

To facilitate the understanding of this invention a number
of terms are defined below. Terms defined herein (unless
otherwise specified) have meanings as commonly under-
stood by a person of ordinary skill in the areas relevant to the
present invention. Terms such as “a”, “an” and “the” are not
intended to refer to only a singular entity, but include the
general class of which a specific example may be used for
illustration. The terminology herein is used to describe
specific embodiments of the invention, but their usage does
not delimit the invention, except as outlined in the claims.

As used herein, terms defined in the singular are intended
to include those terms defined in the plural and vice versa.

As used herein, the term “diabody” reference to a class of
small bivalent and bi-specific antibody fragments that can be
expressed with high yields. A diabody comprise a heavy
(V) chain variable domain connected to a light chain
variable domain (V;) on the same polypeptide chain (V-
V) connected by a peptide linker that is too short to allow
pairing between the two domains on the same chain. This
forces paring with the complementary domains of another
chain and promotes the assembly of a dimeric molecule with
two functional antigen binding sites. A bi-specific diabody
may be constructed by fusing the V-domains of two separate
antibodies (i.e. antibodies A and B) to create the two chains:
Viu-Vis VsV, Although each chain is inactive in
binding to antigen, the functional antigen binding sites of
antibodies A and B are recreated upon pairing with the other
chain.

As used herein, the term “antibody” or “antibodies” refers
to globular proteins (“immunoglobulins™) produced by cells
of the immune system to identify and neutralize foreign
antigens. “Monoclonal antibodies” (mAb) are antibodies
that recognize a specific antigenic epitope (i.e. monospe-
cific) because they are derived from clones of a single
hybridoma. Hybridomas are cells engineered to produce a
desired mAb antibody in large amounts. Briefly, B-cells are
removed from the spleen of an animal that has been chal-
lenged with the desired antigen. These B-cells are then fused
with myeloma tumor cells that can grow indefinitely (i.e.
immortal) in culture, Since the fused cell or hybridoma is
also immortal it will multiply rapidly and indefinitely to
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produce large amounts of the desired mAb (Winter and
Milstein, Nature, 349, 293-299, 1991). “Polyclonal antibod-
ies” (pAb) are a mixture of antibodies that recognize mul-
tiple epitopes of a specific antigen. Polyclonal antibodies are
produced by immunizing an animal (i.e. mouse, rabbit, goat,
horse, sheep etc.) with a desired antigen to induce B-lym-
phocytes to produce antibodies to multiple epitopes of that
antigen. These antibodies can then be isolated from the
animal’s blood using well-known methods, such as column
chromatography.

As used herein, the term “dendritic cells” or “DCs” refers
to immune cells that form part of the mammalian immune
system. A primary function of DCs is to serve as “antigen-
presenting cells” by processing foreign antigens and pre-
senting antigenic epitopes on their surface to other cells of
the immune system. DCs are present in small quantities in
tissues that are in contact with the external environment,
mainly the skin (where there is a specialized dendritic cell
type called Langerhans cells) and the inner lining of the
nose, lungs, stomach and intestines. DCs can also be found
in an immature state in the blood. Once activated, they
migrate to the lymphoid tissues where they interact with T
cells and B cells to initiate the adaptive immune response. At
certain development stages DCs grow branched projections
(dendrites) that give the cell its name. In some embodiments,
DCs can be differentiated into two sub-populations based on
the expression of the cell surface marker CD1lc. In some
embodiments, CD11c* DCs produce 1.12 and stimulate a
Thl response in lymphocytes, while CD11¢™ DCs synthe-
size little IL.12 but are a major source of alpha-interferon and
stimulate lymphocytes to produce Th2 cytokines.

As used herein, the term “cytokines” refers to a category
of protein, peptide, or glycoprotein molecules secreted by
specific cells of the immune system that carry signals
between cells. Cytokines are a critical component of both the
innate and adaptive immune response, and are often secreted
by immune cells that have encountered a pathogen to
activate and recruit additional immune cells to increase the
system’s response to the pathogen. Cytokines are typically
released in the general region of the pathogen-infected cells
such that responding immune cells arrive at that site of
infection. Each individual cytokine has a matching cell-
surface receptor. Upon binding of a cytokine to its cell-
surface receptor a cascade of intracellular signaling events
alters the cell’s function. This includes the upregulation
and/or downregulation of genes involved in the production
of other cytokines, an increase expression of surface recep-
tors for other molecules, or suppression of the cytokine itself
by feedback inhibition. The effect of a particular cytokine on
a given cell depends on the cytokine, its extracellular
abundance, the presence and abundance of the complemen-
tary receptor on the cell surface, and downstream signals
activated by receptor binding. Common cytokines include
interleukins that are responsible for communication between
white blood cells; chemokines that promote chemotaxis; and
interferons that have anti-viral effects, such as shutting down
protein synthesis in the host cell. Cytokines are character-
ized by considerable “redundancy”, in that many cytokines
appear to share similar functions. For example, “granulo-
cyte-macrophage colony-stimulating factor” (GM-CSF) and
“Fms-related tyrosine kinase 3 ligand” (FIt3L) are both
cytokines that promote dendritic cell differentiation.

As used herein, the term “motif” or “peptide motif” refers
to a conserved amino acid sequence. Naturally occurring
proteins in cellular networks often share “peptide motifs”
that play a pivotal role in protein interactions among the
components of a network. Motifs are often associated with
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biological functions, protein structures or evolutionary his-
tory, and generally consist of short amino acids (typically
5-25 amino acids). Some peptide motifs lose their original
biological functions when they are isolated from their paren-
tal proteins, indicating that peptide motifs are influenced by
their context within the proteins.

As used herein, the term “cell-mediated immunity” refers
to an immune response that does not involve antibodies or
complement but rather involves the activation of macro-
phages, natural killer cells (NK), antigen-specific T-cells and
the release of various cytokines in response to an antigen.
Patterns of cytokine production by T cells are associated
with different immunological responses, described as type-1
(Th-1) and type-2 (Th-2) responses. In some embodiments,
the Th-1 response stimulates cell-mediated immunity by
releasing cytokines such as IFN-y, which increase the pro-
duction of IL-12 by DCs and macrophages. In some embodi-
ments, I[.-12 also stimulates the production of IFN-y by
Th-1 cells by positive feedback.

As used herein, the term “chimera” when used in refer-
ence to a polypeptide refers to the expression product of two
or more coding sequences obtained from different genes,
that have been cloned together and that, after translation, act
as a single polypeptide sequence. Chimeric polypeptides
may also be referred to as “hybrid” polypeptides. The coding
sequences include those obtained from the same or from
different species of organisms. The protein can be engi-
neered to include the full sequence of the original polypep-
tide, or a portion thereof. A chimera may serve various
functions, including enhancement of solubility of the poly-
peptide of interest, antigen presentation for vaccines, to
inhibit specific cellular pathways or process, or as an “affin-
ity tag” to allow identification and/or purification of the
chimera from a host cell or from a supernatant or from both.
In-frame insertions of an exogenous gene or gene fragment
into specific coding regions of the adenovirus genome,
including for example genes encoding adenovirus capsid
proteins, may result in the production of fusion proteins that
are displayed on the capsid surface of biologically active
adenovirus particles. Such “chimeric adenovirus” constructs
may be used, for example, as vaccines to display specific
antigens. Additionally, such constructs may combined as
“hybrid vaccines” that simultaneously express and display
antigenic peptide(s) along with proteins (including cytok-
ines) that mediate DC recruitment and activation.

As used herein, the term “vaccine”, “vaccinate” or “vac-
cination” refers to the introduction of a small amount of an
antigen into an organism in order to trigger the immune
system to generate activated B cells and/or sensitized T cells.
These cells recognize and eliminate the foreign antigen and
also establish immune system “memory” such that future
exposures to the antigen result in its rapid recognition and
clearance. A variety of antigenic substances may be used for
vaccination, including live (i.e. non-attenuated), live-vec-
tored, dead or inactivated (i.e. live attenuated or modified
live) organisms (including viruses), or purified products
derived therefrom. Vaccines can be used to prevent or
ameliorate the effects of a future infection (i.e. prophylactic)
or therapeutic, such as anti-cancer vaccine.

As used herein, the term “subject” refers to any mammal,
preferably a human patient, livestock, companion animal or
domestic pet.

As used herein, the term “FLAG-tag” or “FLAG-TAG”
refers to a polypeptide (amino acid sequence
N-DYKDDDDK-C (SEQ ID NO: 1)) that can be added to
the C-terminal or N-terminal end of a protein for epitope
tagging using recombinant DNA technology. FLAG-tags
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may be used in a number of epitope tagging applications,
including for example, affinity chromatography to separate
recombinant proteins from wild-type protein expressed by a
host organism, isolation of protein complexes with multiple
subunits and to distinguish between immunized (i.e. a
FLLAG-tagged vaccine or vaccine subunit) and naturally
infected subjects. FLLAG-tags may be used in a variety of
assays that rely on recognition of the FLAG-tag by an
antibody. For example, if an antibody specific for a protein
of'interest is not available, the addition of a FLAG-tag to that
protein allows it to be detected with an antibody against the
FLAG sequence (i.e. an anti-FLAG mAb), including for
example an alkaline phosphatase (AP) labeled anti-FLAG
mAb. FLAG-tags may be used in conjunction with other
affinity tags, for example a polyhistidine tag (His-tag),
hemagglutinin tag (HA-tag) or C-myc-tag.

As used herein, the term “fused”, “fusion” or “fusion
protein” when used in reference to a polypeptide refers to the
joining of two or more genes which originally coded for
separate proteins. The protein can be engineered to include
the full sequence of the original proteins, or a portion
thereof. Translation of this gene fusion results in a single
polypeptide with functional properties derived from each of
the original proteins. The fusion partner may serve various
functions, including enhancement of solubility of the poly-
peptide of interest, antigen presentation for vaccines, to
inhibit specific cellular pathways or process, or as an “affin-
ity tag” to allow purification of the recombinant fusion
polypeptide from a host cell or from a supernatant or from
both. If desired, the fusion partner may be removed from the
protein of interest after or during purification. In one
embodiment, a “fusion protein” may be generated by remov-
ing the stop codon from a cDNA sequence coding for a first
protein and then appending the cDNA sequence of the
second protein “in frame” through ligation or overlap exten-
sion PCR such that the resulting DNA sequence will be
expressed by a cell as a single protein. The “fusion protein”
can be engineered to include the full sequence of both
original proteins, or only a portion of either. In some
embodiments, linker (or “spacer”) peptides may be added
between the first and second proteins so that the each protein
folds independently to retain its original biological activity.
In some embodiment, the linker peptides may enable protein
purification. In other embodiments, the linker peptides con-
tain cleavage sites for proteases or chemical agents that
enable the liberation of each individual protein. This tech-
nique is often used for identification and purification of
proteins, for example by fusing a GST protein, FLAG
peptide or a hexa-his peptide (6xHis-tag) which can be
isolated using affinity chromatography with nickel or cobalt
resins. Fusion proteins can also be manufactured with toxins
or antibodies attached to them in order to study disease
development.

As used herein, the term “mask”, “masked”, “masking” or
grammatical equivalents thereof refers to the binding of an
antigenic molecule (including for example, a viral vaccine,
or antigenic subunit thereof) with a molecule (including for
example a peptide or polypeptide) comprising at least one
motif capable of binding (i.e. “coating”) distinct “moieties”
(i.e. antigenic determinants) present on the antigenic mol-
ecule such that it “escapes” or “evades” detection by cells of
the immune system following introduction into a subject. It
is not necessary that every antigenic determinant is bound or
coated. In one embodiment there may be complete or partial
coating of the antigenic determinants. In a preferred embodi-
ment, at least 10%, at least 25%, at least 50%, at least 75%,
or at least 90% of the antigenic determinants are bound. It
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is also not necessary that the antigenic molecule completely
avoids detection by the immune system. In one embodiment
the antigenic particle may completely or partially avoid
detection by the immune system. In a preferred embodiment,
at least 10%, at least 25%, at least 50%, at least 75%, or at
least 90% of the antigenic molecules bound with a molecule
avoid detection by the immune system.

BRIEF DESCRIPTION OF THE DRAWINGS

For a more complete understanding of the features and
advantages of the present invention, reference is now made
to the detailed description of the invention along with the
accompanying figures.

FIG. 1 depicts FIt3L. and GM-CSF recruitment of DCs to
the intradermal immunization site. Cryostat section from a
pre-inoculation biopsy probed with monoclonal antibody
(mAb) TH97A (1A); section from a day 10 biopsy probed
with mAb TH97A (1B); section from a day 10 biopsy probed
with an isotype-matched negative control mAb (1C); and a
day 10 biopsy section probed with secondary biotinylated
goat anti-mouse mAb (1D).

FIG. 2 depicts the binding of bovine CD205-specific
recombinant single chain antibody (rscFv) to skin DCs.
Cryostat section probed with a mAb secreted by the
hybridoma that was used to generate the rscFv (2A); cryostat
section probed with the rscFv fused to an antigen (MSP1a)
(2B); cryostat section probed with an isotype control scFv-
MSP1 chimera (2C); and cryostat section probed with an
isotype-matched control mAb (2D).

FIG. 3A-B depicts the immunization of calves with a
single dose of a DNA vaccine. Immunization with a vaccine
encoding a DC-targeted MSP1 antigen and expressing
FIt3L/GM-CSF/CD40L primes a rapid T cell response (3A).
Immunization with a vaccine capable of DC recruitment,
CD205 antigen targeting and CD40L-directed DC activation
primed and expanded a robust IFN-y"CD4" T cell response
(3B).

FIG. 4 depicts a modified live virus (MLV) vaccine that
is “masked” with a CD205-BVDV 1 & 2-specific antibody
conjugate to protect against antibody-mediated lysis and
target DCs.

FIG. 5 depicts recombinant adenoviruses (rAd) that
express various cytokines. rAdFIt3L-infected cells are
probed with soluble human FIt3-Fc receptor (5A); rAdGM-
CSF-infected cells are probed with mAb GM-CSF 20.1
(5B); and 293 A cells infected with the rAdCD40L-infected
cells are probed with anti-FLAG mAb (5C). Cells infected
with a rAd-luciferase (Adluc) served as a negative control.

FIG. 6 depicts the binding of bovine CD205-specific
recombinant scFv (CC98 scFv) to bovine CD205. pCD205
transfected 293-F cells probed with recombinant CC98 scFv
(6A); pCD205 transfected 293-F cells probed with the
negative control recombinant IC scFv (6B); pCD205 trans-
fected 293-F cells probed with the mouse anti-bovine
CD205 mAb CC98 (6C); pCD205 transfected 293-F cells
probed with an isotype-matched control mAb (6D); and
pCD205 transfected 293-F cells probed with recombinant
CC98MSP1a protein (6E).

FIG. 7 depicts the structure of the CC98-348 single chain
diabody. The N-terminal CDS5 secretory signal sequence,
arrangement of the variable domains as well as the linker
sequences A (G,S) (SEQ ID NO: 2) and B
(G,SG,RASG,SG,S) (SEQ ID NO: 3), and the C-terminal
FLAG tag are shown.

FIG. 8A-B depicts the structure of adenoviruses express-
ing chimeric BVDV antigens. The structure of the CC98-
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NcapE chimera (FIG. 8A) consists of the CDS5 secretory
signal sequence, the CC98 variable domains, linker
sequences A (G,S); (SEQ ID NO: 4) and B (C,S) (SEQ ID
NO: 5), hydrophilic domains of NP?"°, capsid, E™, E1-E2,
and the FLAG tag. The structure of the CC98-NS2-3 chi-
mera (FIG. 8B) consists of the CDS5 secretory signal
sequence, the CC98 variable domains, linker sequences A
(G4S); (SEQ ID NO: 4) and B (G,S) (SEQ ID NO: 35),
hydrophilic domains of NS2, NS3 and the FLAG tag.

FIG. 9A-B depicts the hydropathic profiles of the BVDV
chimeric proteins CD5CC98-NcapE (9A); and CD5CC98-
NS2-3 (9B).

FIG. 10 depicts binding of the CC98-343 antibody con-
jugate to bovine CD205. 293 A cells transfected with bovine
CD205 were probed with mAb CC98 (IgG2b) (10A); CCI8-
343 conjugate (10B); mAb 348 (10C); and IgGG2b isotype-
matched negative control mAb (10D).

FIG. 11 depicts an ELISA evaluating the binding of the
C(C98-348 conjugate to cytopathic, non-cytopathic and com-
mercial BVDV vaccines.

FIG. 12 depicts an immunocytochernistry evaluation of
BVDV targeting to CD205 by the CC98-348 conjugate.
CC98-348 conjugate was pre-incubated with BVDV and
layered on CD205 transfected 293A cells. The CC98-348
conjugate plus virus was eluted with low pH buffer and
transferred to MDBK cells (12A). Negative control was
similarly treated but with unconjugated mAbs CC98 plus
348 (12B); Positive control was BVD virus that was sub-
jected to the same pH treatment (12C).

FIG. 13 depicts the strategy for inoculating calves with
BVDYV vaccines mixed with adjuvant. Calves are inoculated
intradermally with a single dose of a rAd expressing DC-
targeted BVDV antigens mixed with either the rAd express-
ing cytokines (A) or the Adluciferase control (C). Calves are
also inoculated with a mixture of the rAd expressing non-
targeted BVDV antigens mixed with the rAd expressing
cytokines (B), whereas other calves are inoculated with the
Adluciferase control mixed with the rAd expressing cytok-
ines (D).

DETAILED DESCRIPTION OF THE
INVENTION

The present invention relates generally to the field of live
and modified live, conventional and recombinant, vaccines.
For example, compositions and methods are described that
are useful for priming protective immunity in the presence
of pre-existing maternal antibody. In some embodiments,
simultaneously masking vaccines to avoid antibody neutral-
ization while targeting those vaccines to specific cell types
elicits an enhanced immune response. In other embodi-
ments, the efficacy of the immune responses may be further
enhanced using vectors that recruit and activate specific
antigen-presenting cells.

1. Bovine Viral Diarrhea Virus

Bovine Viral Diarrhea Virus (BVDV) is a leading cause of
enteric, respiratory, and reproductive diseases in cattle,
which results in significant economic losses in the cattle
industry (1). BVDV is a small, enveloped, single-stranded
RNA virus that is a member of the genus Pestivirus in the
family Flaviviridae. Other closely related pestiviruses
include Classical Mille fever virus (CSFV) and ovine Border
disease virus (BDV). The approximately 12.5 kb BVDV
genome is flanked by 5' and 3' non-coding regions and
consists of a single open reading frame (ORF) that encodes
a 450 kDa precursor polyprotein that is processed by host
and viral proteases to produce several structural and non-
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structural proteins (2, 3). The N, capsid protein, and
glycoproteins E™, El, and E2, constitute the structural
components of the virion, whereas NS2-3, NS4A-B, and
NS5A-B constitute non-structural proteins (4-6). Resolution
of acute BVDYV infection requires cell-mediated immunity
and significant portions of the N, capsid, E™, E2, and
NS2-3 antigens are highly conserved among BVDV strains
and represent ideal targets for protection against multiple
BVDV strains (32). The N¥"°, capsid, E™, E2, and NS2-3
antigens contain B and T cell determinants that confer
protection against infection with wt virus (20, 22, 23,
26-28). While several BVDV sub-unit vaccines based on
these antigens have shown promising results, none of them
have been used to date (41, 42, 83-85). BVDV is classified
into genotypes 1 and 2 based on antigenic differences, as
well as cytopathic (CP) and non-cytopathic (NCP) biotypes
based on the presence or absence of cytopathic effect (CPE)
in infected cell cultures (7-9). Classical BVDV infections
cause severe diarrhea and respiratory disease, which is the
most common cause of morbidity and mortality in feedyards
(1). BVDV infections may also cause immunosuppression,
abortion, stillbirth, congenital malformations, and the birth
of persistently infected (PI) calves—the primary source of
BVDV in cattle herds (7, 10, 11). A significant proportion of
cattle entering feedyards are PI, and since a chute side test
to identify these individuals is currently unavailable these
calves pose a great risk to unprotected cattle (12, 13).

a) BVDV Immunity and Vaccines

The initial control of BVDV infection in neonates and
yearlings is conferred by colostrum-derived BVDV-specific
neutralizing antibodies (14). The rate of neutralizing anti-
body decay in neonates correlates to antibody titer at the
early age and is influenced by many factors. Consequently,
a high risk of infection exists, especially in the presence of
PI calves in the herd, when calves become vulnerable to
BVDV as their neutralizing antibodies wane (14-16). While
neutralizing antibodies provide protection against wt BVDV
infection, CD4™ T cells are critical for clearance of infected
cells (20, 21) due to their requirement in generating high
affinity neutralizing antibody as well as optimal expansion
and maintenance of CD8™ cytotoxic T cells (22). In addition
to these “helper” roles, CD4* T cells (as well as CD8* T
cells) can be directly cytotoxic towards BVDV infected
cells. BVDV-specific CD4" and CD8* T cells have been
shown to be present within protected animals (22, 23).
Consequently, one embodiment of the present invention
contemplates the development of vaccines capable of prim-
ing and expanding protective BVDV-specific effector/
memory CD4* and CD8" T cell responses in neonates. Still
further embodiments contemplate improved priming and
expanding of protective BVDV-specific effector/memory
CD4* and CDS8"* T cell responses in the presence of neu-
tralizing antibody for uniform control of BVDV infection in
calves and yearlings.

Modified live BVDV and killed whole BVDV represent
the primary vaccines available in the market. MLV vaccines
are more efficacious than killed vaccines partly because the
live virus infects vaccinates and replicates in vivo and thus
delivers a more persistent antigen stimulus for B and T cell
priming. Importantly, the virus generates high copies of its
single-stranded RNA and the double-stranded intermediates
which are ligands for TLR 7/8 and 3, respectively, and thus
induce TLR-dependent pro-inflammatory responses that
influence immune responses (73, 102, 103). MLV vaccines
against BVDV also confer cross-protective immunity
against different strains by inducing
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BVDV-specific neutralizing antibody, CD4* and CD8* T
cells (18). Despite their ability to induce long lasting neu-
tralizing antibodies and cell-mediated immunity, MLV vac-
cines have been known to cause mucosal disease, immuno-
suppression and in utero infections. Furthermore, MLV
vaccines carry the risk of vaccine contamination with adven-
titious viruses and are ineffective in the presence of neutral-
izing antibodies (17, 82, 105).

In contrast, killed (or inactivated) vaccines stimulate
antibody responses that induce short-lived immunity, fail to
induce cross-reactive immunity to different BVDV strains
(19) and generate weak T-cell mediated responses that do
not stimulate cytolytic T cells (106). Inactivated vaccines do
not provide protection to fetal infections and tend to loose
immunogenicity during preparation (107-109). Conse-
quently, there is a need to generate alternative BVDV
vaccines that are efficacious, safe, cost-effective, and non-
susceptible to BVDV-specific antibody neutralization.

i) Antibody-dependent BVDV Vaccine Inactivation

MLV vaccines against BVDV prime protective antibody
and T cell immunity but their efficacy is limited until
neutralizing antibody levels have waned. MLV vaccines are
more efficacious than killed BVDYV vaccines partly because
the live virus infects, vaccinates and replicates in vivo and
thus delivers a more persistent antigen stimulus for B and T
cell priming. However, in the presence of BVDV-specific
neutralizing antibodies, as is the case in neonates with
maternal antibodies, the antibody binds to the vaccine virus
and antibody-mediated complement lysis and opsonization
rapidly clears the virus, thus impairing effective priming (24,
25). In one embodiment, the present invention contemplates
masking a MLV BVDV vaccine to protect it against comple-
ment lysis and thus allow targeting of the virus to the
relevant antigen-presenting cells (APCs) for optimal induc-
tion of adaptive immunity.

i) Protective BVDV Antigens

The E2 and NS2-3 BVDYV antigens are immunodominant,
and neutralizing antibody as well as T cell responses
directed against these antigens can confer protection against
infection with wt virus (20, 22, 23, 26-28). The E2 envelope
protein plays a major role in virus attachment and entry.
Virus neutralization activity has been demonstrated pre-
dominantly for E2-specific antibodies, whereas the NS3
protein functions as a serine protease and RNA helicase;
several B and T cell epitopes recognized by immune cattle
have been identified (17, 26, 27, 29, 30). Cell-mediated
immunity is required to resolve BVDV-infected cells and in
vivo depletion of CD4* T cells delays resolution of acute
infection (20, 21). Importantly, evaluation of BVDV-specific
immune responses following resolution of acute infection
has revealed that the E2, NS2-3, capsid and N¥"° antigens are
CD4* T-cell determinants (23). In addition, major histocom-
patibility complex (MHC) DR-restricted T cell epitopes
have been identified from conserved regions of E2 and
NS2-3, and a large pool of potential MHC class I allele-
specific cytotoxic T cell peptide motifs from the BVDV
polyprotein have been predicted (28, 31). Significant por-
tions of the E2, NS2-3, N and capsid antigens are highly
conserved among BVDV strains and represent potential
targets for the development of T cell vaccines for protection
against multiple BVD virus strains (32). In one embodiment,
the present invention contemplates a vectored live vaccine
expressing chimeric genes encoding protective BVDV anti-
gens optimized for induction of robust effector/memory
CD4* and CD8" T cell responses that will induce cell-
mediated immunity in neonatal calves in the presence of
neutralizing maternal antibodies.
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Dendritic Cells

Dendritic cells (DCs) have the unique ability to prime
naive T cells to become effector/memory T cells. Further-
more, DC antigen uptake can be influenced to enhance
initiation of adaptive immunity. FIt3L. and GM-CSF are
molecular adjuvants (i.e. cytokines) that have been shown to
enhance DC recruitment and vaccine efficacy in cattle,
humans, and mice (69, 92, 93). Previous results have dem-
onstrated that FIt3L and GM-CSF increase DC recruitment
and significantly enhances antigen-specific CD4* T cell
responses and IFN-y secretion in calves with diverse MHC
class II haplotypes. A motif has been developed for directing
high-affinity DC-vaccine interaction to enhance DC antigen
uptake for optimal T cell priming. In addition, immunization
of calves with a single dose of a DNA vaccine capable of DC
recruitment, DC antigen targeting and DC activation, has
been demonstrated to prime robust IFN-y*CD4" T cell
responses that undergo rapid recall upon boost. To improve
priming of BVDV-specific adaptive immunity in neonates,
one embodiment contemplates expanding previous achieve-
ments in DC recruitment, antigen targeting and activation to
develop and evaluate the efficacy of the following contem-
porary BVDV vaccines: 1) A DC-targeted MLV BVDV
vaccine capable of evading antibody neutralization; and 2)
recombinant adenoviruses expressing protective BVDV
antigen chimeras optimized for induction of robust CD4*
and CD8" T cell responses. A central hypothesis to be
examined with these BVDV vaccines is that immunization
of neonatal calves with a single dose of a formulation
containing adenoviruses expressing DC recruitment and
activation factors, and a DC-targeted MLV BVDV vaccine
capable of evading neutralizing antibodies or adenoviruses
expressing DC-targeted chimeric BVDV antigens will prime
and expand protective effector/memory CD4" and CD8" T
cells.

Langerhan cell (LC)-derived DCs preferentially activate
cellular immunity and express high levels of CD205, which
is involved in receptor-mediated antigen uptake through
endocytosis (62-64). In one embodiment, priming of T cell
immunity may be enhanced by targeting antigen to LCs.
Importantly, antigens taken up by CD205 are presented by
class I and class II molecules, with CD205-targeted antigen
presented at least 400 times more efficiently than free
antigen (66). Surprisingly, targeting an antigen to CD205
using anti-CD205 antibody enhances systemic as well as
mucosal antigen-specific CD4* and CD8"* T cell responses
by greater than 1000 fold in a mouse model (67).

1I1. Adenoviruses

a) Adenovirus Antigen Delivery System

Replication-defective adenovirus vectors are attractive
vaccine vehicles since they direct high transgene expression,
are species-specific, and induce both innate and adaptive
immune responses in mammalian hosts, in part, by DC
modulation through Toll-Like Receptor (TLR)-dependent
and -independent pathways (33-35). A single dose immuni-
zation with an adenovirus-vectored vaccine induces stronger
cytotoxic T-cell responses than recombinant vaccinia virus
vector, plasmid DNA, or a combination of the two (36).
Importantly, adenovirus-vectored vaccines can be adminis-
tered via multiple routes such as intradermal and intranasal
for induction of systemic and mucosal immunity (37-39). In
addition, adenovirus transduces L.Cs efficiently and immu-
nization of neonates at birth with a single dose of an
adenovirus-vectored vaccine induces robust immune
responses (38, 40). Current adenovirus vectors are safe, can
accommodate and express large transgenes, replicate at high
titers in complementing cell lines, and their production is
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scalable and reproducible (34). Adenovirus vectors have
been used to express BVDV antigens and to induce protec-
tive immunity in cattle (39, 41, 42). Replication-defective
human adenovirus vectors are capable of inducing protective
immunity in neonatal calves in the presence of high neu-
tralizing antibodies, and a single dose of an adenovirus-
vectored vaccine induces robust immune responses in neo-
nates (33-35, 39, 41, 42). Furthermore, adenoviruses have
been used to express cytokines for DC recruitment and
activation (43, 44). In one embodiment, the present inven-
tion contemplates the use of adenoviruses expressing chi-
meras containing protective BVDV antigens optimized for
induction of robust CD4* and CD8* T cell responses to
induce cell-mediated immunity in neonatal calves in the
presence of neutralizing maternal antibodies.

IV. Antigen Processing

a) Antigen Processing and Presentation

Antigen processing and presentation are key events for
induction, expansion and maintenance of antigen-specific T
cells. DCs are rare but highly specialized professional APCs
that have a unique ability to prime naive T cells to become
protective antigen-specific effector as well as memory T
cells (45, 46). The mechanism of antigen uptake by DCs
determines the type of T cell epitopes generated (47).
Antigens from pathogens, such as BVDV (48), that infect
DCs and access the cytoplasm are processed by the prote-
osome and are presented to CD8* T cells by MHC class |
molecules, whereas exogenous antigens are processed in the
endosome/lysosome compartments and are presented to
CD4* T cells by MHC class 1T molecules (49, 50). DCs can
also cross-present antigens from these processing pathways
as well as antigens released from other cells (51, 52).

In one embodiment, presentation of epitopes to T cells by
DCs occurs in three distinct steps. First, maturing DCs in
peripheral tissues function as sentinels, capturing antigen
using specific receptors, phagocytosis or by uptake in the
fluid phase, and then migrate to the draining lymphoid
organs (45, 46). Antigen acquisition is followed by antigen
processing and formation of peptide-MHC complexes. In
the presence of sustained antigen uptake as well as supply of
MHC molecules, these complexes progressively accumulate
on DC surfaces (53, 54). The third step is T cell recognition
whereby as few as 100 peptide-MHC complexes serially
engage and trigger as many as 18,000 T cell receptors
(55-57). Primed T cells then undergo clonal expansion to
become circulating effectors, which are short-lived or
memory cells ready to respond to recall antigen (58). In one
embodiment, the present invention contemplates targeting a
masked MLV BVDV vaccine or adenovirus-expressed pro-
tective BVDV antigen chimera to DCs in neonates to
enhance priming of BVDV-specific T cells that will in turn
provide quality help to B cells for optimal antibody
responses and improved vaccine efficacy.

V. Targeting and Masking

a) Targeting High-Affinity DC-BVDV Antigen Interac-
tion to Enhance Priming

DCs are the key APCs required for optimal induction of
a primary immune response following vaccination—not
macrophages or B cells. However, the frequency of DCs in
tissues is less than 1% of all nucleated cells (59-61).
Consequently, a vaccine that contains factors for DC recruit-
ment and a motif that directs efficient targeting of a
“masked” MLV BVDV vaccine or adenovirus-expressed
BVDYV antigens to a DC antigen receptor with high affinity
may significantly increase the amount of antigen taken up by
DCs as well as the number of DCs processing and presenting
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BVDV antigens, thus enhancing priming of BVDV-specific
T cells in neonates with neutralizing antibodies.

Maturing [.C-derived DCs in the skin express high levels
of CD205, which is involved in receptor-mediated antigen
uptake through endocytosis (62). LC-derived DCs are con-
fined to the T cell-rich zone in the draining lymph nodes
where they preferentially activate cellular immunity,
whereas dermal DCs are located just beneath the B cell
follicles and appear to preferentially activate humoral immu-
nity (63-65) and thus, antigen targeting to L.Cs should
enhance priming of effector/memory T cell immunity.
Importantly, antigens taken up by CD205 are processed and
presented by MHC class I and class II molecules, and a
CD205-targeted antigen is presented at least 400 times more
efficiently than free antigen (66). Surprisingly, targeting an
antigen to CD205 using anti-CD205 antibody enhances
systemic as well as mucosal antigen-specific CD4* and
CDB8* T cell responses by >1000 fold in a mouse model (67).
Furthermore, targeting an antigen to maturing, but not
mature, DCs renders non-immunogenic antigens immuno-
genic and induces significant protective cellular immunity in
a mouse model (68). Previous results demonstrate that FIt3L
and GM-CSF increases DC recruitment to the intradermal
immunization site (FIG. 1) and significantly enhances anti-
gen-specific CD4" T cell responses and IFN-y secretion in
calves with diverse MHC class II haplotypes (69). A mini-
mal single-chain antibody (scFv)-based motif for directing
high-affinity DC-vaccine interaction to enhance DC antigen
uptake for optimal T cell priming has also been developed
(FIG. 2). Furthermore, results demonstrate that immuniza-
tion of calves with a single dose of a DNA vaccine capable
of DC recruitment, CD205 antigen targeting and CD40L-
directed DC activation, prime and expand robust IFN-y*
CD4* T cell responses (FIGS. 3A-B) that undergo rapid
recall upon boost (70). In one embodiment of the present
invention, protective CD4* and CD8"* T cell immunity is
induced in the presence of BVDV neutralizing antibodies
following the immunization of neonatal calves with a single
dose of a formulation containing 1) adenoviruses expressing
DC recruitment (FIt3L/GM-CSF) and activation (CD40L)
factors, and either 2) a DC-targeted MLV BVDV vaccine
capable of evading neutralizing antibodies or 3) adenovirus
expressing DC-targeted chimeric BVDV antigens.

b) Activation of BVDV Antigen-IL.oaded DCs to Enhance
Priming
Naive T cells require two distinct signals from APCs for
proper activation and induction of differentiation: the first
signal is provided by peptide antigens in the context of MHC
molecules, the second signal is delivered by co-stimulatory
molecules such as CD80 or CD86 present on DCs (71). For
antigen-loaded DCs to provide these signals effectively, they
require activation to up-regulate surface expression of
MHC-peptide complexes and co-stimulatory molecules, and
to secrete pro-inflammatory molecules such as I1L-12 (72).
DC activation is an innate response that adjuvants as well as
live vaccines stimulate through TLR signaling, chemokine
and cytokine secretion (73). Expression of CD80 /CD86 is
upregulated by TLR ligands, TNF-c. and IFN-y as well as
interaction between CD40 on DCs and CD40 ligand
(CD40L) expressed by activated T lymphocytes (71-73).
However, DCs from CD40~~ and CD40~~L mice do not
elicit CD4* and CD8" T cell immunity, even though the DCs
present antigen on MHC class [ and II molecules and express
high levels of CD80/86 (72). A distinct CD40/CDA40L. signal
that functions together with antigen presentation and co-
stimulation is required to generate functional CD4* T helper
and CD8" CTLs (72). This signaling critically requires
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APC-T cell contact, local CD40L secretion, or an agonistic
anti-CD40 antibody (67, 74, 75). Furthermore, this signaling
results in increased production of pro-inflammatory cytok-
ines such as 1[.-12, which is a powerful inducer of IFN-y
production and Th1 differentiation (76). More importantly,
DC activation through CD40 signaling overcomes tolerance
and may release immature DCs from the control of regula-
tory CD4*CD25" T cells (77). In one embodiment of the
present invention, immunization of neonatal calves with a
single dose of a formulation containing adenoviruses
expressing FIt3L/GM-CSF for DC recruitment, CD40L for
DC activation, mixed with a DC-targeted MLV BVDV
vaccine capable of evading neutralizing antibodies or adeno-
viruses expressing DC-targeted chimeric BVDV antigens
induces protective CD4* and CD8" T cell immunity in the
presence of neutralizing antibodies.

¢) In vivo Enhancement BVDV-Specific T Cell Immunity
in Neonates

Heightened and improved protection of neonatal calves
and yearlings against BVDV infection requires effective
generation and preservation of BVDV-specific immunologi-
cal memory. The potential of a vaccine formulation contain-
ing adenoviruses expressing FIt3L./GM-CSF/CD40L mixed
with a DC-targeted “masked” MLV BVDV vaccine or
adenoviruses expressing DC-targeted chimeric BVDV anti-
gens to enhance priming and expansion of protective
BVDV-specific CD4" and CD8" T cell responses is evalu-
ated in neonatal calves with protective titers of BVDV
neutralizing antibodies, More importantly, the efficacy of
such BVDV vaccine formulations to confer protection is
evaluated upon challenge following decline of passive
immunity.

Immunization of young seronegative calves with a single
dose of a MLV vaccine against BVDV confers protection
and thus neonates are immune competent (78). A MLV
vaccine is very susceptible to neutralization by antibodies
but the vaccine can be masked to create a coat around the
virion; that coat may be modified to contain a motif(s) for
targeting the vaccine to DCs. As depicted in FIG. 4, the
CD205-BVDYV E2-specific diabody (CD205-E2) coats MLV
vaccine virions to protect them from antibody-mediated
complement lysis and target the coated virions to DCs. For
example, in one embodiment the present invention contem-
plates a diabody consisting of the bovine CD205-specific
mAb scFv for DC-antigen targeting (designated CC98)
fused in-frame to a BVDV E2 antigen-specific scFv gener-
ated from a mAb specific for an epitope of BVDV 1 and 2
(79). Addition of the CC98-348 diabody to a commercially
available MLV vaccine against BVDV 1 and 2 will generate
a DC-targeted “masked” vaccine. This strategy has been
used to target recombinant adenoviruses to specific cell
types (80, 81). In one embodiment the present invention
contemplates that intradermal inoculation of neonatal calves
with a single dose of a vaccine formulation containing
adenoviruses expressing FIt3L/GM-CSF/CD40L. mixed
with CC98-348-coated MLV vaccine against BVDV 1 and 2
will prime and expand protective BVDV-specific CD4" and
CD8* T cell responses.

Although MLV vaccines against BVDV are efficacious in
adults, they are known to cause mucosal disease, immuno-
suppression, in utero infection and carry the risk of vaccine
contamination with adventitious viruses (17, 82). In an
attempt to develop improved vaccines, several recombinant
protein, DNA, and live-vectored BVDV sub-unit vaccines
have been generated using the genes encoding the E2,
NS2-3, capsid, and N, antigens; however there is no
commercially available subunit vaccine against BVDV (41,
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42, 83-85). Recombinant DNA and live-vectored BVDV
subunit vaccines can overcome neutralizing maternal anti-
bodies and induce T cell immunity in neonatal calves.
However, a recombinant live vaccine with a comprehensive
representation of protective B and T cell determinants from
BVDV 1 and 2 has yet to be developed and tested in neonatal
calves. In one embodiment, the present invention contem-
plates developing a contemporary vaccine against BVDV
using a chimeric gene generated by fusing the DNA
sequences encoding hydrophilic domains of consensus
amino acid sequences generated by aligning the NP,
capsid, E™, E1, and E2 polypeptide sequences of sequenced
BVDV 1 and 2 genomes. This alignment generates a mosaic
chimera that captures the antigen repertoire of currently
known BVDV isolates. In a preferred embodiment of the
present invention, immunization with the mosaic chimeric
antigen confers broad protection against BVDV 1 and 2. In
a preferred embodiment, this chimera may be modified to
contain the sequences encoding the CC98 DC-targeting
motif (FIG. 2) at the 5' end and the flag-tag sequence at the
3" end (69, 86), and the resulting chimeric gene is used to
generate a recombinant adenovirus. Similarly, in one
embodiment the sequences encoding the hydrophilic
domains of the NS2-3 antigens may be used to generate a
recombinant adenovirus expressing a DC-targeted NS2-3
mosaic chimera. Control adenoviruses may be similarly
generated using an isotype-matched control scFv (desig-
nated IC) (FIG. 2). In one embodiment, immunization of
calves with a single dose of a vaccine formulation contain-
ing adenoviruses expressing FIt3L/GM-CSF for DC recruit-
ment, CD40-L for DC activation, and DC-targeted protec-
tive BVDV antigens optimized for induction of robust
effector/memory CD4* and CD8* T cell responses will
induce cell-mediated immunity in neonatal calves in the
presence of neutralizing antibodies.

In one embodiment, the present invention contemplates
inducing broad cell-mediated immunity in neonatal calves in
the presence of neutralizing maternal antibodies by immu-
nizing neonatal calves with a single dose of a vaccine
formulation containing adenoviruses expressing FIt3L/GM-
CSF/CD40L mixed with 1) a DC-targeted MLV BVDV
vaccine capable of evading neutralizing antibodies, or 2) an
adenoviruses expressing DC-targeted mosaic BVDV anti-
gens optimized for induction of robust effector/memory
CD4* and CD8" T cell responses.

Experimental

The following are examples that further illustrate embodi-
ments contemplated by the present invention. It is not
intended that these examples provide any limitations on the
present invention. In the experimental disclosure that fol-
lows, the following abbreviations apply: eq. or egs. (equiva-
lents); M (Molar); uM (micromolar); N (Normal); mol
(moles); mmol (millimoles); pmol (micromoles); nmol
(nanomoles); pmoles (picomoles); g (grams); mg (milli-
grams); lg (micrograms); rig (nanogram); vol (volume); w/v
(weight to volume); v/v (volume to volume); L (liters); ml
(milliliters);. ul (microliters); cm (centimeters); mm (milli-
meters); um (micrometers); nm (nanometers); C (degrees
Centigrade); rpm (revolutions per minute); DNA (deoxyri-
bonucleic acid); kDa (kilodaltons); kb (kilobase).

Effective control and long-term containment of BVDV
requires the development of vaccines capable of stimulating
robust effector/memory B and T cell immunity in neonatal
calves and yearlings. An optimal vaccine should induce
immunity in neonates that are not adequately protected by
colostrum-derived antibodies thereby avoiding the period of
vulnerability to infection as passive immunity wanes.
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Results described herein extend the present inventors pre-
vious achievements in bovine DC recruitment, antigen tar-
geting and activation to develop contemporary BVDV vac-
cines for effective priming of BVDV-specific adaptive
immunity in neonates in the presence of neutralizing anti-
bodies. In one embodiment, the vaccine optimization strat-
egies disclosed herein augment BVDV vaccine immunoge-
nicity at a single DC level. In a preferred embodiment,
BVDYV vaccine immunogenicity is augmented by employ-
ing: 1) FIt3L/GM-CSF to attract DCs to the immunization
site, 2) CD40L (and the adenovirus vector itself) to provide
potent TLR-dependent and -independent DC activation, and
3) the CC98-348 diabody to protect and target the MLV
vaccine against BVDV 1 and 2 to DCs; wherein the CC98
scFv motif provides the specificity required for DC antigen
targeting of protective BVDV antigens.

1. Bi-Specific Diabody Production

a) Monoclonal Antibody Production

Monoclonal antibody (mAb) production involves a series
of steps known to those skilled in the art, including (for
example) antigen isolation, lymphocyte stimulation,
myeloma cell fusion, identification of mAb-secreting cells
and characterization of mAb specificity and affinity. Briefly,
antibody producing lymphocytes are stimulated by in vitro
or in vivo by immunization of an animal with a preparation
of a desired antigen, including for example, BVDV 1 and 2
antigens such as N | capsid, E™-E1, E2, NS2 and NS3.
Spleens are removed from the immunized animals 72 hours
following the last antigen boost and placed in Dulbecco’s
minimal essential medium (DMEM) supplemented with 4.5
gm/L, of glucose 1000 U/ml of penicillin and 100 82 g/ml
streptomycin. The spleens are teased apart with 25 gauge
needles and the splenocytes are washed three times with
DMEM prior to being resuspended at a constant concentra-
tion in DMEM. In general approximately 100 million cells
are obtained from each spleen. The splenocyte suspension is
then mixed with a continuously proliferating myeloma cell
line in 96 well microtiter plates to generate cell fusions. The
myeloma cells are sensitive to hypoxanthine-aminopterin-
thymidine (HAT) medium by virtue of their lacking enzymes
such as thymidine kinase (TK) or hypoxanthine-guanine
phosphoribosyl transferase (HGPRT). This allows selection
of hybrids to be accomplished by growth in HAT medium.
Myeloma cell lines utilized for cell fusions may be derived
from a BALB/c mouse MOPC 21 myeloma as described by
Kholer et al, Eur. 3. Immunol., Vol. 6, pp. 292-295 (1976).
Fused cells are grown in DMEM supplemented with 4.5
gm/1 glucose, 20 mm glutamine, 1000 U/ml penicillin, 100
ng/ml streptomycin and 20% fetal calf serum (complete
medium).

Microtiter wells are screened for cell proliferation 10 to
20 days following cell fusion. The mAbs secreted by indi-
vidual clones are assayed for their ability to bind to the target
antigen using assays such as ELISA, antigen microarray
assay or immuno-dot blot. Hybridoma cells identified as
positive secretors of the desired mAb are serially passaged
to establish continuously proliferating cell lines with rela-
tively stable genetic constitutions. These cell lines or clones
are propagated indefinitely in tissue culture or in viva in
syngeneic or immunocompromised hosts where they con-
tinue to synthesize and secrete antibody to the hepatitis viral
antigens. The remaining cells are frozen and stored under
liquid nitrogen.

Three separate assays may be used to screen mAbs
secreted from individual clones for BVDV antigen specific-
ity and affinity. In the first phase, one hundred and twenty pl
of culture supernatant is removed from the microtiter plates
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and diluted to 200 pl with complete medium. Antigen coated
beads are incubated for 24 hours at room temperature
followed by extensive washing with distilled water. '*°
I-labeled antigen is then added (100-150,000 cpm) and the
plates are incubated at room temperature for an additional 36
hr. period. The beads are then extensively washed with
distilled water and counted in a Packard gamma counter. The
second phase is a solid phase radioimmunoassay affinity
purified goat anti-mouse F(ab') , as described by Williams et
al., Cell, Vol. 12, pp. 663-673 (1977). The third phase
utilizes a microhemagglutination reaction to evaluate the
mADb’s ability to agglutinate antigen coated human 0-nega-
tive red blood cells as described by Wands et al., Gastroen-
terology, Vol. 68, pp. 105-112 (1975).

Seven BVDV-specific mAb clones have been generated
that neutralize both BVDV 1 and 2 in vitro (clones 2C11,
1C2, 2D7, 2HS, 1G4, 1A4, 2F12, data not shown). These
mAb clones are currently undergoing a second round of
cloning; once the sub-clones have been tested for BVDV
neutralization, at least one mAb will be selected, character-
ized and the hybridoma secreting the mAb will be used to
generate single chain antibody.

b) Single Chain Variable Fragment (scFv) Production

A single-chain variable fragment (scFv) is a fusion protein
of the variable regions of the heavy (V) and light chains
(V;) of immunoglobulins, connected with a short linker
peptide, typically of ten to about 25 amino acids. In some
embodiments the linker is rich in glycine for flexibility, as
well as serine or threonine for solubility, and can connect the
N-terminus of the V, with the C-terminus of the V, or vice
versa. scFv proteins retain the specificity of the original
immunoglobulin, despite removal of the constant regions
and the introduction of the linker. scFv fragments lack the
constant Fc region found in complete antibody molecules,
and, thus, the common binding sites used to purify antibod-
ies.

A variety of methods for producing a scFv that targets a
specific antigen are known to those skilled in the art. A first
method requires generating a mouse hybridoma clone (using
the methods above) followed by isolating cDNA from the
hybridoma and then amplifying the genes encoding the
variable heavy (V) and variable light chains (V) of the
immunoglobulin by PCR. The gene encoding the V; and the
V; chains are then fused in-frame to create one open-reading
frame. Nucleotides encoding a peptide linker are incorpo-
rated between the genes encoding the V; and the V, chains
for flexibility and the resultant chimeric gene is sub-cloned
into a protein expression vector (for example, bacterial
expression vectors or eukaryotic expression vectors such as
yeast) for the scFv production. A second method requires
creating a scFv phage display library using cDNA from a
hybridoma secreting a specific mAb, which is then screened
with an antigen of interest. A third method is to screen a
premade scFv antibody phage display library with an anti-
gen of interest to identify scFv clones directly.

Divalent (or bivalent) single-chain variable fragments
may be engineered by linking two scFvs. In one embodi-
ment, this may be accomplished by producing a single
peptide chain with two V and two V, regions, yielding
tandem scFvs. In another embodiment, scFvs are generated
with linker peptides that are too short for the two variable
regions to fold together (about five amino acids), thereby
forcing the scFvs to dimerize to form a diabody. Diabodies
have been shown to have dissociation constants up to
40-fold lower than corresponding scFvs, meaning that they
have a much higher affinity to their target. Consequently,
diabody drugs may be administered at much lower concen-
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trations than other therapeutic antibodies while remaining
capable of highly specific antigen targeting in vivo.
II. DC Recruitment
FIt3L and GM-CSF have been shown to increase DC
recruitment to the intradermal immunization site. Quantita-
tive immunohistochemistry using anti-CD1 mAb TH97A
demonstrates that FIt3L and GM-CSF enhance DC recruit-
ment to the skin (FIG. 1). Cryostat section from a pre-
inoculation biopsy probed with mAb TH97A (1A); section
from a day 10 biopsy probed with mAb TH97A (1B); section
from a day 10 biopsy probed with an isotype-matched
negative control mAb (1C); a day 10 biopsy section probed
with secondary biotinylated goat anti-mouse mAb (1D),
Enhanced DC recruitment was observed in all calves treated
with the plasmid DNA encoding FIt3L/GM-CSF and was
significantly increased (p<0.05) as compared to calves iden-
tically inoculated but with the empty vaccine vector (69).
III. Binding of Bovine CD205-Specific rscFv to Skin DCs
FIG. 2 demonstrates that the CD205-specific rscFv (pro-
duced from a hybridoma that secretes mAb CC98) is able to
target antigen to bovine DCs in situ. The binding of bovine
CD205-specific rscFv to skin DCs was examined by immu-
nohistochemistry using cryostat sections from a skin biopsy.
Cryostat sections were probed with a monoclonal antibody
secreted by the hybridoma that was used to generate the
rscFv (2A); Cryostat section probed with the rscFv fused to
an antigen (MSP1) (2B); Cryostat section probed with an
isotype control scFv-MSP1 chimera (2C); and, cryostat
section probed with an isotype-matched control mAb (2D)
(70).
IV. Immunization of Neonatal Calves with a DNA Vaccine
Results demonstrate that immunization of calves with a
single dose of a DNA vaccine capable of DC recruitment,
CD205 antigen targeting and CD40L-directed DC activation
was able to prime and expand robust IFN-y*CD4* T cell
responses that undergo rapid recall upon boost (70). FIG. 3A
demonstrates that immunization with a single dose of a
DNA vaccine designated CC98MSP1, encoding a DC-tar-
geted A. marginale MSP1 antigen and DNA expressing
FIt3L/GM-CSF/CD40L, primes rapid T cell response. A
dose-escalation (0.25-3 mg) experiment was conducted
using DRB3*1101-matched calves (n=1) to determine the
minimal dose of the CC98MSP1 DNA vaccine required to
prime T cell responses following a single inoculation. The
calves were inoculated (Id) with a mixture of the CCO98MSP
1 DNA vaccine, and the DNA-encoded FIt3L/GM-CSE/
CD40L (0.5 mg each). MSP1-specific T cell responses were
tested 1 week PI by proliferation assay using fresh PBMCs
(69). FIG. 3B demonstrates that immunization of calves with
a single dose of a DNA vaccine capable of DC recruitment,
CD205 antigen targeting and CD40L-directed DC activa-
tion, primed and expanded robust IFN-y"CD4* T cell
responses. DRB3*1101-matched calves (n=5) were immu-
nized intradermally with the CC98MSP1 DNA vaccine
(0.25 mg), a control (ICMSP1), or empty plasmid (vector)
mixed with DNA-encoding FIt31./GM-CSF/CD40L (0.5 mg
each). MSP1-specific IFN-y+CD4+ T cell responses were
tested by ELISPOT assay using fresh PBMCs (69).
V. Cytokine Expression by Recombinant Adenoviruses.
Recombinant adenoviruses encoding bovine FIt3L, GM-
CSF, or CD40L were generated using ViraPower Adenoviral
Gateway Expression Kit (Invitrogen) according to the manu-
facturer’s instructions. FIG. 5 demonstrates that the recom-
binant adenoviruses (designated AdF1t3L., AAGM-CSF, and
AdCD40L) express the encoded cytokines. Cytokine expres-
sion was tested by immunocytochemistry using 293 A cells.
Briefly, rAdFIt3L-infected cells were probed with soluble
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human FIt3-Fc receptor (5A); rAdGM-CSF-infected cells
were probed with mAb GM-CSF 20.1 (5B); and 293A cells
were infected with the rAdCD40L-infected cells probed
with anti-FLAG mAb (5C). Cells infected with a rAd-
luciferase (Adluc) served as a negative control. The biologi-
cal activity of the expressed FIt3L., GM-CSF, and CD40L
was confirmed as previously described (69, 87, 88). In one
embodiment of the present invention, recombinant adeno-
viruses such as AdFIt3L,, AAGM-CSF, and AdCD40L may
be used to enhance in vivo DC recruitment as indicated by
the ability of FIt3L. and GM-CSF to increase DC recruitment
to the intradermal immunization site (FIG. 1).

V1. Generation of Bovine CD205-Specific scFv

A recombinant bovine CD205-specific scFv for DC-

targeting and a scFv from an isotype-matched control mAb
were generated in 293 Free-style cells (Invitrogen). The
scFv is a mouse IgG (V -V, chimera) but most of the amino
acids in the V, chain and the whole V, chain may be
replaced with bovine IgG residues without compromising
function (89). Briefly, the ORFs of the V; and V; chains of
the mAb CC98 (IgGG2b) were amplified from the CC98
hybridoma (90) cDNA by separate asymmetric PCR (91)
using a Mouse ScFv Module (Amersham) according to the
manufacturer’s instructions.
The asymmetric PCR products were joined by overlap
extension PCR (91), resulting in the CC98 scFv containing
the (G,S); (SEQ ID NO: 4) linker between the V,, and the
V;.

Similarly, a control scFv, designated IC scFv, was con-
structed using ¢cDNA generated from a hybridoma that
secretes an isotype-matched mouse IgG2b mAb. To test
CD205 binding, FLLAG-tagged recombinant CC98 scFv, a
rCC98 scFv fused to a 30 kDa protein (MSP1), and the rIC
scFv control was expressed in 293 Free-Style cells (Invit-
rogen) and affinity purified using anti-FLAG agarose resin
(Sigma).

Binding of FLAG-tagged rCC98 scFv to bovine CD205
receptor was tested by immunocytochemistry using 293-F
cells transfected with a construct (pCD205) encoding bovine
CD205 receptor (90) (FIG. 6). Briefly, pCD205 transfected
293-F cells were probed with recombinant CC98 scFv (6A);
pCD205 transfected 293-F cells were probed with the nega-
tive control recombinant IC scFv (6B); pCD205 transfected
293-F cells were probed with the mouse anti-bovine CD205
mAb CC98 (6C); pCD205 transfected 293-F cells were
probed with an isotype-matched control mAb (6D); and
pCD205 transtected 293-F cells were probed with recom-
binant CC98MSP1 protein (6E). Cell monolayers for panels
A, B and E were probed with anti-FLAG AP-conjugated
mAb, whereas panels C and D were probed with anti-mouse
AP-conjugate (70). Results demonstrate that the rCC98
scFv, but not the rIC scFv, binds bovine CD205 (FIG.
6A-D). In fact the rCC98 scFv is as capable of binding
CD205 as the anti-CD205 mAb. The CC98 scFv retains
CD205 binding after in-frame addition of unrelated
sequences (FIG. 6E) and the CC98 scFv, but not the rIC
scFv, binds bovine DCs in situ (FIG. 2) (70).

VII. Generation of the CC98-348 Bi-Specific Diabody

A diabody (designated CC98-348) containing the CD205-
specific CC98 scFv fused in-frame to a BVDV E2 antigen-
specific scFv (generated from mAb 348) that neutralizes
BVDV 1 and 2 (79) was generated to both mask MLV
vaccines against BVDV 1 and 2 and target DCs. In addition
to mAb 348, other BVDV neutralizing mAbs are currently
being developed to allow the production of additional bi-
specific diabodies. Several promising clones are currently
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being screened for neutralization of BVDV1&2 (i.e. clones

2C11, IC2, 2D7, 2HS, 1G4, 1A4, 2F12).

FIG. 7 depicts the structure of the CC98-348 single chain
diabody.

The N-terminal CDS5 secretory signal sequence, arrangement

of the variable domains as well as the linker sequences A

(G,S) (SEQ ID NO: 2) and B (G,SG,RASG,SG,S) (SEQ

ID NO: 3), and the C-terminal FLAG tag are shown.

The structure of the negative control diabody (designated
1C-348) is similar but with V,, and V; domains from an
isotype-matched control scFv. A second negative control
diabody for the 348 scFv (designated IC-IR) was also
generated.

The V., and V, fragments of the CC98 scFv and the
c¢DNA encoding the mAb 348 (79) were amplified by
separate asymmetric PCR (91) using a Mouse ScFv Module
(Amersham). The asymmetric PCR products were joined
in-frame by overlap extension PCR (91) in the format
VHCC9SlinkerAVL348]inkerAVH348]inkerAVLCC98 (FIG 7)5
where linkerA is G,S (SEQ ID NO: 2) and linkerB is
G,SG,RASG,SG,S (80) (SEQ ID NO: 3), to generate a
chimeric gene designated cc98-348.

This chimeric gene was modified to contain a 5' linked
eukaryotic secretory signal (designated CD5ss) (69, 86)
and a 3' linked sequence encoding a FLLAG-tag. The
resultant chimeric gene (designated cdS5cc98-348flag)
was used to generate a recombinant adenovirus (des-
ignated AdCC98-348) for expression of recombinant
C(C98-348 in 293 Free-style cells (Invitrogen). Expres-
sion of the recombinant CC98-348 diabody was veri-
fied by immunocytochemistry using anti-FLAG mAb
(Sigma) and the protein is affinity purified using anti-
FLAG agarose gel (Sigma). Similarly, the V, and V,
fragments from the IC control scFv were fused in-
frame with the 348 scFv or an irrelevant scFv to
generate control diabodies (designated IC-348 and 1C-
IR, respectively). Binding of the CC98-348 diabody to
bovine CD205 was verified by immunocytometric
analysis of 293 F cells transfected with pCD205. CC98
mAb is the positive control whereas the IC-348 and the
IC-IR diabodies serve as negative controls. Binding of
the CC98-348 and the IC-348 diabodies to BVDV was
verified by ELISA. The mAb 348 served as a positive
control, whereas an isotype-matched mAb and the
IC-IR diabody served as negative controls.

VIII. Generation of Adenoviruses Expressing BVDV Anti-

gens

Resolution of acute BVDYV infection requires cell-medi-
ated immunity. The NP, capsid, E™, E2, and NS2-3
antigens of BVDV contain B and T cell determinants that
confer protection against infection with wt virus (20, 22, 23,
26-28). Since significant portions of the N*’° | capsid, E™,
E2, and NS2-3 antigens are highly conserved among BVDV
strains they represent ideal targets for protection against
multiple BVDV strains (32).

Recombinant adenoviruses expressing chimeric BVDV
antigens will be generated using the ViraPower Adenoviral
Gateway Expression Kit (Livitrogen). This vector is repli-
cation-incompetent in non-complementing cell lines due to
deletion of the E1 and E3 genes but replicates to 10*2 pfu/ml
in complementing cells (33). The vector can accommodate
up to 7.5 kb of foreign DNA and utilizes the human CVM
promoter to drive high level transgene expression (33).
Hydrophilic domains of the N?“-capsid (amino acids
1-252), E™-E1 (amino acid 270-564), and the E2 antigen
(amino acids 693-1035) from currently sequenced BVDV
type 1 or type 2 were aligned and the consensus amino acid
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sequences used to design broadly representative mosaic
chimeric polypeptides, designated BVDVl,, . ., and
BVDV2 4...,z» tespectively. The mosaic chimeric polypep-
tides sequences have been used to generate codon-optimized
synthetic genes (for optimal protein expression in bovine
cells in vivo) and these genes have been modified to contain
the gene encoding the CC98 scFv for DC-targeting at the §'
end the gene encoding FLLAG tag at the 3' end (69, 86) Initial
results from expression constructs (DNA and adenovirus)
bearing the chimeric genes demonstrate the ability to
express CD205-targeted antigen; experiments to optimize
protein expression are currently being performed. The resul-
tant chimeric genes have been used to generate recombinant
adenoviruses, designated AdCC98-BVDVl,_ ., and
AdCCI98-BVDV2y,.,,z respectively. FIG. 8A depicts the
structure of the CC98-BVDV1,, ., chimera. The CD5
secretory signal sequence, arrangement of the CC98 variable
domains, linker sequences A (G,S) (SEQ ID NO: 4) and B
(G,S) (SEQ ID NO: 2), hydrophilic domains of N#7°, capsid,
and the FLAG tag are shown.

The structure of the control chimeras, IC-BVDV1, . -
and 1C-BVDV2,,, 5> are similar but with the IC
variable domains. Similarly, an adenovirus, designated
AdCC98-BVDV1,, ; and AdCC98-BVDV2,, 5
respectively, have been generated using the hydrophilic
domains of the NS2-3 antigens (amino acids 1300-
2384). FIG. 8B depicts the structure of the CC98-
BVDV1,,, ; chimera. The structure of the control
chimeras are similar but with the IC variable domains.
FIG. 9 depicts the hydropathic profiles of the BVDV
chimeric  proteins—CC98-BVDV1,,. ., chimera
(9A); and CC98-BVDV1,, ; chimera (9B). The
hydropathic profiles of the control chimeras (IC-
BVDVl, &> and IC-BVDV1, 5 are similar to the
CCI98-BVDV 1,z and CCO8-BVDV1,, ;5 chime-
ras, respectively. Conserved regions of these hydro-
philic domains are rich in MHC DR-restricted T cell
epitopes (28), and in the closely related Classical swine
fever virus, highly conserved protective CD4" T, cell
and CD8* CTL epitopes have been defined within the
same regions (110, 111).

Protein expression was verified by immunocytochemistry
using anti-FLAG mAb (Sigma) and BVDV-specific mAbs
and polyclonal antibodies. CD205 binding was verified by
immunocytometric analysis of 293A cells transfected with
the pCD205 construct. Processing and presentation of the
antigens expressed by these adenoviruses was verified by
*H-thymidine incorporation and cell cytotoxicity using
BVDV-reactive PBMCs.

IX. Protection and DC Targeting of the MLV BVDV Vaccine
Efficacy of MLV BVDV vaccine virus protection against
neutralization by BVDV-specific antibodies and DC target-
ing by the CC98-348 diabody was evaluated in vitro. To
evaluate efficacy of the CC98-348 diabody to protect the
BVD virus from complement-6 mediated lysis, 4x10°
TCID,, of a commercial MLV vaccine against BVDV 1 and
2 was incubated at 37° C. for 1 hr with either the CC98-348
or IC-348 diabodies in the presence or absence of BVDV-
specific neutralizing antibodies in medium containing non-
inactivated bovine serum to preserve complement activity.
The mixture was then added to 293 A cell monolayers (BVD
virus does not infect 293A cells) transfected with bovine
CD205 or non-transtfected cells as controls. The monolayers
were incubated at 37° C. for 1 hr to allow binding of the
CC98 to CD205, washed to remove unbound complexes and
pH 3.5 growth medium was added for 10 minutes to free the
diabody-protected virus bound to CD205 transfected 293A
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cells. The medium, free of 293 A cells, was recovered and
added to MDBK cell monolayers to support BVDV repli-
cation and the pll was adjusted to 7.4. The MDBK mono-
layers were incubated for 6 hrs, washed, and normal growth
medium added. After three days the presence of BVDV in
the MDBK cells was evaluated by immunocytometric analy-
sis using mAb 348 (94). In one embodiment of the present
invention, it is expected that incubation of BVDV with
C(C98-348 or 1C-348 diabody, but not with BVDV neutral-
izing antibodies, will result in protection of BVD virus but
only CC98-348 is expected to protect and target the virus to
CD205 as evidenced by the detection of virus in MDBK
cells.

X. CC98-348 Mediated Targeting, Binding and Protection

The ability to demonstrate that the CC98-348 conjugate
targets BVDV to CD205 and inhibits binding of a FITC-
labeled anti-BVDV polyclonal antibody is critical evidence
for proof of concept. Results demonstrate that the CD205-
BVDV E2-specific diabody coat MLV vaccine virions and
protect the vaccine from antibody-mediated complement
lysis while also targeting the coated virions to DCs. In one
embodiment of the present invention, this bi-functional
capability dramatically improves the efficacy of current
BVDV MLV vaccines in neonatal calves.

The bi-specific CC98-348 diabody consists of the bovine
CD205-specific mAb CC98 conjugated to the BVDV neu-
tralizing mAb 348 (Deregt, D., et al 1998. Virus Research
53:81-90). FIGS. 11-13 demonstrate that the CC98-348
diabody is bi-functional due to its ability to: 1) target the
C(C98-3348 conjugate to bovine CD205 (FIG. 10); 2) binds
to BVDV (FIG. 11); 3) target BVDV to CD205 (FIGS. 12)
and 4) protect BVDV from destruction by anti-BVDV
polyclonal antibody (FIG. 12, and data not shown).

The ability of the CC98-348 conjugate to bind to CD205
was demonstrated by immunocytometric analysis of cells
that express CD205 (FIG. 10). Briefly, 293A cells were
transfected with bovine CD205 and then probed with mAb
CC98 (IgG2b) (A), CCI8-348 conjugate (B), mAb 348 (C)
and IgGG2b isotype-matched negative control mAb (D). The
ability of the CC98-348 conjugate to bind BVDV was
demonstrated by ELISA (FIG. 11). Results indicate that the
CC98-348 conjugate binds to both cytopathic and non-
cytopathic BVDV and to a commercial BVDV vaccine.

The ability to target BVDV to CD205 by the CC98-348
conjugate was also demonstrated by immunocytochemistry
(FIG. 12). Briefly, the CC98-348 conjugate was pre-incu-
bated with BVDYV to allow binding of the virus to the 348
portion of the conjugate and this mixture was then layered
on CD205-transfected 293A cells and incubated for 1 hr
(12A). Note that BVDV does not infect 293A cells (human
embryonic kidney cells). Following extensive washes, the
CC98-348 conjugate plus virus was eluted with low pH
buffer and immediately transferred to MDBK cell monolay-
ers, which are permissive to BVDV infection and support
virus growth. The pH was raised to allow virus to attach to
the MDBK cells. It is contemplated that this step allows the
C(C98-348 conjugate to compete with the MDBK cells for
the virus as the pH was raised but the virus taken up by the
cells replicated over three days and were detectable follow-
ing staining of the MDBK cell monolayers with mAb 348
(12A). The negative control was similarly treated except that
unconjugated mAbs CC98 and 348 were used (B); the
positive control (BVDV) was subjected to the same pH
treatment (C). To test whether the CC98-348 conjugate
protects BVDV from binding of anti-BVDV polyclonal
antibody, CD205 transfected 293 A cells were treated as in A
above and following extensive washes, FITC-labeled anti-
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BVDV polyclonal antibody was added and the cells evalu-
ated by FACS. Binding of the CC98-348 conjugate to
BVDV completely inhibited binding of the FITC-labeled
anti-BVDV polyclonal antibody (Data not shown). To test
whether the CC98-348 conjugate protects the BVDV from
anti-BVDV  antibody-directed complement lysis, BVDV
was masked using the CC98-348 conjugate and the mixture
subjected to rabbit complement in the presence of anti-
BVDV polyclonal antibody. BVDV mixed with negative
control conjugate, CC98, or 348 served as the controls. This
assay is not critical since we have shown that the CC98-348
conjugate completely inhibited binding of anti-BVDYV poly-
clonal antibody to BVDV.

XI. Protective Immunity in Neonatal Calves Vaccinated with
an Adenovirus Expressing FIt3L/GM-CSF/CD40L Mixed
with a DC-Targeted MLV Vaccine Against BVDV

One embodiment of the present invention contemplates
priming protective immunity in neonatal calves by immu-
nizing with a single dose of adenoviruses expressing FIt3L/
GM-CSF/CD40L mixed with a DC-targeted MLV vaccine
against BVDV 1 and 2.

We have generated a bovine CD205-specific scFv (des-
ignated CC98) for DC-antigen targeting and an isotype-
matched control scFv (FIG. 2), (designated IC), and shown
that immunization of calves with a single dose of a DNA
vaccine capable of DC recruitment, CD205 antigen targeting
and CD40L-directed DC activation, primed and expanded
robust IFN-y*CD4* T cell responses (FIG. 3A-B) that under-
went rapid recall upon boost (70). A diabody (designated
C(C98-348) containing the CD205-specific CCI8 scFv (FIG.
2) fused in-frame to a BVDV E2 antigen-specific scFv
generated from a monoclonal antibody, mAb 348, that
neutralizes BVDV 1 and 2 (79) will be generated for
masking a MLV vaccine against BVDV 1 and 2, and for DC
targeting (FIG. 4). A negative control diabody (designated
1C-348) will similarly be generated but with a scFv from an
isotype-matched control mAb (FIGS. 2 and 6). A control
scFv for the 348 scFv will be used to generate a second
negative control diabody, designated IC-IR.

Generation of functional CD4* T helper and CD8* CTLs
requires DC activation through CD40 signaling and
increases production of pro-inflammatory cytokines and Thl
differentiation (67, 74, 75) (76). Importantly, DC activation
through CD40 signaling overcomes tolerance and may
release immature DCs from the control of regulatory CD4*
CD25* T cells (77). The recombinant adenovirus,
AdCDA40L, expressing bovine CD40L (FIG. 5) will be used
for enhancing DC activation. The potential of AdFIt3L/
AdGM-CSF-dependent DC recruitment, AdCD40L-medi-
ated DC activation, and CC98-348-directed masking of a
MLV vaccine against BVDV 1 and 2 and DC targeting to
enhance priming of protective BVDV-specific CD4* T
helper and CD8* CTL responses in the presence of neutral-
izing antibodies will be evaluated in neonatal calves as
described below.

a) Immunization of Neonatal Calves

Five groups (n=5) of age-matched neonatal calves with
protective BVDV neutralizing antibody titers were used in
the present study (15). A herd of greater than 6,000 animals
comprising young (1 week to 4 months old) Holstein calves
(StoneyPoint AgriCorp, Melissa, Tex.) was used to select
age-matched calves following screening for BVDV neutral-
izing antibody titers as previously described (97). Group
size was estimated using IFN-y*CD4"* T cell response data
from calves primed with a single dose of a DNA vaccine
capable of DC recruitment, CD205 antigen targeting and
CD40L-directed DC activation. The treatment group for that
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study was composed of DRB3*1101-matched calves (n=5)
immunized with a single dose of the CC98MSP1 DNA
vaccine (0.25 mg) encoding a DC-targeted A. marginale
MSP1 antigen mixed with DNA constructs expressing
FIT3L/GM-CSF/CDA40L (0.5 mg each) (FIG. 3B) (70). The
control group was composed of DRB3*1101-matched
calves (n=5) that were similarly immunized but with a DNA
vaccine, ICMSP1, encoding a non-DC-targeted MSP1 anti-
gen (FIG. 3B). The mean MSP1-specific IFN-y"CD4* T cell
response for the treatment (n=5) and control groups (n=5) 1
week  post-immunization were 167.2£35.74  and
7.600£10.99, respectively (FIG. 3B) (70). Based on this
difference, the probability of rejecting the null hypothesis of
no difference between the treatment and control mean IFN-
y"CD4" T cell responses for a sample of n=5 per treatment
is 0.9 (p=0.001). Assuming that a similar difference in
BVDV-specific IFN-y"CD4* T cell responses is detected
between calves primed with a single dose of the CC98-348-
protected and DC-targeted MLV vaccine against BVDV 1
and 2 (designated CC98-348;,,,,) and the control calves
immunized with the IC-348-protected but non-targeted vac-
cine (IC-348;,,,,), then significant differences between the
treatment and control groups may be detected by using five
calves per group.

Each calf in group A was inoculated intradermally with
5x10° TCIDs, of the CC98-348 ,.,,,- vaccine mixed with the
AdFIL/AdGM-CSF/AACD40L.  (5x10° pfu/each). The
5x10° pfu dose of a recombinant adenovirus has been shown
to be effective in cattle (98). Each calf in groups B and C
similarly inoculated with the 1C-348,,,,- vaccine or with a
non-protected and  non-targeted BVDV  vaccine
(IC-IR 55 p), respectively. Calves in group D are inoculated
with the CC98-348,,,,- vaccine, as in group A, but mixed
with the Adluciferase virus to serve as a control for the
cytokines. Negative control calves in group E were inocu-
lated with the cytokine adenoviruses, as in group A, but
mixed with an equivalent amount of the CC98-348 diabody
used in the CC98-348;,,,,- vaccine.

b) Analysis of Immune Responses

Following immunization, peripheral blood mononuclear
cells (PBMCs) were used to evaluate T cell responses,
whereas serum used to evaluate antibody responses and
virus neutralization. BVDV-specific IFN-y*CD4" and IFN-
y"CD8* T cells, CD4" T cell proliferation, CD8" T cell
cytotoxicity and antibody responses induced by the vaccine
immunization was evaluated by IFN-y* ELISPOT, *H-thy-
midine incorporation, cell-mediated cytotoxicity assay (us-
ing autologous BVDV 1- or 2-infected ConA stimulated
lymphoblasts as targets), ELISA, and BVDV neutralization
assays, respectively, as previously described (22, 97, 99).
These parameters were tested bi-weekly to determine the
post-vaccination interval required to detect statistically sig-
nificant BVDV-specific immune responses. The significance
of any differences in BVDV-specific immune responses
between treatment group A (Ad-cytokines/CC98-348;,1,;)
and the control groups B (Ad-cytokines/IC-348,.,,,); C
(Ad-cytokines/IC-IRz,,;); D (Adluc/CC98-348;,1,); and
E (Ad-cytokines/CC98-348) was analyzed using ANOVA.

¢) Analysis of Recall Responses and Protection

Following the decline of neutralizing antibodies to below
protective titers in the negative control calves (group E),
which occur at approximately 6-8 months (15), live chal-
lenge was used to determine efficacy of the Ad-cytokine/
CC98-348;,,,;- vaccine. All calves was challenged by intra-
nasal inoculation with 5x10° TCID,, of BVDV (NY-1 non-
cytopathic strain) and then evaluated for clinical and
hematological parameters, and viremia as previously
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described (97). Any reactions to the challenge were calcu-
lated as a disease reaction index based on a previously
described combination of viremia, clinical and hematologi-
cal parameters (100). One-week post challenge, BVDV-
specific antibody titers, virus neutralization, and T cell
responses was evaluated. The significance of the differences
in BVDV-specific immune responses and disease indices
between treatment group A (Ad-cytokines/CC98-3485,1;)
and the control groups B (Ad-cytokines/IC-348,,,); C
(Ad-cytokines/IC-IRzy;); D (Adluc/CC98-348,1,,) and
E (Ad-cytokines/CC98-348) was analyzed using ANOVA.
XII. Protective Immunity in Neonatal Calves Vaccinated
with an Adenovirus Expressing FIt3L/GM-CSF/CD40L
Mixed with DC-Targeted BVDV Antigens

There is a need for alternative BVDV vaccines that are
efficacious, safe, cost-effective, and non-susceptible to
BVDV-specific antibody neutralization. One embodiment of
the present invention contemplates priming protective
immunity in neonatal calves by immunizing with a single
dose of adenoviruses expressing FIt3L/GM-CSF/CD40L
(for DC recruitment and activation) and DC-targeted pro-
tective BVDV antigens. In one embodiment, the immuni-
zation induces robust effector/memory CD4* and CD8* T
cell responses to prime and expand cell-mediated immunity
in the presence of neutralizing antibodies.

a) Immunization of Neonatal Calves

Four groups (n=5) of age-matched neonatal calves with
protective colostrum-derived BVDV neutralizing antibody
titers were used in this study. Group size was estimated
using MSP1-specific IFN-y*CD4* T cell response data (FIG.
3B) (70). Based on the difference between the treatment and
the control mean MSPl-specific IFN-y*CD4* T cell
responses (FIG. 3B), the probability of rejecting the null
hypothesis of no difference between the treatment and the
control mean IFN-y*CD4* T cell responses for a sample of
n=5 per treatment is 0.9 (p=0.001). Assuming that a similar
difference in BVDV-specific IFN-y*CD4" T cell responses
between calves primed with a single dose of the vaccine
formulation containing adenoviruses expressing the DC-
targeted BVDV antigens and the control calves immunized
with non-DC-targeted antigens is detected, a significant
difference between the treatment and the control groups can
be detected by using five calves per group. Calves are
immunized as summarized in FIG. 13.

Briefly, calves in groups A and C will be inoculated
intradermally with a single dose of the adenoviruses
expressing the DC-targeted BVDV antigens (5x10° pfu/
each) mixed with either the adenoviruses expressing the
cytokines (5x10° pfu/each) or the Adluciferase control,
respectively. Calves in group B will be inoculated similarly,
but with a mixture of the adenoviruses expressing the
non-targeted BVDV antigens mixed with the adenoviruses
expressing the cytokines. Calves in group D will receive the
Adluciferase mixed with the adenoviruses expressing the
cytokines.

b) Analysis of Immune Responses

Following immunization, PBMCs were used to evaluate T
cell responses and sera was used to evaluate antibody
responses and virus neutralization. BVDV-specific IFN-y*
CD4* and IFN-y"CD8* T cells, CD4" T cell proliferation,
CD8* T cell cytotoxicity and antibody responses was evalu-
ated by IFN-y*ELISPOT, *H-thymidine incorporation, cell-
mediated cytotoxicity assay, ELISA, and BVDV neutraliza-
tion assays, respectively. These parameters were tested
bi-weekly to determine the post-vaccination interval
required to detect statistically significant BVDV-specific
immune responses. The significance of the differences in
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BVDV-specific immune responses between treatment
(group A) and the controls (groups B-D) was analyzed using
ANOVA.

¢) Analysis o(Recall Responses and Protection

Following decline of neutralizing antibodies to below
protective titers (6-8 months) in the negative control calves
(group D), live challenge was used to determine the efficacy
of the vaccine formulation containing the adenoviruses
expressing the DC-targeted BVDV antigens and the cytok-
ines. All calves were challenged as described above. Disease
indices, BVDV-specific antibody titers, virus neutralization,
and T cell responses were evaluated as described above. The
significance of the differences in disease indices and BVDV-
specific immune responses between the treatment (group A)
and the controls (groups B-D) was analyzed using ANOVA.
XIII. Potential Outcomes and Alternative Strategies

a) BVDV Vaccine Protection and DC Targeting

In one embodiment, the present invention contemplates
testing whether CC98-348 diabody-dependent BVDV vac-
cine protection and DC targeting, and the AdFIt3[./AdGM-
CSF/AdCDA40L-directed DC recruitment and activation, sig-
nificantly enhances priming and expansion of BVDV-
specific B and T cell responses in the presence of
neutralizing antibodies and confers protection upon chal-
lenge.

The AdFI3L/AAGM-CSF/AdCDA40L viruses efficiently
express functional cytokines (FIG. 5A-C) that may serve as
a potent adjuvant and significantly enhance priming and
expansion of BVDV-specific immunity in neonatal calves in
the presence of neutralizing antibodies. Such an outcome
would be consistent with previous demonstrations that
FIt3L, GM-CSF, and CD40L are potent molecular adjuvants
that enhance DC recruitment, activation, and vaccine effi-
cacy in cattle (FIGS. 1 and 3), humans, and mice (69, 70, 72,
76,77, 92, 93). Comparison of immune responses between
group A (Ad-cytokines/CC98-348,.,,;) and group D (Ad-
luc/CC98-348;,,,;) should reveal whether the FIt3L/GM-
CSF/CDA40L cytokines will enhance priming and expansion
of BVDV-specific immune responses in neonatal calves in
the presence of neutralizing antibodies. Should the adeno-
virus-expressed cytokines fail to significantly enhance prim-
ing of BVDV-specific immune responses, an alternative
strategy for augmenting the immunogenicity of the CC98-
3485, vaccine is to determine whether addition of graded
amounts of TLR 3 ligand (poly I:C), TLR 7/8 ligands
(imiquimod and resiquimod), and TLR 9 (CpG ODNs5) will
improve vaccine efficacy (101). The Poly I:C, imiquimod
and resiquimod, and CpG motifs activate innate and
acquired immunity via TLR-dependent mechanism, result-
ing in cytokine induction and enhanced cell-mediated immu-
nity (73, 102, 103).

The CC98 scFv binds and targets antigen to bovine
CD205 in vitro and to DCs in situ (FIGS. 2 and 6) and thus
the CC98-348 diabody should protect and target the BVDV
vaccine virus to DC in vivo and thus enhance priming and
expansion of BVDV-specific immune responses in the pres-
ence of neutralizing antibodies. This outcome will be con-
sistent with the demonstration that targeting antigen to
CD205 using anti-CD205 antibody significantly enhances T
cell responses and protective cellular immunity in a mouse
model (67), and primed robust IFN-y*CD4* T cell responses
in cattle (FIG. 3A-B) that underwent rapid recall upon boost
(70). Tt is possible that the 348 scFv motif alone may not
fully protect the MLV BVDYV vaccine virus against neutral-
ization by antibody-mediated complement lysis and
opsonization. Current efforts are focused on generating a
phage-display library using spleen cDNA from a BVDV

25

30

35

40

45

50

30

immune cow to identify a minimal number of BVDV-
specific scFv that will fully protect the MLV BVDYV vaccine
virus against neutralization (104). These scFv will be used to
generate diabodies for effective protection and DC-targeting
of the MLV BVDV vaccine virus and are expected to
improve vaccine efficacy in neonatal calves. Such recombi-
nant diabodies can be produced inexpensively in bacteria
expression systems and used as additives in current com-
mercially available MLV vaccines against BVDV 1 and 2.

If, after one immunization, a significant BVDV-specific
immune responses and/or protection is detected in group A
(Ad-cytokines/CC98-348 ;) but none in group B (Ad-
cytokines/IC-348;,,,,), the hypothesis that intradermal
inoculation of neonatal BVDV calves with a single dose of
a vaccine formulation containing adenovirus expressing
FIt3L/GM-CSF/CD40L mixed with CC98-348-coated MLV
vaccine against BVDV and 2 is capable of priming and
expanding protective BVDV-specific immune responses in
the presence of neutralizing antibody will be accepted. The
hypothesis will also be accepted if, after one immunization,
we detect significantly greater BVDV-specific immune
responses and/or protection in group A as compared to
groups B-E. Failure to detect significant BVDV-specific
immune responses in group A after a single immunization
will indicate that immunization of neonatal calves with a
single dose of the Ad-cytokines/CC98-348,,,,- vaccine is
not sufficient to prime and expand significant BVDV-spe-
cific immune responses in the presence of neutralizing
antibodies and a booster dose is required. Detection of a
rapid recall response and/or significant protection after chal-
lenge in group A as compared to all the other groups (B-E),
will indicate that immunization of neonatal calves with a
single dose of the Ad-cytokines/CC98-348,,,,, vaccine
primed BVDV-specific immune responses in the presence of
neutralizing antibodies but failed to fully expand the primed
responses. Failure to detect significant BVDV-specific
immune responses and/or protection in group A as compared
to all the other groups (B-E) after challenge will result in the
rejection of the hypothesis.

b) Immunization of Neonatal Calves

In one embodiment, the present invention contemplates
testing whether immunization of neonatal calves with a
single dose of a vaccine formulation containing adenovi-
ruses expressing FIt3L/GM-CSF/CD40L for DC recruitment
and activation, and DC-targeted hydrophilic domains of
immunogenic BVDV antigens will prime and expand sig-
nificant BVDV-specific B and T cell responses in the pres-
ence of neutralizing antibodies and confer protection upon
challenge. Adenoviruses expressing the FIt3L/GM-CSF/
CDA40L cytokines (FIG. 5A-C) should significantly augment
the immunogenicity of the adenovirus-vectored BVDV vac-
cine by stimulating robust DC recruitment to the immuni-
zation site (FIG. 1) (69) and activation of the BVDV
antigen-loaded DCs for effective priming and expansion of
protective BVDV-specific B and T cells in neonatal calves in
the presence of BVDV-specific neutralizing antibodies. This
is supported by previous findings, which demonstrate that
FIt3L, GM-CSF, and CD40L are potent molecular adjuvants
that enhance DC recruitment, activation, and vaccine effi-
cacy in cattle (FIGS. 1 and 3), humans, and mice (69, 70, 72,
76, 77, 92, 93).

A single dose of the adenovirus-vectored BVDV vaccine
should express sufficient amounts of the DC-targeted hydro-
philic BVDV antigen chimeras (FIG. 9) at the DC-enriched
intradermal immunization site for optimal induction and
expansion of protective BVDV-specific B and T cells in
neonatal calves in the presence of BVDV-specific neutral-
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izing antibodies. This is supported by the demonstration that
the replication-defective adenovirus vector directs high
transgene expression (FIG. 5A-C) and augments vaccine
potency in mammalian hosts through TLR-dependent and
-independent DC modulation (33-35). Furthermore, immu-
nization with a single dose of an adenovirus-vectored vac-
cine induces strong cytotoxic T-cell responses (36). Impor-
tantly, immunization of neonates at birth with a single dose
of an adenovirus-vectored vaccine primes robust immune
responses (38, 40). In addition, the CC98-directed targeting
of the hydrophilic BVDV antigen chimeras (FIG. 9) to
bovine DCs (FIG. 2) should significantly enhance priming
and expansion of protective BVDV-specific immune
responses in neonatal calves in the presence of neutralizing
antibodies. This expectation is consistent with our demon-
stration that DC antigen targeting using the CC98 motif
primed robust IFN-y*CD4" T cell responses in cattle (FIG.
3A-B) that underwent rapid recall upon boost (70).

If the adenovirus-vectored cytokines fail to significantly
enhance priming of BVDV-specific immune responses, an
alternative strategy for augmenting the immunogenicity of
the adenovirus-vectored BVDV vaccine is to determine
whether replacing the AACD40L with an adenovirus-vec-
tored CD40 agonistic diabody generated from an anti-bovine
CDA40 agonistic mAb will improve vaccine immunogenicity
(75). Agonistic anti-bovine CD40 mAbs have been gener-
ated and are currently being characterized. A second alter-
native strategy for augmenting BVDV vaccine immunoge-
nicity is to use TLR 3 ligand (poly I:C), TLR 7/8 ligands
(imiquimod and resiquimod), and TLR 9 (CpG ODNs) to
improve vaccine efficacy (101).

The hypothesis that intradermal inoculation of neonatal
calves with a single dose of a vaccine formulation contain-
ing adenoviruses expressing FIt3L/GM-CSF/CD40L and
DC-targeted BVDYV antigens will prime and expand signifi-
cant BVDV-specific B and T cell responses in the presence
of neutralizing antibodies and confer protection upon chal-
lenge will be accepted if, after one immunization, a signifi-
cant BVDV-specific immune responses and/or protection is
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detected in group A but none in group B (FIG. 13). The
hypothesis will also be accepted if, after one immunization,
a significantly greater BVDV-specific immune responses
and/or protection is detected in group A as compared to
groups B-D. Failure to detect significant BVDV-specific
immune responses in group A after a single immunization
will demonstrate that immunization of neonatal calves with
a single dose of the Ad-cytokines/CC98-BVDV vaccine is
not sufficient to prime and expand significant BVDV-spe-
cific immune responses in the presence of neutralizing
antibodies and a booster dose is required. Detection of a
rapid recall response and or significant protection after
challenge in group A as compared to all the other groups
(B-D) will demonstrate that immunization of neonatal calves
with a single dose of the Ad-cytokines/CC98-BVDV vac-
cine primed BVDV-specific immune responses in the pres-
ence of neutralizing antibodies but failed to fully expand the
primed responses. Failure to detect significant BVDV-spe-
cific immune responses and or protection in group A as
compared to all the other groups (B-D) after challenge will
result in the rejection of the hypothesis.

In one embodiment, the present invention contemplates
two alternative strategies for further improving the proposed
BVDV vaccine: 1) addition of defined DR-restricted T cell
epitopes (QGGISSVDIIVTAGKDLLV (SEQ ID NO: 6),
VTASGTPAFFD LKNLKGW (SEQ ID NO: 7), VEYSYI-
FLDEYHCATPEQ (SEQ ID NO: 8), CATPEQLAIIG-
KIHRFSE (SEQ ID NO: 9), MKGNMLVFVPTRNMAVEV
(SEQ ID NO: 10), GRVKPGRYYRSQETA (SEQ ID NO:
11), NGEVIDTYENYSFLNARK (SEQ ID NO: 12)) (28)
from the conserved regions of the E2 and NS2-3 antigens
from BVDYV la and variants of these epitopes from the other
BVDYV genotypes to the BVDV antigen chimeras to generate
a synthetic chimeric gene encoding a BVDV polyepitope;
and 2) use short-term T cell lines from BVDV vaccinates
and or convalescent animals to identify CTL epitopes from
the pool of potential WIC class I allele-specific cytotoxic T
cell peptide motifs from the BVDV polyprotein and reactive
epitopes will be added to the BVDV polyepitope to generate
a CD4~ and CD8" epitope-rich vaccine candidate (28, 31).

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 12
<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 1

LENGTH: 8

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Synthetic

<400> SEQUENCE: 1

Asp Tyr Lys Asp Asp Asp Asp Lys
1 5

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 2

LENGTH: 5

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Synthetic

<400> SEQUENCE: 2

Gly Gly Gly Gly Ser
1 5
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-continued

<210> SEQ ID NO 3

<211> LENGTH: 20

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic

<400> SEQUENCE: 3

Gly Gly Gly Gly Ser Gly Gly Arg Ala Ser Gly Gly Gly Gly Ser Gly
1 5 10 15

Gly Gly Gly Ser
20

<210> SEQ ID NO 4

<211> LENGTH: 15

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic

<400> SEQUENCE: 4

Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser
1 5 10 15

<210> SEQ ID NO 5

<211> LENGTH: 5

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic

<400> SEQUENCE: 5

Cys Cys Cys Cys Ser
1 5

<210> SEQ ID NO 6

<211> LENGTH: 18

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic

<400> SEQUENCE: 6

Gln Gly Gly Ile Ser Ser Val Asp His Val Thr Ala Gly Lys Asp Leu
1 5 10 15

Leu Val

<210> SEQ ID NO 7

<211> LENGTH: 18

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic

<400> SEQUENCE: 7

Val Thr Ala Ser Gly Thr Pro Ala Phe Phe Asp Leu Lys Asn Leu Lys
1 5 10 15

Gly Trp

<210> SEQ ID NO 8

<211> LENGTH: 18

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic
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-continued

<400> SEQUENCE: 8

Val Glu Tyr Ser Tyr Ile Phe Leu Asp Glu Tyr His Cys Ala Thr Pro

1 5 10

Glu Gln

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 9

LENGTH: 18

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Synthetic

<400> SEQUENCE: 9

15

Cys Ala Thr Pro Glu Gln Leu Ala Ile Ile Gly Lys Ile His Arg Phe

1 5 10
Ser Glu

<210> SEQ ID NO 10

<211> LENGTH: 18

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic
<400> SEQUENCE: 10

15

Met Lys Gly Asn Met Leu Val Phe Val Pro Thr Arg Asn Met Ala Val

1 5 10

Glu Val

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 11

LENGTH: 15

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Synthetic

<400> SEQUENCE: 11
Gly Arg Val Lys Pro Gly Arg Tyr Tyr

1 5 10

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 12

LENGTH: 18

TYPE: PRT

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Synthetic

<400> SEQUENCE: 12

Asn Gly Glu Val Thr Asp Thr Tyr Glu

1 5 10

Arg Lys

15

Arg Ser Gln Glu Thr Ala

15

Asn Tyr Ser Phe Leu Asn Ala

15

We claim:
1. A method, comprising:
a) providing;

i) a subject at risk for infection by a virus,

i) a mosaic chimeric viral vaccine particle comprising
an NP antigenic site derived from bovine viral
diarrhea virus (BVDV) 1 or BVDV 2, and a plurality
of antigenic sites derived from two or more of the
BVDV 1 or BVDV 2 proteins selected from the
group consisting of capsid, E™, E1, E2, NS2 and
NS3; and

b) administering said vaccine to said subject under con-
ditions such that protective immunity is induced.
2. The method of claim 1, wherein said subject is a
60 bovine.
3. The method of claim 1, wherein said subject is a
neonatal calf.
4. The method of claim 1, wherein said subject has
neutralizing antibodies for said virus vaccine particle prior
65 to said administering of said vaccine.
5. The method of claim 4, wherein said neutralizing
antibodies are maternal antibodies.
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6. The method of claim 4, wherein said neutralizing
antibodies are BVDV 1-specific antibodies.

7. The method of claim 4, wherein said neutralizing
antibodies are BVDV 2-specific antibodies.

8. The method of claim 4, wherein said vaccine evades
said neutralizing antibodies.

9. The method of claim 1, wherein each of said plurality
of antigenic sites is masked by one of a plurality of bi-
specific diabodies, wherein each of said plurality of bi-
specific diabodies comprise a viral antigen binding moiety.

10. The method of claim 9, wherein said at least one of
said plurality of bi-specific diabodies further comprises a
cell surface antigen binding moiety fused in-frame with said
viral antigen binding moiety.

11. The method of claim 10, wherein said cell surface
antigen binding moiety binds to a dendritic cell.

12. The method of claim 11, wherein said bound cell
surface antigen binding moiety activates said dendritic cell.

13. The method of claim 11, wherein said bound cell
surface antigen binding moiety recruits said dendritic cell.

14. The method of claim 10, wherein said cell surface
antigen binding moiety is a dendritic cell surface antigen
binding moiety.

15. The method of claim 14, wherein said dendritic cell
surface antigen binding moiety is a bovine CD205 antigen
receptor binding moiety.
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16. The method of claim 9, wherein said viral antigen
binding moiety binds to at least one of said plurality of
antigenic sites.

17. The method of claim 1, wherein said vaccine is a
bovine viral diarrhea virus 1 vaccine.

18. The method of claim 1, wherein said vaccine is a
bovine viral diarrhea virus 2 vaccine.

19. The method of claim 1, wherein said vaccine is a
mixture of a bovine viral diarrhea virus 1 vaccine and a
bovine viral diarrhea virus 2 vaccine.

20. The method of claim 1, wherein said vaccine is a live
vaccine.

21. The method of claim 20, wherein said live vaccine is
a modified live vaccine.

22. The method of claim 1, wherein said vaccine further
comprises a recombinant adenovirus that expresses FIt3L,
GM-CSF and CD40OL.

23. The method of claim 1, wherein said plurality of
antigenic sites further comprises a protein fragment derived
from a virus selected from the group consisting of bovine
respiratory viruses, bovine respiratory syncytial virus, infec-
tious bovine rhinotracheitis, bovine parainfluenza-3 virus,
bovine herpes virus 1 and bovine herpes virus 2.
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