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DNA ANTIBODY CONSTRUCTS AND METHOD OF USING SAME

CROSS REFERENCE TO RELATED APPLICATION

[0001]  This application claims priority to U.S. Prov. App. No. 61/737,094, filed December
13,2012, U.S. Prov. App. No. 61/881,376, filed September 23, 2013, and U.S. Prov. App.
No. 61/896,646, filed October 28, 2013, all of which are hereby incorporated by reference.

STATEMENT OF GOVERNMENT INTEREST

[0002] This invention was made with government support under contract numbers
HHSN272200800063C and 5-P30-AI-045008-13 awarded by the National Institutes of

Health. The government has certain rights in the invention.

TECHNICAL FIELD

[0003] The present invention relates to a composition comprising a recombinant nucleic
acid sequence for generating a synthetic antibody, or fragments thereof, iz vivo, and a method

of preventing and/or treating disease in a subject by administering said composition.

BACKGROUND

[0004] The immunoglobulin molecule comprises two of each type of light (L) and heavy
(H) chain, which are covalently linked by disulphide bonds (shown as S-S) between cysteine
residues. The variable domains of the heavy chain (VH) and the light chain (VL) contribute
to the binding site of the antibody molecule. The heavy-chain constant region is made up of
three constant domains (CH1, CH2 and CH3) and the (flexible) hinge region. The light chain
also has a constant domain (CL). The variable regions of the heavy and light chains comprise
four framework regions (FRs; FR1, FR2, FR3 and FR4) and three complementarity-
determining regions (CDRs; CDR1, CDR2 and CDR3). Accordingly, these are very complex
genetic systems that have been difficult to assemble iz vivo.

[0005] Targeted monoclonal antibodies (mAbs) represent one of the most important
medical therapeutic advances of the last 25 years. This type of immune based therapy is now
used routinely against a host of autoimmune diseases, treatment of cancer as well as

infectious diseases. For malignancies, many of the immunoglobulin (Ig) based therapies
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currently used are in combination with cytotoxic chemotherapy regimens directed against
tumors. This combination approach has significantly improved overall survival. Multiple
mADb preparations are licensed for use against specific cancers, including Rituxan
(Rituximab), a chimeric mAb targeting CD20 for the treatment of Non-Hodgkins lymphoma
and Ipilimumab (Yervoy), a human mAb that blocks CTLA-4 and which has been used for
the treatment of melanoma and other malignancies. Additionally, Bevacizumab (Avastin) is
another prominent humanized mAb that targets VEGF and tumor neovascularization and has
been used for the treatment of colorectal cancer. Perhaps the most high profile mAb for
treatment of a malignancy is Trastuzumab (Herceptin), a humanized preparation targeting
Her2/neu that has been demonstrated to have considerable efficacy against breast cancer in a
subset of patients. Furthermore, a host of mAbs are in use for the treatment of autoimmune
and specific blood disorders.

[0006] In addition to cancer treatments, passive transfer of polyclonal Igs mediate
protective efficacy against a number of infectious diseases including diphtheria, hepatitis A
and B, rabies, tetanus, chicken-pox and respiratory syncytial virus (RSV). In fact, several
polyclonal Ig preparations provide temporary protection against specific infectious agents in
individuals traveling to disease endemic areas in circumstances when there is insufficient
time for protective Igs to be generated through active vaccination. Furthermore, in children
with immune deficiency the Palivizumab (Synagis), a mAb, which targets RSV infection, has
been demonstrated to clinically protect against RSV.

[0007]  The clinical impact of mAb therapy is impressive. However, issues remain that
limit the use and dissemination of this therapeutic approach. Some of these include the high
cost of production of these complex biologics that can limit their use in the broader
population, particularly in the developing world where they could have a great impact.
Furthermore, the frequent requirement for repeat administrations of the mAbs to attain and
maintain efficacy can be an impediment in terms of logistics and patient compliance.
Additionally, the long-term stability of these antibody formulations is frequently short and
less than optimal. Thus, there remains a need in the art for a synthetic antibody molecule that
can be delivered to a subject in a safe and cost effective manner. Furthermore, synthetic
antibody identification and expression methods have been discussed; however, production of
the protein still is problematic and expensive.

[0008] TImmunotherapy and immunomodulation provide modes of treatment that allow
treatment of a disecase by working with or modulating or stimulating a subject’s immune

system to fight off a pathogen or kill a diseased cell. Vaccines provide one class of drugs that
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can stimulate both cellular and humoral immune response for prophylaxis, and in some cases
therapy, of disease. For example, a vaccine for influenza can help a subject create a memory
response to the flu virus and help prevent future infections. However, an existing concern is
for pathogens that trigger rapid pathogenesis, where a fast neutralizing antibody response
would be beneficial such as, for example, a tropical virus like chikungunya or dengue, or
ebola. In such situations, if the subject does not have an established and effective memory
response, then a delay in the host humoral response could prove deadly. Moreover, there
would be a benefit for immediate production of a neutralizing antibody to help stave off
infection from a problematic virus such as HIV before the virus fully infects and settles into
the host. There requires a vaccine that could provide immediate memory response, or more
preferably a neutralizing antibody response; which then could be paired with a vaccine that

stimulates the host immune response for a combination therapy, when necessary.

SUMMARY

[0009] The present invention is directed to a method of generating a synthetic antibody in
a subject. The method can comprise administering to the subject a composition comprising a
recombinant nucleic acid sequence encoding an antibody or fragment thereof. The
recombinant nucleic acid sequence can be expressed in the subject to generate the synthetic
antibody.

[0010] The antibody can comprise a heavy chain polypeptide, or fragment thereof, and a
light chain polypeptide, or fragment thereof. The heavy chain polypeptide, or fragment
thereof, can be encoded by a first nucleic acid sequence and the light chain polypeptide, or
fragment thereof, can be encoded by a second nucleic acid sequence. The recombinant
nucleic acid sequence can comprise the first nucleic acid sequence and the second nucleic
acid sequence. The recombinant nucleic acid sequence can further comprise a promoter for
expressing the first nucleic acid sequence and the second nucleic acid sequence as a single
transcript in the subject. The promoter can be a cytomegalovirus (CMV) promoter.

[0011] The recombinant nucleic acid sequence can further comprise a third nucleic acid
sequence encoding a protease cleavage site. The third nucleic acid sequence can be located
between the first nucleic acid sequence and second nucleic acid sequence. The protease of
the subject can recognize and cleave the protease cleavage site.

[0012] The recombinant nucleic acid sequence can be expressed in the subject to generate

an antibody polypeptide sequence. The antibody polypeptide sequence can comprise the
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heavy chain polypeptide, or fragment thereof, the protease cleavage site, and the light chain
polypeptide, or fragment therecof. The protease produced by the subject can recognize and
cleave the protease cleavage site of the antibody polypeptide sequence thereby generating a
cleaved heavy chain polypeptide and a cleaved light chain polypeptide. The synthetic
antibody can be generated by the cleaved heavy chain polypeptide and the cleaved light chain
polypeptide.

[0013] The recombinant nucleic acid sequence can comprise a first promoter for
expressing the first nucleic acid sequence as a first transcript and a second promoter for
expressing the second nucleic acid sequence as a second transcript. The first transcript can be
translated to a first polypeptide and the second transcript can be translated into a second
polypeptide. The synthetic antibody can be generated by the first and second polypeptide.
The first promoter and the second promoter can be the same. The promoter can be a
cytomegalovirus (CMV) promoter.

[0014] The heavy chain polypeptide can comprise a variable heavy region and a constant
heavy region 1. The heavy chain polypeptide can comprise a variable heavy region, a
constant heavy region 1, a hinge region, a constant heavy region 2 and a constant heavy
region 3. The light chain polypeptide can comprise a variable light region and a constant
light region.

[0015] The recombinant nucleic acid sequence can further comprise a Kozak sequence.
The recombinant nucleic acid sequence can further comprise an immunoglobulin (Ig) signal
peptide. The Ig signal peptide can comprise an IgE or 1gG signal peptide.

[0016] The recombinant nucleic acid sequence can comprise a nucleic acid sequence
encoding at least one amino acid sequence of SEQ ID NOs:1, 2, 5, 41, 43, 45, 46, 47, 438, 49,
51, 53, 55, 57, 59, and 61. The recombinant nucleic acid sequence can comprise at least one
nucleic acid sequence of SEQ ID NOs:3, 4, 6, 7, 40, 42, 44, 50, 52, 54, 56, 58, 60, 62, and 63.
[0017]  The present invention is also directed to a method of generating a synthetic
antibody in a subject. The method can comprise administering to the subject a composition
comprising a first recombinant nucleic acid sequence encoding a heavy chain polypeptide, or
fragment thereof, and a second recombinant nucleic acid sequence encoding a light chain
polypeptide, or fragment thereof. The first recombinant nucleic acid sequence can be
expressed in the subject to generate a first polypeptide and the second recombinant nucleic
acid can be expressed in the subject to generate a second polypeptide. The synthetic antibody

can be generated by the first and second polypeptides.
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[0018]  The first recombinant nucleic acid sequence can further comprise a first promoter
for expressing the first polypeptide in the subject. The second recombinant nucleic acid
sequence can further comprise a second promoter for expressing the second polypeptide in
the subject. The first promoter and second promoter can be the same. The promoter can be a
cytomegalovirus (CMV) promoter.

[0019]  The heavy chain polypeptide can comprise a variable heavy region and a constant
heavy region 1. The heavy chain polypeptide can comprise a variable heavy region, a
constant heavy region 1, a hinge region, a constant heavy region 2 and a constant heavy
region 3. The light chain polypeptide can comprise a variable light region and a constant
light region.

[0020] The first recombinant nucleic acid sequence and the second recombinant nucleic
acid sequence can further comprise a Kozak sequence. The first recombinant nucleic acid
sequence and the second recombinant nucleic acid sequence can further comprise an
immunoglobulin (Ig) signal peptide. The Ig signal peptide can comprise an IgE or IgG signal
peptide.

[0021] The present invention is further directed to method of preventing or treating a
disease in a subject. The method can comprise generating a synthetic antibody in a subject
according to one of the above methods. The synthetic antibody can be specific for a foreign
antigen. The foreign antigen can be derived from a virus. The virus can be Human
immunodeficiency virus (HI'V), Chikungunya virus (CHIKV) or Dengue virus.

[0022]  The virus can be HIV. The recombinant nucleic acid sequence can comprise a
nucleic acid sequence encoding at least one amino acid sequence of SEQ ID NOs:1, 2, 5, 46,
47,48, 49, 51, 53, 55, and 57. The recombinant nucleic acid sequence can comprise at least
one nucleic acid sequence of SEQ ID NOs:3, 4, 6, 7, 50, 52, 55, 56, 62, and 63.

[0023]  The virus can be CHIKV. The recombinant nucleic acid sequence can comprise a
nucleic acid sequence encoding at least one amino acid sequence of SEQ ID NOs:59 and 61.
The recombinant nucleic acid sequence can comprise at least one nucleic acid sequence of
SEQ ID NOs:58 and 60.

[0024]  The virus can be Dengue virus. The recombinant nucleic acid sequence can
comprise a nucleic acid sequence encoding at least one amino acid sequence of SEQ ID
NO:45. The recombinant nucleic acid sequence comprises at least one nucleic acid sequence
of SEQ ID NO:44.

[0025] The synthetic antibody can be specific for a self-antigen. The self-antigen can be

Her2. The recombinant nucleic acid sequence can comprise a nucleic acid sequence
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encoding at least one amino acid sequence of SEQ ID NOs:41 and 43. The recombinant
nucleic acid sequence can comprise at least one nucleic acid sequence of SEQ ID NOs:40 and
42.

[0026] An aspect of the invention herein described includes the nucleotide products
described herein, which in some instances are comprised of one nucleotide construct, and in
some instances are comprised of two distinct nucleotide constructs.

[0027]  An aspect of the invention relates to methods of treating a from infection by a
pathogen, comprising administering a nucleotide sequence encoding a synthetic antibody
specific for the pathogen, and in some instances also administering an antigen of the

pathogen to generate an immune response in the subject.

BRIEF DESCRIPTION OF THE DRAWINGS

[0028] FIG. 1 shows the nucleic acid sequence encoding an IgG heavy chain as described
in Example 1.

[0029] FIG. 2 shows the nucleic acid sequence encoding an IgG light chain as described in
Example 1.

[0030] FIG. 3 shows a graph plotting time (hours) vs. OD 450 nm (1:100 dilution of tissue
culture supernatant).

[0031] FIG. 4 shows an image of a Western blot.

[0032] FIG. 5 shows generation and confirmation of expression of pHIV-1Env-Fab. (A &
B) Circular plasmid map of pHIV-1 Env Fab anti-gp120 Fab expressing construct were
designed using VRCO1 heavy (H) and light (L) variable chain Ig genes. Several modifications
were included when constructing the Fab plasmids in order to increase the level of
expression. The Fab VL and VH fragment genes, as shown, were cloned separately between
the BamH 1 and Xhol restriction sites of the pVax1 vector. (C) In vitro expression of pHIV-1
Env Fab. The graph indicated the temporal kinetics of expression of the pHIV-1 Env Fab
after transfection of 293T cells. The values indicated, indicative of expression, are mean
OD450nm = SD of triplicate wells. As a control 293T cells were also transfected with the
pVax1 backbone.

[0033] FIG. 6 shows measurement of temporal generation of anti HIV Env specific Fab by
pHIV-1 Env Fab. (A) Time course of generation of anti-HIV1 Fab. After administration of
pHIV-1 Env Fab, production of the specific Fab was measured over 10 days in the sera at a

final dilution of 1:100 by ELISA and presented as OD450nm. Sera from pVax1 administered
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mice were used as a negative control. (B) Comparative measurement of anti-gp120 antibody
responses after immunization with recombinant gp120 (rgp120). As described in Example 2,
mice were immunized with a single injection of rgp120 followed by measurement of
production of anti-gp120 antibodies up to 10 days and presented as OD450nm values. PBS
was used as a negative control injection for this study. (C) Confirmation of HIV1Env-Fab
binding by immunoblot analysis. As indicated in Example, either 5 or 10ug of gp120 were
subjected to SDS-PAGE and nitrocellulose blotting followed by incubation of the blots with
sera from pHIV-1 Env Fab administered mice. The immunoblot indicated that the
experimental sera recognized bound rgp120, confirming the specificity of the generated Fab.
(D) Temporal quantitation of human IgG1Fab, measured as IgG1 in mouse sera following
pHIV-1Env-Fab administration. IgG1 was measured by a standard ELISA kit, at the time
points indicated, and expressed as Fab (ug/mL) = SD. Sera from pVax1-administered mice
were used as a negative control. Sera samples were analyzed at the time points indicated on
the x-axis. The arrow shown in the graphs displayed in (A), (B) and (D) indicate the point of
DNA plasmid administration.

[0034] FIG. 7 shows FACS binding analysis HIV1 Env Fab to clade A HIV Env
glycoprotein. (A) FACS scans indicating binding of anti-HIV1Env-Fab to HIV-1 clade A
Env glycoprotein. DNA expressing either a consensus (pCon-Env-A) or “optimized” (pOpt-
Env-A) HIV-1 clade A envelope was transfected into 293T cells. Two days post transfection,
cells were stained with either purified native VRCO1 Ig, sera generated from pHIV-1 Env Fab
(collected 48 hours after a single plasmid administration) or control Ig generated from pIgG-
E1M2 administration. Sera and VRCO1 antibody were diluted 1:4 or 1:100, respectively in
50ul of PBS and incubated at room temperature for 30 minutes. Cells were then stained with
the appropriate secondary phycoerythrin (PE) conjugated Igs and subsequently gated for
FACS analysis as singlet and live cells. The percent binding of positive cells was indicated
in each of the scans. (B) Graphical representation of the FACS binding data. The number of
stained cells (i.e. indicative of expression levels) in each of the Ig/sera tested groups was
divided by the background staining values and presented as percent of specific binding on the
y-axis as a function of the different HIV clade A Env preparations tested.

[0035] FIG. 8 shows time course of neutralization of HIV-1 by sera from pHIV-1Env-Fab
administered mice. Sera used for analysis of neutralization activity sera were collected at the
time points indicated in the graphs. The neutralization analysis was conducted in TZM-BL
cells using a panel of HIV-1 pseudotyped viruses: Bal26 (Panel A; clade B, Tier 1),
Q23Env17 (Panel B; clade A, Tier 1), SF162S (Panel C; clade B, Tier 1), and ZMS53M (Panel

-
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D; clade C, Tier 2). Cells were infected at an MOI of 0.01 as delineated in Example 2 and
incubated in the presence of sera (final dilution of 1:50) containing Fab generated from
pHIV-1 Env Fab administration. Percent neutralization values are shown, the calculation of
which was described in Example 2. As well, horizontal lines are provided in each of the
graphs, indicating the approximate time points at which the experimental sera mediated 50%
viral neutralization.

[0036] FIG. 9 shows the nucleic acid sequence encoding the heavy chain (VH-CH1) of the
HIV-1 Env Fab described in Examples 2-7.

[0037]  FIG. 10 shows the nucleic acid sequence encoding the light chain (VL-CL) of the
HIV-1 Env Fab described in Examples 2-7.

[0038] FIG. 11 shows immunofluorescence of cells transfected with a plasmid encoding
HIV Env. The cells were stained with preparations from pVAX1 (left panel) or pHIV-Env-
Fab (right panel).

[0039] FIG. 12 shows a graph plotting type of antigen vs. sera concentration (ng/mL).
[0040] FIG. 13 shows a schematic of a construct encoding a synthetic human IgG1
antibody.

[0041] FIG. 14 shows a schematic of the assembled antibody (upon expression) that is
encoded by the construct of FIG. 13.

[0042] FIG. 15 shows the amino acid sequence of the VRCO1 IgG.

[0043] FIG. 16 shows (A) a schematic of the construct encoding HIV-1 Env-PG9 Ig; (B) a
schematic of the vector containing the construct of (A); and (C) an image of a stained gel.
[0044] FIG. 17 shows (A) a schematic of the construct encoding HIV-1 Env-4E10 Ig; (B)
a schematic of the vector containing the construct of (A); and (C) an image of a stained gel.
[0045]  FIG. 18 shows the amino acid sequence of HIV-1 Env-PG9 Ig before cleavage by
furin.

[0046] FIG. 19 shows the amino acid sequence of HIV-1 Env-4E10 Ig before cleavage by
furin.

[0047] FIG. 20 shows (A) a schematic of a construct encoding the heavy (VH-CH1) chain
of CHIKV-Env-Fab; and (B) a schematic of a construct encoding the heavy (VL-CL) chain of
CHIKV-Env-Fab.

[0048] FIG. 21 shows a schematic of an expression vector containing the construct
encoding the heavy (VH-CH]1) or light (VL-CL) chain of CHIKV-Env-Fab.

[0049]  FIG. 22 shows a graph plotting time in hours (hr) vs. OD450 nm.

[0050] FIG. 23 shows an image of an immunoblot.

8-
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[0051] FIG. 24 shows a schematic of the timing of DNA administration and obtaining the
pre-bleed and bleeds.

[0052]  FIG. 25 shows a graph plotting time in days vs. OD450 nm.

[0053] FIG. 26 shows a graph plotting days after challenge vs. percent survival.

[0054] FIG. 27 shows a graph plotting mouse group vs. pg/mL of TNF-o.

[0055] FIG. 28 shows a graph plotting mouse group vs. pg/mL of IL-6.

[0056] FIG. 29 shows a schematic illustrating a construct encoding a VH-CH1 and under
the control of a promoter.

[0057]  FIG. 30 shows a schematic illustrating a construct encoding a VL-CL and under
the control of a promoter.

[0058] FIG. 31 shows a schematic illustrating the construct encoding a VH-CH1 or VL-
CL of the anti-Her-2 Fab cloned into an expression vector.

[0059] FIG. 32 shows the nucleic acid sequence encoding the VH-CHI1 of the anti-Her-2
Fab.

[0060] FIG. 33 shows the amino acid sequence encoded by the nucleic acid sequence of
FIG. 32 (i.e., the amino acid sequence of the VH-CHI of the anti-Her-2 Fab).

[0061] FIG. 34 shows the nucleic acid sequence encoding the VL-CL of the anti-Her-2
Fab.

[0062] FIG. 35 shows the amino acid sequence encoded by the nucleic acid sequence of
FIG. 34 (i.c., the amino acid sequence of the VL-CL of the anti-Her-2 Fab).

[0063] FIG. 36 shows a graph plotting type of transfected cell vs. IgG concentration
(ng/mL).

[0064] FIG. 37 shows a schematic illustrating a construct encoding the variable heavy
region (VH), variable heavy constant region 1 (CH1), hinge region, variable heavy constant
region 2 (CH2), variable heavy constant 3 (CH3) of an immunoglobulin G (IgG) heavy chain
and encoding the variable light region (VL) and variable light constant region (CL) of an IgG
light chain. The heavy and light chains of the IgG are separated by a protease cleavage site
and each is preceded by a signal peptide (encoded by leader sequence).

[0065] FIG. 38 shows a nucleic acid sequence encoding the anti-Dengue virus (DENV)
human IgG.

[0066] FIG. 39 shows the amino acid sequence encoded by the nucleic acid sequence of
FIG. 39 (i.e., the amino acid sequence of the anti-DENV human IgG). In this amino acid
sequence, protease cleavage has not yet occurred to separate the heavy and light chains into

two separate polypeptides.
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[0067]  FIG. 40 shows a graph plotting mouse group vs. OD 450 nm.

[0068] FIG. 41 shows a graph plotting days post-injection vs. human IgG concentration
(ng/mL).

[0069] FIG. 42 shows the amino acid sequence encoded by the nucleic acid sequence of
FIG. 1 (i.e.,, SEQ ID NO:6). This amino acid sequence is the amino acid sequence of the IgG
heavy chain described in Example 1 below.

[0070] FIG. 43 shows the amino acid sequence encoded by the nucleic acid sequence of
FIG. 2 (i.e.,, SEQ ID NO:7). This amino acid sequence is the amino acid sequence of the 1gG
light chain described in Example 1 below.

[0071]  FIG. 44 shows the amino acid sequence encoded by the nucleic acid sequence of
FIG. 9 (i.e., SEQ ID NO:3). This amino acid sequence is the amino acid sequence of the
heavy chain (VH-CH1) of HIV-1 Env-Fab described in Examples 2-7.

[0072]  FIG. 45 shows the amino acid sequence encoded by the nucleic acid sequence of
FIG. 10 (i.e., SEQ ID NO:4). This amino acid sequence is the amino acid sequence of the
light chain (VL-CL) of HIV-1 Env-Fab described in Examples 2-7.

[0073]  FIG. 46 shows the nucleic acid sequence encoding the HIV-1 PG9 single chain Fab
(scFab) described in Example 11 below.

[0074]  FIG. 47 shows the amino acid sequence encoded by the nucleic acid sequence of
FIG. 46 (i.e., SEQ ID NO:50). This amino acid sequence is the amino acid sequence of the
HIV-1 PGY scFab described in Example 11 below.

[0075]  FIG. 48 shows the nucleic acid sequence encoding the HIV-1 4E10 single chain
Fab (scFab) described in Example 13 below.

[0076] FIG. 49 shows the amino acid sequence encoded by the nucleic acid sequence of
FIG. 48 (i.e., SEQ ID NO:52). This amino acid sequence is the amino acid sequence of the
HIV-1 4E10 scFab described in Example 13 below.

[0077]  FIG. 50 shows a schematic illustrating a construct encoding the variable heavy
region (VH), variable heavy constant region 1 (CH1), hinge region, variable heavy constant
region 2 (CH?2), variable heavy constant 3 (CH3) of an immunoglobulin G (IgG) heavy chain.
The nucleic acid sequence encoding the IgG heavy chain is preceded by a leader sequence.
[0078] FIG. 51 shows a schematic illustrating a construct encoding the variable light
region (VL) and variable light constant region (CL) of an IgG light chain. The nucleic acid
sequence encoding the TgG light chain is preceded by a leader sequence.

[0079]  FIG. 52 shows the nucleic acid sequence encoding the HIV-1 VRCO1 IgG1 heavy

chain described in Example 9 below.
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[0080] FIG. 53 shows the amino acid sequence encoded by the nucleic acid sequence of
FIG. 52 (i.e., SEQ ID NO:54). This amino acid sequence is the amino acid sequence of the
HIV-1 VRCO1 IgG1 heavy chain described in Example 9 below.

[0081] FIG. 54 shows the nucleic acid sequence encoding the HIV-1 VRCO1 IgG light
chain described in Example 9 below.

[0082] FIG. 55 shows the amino acid sequence encoded by the nucleic acid sequence of
FIG. 54 (i.e., SEQ ID NO:56). This amino acid sequence is the amino acid sequence of the
HIV-1 VRCO1 IgG light chain described below in Example 9.

[0083] FIG. 56 shows the nucleic acid sequence encoding the heavy chain (VH-CH1) of
the CHIKV-Env-Fab described below in Example 14.

[0084] FIG. 57 shows the amino acid sequence encoded by the nucleic acid sequence of
FIG. 56 (i.e., SEQ ID NO:58). This amino acid sequence is the amino acid sequence of the
heavy chain (VH-CH1) of the CHIKV-Env-Fab described in Example 14 below.

[0085] FIG. 58 shows the nucleic acid sequence encoding the light chain (VL-CL) of the
CHIKV-Env-Fab described below in Example 14.

[0086] FIG. 59 shows the amino acid sequence encoded by the nucleic acid sequence of
FIG. 58 (i.e., SEQ ID NO:60). This amino acid sequence is the amino acid sequence of the
light chain (VL-CL) of the CHIKV-Env-Fab described in Example 14 below.

[0087] FIG. 60 shows the nucleic acid sequence encoding HIV-1 Env-4E10 Ig described
in Example 12 below

[0088] FIG. 61 shows the nucleic acid sequence encoding HIV-1 Env-PG9 Ig described in
Example 10 below.

[0089] FIG. 62 shows the nucleic acid sequence encoding VRCO1 IgG (SEQ ID NO:64).

DETAILED DESCRIPTION

[0090] The present invention relates to a composition comprising a recombinant nucleic
acid sequence encoding an antibody, a fragment thereof, a variant thereof, or a combination
thereof. The composition can be administered to a subject in need thereof to facilitate in vivo
expression and formation of a synthetic antibody.

[0091] In particular, the heavy chain and light chain polypeptides expressed from the
recombinant nucleic acid sequences can assemble into the synthetic antibody. The heavy
chain polypeptide and the light chain polypeptide can interact with one another such that

assembly results in the synthetic antibody being capable of binding the antigen, being more
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immunogenic as compared to an antibody not assembled as described herein, and being
capable of eliciting or inducing an immune response against the antigen.

[0092] Additionally, these synthetic antibodies are generated more rapidly in the subject
than antibodies that are produced in response to antigen induced immune response. The
synthetic antibodies are able to effectively bind and neutralize a range of antigens. The
synthetic antibodies are also able to effectively protect against and/or promote survival of

disease.

1. Definitions

[0093]  Unless otherwise defined, all technical and scientific terms used herein have the
same meaning as commonly understood by one of ordinary skill in the art. In case of
conflict, the present document, including definitions, will control. Preferred methods and
materials are described below, although methods and materials similar or equivalent to those
described herein can be used in practice or testing of the present invention. All publications,
patent applications, patents and other references mentioned herein are incorporated by
reference in their entirety. The materials, methods, and examples disclosed herein are
illustrative only and not intended to be limiting.

2% <

[0094] The terms “comprise(s),” “include(s),” “having,” “has,” “can,” “contain(s),” and
variants thereof, as used herein, are intended to be open-ended transitional phrases, terms, or
words that do not preclude the possibility of additional acts or structures. The singular forms

(13

a,” “and” and “the” include plural references unless the context clearly dictates otherwise.

99 <

The present disclosure also contemplates other embodiments “comprising,” “consisting of”’
and “consisting essentially of,” the embodiments or eclements presented herein, whether
explicitly set forth or not.

[0095] “Antibody” may mean an antibody of classes 1gG, IgM, IgA, IgD or IgE, or
fragments, fragments or derivatives thereof, including Fab, F(ab")2, Fd, and single chain
antibodies, and derivatives thereof. The antibody may be an antibody isolated from the serum
sample of mammal, a polyclonal antibody, affinity purified antibody, or mixtures thereof
which exhibits sufficient binding specificity to a desired epitope or a sequence derived
therefrom.

[0096] ““Antibody fragment” or “fragment of an antibody” as used interchangeably herein
refers to a portion of an intact antibody comprising the antigen-binding site or variable

region. The portion does not include the constant heavy chain domains (i.e. CH2, CH3, or

CH4, depending on the antibody isotype) of the Fc region of the intact antibody. Examples
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of antibody fragments include, but are not limited to, Fab fragments, Fab' fragments, Fab'-SH
fragments, F(ab")2 fragments, Fd fragments, Fv fragments, diabodies, single-chain Fv (scFv)
molecules, single-chain polypeptides containing only one light chain variable domain, single-
chain polypeptides containing the three CDRs of the light-chain variable domain, single-
chain polypeptides containing only one heavy chain variable region, and single-chain
polypeptides containing the three CDRs of the heavy chain variable region.

[0097]  “Antigen” refers to proteins that have the ability to generate an immune response in
a host. An antigen may be recognized and bound by an antibody. An antigen may originate
from within the body or from the external environment.

[0098] “Coding sequence” or “encoding nucleic acid” as used herein may mean refers to
the nucleic acid (RNA or DNA molecule) that comprise a nucleotide sequence which encodes
an antibody as set forth herein. The coding sequence may further include initiation and
termination signals operably linked to regulatory elements including a promoter and
polyadenylation signal capable of directing expression in the cells of an individual or
mammal to whom the nucleic acid is administered. The coding sequence may further include
sequences that encode signal peptides.

[0099] “Complement” or “complementary” as used herein may mean a nucleic acid may
mean Watson-Crick (e.g., A-T/U and C-G) or Hoogsteen base pairing between nucleotides or
nucleotide analogs of nucleic acid molecules.

[00100] “Constant current” as used herein to define a current that is received or experienced
by a tissue, or cells defining said tissue, over the duration of an electrical pulse delivered to
same tissue. The electrical pulse is delivered from the electroporation devices described
herein. This current remains at a constant amperage in said tissue over the life of an electrical
pulse because the electroporation device provided herein has a feedback element, preferably
having instantaneous feedback. The feedback element can measure the resistance of the tissue
(or cells) throughout the duration of the pulse and cause the electroporation device to alter its
electrical energy output (e.g., increase voltage) so current in same tissue remains constant
throughout the electrical pulse (on the order of microseconds), and from pulse to pulse. In
some embodiments, the feedback element comprises a controller.

[00101] “Current feedback™ or “feedback™ as used herein may be used interchangeably and
may mean the active response of the provided electroporation devices, which comprises
measuring the current in tissue between electrodes and altering the energy output delivered
by the EP device accordingly in order to maintain the current at a constant level. This

constant level is preset by a user prior to initiation of a pulse sequence or electrical treatment.
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The feedback may be accomplished by the electroporation component, e.g., controller, of the
electroporation device, as the electrical circuit therein is able to continuously monitor the
current in tissue between electrodes and compare that monitored current (or current within
tissue) to a preset current and continuously make energy-output adjustments to maintain the
monitored current at preset levels. The feedback loop may be instantancous as it is an analog
closed-loop feedback.

[00102] “Decentralized current” as used herein may mean the pattern of electrical currents
delivered from the various needle electrode arrays of the electroporation devices described
herein, wherein the patterns minimize, or preferably eliminate, the occurrence of
clectroporation related heat stress on any area of tissue being electroporated.

[00103] “Electroporation,” “electro-permeabilization,” or “electro-kinetic enhancement”
(“EP”) as used interchangeably herein may refer to the use of a transmembrane electric field
pulse to induce microscopic pathways (pores) in a bio-membrane; their presence allows
biomolecules such as plasmids, oligonucleotides, siRNA, drugs, ions, and water to pass from
one side of the cellular membrane to the other.

[00104] “Endogenous antibody” as used herein may refer to an antibody that is generated in
a subject that is administered an effective dose of an antigen for induction of a humoral
immune response.

[00105] “Feedback mechanism” as used herein may refer to a process performed by either
software or hardware (or firmware), which process receives and compares the impedance of
the desired tissue (before, during, and/or after the delivery of pulse of energy) with a present
value, preferably current, and adjusts the pulse of energy delivered to achieve the preset
value. A feedback mechanism may be performed by an analog closed loop circuit.

[00106] “Fragment” may mean a polypeptide fragment of an antibody that is function, i.e.,
can bind to desired target and have the same intended effect as a full length antibody. A
fragment of an antibody may be 100% identical to the full length except missing at least one
amino acid from the N and/or C terminal, in each case with or without signal peptides and/or
a methionine at position 1. Fragments may comprise 20% or more, 25% or more, 30% or
more, 35% or more, 40% or more, 45% or more, 50% or more, 55% or more, 60% or more,
65% or more, 70% or more, 75% or more, 80% or more, 85% or more, 90% or more, 91% or
more, 92% or more, 93% or more, 94% or more, 95% or more, 96% or more, 97% or more,
98% or more, 99% or more percent of the length of the particular full length antibody,
excluding any heterologous signal peptide added. The fragment may comprise a fragment of

a polypeptide that is 95% or more, 96% or more, 97% or more, 98% or more or 99% or more
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identical to the antibody and additionally comprise an N terminal methionine or heterologous
signal peptide which is not included when calculating percent identity. Fragments may
further comprise an N terminal methionine and/or a signal peptide such as an
immunoglobulin signal peptide, for example an IgE or IgG signal peptide. The N terminal
methionine and/or signal peptide may be linked to a fragment of an antibody.

[00107] A fragment of a nucleic acid sequence that encodes an antibody may be 100%
identical to the full length except missing at least one nucleotide from the 5' and/or 3' end, in
each case with or without sequences encoding signal peptides and/or a methionine at position
1. Fragments may comprise 20% or more, 25% or more, 30% or more, 35% or more, 40% or
more, 45% or more, 50% or more, 55% or more, 60% or more, 65% or more, 70% or more,
75% or more, 80% or more, 85% or more, 90% or more, 91% or more, 92% or more, 93% or
more, 94% or more, 95% or more, 96% or more, 97% or more, 98% or more, 99% or more
percent of the length of the particular full length coding sequence, excluding any
heterologous signal peptide added. The fragment may comprise a fragment that encode a
polypeptide that is 95% or more, 96% or more, 97% or more, 98% or more or 99% or more
identical to the antibody and additionally optionally comprise sequence encoding an N
terminal methionine or heterologous signal peptide which is not included when calculating
percent identity. Fragments may further comprise coding sequences for an N terminal
methionine and/or a signal peptide such as an immunoglobulin signal peptide, for example an
IgE or IgG signal peptide. The coding sequence encoding the N terminal methionine and/or
signal peptide may be linked to a fragment of coding sequence.

[00108] “Genetic construct” as used herein refers to the DNA or RNA molecules that
comprise a nucleotide sequence which encodes a protein, such as an antibody. The coding
sequence includes initiation and termination signals operably linked to regulatory elements
including a promoter and polyadenylation signal capable of directing expression in the cells
of the individual to whom the nucleic acid molecule is administered. As used herein, the
term "expressible form" refers to gene constructs that contain the necessary regulatory
clements operable linked to a coding sequence that encodes a protein such that when present
in the cell of the individual, the coding sequence will be expressed.

[00109] “Identical” or “identity” as used herein in the context of two or more nucleic acids
or polypeptide sequences, may mean that the sequences have a specified percentage of
residues that are the same over a specified region. The percentage may be calculated by
optimally aligning the two sequences, comparing the two sequences over the specified region,

determining the number of positions at which the identical residue occurs in both sequences
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to yield the number of matched positions, dividing the number of matched positions by the
total number of positions in the specified region, and multiplying the result by 100 to yield
the percentage of sequence identity. In cases where the two sequences are of different lengths
or the alignment produces one or more staggered ends and the specified region of comparison
includes only a single sequence, the residues of single sequence are included in the
denominator but not the numerator of the calculation. When comparing DNA and RNA,
thymine (T) and uracil (U) may be considered equivalent. Identity may be performed
manually or by using a computer sequence algorithm such as BLAST or BLAST 2.0.
[00110] “Tmpedance” as used herein may be used when discussing the feedback mechanism
and can be converted to a current value according to Ohm's law, thus enabling comparisons
with the preset current.

[00111] “Immune response” as used herein may mean the activation of a host’s immune
system, e.g., that of a mammal, in response to the introduction of one or more nucleic acids
and/or peptides. The immune response can be in the form of a cellular or humoral response,
or both.

[00112] “Nucleic acid” or “oligonucleotide” or “polynucleotide” as used herein may mean
at least two nucleotides covalently linked together. The depiction of a single strand also
defines the sequence of the complementary strand. Thus, a nucleic acid also encompasses the
complementary strand of a depicted single strand. Many variants of a nucleic acid may be
used for the same purpose as a given nucleic acid. Thus, a nucleic acid also encompasses
substantially identical nucleic acids and complements thereof. A single strand provides a
probe that may hybridize to a target sequence under stringent hybridization conditions. Thus,
a nucleic acid also encompasses a probe that hybridizes under stringent hybridization
conditions.

[00113] Nucleic acids may be single stranded or double stranded, or may contain portions
of both double stranded and single stranded sequence. The nucleic acid may be DNA, both
genomic and cDNA, RNA, or a hybrid, where the nucleic acid may contain combinations of
deoxyribo- and ribo-nucleotides, and combinations of bases including uracil, adenine,
thymine, cytosine, guanine, inosine, xanthine hypoxanthine, isocytosine and isoguanine.
Nucleic acids may be obtained by chemical synthesis methods or by recombinant methods.
[00114] “Operably linked” as used herein may mean that expression of a gene is under the
control of a promoter with which it is spatially connected. A promoter may be positioned 5'
(upstream) or 3' (downstream) of a gene under its control. The distance between the

promoter and a gene may be approximately the same as the distance between that promoter
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and the gene it controls in the gene from which the promoter is derived. As is known in the
art, variation in this distance may be accommodated without loss of promoter function.
[00115] A “peptide,” “protein,” or “polypeptide” as used herein can mean a linked
sequence of amino acids and can be natural, synthetic, or a modification or combination of
natural and synthetic.

[00116] “Promoter” as used herein may mean a synthetic or naturally-derived molecule
which is capable of conferring, activating or enhancing expression of a nucleic acid in a cell.
A promoter may comprise one or more specific transcriptional regulatory sequences to
further enhance expression and/or to alter the spatial expression and/or temporal expression
of same. A promoter may also comprise distal enhancer or repressor elements, which can be
located as much as several thousand base pairs from the start site of transcription. A promoter
may be derived from sources including viral, bacterial, fungal, plants, insects, and animals. A
promoter may regulate the expression of a gene component constitutively, or differentially
with respect to cell, the tissue or organ in which expression occurs or, with respect to the
developmental stage at which expression occurs, or in response to external stimuli such as
physiological stresses, pathogens, metal ions, or inducing agents. Representative examples of
promoters include the bacteriophage T7 promoter, bacteriophage T3 promoter, SP6 promoter,
lac operator-promoter, tac promoter, SV40 late promoter, SV40 early promoter, RSV-LTR
promoter, CMV IE promoter, SV40 early promoter or SV 40 late promoter and the CMV IE
promoter.

[00117] “Signal peptide” and “leader sequence” are used interchangeably herein and refer
to an amino acid sequence that can be linked at the amino terminus of a protein set forth
herein. Signal peptides/leader sequences typically direct localization of a protein. Signal
peptides/leader sequences used herein preferably facilitate secretion of the protein from the
cell in which it is produced. Signal peptides/leader sequences are often cleaved from the
remainder of the protein, often referred to as the mature protein, upon secretion from the cell.
Signal peptides/leader sequences are linked at the N terminus of the protein.

[00118] “Stringent hybridization conditions” as used herein may mean conditions under
which a first nucleic acid sequence (e.g., probe) will hybridize to a second nucleic acid
sequence (e.g., target), such as in a complex mixture of nucleic acids. Stringent conditions are
sequence dependent and will be different in different circumstances. Stringent conditions may
be selected to be about 5-10°C lower than the thermal melting point (Ty,) for the specific
sequence at a defined ionic strength pH. The Ty, may be the temperature (under defined ionic

strength, pH, and nucleic concentration) at which 50% of the probes complementary to the
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target hybridize to the target sequence at equilibrium (as the target sequences are present in
excess, at Ty, 50% of the probes are occupied at equilibrium). Stringent conditions may be
those in which the salt concentration is less than about 1.0 M sodium ion, such as about 0.01-
1.0 M sodium ion concentration (or other salts) at pH 7.0 to 8.3 and the temperature is at least
about 30°C for short probes (e.g., about 10-50 nucleotides) and at least about 60°C for long
probes (e.g., greater than about 50 nucleotides). Stringent conditions may also be achieved
with the addition of destabilizing agents such as formamide. For selective or specific
hybridization, a positive signal may be at least 2 to 10 times background hybridization.
Exemplary stringent hybridization conditions include the following: 50% formamide, Sx
SSC, and 1% SDS, incubating at 42°C, or, 5x SSC, 1% SDS, incubating at 65°C, with wash
in 0.2x SSC, and 0.1% SDS at 65°C.

[00119] “Subject” and “patient” as used herein interchangeably refers to any vertebrate,
including, but not limited to, a mammal (e.g., cow, pig, camel, llama, horse, goat, rabbit,
sheep, hamsters, guinea pig, cat, dog, rat, and mouse, a non-human primate (for example, a
monkey, such as a cynomolgous or rhesus monkey, chimpanzee, etc) and a human). In some
embodiments, the subject may be a human or a non-human. The subject or patient may be
undergoing other forms of treatment.

[00120] “Substantially complementary” as used herein may mean that a first sequence is at
least 60%, 65%, 70%, 75%, 80%, 81%, 82%, 83%, 84%, 85%, 86%, 87%, 88%, 89%, 90%,
91%, 92%, 93%, 94%, 95%, 96%, 97%, 98% or 99% identical to the complement of a second
sequence over a region of §, 9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25,
30, 35, 40, 45, 50, 55, 60, 65, 70, 75, 80, 85, 90, 95, 100 or more nucleotides or amino acids,
or that the two sequences hybridize under stringent hybridization conditions.

[00121] “Substantially identical” as used herein may mean that a first and second sequence
are at least 60%, 65%, 70%, 75%, 80%, 81%, 82%, 83%, 84%, 85%, 86%, 87%, 88%, 89%,
90%, 91%, 92%, 93%, 94%, 95%, 96%, 97%, 98%,0r 99% over a region of 1,2, 3,4, 5, 6, 7,
8,9,10,11, 12,13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 30, 35, 40, 45, 50, 55, 60,
65, 70, 75, 80, 85, 90, 95, 100, 200, 300, 400, 500, 600, 700, 800, 900, 1000, 1100 or more
nucleotides or amino acids, or with respect to nucleic acids, if the first sequence is
substantially complementary to the complement of the second sequence.

[00122] “Synthetic antibody” as used herein refers to an antibody that is encoded by the
recombinant nucleic acid sequence described herein and is generated in a subject.

[00123] “Treatment” or “treating,” as used herein can mean protecting of a subject from a

disease through means of preventing, suppressing, repressing, or completely eliminating the
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disease. Preventing the disease involves administering a vaccine of the present invention to a
subject prior to onset of the disease. Suppressing the disease involves administering a
vaccine of the present invention to a subject after induction of the disease but before its
clinical appearance. Repressing the disease involves administering a vaccine of the present
invention to a subject after clinical appearance of the disease.

[00124] “Variant” used herein with respect to a nucleic acid may mean (i) a portion or
fragment of a referenced nucleotide sequence; (ii) the complement of a referenced nucleotide
sequence or portion thereof; (iii) a nucleic acid that is substantially identical to a referenced
nucleic acid or the complement thereof; or (iv) a nucleic acid that hybridizes under stringent
conditions to the referenced nucleic acid, complement thereof, or a sequences substantially
identical thereto.

[00125] “Variant” with respect to a peptide or polypeptide that differs in amino acid
sequence by the insertion, deletion, or conservative substitution of amino acids, but retain at
least one biological activity. Variant may also mean a protein with an amino acid sequence
that is substantially identical to a referenced protein with an amino acid sequence that retains
at least one biological activity. A conservative substitution of an amino acid, i.e., replacing an
amino acid with a different amino acid of similar properties (e.g., hydrophilicity, degree and
distribution of charged regions) is recognized in the art as typically involving a minor change.
These minor changes can be identified, in part, by considering the hydropathic index of
amino acids, as understood in the art. Kyte et al., J. Mol. Biol. 157:105-132 (1982). The
hydropathic index of an amino acid is based on a consideration of its hydrophobicity and
charge. It is known in the art that amino acids of similar hydropathic indexes can be
substituted and still retain protein function. In one aspect, amino acids having hydropathic
indexes of +2 are substituted. The hydrophilicity of amino acids can also be used to reveal
substitutions that would result in proteins retaining biological function. A consideration of the
hydrophilicity of amino acids in the context of a peptide permits calculation of the greatest
local average hydrophilicity of that peptide, a useful measure that has been reported to
correlate well with antigenicity and immunogenicity. U.S. Patent No. 4,554,101, incorporated
fully herein by reference. Substitution of amino acids having similar hydrophilicity values
can result in peptides retaining biological activity, for example immunogenicity, as is
understood in the art. Substitutions may be performed with amino acids having hydrophilicity
values within +2 of each other. Both the hyrophobicity index and the hydrophilicity value of
amino acids are influenced by the particular side chain of that amino acid. Consistent with

that observation, amino acid substitutions that are compatible with biological function are
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understood to depend on the relative similarity of the amino acids, and particularly the side
chains of those amino acids, as revealed by the hydrophobicity, hydrophilicity, charge, size,
and other properties.

[00126] A variant may be a nucleic acid sequence that is substantially identical over the full
length of the full gene sequence or a fragment thereof. The nucleic acid sequence may be
80%, 81%, 82%, 83%, 84%, 85%, 86%, 87%, 88%, 89%, 90%, 91%, 92%, 93%, 94%, 95%,
96%, 97%, 98%, 99%, or 100% identical over the full length of the gene sequence or a
fragment thereof. A variant may be an amino acid sequence that is substantially identical
over the full length of the amino acid sequence or fragment thereof. The amino acid
sequence may be 80%, 81%, 82%, 83%, 84%, 85%, 86%, 87%, 88%, 89%, 90%, 91%, 92%,
93%, 94%, 95%, 96%, 97%, 98%, 99%, or 100% identical over the full length of the amino
acid sequence or a fragment thereof.

[00127] “Vector” as used herein may mean a nucleic acid sequence containing an origin of
replication. A vector may be a plasmid, bacteriophage, bacterial artificial chromosome or
yeast artificial chromosome. A vector may be a DNA or RNA vector. A vector may be either
a self-replicating extrachromosomal vector or a vector which integrates into a host genome.
[00128] For the recitation of numeric ranges herein, each intervening number there between
with the same degree of precision is explicitly contemplated. For example, for the range of 6-
9, the numbers 7 and 8 are contemplated in addition to 6 and 9, and for the range 6.0-7.0, the
number 6.0, 6.1, 6.2, 6.3, 6.4, 6.5, 6.6, 6.7, 6.8, 6.9, and 7.0 are explicitly contemplated.

2. Composition

[00129] The present invention relates to a composition comprising a recombinant nucleic
acid sequence encoding an antibody, a fragment thereof, a variant thereof, or a combination
thereof. The composition, when administered to a subject in need thereof, can result in the
generation of a synthetic antibody in the subject. The synthetic antibody can bind a target
molecule (i.e., an antigen) present in the subject. Such binding can neutralize the antigen,
block recognition of the antigen by another molecule, for example, a protein or nucleic acid,
and elicit or induce an immune response to the antigen.

[00130] The synthetic antibody can treat, prevent, and/or protect against disease in the
subject administered the composition. The synthetic antibody by binding the antigen can
treat, prevent, and/or protect against disease in the subject administered the composition. The
synthetic antibody can promote survival of the disease in the subject administered the

composition. The synthetic antibody can provide at least about 50%, 55%, 60%, 65%, 70%,
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75%, 80%, 85%, 90%, 95%, or 100% survival of the disease in the subject administered the
composition. In other embodiments, the synthetic antibody can provide at least about 65%,
66%, 67%, 68%, 69%, 70%, 71%, 72%, 73%, 74%., 75%, 76%, 77%, 78%, 79%, or 80%
survival of the disease in the subject administered the composition.

[00131] The composition can result in the generation of the synthetic antibody in the
subject within at least about 1 hour, 2 hours, 3 hours, 4 hours, 5 hours, 6 hours, 7 hours, 8
hours, 9 hours, 10 hours, 11 hours, 12 hours, 13 hours, 14 hours, 15 hours, 20 hours, 25
hours, 30 hours, 35 hours, 40 hours, 45 hours, 50 hours, or 60 hours of administration of the
composition to the subject. The composition can result in generation of the synthetic
antibody in the subject within at least about 1 day, 2 days, 3 days, 4 days, 5 days, 6 days, 7
days, 8 days, 9 days, or 10 days of administration of the composition to the subject. The
composition can result in generation of the synthetic antibody in the subject within about 1
hour to about 6 days, about 1 hour to about 5 days, about 1 hour to about 4 days, about 1 hour
to about 3 days, about 1 hour to about 2 days, about 1 hour to about 1 day, about 1 hour to
about 72 hours, about 1 hour to about 60 hours, about 1 hour to about 48 hours, about 1 hour
to about 36 hours, about 1 hour to about 24 hours, about 1 hour to about 12 hours, or about 1
hour to about 6 hours of administration of the composition to the subject.

[00132] The composition, when administered to the subject in need thereof, can result in
the generation of the synthetic antibody in the subject more quickly than the generation of an
endogenous antibody in a subject who is administered an antigen to induce a humoral
immune response. The composition can result in the generation of the synthetic antibody at
least about 1 day, 2 days, 3 days, 4 days, 5 days, 6 days, 7 days, 8 days, 9 days, or 10 days
before the generation of the endogenous antibody in the subject who was administered an
antigen to induce a humoral immune response.

[00133] The composition of the present invention can have features required of effective
compositions such as being safe so that the composition does not cause illness or death; being
protective against illness; and providing ease of administration, few side effects, biological

stability and low cost per dose.

3. Recombinant Nucleic Acid Sequence

[00134] As described above, the composition can comprise a recombinant nucleic acid
sequence. The recombinant nucleic acid sequence can encode the antibody, a fragment
thereof, a variant thereof, or a combination thereof. The antibody is described in more detail

below.
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[00135] The recombinant nucleic acid sequence can be a heterologous nucleic acid
sequence. The recombinant nucleic acid sequence can include at least one heterologous
nucleic acid sequence or one or more heterologous nucleic acid sequences.

[00136] The recombinant nucleic acid sequence can be an optimized nucleic acid sequence.
Such optimization can increase or alter the immunogenicity of the antibody. Optimization
can also improve transcription and/or translation. Optimization can include one or more of
the following: low GC content leader sequence to increase transcription; mRNA stability and
codon optimization; addition of a kozak sequence (e.g., GCC ACC) for increased translation;
addition of an immunoglobulin (Ig) leader sequence encoding a signal peptide; and

climinating to the extent possible cis-acting sequence motifs (i.e., internal TATA boxes).

a. Recombinant Nucleic Acid Sequence Construct
[00137] The recombinant nucleic acid sequence can include one or more recombinant
nucleic acid sequence constructs. The recombinant nucleic acid sequence construct can
include one or more components, which are described in more detail below.
[00138] The recombinant nucleic acid sequence construct can include a heterologous
nucleic acid sequence that encodes a heavy chain polypeptide, a fragment thereof, a variant
thereof, or a combination thercof. The recombinant nucleic acid sequence construct can
include a heterologous nucleic acid sequence that encodes a light chain polypeptide, a
fragment thereof, a variant thereof, or a combination thereof. The recombinant nucleic acid
sequence construct can also include a heterologous nucleic acid sequence that encodes a
protease or peptidase cleavage site. The recombinant nucleic acid sequence construct can
include one or more leader sequences, in which each leader sequence encodes a signal
peptide. The recombinant nucleic acid sequence construct can include one or more
promoters, one or more introns, one or more transcription termination regions, one or more
initiation codons, one or more termination or stop codons, and/or one or more
polyadenylation signals. The recombinant nucleic acid sequence construct can also include

one or more linker or tag sequences. The tag sequence can encode a hemagglutinin (HA) tag.

(1) Heavy Chain Polypeptide
[00139] The recombinant nucleic acid sequence construct can include the heterologous
nucleic acid encoding the heavy chain polypeptide, a fragment thereof, a variant thereof, or a
combination thereof. The heavy chain polypeptide can include a variable heavy chain (VH)

region and/or at least one constant heavy chain (CH) region. The at least one constant heavy
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chain region can include a constant heavy chain region 1 (CH1), a constant heavy chain
region 2 (CH2), and a constant heavy chain region 3 (CH3), and/or a hinge region.

[00140] In some embodiments, the heavy chain polypeptide can include a VH region and a
CHI1 region. In other embodiments, the heavy chain polypeptide can include a VH region, a
CHI1 region, a hinge region, a CH2 region, and a CH3 region.

[00141] The heavy chain polypeptide can include a complementarity determining region
(“CDR”) set. The CDR set can contain three hypervariable regions of the VH region.
Proceeding from N-terminus of the heavy chain polypeptide, these CDRs are denoted
“CDRI1,” “CDR2,” and “CDR3,” respectively. CDR1, CDR2, and CDR3 of the heavy chain

polypeptide can contribute to binding or recognition of the antigen.

(2) Light Chain Polypeptide
[00142] The recombinant nucleic acid sequence construct can include the heterologous
nucleic acid sequence encoding the light chain polypeptide, a fragment thereof, a variant
thereof, or a combination thereof. The light chain polypeptide can include a variable light
chain (VL) region and/or a constant light chain (CL) region.
[00143] The light chain polypeptide can include a complementarity determining region
(“CDR”) set. The CDR set can contain three hypervariable regions of the VL region.
Proceeding from N-terminus of the light chain polypeptide, these CDRs are denoted “CDR1,”
“CDR2,” and “CDR3,” respectively. CDR1, CDR2, and CDR3 of the light chain polypeptide

can contribute to binding or recognition of the antigen.

(3) Protease Cleavage Site
[00144] The recombinant nucleic acid sequence construct can include the heterologous
nucleic acid sequence encoding the protease cleavage site. The protease cleavage site can be
recognized by a protease or peptidase. The protease can be an endopeptidase or
endoprotease, for example, but not limited to, furin, elastase, HtrA, calpain, trypsin,
chymotrypsin, trypsin, and pepsin. The protease can be furin. In other embodiments, the
protease can be a serine protease, a threonine protease, cysteine protease, aspartate protease,
metalloprotease, glutamic acid protease, or any protease that cleaves an internal peptide bond
(i.e., does not cleave the N-terminal or C-terminal peptide bond).
[00145] The protease cleavage site can include one or more amino acid sequences that

promote or increase the efficiency of cleavage. The one or more amino acid sequences can
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promote or increase the efficiency of forming or generating discrete polypeptides. The one or

more amino acids sequences can include a 2A peptide sequence.

(4) Linker Sequence
[00146] The recombinant nucleic acid sequence construct can include one or more linker
sequences. The linker sequence can spatially separate or link the one or more components
described herein. In other embodiments, the linker sequence can encode an amino acid

sequence that spatially separates or links two or more polypeptides.

(5) Promoter
[00147] The recombinant nucleic acid sequence construct can include one or more
promoters. The one or more promoters may be any promoter that is capable of driving gene
expression and regulating gene expression. Such a promoter is a cis-acting sequence element
required for transcription via a DNA dependent RNA polymerase. Selection of the promoter
used to direct gene expression depends on the particular application. The promoter may be
positioned about the same distance from the transcription start in the recombinant nucleic
acid sequence construct as it is from the transcription start site in its natural setting.
However, variation in this distance may be accommodated without loss of promoter function.
[00148] The promoter may be operably linked to the heterologous nucleic acid sequence
encoding the heavy chain polypeptide and/or light chain polypeptide. The promoter may be a
promoter shown effective for expression in eukaryotic cells. The promoter operably linked to
the coding sequence may be a CMV promoter, a promoter from simian virus 40 (SV40), such
as SV40 early promoter and SV40 later promoter, a mouse mammary tumor virus (MMTYV)
promoter, a human immunodeficiency virus (HIV) promoter such as the bovine
immunodeficiency virus (BIV) long terminal repeat (LTR) promoter, a Moloney virus
promoter, an avian leukosis virus (ALV) promoter, a cytomegalovirus (CMV) promoter such
as the CMV immediate early promoter, Epstein Barr virus (EBV) promoter, or a Rous
sarcoma virus (RSV) promoter. The promoter may also be a promoter from a human gene
such as human actin, human myosin, human hemoglobin, human muscle creatine, human
polyhedrin, or human metalothionein.
[00149] The promoter can be a constitutive promoter or an inducible promoter, which
initiates transcription only when the host cell is exposed to some particular external stimulus.
In the case of a multicellular organism, the promoter can also be specific to a particular tissue

or organ or stage of development. The promoter may also be a tissue specific promoter, such
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as a muscle or skin specific promoter, natural or synthetic. Examples of such promoters are
described in US patent application publication no. US20040175727, the contents of which are
incorporated herein in its entirety.

[00150] The promoter can be associated with an enhancer. The enhancer can be located
upstream of the coding sequence. The enhancer may be human actin, human myosin, human
hemoglobin, human muscle creatine or a viral enhancer such as one from CMV, FMDV,
RSV or EBV. Polynucleotide function enhances are described in U.S. Patent Nos. 5,593,972,
5,962,428, and W094/016737, the contents of each are fully incorporated by reference.

(6) Intron
[00151] The recombinant nucleic acid sequence construct can include one or more introns.
Each intron can include functional splice donor and acceptor sites. The intron can include an
enhancer of splicing. The intron can include one or more signals required for efficient

splicing.

(7) Transcription Termination Region
[00152] The recombinant nucleic acid sequence construct can include one or more
transcription termination regions. The transcription termination region can be downstream of
the coding sequence to provide for efficient termination. The transcription termination region
can be obtained from the same gene as the promoter described above or can be obtained from

one or more different genes.

(8) Initiation Codon
[00153] The recombinant nucleic acid sequence construct can include one or more initiation
codons. The initiation codon can be located upstream of the coding sequence. The initiation
codon can be in frame with the coding sequence. The initiation codon can be associated with
one or more signals required for efficient translation initiation, for example, but not limited

to, a ribosome binding site.

(9) Termination Codon
[00154] The recombinant nucleic acid sequence construct can include one or more
termination or stop codons. The termination codon can be downstream of the coding

sequence. The termination codon can be in frame with the coding sequence. The termination
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codon can be associated with one or more signals required for efficient translation

termination.

(10) Polyadenylation Signal
[00155] The recombinant nucleic acid sequence construct can include one or more
polyadenylation signals. The polyadenylation signal can include one or more signals
required for efficient polyadenylation of the transcript. The polyadenylation signal can be
positioned downstream of the coding sequence. The polyadenylation signal may be a SV40
polyadenylation signal, LTR polyadenylation signal, bovine growth hormone (bGH)
polyadenylation signal, human growth hormone (hGH) polyadenylation signal, or human [3-
globin polyadenylation signal. The SV40 polyadenylation signal may be a polyadenylation
signal from a pCEP4 plasmid (Invitrogen, San Diego, CA).

(11) Leader Sequence
The recombinant nucleic acid sequence construct can include one or more leader sequences.
The leader sequence can encode a signal peptide. The signal peptide can be an
immunoglobulin (Ig) signal peptide, for example, but not limited to, an IgG signal peptide
and a IgE signal peptide. In some example, the leader sequence is an IgE leader IgE leader
sequence SEQ ID NO:65: atggactgga cttggattct gttcctggte gecgecgeaa ctegegtgea tage, which
encodes protein SEQ ID NO:66: Met Asp Trp Thr Trp Ile Leu Phe Leu Val Ala Ala Ala Thr
Arg Val His Ser.

b. Arrangement of the Recombinant Nucleic Acid Sequence Construct
[00156] As described above, the recombinant nucleic acid sequence can include one or
more recombinant nucleic acid sequence constructs, in which each recombinant nucleic acid
sequence construct can include one or more components. The one or more components are
described in detail above. The one or more components, when included in the recombinant
nucleic acid sequence construct, can be arranged in any order relative to one another. In
some embodiments, the one or more components can be arranged in the recombinant nucleic

acid sequence construct as described below.

(1) Arrangement 1
[00157] In one arrangement, a first recombinant nucleic acid sequence construct can

include the heterologous nucleic acid sequence encoding the heavy chain polypeptide and a
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second recombinant nucleic acid sequence construct can include the heterologous nucleic
acid sequence encoding the light chain polypeptide.

[00158] The first recombinant nucleic acid sequence construct can be placed in a vector.
The second recombinant nucleic acid sequence construct can be placed in a second or
separate vector. Placement of the recombinant nucleic acid sequence construct into the
vector is described in more detail below.

[00159] The first recombinant nucleic acid sequence construct can also include the
promoter, intron, transcription termination region, initiation codon, termination codon, and/or
polyadenylation signal. The first recombinant nucleic acid sequence construct can further
include the leader sequence, in which the leader sequence is located upstream (or 5°) of the
heterologous nucleic acid sequence encoding the heavy chain polypeptide. Accordingly, the
signal peptide encoded by the leader sequence can be linked by a peptide bond to the heavy
chain polypeptide.

[00160] The second recombinant nucleic acid sequence construct can also include the
promoter, initiation codon, termination codon, and polyadenylation signal. The second
recombinant nucleic acid sequence construct can further include the leader sequence, in
which the leader sequence is located upstream (or 5°) of the heterologous nucleic acid
sequence encoding the light chain polypeptide. Accordingly, the signal peptide encoded by
the leader sequence can be linked by a peptide bond to the light chain polypeptide.

[00161] Accordingly, one example of arrangement 1 can include the first vector (and thus
first recombinant nucleic acid sequence construct) encoding the heavy chain polypeptide that
includes VH and CH]1, and the second vector (and thus second recombinant nucleic acid
sequence construct) encoding the light chain polypeptide that includes VL and CL. A second
example of arrangement 1 can include the first vector (and thus first recombinant nucleic acid
sequence construct) encoding the heavy chain polypeptide that includes VH, CH1, hinge
region, CH2, and CH3, and the second vector (and thus second recombinant nucleic acid

sequence construct) encoding the light chain polypeptide that includes VL and CL.

(2) Arrangement 2
[00162] In asecond arrangement, the recombinant nucleic acid sequence construct can
include the heterologous nucleic acid sequence encoding the heavy chain polypeptide and the
heterologous nucleic acid sequence encoding the light chain polypeptide. The heterologous
nucleic acid sequence encoding the heavy chain polypeptide can be positioned upstream (or

5”) of the heterologous nucleic acid sequence encoding the light chain polypeptide.
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Alternatively, the heterologous nucleic acid sequence encoding the light chain polypeptide
can be positioned upstream (or 5°) of the heterologous nucleic acid sequence encoding the
heavy chain polypeptide.

[00163] The recombinant nucleic acid sequence construct can be placed in the vector as
described in more detail below.

[00164] The recombinant nucleic acid sequence construct can include the heterologous
nucleic acid sequence encoding the protease cleavage site and/or the linker sequence. If
included in the recombinant nucleic acid sequence construct, the heterologous nucleic acid
sequence encoding the protease cleavage site can be positioned between the heterologous
nucleic acid sequence encoding the heavy chain polypeptide and the heterologous nucleic
acid sequence encoding the light chain polypeptide. Accordingly, the protease cleavage site
allows for separation of the heavy chain polypeptide and the light chain polypeptide into
distinct polypeptides upon expression. In other embodiments, if the linker sequence is
included in the recombinant nucleic acid sequence construct, then the linker sequence can be
positioned between the heterologous nucleic acid sequence encoding the heavy chain
polypeptide and the heterologous nucleic acid sequence encoding the light chain polypeptide.
[00165] The recombinant nucleic acid sequence construct can also include the promoter,
intron, transcription termination region, initiation codon, termination codon, and/or
polyadenylation signal. The recombinant nucleic acid sequence construct can include one or
more promoters. The recombinant nucleic acid sequence construct can include two
promoters such that one promoter can be associated with the heterologous nucleic acid
sequence encoding the heavy chain polypeptide and the second promoter can be associated
with the heterologous nucleic acid sequence encoding the light chain polypeptide. In still
other embodiments, the recombinant nucleic acid sequence construct can include one
promoter that is associated with the heterologous nucleic acid sequence encoding the heavy
chain polypeptide and the heterologous nucleic acid sequence encoding the light chain
polypeptide.

[00166] The recombinant nucleic acid sequence construct can further include two leader
sequences, in which a first leader sequence is located upstream (or 5°) of the heterologous
nucleic acid sequence encoding the heavy chain polypeptide and a second leader sequence is
located upstream (or 5) of the heterologous nucleic acid sequence encoding the light chain
polypeptide. Accordingly, a first signal peptide encoded by the first leader sequence can be
linked by a peptide bond to the heavy chain polypeptide and a second signal peptide encoded
by the second leader sequence can be linked by a peptide bond to the light chain polypeptide.
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[00167] Accordingly, one example of arrangement 2 can include the vector (and thus
recombinant nucleic acid sequence construct) encoding the heavy chain polypeptide that
includes VH and CH1, and the light chain polypeptide that includes VL and CL, in which the
linker sequence is positioned between the heterologous nucleic acid sequence encoding the
heavy chain polypeptide and the heterologous nucleic acid sequence encoding the light chain
polypeptide.

[00168] A second example of arrangement of 2 can include the vector (and thus
recombinant nucleic acid sequence construct) encoding the heavy chain polypeptide that
includes VH and CH1, and the light chain polypeptide that includes VL and CL, in which the
heterologous nucleic acid sequence encoding the protease cleavage site is positioned between
the heterologous nucleic acid sequence encoding the heavy chain polypeptide and the
heterologous nucleic acid sequence encoding the light chain polypeptide.

[00169] A third example of arrangement 2 can include the vector (and thus recombinant
nucleic acid sequence construct) encoding the heavy chain polypeptide that includes VH,
CHI1, hinge region, CH2, and CH3, and the light chain polypeptide that includes VL and CL,
in which the linker sequence is positioned between the heterologous nucleic acid sequence
encoding the heavy chain polypeptide and the heterologous nucleic acid sequence encoding
the light chain polypeptide.

[00170] A forth example of arrangement of 2 can include the vector (and thus recombinant
nucleic acid sequence construct) encoding the heavy chain polypeptide that includes VH,
CHI, hinge region, CH2, and CH3, and the light chain polypeptide that includes VL and CL,
in which the heterologous nucleic acid sequence encoding the protease cleavage site is
positioned between the heterologous nucleic acid sequence encoding the heavy chain

polypeptide and the heterologous nucleic acid sequence encoding the light chain polypeptide.

c. Expression from the Recombinant Nucleic Acid Sequence Construct
[00171] As described above, the recombinant nucleic acid sequence construct can include,
amongst the one or more components, the heterologous nucleic acid sequence encoding the
heavy chain polypeptide and/or the heterologous nucleic acid sequence encoding the light
chain polypeptide. Accordingly, the recombinant nucleic acid sequence construct can
facilitate expression of the heavy chain polypeptide and/or the light chain polypeptide.
[00172] When arrangement 1 as described above is utilized, the first recombinant nucleic
acid sequence construct can facilitate the expression of the heavy chain polypeptide and the

second recombinant nucleic acid sequence construct can facilitate expression of the light
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chain polypeptide. When arrangement 2 as described above is utilized, the recombinant
nucleic acid sequence construct can facilitate the expression of the heavy chain polypeptide
and the light chain polypeptide.

[00173] Upon expression, for example, but not limited to, in a cell, organism, or mammal,
the heavy chain polypeptide and the light chain polypeptide can assemble into the synthetic
antibody. In particular, the heavy chain polypeptide and the light chain polypeptide can
interact with one another such that assembly results in the synthetic antibody being capable of
binding the antigen. In other embodiments, the heavy chain polypeptide and the light chain
polypeptide can interact with one another such that assembly results in the synthetic antibody
being more immunogenic as compared to an antibody not assembled as described herein. In
still other embodiments, the heavy chain polypeptide and the light chain polypeptide can
interact with one another such that assembly results in the synthetic antibody being capable of

cliciting or inducing an immune response against the antigen.

d. Vector
[00174] The recombinant nucleic acid sequence construct described above can be placed in
one or more vectors. The one or more vectors can contain an origin of replication. The one
or more vectors can be a plasmid, bacteriophage, bacterial artificial chromosome or yeast
artificial chromosome. The one or more vectors can be either a self-replication extra
chromosomal vector, or a vector which integrates into a host genome.
[00175] The one or more vectors can be a heterologous expression construct, which is
generally a plasmid that is used to introduce a specific gene into a target cell. Once the
expression vector is inside the cell, the heavy chain polypeptide and/or light chain
polypeptide that are encoded by the recombinant nucleic acid sequence construct is produced
by the cellular-transcription and translation machinery ribosomal complexes. The one or

more vectors can express large amounts of stable messenger RNA, and therefore proteins.

(1) Expression Vector
[00176] The one or more vectors can be a circular plasmid or a linear nucleic acid. The
circular plasmid and linear nucleic acid are capable of directing expression of a particular
nucleotide sequence in an appropriate subject cell. The one or more vectors comprising the
recombinant nucleic acid sequence construct may be chimeric, meaning that at least one of its

components is heterologous with respect to at least one of its other components.
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(2) Plasmid
[00177] The one or more vectors can be a plasmid. The plasmid may be useful for
transfecting cells with the recombinant nucleic acid sequence construct. The plasmid may be
useful for introducing the recombinant nucleic acid sequence construct into the subject. The
plasmid may also comprise a regulatory sequence, which may be well suited for gene
expression in a cell into which the plasmid is administered.
[00178] The plasmid may also comprise a mammalian origin of replication in order to
maintain the plasmid extrachromosomally and produce multiple copies of the plasmid in a
cell. The plasmid may be pVAXI, pCEP4 or pREP4 from Invitrogen (San Diego, CA), which
may comprise the Epstein Barr virus origin of replication and nuclear antigen EBNA-1
coding region, which may produce high copy episomal replication without integration. The
backbone of the plasmid may be pAV0242. The plasmid may be a replication defective
adenovirus type 5 (AdS5) plasmid.
[00179] The plasmid may be pSE420 (Invitrogen, San Diego, Calif.), which may be used
for protein production in Escherichia coli (E.coli). The plasmid may also be p YES2
(Invitrogen, San Diego, Calif.), which may be used for protein production in Saccharomyces
cerevisiae strains of yeast. The plasmid may also be of the MAXBAC™ complete
baculovirus expression system (Invitrogen, San Diego, Calif.), which may be used for protein
production in insect cells. The plasmid may also be pcDNAI or pcDNA3 (Invitrogen, San
Diego, Calif.), which may be used for protein production in mammalian cells such as Chinese

hamster ovary (CHO) cells.

(3) Circular and Linear Vector
[00180] The one or more vectors may be circular plasmid, which may transform a target
cell by integration into the cellular genome or exist extrachromosomally (e.g., autonomous
replicating plasmid with an origin of replication). The vector can be pVAX, pcDNA3.0, or
provax, or any other expression vector capable of expressing the heavy chain polypeptide
and/or light chain polypeptide encoded by the recombinant nucleic acid sequence construct.
[00181] Also provided herein is a linear nucleic acid, or linear expression cassette (“LEC”),
that is capable of being efficiently delivered to a subject via electroporation and expressing
the heavy chain polypeptide and/or light chain polypeptide encoded by the recombinant
nucleic acid sequence construct. The LEC may be any linear DNA devoid of any phosphate

backbone. The LEC may not contain any antibiotic resistance genes and/or a phosphate
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backbone. The LEC may not contain other nucleic acid sequences unrelated to the desired
gene expression.

[00182] The LEC may be derived from any plasmid capable of being linearized. The
plasmid may be capable of expressing the heavy chain polypeptide and/or light chain
polypeptide encoded by the recombinant nucleic acid sequence construct. The plasmid can
be pNP (Puerto Rico/34) or pM2 (New Caledonia/99). The plasmid may be WLV009,
pVAX, pcDNA3.0, or provax, or any other expression vector capable of expressing the heavy
chain polypeptide and/or light chain polypeptide encoded by the recombinant nucleic acid
sequence construct.

[00183] The LEC can be pcrM2. The LEC can be pcrNP. pcrNP and pcrMR can be
derived from pNP (Puerto Rico/34) and pM2 (New Caledonia/99), respectively.

(4) Method of Preparing the Vector
[00184] Provided herein is a method for preparing the one or more vectors in which the
recombinant nucleic acid sequence construct has been placed. After the final subcloning
step, the vector can be used to inoculate a cell culture in a large scale fermentation tank, using
known methods in the art.
[00185] In other embodiments, after the final subcloning step, the vector can be used with
one or more electroporation (EP) devices. The EP devices are described below in more
detail.
[00186] The one or more vectors can be formulated or manufactured using a combination
of known devices and techniques, but preferably they are manufactured using a plasmid
manufacturing technique that is described in a licensed, co-pending U.S. provisional
application U.S. Serial No. 60/939,792, which was filed on May 23, 2007. In some examples,
the DNA plasmids described herein can be formulated at concentrations greater than or equal
to 10 mg/mL. The manufacturing techniques also include or incorporate various devices and
protocols that are commonly known to those of ordinary skill in the art, in addition to those
described in U.S. Serial No. 60/939792, including those described in a licensed patent, US
Patent No. 7,238,522, which issued on July 3, 2007. The above-referenced application and
patent, US Serial No. 60/939,792 and US Patent No. 7,238,522, respectively, are hereby

incorporated in their entirety.
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4. Antibody

[00187] As described above, the recombinant nucleic acid sequence can encode the
antibody, a fragment thereof, a variant thereof, or a combination thercof. The antibody can
bind or react with the antigen, which is described in more detail below.

[00188] The antibody may comprise a heavy chain and a light chain complementarity
determining region (“CDR”) set, respectively interposed between a heavy chain and a light
chain framework (“FR”) set which provide support to the CDRs and define the spatial
relationship of the CDRs relative to each other. The CDR set may contain three
hypervariable regions of a heavy or light chain V region. Proceeding from the N-terminus of
a heavy or light chain, these regions are denoted as “CDR1,” “CDR2,” and “CDR3,”
respectively. An antigen-binding site, therefore, may include six CDRs, comprising the CDR
set from each of a heavy and a light chain V region.

[00189] The proteolytic enzyme papain preferentially cleaves [gG molecules to yield
several fragments, two of which (the F(ab) fragments) each comprise a covalent heterodimer
that includes an intact antigen-binding site. The enzyme pepsin is able to cleave IgG
molecules to provide several fragments, including the F(ab’), fragment, which comprises
both antigen-binding sites. Accordingly, the antibody can be the Fab or F(ab’), The Fab can
include the heavy chain polypeptide and the light chain polypeptide. The heavy chain
polypeptide of the Fab can include the VH region and the CH1 region. The light chain of the
Fab can include the VL region and CL region.

[00190] The antibody can be an immunoglobulin (Ig). The Ig can be, for example, IgA,
IgM, IgD, IgE, and IgG. The immunoglobulin can include the heavy chain polypeptide and
the light chain polypeptide. The heavy chain polypeptide of the immunoglobulin can include
a VH region, a CHI region, a hinge region, a CH2 region, and a CH3 region. The light chain
polypeptide of the immunoglobulin can include a VL region and CL region.

[00191] The antibody can be a polyclonal or monoclonal antibody. The antibody can be a
chimeric antibody, a single chain antibody, an affinity matured antibody, a human antibody, a
humanized antibody, or a fully human antibody. The humanized antibody can be an antibody
from a non-human species that binds the desired antigen having one or more
complementarity determining regions (CDRs) from the non-human species and framework

regions from a human immunoglobulin molecule.
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5. Antigen

[00192] The synthetic antibody is directed to the antigen or fragment or variant thereof.
The antigen can be a nucleic acid sequence, an amino acid sequence, or a combination
thereof. The nucleic acid sequence can be DNA, RNA, cDNA, a variant thereof, a fragment
thereof, or a combination thereof. The amino acid sequence can be a protein, a peptide, a
variant thereof, a fragment thereof, or a combination thereof.

[00193] The antigen can be from any number of organisms, for example, a virus, a parasite,
a bacterium, a fungus, or a mammal. The antigen can be associated with an autoimmune
disease, allergy, or asthma. In other embodiments, the antigen can be associated with cancer,
herpes, influenza, hepatitis B, hepatitis C, human papilloma virus (HPV), or human
immunodeficiency virus (HIV).

[00194] In some embodiments, the antigen is foreign. In some embodiments, the antigen is

a self-antigen.

a. Foreign Antigens
[00195] In some embodiments, the antigen is foreign. A foreign antigen is any non-self
substance (i.e., originates external to the subject) that, when introduced into the body, is

capable of stimulating an immune response.

(1) Viral Antigens
[00196] The foreign antigen can be a viral antigen, or fragment thereof, or variant thereof.
The viral antigen can be from a virus from one of the following families: Adenoviridae,
Arenaviridae, Bunyaviridae, Caliciviridae, Coronaviridae, Filoviridae, Hepadnaviridae,
Herpesviridae, Orthomyxoviridae, Papovaviridae, Paramyxoviridae, Parvoviridae,
Picornaviridae, Poxviridae, Reoviridae, Retroviridae, Rhabdoviridae, or Togaviridae. The
viral antigen can be from human immunodeficiency virus (HIV), Chikungunya virus
(CHIKYV), dengue fever virus, papilloma viruses, for example, human papillomoa virus
(HPV), polio virus, hepatitis viruses, for example, hepatitis A virus (HAV), hepatitis B virus
(HBV), hepatitis C virus (HCV), hepatitis D virus (HDV), and hepatitis E virus (HEV),
smallpox virus (Variola major and minor), vaccinia virus, influenza virus, rhinoviruses,
equine encephalitis viruses, rubella virus, yellow fever virus, Norwalk virus, hepatitis A
virus, human T-cell leukemia virus (HTLV-I), hairy cell leukemia virus (HTLV-II),
California encephalitis virus, Hanta virus (hemorrhagic fever), rabies virus, Ebola fever virus,

Marburg virus, measles virus, mumps virus, respiratory syncytial virus (RSV), herpes
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simplex 1 (oral herpes), herpes simplex 2 (genital herpes), herpes zoster (varicella-zoster,
a.k.a., chickenpox), cytomegalovirus (CMV), for example human CMV, Epstein-Barr virus
(EBV), flavivirus, foot and mouth disease virus, lassa virus, arenavirus, or cancer causing

virus.

(a) Human Immunodeficiency Virus (HIV) Antigen
[00197] The viral antigen may be from Human Immunodeficiency Virus (HIV) virus. In
some embodiments, the HIV antigen can be a subtype A envelope protein, subtype B
envelope protein, subtype C envelope protein, subtype D envelope protein, subtype B Nef-
Rev protein, Gag subtype A, B, C, or D protein, MPol protein, a nucleic acid or amino acid
sequences of Env A, Env B, Env C, Env D, B Nef-Rev, Gag, or any combination thereof.
[00198] A synthetic antibody specific for HIV can include a Fab fragment comprising the
amino acid sequence of SEQ ID NO:48, which is encoded by the nucleic acid sequence of
SEQ ID NO:3, and the amino acid sequence of SEQ ID NO:49, which is encoded by the
nucleic acid sequence of SEQ ID NO:4. The synthetic antibody can comprise the amino acid
sequence of SEQ ID NO:46, which is encoded by the nucleic acid sequence of SEQ ID NO:6,
and the amino acid sequence of SEQ ID NO:47, which is encoded by the nucleic acid
sequence of SEQ ID NO:7. The Fab fragment comprise the amino acid sequence of SEQ ID
NO:51, which is encoded by the nucleic acid sequence of SEQ ID NO:50. The Fab can
comprise the amino acid sequence of SEQ ID NO:53, which is encoded by the nucleic acid
sequence of SEQ ID NO:52.
[00199] A synthetic antibody specific for HIV can include an Ig comprising the amino acid
sequence of SEQ ID NO:5. The Ig can comprise the amino acid sequence of SEQ ID NO:1,
which is encoded by the nucleic acid sequence of SEQ ID NO:62. The Ig can comprise the
amino acid sequence of SEQ ID NO:2, which is encoded by the nucleic acid sequence of
SEQ ID NO:63. The Ig can comprise the amino acid sequence of SEQ ID NO:55, which is
encoded by the nucleic acid sequence of SEQ ID NO:54, and the amino acid sequence of

SEQ ID NO:57, which is encoded by the nucleic acid sequence SEQ ID NO:56.

(b) Chikungunya Virus
[00200] The viral antigen may be from Chikungunya virus. Chikungunya virus belongs to
the alphavirus genus of the Togaviridae family. Chikungunya virus is transmitted to humans

by the bite of infected mosquitoes, such as the genus Aedes.
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[00201] A synthetic antibody specific for CHIKV can include a Fab fragment comprising
the amino acid sequence of SEQ ID NO:59, which is encoded by the nucleic acid sequence of
SEQ ID NO:58, and the amino acid sequence of SEQ ID NO:61, which is encoded by the
nucleic acid sequence of SEQ ID NO:60.

(c) Dengue Virus
[00202] The viral antigen may be from Dengue virus. The Dengue virus antigen may be
one of three proteins or polypeptides (C, prM, and E) that form the virus particle. The
Dengue virus antigen may be one of seven other proteins or polypeptides (NS1, NS2a, NS2b,
NS3, NS4a, NS4b, NS5) which are involved in replication of the virus. The Dengue virus
may be one of five strains or serotypes of the virus, including DENV-1, DENV-2, DENV-3
and DENV-4. The antigen may be any combination of a plurality of Dengue virus antigens.
[00203] A synthetic antibody specific for Dengue virus can include a Ig comprising the
amino acid sequence of SEQ ID NO:45, which is encoded by the nucleic acid sequence of

SEQ ID NO:44.

(d) Hepatitis Antigen
[00204] The viral antigen may include a hepatitis virus antigen (i.e., hepatitis antigen), or a
fragment thereof, or a variant thereof. The hepatitis antigen can be an antigen or immunogen
from one or more of hepatitis A virus (HAV), hepatitis B virus (HBV), hepatitis C virus
(HCV), hepatitis D virus (HDV), and/or hepatitis E virus (HEV).
[00205] The hepatitis antigen can be an antigen from HAV. The hepatitis antigen can be a
HAYV capsid protein, a HAV non-structural protein, a fragment thereof, a variant thereof, or a
combination thereof.
[00206] The hepatitis antigen can be an antigen from HCV. The hepatitis antigen can be a
HCV nucleocapsid protein (i.c., core protein), a HCV envelope protein (e.g., E1 and E2), a
HCYV non-structural protein (e.g., NS1, NS2, NS3, NS4a, NS4b, NS5a, and NS5b), a
fragment thereof, a variant thereof, or a combination thereof.
[00207] The hepatitis antigen can be an antigen from HDV. The hepatitis antigen can be a
HDYV delta antigen, fragment thereof, or variant thereof.
[00208] The hepatitis antigen can be an antigen from HEV. The hepatitis antigen can be a
HEYV capsid protein, fragment thereof, or variant thereof.
[00209] The hepatitis antigen can be an antigen from HBV. The hepatitis antigen can be a
HBYV core protein, a HBV surface protein, a HBV DNA polymerase, a HBV protein encoded
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by gene X, fragment thereof, variant thereof, or combination thereof. The hepatitis antigen
can be a HBV genotype A core protein, a HBV genotype B core protein, a HBV genotype C
core protein, a HBV genotype D core protein, a HBV genotype E core protein, a HBV
genotype F core protein, a HBV genotype G core protein, a HBV genotype H core protein, a
HBYV genotype A surface protein, a HBV genotype B surface protein, a HBV genotype C
surface protein, a HBV genotype D surface protein, a HBV genotype E surface protein, a
HBYV genotype F surface protein, a HBV genotype G surface protein, a HBV genotype H
surface protein, fragment thereof, variant thereof, or combination thercof.

[00210] In some embodiments, the hepatitis antigen can be an antigen from HBV genotype
A, HBV genotype B, HBV genotype C, HBV genotype D, HBV genotype E, HBV genotype
F, HBV genotype G, or HBV genotype H.

(¢) Human Papilloma Virus (HPV) Antigen
[00211] The viral antigen may comprise an antigen from HPV. The HPV antigen can be
from HPV types 16, 18, 31, 33, 35, 45, 52, and 58 which cause cervical cancer, rectal cancer,
and/or other cancers. The HPV antigen can be from HPV types 6 and 11, which cause genital
warts, and are known to be causes of head and neck cancer.
[00212] The HPV antigens can be the HPV E6 or E7 domains from each HPV type. For
example, for HPV type 16 (HPV16), the HPV 16 antigen can include the HPV16 E6 antigen,
the HPV16 E7 antigen, fragments, variants, or combinations therecof. Similarly, the HPV
antigen can be HPV 6 E6 and/or E7, HPV 11 E6 and/or E7, HPV 18 E6 and/or E7, HPV 31
E6 and/or E7, HPV 33 E6 and/or E7, HPV 52 E6 and/or E7, or HPV 58 E6 and/or E7,

fragments, variants, or combinations thereof.

() RSV Antigen
[00213] The viral antigen may comprise a RSV antigen. The RSV antigen can be a human
RSV fusion protein (also referred to herein as “RSV F,” “RSV F protein,” and “F protein”),
or fragment or variant thereof. The human RSV fusion protein can be conserved between
RSV subtypes A and B. The RSV antigen can be a RSV F protein, or fragment or variant
thereof, from the RSV Long strain (GenBank AAX23994.1). The RSV antigen can be a RSV
F protein from the RSV A2 strain (GenBank AABS59858.1), or a fragment or variant thereof.
The RSV antigen can be a monomer, a dimer, or trimer of the RSV F protein, or a fragment

or variant thereof.
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[00214] The RSV F protein can be in a prefusion form or a postfusion form. The
postfusion form of RSV F elicits high titer neutralizing antibodies in immunized animals and
protects the animals from RSV challenge.

[00215] The RSV antigen can also be human RSV attachment glycoprotein (also referred to
herein as “RSV G,” “RSV G protein,” and “G protein”), or fragment or variant thereof. The
human RSV G protein differs between RSV subtypes A and B. The antigen can be RSV G
protein, or fragment or variant thereof, from the RSV Long strain (GenBank AAX23993).
The RSV antigen can be RSV G protein from the RSV subtype B isolate H5601, the RSV
subtype B isolate H1068, the RSV subtype B isolate H5598, the RSV subtype B isolate
H1123, or a fragment or variant thereof.

[00216] In other embodiments, the RSV antigen can be human RSV non-structural protein
1 (“NS1 protein™), or fragment or variant thereof. For example, the RSV antigen can be RSV
NSI1 protein, or fragment or variant thereof, from the RSV Long strain (GenBank
AAX23987.1). The RSV antigen human can also be RSV non-structural protein 2 (“NS2
protein”), or fragment or variant thereof. For example, the RSV antigen can be RSV NS2
protein, or fragment or variant thereof, from the RSV Long strain (GenBank AAX23988.1).
The RSV antigen can further be human RSV nucleocapsid (“N”) protein, or fragment or
variant thereof. For example, the RSV antigen can be RSV N protein, or fragment or variant
thereof, from the RSV Long strain (GenBank AAX23989.1). The RSV antigen can be
human RSV Phosphoprotein (“P”) protein, or fragment or variant thereof. For example, the
RSV antigen can be RSV P protein, or fragment or variant thereof, from the RSV Long strain
(GenBank AAX23990.1). The RSV antigen also can be human RSV Matrix protein (“M”)
protein, or fragment or variant thercof. For example, the RSV antigen can be RSV M protein,
or fragment or variant thereof, from the RSV Long strain (GenBank AAX23991.1).

[00217] In still other embodiments, the RSV antigen can be human RSV small hydrophobic
(“SH”) protein, or fragment or variant thereof. For example, the RSV antigen can be RSV
SH protein, or fragment or variant thereof, from the RSV Long strain (GenBank
AAX23992.1). The RSV antigen can also be human RSV Matrix protein2-1 (“M2-17)
protein, or fragment or variant thereof. For example, the RSV antigen can be RSV M2-1
protein, or fragment or variant thereof, from the RSV Long strain (GenBank AAX23995.1).
The RSV antigen can further be human RSV Matrix protein 2-2 (“M2-2”) protein, or
fragment or variant thereof. For example, the RSV antigen can be RSV M2-2 protein, or
fragment or variant thereof, from the RSV Long strain (GenBank AAX23997.1). The RSV

antigen human can be RSV Polymerase L (“L”) protein, or fragment or variant thereof. For

-38-



WO 2014/093894 PCT/US2013/075137

example, the RSV antigen can be RSV L protein, or fragment or variant thereof, from the
RSV Long strain (GenBank AAX23996.1).

[00218] In further embodiments, the RSV antigen can have an optimized amino acid
sequence of NS1, NS2, N, P, M, SH, M2-1, M2-2, or L protein. The RSV antigen can be a
human RSV protein or recombinant antigen, such as any one of the proteins encoded by the
human RSV genome.

[00219] In other embodiments, the RSV antigen can be, but is not limited to, the RSV F
protein from the RSV Long strain, the RSV G protein from the RSV Long strain, the
optimized amino acid RSV G amino acid sequence, the human RSV genome of the RSV
Long strain, the optimized amino acid RSV F amino acid sequence, the RSV NS1 protein
from the RSV Long strain, the RSV NS2 protein from the RSV Long strain, the RSV N
protein from the RSV Long strain, the RSV P protein from the RSV Long strain, the RSV M
protein from the RSV Long strain, the RSV SH protein from the RSV Long strain, the RSV
M2-1 protein from the RSV Long strain, the RSV M2-2 protein from the RSV Long strain,
the RSV L protein from the RSV Long strain, the RSV G protein from the RSV subtype B
isolate H5601, the RSV G protein from the RSV subtype B isolate H1068, the RSV G protein
from the RSV subtype B isolate H5598, the RSV G protein from the RSV subtype B isolate

H1123, or fragment thereof, or variant thereof.

(g) Influenza Antigen
[00220] The viral antigen may comprise an antigen from influenza virus. The influenza
antigens are those capable of eliciting an immune response in a mammal against one or more
influenza serotypes. The antigen can comprise the full length translation product HAO,
subunit HA 1, subunit HA2, a variant thereof, a fragment thereof or a combination thereof.
The influenza hemagglutinin antigen can be derived from multiple strains of influenza A
serotype H1, serotype H2, a hybrid sequence derived from different sets of multiple strains of
influenza A serotype H1, or derived from multiple strains of influenza B. The influenza
hemagglutinin antigen can be from influenza B.
[00221] The influenza antigen can also contain at least one antigenic epitope that can be
effective against particular influenza immunogens against which an immune response can be
induced. The antigen may provide an entire repertoire of immunogenic sites and epitopes
present in an intact influenza virus. The antigen may be derived from hemagglutinin antigen
sequences from a plurality of influenza A virus strains of one serotype such as a plurality of

influenza A virus strains of serotype H1 or of serotype H2. The antigen may be a hybrid
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hemagglutinin antigen sequence derived from combining two different hemagglutinin antigen
sequences or portions thereof. Each of two different hemagglutinin antigen sequences may
be derived from a different set of a plurality of influenza A virus strains of one serotype such
as a plurality of influenza A virus strains of serotype H1. The antigen may be a
hemagglutinin antigen sequence derived from hemagglutinin antigen sequences from a
plurality of influenza B virus strains.

[00222] In some embodiments, the influenza antigen can be H1 HA, H2 HA, H3 HA, H5
HA, or a BHA antigen.

(h) Ebola Virus
[00223] The viral antigen may be from Ebola virus. Ebola virus disease (EVD) or Ebola
hemorrhagic fever (EHF) includes any of four of the five known ebola viruses including
Bundibugyo virus (BDBV), Ebola virus (EBOV), Sudan virus (SUDV), and Tai Forest virus
(TAFV, also referred to as Cote d'Ivoire Ebola virus (Ivory Coast Ebolavirus, CIEBOV).

(2) Bacterial Antigens
[00224] The foreign antigen can be a bacterial antigen or fragment or variant thereof. The
bacterium can be from any one of the following phyla: Acidobacteria, Actinobacteria,
Aquificae, Bacteroidetes, Caldiserica, Chlamydiae, Chlorobi, Chloroflexi, Chrysiogenetes,
Cyanobacteria, Deferribacteres, Deinococcus-Thermus, Dictyoglomi, Elusimicrobia,
Fibrobacteres, Firmicutes, Fusobacteria, Gemmatimonadetes, Lentisphaerae, Nitrospira,
Planctomycetes, Proteobacteria, Spirochaetes, Synergistetes, Tenericutes,
Thermodesulfobacteria, Thermotogae, and Verrucomicrobia.
[00225] The bacterium can be a gram positive bacterium or a gram negative bacterium.
The bacterium can be an aerobic bacterium or an anerobic bacterium. The bacterium can be
an autotrophic bacterium or a heterotrophic bacterium. The bacterium can be a mesophile, a
neutrophile, an extremophile, an acidophile, an alkaliphile, a thermophile, a psychrophile, an
halophile, or an osmophile.
[00226] The bacterium can be an anthrax bacterium, an antibiotic resistant bacterium, a
disease causing bacterium, a food poisoning bacterium, an infectious bacterium, Salmonella
bacterium, Staphylococcus bacterium, Streptococcus bacterium, or tetanus bacterium. The

bacterium can be a mycobacteria, Clostridium tetani, Yersinia pestis, Bacillus anthracis,
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methicillin-resistant Staphylococcus aureus (MRSA), or Clostridium difficile. The bacterium
can be Mycobacterium tuberculosis.

(a) Mycobacterium tuberculosis Antigens
[00227] The bacterial antigen may be a Mycobacterium tuberculosis antigen (i.c., TB
antigen or TB immunogen), or fragment thereof, or variant thereof. The TB antigen can be
from the Ag85 family of TB antigens, for example, Ag85A and Ag85B. The TB antigen can
be from the Esx family of TB antigens, for example, EsxA, EsxB, EsxC, EsxD, EsxE, EsxF,
EsxH, EsxO, EsxQ, EsxR, EsxS, EsxT, EsxU, EsxV, and EsxW.

(3) Parasitic Antigens
[00228] The foreign antigen can be a parasite antigen or fragment or variant thereof. The
parasite can be a protozoa, helminth, or ectoparasite. The helminth (i.e., worm) can be a
flatworm (e.g., flukes and tapeworms), a thorny-headed worm, or a round worm (e.g.,
pinworms). The ectoparasite can be lice, fleas, ticks, and mites.
[00229] The parasite can be any parasite causing any one of the following diseases:
Acanthamoeba keratitis, Amoebiasis, Ascariasis, Babesiosis, Balantidiasis, Baylisascariasis,
Chagas disease, Clonorchiasis, Cochliomyia, Cryptosporidiosis, Diphyllobothriasis,
Dracunculiasis, Echinococcosis, Elephantiasis, Enterobiasis, Fascioliasis, Fasciolopsiasis,
Filariasis, Giardiasis, Gnathostomiasis, Hymenolepiasis, [sosporiasis, Katayama fever,
Leishmaniasis, Lyme disease, Malaria, Metagonimiasis, Myiasis, Onchocerciasis,
Pediculosis, Scabies, Schistosomiasis, Sleeping sickness, Strongyloidiasis, Taeniasis,
Toxocariasis, Toxoplasmosis, Trichinosis, and Trichuriasis.
[00230] The parasite can be Acanthamoeba, Anisakis, Ascaris lumbricoides, Botfly,
Balantidium coli, Bedbug, Cestoda (tapeworm), Chiggers, Cochliomyia hominivorax,
Entamoeba histolytica, Fasciola hepatica, Giardia lamblia, Hookworm, Leishmania,
Linguatula serrata, Liver fluke, Loa loa, Paragonimus - lung fluke, Pinworm, Plasmodium
falciparum, Schistosoma, Strongyloides stercoralis, Mite, Tapeworm, Toxoplasma gondii,

Trypanosoma, Whipworm, or Wuchereria bancrofti.

(a) Malaria Antigen
[00231] The foreign antigen may be a malaria antigen (i.e., PF antigen or PF immunogen),
or fragment thereof, or variant thereof. The antigen can be from a parasite causing malaria.
The malaria causing parasite can be Plasmodium falciparum. The Plasmodium falciparum

antigen can include the circumsporozoite (CS) antigen.
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[00232] In some embodiments, the malaria antigen can be one of P. falciparum
immunogens CS; LSA1; TRAP; CelTOS; and Amal. The immunogens may be full length or
immunogenic fragments of full length proteins.

[00233] In other embodiments, the malaria antigen can be TRAP, which is also referred to
as SSP2. In still other embodiments, the malaria antigen can be CelTOS, which is also
referred to as Ag2 and is a highly conserved Plasmodium antigen. In further embodiments,
the malaria antigen can be Amal, which is a highly conserved Plasmodium antigen. In some
embodiments, the malaria antigen can be a CS antigen.

[00234] In other embodiments, the malaria antigen can be a fusion protein comprising a
combination of two or more of the PF proteins set forth herein. For example, fusion proteins
may comprise two or more of CS immunogen, ConLSA1 immunogen, ConTRAP
immunogen, ConCelTOS immunogen, and ConAmal immunogen linked directly adjacent to
cach other or linked with a spacer or one or more amino acids in between. In some
embodiments, the fusion protein comprises two PF immunogens; in some embodiments the
fusion protein comprises three PF immunogens, in some embodiments the fusion protein
comprises four PF immunogens, and in some embodiments the fusion protein comprises five
PF immunogens. Fusion proteins with two PF immunogens may comprise: CS and LSAT;
CS and TRAP; CS and CelTOS; CS and Amal; LSAI and TRAP; LSA1 and CelTOS; LSA1
and Amal; TRAP and CelTOS; TRAP and Amal; or CelTOS and Amal. Fusion proteins
with three PF immunogens may comprise: CS, LSA1 and TRAP; CS, LSA1 and CelTOS;
CS, LSA1 and Amal; LSA1, TRAP and CelTOS; LSA1, TRAP and Amal; or TRAP,
CelTOS and Amal. Fusion proteins with four PF immunogens may comprise: CS, LSAI,
TRAP and CelTOS; CS, LSA1, TRAP and Amal; CS, LSA1, CelTOS and Amal; CS,
TRAP, CelTOS and Amal; or LSA1, TRAP, CelTOS and Amal. Fusion proteins with five
PF immunogens may comprise CS or CS-alt, LSA1, TRAP, CelTOS and Amal.

(4) Fungal Antigens
[00235] The foreign antigen can be a fungal antigen or fragment or variant thercof. The
fungus can be Aspergillus species, Blastomyces dermatitidis, Candida yeasts (e.g., Candida
albicans), Coccidioides, Cryptococcus neoformans, Cryptococcus gattii, dermatophyte,
Fusarium species, Histoplasma capsulatum, Mucoromycotina, Pneumocystis jirovecii,

Sporothrix schenckii, Exserohilum, or Cladosporium.
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b. Self Antigens
[00236] In some embodiments, the antigen is a self antigen. A self antigen may be a
constituent of the subject’s own body that is capable of stimulating an immune response. In
some embodiments, a self antigen does not provoke an immune response unless the subject is
in a discase state, e.g., an autoimmune disease.
[00237] Self antigens may include, but are not limited to, cytokines, antibodies against
viruses such as those listed above including HIV and Dengue, antigens affecting cancer

progression or development, and cell surface receptors or transmembrane proteins.

(1) WT-1
[00238] The self-antigen antigen can be Wilm’s tumor suppressor gene 1 (WT1), a
fragment thereof, a variant thereof, or a combination thereof. WTI is a transcription factor
containing at the N-terminus, a proline/glutamine-rich DNA-binding domain and at the C-
terminus, four zinc finger motifs. WT1 plays a role in the normal development of the
urogenital system and interacts with numerous factors, for example, p53, a known tumor
suppressor and the serine protease HtrA2, which cleaves WT1 at multiple sites after treatment
with a cytotoxic drug. Mutation of WT1 can lead to tumor or cancer formation, for example,

Wilm’s tumor or tumors expressing WT1.

(2) EGFR
[00239] The self-antigen may include an epidermal growth factor receptor (EGFR) or a
fragment or variation thereof. EGFR (also referred to as ErbB-1 and HER1) is the cell-
surface receptor for members of the epidermal growth factor family (EGF-family) of
extracellular protein ligands. EGFR is a member of the ErbB family of receptors, which
includes four closely related receptor tyrosine kinases: EGFR (ErbB-1), HER2/c-neu (ErbB-
2), Her 3 (ErbB-3), and Her 4 (ErbB-4). Mutations affecting EGFR expression or activity
could result in cancer.
[00240] The antigen may include an ErbB-2 antigen. Erb-2 (human epidermal growth
factor receptor 2) is also known as Neu, HER2, CD340 (cluster of differentiation 340), or
p185 and is encoded by the ERBB2 gene. Amplification or over-expression of this gene has
been shown to play a role in the development and progression of certain aggressive types of
breast cancer. In approximately 25-30% of women with breast cancer, a genetic alteration

occurs in the ERBB2 gene, resulting in the production of an increased amount of HER2 on
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the surface of tumor cells. This overexpression of HER2 promotes rapid cell division and
thus, HER2 marks tumor cells.

[00241] A synthetic antibody specific for HER2 can include a Fab fragment comprising an
amino acid sequence of SEQ ID NO:41, which is encoded by the nucleic acid sequence of
SEQ ID NO:40, and an amino acid sequence of SEQ ID NO:43, which is encoded by the
nucleic acid sequence of SEQ ID NO:42.

(3) Cocaine
[00242] The self-antigen may be a cocaine receptor antigen. Cocaine receptors include

dopamine transporters.

4) PD-1
[00243] The self-antigen may include programmed death 1 (PD-1). Programmed death 1
(PD-1) and its ligands, PD-L1 and PD-L2, deliver inhibitory signals that regulate the balance
between T cell activation, tolerance, and immunopathology. PD-1 is a 288 amino acid cell
surface protein molecule including an extracellular IgV domain followed by a transmembrane

region and an intracellular tail.

(5) 4-1BB
[00244] The self-antigen may include 4-1BB ligand. 4-1BB ligand is a type 2
transmembrane glycoprotein belonging to the TNF superfamily. 4-1BB ligand may be
expressed on activated T Lymphocytes. 4-1BB is an activation-induced T-cell costimulatory
molecule. Signaling via 4-1BB upregulates survival genes, enhances cell division, induces

cytokine production, and prevents activation-induced cell death in T cells.

(6) CTLA4
[00245] The self-antigen may include CTLA-4 (Cytotoxic T-Lymphocyte Antigen 4), also
known as CD152 (Cluster of differentiation 152). CTLA-4 is a protein receptor found on the
surface of T cells, which lead the cellular immune attack on antigens. The antigen may be a
fragment of CTLA-4, such as an extracellular V domain, a transmembrane domain, and a

cytoplasmic tail, or combination thereof.
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(7) IL-6
[00246] The self-antigen may include interleukin 6 (IL-6). IL-6 stimulates the
inflammatory and auto-immune processes in many diseases including, but not limited to,
diabetes, atherosclerosis, depression, Alzheimer's Disease, systemic lupus erythematosus,

multiple myeloma, cancer, Behget's disease, and rheumatoid arthritis.

(8) MCP-1
[00247] The self-antigen may include monocyte chemotactic protein-1 (MCP-1). MCP-1 is
also referred to as chemokine (C-C motif) ligand 2 (CCL2) or small inducible cytokine A2.
MCP-1 is a cytokine that belongs to the CC chemokine family. MCP-1 recruits monocytes,
memory T cells, and dendritic cells to the sites of inflammation produced by either tissue

injury or infection.

(9) Amyloid beta
[00248] The self-antigen may include amyloid beta (A) or a fragment or a variant thereof.
The AP antigen can comprise an AB(X-Y) peptide, wherein the amino acid sequence from
amino acid position X to amino acid Y of the human sequence AP protein including both X
and Y, in particular to the amino acid sequence from amino acid position X to amino acid
position Y of the amino acid sequence
DAEFRHDSGYEVHHQKLVFFAEDVGSNKGAIIGLMVGGVVIATVIVI (corresponding
to amino acid positions 1 to 47; the human query sequence) or variants thereof. The AP
antigen can comprise an AP polypeptide of AB(X-Y) polypeptide wherein X can be 1, 2, 3, 4,
5,6,7,8,9,10,11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30,
31,o0r32 and Y can be 47, 46, 45, 44, 43, 42, 41, 40, 39, 38, 37, 36, 35, 34, 33, 32, 31, 30, 29,
28,27, 26,25,24,23,22,21,20,19, 18, 17, 16, or 15. The AP polypeptide can comprise a
fragment that is at least 15, at lcast 16, at least 17, at least 18, at least 19, at least 20, at least
21, at least 22, at least 23, at least 24, at least 25, at least 30, at least 35, at least 36, at least
37, at least 38, at least 39, at least 40, at lcast 41, at least 42, at least 43, at least 44, at least

45, or at least 46 amino acids.
(10) 1IP-10

[00249] The self-antigen may include interferon (IFN)-gamma-induced protein 10 (IP-10).

IP-10 is also known as small-inducible cytokine B10 or C-X-C motif chemokine 10
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(CXCL10). CXCLI10 is secreted by several cell types, such as monocytes, endothelial cells
and fibroblasts, in response to IFN-y.
[00250]

(11) PSMA
[00251] The self-antigen may include prostate-specific membrane antigen (PSMA). PSMA
is also known as glutamate carboxypeptidase II (GCPII), N-acetyl-L-aspartyl-L-glutamate
peptidase [ (NAALADase 1), NAAG peptidase, or folate hydrolase (FOLH). PMSA is an

integral membrane protein highly expressed by prostate cancer cells.

c. Other Antigens

[00252] In some embodiments, the antigen is an antigen other than the foreign antigen

and/or the self-antigen.

(a) HIV-1 VRCO01
[00253] The other antigen can be HTV-1 VRCO1. HIV-1 VCRO1 is a neutralizing CD4-
binding site-antibody for HIV. HIV-1 VCRO1 contacts portions of HIV-1 including within
the gp120 loop D, the CD4 binding loop, and the V5 region of HIV-1.

(b) HIV-1 PG9
[00254] The other antigen can be HTV-1 PG9. HIV-1 PG9 is the founder member of an
expanding family of glycan-dependent human antibodies that preferentially bind the HIV
(HIV-1) envelope (Env) glycoprotein (gp) trimer and broadly neutralize the virus.

(¢c) HIV-14E10
[00255] The other antigen can be HIV-1 4E10. HIV-1 4E10 is a neutralizing anti-HIV
antibody. HIV-14E10 is directed against linear epitopes mapped to the membrane-proximal
external region (MPER) of HIV-1, which is located at the C terminus of the gp41

ectodomain.
(d) DV-SF1

[00256] The other antigen can be DV-SF1. DV-SF1 is a neutralizing antibody that binds

the envelope protein of the four Dengue virus serotypes.
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(e) DV-SF2
[00257] The other antigen can be DV-SF2. DV-SF2 is a neutralizing antibody that binds an
epitope of the Dengue virus. DV-SF2 can be specific for the DENV4 serotype.

() DV-SF3
[00258] The other antigen can be DV-SF3. DV-SF3 is a neutralizing antibody that binds

the EDIII A strand of the Dengue virus envelope protein.

6. Excipients and Other Components of the Composition

[00259] The composition may further comprise a pharmaceutically acceptable excipient.
The pharmaceutically acceptable excipient can be functional molecules such as vehicles,
carriers, or diluents. The pharmaceutically acceptable excipient can be a transfection
facilitating agent, which can include surface active agents, such as immune-stimulating
complexes (ISCOMS), Freunds incomplete adjuvant, LPS analog including monophosphoryl
lipid A, muramyl peptides, quinone analogs, vesicles such as squalene and squalene,
hyaluronic acid, lipids, liposomes, calcium ions, viral proteins, polyanions, polycations, or
nanoparticles, or other known transfection facilitating agents.

[00260] The transfection facilitating agent is a polyanion, polycation, including poly-L-
glutamate (LGS), or lipid. The transfection facilitating agent is poly-L-glutamate, and the
poly-L-glutamate may be present in the composition at a concentration less than 6 mg/ml.
The transfection facilitating agent may also include surface active agents such as immune-
stimulating complexes (ISCOMS), Freunds incomplete adjuvant, LPS analog including
monophosphoryl lipid A, muramyl peptides, quinone analogs and vesicles such as squalene
and squalene, and hyaluronic acid may also be used administered in conjunction with the
composition. The composition may also include a transfection facilitating agent such as
lipids, liposomes, including lecithin liposomes or other liposomes known in the art, as a
DNA-liposome mixture (see for example W09324640), calcium ions, viral proteins,
polyanions, polycations, or nanoparticles, or other known transfection facilitating agents.
The transfection facilitating agent is a polyanion, polycation, including poly-L-glutamate
(LGS), or lipid. Concentration of the transfection agent in the vaccine is less than 4 mg/ml,
less than 2 mg/ml, less than 1 mg/ml, less than 0.750 mg/ml, less than 0.500 mg/ml, less than
0.250 mg/ml, less than 0.100 mg/ml, less than 0.050 mg/ml, or less than 0.010 mg/ml.
[00261] The composition may further comprise a genetic facilitator agent as described in

U.S. Serial No. 021,579 filed April 1, 1994, which is fully incorporated by reference.
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[00262] The composition may comprise DNA at quantities of from about 1 nanogram to
100 milligrams; about 1 microgram to about 10 milligrams; or preferably about 0.1
microgram to about 10 milligrams; or more preferably about 1 milligram to about 2
milligram. In some preferred embodiments, composition according to the present invention
comprises about 5 nanogram to about 1000 micrograms of DNA. In some preferred
embodiments, composition can contain about 10 nanograms to about 800 micrograms of
DNA. In some preferred embodiments, the composition can contain about 0.1 to about 500
micrograms of DNA. In some preferred embodiments, the composition can contain about 1
to about 350 micrograms of DNA. In some preferred embodiments, the composition can
contain about 25 to about 250 micrograms, from about 100 to about 200 microgram, from
about 1 nanogram to 100 milligrams; from about 1 microgram to about 10 milligrams; from
about 0.1 microgram to about 10 milligrams; from about 1 milligram to about 2 milligram,
from about 5 nanogram to about 1000 micrograms, from about 10 nanograms to about 800
micrograms, from about 0.1 to about 500 micrograms, from about 1 to about 350
micrograms, from about 25 to about 250 micrograms, from about 100 to about 200
microgram of DNA.

[00263] The composition can be formulated according to the mode of administration to be
used. An injectable pharmaceutical composition can be sterile, pyrogen free and particulate
free. An isotonic formulation or solution can be used. Additives for isotonicity can include
sodium chloride, dextrose, mannitol, sorbitol, and lactose. The composition can comprise a
vasoconstriction agent. The isotonic solutions can include phosphate buffered saline. The
composition can further comprise stabilizers including gelatin and albumin. The stabilizers
can allow the formulation to be stable at room or ambient temperature for extended periods of

time, including LGS or polycations or polyanions.

7. Method of Generating the Synthetic Antibody

[00264] The present invention also relates a method of generating the synthetic antibody.
The method can include administering the composition to the subject in need thereof by using
the method of delivery described in more detail below. Accordingly, the synthetic antibody
is generated in the subject or in vivo upon administration of the composition to the subject.
[00265] The method can also include introducing the composition into one or more cells,
and therefore, the synthetic antibody can be generated or produced in the one or more cells.

The method can further include introducing the composition into one or more tissues, for
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example, but not limited to, skin and muscle, and therefore, the synthetic antibody can be

generated or produced in the one or more tissues.

8. Method of Identifying or Screening for the Antibody

[00266] The present invention further relates to a method of identifying or screening for the
antibody described above, which is reactive to or binds the antigen described above. The
method of identifying or screening for the antibody can use the antigen in methodologies
known in those skilled in art to identify or screen for the antibody. Such methodologies can
include, but are not limited to, selection of the antibody from a library (e.g., phage display)
and immunization of an animal followed by isolation and/or purification of the antibody. See

for example methods available in Rajan, S., and Sidhu, S., Methods in Enzymology, vol 502,

Chapter One “Simplified Synthetic Antibody Libraries (2012), which is incorporated herein

in its entirety.

9. Method of Delivery of the Composition

[00267] The present invention also relates to a method of delivering the composition to the
subject in need thereof. The method of delivery can include, administering the composition
to the subject. Administration can include, but is not limited to, DNA injection with and
without in vivo electroporation, liposome mediated delivery, and nanoparticle facilitated
delivery.

[00268] The mammal receiving delivery of the composition may be human, primate, non-
human primate, cow, cattle, sheep, goat, antelope, bison, water buffalo, bison, bovids, deer,
hedgehogs, elephants, llama, alpaca, mice, rats, and chicken.

[00269] The composition may be administered by different routes including orally,
parenterally, sublingually, transdermally, rectally, transmucosally, topically, via inhalation,
via buccal administration, intrapleurally, intravenous, intraarterial, intraperitoneal,
subcutaneous, intramuscular, intranasal intrathecal, and intraarticular or combinations
thereof. For veterinary use, the composition may be administered as a suitably acceptable
formulation in accordance with normal veterinary practice. The veterinarian can readily
determine the dosing regimen and route of administration that is most appropriate for a
particular animal. The composition may be administered by traditional syringes, needleless
injection devices, "microprojectile bombardment gone guns”, or other physical methods such

as electroporation (“EP”), “hydrodynamic method”, or ultrasound.
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a. Electroporation
[00270] Administration of the composition via electroporation may be accomplished using
clectroporation devices that can be configured to deliver to a desired tissue of a mammal, a
pulse of energy effective to cause reversible pores to form in cell membranes, and preferable
the pulse of energy is a constant current similar to a preset current input by a user. The
electroporation device may comprise an electroporation component and an electrode
assembly or handle assembly. The electroporation component may include and incorporate
one or more of the various elements of the electroporation devices, including: controller,
current waveform generator, impedance tester, waveform logger, input element, status
reporting element, communication port, memory component, power source, and power
switch. The electroporation may be accomplished using an in vivo electroporation device,
for example CELLECTRA EP system (VGX Pharmaceuticals, Blue Bell, PA) or Elgen
electroporator (Genetronics, San Diego, CA) to facilitate transfection of cells by the plasmid.
[00271] The electroporation component may function as one element of the electroporation
devices, and the other elements are separate elements (or components) in communication
with the electroporation component. The electroporation component may function as more
than one element of the electroporation devices, which may be in communication with still
other elements of the electroporation devices separate from the electroporation component.
The elements of the electroporation devices existing as parts of one electromechanical or
mechanical device may not limited as the elements can function as one device or as separate
clements in communication with one another. The electroporation component may be capable
of delivering the pulse of energy that produces the constant current in the desired tissue, and
includes a feedback mechanism. The electrode assembly may include an electrode array
having a plurality of electrodes in a spatial arrangement, wherein the electrode assembly
receives the pulse of energy from the electroporation component and delivers same to the
desired tissue through the electrodes. At least one of the plurality of electrodes is neutral
during delivery of the pulse of energy and measures impedance in the desired tissue and
communicates the impedance to the electroporation component. The feedback mechanism
may receive the measured impedance and can adjust the pulse of energy delivered by the
electroporation component to maintain the constant current.
[00272] A plurality of electrodes may deliver the pulse of energy in a decentralized pattern.
The plurality of electrodes may deliver the pulse of energy in the decentralized pattern
through the control of the electrodes under a programmed sequence, and the programmed

sequence is input by a user to the electroporation component. The programmed sequence
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may comprise a plurality of pulses delivered in sequence, wherein each pulse of the plurality
of pulses is delivered by at least two active electrodes with one neutral electrode that
measures impedance, and wherein a subsequent pulse of the plurality of pulses is delivered
by a different one of at least two active electrodes with one neutral electrode that measures
impedance.

[00273] The feedback mechanism may be performed by either hardware or software. The
feedback mechanism may be performed by an analog closed-loop circuit. The feedback
occurs every 50 us, 20 us, 10 us or 1 us, but is preferably a real-time feedback or
instantaneous (i.e., substantially instantaneous as determined by available techniques for
determining response time). The neutral electrode may measure the impedance in the desired
tissue and communicates the impedance to the feedback mechanism, and the feedback
mechanism responds to the impedance and adjusts the pulse of energy to maintain the
constant current at a value similar to the preset current. The feedback mechanism may
maintain the constant current continuously and instantaneously during the delivery of the
pulse of energy.

[00274] Examples of electroporation devices and electroporation methods that may
facilitate delivery of the composition of the present invention, include those described in U.S.
Patent No. 7,245,963 by Draghia-AKkli, et al., U.S. Patent Pub. 2005/0052630 submitted by
Smith, et al., the contents of which are hereby incorporated by reference in their entirety.
Other electroporation devices and electroporation methods that may be used for facilitating
delivery of the composition include those provided in co-pending and co-owned U.S. Patent
Application, Serial No. 11/874072, filed October 17, 2007, which claims the benefit under 35
USC 119(e) to U.S. Provisional Applications Ser. Nos. 60/852,149, filed October 17, 2006,
and 60/978,982, filed October 10, 2007, all of which are hereby incorporated in their entirety.
[00275] U.S. Patent No. 7,245,963 by Draghia-AKli, et al. describes modular electrode
systems and their use for facilitating the introduction of a biomolecule into cells of a selected
tissue in a body or plant. The modular electrode systems may comprise a plurality of needle
clectrodes; a hypodermic needle; an electrical connector that provides a conductive link from
a programmable constant-current pulse controller to the plurality of needle electrodes; and a
power source. An operator can grasp the plurality of needle electrodes that are mounted on a
support structure and firmly insert them into the selected tissue in a body or plant. The
biomolecules are then delivered via the hypodermic needle into the selected tissue. The
programmable constant-current pulse controller is activated and constant-current clectrical

pulse is applied to the plurality of needle electrodes. The applied constant-current electrical
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pulse facilitates the introduction of the biomolecule into the cell between the plurality of
clectrodes. The entire content of U.S. Patent No. 7,245,963 is hereby incorporated by
reference.

[00276] U.S. Patent Pub. 2005/0052630 submitted by Smith, et al. describes an
clectroporation device which may be used to effectively facilitate the introduction of a
biomolecule into cells of a selected tissue in a body or plant. The electroporation device
comprises an electro-kinetic device ("EKD device") whose operation is specified by software
or firmware. The EKD device produces a series of programmable constant-current pulse
patterns between electrodes in an array based on user control and input of the pulse
parameters, and allows the storage and acquisition of current waveform data. The
electroporation device also comprises a replaceable electrode disk having an array of needle
electrodes, a central injection channel for an injection needle, and a removable guide disk.
The entire content of U.S. Patent Pub. 2005/0052630 is hereby incorporated by reference.
[00277] The electrode arrays and methods described in U.S. Patent No. 7,245,963 and U.S.
Patent Pub. 2005/0052630 may be adapted for deep penetration into not only tissues such as
muscle, but also other tissues or organs. Because of the configuration of the electrode array,
the injection needle (to deliver the biomolecule of choice) is also inserted completely into the
target organ, and the injection is administered perpendicular to the target issue, in the arca
that is pre-delineated by the electrodes The electrodes described in U.S. Patent No. 7,245,963
and U.S. Patent Pub. 2005/005263 are preferably 20 mm long and 21 gauge.

[00278] Additionally, contemplated in some embodiments that incorporate electroporation
devices and uses thereof, there are electroporation devices that are those described in the
following patents: US Patent 5,273,525 issued December 28, 1993, US Patents 6,110,161
issued August 29, 2000, 6,261,281 issued July 17, 2001, and 6,958,060 issued October 25,
2005, and US patent 6,939,862 issued September 6, 2005. Furthermore, patents covering
subject matter provided in US patent 6,697,669 issued February 24, 2004, which concerns
delivery of DNA using any of a variety of devices, and US patent 7,328,064 issued February
5, 2008, drawn to method of injecting DNA are contemplated herein. The above-patents are

incorporated by reference in their entirety.
10. Method of Treatment

[00279] Also provided herein is a method of treating, protecting against, and/or preventing

disease in a subject in need thereof by generating the synthetic antibody in the subject. The
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method can include administering the composition to the subject. Administration of the
composition to the subject can be done using the method of delivery described above.

[00280] Upon generation of the synthetic antibody in the subject, the synthetic antibody can
bind to or react with the antigen. Such binding can neutralize the antigen, block recognition
of the antigen by another molecule, for example, a protein or nucleic acid, and elicit or induce
an immune response to the antigen, thereby treating, protecting against, and/or preventing the
disease associated with the antigen in the subject.

[00281] The composition dose can be between 1 pg to 10 mg active component/kg body
weight/time, and can be 20 pg to 10 mg component/kg body weight/time. The composition
can be administered every 1, 2, 3,4, 5,6, 7,8,9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21,
22,23,24,25,26,27, 28, 29, 30, or 31 days. The number of composition doses for effective
treatmentcan be 1, 2, 3,4, 5, 6,7, 8, 9, or 10.

[00282] In one method of treatment, the synthetic antibodies, or functional fragments
thereof, can be administered to a subject in need of treatment against an infection, whether
viral or bacterial, or cancerous cells. The administration of the synthetic antibodies described
herein can provide, upon expression in vivo, functional antibodies that can rapidly present
itself in the diseased area of the body and mount a neutralizing response to the target (which
it was designed to bind, and preferably neutralize). This rapid presence can be important for
disease pathology that is rather rapid and/or in individuals that do not have an existing
memory immunity. Some particular cases where rapid neutralization is critical for the subject
that is infected is in tropic diseases such as dengue, chikungunya and ebola. Such infections
require rapid neutralization from the instant of infection with the virus. Example 5 and
Figures 6A and 6B display the rapid generation of antibodies using the expression constructs
generated with the described methods. Figure 6A shows that within a day of administration
of the plasmid DNA constructs antibody is expressed; whereas in Figure 6B, administration
of the protein/antigen results in antibody expression in about 8 days.

[00283] This method of treatment can be alone, or it can be combined with normal
vaccinations with an antigen, which would then cause the subject to generate a host immune
response against the target. A combination vaccine would provide the benefit of a two phase
immune response against the intended target: 1) a first rapid response as provided by the
nucleotide sequences encoding synthetic antibodies, and functional fragments thereof, and 2)
a second host immune response triggered by a traditional vaccine (which can include a DNA
vaccine or synthetic immunogen), which would have a lag period until the host can mount its

own immune response against the target.
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[00284] The present invention has multiple aspects, illustrated by the following non-

limiting examples.

11. Examples

[00285] The present invention is further illustrated in the following Examples. It should be
understood that these Examples, while indicating preferred embodiments of the invention, are
given by way of illustration only. From the above discussion and these Examples, one skilled
in the art can ascertain the essential characteristics of this invention, and without departing
from the spirit and scope thereof, can make various changes and modifications of the
invention to adapt it to various usages and conditions. Thus, various modifications of the
invention in addition to those shown and described herein will be apparent to those skilled in
the art from the foregoing description. Such modifications are also intended to fall within the

scope of the appended claims.

Example 1
[00286] A high expression system for iz vivo immunoglobulin (Ig) generation was
constructed. In particular, Ig heavy and light chain sequences were modified in order to
improve in vivo expression of the fully assembled Ig molecule, which included 2 heavy and 2
light chain polypeptides. Constructs of gp120IgG-heavy and light chain molecules were
created and inserted separately in the pVAX1 vector (Life Technologies, Carlsbad, CA).
This antibody has defined properties that allow it to be used for characterization studies as
described below. Several modifications were included when creating the constructs to
optimize expression of the Ig in vivo. Optimization included codon optimization and the
introduction of a kozak sequence (GCC ACC). The nucleic acid sequences of the optimized
constructs for the heavy and light chains of the Ig are set forth in SEQ ID NO:6 and SEQ ID
NO:7, respectively (FIGS. 1 and 2, respectively). In FIGS. 1 and 2, underlining and double
underling mark the BamHI (GGA TCC) and Xhol (CTC GAG) restriction enzymes sites used
to clone the constructs into the pVAXI vector while bold marks the start (ATG) and stop
(TGA TAA) codons. SEQ ID NO:6 encodes the amino acid sequence set forth in SEQ ID
NO:46, i.e., the amino acid sequence of the IgG heavy chain (FIG. 42). SEQ ID NO:7
encodes the amino acid sequence set forth in SEQ ID NO:47, i.c., the amino acid sequence of

the IgG light chain (FIG. 43).
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[00287] Cells were transfected with either native Ig constructs (i.e., not optimized) or
constructs containing SEQ ID NOS:6 and 7 (i.e., optimized). After transfection, IgG
secretion was measured from the transfected cells and the kinetics of IgG synthesis are shown
in FIG. 3. As shown in FIG. 3, both the non-optimized and optimized constructs expressed
the heavy and light chains of the Ig to form IgG, but the optimized constructs resulted in
quicker accumulation of IgG antibody. Cells transfected with the plasmid containing SEQ ID
NOS:6 and 7 (i.e., optimized Ig sequences) showed greater production of fully assembled Ig
molecules than did cells transfected with the plasmid containing non-optimized Ig sequences.
Accordingly, the optimization or modification of the constructs substantially increased Ig
expression. In other words, the constructs containing SEQ ID NOS:6 and 7 provided
substantially higher expression of Ig as compared to the native constructs because of the
optimization or modification used to create SEQ ID NOS:6 and 7. These data also
demonstrated that the heavy and light chains of an Ig can be efficiently assembled in vivo
from a plasmid system.

[00288] To further examine the constructs containing SEQ ID NOS:6 and 7, mice were
administered plasmid containing the sequences set forth in SEQ ID NOS:6 and 7. In
particular, the plasmid was administered using electroporation. After administration,
induction of immune response (i.e., IgG level) in the immunized mice was evaluated by
Western Blot (i.e., sera from the mice was used to detect the gp120 antigen). As shown in
FIG. 4, mice administered the plasmid containing SEQ ID NOS:6 and 7 resulted in strong
antibody production because binding of the antibody was observed in the Western blot
analysis. Only one administration was required to observe this antibody production.

[00289] In summary, these data indicated that nucleic acid sequences encoding Ig heavy
and light chains, when included in an expression vector such as pVAXI1, resulted in the
expression of assembled IgG (i.e., heavy and light chains came together to form an antibody
that bound its antigen) in transfected cells and mice administered the expression vector.
These data further indicated that optimization or modification of the nucleic acid sequences

encoding the Ig heavy and light chains significantly increased Ig production.

Example 2
Materials and Methods for Examples 3-7

[00290] Celis and Reagents. 293T and TZM-BI cells were maintained in Dulbecco's
Modified Eagle's medium (DMEM; Gibco-Invitrogen, CA) supplemented with 10% fetal
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bovine serum (FBS) and antibiotics and passaged upon confluence. Recombinant HIV-1 p24
and gp120 Env (rgp120) proteins were acquired from Protein Science Inc. and peroxidase-
conjugated streptavidin from Jackson Laboratory. Cell lines and other reagents listed were
obtained from the AIDS Research and Reference Reagent Program, Division of AIDS,
NIAID, NIH.

[00291] Animals and Protein and Plasmid Administration and Delivery. Female BALB/c
mice (8 weeks of age) were purchased from Taconic Farms (Germantown, NY). For these
administrations, 25 pg of plasmid DNA in 50ul volume (pVax1 or pHIV-1Env-Fab) was
injected intramuscularly (IM) followed by EP mediated enhanced delivery by the MID-EP
system (CELLECTRA®; Inovio Pharmaceuticals, Blue Bell, PA). Pulsing parameters for
delivery were: 3 pulses of 0.5 Amp constant current, 1 second apart and 52 ms in length.
Each animal received a single administration of either experimental or control plasmid
formulations. For the protein immunization analysis, HIV-1 recombinant gp120 (rgp120)
from the JRFL strain (purchased from Immune Technology Corp, NY) was used. In the
protein immunization study, a single 25 pg dose of the rgp120 was mixed with TiterMax
adjuvant and injected subcutaneously. Sera from the pHIV-1 Env Fab or rgp120-
administered mice were collected at different time points depending on the particular
analysis.

[00292] Construction of HIV-1Env-Fab Plasmid DNA. The HIV-1 Env-Fab sequences (VH
and VL) from the anti-Env VRCO1 human mAb were generated by use of synthetic
oligonucleotides with several modifications. The heavy chain (VH-CH1) is encoded by the
nucleic acid sequence set forth in SEQ ID NO:3, and the light chain (VL-CL) is encoded by
the nucleic sequence set forth in SEQ ID NO:4 (FIGS. 9 and 10, respectively). In FIGS. 9
and 10, underlining and double underlining mark the HindIIl (AAG CTT) and Xhol (CTC
GAG) restriction enzyme sites used to clone the encoding nucleic acid sequences into
pVAXI1 while bold marks the start (ATG) and stop (TGA or TAA) codons. SEQ ID NO:3
encodes the amino acid sequence set forth in SEQ ID NO:43, i.c., the amino acid sequence of
the VH-CH1 of HIV-1 Env-Fab (FIG. 44). SEQ ID NO:4 encodes the amino acid sequence
set forth in SEQ ID NO:49, i.e., the amino acid sequence of the VL-CL of HIV-1 Env-Fab
(FIG. 45).

[00293] An efficient IgE leader sequence (SED ID NO:65 nucleotide encoding SEQ ID
NO:66 protein) was incorporated into the Env antigen gene sequences in order to improve
expression. The resulting modified and enhanced HIV-1Env-Fab DNA immunogens were

codon-and RNA-optimized, followed by cloning into the pVax1 expression vector by
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GenScript (Piscataway, NJ), with subsequent large-scale production of these constructs. The
VH and VL genes (SEQ ID NOs:3 and 4, respectively) were inserted between the BamH 1
and Xhol restriction sites. Purified plasmid DNA was then formulated in water for
subsequent administration into mice. As a negative control plasmid, pIgG-E1M2, which
gencrates an “irrelevant”/control Ig, was used.

[00294] HIV-1Env-Fab Expression and Immunoblot Analysis. The 293T cell line was
utilized for expression analysis using the non-liposomal FuGENESG transfection reagent
(Promega, WI), by methods as recommended by the manufacturer. Briefly, cells were seeded
at 50-70% confluence (1-3x10° cells/2 mL per well in 35 mm culture dish) 24 hours before
subsequent transfection with 5 pug of the pVax1 control or pHIV-1Env-Fab. Supernatants
were collected at various time points up to 70 hours and assessed for levels of specific Fab
molecules by standard ELISA methods. Supernatants from pVax1 transfected cells were used
as a negative control. In addition, 293T cells were transfected with a gene for the HIV gp160
Env protein.

[00295] Further confirmation of recognition of native HIV-1 Env protein by the generated
Fab was performed by immunoblot analysis. For this study, rgp120, described above,
underwent electrophoresis on 12% SDS-PAGE. The gel was blotted onto a nitrocellulose
membrane (Millipore, Bedford, MA) and blocked with 5% w/v nonfat dry milk in PBS-T
(0.05%). The nitrocellulose was then subsequently cut into individual strips for analysis.
Sera from pHIV-1 Env Fab administered mice, collected 48 hours after administration, were
diluted 1:100 in PBS and reacted with individual nitrocellulose strips for 1 hour.
Subsequently, strips were washed 4 times with Tris-buffered saline-0.2% Tween, reacted
with a peroxidase-coupled antiserum against mouse IgG (Jackson Laboratories, ME), and
incubated with diaminobenzidine substrate (Sigma, St. Louis, MO), allowing for the
visualization of proper binding of the generated HIV-1 Env Fab to gp120.

[00296] Ig Binding Analysis — ELISA. Confirmation of binding of DNA plasmid generated
Fab or anti-rgp120 antibody to rgp120 by ELISA was evaluated. Ig binding assays were
carried out with sera from individual animals administered either pHIV-1 Env Fab, pVax1 or
rgp120 protein. Again, for this basic Ig immunoassay analysis, sera samples were collected
48 hours after the single DNA plasmid administration. Briefly, 96-well high-binding
polystyrene plates (Corning, NY) plates were coated overnight at 4°C with clade B HIV MN
rgp120 (2pug /mL), diluted in PBS. The following day, plates were washed with PBS-T (PBS,
0.05% Tween 20), blocked for 1 hour with 3% BSA in PBS-T, and incubated with 1:100

dilutions of serum from immunized and naive mice for 1 hour at 37°C. Bound IgG was

-57-



WO 2014/093894 PCT/US2013/075137

detected using goat anti-mouse [gG-HRP (Research Diagnostics, NJ) at a dilution of 1:5,000.
Bound enzyme were detected by the addition of the chromogen substrate solution TMB
(R&D Systems), and read at 450 nm on a Biotek EL312¢ Bio-Kinetics reader. All sera
samples were tested in duplicate. An additional immunoassay analysis was performed which
quantified the Fab concentrations in sera from pHIV-1 Env Fab administered mice using a
commercial IgG1 quantitation ELISA kit. This analysis was performed by manufacturer’s
specifications.

[00297] Flow Cytometric Analysis (FACS). For flow cytometry analyses (FACS), 293T
cells were transfected with either a concensus clade A Env plasmid (pCon-Env-A) or an
optimized clade A plasmid (pOpt-Env-A) expressing an Env from a primary viral isolate
(Q23Env17). Transfection was performed by standard methods. After confirmation of
transfection, cells were washed with ice-cold buffer A (PBS/0.1% BSA/0.01% NaN3) and
incubated for 20 min at 4°C with a 1:100 dilution of primary Ig (either purified VRCO1 or
sera from mice injected with either pHIV-1 Env Fab or control pIgG-E1M2 plasmid,
collected 48 hours after plasmid administration). This was followed by washing and
incubation for another 20 min with 50 ul of a 1:100 diluted fluorescent-labeled secondary Igs
conjugated to phycoerythrin (PE). Cells were then washed and immediately analyzed on a
flow cytometer (Becton Dickinson FACS). All incubations and washes were performed at
4°C with ice-cold buffer A. Cells were gated on singlets and live cells. To assess GFP
expression GFP-positive cells was performed with a FACS-LSR instrument using CellQuest
software (BD Bioscience). Data were analyzed with Flow Jo software.

[00298] Single-Cycle HIV-1 Neutralization Assay. Fab mediated HIV-1 neutralization
analysis was measured with a TZM-BI (HeLa cell derived) based assay in which a reduction
in luciferase gene expression as used as an endpoint for neutralization, following a single
round of infection with Env-pseudotyped virus in the presence or absence of experimental or
control sera. The TZM-BI cells were engineered to express CD4 and CCRS and contained
reporter genes for firefly luciferase. In this assay, sera from mice administered pVax1 only
or pHIV-1Env Fab were diluted 1:50 in wells followed by addition of pseudotyped HIV-1
Bal26, Q23Env17, SF162S or ZM53M cell free virus, at a multiplicity of infection (MOI) of
0.01. Both Bal26 and SF162S are clade B tier 1 viruses, with this tier status indicating that
the viruses had high or above average sensitivity to neutralization. Q23Env17 and ZM53M
are clade A, Tier 1 and clade C, Tier 2 viruses, respectively. Tier 2 status indicated that the
virus had average or moderate sensitivity to neutralization. Subsequently in this assay, 10*

TZM-BL cells were added to each well, incubated for 48 hours, lysed and followed by
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subsequent addition of 100 ul of Bright-Glo substrate (Luciferase Assay System, Promega,
WI), followed by luciferase quantitation using a luminometer. The readout of this assay was
RLU (relative light units). The percentages of RLU reduction were calculated as (1-(mean
RLU of experimental samples-controls)/mean RLU from controls-no addition control wells))
x 100. HIV-1 neutralization was then expressed as percent decrease in RLU, which was

indicative of the percent inhibition of infection.

Example 3

Generation of anti-HIV-1 Env-Fab Expressing Constructs

[00299] The cDNAs for both the VH and VL-Ig (immunoglobulin) chains coding
sequences for the anti-HIV-1 Envelope broadly neutralizing human mAb VRC0O1 were
obtained from the VRC (Vaccine Research Center, NIH) through the NIH AIDS Research
and Reference Reagent Program and subsequently cloned into a pVax1 vector. Several
modifications, as indicated in Example 2 above, were incorporated into the expression
vectors in order to maximize and optimize the production of biologically active Ig molecules.
Specifically, these modifications included codon and RNA optimization and stabilization,
enhanced leader sequence utilization, plasmid production at high concentrations and
facilitated in vivo plasmid delivery through EP. The constructs generated were placed under
the control of an immediate early promoter from the human cytomegalovirus (CMV), which
is important for proper and efficient expression in mammalian cells and tissues. The
schematic maps of the construct used in this study are indicated in FIGS. 5A and 5B.

[00300] Additionally, anti-HIV-1 Env Fab was prepared from pHIV-Env-Fab and used to
stain cells transfected with a plasmid encoding HIV Env. pVAXI1 was used as a control. As
shown in FIG. 11, immunofluorescence staining demonstrated that the vector pHIV-Env-Fab
allowed for the preparation of anti-HIV-1 Env Fab because the anti-HIV-1 Env Fab stained
the cells transfected with the plasmid encoding HIV Env. Accordingly, the anti-HIV-1 Env
Fab was specific for binding to the HIV Env glycoprotein.

Example 4
Ig Production by Transfected Cells

[00301] To evaluate the expression of pHIV-1Env-Fab, the constructs were transfected into

293T cells. An ELISA immunoassay, using a consensus HIV-1 clade B gp120 protein,
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confirmed the presence of the anti-HIV-1 Env-Fab in the supernatant from the transfected
293 T cells as early as 24 hours post transfection (FIG. 5C). High OD450nm values (i.e.
ranging from approximately 0.5 to 0.8) were detected in cell extracts from 24 to 72 hours post
transfection and subsequently reached a peak and plateau at 48 hours. These results
confirmed the specificity of the anti-HIV-1 Env Fab for the HIV Env glycoprotein.

Statistical analysis of the data presented in FIG. 5C was as follows: OD450nm values for sera
from pHIV-1 Env-Fab injected mice were significant (p<<0.05, student t test) compared to

pVaxl control from the 22 through 72 hour time points measurements.

Example 5
In Vivo Characterization of HIV-1 Env Fab

[00302] To demonstrate in vivo Fab production from the DNA plasmids, mice were
administered the pHIV-1 Env Fab by the intramuscular route followed by enhanced delivery
through EP. A single injection of the DNA plasmids was delivered and sera was collected at
12 hours and at days 1, 2, 3, 4 7 and 10 following administration. Sera (at a dilution of 1:100
dilution) were then subsequently evaluated for Ig/Fab levels by ELISA analysis, as shown in
FIG. 6A. Data in FIG. 6A are presented (from individual mice in both the pVax1 and HIV-1
Env-Fab groups) as OD450nm, which was proportional to the level of Ig/Fab. These data
demonstrated that the relative levels of Fab after single administration of pHIV-1Env-Fab
became detectable on day 1 and subsequently increased over time. For comparative
purposes, a single administration / immunization of rgp120, as described above in Example 2,
was made into Balb/C mice with subsequent sera collection and analysis (at 1:100 dilution)
over time by ELISA in order to determine the extent and longevity of specific anti-gp120
antibody levels. FIG. 6B show the results.

[00303] In this protein delivery study, antigen specific Ig levels over background were only
detectable 10 days after immunization. This was in contrast to the Fab levels elicited by
pHIV-1 Env Fab administration (FIG. 6A) where OD450nm values attained at least 0.1
0OD450nm units by day 1 post administration and plateaued at day 10 at levels between 0.28
and 0.35 OD units. Therefore, the delivery of pHIV-1 Env Fab resulted in a more rapid
generation of specific Fab than conventional protein immunization. This finding underscored
the potential clinical utility of this DNA plasmid delivery method for generation of
biologically active Ig.
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[00304] Additional analyses were performed to ensure the quality as well as quantity of the
recombinant Fab produced by the DNA delivery technology. Specifically, immunoblot
analysis was performed using electrophoresed and blotted recombinant HIV-1 gp120 protein
and probed with sera from pHIV-1Env-Fab mice 48 hours post administration (FIG. 6C).
The blot indicated a band appropriate for the molecular weight of gp120 protein confirming
that it was functional and able to bind to gp120. Likewise, human Fab quantitation, by
ELISA, was performed and presented as a function of time (i.e. days) after plasmid
administration (FIG. 6D). The results indicate that the levels of Fab generated peaked at 2-
3ug/ml. These results demonstrated the correct polypeptide assembly of the VH and VL
chains of the generated VRCO1 based Fab, as well as the ability to recognize and bind
specifically to the HIV-1 Env protein.

[00305] Statistical analyses of the presented data in FIG. 6 are as follows. For data
summarized in FIG. 6A, OD450nm values for the sera from the pHIV-1 Env-Fab injected
mice were statistically elevated (p<0.05, student t test) compared to the sera from pVax1
injected mice from the days 1 through 10 measurement time points. For data summarized in
FIG. 6B, OD450nm values from the rpgl120 group were significantly elevated (p<0.05,
student t test) compared to PBS control from the day 10 through 14 time point measurements.
For data summarized in FIG. 6D, OD450nm values from pHIV-1 Env-Fab injected mice
were significantly elevated (p<0.05, student t test) from the day 2 through 10 time point

measurements.
Example 6
Binding of Fab/Igs to Cells Expressing Different HIV-1 Env Proteins: FACS Based
Analysis

[00306] Sera from the mice administered pHIV-1Env-Fab were also used to test binding of
the generated Fab to different HIV- Env proteins transiently expressed by 293T cells. The
native form of the VRCO1-mADb was used as a positive control, to ensure proper expression
and detection of the Env proteins on the surface of the cells. As indicated earlier, the
“irrelevant/unrelated” Ig (Ig-E1M2) was used as a negative control. As demonstrated in
FIGS. 7A and 7B, there was essentially only background staining by different Igs/Fabs to
pVaxl (i.e. lacking the Env insert) transfected cells. However, for both the purified VRCO1
mAb and sera from pHIV-1Env-Fab administered mice there was significant positive staining

of transfected cells expressing either the consensus clade A Env plasmid (pCon-Env-A) as
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well as an optimized clade C plasmid (pOpt-Env-A) expressing and Env from the primary
HIV-1 isolate pQ23Env17. Moreover, sera from plg-E1M2 administered mice failed to
demonstrate staining of any of the HIV1 Env transfected cells above background levels.
FACS analysis indicating these results are provided in FIG. 7A. A representative graph
showing the data from the FACS analysis (i.e., FIG. 7A) for this experiment was provided in
FIG. 7B.

[00307] Statistical analyses of data presented in FIG. 7B are as follows. There was no
significant difference (p<0.05, student t test) in specific binding between native VRCO1
antibody and sera from pHIV-1 Env-Fab injected mice to the envelope glycoprotein
generated by pCon-Env-A. However, binding of VRCO1 antibody to the envelope
glycoprotein generated by pOpt-Env-A was significantly higher (p<0.05, student t test) than
binding by sera from pHIV-1 Env-Fab injected mice.

Example 7
HIV Neutralizing Activity of Ig Produced by pHIV-1 Env Fab

[00308] Sera from mice administered pHIV-1Env-Fab were used to test binding of the
HIV-Env Fab to HIV-1 Env proteins expressed in transiently tranfected to 293T cells. Sera
was obtained from the mice 6 days after administration of pHIV-1Env-Fab. Specifically,
cells were transfected with a plasmid from which HIV-1 Env from a Clade A, B or C strain
was expressed. The clade A, B, and C strains were 92RW020, SF162, and ZM197. As
shown in FIG. 12, sera from mice administered pHIV-1Env-Fab bound the HIV-1 Env from
the clade A, B, and C HIV-1 strains, thereby indicating that the sera contained an antibody
(i.e., HIV-Env Fab) that was cross-reactive with HIV-1 Env from multiple subtypes of HIV-
L.

[00309] In order to assess the potential HIV-1 neutralizing activity of the HIV-Env Fab
produced in this study, a luminescence based neutralization assay based using TZM-BI target
cells was performed. The TZM-BI target cells were infected with the 4 different pseudotyped
HIV viral isolates in the absence or presence of the experimental sera and control, as
described in Example 2 above.

[00310] FIG. 8 depicts the neutralization curves for sera from pHIV-1 Env Fab injected
mice against the HI'V pseudotyped viruses. Specifically tested were the HIV-1 tier 1 viruses
Bal26 and SF162S (both clade B), as well as Q23Env (clade A). In addition, sera were also
tested against the HIV-1 clade C tier 2 virus ZM53M. The data are presented as percent
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neutralization/inhibition of HIV infection. The hatched horizontal lines in the graphs
indicated the 50% neutralization/inhibition level in the assay. A positive neutralization
control mAb (data not shown) was utilized in this study to confirm the utility and validity of
this assay method. Briefly, the positive control neutralizing mAb was able to inhibit infection
of the all four of the viral pseudotypes by at least 50%.

[00311] Sera from the pHIV-1 Env Fab administered mice demonstrated an increase in HIV
neutralizing activity over time following plasmid administration, with percent neutralization
reaching at 50% by Day 2 for Bal25, Q23Env17 and SF162S. As well plateau percent
neutralization for these 3 viruses was approximately 62, 60 and 70%, respectively. For the
ZM53M, the 50% neutralization threshold was not reached until 3 days and plateau
neutralization did not exceed 50%. This less robust neutralization profile, compared to the
other 3 tested, was likely reflective of it being a less neutralizable Tier 2 virus. In sum, the
Fab generated in this study was able to effectively neutralize a range of HIV isolates.
Statistical analyses of data presented in FIG. & are as follows. Based on Kruskal-Wallis non-
parametric analysis, only HI'V neutralization levels for the ZM53M Clade C virus (FIG. 8D),
induced by sera from pHIV-1 Env-Fab injected mice, was significantly different from the
other viruses tested (FIGS. 8A, 8B, and 8C). This difference was in time (days) required to
achieve 50% neutralization as well as in the maximally attained level of neutralization.
[00312] In summary of Examples 3-7, the sera concentration of VRCO1 Fab in pHIV-1 Env
Fab administered mice peaked at 2-3ug/mL at day 12 post-injection. This range was
comparable to a number of monoclonal antibodies currently licensed by the FDA, indicating
that our antibody approach produced significant and biologically relevant levels of antibodies
in this small animal model. In particular, Ustekinumab (trade name: Stelara) and Golimumab
(Simponi), two antibodies indicated for use against autoimmune diseases such as plaque
psoriasis and arthritis, have mean = SD serum concentrations of 0.31+£0.33ug/mL and
1.8+1.1ug/mL, respectively. Furthermore, the TNF inhibitor Adalimumab (Humira) has a
mean rough serum concentration of around 6 pg/mL. In this regard, the data described in
Examples 4-8 demonstrated that delivery of DNA encoding the antibody to the organism
resulted in the being assembled in vivo such that significant and biologically relevant levels
of the antibody were present in the organism.

[00313] These data also demonstrated the ability to more rapidly produce Fabs in vivo,
after a single EP enhanced administration of pHIV-1Env Fab, compared to Igs produced by
conventional protein administration (FIGS. 6A and 6B). In addition, the ability to generate

functional protective Ig-like molecules against difficult vaccine targets was addressed. To
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date, inducing HIV-1 neutralizing antibodies following active vaccination has been incredibly
difficult, and during primary infection, neutralizing antibodies do not develop until years after
transmission. With this DNA plasmid approach, neutralization titers were observed within 1-
2 days post delivery with peak neutralizing Fab sera concentrations (3.31+0.13ug/mL)
occurring one-week post-administration (FIG. 6D). This level of Ig was relatively similar to
the 8.3pug/mL concentration that has been demonstrated to provide complete protection from
infection in a recent study. These data demonstrated the rapid induction of biologically
active [g fragments.

[00314] These data also showed the neutralizing antibody titer and the responses against
HIV-1 primary isolates that were elicited by HIV-1Env-Fab DNA administration. Sera were
tested against a panel of different viral tier 1, and 2 viral isolates that represent examples
from clades A, B and C. The results indicated generation of potent neutralizing activity
against these viruses (FIG. 8).

[00315] Accordingly, this DNA plasmid-based method generated specific and biologically
active Fab or Ig molecules in vivo, bypassed the need to use conventional antigen-based
vaccination for antibody generation, and obviated the need to generate and purify Igs made in

vitro.

Example 8

Construction of a Plasmid Encoding a Human Ig Antibody

[00316] As described above, a Fab was generated from the VRCO1 antibody, namely HIV-
Env Fab, which was generated in vivo upon administration of the encoding nucleic acid to the
subject. To further extend these studies, nucleic acid sequence was created that encoded an
1gG1 antibody derived from the VRCO1 antibody. As shown in the schematic in FIG. 13, this
nucleic acid sequence encoded IgG heavy and light chains separated by a furin cleavage site
and a nucleic acid sequence encoding P2A peptide sequence. The P2A peptide sequence
increases the efficiency of cleavage by the protease, thereby resulting in discrete polypeptides
after cleavage.

[00317] The IgG heavy chain included the variable heavy (VH), constant heavy 1 (CH1),
hinge, constant heavy 2 (CH2), and constant heavy 3 (CH3) regions. The IgG light chain
included the variable light (VL) and constant light (CL) regions. This construct was placed
under the control of a cytomegalovirus (CMV) promoter, for example, in the expression

vector pVAX1. This construct resulted in the production of fully assembled IgG antibody (as
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shown in FIG. 14) that was reactive gp120 (i.e., the antigen recognized by the VRCO1
antibody). This fully assembled IgG is referred to herein as VRCO1 IgG. The amino acid
sequence of the VRCO1 IgG (before cleavage by furin) is shown in FIG. 15 and is set forth in
SEQ ID NO:5, which is encoded by the nucleic acid sequence encoding SEQ ID NO:64 (see
FIG 62).

[00318] In particular, the amino acid sequence of the VRCO1 IgG (before cleavage by furin;
SEQ ID NO:5 and FIG. 15, which is encoded by nucleotide sequence SEQ ID NO:64) has the
following structure: an immunoglobulin E1 (IgE1) signal peptide, variable heavy region
(VH), constant heavy region 1 (CH1), hinge region, constant heavy region 2 (CH2), constant
heavy region 3 (CH3), furin cleavage site, GSG linker, P2A peptide, IgE1 signal peptide,
variable light region (VL), and constant light region (CL, specifically kappa). The sequence
of each portion of the structure (all which are contained within SEQ ID NO:15 in the order
described above and shown in FIG. 13) is provided below.

[00319] IgEl Signal Peptide of VRC-1 IgG - MDWTWILFLVAAATRVHS (SEQ ID
NO:8)

[00320] Variable Heavy Region of VRCO1 IgG -
QVQLVQSGGQMKKPGESMRISCRASGYEFIDCTLNWIRLAPGKRPEWMGWLKPRG
GAVNYARPLQGRVTMTRDVYSDTAFLELRSLTVDDTAVYFCTRGKNCDYNWDFEH
WGRGTPVIVSSPSTKG (SEQ ID NO:9).

[00321] Constant Heavy region 1 (CH1) of VRCO1 IgG -
PSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLY
SLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKAEPKSC (SEQ ID NO:10).

[00322] Hinge Region of VRCO1 IgG EPKSCDKT HTCPPCP (SEQ ID NO:11).

[00323] Constant Heavy Region 2 (CH2) of VRCO1 IgG -
APELLGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNA
KTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAK (SEQ
ID NO:12).

[00324] Constant Heavy Region 3 (CH3) of VRCO1 IgG -
GQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPV
LDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK (SEQ ID
NO:13)

[00325] Furin Cleavage Site of VRCOI IgG - RGRKRRS (SEQ ID NO:14).

[00326] GSG Linker and P2A Peptide of VRCO1 IgG - GSGATNFSLLKQAGDVEENPGP
(SEQ ID NO:15).
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[00327] IgEl Signal Peptide of VRCOI IgG - MDWTWILFLVAAATRVHS (SEQ ID
NO:).

[00328] Variable Light Region (VL) of VRCO1 IgG -
EIVLTQSPGTLSLSPGETAIISCRTSQYGSLAWYQQRPGQAPRLVIYSGSTRAAGIPDR
FSGSRWGPDYNLTISNLESGDFGVYYCQQYEFFGQGTKVQVDIKR (SEQ ID NO:16).
[00329] Constant Light Region (CL, kappa) of VRCOI1 IgG -
TVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKVQWKVDNALQSGNSQESVTE
QDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLRSPVTKSFNRGEC (SEQ ID
NO:17).

Example 9
HIV-1 VRCO01 IgG Encoded by Two Plasmids

[00330] As described above in Examples 2-8, a Fab (each chain expressed from a separate
plasmid) was generated from the VRCO1 antibody, namely HIV-Env Fab, and an IgG
(expressed from a single plasmid) was generated from the VRCO1 antibody, namely VRCO1
IgG. To further extend these studies, an IgG was generated from the VRCO1 antibody, in
which the heavy chain (i.e., variable heavy region (VH), constant heavy region 1 (CH1),
hinge region, constant heavy region 2 (CH2), and constant heavy region 3 (CH3)) and the
light chain (i.e., variable light region (VL) and constant light region (CL)) were encoded by
separate constructs (FIGS. 50 and 51). This IgG is referred to herein as HIV-1 VRCO1 IgG.
[00331] Each construct also included a leader sequence for optimizing secretion of the
antibody once generated in vivo. Each construct was cloned into the BamHI and Xhol sites
of the pVAXI1 vector, thereby placing the construct under the control of a cytomegalovirus
(CMV) promoter (FIGS. 50 and 51). Accordingly, to form or generate the VRCOI1 IgG in
vivo a mixture of plasmids has to be administered to the subject, namely a plasmid containing
the construct encoding the heavy chain and a plasmid containing the construct encoding the
light chain.

[00332] Additionally, each construct was further optimized. Optimization included
addition of a kozak sequence (GCC ACC) and codon optimization. The nucleic acid
sequence encoding the IgG1 heavy chain of the HIV-1 VRCO1 IgG is set forth in SEQ ID
NO:54 and FIG. 52. In FIG. 52, underlining and double underling mark the BamHI (GGA
TCC) and Xhol (CTC GAGQG) restriction enzyme sites used to clone the nucleic acid sequence
into the pVAX1 vector while bold marks the start (ATG) and stop (TGA TAA) codons. SEQ
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ID NO:54 encodes the amino acid sequence set forth in SEQ ID NO:55 and FIG. 53, i.e., the
amino acid sequence of the IgG1 heavy chain of the HIV-1 VRCOI IgG.

[00333] The nucleic acid sequence encoding the IgG light chain of the HIV-1 VRCO1 IgG
is set forth in SEQ ID NO:56 and FIG. 54. In FIG. 54, underlining and double underling
mark the BamHI (GGA TCC) and Xhol (CTC GAG) restriction enzyme sites used to clone
the nucleic acid sequence into the pVAXI1 vector while bold marks the start (ATG) and stop
(TGA TAA) codons. SEQ ID NO:56 encodes the amino acid sequence set forth in SEQ ID
NO:57 and FIG. 55, i.e., the amino acid sequence of the IgG light chain of the HIV-1 VRCO01
1gG.

Example 10
HIV-1 Env-PG9 Ig

[00334] In addition to VRCO1 IgG, another construct was created that encoded IgG that
was reactive to HIV-1 Env. This construct was HIV-1 Env-PG9, which was optimized and
cloned into an expression vector (FIGS. 16A and 16B). Optimization included introduction
of a kozak sequence (e.g., GCC ACC), a leader sequence, and codon optimization. Creation
of the expression vector containing the nucleic acid sequence encoding HIV-1 Env-PG9 Ig
was confirmed by restriction enzyme digestion as shown in FIG. 16C. In FIG. 16C, lane 1
was undigested expression vector, lane 2 was the expression vector digested with BamHI and
Xhol, and lane M was the Marker.

[00335] The nucleic acid sequence encoding HIV-1 Env-PG9 Ig is set forth in SEQ ID
NO:63 and FIG. 61. In FIG. 61, underlining and double underlining mark the BamHI (GGA
TCC) and Xhol (CTC GAG) restriction enzyme sites used to clone the nucleic acid sequence
into the pVAX1 vector while bold marks the start (ATG) and stop (TGA TAA) codons. SEQ
ID NO:63 encodes the amino acid sequence set forth in SEQ ID NO:2 and FIG. 18, i.c., the
amino acid sequence of HIV-1 ENv-PG9Y Ig (before cleavage by furin).

[00336] In this amino acid sequence, a signal peptide is linked by peptide bond to each of
the heavy and light chains to improve secretion of the antibody generated in vivo.
Additionally, a nucleic acid sequence encoding the P2A peptide is located between the
nucleic acid sequences encoding the heavy and light chains to allow for more efficient
cleavage of the translated polypeptide into separate polypeptides containing the heavy or light

chain.
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[00337] In particular, the amino acid sequence of the HIV-1 Env-PG9 Ig (before cleavage
by furin; SEQ ID NO:2 and FIG. 18) has the following structure: human IgG heavy chain
signal peptide, variable heavy region (VH), constant heavy region 1 (CH1), hinge region,
constant heavy region 2 (CH2), constant heavy region 3 (CH3), furin cleavage site, GSG
linker, P2A peptide, human lambda light chain signal peptide, variable light region (VL), and
constant light region (CL, specifically lamba). The sequence of each portion of the structure
(all which are contained within SEQ ID NO:2 in the order described above) is provided
below.

[00338] Human IgG Heavy Chain Signal Peptide of HIV-1 Env-PG9 Ig —
MDWTWRILFLVAAATGTHA (SEQ ID NO:18).

[00339] Variable Heavy Region of HIV-1 Env-PG9 Ig —
EFGLSWVFLVAFLRGVQCQRLVESGGGVVQPGSSLRLSCAASGFDFSRQGMHWYVR
QAPGQGLEWVAFIKYDGSEKYHADSVWGRLSISRDNSKDTLYLQMNSLRVEDTATY
FCVREAGGPDYRNGYNYYDFYDGYYNYHYMDVWGKGTTVTVSS (SEQ ID NO:19).
[00340] Constant Heavy region 1 (CH1) of HIV-1 Env-PG9 Ig —
ASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVL
QSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKRYV (SEQ ID NO:20).

[00341] Hinge Region of HIV-1 Env-PG9 Ig — EPKSCDKTHTCPPCP (SEQ ID NO:21).
[00342] Constant Heavy Region 2 (CH2) of HIV-1 Env-PGY Ig —
APELLGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNA
KTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAK (SEQ
ID NO:22).

[00343] Constant Heavy Region 3 (CH3) of HIV-1 Env-PGY Ig —
GQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPV
LDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK (SEQ ID
NO:23).

[00344] Furin Cleavage Site of HIV-1 Env-PG9 Ig — RGRKRRS (SEQ ID NO:24).

[00345] GSG Linker and P2A Peptide of HIV-1 Env-PG9 Ig —
GSGATNFSLLKQAGDVEENPGP (SEQ ID NO:25).

[00346] Human Lamba Light Chain Signal Peptide of HIV-1 Env-PG9 Ig —
MAWTPLFLFLLTCCPGGSNS (SEQ ID NO:26).

[00347] Variable Light Region (VL) of HIV-1 Env-PG9 Ig —
QSALTQPASVSGSPGQSITISCNGTSNDVGGYESVSWYQQHPGKAPKVVIYDVSKRP
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SGVSNRFSGSKSGNTASLTISGLQAEDEGDYYCKSLTSTRRRVFGTGTKLTVL (SEQ
ID NO:27).

[00348] Constant Light Region (CL, lamba) of HIV-1 Env-PG9 Ig —
GQPKAAPSVTLFPPSSEELQANKATLVCLISDFYPGAVTVAWKADSSPVKAGVETTT
PSKQSNNKYAASSYLSLTPEQWKSHKSYSCQVTHEGSTVEKTVAPTECS (SEQ ID
NO:28).

Example 11
HIV-1 PG9 Single Chain Fab (scFab)

[00349] In addition to HIV-1 Env-PG9 Ig described above, a single chain Fab (i.c.,
VH/CHI and VL/CL encoded by a nucleic sequence that is transcribed into a single transcript
and translated into a single polypeptide) was created based upon the PG9 antibody (referred
to herein as HIV-1 PG9 scFab). The nucleic acid sequence encoding HIV-1 PG9 scFab is set
forth in SEQ ID NO:50 and FIG. 46. In FIG. 46, underlining and double underlining mark
the BamHI (GGA TCC) and Xhol (CTC GAG) that were used to clone this nucleic acid
sequence into the pVAX1 vector while bold marks the start (ATG) and stop (TGA TAA)
codons. The nucleic acid sequence set forth in SEQ ID NO:50 was an optimized nucleic acid
sequence, i.c., inclusion of a kozak sequence (GCC ACC), codon optimization, and leader
sequence. The leader sequence was located at the 5° end of the construct, i.e., preceding the
single chain Fab, and thus, the signal peptide encoded by the linker sequence was linked by a
peptide bond to the amino terminus of the single chain Fab. The nucleic acid sequence set
forth in SEQ ID NO:50 also included a linker sequence that was positioned between the
nucleic acid sequence encoding the VH/CH1 and the nucleic acid sequence encoding the
VL/CL. Accordingly, in the polypeptide encoded by SEQ ID NO:50, the amino acid
sequence encoded by the linker sequence kept the VH/CH1 and VL/CL together. SEQ ID
NO:50 encoded the amino acid sequence set forth in SEQ ID NO:51 and FIG. 47, i.e., the
amino acid sequence of the HIV-1 PG9 scFab.

Example 12
HIV-1 Env-4E10 Ig

[00350] In addition to VRCOI1 IgG and HIV-1 Env-PG9 Ig, another construct was created
that encoded IgG that was reactive to HIV-1 Env. This construct was HIV-1 Env-4E10,
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which was optimized and cloned into an expression vector (FIGS. 17A and 17B).
Optimization included introduction of a kozak sequence (e.g., GCC ACC), a leader sequence,
and codon optimization. Creation of the expression vector containing the nucleic acid
sequence encoding HIV-1 Env-4E10 Ig was confirmed by restriction enzyme digestion as
shown in FIG. 17C. In FIG. 17C, lane 1 was undigested expression vector, lane 2 was the
expression vector digested with BamHI and Xhol, and lane M was the Marker.

[00351] The nucleic acid sequence encoding HIV-1 Env-4E10 Ig is set forth in SEQ ID
NO:62 and FIG. 60. In FIG. 60, underlining and double underlining mark the BamHI (GGA
TCC) and Xhol (CTC GAG) restriction enzyme sites used to clone the nucleic acid sequence
into the pVAX1 vector while bold marks the start (ATG) and stop (TGA TAA) codons. SEQ
ID NO:62 encodes the amino acid sequence set forth in SEQ ID NO:1 and FIG. 19, i.e., the
amino acid sequence of HIV-1 ENv-4E10 Ig (before cleavage by furin).

[00352] In this amino acid sequence, a signal peptide is linked by peptide bond to each of
the heavy and light chains to improve secretion of the antibody generated in vivo.
Additionally, a nucleic acid sequence encoding the P2A peptide is located between the
nucleic acid sequences encoding the heavy and light chains to allow for more efficient
cleavage of the translated polypeptide into separate polypeptides containing the heavy or light
chain.

[00353] In particular, the amino acid sequence of the HIV-1 Env-4E10 Ig (before cleavage
by furin; SEQ ID NO:1 and FIG. 19) has the following structure: human IgG heavy chain
signal peptide, variable heavy region (VH), constant heavy region 1 (CH1), hinge region,
constant heavy region 2 (CH2), constant heavy region 3 (CH3), furin cleavage site, GSG
linker, P2A peptide, human kappa light chain signal peptide, variable light region (VL), and
constant light region (CL, specifically kappa). The sequence of each portion of the structure
(all which are contained within SEQ ID NO:1 in the order described above) is provided
below.

[00354] Human IgG Heavy Chain Signal Peptide of HIV-1 Env-4E10 Ig —
MDWTWRILFLVAAATGTHA (SEQ ID NO:29).

[00355] Variable Heavy Region of HIV-1 Env-4E10 Ig —
QVQLVQSGAEVKRPGSSVTVSCKASGGSFSTYALSWVRQAPGRGLEWMGGVIPLLT
ITNYAPRFQGRITITADRSTSTAYLELNSLRPEDTAVYYCAREGTTGWGWLGKPIGAF
AHWGQGTLVTVSS (SEQ ID NO:30).
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[00356] Constant Heavy region 1 (CH1) of HIV-1 Env-4E10 Ig —
ASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVL
QSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKYV (SEQ ID NO:31).

[00357] Hinge Region of HIV-1 Env-4E10 Ig — EPKSCDKTHTCPPCP (SEQ ID NO:32).
[00358] Constant Heavy Region 2 (CH2) of HIV-1 Env-4E10 Ig —
APELLGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNA
KTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAK (SEQ
ID NO:33).

[00359] Constant Heavy Region 3 (CH3) of HIV-1 Env-4E10 Ig —
GQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPV
LDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK (SEQ ID
NO:34).

[00360] Furin Cleavage Site of HIV-1 Env-4E10 Ig — RGRKRRS (SEQ ID NO:35).
[00361] GSG Linker and P2A Peptide of HIV-1 Env-4E10 Ig —
GSGATNFSLLKQAGDVEENPGP (SEQ ID NO:36).

[00362] Human Kappa Light Chain Signal Peptide of HIV-1 Env-4E10 Ig —
MVLQTQVFISLLLWISGAYG (SEQ ID NO:37).

[00363] Variable Light Region (VL) of HIV-1 Env-4E10 Ig —
EIVLTQSPGTQSLSPGERATLSCRASQSVGNNKLAWYQQRPGQAPRLLIYGASSRPSG
VADRFSGSGSGTDFTLTISRLEPEDFAVYYCQQYGQSLSTFGQGTKVE (SEQ ID
NO:38).

[00364] Constant Light Region (CL, kappa) of HIV-1 Env-4E10 Ig —
KRTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKVQWKVDNALQSGNSQESV
TEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLSSPVTKSFNRGE (SEQ 1D
NO:39).

Example 13
HIV-14E10 ScFab

[00365] In addition to HIV-1 Env-PG9 Ig described above, a single chain Fab (i.e.,
VH/CH1 and VL/CL encoded by a nucleic sequence that is transcribed into a single transcript
and translated into a single polypeptide) was created based upon the 4E10 antibody (referred
to herein as HIV-1 4E10 scFab). The nucleic acid sequence encoding HIV-1 4E10 scFab is
set forth in SEQ ID NO:52 and FIG. 48. In FIG. 48, underlining and double underlining
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mark the BamHI (GGA TCC) and Xhol (CTC GAG) that were used to clone this nucleic acid
sequence into the pVAX1 vector while bold marks the start (ATG) and stop (TGA TAA)
codons. The nucleic acid sequence set forth in SEQ ID NO:52 was an optimized nucleic acid
sequence, i.e., inclusion of a kozak sequence (GCC ACC), codon optimization, and leader
sequence. The leader sequence was located at the 5 end of the construct, i.e., preceding the
single chain Fab, and thus, the signal peptide encoded by the linker sequence was linked by a
peptide bond to the amino terminus of the single chain Fab. The nucleic acid sequence set
forth in SEQ ID NO:52 also included a linker sequence that was positioned between the
nucleic acid sequence encoding the VH/CHI1 and the nucleic acid sequence encoding the
VL/CL. Accordingly, in the polypeptide encoded by SEQ ID NO:52, the amino acid
sequence encoded by the linker sequence kept the VH/CH1 and VL/CL together. SEQ ID
NO:52 encoded the amino acid sequence set forth in SEQ ID NO:53 and FIG. 49, i.c., the
amino acid sequence of the HIV-1 4E10 scFab.

Example 14
CHIKV-Env-Fab

[00366] As described above, an Fab reactive to HIV-1 Env was assembled or generated in
vivo upon delivery of the nucleic acid sequences encoding the heavy (VH-CH1) and light
(VL-CL) chains of HIV-1Env Fab to the cell or mouse. To determine if Fabs reactive to
other antigens could be generated in vivo upon delivery of encoding nucleic acid sequences
to the cell or subject, constructs were created that encoded the heavy (VH-CH1) and light
(VL-CL, lamba type) chains of an antibody reactive to an envelope protein (Env) of the
Chikungunya virus (CHIKV). Each construct included a leader sequence and a kozak
sequence as shown in FIGS. 20A, 20B, and 21. The constructs encoding the VH-CHI and
VL-CL were cloned into an expression vector and thus, placed under the control of the
cytomegalovirus (CMV) promoter (FIG. 21). The expression vectors containing the
constructs encoding the VH-CH1 and VL-CL were known as CHIKV-H and CHIV-L,
respectively. Together, a mixture of the CHIKV-H and CHIKV-L vectors was known as
pCHIKV-Env-Fab and this generated CHIKV-Env-Fab in vivo (i.e., upon introduction into a
cell or subject). In other words, both vectors were required to generate the CHIKV-Env-Fab
in vivo as described in more detail below.

[00367] The constructs were also optimized for expression. In particular, a leader sequence

was included in each construct to increase the efficiency of secretion of the CHIKV-Env-Fab
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upon generation of the CHIKV-Env-Fab in vivo. Each construct was also codon optimized
and included a kozak sequence (GCC ACC). The nucleic acid sequence encoding the heavy
chain (VH-CHI) of the CHIKV-Env-Fab is set forth in SEQ ID NO:58 and FIG. 56. In FIG.
56, underlining and double underling mark the BamHI (GGA TCC) and Xhol (CTC GAG)
restriction enzyme sites used to clone the nucleic acid sequence into the pVAXI1 vector while
bold marks the start (ATG) and stop (TGA TAA) codons. SEQ ID NO:58 encodes the amino
acid sequence set forth in SEQ ID NO:59 and FIG. 57, i.e., the amino acid sequence of the
heavy chain (VH-CH1) of the CHIKV-Env-Fab.

[00368] The nucleic acid sequence encoding the light chain (VL-CL) of the CHIKV-Env-
Fab is set forth in SEQ ID NO:60 and FIG. 58. In FIG. 58, underlining and double underling
mark the BamHI (GGA TCC) and Xhol (CTC GAG) restriction enzyme sites used to clone
the nucleic acid sequence into the pVAX1 vector while bold marks the start (ATG) and stop
(TGA TAA) codons. SEQ ID NO:60 encodes the amino acid sequence set forth in SEQ ID
NO:61 and FIG. 59, i.e., the amino acid sequence of the light chain (VL-CL) of the CHIKV-
Env-Fab.

[00369] To measure the temporal kinetics of CHIKV-Env-Fab generation in vivo, cells
were transfected with pVAX1, CHIKV-H, CHIKV-L, or pCHIKV-Env-Fab. After
transfection, ELISA was used to measure the level of CHIKV-Env-Fab generation over time.
As shown in FIG. 22, cells transfected with pVAX1, CHIKV-H, or CHIKV-L did not
produce antibody that was reactive with the CHIKV Env antigen. In contrast, cells
transfected with pCHIKV-Env-Fab produced antibody (i.e., CHIKV-Env-Fab, also known as
CHIKV-Fab) that was reactive to the CHIKV Env antigen. Accordingly, these data indicated
that delivery of nucleic acid sequences encoding the heavy (VH-CH1) and light (VL-CL) of
the CHIKV-Env-Fab resulted in the generation of a Fab that bound or was reactive to the
CHIKV-Env antigen.

[00370] Additionally, CHIKV-Env-Fab was used in a Western blot of lysates obtained from
cells transfected with pCHIKV-Env, which is a plasmid that encodes the CHIKV-Env
antigen. As shown in the FIG. 23, the CHIKV-Env antigen was detected via the CHIKV-
Env-Fab, indicating that this Fab bound to the antigen.

[00371] To further examine the generation or assembly of CHIKV-Env-Fab in vivo, mice
were administered pCHIKV-Env-Fab (i.e., 12.5 pg CHIKV-H and 12.5 pg CHIKV-L).
Additionally, a second, third, and fourth group of mice were administered 25 pg pVAXI,
CHIKV-H, and CHIKV-L, respectively, and served as controls. Specifically, the plasmids
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were administered to the respective groups of mice on day 0 after obtaining a pre-bleed
sample. Bleeds were taken on day 1, day 2, day 3, day 5, day 7, and day 10 (FIG. 24).
ELISA measurements were performed on these bleeds to determine the levels of antibody
reactive to the CHIKV-Env antigen. As shown in FIG. 25, mice administered pCHIKV-Env-
Fab resulted in the generation of antibody (i.e., CHIKV-Env-Fab) that was reactive to the
CHIKV-Env antigen. Mice administered pVAX1, CHIKV-H or CHIKV-L did not generate
antibodies having significant reactivity with the CHIKV-Env antigen. Accordingly, these
data further demonstrated that upon delivery of nucleic acid sequences encoding the heavy
(VH-CH1) and light (VL-CL) chains of the CHIKV-Env-Fab, this Fab was generated in vivo
(i.e., in the mice) and was reactive to its antigen (i.e., CHIKV-Env), thereby demonstrating
that the Fab was correctly assembled in vivo.

[00372] To determine if the CHIKV-Env-Fab could protect against CHIKV infection,
C57BL/6 mice (2-3 weeks of age; about 20-25 grams in weight) were administered on day 0
pCHIKV-Env-Fab (50 pg) or pVAXI1. 6 hours after administration of pCHIKV-Env-Fab,
cach mouse was inoculated with 7 log 10 PFU in a total volume of 25 pl by an intranasal
route. Each subsequent day, body weight was determined for each mouse and a mouse was
sacrificed if weight loss was more than 30%.

[00373] As shown in FIG. 26, about 75% of the mice administered pCHIKV-Env-Fab
survived CHIKYV infection as of day 14 of study while by day 14, all of mice that were
administered pVAX1 were dead. Additionally, mice administered pCHIKV-Env-Fab were
associated with lower levels of the cytokines TNF-a and IL-6 as compared to the mice
administered pVAX1 (FIGS. 27 and 28). TNF-a and IL-6 levels were measured in sera
obtained from the mice. These surviving mice exhibited no signs of pathology, body weight
loss, and had lower levels of the cytokines TNF-o and IL-6. Accordingly, these data
indicated that the pCHIKV-Env-Fab administration protected the mice from CHIKV
infection and promoted survival of CHIKYV infection. In other words, in vivo generation of

CHIKV-Env-Fab in the mice protected against and promoted survival of CHIKV infection.

Example 15
Anti-Her-2 Fab

[00374] As described above, an Fab (i.e., VH/CH1 and VL/CL) reactive to HIV-1 Env or
CHIKYV Env was assembled or generated in vivo upon delivery of the nucleic acid sequences

encoding the heavy (VH-CH1) and light (VL-CL) chains of the HIV-1Env Fab or CHIKV
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Env-Fab to the cell or mouse. To determine if Fabs reactive to a self antigen (i.e., an antigen
endogenous to the subject being administered the nucleic acid sequences encoding the Fab)
could be generated in vivo upon delivery of encoding nucleic acid sequences to the cell or
subject, constructs were created that encoded the heavy (VH-CHI) and light (VL-CL, kappa
type) chains of an antibody reactive to human epidermal growth factor receptor 2 (Her-2; also
known as Erb2). Each construct included a leader sequence and a kozak sequence (GCC
ACC), which preceded the nucleic acid sequence encoding the VH-CH1 or VL-CL of the
anti-Her-2 Fab as shown in FIGS. 28, 30, and 31. Accordingly, these constructs were
optimized due to the introduction of the leader sequence and kozak sequence, and were
further optimized for codon usage.

[00375] The constructs encoding the VH-CH1 and VL-CL were cloned into the pVAX1
expression vector, namely between the BamHI and Xhol restriction sites and thus, were
placed under the control of the cytomegalovirus (CMV) promoter. In particular, the
constructs encoding the VH-CH1 and VL-CL were cloned into two separate pVAXI1 vectors,
and thus, the resulting two plasmids were required to generate the anti-Her-2 Fab in vivo.
[00376] The nucleic acid sequence encoding the VH-CH1 of the anti-Her-2 Fab is set forth
in SEQ ID NO:40 and FIG. 32. In FIG. 32, underlining and double underling mark the
BamHI (GGA TCC) and Xhol (CTC GAG) restriction enzyme sites, respectively, used to
clone the nucleic acid sequence into the pVAX1 vector while bold marks the start (ATG) and
stop (TGA TAA) codons. SEQ ID NO:40 encodes the amino acid sequence set forth in SEQ
ID NO:41, i.e., the amino acid sequence of the VH-CH1 of the anti-Her-2 Fab (FIGS. 32 and
33).

[00377] The nucleic acid sequence encoding the VL-CL of the anti-Her-2 Fab is set forth in
SEQ ID NO:42 and FIG. 34. In FIG. 34, underlining and double underlining mark the
BamHI (GGA TCC) and Xho (CTC GAG) restriction enzyme sites, respectively, used to
cloned the nucleic acid sequence into the pVAX1vector while bold marks the start (ATG) and
stop (TGA TAA) codons. SEQ ID NO:42 encodes the amino acid sequence set forth in SEQ
ID NO:43, i.c., the amino acid sequence of the VL-CL of the anti-Her-2 Fab (FIGS. 34 and
35).

[00378] To determine whether a mixture of the plasmids encoding the VH-CHI1 and VL-CL
of the anti-Her-2 Fab generated the anti-Her-2 Fab in vivo, 293T cells were transfected with a
mixture of the plasmids encoding the heavy (VH-CH1) and light (VL and CL) of anti-Her-2
Fab or pVAXI1. After transfection, total [gG concentration was measured as shown in FIG.

36. In FIG. 36, error bars represented the standard deviation. These data indicated that the
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anti-Her-2 Fab was generated in vivo upon introduction of the two plasmids, each encoding

the VH-CH1 or VL-CL of anti-Her-2 Fab.

Example 16
Anti-Dengue Virus Human IgG

[00379] A single plasmid system was created to generate an anti-Dengue virus (DENV)
human IgG antibody in vivo. Specifically, a construct was generated as shown in the
schematic of FIG. 37. Specifically, a leader sequence was placed upstream of the nucleic
acid sequence encoding the IgG heavy chain (i.e., variable heavy region (VH), constant
heavy region 1 (CH1), hinge region, constant heavy region 2 (CH2), and constant heavy
region 3 (CH3)). In turn, a sequence encoding a protease cleavage site was placed
downstream of the nucleic acid sequence encoding the IgG heavy chain. A nucleic acid
sequence encoding the IgG light chain (i.e., variable light region (VL) and constant light
region (CL)) was located after the sequence encoding the protease cleavage site (i.e., furin
cleavage site). The signal peptides encoded by this construct were cognate signal peptides,
thereby providing proper secretion of the antibody upon expression. Additionally, upon
expression a single transcript is translated into a single polypeptide, which is then processed
by the protease into the polypeptides corresponding to the heavy and light chains of the anti-
DENYV human IgG. These heavy and light chain polypeptides then assemble into a functional
anti-DENV human IgG, i.e., an antibody that binds its cognate antigen.

[00380] This construct was cloned into the expression vector pVAX1 (namely the BamHI
and Xhol sites), thereby placing it under the control of a promoter. This construct encoding
the anti-Dengue virus human IgG has the nucleic acid sequence set forth in SEQ ID NO:44
(FIG. 38), which has been optimized for expression. In FIG. 38, underlining and double
underlining mark the BamH1 (GGA TCC) and Xhol (CTC GAG) restriction enzyme sites
used to clone the construct into the pVAX 1 vector while bolds marks the start (ATG) and
stop (TGA TAA) codons. Optimization included inclusion of a kozak sequence (GCC ACC)
and codon optimization. SEQ ID NO:44 encodes the amino acid sequence set forth in SEQ
ID NO:45 and FIG. 39, i.e., the amino acid sequence of the anti-DENV human IgG before
cleavage by the protease to separate the heavy and light chains into two separate
polypeptides.

[00381] The plasmid containing the nucleic acid sequence encoding the anti-Dengue virus

human IgG was administered to mice to determine if the anti-Dengue virus human IgG was
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generated in vivo (i.e., in the mice). After administration of the plasmid, sera were obtained
from the mice and analyzed via ELISA to determine whether the sera contained antibody that
was reactive to the Dengue E protein from four Dengue virus serotypes, namely DENV-1,
DENV-2, DENV-3, and DENV-4. As shown in FIG. 40, sera from mice administered the
plasmid containing the nucleic acid sequence encoding the anti-DENV human IgG was
reactive to the DENV E protein from serotypes DENV-1, -2, -3, and -4. An isotypic antibody
was used as a positive control. Accordingly, these data indicated that upon introduction of
the plasmid into mice, the nucleic acid sequence encoding the anti-DENV human IgG was
transcribed and translated into a polypeptide that was processed to yield polypeptides
containing the heavy and light chains of the anti-DENV human IgG. These polypeptides
assembled into the anti-DENV human IgG, thereby providing a functional antibody that
bound or was reactive to the DENV E protein.

To further examine the generation of anti-DENV human IgG in vivo by administration of a
single plasmid, mice were administered via injection the plasmid containing the nucleic acid
sequence encoding the anti-DENV human IgG. Specifically, mice were administered 50 pg
or 100 pg of the plasmid and 5 mice were in each group. On day 3 and day 6 post-injection,
the mice were examined for seroconversion. As shown in FIG. 41, mice from both groups
were seropositive for anti-DENV IgG antibodies. In particular, the mice administered 50 pg
of the plasmid had about 110 ng/mL of human IgG and the mice administered 100 pg of the
plasmid had about 170 ng/mL of human IgG. Accordingly, these data further demonstrated
the generation of anti-DENV human IgG in vivo after administration of a plasmid encoding
the same. These data also demonstrated that anti-DENV human IgG antibody production
occurred in less than 1 week, thereby allowing for rapid production of anti-DENV human
1gG.

[00382] Tt is understood that the foregoing detailed description and accompanying
examples are merely illustrative and are not to be taken as limitations upon the scope of the
invention, which is defined solely by the appended claims and their equivalents.

[00383] Various changes and modifications to the disclosed embodiments will be apparent
to those skilled in the art. Such changes and modifications, including without limitation those
relating to the chemical structures, substituents, derivatives, intermediates, syntheses,
compositions, formulations, or methods of use of the invention, may be made without

departing from the spirit and scope thereof.
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CLAIMS

What is claimed is:

L. A method of generating a synthetic antibody in a subject, the method
comprising administering to the subject a composition comprising a recombinant nucleic acid
sequence encoding an antibody or fragment thereof, wherein the recombinant nucleic acid
sequence is expressed in the subject to generate the synthetic antibody.

2. The method of claim 1, wherein the antibody comprises a heavy chain
polypeptide, or fragment thereof, and a light chain polypeptide, or fragment thereof.

3. The method of claim 2, wherein the heavy chain polypeptide, or fragment
thereof, is encoded by a first nucleic acid sequence and the light chain polypeptide, or
fragment thereof, is encoded by a second nucleic acid sequence.

4, The method of claim 3, wherein the recombinant nucleic acid sequence
comprises the first nucleic acid sequence and the second nucleic acid sequence.

5. The method of claim 4, wherein the recombinant nucleic acid sequence further
comprises a promoter for expressing the first nucleic acid sequence and the second nucleic

acid sequence as a single transcript in the subject.

6. The method of claim 5, wherein the promoter is a cytomegalovirus (CMV)
promoter.
7. The method of claim 5, wherein the recombinant nucleic acid sequence further

comprises a third nucleic acid sequence encoding a protease cleavage site, wherein the third
nucleic acid sequence is located between the first nucleic acid sequence and second nucleic
acid sequence.

8. The method of claim 7, wherein the protease of the subject recognizes and
cleaves the protease cleavage site.

9. The method of claim 8, wherein the recombinant nucleic acid sequence is
expressed in the subject to generate an antibody polypeptide sequence, wherein the antibody
polypeptide sequence comprises the heavy chain polypeptide, or fragment thereof, the
protease cleavage site, and the light chain polypeptide, or fragment thereof, wherein the
protease produced by the subject recognizes and cleaves the protease cleavage site of the
antibody polypeptide sequence thereby generating a cleaved heavy chain polypeptide and a
cleaved light chain polypeptide, wherein the synthetic antibody is generated by the cleaved
heavy chain polypeptide and the cleaved light chain polypeptide.
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10. The method of claim 4, wherein the recombinant nucleic acid sequence
comprises a first promoter for expressing the first nucleic acid sequence as a first transcript
and a second promoter for expressing the second nucleic acid sequence as a second transcript,
wherein the first transcript is translated to a first polypeptide and the second transcript is
translated into a second polypeptide, wherein the synthetic antibody is generated by the first
and second polypeptide.

11.  The method of claim 10, wherein the first promoter and the second promoter
are the same.

12. The method of claim 11, wherein the promoter is a cytomegalovirus (CMV)
promoter.

13. The method of claim 2, wherein the heavy chain polypeptide comprises a
variable heavy region and a constant heavy region 1.

14. The method of claim 2, wherein the heavy chain polypeptide comprises a
variable heavy region, a constant heavy region 1, a hinge region, a constant heavy region 2
and a constant heavy region 3.

15. The method of claim 2, wherein the light chain polypeptide comprises a
variable light region and a constant light region.

16. The method of claim 1, wherein the recombinant nucleic acid sequence further
comprises a Kozak sequence.

17.  The method of claim 1, wherein the recombinant nucleic acid sequence further
comprises an immunoglobulin (Ig) signal peptide.

18.  The method of claim 17, wherein the Ig signal peptide comprises an IgE or
IgG signal peptide.

19. The method of claim 1, wherein the recombinant nucleic acid sequence
comprises a nucleic acid sequence encoding at least one amino acid sequence of SEQ ID
NOs:1, 2, 5,41, 43, 45, 46,47, 48, 49, 51, 53, 55, 57, 59, and 61.

20.  The method of claim 1, wherein the recombinant nucleic acid sequence
comprises at least one nucleic acid sequence of SEQ ID NOs:3, 4, 6, 7, 40, 42, 44, 50, 52, 54,
56, 58, 60, 62 and 63.

21. A method of generating a synthetic antibody in a subject, the method
comprising administering to the subject a composition comprising a first recombinant nucleic
acid sequence encoding a heavy chain polypeptide, or fragment thereof, and a second
recombinant nucleic acid sequence encoding a light chain polypeptide, or fragment thereof,

wherein the first recombinant nucleic acid sequence is expressed in the subject to generate a
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first polypeptide and the second recombinant nucleic acid is expressed in the subject to
generate a second polypeptide, wherein the synthetic antibody is generated by the first and
second polypeptides.

22.  The method of claim 21, wherein the first recombinant nucleic acid sequence
further comprises a first promoter for expressing the first polypeptide in the subject and
wherein the second recombinant nucleic acid sequence further comprises a second promoter
for expressing the second polypeptide in the subject.

23. The method of claim 22, wherein the first promoter and second promoter are
the same.

24, The method of claim 23, wherein the promoter is a cytomegalovirus (CMV)
promoter.

25. The method of claim 21, wherein the heavy chain polypeptide comprises a
variable heavy region and a constant heavy region 1.

26. The method of claim 21, wherein the heavy chain polypeptide comprises a
variable heavy region, a constant heavy region 1, a hinge region, a constant heavy region 2
and a constant heavy region 3.

27.  The method of claim 21, wherein the light chain polypeptide comprises a
variable light region and a constant light region.

28. The method of claim 21, wherein the first recombinant nucleic acid sequence
and the second recombinant nucleic acid sequence further comprise a Kozak sequence.

29. The method of claim 21, wherein the first recombinant nucleic acid sequence
and the second recombinant nucleic acid sequence further comprise an immunoglobulin (Ig)
signal peptide.

30. The method of claim 29, wherein the Ig signal peptide comprises an IgE or
IgG signal peptide.

31. A method of preventing or treating a disease in a subject, the method
comprising generating a synthetic antibody in a subject according to the method of claim 1 or
21.

32. The method of claim 31, wherein the synthetic antibody is specific for a
foreign antigen.

33. The method of claim 32, wherein the foreign antigen is derived from a virus.

34.  The method of claim 33, wherein the virus is Human immunodeficiency virus
(HIV), Chikungunya virus (CHIKV) or Dengue virus.

35. The method of claim 34, wherein the virus is HIV.
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36.  The method of claim 35, wherein the recombinant nucleic acid sequence
comprises a nucleic acid sequence encoding at least one amino acid sequence of SEQ ID
NOs:1, 2, 5, 46, 47, 48, 49, 51, 53, 55, and 57.

37.  The method of claim 35, wherein the recombinant nucleic acid sequence
comprises at least one nucleic acid sequence of SEQ ID NOs:3, 4, 6, 7, 50, 52, 55, 56, 62, 63
and 64.

38. The method of claim 34, wherein the virus is CHIKV.

39.  The method of claim 38, wherein the recombinant nucleic acid sequence
comprises a nucleic acid sequence encoding at least one amino acid sequence of SEQ ID
NOs:59 and 61.

40.  The method of claim 38, wherein the recombinant nucleic acid sequence
comprises at least one nucleic acid sequence of SEQ ID NOs:58 and 60.

41. The method of claim 34, wherein the virus is Dengue virus.

42, The method of claim 41, wherein the recombinant nucleic acid sequence
comprises a nucleic acid sequence encoding at least one amino acid sequence of SEQ ID
NO:45.

43.  The method of claim 41, wherein the recombinant nucleic acid sequence
comprises at least one nucleic acid sequence of SEQ ID NO:44.

44. The method of claim 31, wherein the synthetic antibody is specific for a self-
antigen.

45. The method of claim 44, wherein the self-antigen is Her2.

46.  The method of claim 45, wherein the recombinant nucleic acid sequence
comprises a nucleic acid sequence encoding at least one amino acid sequence of SEQ ID
NOs:41 and 43.

47.  The method of claim 45, wherein the recombinant nucleic acid sequence
comprises at least one nucleic acid sequence of SEQ ID NOs:40 and 42.

48. A product produced by any one of the methods of claims 1-47.

49.  The product of claim 48, wherein the product is single DNA plasmid capable
of expressing a functional antibody.

50.  The product of claim 48, wherein the product is comprised of two distinct
DNA plasmids capable of expressing components of a functional antibody that combine in
vivo to form a functional antibody.

51. A method of treating a subject from infection by a pathogen, comprising:
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administering a nucleotide sequence encoding a synthetic antibody specific for
the pathogen.
52. The method of claim 51, further comprising:

administering an antigen of the pathogen to generate an immune response in
the subject.
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Optimized Nucleic Acid Sequence Encoding IgG Heavy Chain
GGATCCGCCACCATGGAAACCGACACTCTGCTGCTGTGGGTGCTGCTGCTGTGGGTGCCCGGCTCAACAGGCGACGGL
GCTCAGGTCCAGCTGGTCCAGTCTGGAGCTGTGATCAAGACCCCTGGCAGCTCCGTCAAAATTTCTTGCAGAGCAAGTG
GCTACAACTTCCGGGACTATAGCATCCACTGGGTGCGGCTGATTCCTGATAAGGGATTTGAGTGGATCGGCTGGATCAA
GCCACTGTGGGGCGCTGTGTCCTACGCAAGGCAGCTGCAGGGGCGCGTCTCCATGACACGACAGCTGTCTCAGGACCC
AGACGATCCCGATTGGGGGGTGGCCTACATGGAGTTCAGTGGACTGACTCCCGCAGACACCGCCGAATATTTTTGCGTG
CGGAGAGGCTCCTGCGACTACTGTGGGGATTTCCCATGGCAGTATTGGTGTCAGGGAACTGTGGTCGTGGTCTCTAGTG
CATCAACCAAGGGCCCCAGCGTGTTTCCTCTGGCCCCATCAAGCAAAAGTACATCAGGAGGAACTGCAGCTCTGGGAT
GTCTGGTGAAGGATTACTTCCCCGAGCCTGTGACCGTCAGCTGGAACTCCGGAGCACTGACCTCCGGAGTGCACACATT
TCCCGCTGTCCTGCAGTCCTCTGGGCTGTACTCTCTGAGTTCAGTGGTCACAGTGCCTAGCTCCTCTCTGGGCACCCAGA
CATATATCTGCAACGTCAATCATAAGCCAAGTAATACTAAAGTGGACAAGAAAGTCGAACCCAAATCATGTTACCCCT
ATGACGTGCCTGATTATGCTTGATAACTCGAG (SEQ ID NO:6)

FIG. 1
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Optimized Nucleic Acid Sequence Encoding IgG Light Chain
GGATCCGCCACCATGGAGACTGATACACTGCTGCTGTGGGTGCTGCTGCTGTGGGTGCCTGGCTCAACCGGCGACGGG
GCTCAGGTCCAGATTGTGCTGACCCAGAGCCCTGGCATCCTGTCACTGAGCCCAGGAGAGACCGCAACACTGTTCTGCA
AGGCCTCCCAGGGCGGGAACGCTATGACATGGTACCAGAAACGGAGAGGACAGGTGCCCCGACTGCTGATCTATGACA
CTTCAAGGCGAGCAAGCGGAGTGCCTGATCGATTTGTCGGCAGCGGCTCTGGGACAGACTICTTTCTGACTATTAATAA
GCTGGACAGAGAGGATTTCGCTGTGTACTATTGCCAGCAGTTTGAATTCTTTGGACTGGGCAGCGAGCTGGAAGTGCAC
AGGACCGTCGCCGCTCCAAGTGTGTTCATTTTTICCCCCTAGCGATGAGCAGCTGAAATCCGGGACAGCCTCTGTGGTCT
GTCTGCTGAACAATTTCTACCCCCGCGAAGCAAAGGTGCAGTGGAAAGTCGACAACGCCCTGCAGAGTGGCAATTCAC
AGGAGAGCGTGACCGAACAGGACTCCAAGGATTCTACATATAGTCTGAGCTCCACTCTGACCCTGTCTAAAGCTGATTA
CGAGAAGCACAAAGTGTATGCATGCGAAGTCACTCATCAGGGCCTGTCTAGTCCTGTGACCAAGAGCTTTAACCGAGG
GGAGTGTTACCCATATGACGTCCCCGATTACGCCTGATAACTCGAG (SEQ IDNO:T)

FIG.2
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Nucleic Acid Sequence Encoding the Heavy Chain (VH-CH1) of HIV-1 Env Fab
AAGCTTGCCGCCACCATGGAGACTGATACACTGCTGCTGTGGGTGCTGCTGCTGTGG
GTGCCAGGGTCAACCGGAGATGGGGCTCAGGTCCAGCTGGTCCAGAGCGGCGGACA
GATGAAGAAACCCGGCGAGAGCATGAGGATCTCCTGCAGAGCATCTGGATACGAGT
TCATCGACTGTACCCTGAACTGGATTAGGCTGGCTCCTGGAAAGAGACCAGAGTGG
ATGGGGTGGCTGAAACCACGAGGGGGAGCAGTGAATTACGCCCGGCCCCTGCAGGG
ACGAGTGACCATGACCAGGGACGTGTACAGCGATACCGCCTTCCTGGAGCTGCGGT
CCCTGACAGTGGACGATACTGCTGTCTACTTCTGCACACGCGGAAAGAACTGTGACT
ATAATTGGGATTTTGAACACTGGGGCCGGGGAACACCCGTGATCGTCAGCTCCCCCA
GTACTAAGGGACCTTCAGTGTTTCCACTGGCCCCCTCTAGTAAATCCACCTCTGGAG
GGACAGCCGCTCTGGGATGCCTGGTGAAAGATTATTTCCCCGAACCTGTGACCGTCA
GTTGGAACTCAGGGGCTCTGACTTCTGGCGTGCACACCTTTCCTGCAGTCCTGCAGT
CAAGCGGGCTGTACAGTCTGTCCTCTGTGGTCACTGTGCCTAGTTCAAGCCTGGGCA
CTCAGACCTATATTTGTAACGTGAATCATAAGCCATCCAATACAAAAGTGGACAAA
AAAGCCGAACCCAAATCCTGTTACCCTTATGATGTGCCCGACTACGCCTGACTCGAG
(SEQ ID NO:3)

FIG. 9

Light Chain (VL-CL) of HIV-1 Env Fab
AAGCTTGCCGCCACCATGGAAACCGATACACTGCTGCTGTGGGTGCTGCTGCTGTGG
GTGCCAGGAAGTACCGGGGATGGGGCTCAGGTCCAGATTGTGCTGACTCAGTCCCCT
GGGACCCTGTCTCTGAGTCCAGGCGAGACAGCTATCATTTCATGCCGAACTAGCCAG
TACGGCAGCCTGGCTTGGTATCAGCAGCGACCAGGACAGGCACCACGACTGGTCAT
CTACTCAGGCAGCACAAGGGCCGCTGGCATCCCCGACAGGTTCTCCGGCAGCAGGT
GGGGGCCTGATTACAACCTGACTATCTCTAATCTGGAGAGTGGGGACTTTGGCGTGT
ACTATTGCCAGCAGTATGAGTTCTTCGGCCAGGGAACTAAGGTGCAGGTGGACATC
AAAAGAACCGTGGCAGCCCCATCCGTCTTCATTTTTCCCCCTTCTGATGAGCAGCTG
AAGTCAGGCACCGCCAGCGTGGTCTGTCTGCTGAACAATTTCTACCCCCGGGAAGCC
AAGGTGCAGTGGAAAGTGGACAACGCTCTGCAGAGTGGAAATTCACAGGAGAGCGT
GACCGAACAGGACTCCAAGGATTCTACATATAGTCTGAGCAGCACCCTGACCCTGA
GTAAAGCAGATTACGAGAAGCACAAAGTGTATGCCTGTGAAGTCACACATCAGGGC
CTGAGGAGCCCCGTGACTAAAAGTTTCAACCGAGGAGAGTGCTACCCTTATGATGTG
CCCGACTACGCCTAACTCGAG (SEQ ID NO:4)
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VRCO1 IgG
MDWTWILFLVAAATRVHSQVQLVQSGGQMKKPGESMRISCRASGYEFIDCTLNWIRLA
PGKRPEWMGWLKPRGGAVNY ARPLQGRVTMTRDVYSDTAFLELRSLTVDDTAVYFCT
RGKNCDYNWDFEHWGRGTPVIVSSPSTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPE
PVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVD
KKAEPKSCEPKSCDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVS
HEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKV
SNKALPAPIEKTISKAKGQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWES
NGQPENNYKTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSL
SLSPGKRGRKRRSGSGATNFSLLKQAGDVEENPGPMDWTWILFLVAAATRVHSEIVLTQ
SPGTLSLSPGETATISCRTSQYGSLAWYQQRPGQAPRLVIYSGSTRAAGIPDRFSGSRWGP
DYNLTISNLESGDFGVYYCQQYEFFGQGTKVQVDIKRTVAAPSVFIFPPSDEQLKSGTAS
VVCLLNNFYPREAKVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKH
KVYACEVTHQGLRSPVTKSFNRGEC (SEQ ID NO:5)
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Amino Acid Sequence of HIV-1 Env-PG9 Ig (before protease cleavage)
MDWTWRILFLVAAATGTHAEFGLSWVFLVAFLRGVQCQRLVESGGGVVQPGSSLRLSC
AASGFDFSRQGMHWVRQAPGQGLEWVAFIKYDGSEKYHADSVWGRLSISRDNSKDTL
YLQMNSLRVEDTATYFCVREAGGPDYRNGYNYYDFYDGYYNYHYMDVWGKGTTVT
VSSASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVL
QSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKRVEPKSCDKTHTCPPCPAPEL
LGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPRE
EQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKGQPREPQVYTLP
PSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDGSFFLYSKLTV
DKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGKRGRKRRSGSGATNFSLLKQAGD
VEENPGPMAWTPLFLFLLTCCPGGSNSQSALTQPASVSGSPGQSITISCNGTSNDVGGYE
SVSWYQQHPGKAPKVVIYDVSKRPSGVSNRFSGSKSGNTASLTISGLQAEDEGDYYCKS
LTSTRRRVFGTGTKLTVLGQPKAAPSVTLFPPSSEELQANKATLVCLISDFYPGAVTVAW
KADSSPVKAGVETTTPSKQSNNKYAASSYLSLTPEQWKSHKSYSCQVTHEGSTVEKTV
APTECS (SEQ ID NO:2)

FIG. 18

Amino Acid Sequence of HIV-1 Env-4E10 Ig (before protease cleavage)
MDWTWRILFLVAAATGTHAQVQLVQSGAEVKRPGSSVTVSCKASGGSFSTYALSWVR
QAPGRGLEWMGGVIPLLTITNYAPRFQGRITITADRSTSTAYLELNSLRPEDTAVYYCAR
EGTTGWGWLGKPIGAFAHWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTAALGCLV
KDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKP
SNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMISRTPEVTCVVVDV
SHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCK
VSNKALPAPIEKTISKAKGQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWE
SNGQPENNYKTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKS
LSLSPGKRGRKRRSGSGATNFSLLKQAGDVEENPGPMVLQTQVFISLLLWISGAYGEIVL
TQSPGTQSLSPGERATLSCRASQSVGNNKLAWYQQRPGQAPRLLIYGASSRPSGVADRF
SGSGSGTDFTLTISRLEPEDFAVYYCQQYGQSLSTFGQGTKVEKRTVAAPSVFIFPPSDEQ
LKSGTASVVCLLNNFYPREAKVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSK
ADYEKHKVYACEVTHQGLSSPVTKSFNRGE (SEQ ID NO:1)
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Nucleic Acid Sequence Encoding the VH-CHI of anti-Her-2 Fab
GGATCCGCCACCATGGACTGGACATGGATTCTGTTTCTGGTCGCCGCCGCTACAAGAGTGCATTCCGAAGTGCAGCTGG
TCGAGAGTGGAGGGGGACTGGTGCAGCCCGGCGGATCTCTGCGACTGAGTTGCGCCGCTTCAGGCTTCACCTTTACAGA
CTACACCATGGATTGGGTGAGACAGGCACCTGGCAAGGGACTGGAGTGGGTGGCTGATGTCAACCCAAATAGTGGGGG
CTCAATCTACAACCAGAGGTTCAAGGGCAGGTTCACCCTGAGCGTGGACAGGTCCAAAAACACTCTGTATCTGCAGAT
GAATTCTCTGCGGGCTGAAGATACCGCAGTCTACTATTGCGCCCGCAATCTGGGCCCAAGCTTCTACTTTGACTATTGG
(GGCAGGGCACACTGGTGACTGTCAGCTCCGCTTCTACAAAGGGACCAAGCGTGTTCCCACTGGCACCCTCTAGTAAAT
CCACCTCTGGAGGGACAGCAGCCCTGGGCTGTCTGGTGAAAGACTATTTCCCCGAGCCTGTGACTGTCAGCTGGAACTC
CGGAGCACTGACTAGCGGAGTGCACACCTTTCCAGCCGTCCTGCAGTCAAGCGGCCTGTACTCCCTGTCCTCTGTGGTC
ACAGTGCCTAGTTCAAGCCTGGGAACTCAGACCTATATTTGTAATGTGAACCATAAACCAAGCAATACAAAGGTGGAC
AAGAAGGTGGAACCAAAATCCTGCTGATAACTCGAG (SEQ IDNO:A0)

FIG. 32

Amino Acid Sequence of the VH-CHI of anti-Her-2 Fab
MDWTWILFLVAAATRVHSEVQLVESGGGLVQPGGSLRLSCAASGETFTDY TMDWVRQAPGKGLEWVADVNPNSGGSIYN
QRFKGRFTLSVDRSKNTLYLQMNSLRAEDTAVYYCARNLGPSFYFDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTA
ALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKVEPKSC
(SEQIDNO4I)
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Nucleic Acid Sequence Encoding the VL-CL of anti-Her-2 Fab
GGATCCGCCACCATGGATTGGACTTGGATTCTGTTCCTGGTCGCCGCCGCTACCCGCGTGCATTCCGATATTCAGATGA
CTCAGAGCCCCTCCTCACTGTCAGCCAGCGTGGGCGACCGAGTCACCATCACATGCAAAGCTTCTCAGGATGTGAGTAT
TGGGGTCGCATGGTACCAGCAGAAGCCAGGCAAAGCACCCAAGCTGCTGATCTATTCCGCCTCTTACAGGTATACAGG
AGTGCCCAGCAGATTCAGTGGCTCAGGAAGCGGGACTGACTTTACTCTGACCATCAGCTCCCTGCAGCCTGAGGATTTC
GCTACCTACTATTGCCAGCAGTACTATATCTACCCATATACCTTTGGCCAGGGAACAAAAGTGGAGATCAAGCGGACCG
TGGCCGCTCCCTCCGTCTTCATTTTICCCCCTTCTGACGAACAGCTGAAGAGCGGAACAGCAAGCGTGGTCTGTCTGCT
GAACAATTTCTACCCTCGCGAGGCCAAAGTGCAGTGGAAGGTCGATAACGCTCTGCAGTCCGGGAATTCTCAGGAGAG
TGTGACTGAACAGGACTCAAAAGATAGCACCTATTCCCTGTCTAGTACACTGACTCTGAGCAAGGCAGACTACGAAAA
GCACAAAGTGTATGCCTGTGAGGTCACCCACCAGGGGCTGTCAAGTCCCGTCACCAAGTCCTTCAATAGAGGCGAATG
CTGATAACTCGAG (SEQ IDNO:42)

FIG. 34

Amino Acid Sequence of the VL-CL of anti-Her-1 Fab
MDWTWILFLVAAATRVHSDIQMTQSPSSLSASVGDRVTITCKASQDVSIGYAWYQQKPGKAPKLLIYSASYRYTGVPSRESG
SGSGTDFTLTISSLQPEDFATYYCQQYYIYPYTFGQGTKVEIKRTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKVQW
KVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLSSPYTKSFNRGEC (SEQ IDNO:43)
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Nucleic Acid Sequence Encoding anti-DENV Human IgG
GGATCCGCCACCATGGACTGGACTTGGAGGATTCTGTTTCTGGTCGCCGCCGCTACTGGGACTCACGCTCAGGCACATC
TGGTCGAATCTGGAGGAGGAGTGGTCCAGCCTGGCCGATCCCTGCGACTGTCTTGCGCAGCTAGCGCCTTCAACTTCAG
CACAAACGCAATGCACTGGGTGCGACAGGCACCAGGCAAGGGACTGGAGTGGGTCGCTGTGATCTCATACGACGGAA
GCCATAAGTACTATGCAGATTCTGTGAAAGGCCGGTTCACCATTTCCAGGGACAATTCTAAGAACACCCTGTATCTGCA
GATGAATAGCCTGCGCGCAGCCGATACCGCAGTGTACTATTGCGCAACTGTCGGCGTGCTGACCTGGCCAGTGAACGC
CGAATACTTTCACCATTGGGGACAGGGCAGTCTGGTCTCAGTGAGCTCCGCAAGTACTAAGGGACCATCAGTGTTCCCA
CTGGCACCCTCTAGTAAATCTACTAGTGGCGGGACCGCTGCACTGGGATGTCTGGTGAAGGACTATTTCCCCGAGCCTG
TCACCGTGAGCTGGAATTCCGGAGCCCTGACAAGCGGCGTCCACACTTTTCCCGCTGTGCTGCAGTCAAGCGGACTGTA
CTCCCTGTCCTCTGTGGTCACTGTGCCTAGTTCAAGCCTGGGCACTCAGACCTATATCTGCAATGTGAACCACAAGCCCT
CTAACACCAAAGTCGACAAGAAAGTGGAACCTAAGAGCTGTGATAAAACACATACTTGCCCACCTTGTCCAGCACCAG
AGCTGCTGGGAGGACCAAGCGTGTTCCTGTTTCCACCCAAGCCTAAAGACACACTGATGATTAGCCGGACACCTGAAG
TCACTTGCGTGGTCGTGGACGTGTCCCACGAGGACCCCGAAGTCAAGTTTAATTGGTACGTGGATGGCGTCGAGGTGCA
TAACGCCAAGACCAAACCCCGGGAGGAACAGTACAATAGCACATATAGAGTCGTGTCCGTCCTGACTGTGCTGCATCA
GGATTGGCTGAATGGGAAGGAGTATAAGTGCAAAGTGTCTAACAAGGCTCTGCCTGCACCAATCGAGAAAACCATTAG
CAAGGCTAAAGGCCAGCCTAGGGAACCACAGGTGTACACACTGCCTCCAAGTCGCGACGAGCTGACCAAGAATCAGGT
CTCCCTGACATGTCTGGTGAAAGGCTTCTATCCATCAGATATCGCCGTGGAGTGGGAAAGCAACGGGCAGCCCGAAAA
CAATTACAAGACCACACCCCCTGTGCTGGACTCTGATGGCAGTTTCTTTCTGTATTCTAAGCTGACCGTGGACAAAAGT
AGATGGCAGCAGGGGAATGTCTTTTCATGTAGCGTGATGCACGAGGCCCTGCACAACCATTACACACAGAAGTCCCTG
TCTCTGAGTCCCGGAAAGAGGGGCCGCAAACGGAGATCAGGGAGCGGAGCTACTAATTTCAGCCTGCTGAAACAGGCA
GGGGATGTGGAGGAAAACCCCGGACCTATGGCTTGGACCCCACTGTTCCTGTTTCTGCTGACATGCTGTCCCGGGGGCA
GCAATTCTCAGAGTGTCCTGACACAGCCACCATCAGTGAGCGGAGCACCAGGACAGAGGGTGACCATCTCCTGCACAG
GCAGCAGCAGCAACATTGGCGCCGGGTACGACGTGCATTGGTATCAGCAGCTGCCCGGCACCGCTCCTAAGCTGCTGA
TCTGTGGCAACAATAACCGCCCATCTGGGGTGCCCGATCGATTCTCCGGCTCTAAAAGTGGGACTTCAGCCAGCCTGGC
TATTACCGGCCTGCAGGCCGAGGACGAAGCTGATTACTATTGCCAGAGCTACGACTCAAGCCTGACCGGAGTCGTGITC
GGAGGAGGAACCAAGCTGACAGTCCTGGGACAGCCTAAAGCCGCTCCAAGCGTGACACTGTTTCCTCCATCCTCTGAG
GAACTGCAGGCAAACAAGGCCACCCTGGTGTGCCTGATTTCCGACTTCTACCCCGGGGCAGTCACTGTGGCTTGGAAG
GCAGATAGTTCACCTGTCAAAGCCGGAGTGGAGACTACCACACCATCAAAGCAGAGCAATAACAAATACGCAGCCAG
CTCCTATCTGTCCCTGACCCCTGAGCAGTGGAAGTCTCACAAATCCTATTCTTGCCAGGTCACTCACGAAGGAAGCACT
GTGGAGAAAACTGTCGCACCAACCGAATGTAGTTGATAACTCGAG (SEQ 1D NO:44)
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Amino Acid Sequence of anti-DENV Human IgG (before protease cleavage to separate heavy and light chain polypeptides)
MDWTWRILFLVAAATGTHAQAHLVESGGGVVQPGRSLRLSCAASAFNFSTNAMHWVRQAPGKGLEWVAVISYDGSHKYY
ADSVKGRFTISRDNSKNTLYLQMNSLRAADTAVYYCATVGVLTWPYNAEYFHHWGQGSLVSVSSASTKGPSVEPLAPSSKS
TSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKVE
PKSCDKTHTCPPCPAPELLGGPSVFLEPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKENWYVDGVEVHNAKTKPREEQYNS
TYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVE
WESNGQPENNYKTTPPVLDSDGSFFLY SKLTVDKSR WQQGNVESCSVMHEALHNHYTQKSLSLSPGKRGRKRRSGSGATNF
SLLKQAGDVEENPGPMAWTPLFLFLLTCCPGGSNSQSVLTQPPSVSGAPGQRVTISCTGSSSNIGAGYDVHWYQQLPGTAPK
LLICGNNNRPSGVPDRFSGSKSGTSASLAITGLQAEDEADYYCQSYDSSLTGVVFGGGTKLTVLGQPKAAPSVTLFPPSSEEL
QANKATLVCLISDFYPGAVTVAWKADSSPVKAGVETTTPSKQSNNKYAASSYLSLTPEQWKSHKSYSCQVTHEGSTVEKTV
APTECS (SEQ IDNO:45)
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IsG Heavy Chain

METDTLLLWVLLLWVPGSTGDGAQVQLVQSGAVIKTPGSSVKISCRASGYNFRDY SIHWVRLIPDKGFEWIGWIKPLWGAV
SYARQLQGRVSMTRQLSQDPDDPDWGVAYMEFSGLTPADTAEYFCVRRGSCDY CGDFPWQYWCQGTVVVVSSASTKGPS
VFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPS
NTKVDKKVEPKSCYPYDVPDYA (SEQ ID NO:46)

FIG. 42

IG Light Chain
METDTLLLWVLLLWVPGSTGDGAQVQIVLTQSPGILSLSPGETATLFCKASQGGNAMTWYQKRRGQVPRLLIYDTSRRASG
VPDREVGSGSGTDEFLTINKLDREDFAVYYCQQFEFFGLGSELEVHRTVAAPSVFIFPPSDEQLKSGTASVVCLLNNEYPREA
KVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLSSPYTKSFNRGECYPYDVPDYA
(SEQIDNO:47)
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Amino Acid Sequence of the Heavy Chain (VH-CHI) of HIV-1 Env Fab
METDTLLLWVLLLWVPGSTGDGAQVQLVQSGGQMKKPGESMRISCRASGYEFIDCTLNWIRLAPGKRPEWMGWLKPRGG
AVNYARPLQGRVTMTRDVYSDTAFLELRSLTVDDTAVYFCTRGKNCDYNWDFEHWGRGTPVIVSSPSTKGPSVFPLAPSSK
STSGGTAALGCLVKDYFPEPYTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKA
EPKSCYPYDVPDYA (SEQ IDNO:4§)

FIG, 4

Amino Acid Sequence of the Light Chain (VL-CL) of HIV-1 Env Fab
METDTLLLWVLLLWVPGSTGDGAQVQIVLTQSPGTLSLSPGETAIISCRTSQYGSLAWYQQRPGQAPRLVIYSGSTRAAGIPD
RFSGSRWGPDYNLTISNLESGDFGVYYCQQYEFFGQGTKVQVDIKRTVAAPSVEIFPPSDEQLKSGTASVVCLLNNFYPREAK
VQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLRSPVTKSFNRGECYPYDVPDYA
(SEQIDNO:49)
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Nucleic Acid Sequence Encoding HIV-1 PGY Fab
GGATCCGCCACCATGGCAAGACCCCTGTGCACCCTGCTGCTGCTGATGGCAACCCTGGCCGGAGCCCTGGCACAGAGC
GCCCTGACCCAGCCCGCAAGCGTCTCCGGCTCACCAGGCCAGAGCATCACTATTAGTTGCAACGGGACTAGCAACGAC
GTGGGAGGCTATGAGAGTGTCAGCTGGTACCAGCAGCATCCCGGAAAAGCACCAAAAGTGGTCATCTACGATGTCAGT
AAAAGGCCAAGTGGGGTCTCAAATAGGTTCTCAGGGAGTAAATCTGGGAATACAGCATCTCTGACCATCTCCGGACTG
(GGCGCAGAAGATGAAGGCGACTACTATTGCAAAAGCCTGACCTCAACCAGACGGCGAGTCTTTGGGACAGGCACCAA
GCTGACAGTCCTGACAGTCGCTGCCCCCTCCGTCTTCATTTTTCCACCTTCAGATGAGCAGCTGAAATCTGGCACTGCAT
CTGTGGTCTGCCTGCTGAACAACTTCTATCCACGAGAGGCCAAGGTGCAGTGGAAAGTGGATAACGCACTGCAGTCCG
GCAATAGTCAGGAAAGCGTGACTGAGCAGGATTCCAAGGACAGTACCTATAGCCTGTCCAGTACACTGACCCTGTCCA
AGGCTGACTACGAAAAACATAAGGTGTATGCATGTGAAGTGACTCACCAGGGACTGAGGTCACCAGTCACTAAGTCTT
TTAACAGGGGAGAGTGCGGCGGGGGAGGATCTGGAGGCGGCGGCTCTGGAGGGGGAGGCTCAGGGGGCGGAGGAAG
CGGCGGAGGAGGGTCCGGAGGAGGAGGCAGTCAGAGACTGGTCGAAAGCGGGGGAGGAGTGGTGCAGCCTGGGTCCT
CACTGAGACTGTCATGCGCTGCCAGTGGCTTTGATTTTTCACGACAGGGAATGCATTGGGTCAGGCAGGCACCCGGACA
GGGCCTGGAATGGGTCGCCTTCATTAAGTACGACGGAAGCGAGAAGTACCATGCCGACTCAGTGTGGGGAAGGCTGAG
CATCTCAAGGGACAACTCAAAGGACACCCTGTACCTGCAGATGAATAGCCTGAGAGTGGAAGATACCGCTACTTATTT
CTGCGTGCGAGAGGCCGGAGGGCCAGATTACCGGAACGGGTACAATTACTATGATTTCTACGACGGCTACTACAATTA
CCATTATATGGATGTCTGGGGCAAAGGAACTACAGTCACCGTGAGCTCCGCAAGTACTAAGGGACCTTCCGTGTTTCCT
CTGGCTCCCAGTTCCAAAAGTACATCCGGAGGAACAGCCGCTCTGGGATGTCTGGTCAAGGACTATTTTCCCGAGCCCG
TGACTGTCTCCTGGAACAGCGGGGCTCTGACAAGCGGGGTGCACACCTTTCCTGCCGTGCTGCAGTCCAGTGGGCTGTA
CAGTCTGTCTAGTGTCGTCACTGTGCCAAGCTCAAGTCTGGGGACCCAGACATACATTTGTAATGTGAACCATAAACCC
TCAAACACCAAAGTGGACAAGAAAGTGGAACCTAAAAGCTGATAACTCGAG (SEQ ID NO:30)
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Amino Acid Sequence of HIV-1 PG9 Fab
MARPLCTLLLLMATLAGALAQSALTQPASVSGSPGQSITISCNGTSNDVGGYESVSWYQQHPGKAPKVVIYDVSKRPSGVEN
RFSGSKSGNTASLTISGLGAEDEGDY YCKSLTSTRRRVEGTGTKLTVLTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREA
KVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLRSPVTKSFNRGECGGGGSGGGGS
(GGGSGGGGSGGGGSGOGGSQRLVESGGGY VQPGSSLRLSCAASGFDFSRQGMHWVRQAPGQGLEWVAFIKYDGSEKYH
ADSVWGRLSISRDNSKDTLYLQMNSLRVEDTATYFCVREAGGPDYRNGYNYYDFYDGYYNYHYMDVWGKGTTVTVSSAS
TKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNY
NHKPSNTKVDKKVEPKS (SEQ IDNO:51)
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Nucleic Acid Sequence Encoding HIV-1 4E10 Fab
GGATCCGCCACCATGGCAAGACCTCTGTGCACTCTGCTGCTGCTGATGGCTACTCTGGCCGGGGCTCTGGCTGAGATTG
TCCTGACCCAGTCCCCTGGCACTCAGTCACTGTCCCCCGGCGAGCGCGCAACTCTGTCCTGCAGAGCAAGCCAGTCCGT
CGGGAACAACAAGCTGGCATGGTACCAGCAGCGCCCAGGACAGGCACCCAGGCTGCTGATCTACGGAGCAAGCTCCC
(GGCCTAGCGGAGTCGCTGATAGATTCTCCGGAAGCGGCTCCGGGACCGATTTCACTCTGACCATCTCCAGGCTGGAACC
TGAGGATTTTGCCGTGTATTACTGTCAGCAGTACGGGCAGAGCCTGTCAACTTTCGGCCAGGGAACTAAAGTCGAAAA
GAGAACCGTGGCCGCACCAAGCGTCTTTATTTTTCCCCCTAGCGATGAACAGCTGAAATCCGGGACTGCTTCCGTGGTC
TGCCTGCTGAATAACTTCTATCCAAGAGAGGCAAAGGTGCAGTGGAAAGTGGACAACGCCCTGCAGAGCGGAAACTCA
CAGGAATCTGTGACAGAGCAGGACTCCAAGGATAGCACATACAGTCTGTCCTCAACTCTGACCCTGTCCAAAGCTGAC
TATGAGAAGCATAAAGTCTACGCATGTGAGGTGACCCACCAGGGACTGAGGTCCCCCGTCACTAAGTCCTTCAATAGA
GGCGAGTGCGGOGGGCGGGOGCAGTGGCGGAGGGGGAAGTGGGGGCGRAGGGAGTGGCGGCGGCGGRAGTGGCGGCG
GCGGCTCAGGGGGCGGCGGCTCCCAGGTCCAGCTGGTCCAGAGCGGAGCCGAGGTCAAGAGACCAGGCTCTTCAGTCA
CCGTGAGCTGCAAAGCCAGCGGAGGCTCCTTTAGCACTTACGCCCTGTCATGGGTGCGGCAGGCCCCAGGCCGAGGCC
TGGAGTGGATGGGCGGCGTGATCCCCCTGCTGACCATTACTAACTATGCCCCTAGATTTGGAGGCCGGATCACCATCAC
AGCTGACAGATCCACATCCACAGCTTACCTGGAGCTGAACAGTCTGAGGCCCGAGGACACTGCAGTCTACTACTGTGC
ACGAGAAGGCACCACTGGATGGGGGTGGCTGGGGAAGCCCATCGGGGCTTTTGCACATIGGGGCGGAGGGACACTGGT
GACTGTGAGCTCTGCCAGCACTAAAGGGCCCAGTGTCTTCCCTCTGGCCCCAAGTTCCAAGAGTACATCAGGGGGCACC
GCCGCACTGGGGTGTCTGGTGAAGGATTACTTCCCAGAGCCCGTGACAGTCAGTTGGAACAGCGGCGCTCTGACCAGT
(GGGTGCACACTTTCCCAGCCGTGCTGCAGAGTTCAGGGCTGTACTCCCTGTCCTCAGTGGTGACTGTGCCCTCAAGCA
GTCTGGGGACTCAGACTTACATTTGTAATGTGAACCATAAACCCTCAAATACTAAAGTGGACAAAAAAGTGGAACCAA
AGAGCTGATAACTCGAG (SEQ IDNO:52)
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Amino Acid Sequence of HIV-1 4E10 Fab
MARPLCTLLLLMATLAGALAEIVLTQSPGTQSLSPGERATLSCRASQSVGNNKLAWYQQRPGQAPRLLIYGASSRPSGVADR
FSGSGSGTDFTLTISRLEPEDFAVYYCQQYGQSLSTFGQGTKVEKRTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKV
QWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLRSPVTKSFNRGECGGGGSGGGGSGG
(GSGGGGSGGGGIGGGGSQVQLVQSGAEVKRPGSSVTVSCKASGGSFSTYALSWVRQAPGRGLEWMGGVIPLLTITNYAP
RFGGRITITADRSTSTAYLELNSLRPEDTAVYYCAREGTTGWGWLGKPIGAFAHWGGGTLVTVSSASTKGPSVFPLAPSSKST
SGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKVEP
KS(SEQIDNO:53)

FIG. 49
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Nucleic Acid Sequence Encoding the HIV-1 VRCO1 IgG1 Heavy Chain (VH/CH1/Hinge/CH2/CH3)
GGATCCGCCACCATGGATTGGACATGGATTCTGTTCCTGGTCGCCGCCGCAACTAGAGTGCATTCACAGGTGCAGCTGG
TGCAGTCAGGCGGGCAGATGAAGAAACCCGGCGAGAGTATGCGAATCTCATGCCGGGCTAGCGGGTACGAATTCATCG
ACTGTACCCTGAACTGGATTAGACTGGCACCTGGGAAGAGGCCAGAGTGGATGGGATGGCTGAAACCTAGAGGCGGG
GCAGTGAATTACGCCAGACCACTGCAGGGCAGGGTCACTATGACCCGCGACGTGTATTCTGATACCGCATTCCTGGAG
CTGCGAAGTCTGACAGTCGACGATACTGCCGTGTACTTCTGCACACGGGGCAAGAACTGTGACTATAATTGGGATTTTG
AACACTGGGGCAGGGGGACACCTGTCATTGTGAGCTCCCCAAGTACTAAGGGACCCTCAGTGTTTCCCCTGGCCCCTTC
TAGTAAAAGTACCTCAGGAGGCACAGCCGCTCTGGGATGCCTGGTGAAGGATTACTTCCCTGAGCCAGTCACCGTGAG
TTGGAACTCAGGCGCCCTGACAAGCGGGGTCCATACTTTTCCAGCTGTGCTGCAGTCAAGCGGGCTGTACTCCCTGTCC
TCTGTGGTCACAGTGCCCAGTTCAAGCCTGGGAACACAGACTTATATCTGTAACGTCAATCACAAGCCTAGCAATACTA
AAGTGGACAAGAAAGCCGAGCCTAAGAGCTGCGAACCAAAGTCCTGTGATAAAACCCATACATGCCCTCCCTGTCCAG
CTCCTGAACTGCTGGGCGGCCCATCCGTGTTCCTGTTTCCACCCAAGCCCAAAGACACCCTGATGATTAGCAGGACTCC
TGAGGTCACCTGCGTGGTCGTGGACGTGTCCCACGAGGACCCCGAAGTCAAGTTTAACTGGTACGTGGATGGCGTCGA
AGTGCATAATGCCAAGACAAAACCCCGGGAGGAACAGTACAACTCTACCTATAGAGTCGTGAGTGTCCTGACAGTGCT
GCACCAGGACTGGCTGAACGGGAAGGAGTATAAGTGCAAAGTGTCTAATAAGGCCCTGCCAGCTCCCATCGAGAAAAC
AATTTCCAAGGCAAAAGGCCAGCCAAGGGAACCCCAGGTGTACACTCTGCCTCCATCCCGCGACGAGCTGACTAAGAA
CCAGGTCTCTCTGACCTGTCTGGTGAAAGGATTCTATCCAAGCGATATCGCCGTGGAGTGGGAATCCAATGGCCAGCCC
GAGAACAATTACAAGACCACACCCCCTGTGCTGGACAGCGATGGCTCCTTCTTTCTGTATTCAAAGCTGACCGTGGATA
AAAGCCGCTGGCAGCAGGGGAACGTCTTTAGCTGCTCCGTGATGCACGAAGCTCTGCACAATCATTACACCCAGAAGT
CTCTGAGTCTGTCACCTGGCAAGTGATAACTCGAG (SEQ ID NO:34)
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Amino Acid Sequence of the HIV-1 VRC01 IgG1 Heavy Chain (VH/CHI/CHY/CH3)
MDWTWILFLVAAATRVHSQVQLVQSGGQMKKPGESMRISCRASGYEFIDCTLNWIRLAPGKRPEWMGWLKPRGGAVNYA
RPLQGRVTMTRDVYSDTAFLELRSLTVDDTAVYFCTRGKNCDYNWDFEHWGRGTPVIVSSPSTKGPSVFPLAPSSKSTSGGT
AALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKAEPKSCE
PKSCDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNS
TYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVE
WESNGQPENNYKTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK (SEQ IDNO:55)
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Nucleic Acid Sequence Encoding the HIV-1 VRCO1 IgG Light Chain (VL/CL)
GGATCCGCCACCATGGATTGGACTTGGATTCTGTTCCTGGTGGCAGCCGCTACCAGAGTCCATTCCGAAATTGTGCTGA
CCCAGTCTCCCGGAACACTGTCTCTGAGTCCTGGCGAGACAGCCATCATTTCCTGTAGGACTTCTCAGTACGGGAGTCT
GGCATGGTATCAGCAGCGACCAGGACAGGCTCCTCGACTGGTCATCTACTCAGGAAGCACTCGGGCAGCCGGCATTCC
CGACCGATTCTCCGGGTCTCGGTGGGGACCTGATTACAACCTGACCATCTCAAATCTGGAAAGCGGAGACTTTGGCGTG
TACTATTGCCAGCAGTATGAGTTCTTTGGGCAGGGAACCAAGGTCCAGGTGGACATCAAACGCACAGTCGCTGCACCA
AGCGTGTTCATCTTTCCACCCTCAGATGAACAGCTGAAGTCCGGCACCGCCTCTGTGGTGTGCCTGCTGAACAATTTCTA
CCCCCGGGAGGCAAAGGTCCAGTGGAAAGTGGACAACGCCCTGCAGTCTGGCAATAGTCAGGAGTCAGTGACTGAAC
AGGACAGCAAGGATTCCACCTATTCTCTGTCCTCTACTCTGACCCTGAGCAAAGCTGATTACGAGAAGCACAAAGTGTA
TGCATGTGAGGTCACCCACCAGGGACTGCGGTCACCCGTCACCAAGAGCTTCAATCGCGGAGAGTGTTGATAACTCGA
G (SEQIDNO:36)

FIG, 4

Amino Acid Sequence of the HIV-1 VRCO1 IgG Light Chain (VL/CL)
MDWTWILFLVAAATRVHSEIVLTQSPGTLSLSPGETAISCRTSQYGSLAWYQQRPGQAPRLVIYSGSTRAAGIPDRFSGSRW
GPDYNLTISNLESGDFGVYYCQQYEFFGQGTKVQVDIKRTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKVQWKVD
NALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLRSPVTKSENRGEC (SEQ D NO:57)
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Nucleic Acid Sequence Encoding the Heavy Chain (VH-CHI) of the CHIKV-Env-Fah
GGATCCGCCACCATGGATTGGACATGGAGGATTCTGTTTCTGGTCGCCGCCGCTACTGGAACTCACGCTCAGGTGCAGC
TGGTGCAGTCAGGGTCCGAACTGAAGAAACCAGGGGCATCTGTGAAGGTCAGTTGCAAAGCCTCAGGCTACACCCTGA
CACGGTATGCCATGACTTGGGTGCGCCAGGCTCCTGGACAGGGACTGGAGTGGATGGGCTGGATCAACACTTACACCG
GAAATCCAACTTATGTGCAGGGGTTCACCGGCCGATTCGTGTTTTCTCTGGACACTTCCGTCTCTACCGCCTTTCTGCAC
ATTACAAGTCTGAAGGCAGAGGACACTGCCGTGTACTTCTGCGCTAGGGAAGGCGGAGCAAGAGGCTTTGATTATTGG
(GCCAGGGAACCCTGGTGACAGTCAGCTCCGCCAGCACAAAGGGACCCTCCGTGTTCCCACTGGCTCCCTCTAGTAAA
AGTACATCAGGGGGCACTGCCGCTCTGGGATGTCTGGTCAAAGATTACTTCCCCGAACCTGTGACCGTCAGCTGGAACT
CCGGAGCTCTGACCAGCGGGGTGCATACATTTCCCGCAGTCCTGCAGTCAAGCGGACTGTACTCCCTGTCCTCTGTGGT
CACAGTGCCTAGTTCAAGCCTGGGGACACAGACTTATATCTGTAATGTGAACCATAAGCCAAGCAACACCAAAGTGGA
CAAAAAAGTGGAACCTAAGAGCTGCTGATAACTCGAG (SEQ IDNO:3§)

FIG. 6

Amino Acid Sequence of the Heavy Chain (VH-CHI) of the CHIKV-Env-Fab
MDWTWRILFLVAAATGTHAQVQLVQSGSELKKPGASVKVSCKASGYTLTRYAMTWVRQAPGQGLEWMGWINTYTGNPT
YVQGFTGRFVFSLDTSVSTAFLHITSLKAEDTAVYFCAREGGARGFDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTA
ALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKVEPKSC
(SEQIDNO:39)

FIG. 57
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Nucleic Acid Sequence Encoding the Light Chain (VL-CL) of the CHIKV-Env-Fab
GGATCCGCCACCATGGCATGGACCCCACTGTTCCTGTTCCTGCTGACTTGTTGTCCTGGCGGGAGCAATTCACAGAGCG
TCCTGACCCAGCCCCCTTCTGTGTCCGGAGCACCAGGACAGCGAGTCACAATCTCTTGCACTGGAAGCTCCTCTAACAT
TGGGGCCAGCCACGACGTGCATTGGTACCAGCAGCTGCCAGGGACCGCTCCCACACTGCTGATCTATGTGAACTCTAAT
AGGCCTAGTGGCGTCCCAGATAGATTTTCAGGGAGCAAGTCCGGCACCTCTGCTAGTCTGGCAATTACAGGACTGCAG
GCTGAGGACGAAGCAGATTACTATTGCCAGAGTTACGACTCAAACCTGTCAGGCAGCGCAGTGTTCGGAGGAGGAACT
AAGCTGACCGTCCTGGGACAGCCCAAAGCCGCTCCTTCTGTGACCCTGTTTCCCCCTAGTTCAGAGGAACTGCAGGCCA
ACAAGGCTACTCTGGTGTGTCTGATCTCCGACTTCTACCCTGGAGCAGTGACCGTCGCATGGAAGGCCGATAGCTCCCC
AGTGAAAGCTGGGGTCGAGACCACAACTCCCAGCAAGCAGTCCAACAACAAGTACGCAGCCTCTAGITATCTGTCACT
GACACCTGAACAGTGGAAGAGCCACAAATCCTATTCTTGCCAAGTGACTCATGAGGGCAGTACCGTGGAAAAGACAGT
CGCCCCAACTGAGTGTTCCTGATAACTCGAG (SEQ ID NO:60)

FIG. 8

Amino Acid Sequence of the Light Chain (VL-CL) of the CHIKV-Env-Fab
MAWTPLFLFLLTCCPGGSNSQSVLTQPPSVSGAPGQRVTISCTGSSSNIGASHDVHWYQQLPGTAPTLLIY VNSNRPSGVPDR
FSGSKSGTSASLAITGLQAEDEADYYCQSYDSNLSGSAVFGGGTKLTVLGQPKAAPSVTLFPPSSEELQANKATLVCLISDFY
PGAVTVAWKADSSPVKAGVETTTPSKQSNNKYAASSYLSLTPEQWKSHKSYSCQVTHEGSTVEKTVAPTECS (SEQ ID
NO:61)

FIG. 3
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Nucleic Acid Sequence Encoding HIV-1 Env-4E10 Ig
GGATCCGCCACCATGGATTGGACATGGAGGATTCTGTTTCTGGTCGCCGCCGCTACAGGAACTCACGCCCAGGTGCAG
CTGGTGCAGTCAGGAGCCGAAGTGAAGCGACCAGGCAGCTCCGTCACTGTGTCCTGCAAAGCATCTGGCGGATCATTC
AGCACCTACGCCCTGAGCTGGGTGAGACAGGCTCCTGGACGAGGACTGGAATGGATGGGAGGCGTCATCCCACTGCTG
ACAATTACTAACTACGCCCCCCGATTTCAGGGCAGGATCACCATTACAGCAGACCGCTCCACTTCTACCGCCTATCTGG
AGCTGAATAGCCTGAGACCAGAAGATACCGCAGTGTACTATTGCGCCCGGGAGGGAACCACAGGATGGGGATGGCTG
GGAAAGCCCATCGGGGCTTTCGCACACTGGGGCCAGGGAACCCTGGTCACAGTGTCTAGTGCCAGCACAAAGGGCCCC
TCCGTGTTTCCCCTGGCTCCTTCAAGCAAAAGTACTTCAGGAGGGACCGCCGCTCTGGGATGTCTGGTGAAGGACTACT
TCCCTGAGCCAGTCACCGTGTCCTGGAACTCTGGCGCTCTGACCTCCGGAGTGCATACATTTCCCGCAGTCCTGCAGTC
CTCTGGGCTGTACTCTCTGAGTTCAGTGGTCACTGTGCCTAGCTCCTCTCTGOGCACACAGACTTATATCTGCAACGTGA
ATCACAAGCCCTCCAATACCAAAGTCGACAAGAAAGTGGAACCTAAGTCTTGTGATAAAACCCATACATGCCCACCTT
GTCCAGCACCTGAGCTGCTGGGCGGACCTTCCGTGTTCCTGTTTCCACCCAAGCCAAAAGACACACTGATGATTAGCCG
GACACCTGAAGTGACTTGTGTGGTCGTGGACGTCAGCCACGAGGACCCCGAAGTGAAGTTCAACTGGTACGTGGATGG
CGTCGAGGTGCATAATGCCAAGACCAAACCCAGGGAGGAACAGTACAACTCTACTTATAGGGTCGTGAGTGTCCTGAC
CGTGCTGCACCAGGACTGGCTGAACGGGAAGGAGTATAAGTGCAAAGTGTCCAATAAGGCCCTGCCAGCTCCCATCGA
GAAAACAATTTCTAAGGCTAAAGGCCAGCCACGCGAACCCCAGGTGTACACTCTGCCTCCCAGCAGGGACGAGCTGAC
CAAGAACCAGGTGAGTCTGACATGTCTGGTCAAAGGCTTCTATCCAAGCGATATCGCCGTGGAGTGGGAATCCAATGG
ACAGCCCGAAAACAATTACAAGACTACCCCCCCTGTGCTGGACAGTGATGGATCATTCTTTCTGTATTCCAAGCTGACC
(TGGACAAATCTCGCTGGCAGCAGGGGAACGTCTTTAGCTGCTCCGTGATGCACGAGGCCCTGCACAATCATTACACA
CAGAAGTCTCTGAGTCTGTCACCAGGCAAGCGGGGACGCAAAAGGAGAAGCGGGTCCGGCGCTACTAACTTCAGCCTG
CTGAAACAGGCAGGGGATGTGGAGGAAAATCCTGGCCCAATGGTCCTGCAGACCCAGGTGTTTATCTCACTGCTGCTGT
GGATTAGCGGGGCTTATGGCGAAATCGTGCTGACTCAGAGCCCCGGAACCCAGTCTCTGAGTCCTGGGGAGCGCGCTA
CACTGAGCTGTCGAGCATCACAGAGCGTGGGGAACAATAAGCTGGCATGGTACCAGCAGAGGCCTGGCCAGGCTCCAA
GACTGCTGATCTATGGCGCAAGTTCACGGCCTAGCGGAGTGGCAGACCGCTTCTCCGGATCTGGGAGTGGCACCGATTT
TACTCTGACCATTAGCAGGCTGGAGCCAGAAGACTTCGCTGTGTACTATTGCCAGCAGTACGGCCAGTCACTGAGCACA
TTTGGACAGGGGACTAAGGTCGAAAAAAGAACCGTGGCAGCCCCAAGTGTCTTCATTTTTCCACCCTCAGACGAGCAG
CTGAAGAGTGGAACAGCCTCAGTCGTGTGTCTGCTGAACAATTTCTACCCCAGGGAGGCCAAGGTCCAGTGGAAAGTG
GATAACGCTCTGCAGAGCGGCAATTCCCAGGAGTCTGTGACAGAACAGGACAGTAAGGATTCAACTTATAGCCTGAGC
TCCACACTGACTCTGTCCAAAGCAGATTACGAGAAGCACAAAGTGTATGCCTGCGAAGTCACCCATCAGGGACTGTCT
AGTCCTGTGACAAAGTCTTTTAACAGAGGGGAGTGATAACTCGAG (SEQ IDNO:62)
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Nucleic Acid Sequence Encoding HIV-1 Env-PGY Ig
GGATCCGCCACCATGGACTGGACTTGGAGGATTCTGTTTCTGGTCGCCGCCGCAACTGGAACTCACGCTGAATTTGGAC
TGTCATGGGTCTTTCTGGTGGCCTTTCTGCGAGGGGTCCAGTGCCAGAGGCTGGTGGAGTCCGGAGGAGGAGTGGTCCA
GCCAGGCAGCTCCCTGCGACTGAGTTGTGCCGCTTCAGGGTTCGACTTTTCTAGACAGGGCATGCACTGGGTGCGGCAG
GCACCAGGACAGGGACTGGAGTGGGTGGCTTTCATCAAGTACGACGGAAGTGAAAAATATCATGCCGATTCAGTGTGG
GGGCGGCTGTCAATTAGCCGCGACAACTCCAAGGATACCCTGTACCTGCAGATGAATTCTCTGAGGGTCGAGGACACA
GCTACTTATTTCTGCGTGAGGGAAGCAGGCGGACCTGATTACAGAAACGGGTATAATTACTATGACTTTTACGATGGCT
ACTATAACTACCACTATATGGACGTGTGGGGCAAGGGAACCACAGTCACAGTGTCTAGTGCATCAACTAAAGGCCCAA
GCGTGTTTCCCCTGGCCCCTTCAAGCAAGTCCACTTCTGGAGGAACCGCAGCACTGGGATGTCTGGTGAAGGATTACTT
CCCTGAGCCAGTCACCGTGAGTTGGAACTCAGGCGCCCTGACTAGCGGAGTCCATACCTTTCCTGCTGTGCTGCAGTCC
TCTGGGCTGTACAGCCTGAGTTCAGTGGTCACAGTGCCAAGCTCCTCTCTGGGCACCCAGACATATATCTGCAACGTGA
ATCACAAGCCTAGCAATACTAAGGTCGACAAAAGAGTGGAACCAAAGAGCTGTGATAAAACTCATACCTGCCCACCTT
GTCCAGCACCTGAGCTGCTGGGAGGGCCTTCCGTGTTCCTGTTTCCACCCAAGCCAAAAGACACCCTGATGATTAGCCG
GACACCAGAAGTCACTTGCGTGGTCGTGGACGTGAGCCACGAGGACCCCGAAGTCAAGTTTAACTGGTACGTGGATGG
CGTCGAGGTGCATAATGCTAAGACAAAACCACGGGAGGAACAGTACAACTCCACATATCGCGTCGTGTCTGTCCTGAC
TGTGCTGCACCAGGACTGGCTGAACGGCAAGGAGTATAAGTGCAAAGTGTCCAATAAGGCACTGCCAGCCCCCATCGA
GAAAACCATTTCTAAGGCCAAAGGCCAGCCACGAGAACCCCAGGTGTACACACTGCCTCCAAGTAGGGACGAGCTGAC
TAAGAACCAGGTCTCTCTGACCTGTCTGGTGAAAGGCTTCTATCCCTCTGATATCGCTGTGGAGTGGGAAAGTAATGGA
CAGCCTGAAAACAATTACAAGACTACCCCCCCTGTGCTGGACAGCGATGGCAGCTTCTTCCTGTATAGCAAGCTGACCG
TGGACAAATCCAGATGGCAGCAGGGGAACGTCTTTAGTTGCTCAGTGATGCACGAGGCACTGCACAATCATTACACCC
AGAAAAGCCTGTCCCTGTCTCCTGGCAAGAGGGGAAGAAAAAGGAGAAGTGGGTCAGGCGCAACAAACTTCAGCCTG
CTGAAGCAGGCCGGAGATGTGGAGGAAAATCCTGGGCCAATGGCTTGGACCCCCCTGTTCCTGTTTCTGCTGACATGCT
GTCCTGGCGGAAGCAACTCCCAGTCTGCACTGACACAGCCAGCAAGTGTGTCAGGGAGCCCAGGACAGAGCATCACCA
TTTCCTGTAACGGCACAAGCAATGACGTCGGGGGCTACGAGTCCGTGTCTTGGTATCAGCAGCATCCTGGAAAGGCCCC
AAAAGTCGTGATCTACGATGTCAGCAAACGCCCCTCTGGGGTGAGTAACCGATTCAGTGGATCAAAGAGCGGGAATAC
CGCTTCTCTGACAATTAGTGGCCTGCAGGCAGAGGACGAAGGAGATTACTATTGCAAATCACTGACAAGCACTCGGCG
CCGAGTCTTCGGAACCGGGACAAAGCTGACTGTGCTGGGCCAGCCCAAAGCTGCACCTAGCGTGACCCTGTTTCCACCC
AGTTCAGAGGAACTGCAGGCTAATAAGGCAACACTGGTGTGTCTGATCTCCGACTTCTACCCTGGCGCTGTCACTGTGG
CCTGGAAGGCTGATAGCTCCCCAGTCAAAGCAGGAGTGGAAACAACTACCCCCTCCAAGCAGTCTAACAACAAGTACG
CCGCTTCTAGTTATCTGTCACTGACTCCCGAGCAGTGGAAGAGCCACAAATCCTATTCTTGCCAGGTGACCCATGAGGG
CTCCACTGTCGAAAAGACCGTGGCCCCTACAGAGTGTTCTTGATAACTCGAG (SEQ ID NO:63)

FIG. 61
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Nucleic Acid Sequence Encoding VRCOI IgG
GGATCCGCCACCATGGATTGGACATGGATTCTGTTCCTGGTCGCCGCCGCAACTAGAGTGCATTCACAGGTGCAGCTGG
TGCAGTCAGGCGGGCAGATGAAGAAACCCGGCGAGAGTATGCGAATCTCATGCCGGGCTAGCGGGTACGAATTCATCG
ACTGTACCCTGAACTGGATTAGACTGGCACCTGGGAAGAGGCCAGAGTGGATGGGATGGCTGAAACCTAGAGGCGGG
GCAGTGAATTACGCCAGACCACTGCAGGGCAGGGTCACTATGACCCGCGACGTGTATTCTGATACCGCATTCCTGGAG
CTGCGAAGTCTGACAGTCGACGATACTGCCGTGTACTTCTGCACACGGGGCAAGAACTGTGACTATAATTGGGATTTTG
AACACTGGGGCAGGGGGACACCTGTCATTGTGAGCTCCCCAAGTACTAAGGGACCCTCAGTGTTTCCCCTGGCCCCTTC
TAGTAAAAGTACCTCAGGAGGCACAGCCGCTCTGGGATGCCTGGTGAAGGATTACTTCCCTGAGCCAGTCACCGTGAG
TTGGAACTCAGGCGCCCTGACAAGCGGGGTCCATACTTTTCCAGCTGTGCTGCAGTCAAGCGGGCTGTACTCCCTGTCC
TCTGTGGTCACAGTGCCCAGTTCAAGCCTGGGAACACAGACTTATATCTGTAACGTCAATCACAAGCCTAGCAATACTA
AAGTGGACAAGAAAGCCGAGCCTAAGAGCTGCGAACCAAAGTCCTGTGATAAAACCCATACATGCCCTCCCTGTCCAG
CTCCTGAACTGCTGGGCGGCCCATCCGTGTTCCTGTTTCCACCCAAGCCCAAAGACACCCTGATGATTAGCAGGACTCC
TGAGGTCACCTGCGTGGTCGTGGACGTGTCCCACGAGGACCCCGAAGTCAAGTTTAACTGGTACGTGGATGGCGTCGA
AGTGCATAATGCCAAGACAAAACCCCGGGAGGAACAGTACAACTCTACCTATAGAGTCGTGAGTGTCCTGACAGTGCT
GCACCAGGACTGGCTGAACGGGAAGGAGTATAAGTGCAAAGTGTCTAATAAGGCCCTGCCAGCTCCCATCGAGAAAAC
AATTTCCAAGGCAAAAGGCCAGCCAAGGGAACCCCAGGTGTACACTCTGCCTCCATCCCGCGACGAGCTGACTAAGAA
CCAGGTCTCTCTGACCTGTCTGGTGAAAGGATTCTATCCAAGCGATATCGCCGTGGAGTGGGAATCCAATGGCCAGCCC
GAGAACAATTACAAGACCACACCCCCTGTGCTGGACAGCGATGGCTCCTTCTTTCTGTATTCAAAGCTGACCGTGGATA
AAAGCCGCTGGCAGCAGGGGAACGTCTTTAGCTGCTCCGTGATGCACGAAGCTCTGCACAATCATTACACCCAGAAGT
CTCTGAGTCTGTCACCTGGCAAGAGGGGACGAAAACGGAGAAGCGGCAGCGGAGCTACAAACTTCAGCCTGCTGAAA
CAGGCAGGCGACGTGGAGGAAAATCCTGGGCCAATGGATTGGACTTGGATTCTGTTCCTGGTGGCAGCCGCTACCAGA
GTCCATTCCGAAATTGTGCTGACCCAGTCTCCCGGAACACTGTCTCTGAGTCCTGGCGAGACAGCCATCATTTCCTGTA
GGACTTCTCAGTACGGGAGTCTGGCATGGTATCAGCAGCGACCAGGACAGGCTCCTCGACTGGTCATCTACTCAGGAA
GCACTCGGGCAGCCGGCATTCCCGACCGATTCTCCGGGTCTCGGTGGGGACCTGATTACAACCTGACCATCTCAAATCT
GGAAAGCGGAGACTTTGGCGTGTACTATTGCCAGCAGTATGAGTTCTTTGGGCAGGGAACCAAGGTCCAGGTGGACAT
CAAACGCACAGTCGCTGCACCAAGCGTGTTCATCTTTCCACCCTCAGATGAACAGCTGAAGTCCGGCACCGCCTCTGTG
GTGTGCCTGCTGAACAATTTCTACCCCCGGGAGGCAAAGGTCCAGTGGAAAGTGGACAACGCCCTGCAGTCTGGCAAT
AGTCAGGAGTCAGTGACTGAACAGGACAGCAAGGATTCCACCTATTCTCTGTCCTCTACTCTGACCCTGAGCAAAGCTG
ATTACGAGAAGCACAAAGTGTATGCATGTGAGGTCACCCACCAGGGACTGCGGTCACCCGTCACCAAGAGCTTCAATC
GCGGAGAGTGTTGATAACTCGAG (SEQ IDNO:64)
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(54) Title: DNA ANTIBODY CONSTRUCTS AND METHOD OF USING SAME

(57) Abstract: Disclosed is a composition including a recombinant nucleic acid sequence that encodes an antibody. Also disclosed
is a method of generating a synthetic antibody in a subject by administering the composition to the subject. The disclosure also
provides a method of preventing and/or treating disease in a subject using said composition and method of generation.
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Box No. | Nucleotide and/or amino acid sequence(s) (Continuation of item 1.c of the first sheet)

1. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international search was
carried out on the basis of a sequence listing filed or furnished:

a. (means)

D on paper
in electronic form

b. (time)
in the international application as filed
D together with the international application in electronic form
Z] subsequently to this Authority for the purposes of search
2. In addition, in the case that more than one version or copy of a sequence listing has been filed or furnished, the required

statements that the information in the subsequent or additional copies is identical to that in the application as filed or does
not go beyond the application as filed, as appropriate, were furnished.

3. Additional comments:

Form PCT/ISA/210 (continuation of first sheet (1)) (J\;ly 2009)



INTERNATIONAL SEARCH REPORT International application No.

PCT/US 13/75137

Box No. I1 Observations where certain claims were found unsearchable (Continhation of item 2 of first sheet)

This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons:

L. D Claims Nos.:

because they relate to subject matter not required to be searched by this Authority, namely:

2. D Claims Nos.:

because they relate to parts of the intemational application that do not comply with the prescribed requirements to such an
extent that no meaningful international search can be carried out, specifically:

3. & Claims Nos.: 48-50 . ’
because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).

Box No. III  Observations where unity of invention is lacking (Continuation of item 3 of first sheet)

This International Searching Authority found multiple inventions in this international application, as follows:
This application contains the following inventions or groups of inventions which are not so linked as to form a single general inventive
concept under PCT Rule 13.1. In order for all inventions to be examined, the appropriate additional examination fees must be paid.

Groups I+, claims 1-47, 51-52, drawn to a method of generating a synthetic antibody in a subject, the method comprising administering
to the subject a composition comprising a recombinant nucleic acid sequence encoding an antibody or fragment thereof; or a
composition comprising a first recombinant nucleic acid sequence encoding a heavy chain polypeptide, or fragment thereof, and a
second recombinant nucleic acid sequence encoding a light chain polypeptide, or fragment thereof; or using the method for preventing
or treating a disease in a subject; as well as the product produced by the method. The first invention is restricted to the recombinant
nucleic acid further comprises a promoter that is CMV, and the method is directed to treating HIV and SEQ ID NOs: 1 and 3-4
(Specification: para [00292] - SEQ ID NO: 3, VH-CH1; and SEQ ID NO: 4, VL-CL). Group I+ will be searched to the extent that it reads
on the recombinant nucleic acid further comprises a promoter that is CMV and SEQ ID NOs: 1 and 3-4, without fee. It is believed that
claims 1-6, 10-15, 19-27, 31-37, 51 read on this first named invention. **************Continued in the extra sheet************xxx=xxs .

1. D As all required additional search fees were timely paid by the applicant, this international search report covers all searchable
claims.

2. D As all searchable claims could be searched without effort justifying additional fees, this Authority did not invite payment of
additional fees. - ’

3. D As only some of the required additional search fees were timely paid by the applicant, this international search report covers
only those claims for which fees were paid, specifically claims Nos.: .

4. }X{ No required additional search fees were timely paid by the applicant. Consequently, this international search report is

restricted to the invention first mentioned in the claims; it is covered by claims Nos.:
1-6, 10-15, 19-27, 31-37, and 51, limited to SEQ ID NOs: 1 and 3-4.

Remark on Protest I:] The additional search fees were accompanied by the applicant’s protest and, where applicable, the
payment of a protest fee.

D The additional search fees were accompanied by the applicant’s protest but the applicable protest
fee was not paid within the time limit specified in the invitation.

D No protest accompanied the payment of additional search fees.

Form PCT/ISA/210 (continuation of first sheet (2)) (July 2009)
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A. CLASSIFICATION OF SUBJECT MATTER .
IPC(8) - A61K 48/00; A61K 39/395; A61K 39/00; CO7H 21/04 (2014.01)
USPC - 514/44R; 424/130.1; 424/133.1; 536/23.53

According to International Patent Classification (IPC) or to both national classification and IPC

B.  FIELDS SEARCHED

Minimum documentation searched (classification system followed by classification symbols)
IPC(8) - A61K 48/00; A61K 39/395; A61K 39/00; CO7H 21/04; A61K 39/42 (2014.01)
USPC - 514/44R; 424/130.1; 424/133.1; 536/23.53; 424/159.1, 424/160.1; 424/174.1

IPC(8) - A61K 48/00; A61K 39/395; A61K 39/00; CO7H 21/04; A61K 39/42 (2014.01) - see keyword below
USPC - 514/44R; 424/130.1; 424/133.1; 536/23.53; 424/159.1, 424/160.1; 424/174.1 - see keyword below

Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched

Electronic data base consulted during the international search (name of data base and, where practicable, search terms used)

PubWEST(USPT,PGPB,EPAB,JPAB); PatBase; Medline, Google: vector, cassette, construct, expressing, encoding, antibody, HIV,
synthesize, heavy chain, light chain, promoter, CMV, antigen, cytomegalovirus, constant, CH1, CH2, CH3, CL, VRC02, VRC01, VRCO03,
scFV, C.gamma.1, polynucleotide, nucleic acid, pharmaceutical, composition, pathogen, treating,

C. DOCUMENTS CONSIDERED TO BE RELEVANT

Category* Citation of document, with indication, where appropriate, of the relevant passages Relevant to claim No.
X US 2012/0282264 A1 (MASCOLA et al.) 08 November 2012 (08.11.2012), para [0003], [0041- | 1-6, 10-15, 21-27, 31-35,
- [0043], [0101], [0102], [0127]-[0130], [0133], [0134], [0162], [0164], [0166), [0170], [0188]}, and 51
A [0191], [0221], [0238], [0249], [0253], [0271], (0274]-[0276], [0300], [0305], [0312], [0350),
[0366], [0371], [0434], and [0484] ' 19-20, 36-37
A US 2012/0269723 A1 (BRINKMANN et al.) 25 October 2012 (25.10.2012), Abstract, para 19, 36
[0288], and SEQ ID NO: 44 (943 a.a.), amino acid residues betweeen 1-678
A US 2012/0232133 A1 (BALAZS et al.) 13 September 2012 (13.09.2012), para {0135], and SEQ | 20, 37
ID NO: 24 (6418 nt), nucleotides between 1237-1969 and 2805-3450
A KIM et al. Two-promoter vector is highly efficient for overproduction of protein complexes. 10-12, 23-24,
Protein Sci. 2004, Vol. 13(6), p..1698-1703. Abstract; pg 1700, Fig 1; and pg 1701, Fig 3
A ELLISON et al.. The nucleotide sequence of a human immunoglobulin C.gamma.1 gene. ‘ 13-14, 25-26
Nucleic Acids Res. 1982, Vol. 10(13), p. 4071-4079. Abstract ’
A NCHU_Administrator, Microsoft PowerPoint - week 3 Antibody structure Ag-Ab interactioné, 13-14, 25-26
NCHU, Power Point, 2007 [online]. [Retrieved on 2014.02.12]. Retrieved from the Internet:
<URL:
http://www.as.nchu.edu.tw/lab/5c/course/antibody/week%203%20Antibody%20structure%20Ag-
Ab%?20interactions.pdf> pg 1-44, pg 6, Antibody structure by modem techniques

Iz Further documents are listed in the continuation of Box C.

[

1* Special categories of cited documents:

“A” document defining the general state of the art which is not considered
to be of particular relevance

“E” earlier application or patent but published on or after the international
filing date

“L” document which may throw doubts on priority claim(s) or which is
cited to establish the publication date of another citation or other
special reason (as specified) .

“0” document referring to an oral disclosure, use, exhibition or other
means .

“P” document published prior to the international filing date but later than

the priority date claimed

“T” later document published after the international filing date or priority
date and not in conflict with the application but cited to understand
the principle or theory underlying the invention

“X” document of particular relevance; the claimed invention cannot be
considered novel or cannot be considered to involve an inventive
step when the document is taken alone

“Y” document of particular relevance; the claimed invention cannot be
considered to involve an inventive step when the document is
combined with one or more other such documents, such combination
being obvious to a person skilled in the art

“&” document member of the same patent family

Date of the actual completion of the international search

14 February 2014 (14.02.2014)

Date of mailing of the international search report

2 0 MAY 2074

Name and mailing address of the ISA/US

Mail Stop PCT, Attn: ISA/US, Commissioner for Patents
P.O. Box 1450, Alexandria, Virginia 22313-1450

Facsimile No. 571-273-3201

Authorized officer:
Lee W. Young

PCT Helpdesk: 571-272-4300
PCT OSP: 571-272-7774

Form PCT/ISA/210 (second sheet) (July 2009)
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C (Continuation). =~ DOCUMENTS CONSIDERED TO BE RELEVANT

Category* Citation of document, with indication, where appropriate, of the relevant passages " Relevant to claim No.

1-6, 10-15, 19-27, 31-37,
A FANG et al. An antibody delivery system for regulated expression of therapeutic levels of 51 .

monocional antibodies in vivo. Mol Ther. 2007, Vol. 15(6), p. 1153-9. Entire documentation,
especially Abstract. . )

Form PCT/ISA/210 (continuation of second sheet) (July 2009)
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Continuation of:
Box No'lll (unity of invention is lacking)

Applicants must indicate, if applicable, the claims which read on the first named invention if different than what was indicated above for
this group. Failure to clearly identify how any paid additional invention fees are to be applied to the "+" group(s) will result in only the first
claimed invention to be searched/examined. An exemplary election would be: 1) wherein the recombinant nucleic acid sequence further
comprises a third nucleic acid sequence encoding a protease cleavage sites (1-15, 91-27, 31-37, 51); or 2) treating CHIKV, directed to
SEQ ID NOs: 58-61 (claims 1-6, 10-15, 21-27, 31-34, 38-40, 51).

The inventions listed as Groups I+ do not relate to a single general inventive concept under PCT Rule 13.1 because, under PCT Rule
13.2, they lack the same or corresponding special technical features for the following reasons:

Special Technical Feature

Among Groups I+, each additiona! nucleic acid encoding a third element is structurally and functionally different from all other nucleic
acids encoding a third element; and the method for treating each disorder requires a functionally different antibody, and each SEQ ID
NO represents a structurally different nucleotide or protein sequence; and each antibody is structurally different from all others.

Common Technical Features
The inventions of Groups I+ share the technical feature of generating a synthetic antibody in a subject, comprising admlnlstenng to the
subject a composition comprising a recombinant nucleic acid sequence encoding an antibody or fragment thereof, wherein the

" recombinant nucleic acid sequence is expressed in the subject to generate the synthetic antibody; or
comprising administering to the subject a composition comprising a first recombinant nucleic acid sequence encoding a heavy chain
polypeptide, or fragment thereof, and a second recombinant nucleic acid sequence encoding a light chain polypeptide, or fragment
thereof, wherein the first recombinant nucleic acid sequence is expressed in the subject to generate a first polypeptide and the second
_recombinant nucleic acid is expressed in the subject to generate a second polypeptlde wherein the synthetic antibody is generated by
the first and second polypeptides; and
a method of preventing or treating a disease in a subject, comprising generatmg a synthetic antibody in a subject.

The inventions of claims 31-47 of Groups |+ further share the technical feature of preventing or treating a disease in a subject,
comprising generating a synthetic antibody in a subject.

The inventions of Claims 19-20 and 36-37 of Groups I+ further share the technical feature of a nucleic acid encoding an antibody for
treating or preventing HIV.

However, these shared technical features do not represent a contribution over prior art as being anticipated by US 2012/0282264 A1 to
MASCOLA et al. (hereinafter 'Mascola') as follows:

Mascola discloses a method of generating a synthetic antibody in a subject (para [0350] - "administration of the antibody results in a
reduction in the establishment of HIV infection and/or reducing subsequent HIV disease progression in a subject...administering to the
subject a therapeutically effective amount of ... a nucleic acid encoding the antibody’, wherein 'administering to the subject a
therapeutically effective amount of ... a nucleic acid encoding the antibody’ is for 'generating a synthetic antibody in a subject’)
---- the method comprising administering to the subject a composition comprising a recombinant nucleic acid sequence encoding an
antibody or fragment thereof, wherein the recombinant nucleic acid sequence is expressed in the subject to generate the synthetic
antibody (para [0350] - 'administering to the subject a therapeutically effective amount of ... a nucleic acid encoding the antibody,
thereby preventing or treating the HIV-1 infection’; para [0305) - 'Any of the nucleic acids encoding any of the antibodies, V.sub.H and/or
V.sub.L, ...or fragment... can be expressed'; para [0166]; para [0366] - 'Plasmids including nucleic acid sequences encoding the VRC03
heavy chain and VRCO03 Ilght chain’; para [0345] - 'Compositions ... antibodies that specifically bind gp120 . functional fragments’; para
[0484] - 'treat HIV in a human subject by administration ...gp120...human neutralizing mAbs' para [0253] - 'a novel class of gp120
antibodies, ... VRC03').

Mascola further discloses using a cytomegalovirus (CMV) promoter for antibody expression (para [0312] - The expression of nucleic
acids encoding the isolated proteins...The promoter can be any promoter of interest, including a cytomegalovirus promoter’).

Mascola discloses a method of generating a synthetic antibody in a subject (para [0350] - ‘administration of the antibody results in a
.reduction in the establishment of HIV infection and/or reducing subsequent HIV disease progression in a subject...administering to the
subject a therapeutically effective amount of ... a nucleic acid encoding the antibody’, wherein ‘administering to the subject a
therapeutically effective amount of ... a nucleic acid encoding the antibody’ is for 'generating a synthetic antibody in a subject’), the
method comprising
---administering to the subject a composition comprising a first recombinant nucleic acid sequence encoding a heavy chain polypeptide,
or fragment thereof, and a second recombinant nucleic acid sequence encoding a light chain polypeptide, or fragment thereof (para
[0350] - ‘administering to the subject a therapeutically effective amount of ... a nucleic acid encoding the antibody, thereby preventing or
treating the HIV-1 infection’; para [0305] - 'Any of the nucleic acids encoding any of the antibodies, V.sub.H and/or V.sub.L, ...or
fragment... can be expressed'; para [0166); para [0042] - 'VRCO1 precisely targets the CD4-defined site of vulnerability on HIV-1
gp120'),
---wherein the first recombinant nucleic acid sequence is expressed in the subject to generate a first polypeptide and the second
recombinant nucleic acid is expressed in the subject to generate a second polypeptide, wherein the synthetic antibody is generated by
the first and second polypeptides ( para [0305] - 'Any of the nucleic acids encoding any of the antibodies, V.sub.H and/or V.sub.L, ...or
fragment... can be expressed’; para [0366] - 'Plasmids including the nucleic acids encoding VRC01 heavy chain, VRCO1 light chain,

...were deposited ...VRCO1 heavy chain... PTA-10412, VRCO01 light chain ...PTA-10411"; para [0042] - VRCO1 precisely targets the CD4
-def ned site of vulnerability on HIV-1 gp120', wherein ' VRCO1' indicating ‘wherein the synthetic antibody is generated by the first and
second polypeptides').

FrERERamnasssesrContinued in the next extra sheet

Form PCT/ISA/210 (extra sheet) (July 2009)
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Continuation of:
The previous extra sheet - Box No 11l (unity of invention is lacking)

Mascola further discloses a method of preventing or treating a disease in a subject, the method comprising generating a synthetic
antibody in a subject (para [0350] - 'administering to the subject a therapeutically effective amount of ... a nucleic acid encoding the
antibody, thereby preventing or treating the HiV-1 infection’; para [0305] - ‘Any of the nucleic acids encoding any of the antibodies,
V.sub.H and/or V.sub.L, ...or fragment... can be expressed'; para [0166]; para [0366) - "Plasmids including the nucleic acids encoding
VRCO1 heavy chain, VRCO1 light chain...Plasmids including nucleic acid sequences encoding the VRC03 heavy chain and VRCO3 light
chain'; para [0253] - 'a novel class of gp120 antibodies, as exemplified by VRCO01, ...VRC03'; para [0170] - 'an antigen is derived from
HIV, such as a gp120 polypeptide’). . .

Furthermore, Mascola further discloses a nucleic acid encoding an antibody for treating or preventing HIV (para [0253] - ‘a novel class of
gp120 antibodies, as exemplified by VRCO1, ...VRC03'; para [0170] - 'an antigen is derived from HIV, such as a gp120 polypeptide';
Para [0129]-[0130] - ' the nucleic acid sequence of the heavy chain of gp120-specific antibody VRCO1... the nucleic acid sequence of the
light chain of gp120-specific antibody VRCO01’; para [0101] -[0102] - *heavy chain of gp120-specific antibody VRCO1... the light chain of
gp120-specific antibody VRCO1'; para [0133]-[0134] - the nucleic acid sequence of the heavy chain of gp120-specific antibody
VRCO03....the nucleic acid sequence of the light chain of gp120-specific antibody VRCO03'; para [0127}-[0128] - ‘the amino acid sequence
of the heavy chain of gp120-specific antibody VRC03....the amino acid sequence of the light chain of gp120-specific antibody VRCO03';
para [0336]) .

Without a shared special technical feature, the inventions lack unity with one another.

Groups I+ therefore lack unity under PCT Rule 13 because they do not share a same or corresponding special technical feature.

Note re item 4: Claims 48-50 are not drafted in accordance with the second and third sentences of Rule 6.4 (a). These claims are
| improper multiple dependent claims. .

Form PCT/ISA/210 (extra sheet) (July 2009)
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34 MRPEAURELR 33 FriR 7732, HoAh Brid i 88 2 N Sy Bhiam s (HIV) AL B R
s (CHIKV) BUG IR E

35. MRPEARIELR 34 Bk 7732, HoA prid s 8 & HIV.

36. MRIEARNELR 35 Frid i 7732, Ho i BT ik S 4 AR 7 B4 2 b SEQ 1D NO: 1.2.5.
46.,47.48.49.51.53.55 fl 57 (&> — DRI T T IRIT 5

37 MRAE BRI E R 35 Brid )75 1%, Herp prik AL R /7 7165 SEQ ID NO:3.4.6.7,
50.52.55.56.62.63 Fll 64 {12 />—NEEITF .

38. MRPEARNELR 34 Bk (7732, Hor frid e 8 & CHIKV,

39. MRPE AR ZER 38 Frik 1) 7514, Horp prid AR T 5 A5 485 SEQ 1D NO:59 Al
61 2 /D—NEEEBR T VLR T o

40. MRIFEBUFINER 38 Ak i 7778, Hh Brid B IR P54 & SEQ 1D NO:58 F1 60 )
22— NZIRFF .

A1, MR ELR 34 Bk (97778, o prid e 8 42 8 B 3UR B

42, RN ER 41 Frid (97770, Hop rik EAZ IR 75 A5 4069 SEQ 1D NO: 45 [ %
R R TN A IS IR

43, YR ELR 41 ik (97775, B frd EA LT 585 SEQ 1D NO:44 [ /b—

3
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A GRIE

A4, IR EER 31 Frid 7595, Hd prid & i isns T B AR TUs 2R R .

45, MRAEAUREER 44 Frik 771k, Horh Pk B AR5 & Her2.

46. MRABBURZESR 45 FInd [ 777%, Hemh frid AL IR 7 515 4 bs SEQ 1D NO:41 Al
43 M ED DA I WIZIR T o

AT, IRAEBURIEER 45 ik 9775, Hoh firid AR PP 715 SEQ 1D NO:40 A1 42 1)
Eo—DZIRFI

48, — Pl I RAE BRI ER 1-47 Frik 755K — THE A7)

A9, WRIFBUANEER 48 Pk (7740, o i ik 7 ) A2 B R5A T BE PESUAA IR B4~ DNA Jii
i o

50. MRIGBUREER 48 Pridk (K774, oo v i 7 ) e P A A [ ) R i Rk Th Re MRS A4 4L
73 £ DNA UKL AL RS, FInd D eV st idk o AEAR R 2L & LUE B RETE B A4

51, — AT 2 AR AR G T, A -

Jite FH A s T Fr ik s AR i S PR ) & B AR R H IR P 91

52. IEBURESR 51 Frid M7k, a4

Jite FH ot 3 S A O 70 B DA it 2 il o o A S L
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DNA ficta 2 (R R B IER 75 7%

[0001]  AHIGHIBEWIAZ X%

[0002]  AHIFESK 2012 47 12 H 13 HIRAZHISE E IR H11E No. 61/737, 094,2013 49 H
23 HIRA K3 H m i i No. 61/881, 376 PA A 2013 5 10 H 28 H R A2 H 35 [H Il i B 1
No. 61/896, 646 FIHLFEHEL, Fridk 3 B il i H 35 4 A8 toda 51 F F N

[0003]  WUM A #5175 ]

[0004] A & BH & FE H 3R ST B AR 5B AR T 0 4 A 5 HHSN272200800063C Fil
5-P30-A1-045008-13 " HEUM B B AT I . BURN B A A K ] B3 Le ]

ARGl
[0005] A B A5 HI T AEAR 7 AR B BRI B B B e 1 R 415405 BA
J st I ik LS I A/ B8R T 3 B R T iR

HREKR

[0006]  HEkEE TSR (L) MERE M) W& MR 2 58, Prid R E
B O BRI A Z A s (RoRoy S-S) JLhikie. EEE (VH) FMUREE (VL) [T
AR LRI BRI T RIS A nd e BRI T X i 3 /MESE 454380 (CHL. CH2 A1 CH3) Al
(R BB AN REORAEEESMIE (CL) . EHEEMERER R AZX A 4 MERX
(FR ;FR1. FR2. FR3 #1 FR4) F1 3 N F 4B X (CDR ;CDR1. CDR2 1 CDR3) o [Al, iX 46 & 7E
A AL USRS R A R IR N384 R 5t

[0007]  &EJa] FBFCFEGUAR (mAb) R E 25 iR EE R AT R — . 1B
BTGB R IR IR AR I T e 10 B B SR VEDOR , 10T REE A S PE R .
XSG PEI R, RV 2 BRI ST SR sk E A (Te) VTS B XT84 R s 1R AL
IR G BAGTTRCRER SIS AFE 250 mAb HGHEE ] T 41 X e R e,
BAEEEE (A2 40, —AidEE CD20 LA TR 7 AR E &7 6 IR 2 (Non—Hodgkins
Lymphoma) [J{x & mAb, MFHILHHT (Yervoy) , —AiFRET CTLA-4 Jf H 4 TR)T MR R
AN G R R 9 mAbo JEAE, DUECRRET (BT ELH T ) 5 53— SR AJRAL mAb, 48
(5] VEGE A8 B L8 1 JF © 0 TI697 48 B  (BVF SO AT RN A TR 7 B vk
Ky mAb & H 2Bk BB 5T FRFRTT ), — M ARG M AE N LA 3 b BATAH 24 0 UL e 2
RIEL ] HER2/neu (R AJEALHIF . LEAE, ¥F2 mAb FITIR77 H B s PERIE AR 52 (1 L
TAE o

[0008] & JJEAEVA YT LASL, 2 30 FE T MBI R IUVF 2 AL TR A B 45 e L FF Y
AN TURF 2 AERIp A R AT ARTIEIRGE & i s (RSV) WOERIPED R, HsL b, fE 2K
A BOETE E AR A RIE Tg BIBLLT, LA 2 TR T BilFIRSONIRAT E IR IRAT
b XA AR SR BT 58 A% Ao AR A I OR3P0 U4, 72 B e BRI Y LE o, TR R Bk
HLHL (Synagis) , —Fh#E ) RSV JEGLH) mAb, EEIE AL IG IR FARY 6052 RSV YL,

[0009]  mAb VAR I PRI 4 N ENGIRZ [ o SR 10, V5 IRAF AL PR IZ IR T THA R A A AT

5
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PRI I 32X [ 00 ) — S 5 I R A AR Wl it 1 17 A7 RS, 3 ] R A e AT BE
S RHA T Rl AT AT B AT BRI R R T K . BeAh, X E R A mAb
RAFANLERF Dh 2 502 7 BV B8 N VETT T n] OB AG o BEAD, IXSE 3T A4 5 1
KR 2 PR I8 IR O HAEBARIRS BUT o B, AEARGUS IR K Zrl PLRL 2 & H AR
77 L 252 G Btk 5. BAh, BRIk 1 & TR S E MRIETE SR,
Pivid & A A= PR AT W R HL 55 5

[0010] Sy r i S i R (I 1 i i, pnids sUEE 52l M ok R 40— iidia
AT B T BRI 1 % 2 Gt DL R DR AR R U U A R IR T . R A T
— SRR A M AT A S % A ST LU TR, OF HLAE BB 1 B0 N6 T 0w 254 . i, 3t
SRR R] A B A2 T AL B XL R R A B I HA B TR R (R kg . SR, I
FRIFEDE A 0 T A R A B (L P R A AT AR R 2 P DL AT 2 1 ) 09 A, 1 2,
Bl an s B an R AL B IR ECS EIRBUR T ROR R . XN IN, R EARA
ELEE S HA RURACAZ R, HS4 1 L ABUNL 2 (R SR AT IE B A B A o A, SLRT A Al
UK T35 B 729 B 58 4 i G IF HLE ST 32 2 BT 40 52 I R A9 765 1 G HIV G ] e 2
A 72 JRALENCAZ NS, BOE LU s AU R 5 0b BT, W] 5 3 3 )%
LB R B O LA TR & iR T R i

LZRE

[0011]  f&fik

[0012] AR B AL 52 7= A G TR 0 7770 o b 773 nl A4 1) 32038 it FH A
S BRI A B AR F I A Y. AT E R IA A EAIRTE P LA
A RHUE .

[0013]  Frid Uik ml 40 & S £ e 3L A BRIV B 2 IR E I A B 85 2 IR A BE T |
B LR T 5 Gwmhs I HAREE 2 RS BERT AR R T D gl . EAHIRITHI ] A5 5
— LR T AN R T F . EAARZ IR T B n A B T8 58— IR T AN 38 — IR 7 7
VE RN R FH P RIEN B EF. B3+ r L2 B4 RpE (CMY) B3+
[0014] Bk S LHAZ IR 7 71k n] A% gahd B A RGO BIAT s R 58 =R T 5] PR 38 =% 1%
FEBI AT T 88— IR 7 55 88 IR 7 B 2 (0] o 32338 10 B G ] 8050 - D81 ik 2 1
IR A

[0015]  FI/ESZAE P RE EAKIR T U™ S 2 KT 51 fudk 2 K7 51 T4 7 S5k
Z BT B EE TR DI RIS AR R 2 IR B B 323 7 AR I B s mT U O
PIEI Bk 2 P 5 B S BT 23, A= AR DD BN E R 2 IR R AR B 2 IR & R
FUAR ] H 78I R E 5 2 KA I R 2 I 4 .

[0016]  Frik E X7 71 nl A & H T 58 — i R 7 P RIS NS — e S S — R 3+
U TR 58 R IR T B RIS N e IS B30+ BTl 38— sy ml w0 1% B —
Z K, I EHTR S Y A R R 2 K. BPUETT A 2K . B
— BEIFAIE Rl AEE . BTk B sl DOR E4IMUEEE (CWV) B3I+

[0017]  Frid EE 55 2 fRnT 405 ] AR 5 X FME S & X 1. frid 8 5% 2 IR m] A3 T AR L XL fH 8
HX IVBEXVEEEX 2 AfEEEX 3. k2 Kl a8 AR X AEE X .

6
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[0018]  FTik E LML IR FFHiE 7] 14 Kozak 531 FTid SR FE 58 v] A& G Bk
(Tg) {550k, Frik Tg {55 A E4E TgE 5L 18G 155 k.

[0019]  JFir ik & 40 4% B2 /% %1 Al 40 2 4 65 SEQ 1D NO:1.2.5.41.43.45.46.47.48.49.51,
53.55.567.59 I 61 [ #/D>— NI FINRIR T Y. Frid EHZR T 5P 45 SEQ 1D
NO:3.4.6.7.40.42.44.50.52.54.56.58.60.62 F 63 [ & />—NEERIEF

[0020] AU BRI AT 32 R T o A A B AR () 7325 BT 77 3% T A 46 1) 52 43 it A,
Y i R 2RI R B SR — AR T I R gD AR BE 2 IR B A B R S AR
FEHIAEEY) . IR RE PRIAE—EAZRTHI A E— 2K, 3 Bl fE2 3 F
RIS EAZRUTEE 2K, GRIUATHTRE—FE 2 K4,

[0021] PR —EHAKRRTFIIETESH TAEZAEhFRIAE -2 KNE—[sF.
RE ZEHAKRIT e A HTAEZ AT FREE 2B B3+ Tk g —H3)
TR Az Frl IAHRE . Bk a s+ r] BUE E4iium e (CIY) B3I+ .

[0022]  Frid E5%E 2 ik ml 605 ] AR 5 X e E B X 1. frid 8% 2 IR m] B3 T AR B XL fE
X LVEBBEX VHEEX 2 AEEEX 3. Fridiee 2 Wl a8 AR X MEERIX
[0023] PRIk E5— EH AL IR T FI NS — HAIR T FIE F 7% Kozak JP 1. FriksE—E4A
BIR T A —EAHRR T HE A REskEN (Ig) 55K, ik 15 Sk
IgB 3% 1gG 155 k.

[0024] AR BEW KT BUGTT 52 W B 772 IR 77 ik al e IR R 7k
— I RE A PR . FTIA A IR TARBUR R R R . B SRR ]
VR T 5 o BTk 85 7] DA A S shiFm aE (HIV) EALE HERUREE (CHIKY) BUE 0K
o

[0025]  Priddp a5 A LA HIV. Fridk AL 7 51 P A5 4 SEQ 1D NO:1.2.5.46.47.48,
49.51.53.55 Fl 57 I B />—NEAIER T Y IZIRITH . Frid EAHZIRITF 4% SEQ 1D
NO:3.4.6.7.50.52.55.56.62 Fl 63 {1 E/D>— N ET .

[0026]  FrikdmEER] 4y CHIKV. Frid=EHZIRIT 5 A5 4ahd SEQ 1D NO:59 Hil 61 iy 4/
—NRERIT LR T . Frid EAHZRIT 3 P45 SEQ 1D NO:58 Fll 60 [ % /b— %
BT o

[0027]  FridimEnl AEERYRE . Prid EAKERTHI A5 400 SEQ 1D NO:45 5/
— MR TP IR T 5o BTk AL IR 7 71605 SEQ 1D NO:44 &b —MZIRIT 51
[0028]  Frik & Ak ml DL T BARPUE R AF e i o ik B SRR My Her2, Bl B4
IR P B AL & gahd SEQ 1D NO:41 Fl 43 (&2 /b — NIRRT F HKIZIR T 5 . Frid E A%
BRFE B[40 2 SEQ 1D NO:40 H1 42 By &E/D>— ML FEF .

[0029] AT A B AR B — 7 T AR AR SO RIA A% B B4, HAE— L4500 T
—ANZ A R BEAR L R, DA A — L4850 BN AS [F) B9 A% 7 A S A4 2 o

[0030] A& I— J7 TS Sy o JRU A I e (1) 7325, 0 it FH 4 A o5t T8 S A s S
(-6 PR B B P 515 I ELYE — S350 T 3 it FH 7 S AR B e i DAAE 52 2 H ™= A %
ZS

B &1 1% BH
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[0031] & 1 BoRgmbdansciif] 1 i i 1g6 HEER LR IT 51

[0032] & 2 WoRgmbdanseiif] 1 FHROAR 1g6 HEEMZIRITF1 .

[0033] & 3 EIRARZRET ] (/B ) XF 0D 450nm (1:100 IR IR HIGHIORREE ) 1Y
Kl

[0034] & 4 BoR g A EpaE R

[0035]  [&] 5 7~ pHIV-1Env-Fab (/=& FFIEMEGIA. (A F1B) fFH VRCO1 E (H) i
(L) PI72%E Tg Z2[R T pHIV-1 Env Fab $T —gp120 Fab FRIAMEAE IR TR BT . 2444
## Fab FURINELHE JL/ME M AR M 3B 7K o a0 7R Fab VL A VH B L PR Bt
SLFELE pVax] K BamHl 5 Xhol FREIL 2 [ (C)pHIV-1 Env Fab [{E4bRIA. ZE
7N 2937 4 e’ 4y Ji5 pHIV-1 Env Fab fIRIE I [H3) 7752, FARFRIERE € FE LR
= HFLEI ) 0D450nm+SD. AE X R, 1 pVax] FBEEE L 293T 40 il .

[0036] & 6 .7~ HH pHIV-1 Env Fab P*Af341 HIV Env 5% Fab B[] A B0 &
(A) #t -HIV1 Fab ({74 RS . £EHF pHIV-1 Env Fab J&, 78 10 K (K8 i it ELTISA
D& & FHBEFE N 1:100 O I3 o A% 7 Fab (077 &, J0K H 3R 7R 4 0D450nm, 2k H Jii L
pVax1 (/N IS FHVEBH M . (B) 7EFHEE4H gp120 (rgp120) Fi% f5 3T —gp120 Fifk i
LR E . WIsLiEd] 2 o AT, it rgp 120 [ 8RR S /N R, Bl S I £ 5T —gp 120
FUERI P 8IL 10 K, I8 HFK IR A 0D450nm {8 . £ PBS FIAEASHITE 70 16 B P %o B3 4. (C)
3T Yo % BRI 23 B A HIVIEnv-Fab 254G . G0SEHE ) § B4 7~ 59, 1% 5 5L 10 w g () gp120
TEST % SDS-PAGE, F#EAT iHBR4F 4 2= F1 i, B J5 H ok E i LA pHIV-1 Env Fab /R LG
WL, BTk S B R B, SEI6 1 I35 IR 45 A (1) rgp120, ANTTARIA 772 AE 1) Fab )45
FPE. (D) A IgGlFab [ [E]5E &, I &y pHIV-1Env-Fab jii ] 5 /N BRULIE F 1 TeGl. £
T € (RS 8] 2 BB A AR E ELTSA ) &l & TeGl, JF3K RN Fab (1 g/mL) £SD. Sk H i LA
pVax1 {75 B I3 AR IS RR o 7E x— Sl 48 2 RO 8] A A MG RS E ()« (B)
(D) /R B A R AT Sk 4878 DNA BURLIE FH 1 o

[0037] &7 BIRHIVI Env Fab 534K A HIV Env B8 (A FACS 4540 # . (A)FACS 1
e~ PT -HIVIEnv-Fab 5 HIV-1 #4LF A Env BEEAME G HRIEILA (pCon—Env-A)
DL (pOpt—Env—-A) HIV-1 B4k A G DNA B4 it 2937 diiffd. #&4v)E 2 K, A4
AL RSR VRCOT Tg, M\ pHIV-1 Env Fab P4 fHLIE (488 k5 RiE 5 48 /NFUSCEERY )
BUM pIgG-EIM2 Jifi F 7™ A2 B 0T HE Tg %o 20 Mg AT e o R L35 A1 VRCOL Hiddk 43 7 78 50 1 1
PBS fLA 1:4 B 1:100 ik, /LR T E 30 8. B/ G SRIEGH S &L EA
(PE) ) Tg X2 Ak AT e e, B i 15 B B8 2 ANV 41 B BT id 40 A sk 4T 171 4% DLIEAT FACS 43
Mro ERE— DR IRRHEMRNE 2 thds 4. B)FACS S4B KRR KL, i
—A Tg/ MEMRA TR el BB B (EIRRRIEAKE ) BRUARR RO, JFRR A
YERZ B A R HIV 40k A Env SR BB y— Bl R R4S A a2 T

[0038]  [&] 8 &7k H i LA pHIV-1Env-Fab /N B (%) L35 % HIV-1 B s A2 . A2 B
i 5 BB 1) A B USCEE BT 0 B L5 B TR RS PE R LG o Ad A — /N HIV-1 (S R 5
Bal26 ( /N A 33EAEAL B, Tier 1) Q23Env17( /NH B s#3EbAL A, Tier 1).SF162S( /N C ;
HEALRL B, Tier 1) A ZM53M( /N D s 3E4LAS C, Tier 2) 7E TZM-BL 40 34T A4 .
TsEEf) 2 F i, BL 0. 01 (1) MOT B GL 40 i, 37 /£ 5 M pHIV-1 Env Fab Jiti /™ 4 ()

8
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Fab PIILE (1:50 BIZMBELE ) LRGN E A dii. 7R 1 H 4 bR Ve, Hat &
AR T SEHE ] 2 o [FIREM, 25— AN B PR AL T P2, HAR RSP MLE N 50 % w5
H R Ak B R R ) 551

[0039] & 9 B Rgmhd st 2-7 P HEIA R HIV-1 Env Fab f)E$E (VH-CHL) BIZERIT 31,
[0040] & 10 B ngmhEseifif 2-7 PR R HIV-1 Env Fab [94%8%E (VL-CL) MIREEF31.
[0041] K& 11 W s H4mhs HIV Env B BURCH QR4 SoE 2 6. Fsk B pVAXT (£ &
HE ) B pHIV-Env—Fab ( 45 EIHE ) 670 4 Mo AT S

[0042] K& 12 WoRgfilHii B2 A0 L5 IR E (ng/mL) HIEL.

[0043] & 13 WoRgmbS & A 161 ik B R EE .

[0044] & 14 ToneHE 13 BRI RIS R TR (FERIB)E ) IR EE.

[0045] & 15 S~ VRCO1 TgG G ELMRITF .

[0046] & 16 o (A) 4ihd HIV-1 Env-PG9 Ig HIMEEKIRER ; B) &H ) KfE
IR EAR R R AT (C) Gt BRI AR

[0047] & 17 &7n (A) 4wBS HIV-1 Env—4E10 Tg BIMEERRER B) &4 (A) Mz
R EAR R B R AT (C) Geta B I AR

[0048] & 18 W RTEH Pk AR IRIZ WA HIV-1 Env-PG9 Tg ML T,

[0049] K& 19 TonAH PR E ABETIEIZ BT HY HIV-1 Env-4E10 Tg LR T .

[0050]1 & 20 o~ (A) A5 CHIKV-Env-Fab [fJ# (VH-CH1) % FIM &K R BB f (B)
4iht CHIKV-Env-Fab [{JEH (VL-CL) #E MM~ K.

[0051] & 21 oS A4S CHIKV-Env-Fab [{E (VH-CH1) B/ (VL-CL) (K4 AR K 2%
B~ EE.

[0052] P 22 BRI LA/NES (hr) R[S EE 0DA50nm [ ]

[0053] &) 23 SR fu B 1 A

[0054] & 24 {7~ DNA Jiti FH (1) 5 iof LA S SRAS F HH 1 RH HA If A s i S

[0055] & 25 sl EAR vt () 8] XS E 0D450nm FY 1] .

[0056]  [&] 26 Wil Bt Jm RO LL T 4 B AF TR 2 00 B

[0057]  [&] 27 WoR&l/ N R X L TNF-a [ pg/mL [ FE

[0058] & 28 Won&zfil /NN L TL-6 (1) pg/mL I .

[0059] & 29 Eon Ut B gats VH-CHL F HAE B 8 F R 6 N Mm@k rn e’

[0060] & 30 on i BA4uhd VL-CL 3f BLAE i 3 sl A @ik nos 2 K.

[0061] V& 31 B Ut I B ve B ik SR AR I 40 4T —Her—2 Fab [1J VH-CH1 B VL-CL (144
AR N R E

[0062] & 32 S ngwAdi —Her—2 Fab [ VH-CHI HIZIRIEF .

[0063] K 33 Won I 32 B 7 B g hs I = S8R P 71 (BA, 3t —Her—2 Fab [ VH-CHL
LR T ) .

[0064] & 34 Wongmbd4i —Her—2 Fab [#] VL-CL HIRZ RT3 .

[0065] ] 35 {LonHH I 34 WAL 7 P dmhd M = BE 1R 7 %)) (BT, 31 —Her—2 Fab (1) VL-CL [
AT o

[0066]  [&] 36 W~ bl A% G A4 M ) S A0 LY TG IRFE (1g/mL) AL

9
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[0067] &1 37 &7 U B 4 b5 o % 3K 2 11 G (1gG) BB A AL 5 X (VH) | A A8 5 H 5E X
1 (CHL) JEBEIX A AR S 1H 52 [X 2 (CH2) Al AR E1H 5 [X 3 (CH3) A A dmhd 1oG 4255 1) m] AR #2[X
(VL) e[ 2R 4E 52 X (CL) MM AR R R 2 o TG W E B R 0E t B (I B VDB AL s 2
FHHEAMNTESIK (HITRF ARG ) Z 5.

[0068] ] 38 Wongwmbddn — B HEHIHEEE (DENV) A 16 HIZIR T .

[0069] & 39 T~ Kl 39 MIAZIER T FI4mhd 2 2L 1. 7 &1 (RA, T -DENV A 1gG BRI
FEH) o FEARZEIERR T HIH, S E R I FE R R A ks B R R 40 S O A SR ) 22 K
[0070]  [&] 40 WRZiil/N R EE 0D 450nm (1)

[0071] &l 41 WIRZHIESHE KRBT 16 WE (ng/mL) K,

[0072] P& 42 W R HE | BRI T2 gmbs 2 508 751 (BT, SEQ 1D NO:6) o iZHSEIR)T
PR SRR 1 RO Te6 EHE AR T

[0073] & 43 BN 2 AR IR 7 F g b () 2 LR 7 31 (R, SEQ ID NO:7) o &L IR T
PR R SCSEiEE] 1 RO 1e6 FHEE R F T

[0074] & 44 B HE 9 BRI 7 7 RAE I E 5L 75 (BT, SEQ 1D NO:3) . ZE LT
P& SEER] 2-7 FREAR HIV-1 Env-Fab [EHE (VH-CHL) HIZEEERTF.

[0075] & 45 WonHHIE 10 BIRZIRIT F) gt 2L ER 751 (B, SEQ 1D NO:4) o %L
I SE i 2-7 FHEGA R HIV-1 Env-Fab [R5 (VL-CL) [EIEMRITEF.

[0076] & 46 W Rgmbd N SCSLiEf] 11 P HEAR R HIV-1 PGY HL5E Fab (scFab) FIRZIRIT 51
[0077] P& 47 o H K] 46 RIRZIRIT 9t s 25 731 (B, SEQ 1D NO:50) o %L
FEHIR T SCEEEM] 11 RHERK HIV-1 PG scFab IR IT .

[0078] & 48 IR gmbs T 3L 13 AR HIV-1 4E10 B4E Fab (scFab) RIZIRIT 51
[0079] & 49 B~ HH & 48 WIRZIRIT g 2 L ER T 51 (B, SEQ ID NO: 52) . %%tk
FRFP B2 T SO 13 R HIV-1 4E10 scFab FIE MR T

[0080]  [&] 50 W27~ Ut BH 4 b5 o % 3K 2 11 G (1gG) BB A AL 5 X (VH) | A AF 5 4 5E X
1 (CHL) BEE X r] AR E4H 2 [X 2 (CH2) ] AF H4H 72 [X 3 (CH3) MM AR~ E K. guhd TG
HEMZR T I T RS FIZ G,

[0081] & 51 Wonuii4mhd 1eC FEERI P AR RRIX (VL) MR fEE X (CL) HM A4 )
NEE g 1gC BB MZIR)T I T RIS P Z )5 .

[0082] & 52 WIngmAL T SCELEH] 9 AR HIV-1 VRCO1 1gGl BREMIZILITF .
[0083] & 53 Lo HH K] 52 WX IRIT 9 i & 2L /7 %1 (B, SEQ 1D NO:54) o &L
JEF) R SCSLitif] 9 AR HIV-1 VRCO1 TgGl EHFME LT,

[0084]  [&] 54 WIRgmAL T 3L 9 FHEAR HIV-1 VRCOL 1gG 3BERIZIRT 1

[0085] & 55 Ty HH K] 54 MIRZIRIT 9 i & 2L /7 %1 (B, SEQ 1D NO:56) o %L
FEFE T SCSEif 9 FRHEA R HIV-1 VRCOL IgG BEEMIEILMRITH .

[0086] & 56 Eongwmhd T SCELHEH 14 F#5A K CHIKV-Env-Fab [{J &5 (VH-CH1) FIIZIR
FE 51

[0087] & 57 o HH ] 56 ML IRIT B 4wl & 24 1 /7 %1 (B, SEQ 1D NO:58) o &M
FEHI T SCEEEH] 14 FREAR R CHIKV-Env-Fab [ ERE (VH-CH1) B TF.

[0088] & 58 SLongmAD N SCSEHE] 14 T A i) CHIKV-Env—Fab fJ#% (VL-CL) MR T

10
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17

[0089]  [&] 59 .7 HH K] 58 WX IR IT B 9w i & 28 /731 (B, SEQ ID NO:60) o 1%L
FEHIR T SCEE R 14 FHEARRK CHIKV-Env-Fab 2% (VL-CL) MZZERT .

[0090] & 60 Tongmhd N SCELH] 12 IR HIV-1 Env-4E10 1g FIZERIT .

[0091] K] 61 Wongmhd N L] 10 AR HIV-1 Env-PGY Tg BIZIRIT S .

[0092]1 & 62 ToRgahid VRCOL TgG [IZIRF% (SEQ ID NO:64) .

BAASERR

[0093] AR KA ik Ho B AR R B A G EHZR PP KAH G . 7]
(] A 1 TR B 52 T3 Tt FH T 26 ) DA i3t & oA R A4 PR RGBT it o

[0094]  HAkh, Mk 5 HIZIR T 51 31K ) A 28 22 IR mT Reme il & e . Frid
B2 IR EE 2 IR AT AR BEAH AR DMEAC 3 B0A bR R 45 G P, MR T R AR
SCH TR LS I oA s L G0 % R 1, 9 BB 51 R BE R B AT IR B ) S 0% R

[0095] A, IXELA pehu A e 7 40 i 175 A 1) S R 22 T 7 AR B oA B PRt AE 52 2 R
P A RIUE R A B G I — RVIPUE . B TR R RR IS A U IR G5
1228/ B39 B A7 o

[0096] 1. SEX

[0097]  BRAESAE S & WA T A SRR ARE B 5 ARG @ AR AN 7
RS SCHRIR & S AR R B OCT , AR (B4 E ) k. T3Pk 71
& BT IEANRE R, S R AE AR R B IR St B A A 5 AR SC A s i A8 A T VA AR LS
AR TN R . A SO R S i R B RS L LRI B 228 ik i 5
AR TN o AL AFFIIRR 7772 A A S A A2 1 B T R 4R AR B

[0098]  WIARSCH AT, RiE“GBE / BHF7.CGF7.CBE7. G “TT I “GF 7 L HA
RSN AHERR 53 SMAT 9B M AT et i s e R RIE BRI . BRAE BT
AAEHBUH, SN BRI (@) 7“H (and) ”PAR“Z (the) "BIEHSEY). &K
AFIRWEE AT/ AR AR ST S 77 S B Pd St 77 22 B AR 4H i N
R BT SR TT S AR e SR T SR, ol 1 B B R

[0099]  “Pifhk” Al Z RN TG, TgM. TgA. TgD BX gk B A Bt i BEBLHAT AR Hidk
(£04% Fab. F(ab’) 2, Fd FEEEGUAER ) S HATAEY) . PiARTT DLE A FLEh P L5 6 5 5
BPUE . 2 e BRI SRR AL F PR BUER A4, Brid B I 2 8 (1) %) B B8 (1) 3R o B
KT H 72 45 G e 1o

[0100]  GFEARSCH AT B8 A “Hidk i B BCPUAR I A B a0 B P s 45 A 07 s Bk
AR X A S8 BB B 3 BTk il AN S8 BHUE R Fe X I8 R 18 e B8 5 /48 ( RIER
RT Uik FEFIAL, CH2, CH3 BR CH4) o HUAA v B S AL FEAH AR T Fab v B, Fab” 7 BX.
Fab’ —=SH Bt F(ab’) 2 Fr Bt Fd FrBU Py A BEOUBEUA L SR By (scFv) 27 & | AN
BER] AR LRI B 2 K A R BE R AR S A I 3 N COR (MR BE 2 IR A 1 DN ERER AR
X BB BE 22 KA S ERE R AR X 1) 3 A CDR (IR 5E 2 IR .

[0101]  “Prli s HA7ErE £ Az RE I RE T B . BRI BT IR 0 45
Ho BURETFIVET Bk ) EREE B AN

11
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[0102]  GASCHRT A, “9abd /3 207 B abd X R ] R A B s A S0 s B 1 4%
HIRT IR LR (RNA B DNA 43 ) o St /7 F1lik n] G55 A A 4 T et A il o ] 1 7%
BRI AR B AL A 48 RIS s (BRI 2 BEIRERILES) 1
EIHMLILES . ahd P yie ] BFE 4S5 5 RT3 .

[0103]  GUASCHETA, “H AN B BAMY” Al e AT IR, 7] R AR LR 4+ % B IR B
BRI 2 BIFRAR - B 5 (Watson—Crick) ( #40, A-T/U il C-G) B Hoogsteen Fil i
Be Xt o

[0104] WA SCAHRET A, “IH 2 W7 8 X ZH 2Bk PR 5 BT id 20 2 4 B A2 2 A i 0% 2 A A
2 2R LIk e P R st R PR R S B T B HL T o DS S A 1 e 2 L 06 L ik o
T2 HEL YA EEL K e T 2 A 3ok R 8 BTk A 4 S R S () e B 5, TR AR S R R 1R ) L 5 AL
R B HA RGO, It A BRI Rt RBoiE Rl E A koh e B A S (B
Y ) WIREAT, 8 e 2E L B U S R R (i, PR R ) S IXREAE R 4R R LU
FEEEAS Bl ORI ) o DA TR 4ERRIE 8 . 7 — ST 29, R
FhE A8 .

[0105]  GASC T A, “ HLIR St B S st AT LA A, OF BT R it L AL A
(%) 3 By e S, A5 ) 5 20 23 H A AR 2 TR B H AR Rt 28 FH EP 28 B X )RR = H
DA FLIR R FRAEAE B KT o 248 K B P FE A kb e Z1 B AR B 2 BT TISE RE . R
Tt ] HL 2 L AL T e 2 L2 L P o A R S IR, DR L o ) L R T A s D 2 4
HLRR () FELIR TR iz M D g ( B R i ) 5 T FL A EU AR, DA S kAT
B S O R DI M FELR R R TR K o RO BT mT A BRI 1, DR A A4 1]
W5t

[0106]  GUATSCHET AT “ B R Al R HE AR ST R A 1) Ha o8 £ B A S P F A
335 T FL A AR X, G B A A 45 P 2 LI 2L R AT ART X3k = 1790 v 2 FLAHE DS R I8
() A B A BB Y 5 o

[0107]  WARSCH Rl E A1, “ g L7 - B ALY B “HBhigag” ( “EP”) mIFRfEH
5 5 L3 ik b SR 75 R AR R TP B OMLE B (L) s AT RIAEAE SRV AR i TR SR
HER  s1RNAL 2540 25— 7K M A4t e Js F — A s i N 5 — Ao

[0108]  WIASCHET, “ VR TESUA” AT HRAE4 i LA 2507 & 1B 5 DAVE R ARV S )% L%
(152 6 o AR R AR

[0109] QAT AL “ ABALG] 7 A] fa i s F (BB ) 3T IR, it P
WOHEE R H AR BRET (7RI RE E Kz |/, JHIEM / Bl 5 ) FRl S IA M (it
HT ) AH ECEL, BE 5 R R 3 K Y B & K LIS BITRAAEL . ]I I A A0 DA HL B 3R AT S
L -

[0110] “F B nlEis A ThReny, RInI 456 2 S I A 54 KT R R R
YEFHBIFUAR R 2 IR B BR AN/ B C A 2k 25 /D — AN IR AL, ik i v BEr] H K
Pk 100 % AH R, FEBE— P o0 F RA A RAE SR/ B E 1 BRI FRREAR. H B
5 20% B £ 25 % B £ .30 % BT 22 .35 % B £ .40 % B T %2 .45 % B £ .50 % B,
W4 55% B 60 % B £ .65 % B £ .70 % BT £ .75 % B 5H £ .80 % B ¥ £ .85 % B},
W 90 % B HE % 91 % £ .92 % BT £ .93 % B £ .94 % BB £ .95 % B £ .96 % B
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T2 .97 % B £ .98 % B £ .99 % BUE 2 1 4 L R 2 A KB K, AT
IR RIS 5 K. Ber] 4% 2 R0 B, ik 2 IR v BE S Hidk HAT 95 % BURE /51496 %6 5L
B 1R1 97 %6 BB (7. 98 %6 BCFH Ry B, 99 % B iy (R —PE, I BLA A M A & 0 5 E 4 b [ — Pk
I3 045 ) N R o R R B IS 5 K. BOG AL & N R IR & A / BUE 5K,
W BREE S 5K, B0 TeE B 1G5 K. Pl N Ko PR M / BU5 5 Ik 2
THRR B
01111  7ERATARARLE SR/ B4 E | ERRREERN T RS —ME T,
D BURRIAZ IR T I B n 54X 100 % AH R, BRA D™ AT/ B3 Rk 2/ — M H
BRAh . BRI 20% BT £ .25 % B HE £ .30 % B £ . 35 % B % . 40 % B £ .45 % B},
W4 50% B % 55 % £ .60 % B £ .65 % B £ .70 % B £ . 75 % B ¥ £ .80 % B},
T2 8% HZ 90 % HE £ 91 %E £ .92 % BT £ .93 % B £ .94 % B £ .95 % B
T %.96% K £ .97 % 0K £ .98 % BT £ .99 % B £ 7 4 L4 2 e K m 5 7 51 1 K
&, ANEFEARATAIN B 7815 5K v BEATAL & il 2 IR 1 B, BTk 2 ik S5 34k B 95 %
B 15196 %6 BT 1571 97 %6 BYCHE 1. 98 %6 BRUH R ER 99 %6 B i IS [F]— 4, JF HAA H AT
AL T B A R — PR R AR I 45 N Ko R IR IR B IR 5 S IR 731 . F BOgw]
A5 N R IR R A / BUE TR, w0 S 3R EE 15 SRR B0 TeE B 16 5 5 AR 4 hd
FEH. nlREgmAs N Ko IR E AN / BUE 5 KR 9mhE 7 5 T 9mhs e 51 B
[0112] QAR ST AP v FH 1 A% A0 A4 A Fi8 A0 5 A & (1 RV 0 BT A% R 17 31 ) DNA
B RNA 730 BTk gmbsd /7 2 55 A At i 22 T et AE 1al o ] 1 A% R 40+ /M4 0 40 e o
B REMEETCH (BB FMZRBEERMES) KRG MEILES . AR
FH, ARG “ R FRIKEITE R A2 i 2= DR A, ik 25 DR Ay A 5 A At e B T 2w 2 1
() 9w hs 7 31 1 00 75 T 4% e A, DM A7 TAME A R AP s, Bridk b 3 51 A 4 1
[0113]  WIFEARSCHFIERABUE 2 ML BREE KT A 0 BN SCr B A, “AE R 7 B¢ A —
YRl e T A B A fE T A LR E e B X B AR5k L . nlidad i R AP ERVE EE A L
WA 7 51 B A L L 6T, 70 48 8 1 X3 b be e w267 91, U e 7R AN 17 21 P 7 . B A7 7R A
[ % 2 A L 4 B DA AR LA B2 B 2 DT oAy B 40 B Bk DAFE e X oA i 7
B, S 5 R LL 100 k=4 7 B [F— PR E 4t R R 5 EA AR B EL 0
72 A — ANB AN AE B R U DA B 2 I b A XA L SR AN BRI DL 5 AN P 31 5%
FASELE T B R B AE S F . 24 B DNA AT RNA I, B B (1) R PR ERE (U) A 4%
WHRRSERI . AN LBOE A THENLT 21 53 W BLAST B¢ BLAST 2. 0 K3R48 [F— .
[0114] Y1508 SRS A ] A5 A A A= SC A By FH ) “BRLEL 7, - HL R 42 RERR U 5 o0 FL A 6
FCHLIALAEL, AN TS 43 B A% 5 Tl i L it FL A o
[0115]  GUASCH BT IR “ B R n] e TE M 90% R4, B il AL %)% R4,
Wi Jo — P B 2 MAZ R AT/ BRBE B 5N G o G % 28 T A DA it B AR YRl 25 ) 7 s B
PR RAFAE -
[0116]  WIASCHFITH IR B EIZER” B 22 HR” fl BRI Re BN 2
DTN ER . PREMRHA IR E T BAMER)TH] . R, IR 6 e R 1) 558 1) LA
o ZRIVF 2 AT H TR B RENS ERZREH . Fit, ZRicasE R4 B
[FIRRZ R AN HAMAE . SRRESR (LR 8 P48 R A8 S5 T SR P P RS AR EE . TR, ZIRIE
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FEAE MG IRAT SR T IR SRS

[0117] PR W] LU B REEONURE 1, BUORT5 A SURE A ERE 7 51 B0 43 AR MT DA DNA (i
[512H DNA 1 cDNA) \RNA B ZRAS 1k, iz e ml & A R AU B A% B B A2 MR % IR I A5, T
S (CELFE R IE | JILEENS | i [ s g | B i | S R4 | JULEF | B WA YR B M A | e i s v D S
BEng ) MAE. IR LSS A BOABOE T AR

[0118]  WIARSCH T “H ROERN 7 7] 48 2L R 0 R A 5 23 0] B B0 s 3+ 1)
PR ash 7l T8 Hsm RN 5" ( B3F) 503 (Fig) . AT 5EFEZI
(R B8 T 575 Frid J8 3l Bl B 2 08 PP 28 3l -5 L4 ] (00 228 (81 22 1) 7 B2 8 K 3504 [ o
UNAEA AU P TR, T 3222 1% 80 B AR AL T AT 2R R B F 2 RE

[0119]  WIASCHRET AR IR “EE AR B 2 K7 7l S4e 2 AR 2 07 71, 3¢ Bl LA
FERIRE A B S AB T I B R ARSI A A o

[0120]  WASCHET B fE 3057 Al B 4a R IR T B0 BOW A% BR AR 4 M TP i RIS B A
BRI KIE B 5o BB Al & — N EE AR G S 7 51 DLt — 38 g ik 'y
FIRIERIA AN / B AR F 28 (B RIS/ B (R R o JE 338 A 2 5 4 ol 4 A s A B
2 IR BT BT Bz v 0 BUEE o fF . B 3R B AR A S EA R
AR . i3 B ] A R A A AN L R B A B BT RIS R AR T AL 1
RE BB, B R AN R (AR R N R RAA L &R S 0 ) g R e, B2
SRR A RIE . B RIRR S ORERE AR 17 &3 R T3 B3+
SP6 JHENT lac T - JABhF . tac BT SV40 M3 5 B+ SV40 FLHA J5 5 \RSV-LTR
JREIF WV TE JB3NF. SV4A0 HLHH R 375 SV 40 B3 E 3R CMV 1E Ja33hF.

[0121]  “A5 5K FI“HT TP 517 fEARSC Al B AT, I B2 48 nT G e AR S R 1
EHRNEERR FRERER T F5K/ 8 RFrEEiESEa iR Es. RSP
NIRRT N 1R O R 21 vy e = = D1 N ke o= M i s 0/ S SO NN 1 R = 0 i =
FRHRE S CEEFRARAER) VIEE 5K/ iirer5. 550K/ 557 5%
BEAFAN K .

[0122]  WASCH T BT RG22 A 7 AT AR SR — IR T 5 (B, %) B 5 E
BET 3 (i hn, 88) EUERZRI B ZRIB G ) 23856 o A 2 A 2 7 BRI PR 1)
HBEAAFRAGH T AR Al e e 7 AIE R & BB 5 pH T I RE = (T,)
K% 5-10CHEAEHG 6. T,7T LA 50 % B 5 3 B AMOIRE A0 T (B TR F 2ilit 47
15, RIEAE T, 50 % FIRET7E P I 4% 5 4 ) B 5 507 51 22 5e i RS (78 R E I3 5
FE pH HUZIRIRIE T ) o A5 PT AR AE pH 7.0 & 8.3 T EhKEILT 40 1. 0 MEVE +,
WL 0.01-1. 0 M BFEAS FIRE (B e ) MUAGRE NE AL 30°C (T REREr (#1
1, 29 10-50 MEZHE ) ) MEAZ60°C O T KIRE (Bt0, KT 450 MEHE ) B
AT o FERE AR AT I AN I 2 AR SR S R R B R SR o X TR R R B R P R AL, B
HSABLUNED 2 8 10 AR B4 4458 2 A8 R 5126 :50 % HR Bk % . 5x
SSC 1 1% SDS fE 42°C NI &, B 5x SSC.1% SDS 7F 65°C NI &, £F 65°CT 0. 2x SSC
A0.1% SDS ki,

[0123] G SCAR Al F AT« 2k 7 R0 < 3 e SR AT AT MESh A , L REAE AR -1
FLsh¥ (B, 28 5 U850 B BE . L 1 2 R B2 ORI R L KRN RR L AR
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NREKFEZ (B, 1, v i e s e e R ESE ) FIN ) o fE— LSy &£, %
HEPRABEEN . 52 BUEE 7] AR 2 HoAth R Y697

[0124] AR SCH T “HA AN AT EIEE — P58 A EANT FILE 8.
9.10.11.12.13.14.15.16.17.18.19.20.21.22.23.24.25.30.35.40.45.50.55.60.65.70.
75.80.85.90.95.100 B £ M H B A LB X I FEEE D 60%.65%.70%.75% .
80 % .81 % .82 % .83 % .84 % .85 % .86 % .87 %88 % .89 % .90 % .91 % .92 % .93 % .94 % .
95% .96 % .97 % .98 % Bk 99 % [F]— M, BUFI 2k 77 DUTE AR J A 46 AF T R 58

[0125] WA SCH A I “ AR EAHFR” 7l B85 — 55 PP/ 1.2.3.4.5.6.7.8,
9.10.11.12.13.14.15.16.17.18.19.20.21.22.23.24.25.30.35.40.45.50.55.60.65.70.
75.80.85.90.95.,100.200.300.400.,500.600.,700.800.900. 1000 1100 B ¥ % 1% 1 F 5%,
A X I F 5> 60%.65%.70% .75 % .80 % .81 % .82 % .83% .84 % .85 % .86 % .87 % .
8896.89% .90 % .91 %.92%.93% .94 % .95 % .96 % .97 % .98 % B 99 % AH 7], B T 418,
WRE— 75 5E P AMESE AR B E AN UG, WA &SR B A

[0126]  WASCHFT A “ A Bbiid” J& i B AR SC P A 1) B 4 R B8 Y ) 4w o BLAE 23K
TR RUE .

[0127]  WASCHRT R G977 B8 AbER” m] R FR s TR ] e i B 58 AT B e ok
RS2 2w iR 5 . T e BT R AE < A 181 3238 it FH AR R PR (R 1 o 40
il R 7E e 51 R AEAE G PRI H 1) 52 62 e AR & B R 7 o T ol e i 0.9
FE 5995 1 PR R IS 17 52 2 it FH AR R BH )% 1 o

[0128] TR LR WP IZ R BT G “ 4k m] g (1) S E RTINS 5 808 B
(ii) SENZER TSI HAME ; ((11) 5 BZREEL TANEFHEAR EFH— K%
B% 5B (iv) %M N 5 S R HAMAELS HE AR FAH R 721 4% 58 AL TR o
[0129] X TRRECZ K, “ AR 7 RARIEE LR )T 71 FAH 7 T 2 AR 4R N L B R BRUR <7 B
R AR EE 2D — R AR R KB 2 IR . BiEr] BiE R A 52 M E N RN EERT 5
B AR B T AR, (R B D P A s R S . SRR B AR S B, BRI
HAMAER (a0, gk e # B X ISR A ) B RS R E LR, 7249
A o A NI AP UV A . QAR AU R T R A 1), S S BN AR A R A B R
BB IsEG K PR (hydropathic index) R%5E KyteZE A, J. Mol.Biol. 157:105-132
(1982) o AR ISR 7K PEFE HHE T X F g /K MEAT Fa Aar iR 5 hE o AR ARSI L 0 HL A A AR
SRELK RO I n g B R R B EEa  PhRe . f£— A5, BA 2 256
IK PSRRI EIE B B . B B K MR AT F T B ] SRR B AW ThRER & A K
B EIRR BT S0 25 B R BR R K PR Fo VP vk S IR B K ey 3~ 3 S Kk, 3 —
PO 3 5 P AN S S P VA R A S = SEE LR No. 4, 554, 101 (Tt
FIHFEAIFANARTT) o ARSI A BT AR, B AR K PEE R 2 2 R I B ] 2R B
AEE VA G G R T R . AT R S K A A £ 2 DL YRR AT B . S R
(R 7K T 48 BRI S K A 32 % R R e B R . 52— 3, 54 A B
RIEREURE T AR B e T 2R, I HL LA i T8 5 2 5 1% 10 0 e P60 R 5ot AR, e 3 it
TP SRR | LT OR/NRI e PR AR o

[0130]  BAAT] DL KR AR P A E A B FREAR FAHFRZRIT .. %RTF 5
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Al A4 K R R R 2 B B B 80968196829 .83% .84% .85% .86 % 87 % .88 % .
89%.90% .91%.92%.93% .94 % .95% .96 % .97 % .98 % .99 % 5L 100 % [, AB4AT]
PLURAE A K Z LRy 7 B B AR B A R R R T 51« BT 5 I fE A K I B
WAL Y E B FEA 80%.81%.82% .83% .84 % .85 % .86 % .87 % .88 % .89 % .
90%.91%.92%.93% .94 % .95% .96 % .97 % .98 % .99 % 5%, 100 % ¥ [ — k.

(01311 WA BT B “8uig” 7l S48 &4 EHRE SRR T . BUA R L2 Uk R
B AT N T AR B RE N T s fd . 4044 m] LUJE DNA B RNA #tdk . B nT LR A 3
S e AR AN AR B A 3 T 32 R DR 2 A

[0132] ST A SC AP BUARL Y BBl 1 515, B s K ) PR P58 058 L TR R B — AR A B )
a0, T 6-9 HIVEH, B 1 6 A9 Ab A FEEE 7 A 8, 1 T-YE 6. 0-7. 0, B it A 5 4%
fE 6. 0.6. 1.6. 2.6. 3.6.4.6.5.6.6.6.7.6.8.6.9 Fl 7. 0,

[0133] 2. &Y

[0134] AR B A B gmbs gl e B R R B LA A M E AR T A A G . 4
1A I 75 L A2 T N, TR 20 A ] 30 52 e A A A . B A g
MG T 2R E P RS F (R, PR ) o IXEERIZE A R RIS, BRI 55— Bl o1
W 5 BUZ R B IR, BRG] R BE RO B R e N

[0135]  FIvidk & RCHUARTI VAT 07 4 Jith DA ik 41 S i 32 3 B0 e A/ BR3P H 52
Frideimiz . Bk -G b isd 45 & s vl 1697 TRBT # i LA BT IR 24 W ) 52 3 1
A/ BUORE H 2 BT iR R m AR . FTIR G b Ad vl 12 & 4 it DA BT i 41 S W i 52 1038 1
PRAETEZ . TR A PR AT 2L 5 /0 27 50% .55 % .60 % .65 % . 70% .75 % .80 % .85 %
90 % .95 % B, 100 % ¥4 jita LA B ik 204 40 0 52 303 B i A2 05 28 7R H e sl 77 &, B
R AR AT HR A /2] 65 % .66 %6 .67 % .68% .69% .70% .71 % .72% . 73% . T4% .75 % .
76% . T7%78% 79 % B, 80 % 14 Jith LA BT i 24 W 1) 52 1 35 B P T A7V 22

[0136] RS A] FEAE [ Z X E A TR A SV 204 1 /N2 /N3 /N4 /)
F5 ZNEF L6 /NI L7 ZNEF L8 /N9 /NIE L 10 ZNEF L LT /NI 12 ZNEE L 13 ZNEsE L 14 /NP 15 /s
F .20 Z/INEF L 25 ZNEsE L 30 ZNEsE L 35 /NI L 40 /NI 45 ZNEF B0 ZINEFER 60 ZNEF R AE TR A2 i
A Bk A iR . FriA GRS EUE R A E B R H G R4 1 K2 R.3
KA R R6RT KR8 K9 REL 10 RNAEFTRZAE - E ik & itk . Friddls
Yyl SEAE RN E T TR A 5L | AN RZ) 6 K24 L /N BZ) 5 K2 1 /N2 Z)
4 RLY T NBT L) 3 RZ) 1L IBRL) 2 K21/ RZ) 1R 1N ZR 2 T2 /N2
1 /NI 22 60 /NI V20 1 /NI B2 48 /NI VL) 1 /NIF B2 36 /N2 1N B4 24 /N
211 /NI R Z) 12 /N ERZ 1 /N B2 6 /NI RAE FTIA 523K 3 T AR B A A

[0137]  Maf BL R B2 T A, BT 20 A n] 785230 b T 3 b e DA iR DA
KA 9% N2 RS2 AR 3 TR PR AA (7= AR B R B A BB K 7= A o BT 40 5 4 ml A4 i
DAL DA ARV B9 B2 B ) S22 R R LAR P AR 2 BT /D 40 1 R\ 2R3 R4 R.b
o6 KT KR8 K9 KB 10 K FEFER A A= 4

[0138] AR AR &P HA A S G PIR R E R, 2 2 a0, ERTIRH &9
AFEZIREIE L s A BRI R E R s BLRSR UL 1S 5 M D R EIE R A&
YkgoE PEATRER 2 R AR .
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[0139] 3. EHZRFFF

[0140] 1 EFvik, Frik 20 & ml A0 & AR T 51 o ik AR IR 7 2 T b budg o fy
Bt HAMAB A & . 72 SO E VR A T ik

[0141] iR S LI P 5 7] DL SRR T 51 o ik S 20 A% R P 91 T A 4 28 /D — AN iR
BRIRF B — DA RIEZR T .

[0142] Bk E AL 7 50 AT DL RAGBIAZ IR 7 51 o SR (R DL A ] 308 3 B s HuAd 1 4
JEIR M AR T R SR/ BRI UL AT EREE L — AN E AN K 6C T E
[R5 7 3, LM INES 5% smRNA A2 MEAN B Ak 7N kozak J£ %1 (4140, GCC ACC) LA
HINEI R I NGRS S S IR BBk E A (Tg) BT TP s AU AT BB BRI AR FH 791 2 7
(ED, P93 TATA £5) o

[0143]  a. FEHZIRTF M E A

[0144] PR ELHZIG T 5 Al O — AN AN EAKRIT VI EAE . ik EAZR T 5
EAR AT REAE N SO PRI A Y — A AN

[0145] i 5 4L K% R e 3 A 8 4K P A 5 4 0 B 22 Bk 0 A B AR R B L 4 A ) R YR
ZIRIT o FTid AL IR P Y M AR v B n s 2 55 2 Ik A B AR AR B L A1 A 19 5705
IR IT 5o Frid E AL IR T M AR ] A5 4m D 8 AR B & A B U807 S 1 IR R 7
B Bivid IR 7 7 AR ARG — DN B AN ET 37 8, A RN T B s S k.
Bk EAHZIR T I s ] B — A2 B8 B AN E T A B AR
KX —AEEZ MBI EE T — AN EE DL LT (termination or stop codon) Fil
B ABENLZRRERGES .. FridEHER P ERIE T aRE— N2 Mk
WA FTRARZE T B A dahd it R (HA) 525,

[0146] (1) EFEZK

[0147]  JIrid 5 4A% R e B A4 S A4 ] A0 5 4 o 22 I L A B L AR B L 40 45 1) S 9
%R, FrAERE 2T AFEn B EEE (VH) XM/ 2> —MEgERE (CH) XK. fridsb
—AME e B X AR e EAEIX 1 (CHL) JH 2 EREIX 2 (CH2) FHfH s EEEX 3 (CH3) 1 /
[0148]  7E—LLsLjifi /7 &, Ak B 2 KT E0 6 VH XORI CHL X 7EH B S r 9, fr
R BE % IR AT ALFE VH XL CHI X VECBEIX L CH2 [X A1 CH3 X,

[0149]  Frid &5t 2 K n] BFE HAMLE X (“CDR”) 4. Bk CDR LA &4 VH X1 3 4N
BIX o MWEEREZ IR N R4, Xt CDR 43 7 4% Ay 4 24 “CDR1 7. “ CDR2” 11 “CDR3”,  E
% [k CDR1. CDR2 A1 CDR3 PR B i 1 45 A BAR 51 o

[0150]  (2) BRFEZ I

[0151]  Frid B 4% R e 5 A4 A4 n] ARG gm0 e B 2 JIE L 0 A B AR B L 4 45 7 SR
BRI Frdfest 2 IRl A e n] AR5 EE (VL) XA/ BlE e 4 (CL) X

[0152]  FridsE 2 BRI FE EANRE X (“CDR”) 4. Frik COR AW &4 VL X1 3 AN
X EREE 2 IR N R4, X2 CDR 43 4% 4y 44 2 “CDR1 7. “CDR2” FH “CDR3”, F44k
Z JIK ) CDR1. CDR2 A1 CDR3 7] i e 470 B (1) &5 A B R

[0183]  (3) S ABFIIEIAL 5

[0154]  FTIA S A% IR PP 5 M R AR W L 4 s 28 BV 007 2 0 S IEAZ R PP 51 ik B A
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BT A5 P B 2 B EIR I H00 o BT il 85 R mT DA IR BE A DTG B A U1 2 LG, 9 (H
AR T bR e o Ve B R HerA 85 88 ARG R OB Rt AL S TG R R TR R
EAM. FTdEAMTTULERMEAR. FHEsErRS, ridE Al LR L2 AR E
FI IR 2R B PR A R A AR E A &R E AN A AR E O
PUERIREE (EP, ATDEIN Rimsk C Rum ks ) A& A5,

[0155]  Frik &5 BRI EIAL s v A4 — AN B ME R BUE R TR B A5 R 7 5 Frid
— M EAGIEEL T B TR BIG Y BT A S R 2 IR ik — AN E R AR
B2 75 m] AL 2A BT 51

[0156]  (4) £k F7

[0157]  Frid ELAARIR T Y RAE T B — DB N EERT I Bk sk 720 ml #8244 1) |
FEBEE AR AN AT AN AN, R ESLiET R, frid ik 75 n] gmid e =
] b4 B BOEHE AN BUE 24> 2 IR LR T 71 .

[0158]  (5) fAB)T¥

[0159]  Frid LI T HIM R B — NN EIF. ik — B EA B3+ 7 L
JE A% DK Bl ik (R Fe il AT i R Rk AR AT JE Bl 5o X RERY 3 372 48 FH DNA fKi 1 RNA
REBE SR R AE R 7500t . T 4a 32 R RIA 08 307 1% PR T4 BL
H o Al 5 378 AR P I M A B T B R UG 5 AR KRR R B i
SRR s R B A R PR S . SR, AT 452 %8R B AR A i AN 2 B Bl D Be

[0160] P ik 8 8 A A% T de i B 55 2 IR / BURBE 2 IR s iz R IT 91 . B
REFF AR E RN TAEEZAETHIREEAR G T AR8HERET R T
B Ja s+ 7] LU CMV 8 35, ok B3R M 5 40 (SV40) 1A 35, 15 0 SV40 511 5 3+
1 SV40 B3 a3 5h /N R AL R IR R B OMTY) JE 30+ A SB s em s (HIV) B 3hFig i
sl s BIV) KRmER (LTR) H3I+ .2 e miEEa s+ Moloney virus) &
FEMpREE (ALY) B3+ B4 e s (V) J8 351 W OV L BIR IR S 2+ % IR
H - /RimTE Epstein Barr virus, EBV) E#hT8 5 2 A8 & (Rous sarcoma virus,
RSY) EahF. FridashFian] ULk B AN ZERE W AN E A ANBREA AL EA.
AVIANUER A\ 2 ik E QB A& B E AN E3IF.

[0161]  Frik JH 3+ 7] LA Rl 8 2 7 B8 S 2R 3+, Bk i S 8L 8 800418 .40
H s 2 T R Lo AR AR 5 . R Z AN AR A TG DR, B R 3 Fiem] T
PR PSS B B B BRI . TR A Bk T DU L VR e B 1
WINLRI B R IR R R 21 ( RAREG R ) o SRR B RS2 3A T 38 B &R g A
F no. US20040175727 ( H g 7F LA HL AR FEANARSL) s

[0162] BTk B8+l 558 F A 35840 T b eI/ B, Brid 3 se 5 m] LA
R ANVEEAANERE A AL E A AV VLR SR 538 58 1, W Wk 5 CMV. FMDV,
RSV B EBV (MG 8%+ 22 E R IREN w5 T £ B L F| No. 5, 593, 972.5, 962, 428 Fl
W094/016737 ( Fridf— ML R B LR HRIE A F A FES T HEEIEN) F.

[0163]  (6) N&T

[0164]  Frid EAHAZIR T IMEETTEFE ARG T B—DASFr] R
AR SZARAL 23 o TR NS F AR BHZR ISR+ IR S PR a1 SN a2
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WBF R
[0165]  (7) ¥ #1LIX

[0166]  Jirid BAHALIR 5 P AR P AL HE — DB DM R &L X o Pk e se &b X AT AL T
Gt A T AR R b . PR R A EIX AT ER B IR R B A [F 5 R R, BURT
FEH—PEE N AFRER.

[01671  (8) IR ST

[0168]  Jirid EAHAZ IRy FUAL AR M AL HE— DB MEIRE S 7 Fridi s i1l AL T
AL eI Bl A E RS TR AE R A AL F I RREA « Irid e ihZ 6+ m 5 — A EL
2 BRI I 15 5, B EA IR TR 45 &AL nE 5%

[0169]  (9) Z&1L%Hd ¥

[0170] Bk EAZIRTF AR AT A — N AL E S (termination or stop
codon) o FTIAZ& 1L BTG 5A]A2 T4 P B T ilF o ik 26 1L B0 Rl 72 B g b Fr 51 AR
Wo Ak IE B 5 — A EE M BB R LI 15 5%

[01711  (10) ZREHMILE S

[0172] Pk AR P I EAE T O — DA 2 RIERIE 5 Prid 2 BIRER
WAE S A R R A B2 IR F R — N E MG 5. Ik 2 R HmRE 57
AT gL FE R T Pk 2 BRI H IG5 R LS SV40 2 R H R IL1E 5 . LTR 2 It
HRWE S FAERKER bGH) 2 RIRERME T NEKEER (H) 2 RIERIES
WA B-HREAZERETRIGES. Ik Sv40 2 BIREELE 57T LISk B pCEP4 i ki
(Invitrogen, San Diego, CA) H1Z BIRHERALE S .

[01731  (11) WIS 77

[0174]  PFrid EHZRF I SR A — DR DR P ikl 557 /R E
TR Tk fE SRR LU Az sk E (Te) 15 50K, BIRH{HARRE T TeG 15 5 KA IeE 155
Ko AE— Lo dr, Py ik i 3 FP 31 & TeE w3 TeE Hi-5 /7 %1 SEQ ID NO:65 :atggactgga
cttggattct gttcetggte gecgecgeaa ctegegtgea tage, H4mAd &5 A Fi SEQ ID NO:66 :Met
Asp Trp Thr Trp Ile Leu Phe Leu Val Ala Ala Ala Thr Arg Val His Ser,

[0175]  b. BRI P FI A AR B RS

[0176] 40 EPrak, prik AR e 5 v GG — AN A EA R I EE, Hrhfg—
A EAZIR P R AR T s — AN B AN A g — DB DN E ST AT T TR
A o IR — A AT, A AL B AUZ IR PP 70 A AR T I, AT A XA sk DU S0 1
B FE—LLSLIETT R, AL AT Pk, £ EALIR A AR th HED g — A AT
01771 (1) #3711

[0178]  7E—AHEFI T, 55— HALZ IR 7 5 M A4 w] L5 2 Y B 8 22 IR e UL IR 7 91 5
It B ZE AR I AR T A A AR B 2 IR I IR IR Y B

[0179]  Fd 55— EALIR 7 P EAR T B T Hik b o prid 5 — HA IR P 5k Akl
B T8 BRI EAR T . fE T SR R HAA TG AT P Ak A Tk
F1,

[0180] Pk % — EAZIR P I EE ] O R A& T B &R X R IEE D
T IR B RGPS — EH IR S AR n AR R 5
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F, Hod B BT 35 P06 T 9wht B 55 2 IR IR R 7 IR e (B057) « TR, AT 37
P GRbs (55 Il IR i R R 2 K

[0181]  FTIA S 5 IR P 5L B ARIE AT 45 5 3 7 R A+ & I P2 R
RERIGES . Frids —E AR T @RS TR RT3 7 51, b Brid ar 5 e 54 T
DR BE 2 PR R AZ R B R B (B 57 ) . AL, BTS2 9R AL 1 5 Bk ml i i ik
SRR REEZIK.

[0182]  [Hk, HEF 1 (—ASCB R gmhd A5G VH AL CHI [ EE 55 2 BRI S8 —2kdd (R
- EAMBT IR ) MgmiSaFE VL F CL R EE 2 IEM0 S a8k (FNTES —E4H
ZIR P A AR ) o HEF 1 595 S A A gm b A F5 VHLCHLVBCBEIX . CH2 Fil CH3 1 EE 4
Z IRtk CRIMIM S — EAH IR Ty a4k ) Fgmhd ks VL A CL 8t 2 IR R4
TERAE (AT EAZRF I EE) .

[0183]  (2) H7%I] 2

[0184]  7E55 47, Frik EAZL IR T YIM S A6 ] A FE gn bl B 5 2 IR s i 127 51
IR 2 IR IR IR 75 P gmit B 5 2 K 00 VR R 7 B n] B T i R B 2 K
IR LR IT AR B (BB ) o B, ik gmid it s 2 KM A% BT 21 ml 4 B T 4wl
HEZ R IR TP B (857 ).

[0185]  FITids s AL IR /7 F A4 G A mT s B T 1 SC P SR RN AR O Bk

[0186]  FIrid EE 4L A% R e B A4 8 A ] A0 55 4 60 2 A IR B0 38 7 A 0 S YA R e B R/ s
SKFPH o an SRR A Pk B H AR 7 S A B A T, W) 9 A 2 DD A s ) SR I R B
AT 4Rt S 2 BRI SRR P 51 S dm i e 2 IR SRR IR P P 2 8] . TR, P 2R
AR DI RIS RV ERE 2 SRR R 2 IR A F 0 S NAFRK Z 6. AR EsEErEd,
WAL 7 T FE R AR IR 7 VIR AR, AT ik 43k e 3 B T mhd 5 2 K
(40 S VA% B P 51 5 b i 5 22 R 1) S I IR 7 1 22 11

[0187]  Frid EAKRITHIMEEIC TR E3F WS R &R X GRIGHE T 4
IEZRS TR/ B2 BRI ERALES . iR EAZR T WEE 8 — P B2 EsT.
BT ik B 2 A% 6 7 AR A4 T AR 2 AN B 3%, DME—AN 8 8 1 5 40 05 355 2 IR 19 7 VR %
B 7 A B, B — B 8 T 5 9mhs it 5 2 IR m Iz IR 7 ZI A I . AR B sy 2,
Frid B A% R P B A T LG — AN 5 40 B 2 IR 1 R R AR IR B A g D AR BE 22 K1
SR YA IR Il B R ) = E) e

[0188]  FTid EAZIR 7 FIM RIS S 2 ANar 3P, B —ar 2 F oA T 4uis &
B2 IR B T IRAZIR P PG L (857 ), I BB A TP AL T gn Al i B 2 K K IR A IR
FEFI B (85" ). Bk, HEE— RIS 2IRbS 0 58— 15 S Ik nl it IR Sk T 5 2
JIRFF H 3 R0 27 2 b 15 (5 5 IRl EE IR T R 2 k.

[01891  [Hik, HEF 2 i — A sEf| ] ARG 4R ARG VH AT CHL f) 5 & 2 BRI A4E VL AT CL (1)
B2 KR s (R EAAZBRT FI EAE ) , HoR 323k 7 B4 T Ym b 358 2 IR 3 0
IR T 5.5 J i 0 22 IR ) e R AZ R T 91 22 [ o

[0190] %) 2 fSE SZBI ARG AS ARG VH AT CHL )3 4E 2 SRR HE VL AT CL O 5E
Z IR AR (R H LR P FA 24k ) , e i 25 1 ) B 6 i 0 S U5 A% R e B Ar
T b 5 2 IR IR R T 21 S e b e 22 IR B R R R T B 2 1)
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[0191] 1 2 B 58 =S n] B FE 4 b f.45 VH. CHL L BC8E X . CH2 FIT CH3 [ E 5% 2 IR F1 A%
VL 1 CL B4R %5 2 IR #AE RN AR IR P A EAER ) , Hp kP oA T bl E i 2
JIR I A B2 1) 5 i e e 22 IR I S R IR 1 2 )

[0192]  HEFI) 2 A5 P9 S5 m] A4 4 A 0,45 VHL CHI W A%E X . CH2 1 CH3 1) 88 % Ik F1 4%
VL R CL F42%E 2 IR B4R RN T B2 AZ IR 7 IR AR ) , Horh b 8 VB T A7 s i S
PRRZ IR P 5L T 4D B 8E 22 IR 1) R B T 31 5 w5 22 IR 1) SR A% R P 1) 2 W)
[0193]  c. R EHHAKIRIT MR RFRIL

[0194] 0 Pk, rid S AH IR T HI AR T, fE— DB A5 4, B R E 2
R IR EZ BR 7 U AN/ Bgmbs et 2 IR IR AL IR 7 71 o [RIUL, BT i 28 S A IR T B A A A
AH R ERE L KA/ SRR 2 IRRIA .

[0195]  AfF a0 LAk (RS | B, Birid 58 — E A% R 7 Z A Ak nT (Rt EBE 2 IR R
1K, I H TR SE —E AR Y A M AR n] (R Rt 2 IR Rk . S o B AR kS 2
), Fivid 552 AR 1R T 51 R A P (I 3 B 2 IR AR E 22 IR () 3R

[0196] 7R WA BR T 40 g . AR AR B L 3047 T 3Rk 5, i S5 22 IR 2 85 2 ik T
BEMO LA AR . BAk L, Bk B8 2 IR 55 2 K n] 0% I AH TR A DA 2R 7 AR R g 45
AUURIG U . 7R S ST R, Brid EAE 2 IR EE 2 IR AT A A B, DAE%E
PC = A A T AR a0 AR SC P BT S T A oA o L A0 % R PR & bk . R B STy &,
i 25 22 kR4 5 22 IR mT 40 e ELAE A, DAE 25 0 3 SRR 5 8 R B35 R A 0 e D ) B 0%
L A AR o

[0197]  d. #Hik

[0198] T A EMAKIRIT I EEE T — M E AT . Frid— A8 N Edkn] &
A BRI 5o PR — AN B2 AN EUR T DU BT WR B A B T AR B BE N T3
o BT —ANELE A BARTT DU B 2 S Rk s Bk, UG e 32 2 R A 3
[01991  FiA —NERE A HARTT DR U R I8 M A4, HLl & FH Tl 4 e L IR 5 LN SE 41
M k. — HERIRBARTEANL A, BHPTIA AL IR 7 P M AR gl i B RE 2 KR / Bz
2 IR HH 40 M SRR LS AR AW A o BTk — AN B AR FT R 8 K E AR E
51 RNA, AT RIS ER R

[0200] (1) RILFHE

[0201]  FriA— N ELEABAR ] LUE IR TR B AL R o FITik PR R R 28 M A% PR Re
EIE Y A s R R TR T IINERE . frid— PN EHZR TN E
IRRFRAR AT DU A 1, IR E R 2 — A FH DA H e A e 7.
[0202]  (2) Jski

[0203]  Frik—NERE AT LA Bk o Bk Uk n] T FH AR 7 9 A Ak & e 4
W o BT R ] FH T8 Bk B 2 R R T B A A 5 N2 o BT ki n] L R A T B
HrTaEE & a T 1 PR R4 i rh g AT 2R R R Ak .

[0204] P id o ks AT A 5 e FL A0 2 I RS 4 A DAAE Sl 244 1 41 3 J5ORL HE AE 48 g A e AR
AN Bk, BTk BURLAT BLA& 2K [ Invitrogen (San Diego, CA) ] pVAXI. pCEP4 B
pREP4, Bl iUk A] 40,5 5% TR I 4H — TR S 5 B il S 4 i R 48 e A% B )5 EBNA-1 2 X, L A]
AR R DU E R IR R A . TR B 1T DU pAvV0242,  FITid FORL A DL 52 il i
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R g 5 2 (Ad5) k.

[0205] ik 5 ki A LA & pSE420 (Invitrogen, San Diego, Calif.), Hoa] T4 KW FF
(Escherichia coli,E.coli) =& EA K. riAFRIER L2 p YES2(Invitrogen, San
Diego, Calif.), H 7] H T 7F & £ i R 1§ B £+ (Saccharomyces cerevisiae) [ ¥k
PR R A . BT FRIE AT BL A MAXBAC™SE 4 FFOIR 9 8 R I8 & 4t (Invitrogen, San
Diego, Calif.), S m] I T 76 B 40 g b 7= A &5 (1 . BT i K 38 7] DA o4& peDNAT B
(pcDNA3Invitrogen, San Diego, Calif.), Ha] F T 76 W FL 2h 0 40 f i o v [E 4 R op &
(CHO) ZHfurh ™ A& A .

[0206]  (3) FRMRANEPEEAR

[0207] PP iR — AN BLZ AN 804 ] DA BRAR TR, AT 6 i A 33 40 i Ik PR 2E 2 0 BB 4 g
BUAFAE T e Ak oh (o, A E R S0 8 =2 PR ) o Bk ik mT BLUE pVAX,
pcDNA3. 0 B provax, B REM 1A H FTIA B A R 7 5 A gm b i) B 55 2 KRN / B RE 2
JUR FRATART e ek aidk

[0208]  ASCHILRML T REMS LS B L FLAR A o I 22 52 A, I H R A H ik A
By DR AR R AL I B 22 KR/ B RE 2 IR e ME R R B RIS & ( “LEC”) o Bk
LEC 7] LAS& AAEAEATATT B IR 3= B (K AR AT 26 PE DNA. JIFid LEC 7] LA S AR A Rt L K]
A/ BURER R . TR LEC Al DA SEHEE R R RIA TR M L e ZIRT 71

[0209] Pk LEC ] KI5 T Be % 4 28 VEAL BT AT L o BT UKL ] DARE %R 1A HH ik #E 2
TRIR T B R AR G b 1K) B 2 IR/ BURBEZ IR Irid Bk AT BAs2 pNP (Puerto Rico/34)
g pM2 (New Caledonia/99) . Bk JFuki v LA & WLV0O09.pVAX.pcDNA3. 0 BY provax, BRAEHS R
15 HH T IR B AL R e 91 ) A 2 b ) B 22 IR/ BSUAR B 22 IR AR APT FL e R IR A4
[0210]  FTiA LEC 7] BL A& perM2. Frid LEC 7] PL A& perNP. perNP Fll perMR 7] 43 5 KI5 T
pNP (Puerto Rico/34) Fl1 pM2 (New Caledonia/99) .

[0211]  (4) il & HAK Tk

[0212]  ASCHRERMAETH T HI&—NERE AN H A OTHE T ik EAHZIRIT P E AR 5
I T AR ZBI e B A0 3R e, PIASE A AR S5 O N B 77 200 I o 3844 FH AE RORUASE K T
T PR AH S 72

[0213]  FEHESEETT &, ERANW el PR E, iPETdEE S — e Mg
(EP) 2 E —&fFH. /£ T3P ERAHIA T EP &,

[0214] W] A L0 (5 2 B AR K 40 5 T i B0 o i o — AN B 2 A i, (H P 48
2007 4 5 H 23 HRAZRIREAE R L R 2R v (1) 38 [ s ) H G 38 B P31 No. 60/939, 792 H1 4
T ) JoRE i e AR BE B AT AR —2es2 g, W PABLUR T 8RS T 10mg/mL (9 BE il A
SCHREIA ) DNA TR . BIrd il & AR B 1 38 7 71 No. 60/939792 Rk (1 18 L4 B AN 77
Z (BH 2007 7 A 3 HIRAHRLAER LR L E LR No. 7, 238, 522 AR IRLL AL &
AT ) ZA4b, IEEFEEE T ARG AR N 52 R Ui 2 A& & Fpe EATTE. DA
AR B HAE LR (45 8 EE R No. 60/939, 792 A & H No. 7, 238, 522) #£ 14
N

[0215] 4. Hifk

[0216] 1 LRk, Frid S AH IR T 3 Pl dmhdidd o BL OB AREUL A & ik bk m]
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SEGAE T 30 R R A I B R B RO

[0217]  Frik ikl 6 & 4 AR AN ERE AR FEAESE ( “FR”) 4 [A) (%) = 5 A 42 BE B AR ik
SEX ((“CDR”) 4, FridHEZEZH )y CDR $2 3 FF I H IR & CDR FHAT TR UL M8 R e B
A CDR AHP] &4 EREBURAE V X 3 M mAE X . MEFEBUARBER N RumF 46, 1X L8 X 804
439 A 4489 “CDR1”, “CDR2” F1 “CDR3”.  HuJii & &7 mi T AT AL 75 6 A CDR, A4k B B
AR EE V XY CDR 4.

[0218] & F/KMEEG AN & A EGAL Se V18 TeG 43+ B A LA B B Bk i BeR A
(F(ab) B & B 7 ZRE, rid i 7 R 5 w8 IURS G0 H. ikl
B AR I 1e6 o+ DAL 1 B B A S PUR S A0 Jff F (ab”) 2 Jr B.
(Rl Frid Jufk ] BAJE Fab B F (ab” ) 2. Ffrik Fab Al B 5 E i 2 IKMEEE 2 K. Frid Fab
() 8 2 IR ] A4S VH XONT CHL [X . firid Fab BUFBERI 4 VL XA CL X

[0219] Pk HiAk Al L Sy BREE EH (Tg) o Frid Tg AJ LAt TgA IgM. IgD .\ IgE Hll 1gG.
Frid %oy Bk 85 A n] LR A 2 AR BE 2 K. Pk Sy Bk & 1 I B85 22 IR ] A0 66 VH X,
CHL [X EZHEIX L CH2 [X AT CH3 [X o Jrid e 3Rk e R B 22 Ik m] 4045 VL XA CL X

[0220]  JIrak HUAR T LU 22 vi B SRR SO HiAR o Tk HUAR AT DL i & Bk SR fdd
SRR LB NPT NIRRT B S A AT . Bk ANJRAL iR T L2k B HE A4l
MG IHE BRI BUE, riddiis BA— DA kB AP B ANRE X (CDR) A
KA NGIEREA T FIERKX.

[0221] 5. HUJE

[0222]  Frik & R s X B B U AR . Frid B n] DU R R T B E R IR T B
A S IR 5T LLE DNAL RNAL cDNAL HARAA | Ho ER B HLAH & . iR S AR T
LIIEIRYS S S Vil ) SR N g i R

[0223]  Frk Bl o]k B VF 2 AR AR, B s B A AR VAN LR BT LB . Bk B i
A5 5 B G 1 v i BOE BRI AH OC o AR B SEE T R, Frid SR n] SRR E EZ VR
B RIS TR 8V NFLERIRE R EE (HPY) B g skl es (HIV) FHC.

[0224]  FE—LesERt T =, ik HilE 2 40k . A8 — BesKhti 7 b, ik B 2 B AR
Ji o

[0225]  a. APRATUIA

[0226]  FE—SLSL T 2, IR HUE SR AR AT o HPRBUFE A 245 5| AR IR, B2 0% 1
PN AEFTEAEE S8 CHD, RIE T 320 # H08 ) -

[0227] (1) FHUR

[0228]  Abok it AT LA B PR B BeE AR AR, Frid R s LR AT oR A RA T
IRz — B9 5 IR 3 B (Adenoviridae) . ¥ R0 9% 2 B} (Arenaviridae) . A7 JE YV JR
% £} Bunyaviridae) . ¥ R/ &3 Bt (Caliciviridae) . & IR % B £} (Coronaviridae) .
22 R 9 5 B} (Filoviridae). ®& fF DNA % # Bl (Hepadnaviridae). J& & % 2 Bl
(Herpesviridae) « IE % %% E B (Orthomyxoviridae) . . %2 &5 % 2 £t (Papovaviridae) .
Rl R 5 B (Paramyxoviridae) « 4l /N5 55 F} (Parvoviridae) \ i/ #% i #% 18 ¥ & Bl
(Picornaviridae)  JG9% B £} (Poxviridae) . ’EAZ IR 5 B} (Reoviridae) . idi #% 5% 9 5 B}
(Retroviridae) . [R5 2 £} (Rhabdoviridae) BEHE KSR 5 £ (Togaviridae) » JT ik &
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FUE R AN RIE B EE (HIV) RS MRV B (CHIKY) & i B LK i 25
B0 N ARRIB P (HPV) AT BE K5 28 0 55 200 B8, 91 AL I % i 85 (HAV) L &Y
FF98mEE (HBY) JRZUIF 2805 (HCV) T ZURF 2895 (HDV) AU AYRF 285 8 (HEV) R AL
B (EBRAERSERAL ) A RDR . UBR BRI R U 5 AR R
Wik sE (Norwalk virus) A2 E . AJS T 4iie A mmEE (HTLV-1) . 2 B4
I35 B (HTLV- 1) InAAE Je S0 48 995 55 U 55 (Hanta virus, HHIILEO) ERIHH
B IR B PVREE (Ebola fever virus) . H/REEHRT Marburg virus) (B2 IR
FR 28 95 75 W & MR EE (RSV) B4l | (IS ) Al 2 (RS ) ViR
JZ (K - YIRS, X4, KHE ) E4UumE: (V) , @A CMV. 28 - B /R 5
(EBV) V&I EF [ %M B  PLVD IR B WD R SR B BRI 5 o

[0229]  (a) NfjEEtleimss (HIV) Hii

[0230]  Friddps BEbn 5 I ok B N S B IEm EE (HIV) Ji g, 75— LesSLjfijy &9, Brik HIV
PUETT WA A AR A, WA B ARE R, WA CaFEA, WA D ARG A, WA B
Nef—-Rev &5 H,Gag WAL AB.CB D & H,Mpol & H,Env A.Env B.Env C.Env D.B Nef—Rev.
Gag A% IR B E LR 7 P BT A A o

[0231]  XJT HIV &4 T VE & bk vl B4 Fab 1 B, BTk Fab J BEEL 5 FH SEQ 1D NO:3
AR T 5 9whd 7 SEQ 1D NO:48 Wz MR IT 51, A1 SEQ 1D NO:4 FIHZERIT 5 4wb5 i) SEQ
ID NO:49 MEHEIR T 5. Frid A a5 H SEQ 1D NO:6 IRZIR)IT 5 4mA5 ) SEQ 1D
NO:46 IR EMRITH, M SEQ 1D NO:7 FIZIR T 71 4mb5 1) SEQ 1D NO:47 IR 771 .
Frid Fab v BUA & H SEQ 1D NO:50 BIAZ LT 5 4mhd i) SEQ 1D NO:51 B IR T 5. Bk
Fab R[4 F1 SEQ 1D NO:52 KIZIRF P4 A% ) SEQ 1D NO:53 Hz IR r 5

[0232]  XJT HIV &4e R P& s n 4548 7 SEQ 1D NO:5 LRGP HI 1g. Frid
Ig [ ¢ | SEQ 1D NO:62 FIAZERIT 45 SEQ 1D NO: 1 MM ITF]. Frid 1g nlf
£ e SEQ 1D NO:63 FURZIR FFH4mh% i SEQ 1D NO:2 HIZ LB FFF. Ak g Al404 i SEQ
ID NO:54 RIIZIR 7 71 4mht ) SEQ 1D NO:55 R IEEE T 51, fllH SEQ 1D NO:56 HIHZIRFF 5
B SEQ 1D NO:57 B F 71,

[0233]1  (b) H:fLE HEH B

[0234]  FridmEduR ok B AL E PR . A EHENREE TR o 9K
BlE . AL E YR B T B I (BRI (Aedes)) FTISAEREZA Ao

[0235] T CHIKV A& 4% 53 PR (1) A& SPU AR Il AL 4& Fab B, BTiA Fab B BY3 7 B SEQ 1D
NO: 58 [ RZ RS Z 4w b5 1 SEQ 1D NO:59 [ ZFIR /751, A EH SEQ 1D NO:60 IR /7 71 L)
f{) SEQ 1D NO:61 HIZIEMRIEF .

[0236]  (c) BHEMNHTE

[0237]  Frifim s pi i vl ok B S R BE . BT il B A Hps B i ] LA T Rvs 2R 1 3
FrEEASZ K (CoprM FIE) Z—. Frid B ERRHIE S 5RENEHN 7 MLe
BEABEZ M (NS1.NS2a. NS2b., NS3. NS4a., NS4b NS5) =z —. Fiidk & FH0m 25 7] LU Bk m
1K) 5 DEMRBULE R Z —, f45 DENV-1, DENV-2., DENV-3 £ DENV-4., FridHi R n] L2 %
FlE EHGR PR TR

[0238] S T & E VR T 2R e R & TR AT 4505 H SEQ 1D NO:44 A% IR T 51 9w
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%) SEQ 1D NO:45 FIE BRI 1g.

[0239]  (d) AF &R

[0240]  FridsmEdu i T AR JOm B HUR (BT, B dual ) Bl A B s A k. Frid i
RPUFETLUE R B R 2w EE (HAV) B2 8 (HBV) TR U e 88 (HCV) T AU
RgmEg (HDV) A1/ BURTRF 45 (HEV) F—FhB 2 Bh 4 IR B 5z i

[0241]  Frid B2 B St vl DU R 3 HAV (3L o B I 28 B i mT DA HAV A7 82 11V HAV 4
GEME N B AR AL A A .

[0242]  Frik i & P ls n] DU R B HOV 55t Brid I 2 B 5 vl BA2 HOV A& E (B,

ZOER ) IOV AEE A (B, E1 M E2) HCV AE45 R85 (2, NS1.NS2. NS3. NS4a.

NS4b. NSba F NS5b) « H A Bt HAMAB A A

[0243]  PrikiF 2475 AT LAE SR B HDV B30 o P B 28 SUERT LA HOV 8 B H A B

[0244] F)T R BUSE T ELE Sk B HEV BB . Bk 28 P vl DA HEV Kt A Hor
BB AR A
[0245]  Firak PR AT Dok B BV SR . ik i 8 i 5L AT DA HBY 4% 08 1 HBV
KIMEHHBY DNA AR HAER X gabd i) HBV &5 1 Ho v By AR KRB A & . Fnid I &
U AT DLSE HBV JE R A #0088 (1 VHBV JE R Y B %0082 1 HBV ZE[RI 2 C 08 (1 W HBV 2
AL D #0080 A HBY EE[RAY E #0085 . HBY R F 0 85 . HBV SRR G &0 B A .
HBV JE[RI Y H #Z0o 82 1 HBY ZE[RIRY A SRTHI &5 (1 HBY L [RI B 3R TH &5 (1. HBV SE [ 7Y C R
B HBYV JEPRAY D R A . HBV ZE[AI A E SR &R (A . HBY ZE[RI Y F 3R [ & 1 HBV B[R AU
G R H . HBY JERY H R M & A H v B HARE B A .
[0246]  7E—LL5)ita 75 S, BTk F 28 Bl vl LISk 1 HBV (A1 AL AL HBV JE[FIZY B, HBV J
R C. HBV JE PR D, HBV Z: A2 B, HBV J:[AI Y F. HBV PR Y G B¢ HBY &R AL H i BTl
[0247] () NFLWRIwEE (HPY) $iJR
[0248]  FrddmERdu i Al FE K B HPYV BT . Frid HPY $ipJ5iml >k 5 HPV Y 16.18.31.33,
35.45.562 1 58, H5| & HHVE . B M/ BULERE. Frd HPV SuJEm >k H HPY 6 AU
11 A, Kol 5l g A s g e, IF H O N2 Sk 30 1w A
[0249]  Frik HPV HuJ5iml LA R B4 — A HPV BU[¥) HPV E6 B E7 &5 #4819 71, X1 HPV
16 7 (HPV16) , Bk HPV16 $i J5i il 4345 HPV16 E6 HU ) JHPV16 E7 Hi )i H B By AMAR A 4 .
AL, BITA HPV 475 A] LAJ& HPV 6 E6 A1 / BY E7.HPV 11 E6 A1/ BLE7.HPV 18 E6 fil / B
E7.HPV 31 E6 A1/ Bt E7.HPV 33 E6 A1 / B E7.HPV 52 E6 A1 / BY E7 B HPV 58 E6 A1 / B,
E7H v B RAREUH G .
[0250] () RSV H1 )i
[0251] Pk s 85 0 B AT AR5 RSV J 5L ik RSV U AT DUJ& A RSV ERA B A (FEAR
R N“RSV F7 “RSV F &7 FI“F S5 7)) BUH A BB k. frik A RSV @il & 28 L /E RSV
WAL A 5 B Z i)l e AR RSV FUE AT LA K E RSV Long #& (GenBank AAX23994. 1)
[?) RSV F 5 B A BE B AR . RSV HUJ Al BLESK 3 RSV A2 #% (GenBank AAB59858. 1) 1)
RSV F &5, B 7 B4k . RSV U A DA RSV F 25 [ BUH v Be Bl AR I B4 . — 3R 4k
B =5k
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[0252]  Frik RSV F & A] DARL A R R REGRL & G TR RAFEA/E. RSV F IR G R EL
SBT3 K S FE PR UE, IF BORY S %52 RSV Bt

[0253] Bk RSV fuJiide m] L& A RSV BEEREEE A (FEARSCH AR “RSV G7.“RSV G
BA”HCGCEA”), LA BEUEE, Frid A RSV G B (A7E RSV A A 5 B Z (B AH . A
RELFE AT AR RSV Long # (GenBank AAX23993) [ RSV G & [, BUH T e 1k, B
W RSV H AT LLSE R [ RSV WA B 43 B 6k H5601 RSV P AU B 43 55 bk HL068 RSV VY B 43
Pk H5598. RSV T2 B 43 B #k H1123 K RSV G 5 14, BUH: A BRER AR 44 .

[0254]  FEHESKiETTERS, RSV HUE AT LLZ A RS 4R A 1 “NSL&EA”) , Bl
B As A& . 4m, RSV HUJE AT LA K E RSV Long #k (GenBank AAX23987.1) [ RSV NSI £
, BH BB AR R . A\ RSV FUJEIB AT LAJE RSV ARZE M EE A 2( “NS2 251 7) , Bl H: /y BEBk
ASAR . T, RSV HE AT AR FI RSV Long #& (GenBank AAX23988. 1) HJ RSV NS2 &5, 5L
Hp Beslie g . RSV HUlEIe ] BLsg A RSV K 5% (( “N”) &R H, B v Be B8 ik . 1, RSV
HUEAT LR RSV Long #f (GenBank AAX23989. 1) f#¥) RSV N & [, BRUIL Ay BE B4 . RSV
PR T LLZ AN RSV ( “P”) A, BUH A BBk, #iltn, RSV Hili n] L2k B RSV
Long #& (GenBank AAX23990. 1) [ RSV P &[4, B BYE AR (A, RSV HUJELE AT LS A RSV
FEFEA (M) EA, B B AR . 130, RSV H 57 LK E RSV Long #% (GenBank
AAX23991. 1) ) RSV M &, B A BE a4k,

[0255]  FEHESEHETT Z . RSV FUJE A DL A RSV /hgiiak ( “SH”) & A, B A Bl
. B, RSV HUR AT BLE R EH RSV Long #£ (GenBank AAX23992. 1) ) RSV SH &, B H:
BB AR . RSV PUEE T B A RSV ZE a1 2-1 ( “M2-17) & A, B Beai A k. 4]
i, RSV R PASE R H RSV Long £k (GenBank AAX23995. 1) i RSV M2-1 &£, B A B
BUEAR . RSV HUJEIET] DL A RSV iR 1 2-2( “M2-27) A, B v BB gk . i,
RSV HJ5 AT A2 2K F RSV Long #& (GenBank AAX23997.1) [ RSV M2-2 &[4, B /7 Be B4y
o N RSV HUERT LA RSV KGR/ L “L”) &1, B A BEs k. 440, RSV FitJ5iml BLg
K RSV Long #k (GenBank AAX23996. 1) [ RSV L & [, B H Fr BeEi A8 14 .

[0256] 7EH B SLiti /Ty, RSV HiJiin] H A NS1.NS2. N, P M, SH.M2-1.M2-2 B L & H K
AL ZFEIR P 5] RSV H70 R 7] LLAE A RSV 25 (B EE A Ui, v 0 FH A RSV FE R gmbs 1) &
HRAE—Fb.

[0257]  FEHESLiETT R, RSV HUE AT LU {EAME TR EH RSV Long #&[ RSV F &1k
[ RSV Long #kHJ RSV G S2 A RAHIZZERR RSV G 2 EMR 7 %1 \RSV Long PRI A RSV ZE[A]
H A EIEIR RSV F & MR T 5K H RSV Long #R[J RSV NS1 112K H RSV Long £
f¥) RSV NS2 2 4.2k 4 RSV Long ¥k RSV N & . 3K E RSV Long #R[¥ RSV P & .2k H RSV
Long #&M¥ RSV M ZE 1.5k E RSV Long #kf RSV SH & 1.2k E RSV Long FRI¥) RSV M2-1 &
1.3k H RSV Long ¥R RSV M2-2 Z5 1.2k H RSV Long ¥R RSV L & AR EH RSV WAL B 4
EiPk H5601 [ RSV G 252k [ RSV AU B 43 B H1068 ¥ RSV G &2 KR H RSV LAY B 4
BIPk H5598 IR RSV G 221k RSV M B 4 Bk H1123 () RSV G 28 I BUH fy BB AR
[0258]  (g) Vi/KHLIA

[0259] Sl ERDURE Al AR B IBOR B PR o PSSR R BRE 51 R LA (R —
ANER 2 AL T 7Y 1) G S I A e B TR PR P AL S 4 KRR 2 4 HAO L IV B fr

26



N 104853782 A w B P 23/45 T

HAT B4 HA2  HARAA  H 7 BB A Ao Ja0 K L 2R B S vl R T AR AR L 3 28 1L
B H2 2 AR BRI ORI T A R R R RIS A HL () 2 AR SR EOkIE T o3
B Z R BRI R AT P R ILE = DU ]k 3 280K

[0260]  VRIERHLEIEF] &4 20— PR AL, Frid R A7 A A Sk b ml B0 H 51 K Gz
BB IR I IR o ik b 5 n] SR 78 T 58 B 80 B T I S SR A R MR A7 (1) 58
HEFE o e PR AT RIS T2k B — AN LG Y ) 2 A AL EOm Bk (18 My 4 H B ys A
H2 () 2 A H B IEm B0k ) BB R B 721 o b H s vl DL it & FE A A R LB R
U T BB 3 A7 A () 2 A8 L 2= PUEUT 51 o AN AS [ L5858 28 0 3 2 ) B — A 1 R
TASFEA R — A MLIE AL 2 A B AL B B bR i s 21 1L () 24 AR BOm S5 ik Y
AHE AT DL RIS TR B 24> ORI B TR R I ML 3R 57 1 i e s 57 9
[0261]  7E—esujfi 77 & of, JE B 5 nT A H1 HALVH2 HALH3 HA\H5 HA B BHA $0J5.
[0262]  (h) RIS 5

[0263]  JpREFHUE AR AR EA R, WRIFRDR TR (EVD) BUR MR H I (BHP) 4 5
P AN IR R B TR G 4 M EOAE— P, AR AT %5 (Bundibugyo virus, BDBY) (1%
e (EBOV) W71 (Sudan virus, SUDV) MIEHRE: (Tai Forest virus, TAFV, 42
bR AR LR AR T ( R AU R IR IR EE, CIEBOV)) .

[0264]  (2) 4HEEHTJA

[0265]  Abok i I AT LA 40 1A i R B BeEi AR AR . Fr iR 4l ROk 5T AT B4R —
N PR AT E 1] (Acidobacteria) « 2k T ] (Actinobacteria). 7= 7K I ] (Aquificae) .
LA ] (Bacteroidetes) . ¥& # 22 '] (Caldiserica). A% J& & [] (Chlamydiae) .
o '] (Chlorobi). & & '] (Chloroflexi). /= 4 '] (Chrysiogenetes). ¥
# ] (Cyanobacteria). i &k #F '] (Deferribacteres). 5 W BR B — #§ ]
(Deinococcus—Thermus) « P F & [] (Dictyoglomi) M EFE ] (Elusimicrobia) . £F 4 #F
'] (Fibrobacteres) . JERE [ ] (Firmicutes) &R #F H ] (Fusobacteria) . zf B B [ ]
(Gemmatimonadetes) B ER L ] (Lentisphaerae) ASALIZHEE ] (Nitrospira) i &
] (Planctomycetes) T[] (Proteobacteria) JIEJE{L|] (Spirochaetes) . H.3:H
I'] (Synergistetes) EREETH ] (Tenericutes) I IRAT ] (Thermodesulfobacteria) «
PHMITE ] (Thermotogae) FIFEFMEE ] (Verrucomicrobia) o

[0266]  4HTA ] DAAE 25 == BH VAN A B = B VRN B « 4018 ] DAAE G748 410 TR SR SH 40 T8 - 4
WA LA AR E B IR A . 0B T DU VS I B VB P MR WA R B TR T L VE T
B BIS T VS EBE SB T .

[0267]  4H T 7] LA J& R JH AT B8 (anthrax bacterium) . ffif $1 45 2 40 B U . 4
TR AE. YT TEE (Salmonella) 41 . A %) 3K J& (Staphylococcus) 4
W 8 3K JE (Streptococcus) 4 B BLAK 5 R (tetanus) 40 . % 40 B 7] LA & 7 #%
8 A Y (mycobacteria) « B 45 X R B (Clostridium tetani) . § J% HE /R £ IK
(Yersinia pestis).RJIE FHIFE (Bacillus anthracis) . i 48, PG Ak 4 i 055 &) BR1H
(Staphylococcus aureus) (MRSA) BYARMEARE (Clostridium difficile) . g 1] PAGE %
S AFE Mycobacterium tuberculosis) .

[0268]  (a) &5#Z 7 BUATHI TR
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[0269] B HUR A LLE S5 o BT E SR (B, TB )58k TB Fy& 5l ) , BUH f B AR
. TB HUE AR TB )5 1) Ag85 ZIk, B 40, Ag85A Ml Ag85B. TB HLIEFIKH TB HiJ5 )
Esx ZJi%, @, EsxA. EsxB. EsxC. EsxD. EsxE. EsxF. EsxH., Esx0. EsxQ. EsxR. EsxS. EsxT,
EsxU, EsxV il EsxW,

[0270]  (3) =R M)A

[0271]  APRBUFERT L ar A AR, B A BBl Ak . 27 AL s ] DU SV B4 I B
AhEF A . dFH (helminth) (B, 86 (worm) ) AJ DAE g B (9130, W HORNZR L) sk i H
B A (i, dee ) o AR EF AR AT DA L ik R R

[0272] AL HUAT DA GIEE T F50 AT — Pl AT AT 2 A2 L« ORISR A B2 B 28 B oK 29
] e g | 8 DU AR /N AR R L B BB A R By (Bay lisascariasis) (g R HE dUf  HE S S2 I R
i HEWR (Cochliomyia) . Baffl— Hujps 2k 4% Hufps 22 M IS 0 2 AU  RBK W9 « 5 Bz v g%
dup R TR B L 22 O 22 P L DS HU L I 4 U L IR S 4% U L SR BK LU
Frn 3G R SRR (Lyme  disease) VHEFR S FEL A 99 R BF 79 B 2 22 HU9 « U0
HEIE S MW AU« BRI S (31 28 B « 4% HUme - 5 i Hups « 5 T AR 9 e 6 HuJs AN EE s .
[0273]  EA dn] DL K )& (Acanthamoeba) . #2428 (Anisakis) Hil 31 (Ascaris
lumbricoides) . 5l (Botfly) &5/ NMEAEH (Balantidium coli) & H (Bedbug) . %
T HE I (Cestoda) (4H)) (B (Chiggers) JHELMEME (Cochliomyia hominivorax) .
3 % [ K B, (Entamoeba histolytica) . iF A £ W i (Fasciola hepatica) . = {H ™

H (Giardia lamblia) 8 . Rl 2 5 HJ&E (Leishmania) . 88 Ui’k 2 H (Linguatula
serrata) JFWH (Liver fluke) FPizzdy (Loa loa).Jf4EHMW HiJ& (Paragonimus)— ffillk
g g EMEE B (Plasmodium falciparum) I Wy @ 22K R 246 1 (Strongyloides
stercoralis) Jif. 0 NiHh 5 A2 H (Toxoplasma gondii) JH#ESJE (Trypanosoma) . i 1Bk
PG RFE L B (Wuchereria bancrofti) .

[0274]  (a) JETRDUIR

[0275]  ARSkBuJE AT LA sEge s (R, PF U EK PF Sz 5 ) (BOH: fy Besli oAz 44 i
APE AR A G RERR AR 5 RERR A A R AT DU 5 B (Plasmodium
falciparum) . WMIEJFE BT ORI FAIF (CS) Fili.

[0276]  7E—HeSEi 77 =, R PR Al DL B e SR R (P, falciparum) % 9% J& CS.
LSAL. TRAP. CelTOS Ml Amal 2 —. Gy R Al L4 K A A4 K E S R A BL.

[0277]  AEHESLETT R, e PR Al DUtk FR Ny SSP2 1) TRAP. 78 H e SEiti 77 £,
JELBUE A LS AR Ag2 I Hog @ E R 51 e i BB HUR 1 CelTOS . 78 H e SEjE 77 2
H e B AT DR A R B8 R R B B Amal o 78— L SETE 77 2, JE R U A] A
& CS Fli o

[0278]  AELESLHETT A, EZPUE AT DU & AR SCH B B PE 2R A B PR ECE 2
MAEGRREGEE. i, B4 & E n] Sk B ArEsis a2 [ R g 23— el
NRSERR TR CS %% 5 ConLSAL %% Ji . ConTRAP %% i . ConCe 1 TOS #13% J5 R ConAmal
I IR BOE 2 N 5. AE— LS B, B A E A 2 4 PR g 5l o/ — L
SEE T S, Bl A B A 34 PR % 5, A — Lesji 77 R Rl & & A5 4 A PR SR,
DL AE— st R el & & AE S 5 N PF Eli. BF 24 PF i & &Ean a
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25 :CS T LSAL ;CS Fl1 TRAP ;CS Fll CelTOS ;CS il Amal ;LSAL Fi1 TRAP ;LSA1 A1 CelTOS ;LSAL
1 Amal ;TRAP F11 Ce1TOS sTRAP #11 Amal ;B¢ CelTOS 1 Amal. E A 3 4> PF 4% JR KL & &
H A A7 :CS. LSAL A1 TRAP ;CS. LSA1 Al CelTOS ;CS. LSA1 Fil Amal ;LSA1. TRAP Fl1 Ce1TOS ;
LSAL. TRAP I Amal ;B TRAP. CelTOS Fl Amal. EA5 4 4N PF 4% JFRL & & A 5 CS.
LSA1.TRAP 11 CelTOS ;CS.LSA1.TRAP Fll Amal ;CS.LSA1.CelTOS il Amal ;CS.TRAP.CelTOS F
Amal ;B LSA1.TRAP.Ce1TOS Al Amal. EA5 54> PF 4 AL & 8 A A 45 CS Bk CS-alt.,
LSAL, TRAP. CelTOS 1 Amal.

[0279]  (4) HEHUA

[0280]  APRHUETFT LU U, BUH Y BBk . S ] U2 B H 8 (Aspergillus)
Bhh KA TE Blastomyces dermatitidis) & BkE B (Candida) EERE (40, B
¥ (Candida albicans)) BRfl 7 B (Coccidioides) . fr 2Bk E (Cryptococcus
neoformans) . ¥ 4 B2 BK B (Cryptococcus gattii). 3 7 & 4 (dermatophyte) .
W& J) 1 J& (Fusarium) 7% Fh, 32 % 20 23 0 2% 1 (Histoplasma capsulatum). & & B W
'] (Mucoromycotina) « 7% K fifi & &1 i %8 (Pneumocystis jirovecii). H 7 Kl F+ £ H
(Sporothrix schenckii) EfiEfIJE (Exserohilum) B )& (Cladosporium) o

[0281] b. EAEHUE

[0282]  FE—LesTjE 7 B, fuE 2 BB . AESUERT DRI B O SRR Fe gl
B N IRy AE—LeSTi 77 2, BRARS A E b TR IRAS, Bl 3 & Sz 5 m
75 0 BAR SR AR T IE R

[0283] EAEPUE A AFEEAR T4 RR . Pum S g ECh R B s (A4
HIV FUVE ) BB 52 Mk 13 e BUR R B B i DA A Al e R T 32 AR BB T e o

[0284] (1) WT-1

[0285]  EAAHUE AT LR LE /R MR (Wlin”s tumor) #HIJEPR 1 (WT1) (v Br  HAR{A
BCHAHE . WIL R AE N AKIm B35 A E SN / A2 B DNA 455 45 /I AI7E ¢ R b
TH AN T KR A WL AEIRAETE R AN IER K EREEEM, HFRS5T 2
S0, p53 (—Ff LN AR R A L] ) RN 22 = R B A HerA2 (LR 7E R4 iR 5 1 259
REFRSSAEZ ML & EYIEIWTL) M EAER] . W1 [ 9848 ] S5 308 Bl i T2 al, 3 2, 48 7R 1
Hir iR B AL WT1 [ R

[0286] (2) EGFR

[0287]  H AR HLJRE Al A5 R A KK 32 & (EGFR) B H A Bt BUAZ 4. EGFR (1 4% #1¢
4 ErbB-1 #1HERL) 2 41 f &b 85 (A FC AR () 36 B2 A KPR+ 2K (BGF- SX0% ) (1 R i 1) 4 Jife
KM 324K . EGFR J& 3244 1) ErbB 2<% I Bl 51, AL HE 4 N85 U1 AH 9C 1) 52 44 % 2 FR T I
EGFR (ErbB-1) - HER2/c—neu (ErbB-2) . Her3 (ErbB-3) #l Her 4 (ErbB-4). §Mi EGFR FiAEY
TG T B R AR AT T BUEE .

[0288]  #uJ5i Al E4E ErbB-2 $Jii. Erb-2 ( AR AKFEF3Z 4K 2) HEFRA Neu, HER2,
CD340 ( /-4b#% 340) B p185, Jf H. HH ERBB2 SR gmtd, W15 R 3G Bt RIS ALK
W {52 2% P S A (1) LM e ) R R ANk J R o« 75 K24 25-30 % 1 A FLIR IR M id Lo, £E
ERBB2 4 PR o i A g A% A2, 36 3 B/ iR 4 M R iDL 389 In 9 8019 HER2 (197 4 . HER2 [1)1%
Tt SRR B PR AN L 732, AT HER2 A 2 e 241 e
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[0289] X T HER2 J& 4 5 VE I A B Pk n] 4045 Fab v B, Brid Fab Jv B4 & HH SEQ 1D
NO: 40 [ RZ R 7 F 4Rb5 4 SEQ 1D NO:41 IZEBR /T 51, A EH SEQ 1D NO:42 FIRZ IR [T 71 4w L)
fK) SEQ 1D NO:43 LM IEF .

[0290]1 (3) A kK[MH

[0291]  EAETUEF LU A R IRSZAEHUR . Al RASZAR A2 BlcEia i a .

[0292]  (4) PD-1

[0293] HEAEBUR AT AR FEWIET 1 (PD-1) . FEFFALIET: 1 (PD-1) K HFC AR PD-L1 1
PD-L2, 3R Y4 T ML i 52 M5 S % Joq 2R 2 22 TR) 1R 14 R 40 ol PR ROt . PD-1 Ry 288
AN R I A0 MR R T & o, HAREAMA TeV S5 M35, BE o i @5 R DXORI 48 i /) 2
[0294] (5) 4-1BB

[0295]  E &40 AT 40 4% 4-1BB B4k . 4-1BB Foid 28 T INF B R 2 B S ph a5 (.
4-1BB FCAK A AETH ALY T k4 i ik 4-1BB & iHALiE S0 T 403t s 1. & H
4-1BB {5 5 4% 5 BRI L R, 38 0840 Mo 4 22, V5 R 40 MR PR 7 A, FIFELLE T 48 i g 4k
A RERY Y

[0296] (6) CTLA4

[0297]  EAAHUE AT B FE CTLA-4 (40 M B Pk T bk E2 40 BB Jid 4) , AR A CD152 ( 4L 7%
152) o CTLA-4 2AE T MR R INM & i 244, H FEOTHUR MM ez Xt . prid
U AT LA CTLA-4 1 7y B, 1 Qa4 v S5 Ra) 35k 5 J 5 1) S M 4 o o R B LA 4 o

[0298] (7)IL-6

[0299]  EEFUETT AR AN R 6 (1L-6) . 1L-6 JIEF 2 Z 9 AR5 1HAS IR T4 FR 9% <
IR RE AL  FABAE BT 2R ¢ 3R I 4 B MR AL B IRE L 2 R VR B iR e S 1 28 IR
(Behcet” s) RIS RIS 4 0 28 AT B B St 7

[0300]  (8)MCP-1

[0301]  AEHUE Al ARG AR g -1 (MCP-1) » MCP-1 WA PR LR+ (C-C J
T FiAk 2(CCL2) BRU/NAT %S4 MU A2, MCP-1 28 T CC kPR ¥ 5 i (4 ju R+
MCP—1 48 55 B AZ 40 ML 1CAZ T 40 MR SR 40 i 22 pR 240 2R 454 BB G 7= A= 1 98 SiEA 2
[0302]  (9) VEMFEEEA B

[0303] HAEHUEAEREEMEENR B (AB) B A BBURE. AB SUEATAS AB (X-Y)
IR, AR TR G BE F PR ANTI AR AR E X 22 AR Y (R XA Y), 5
W) J& 2 B8 FE 31| DAEFRHDSGYEVHHQKLVFFAEDVGSNKGAT IGLMVGGVVIATVIVI LR E X &
AT E Y (N TZEMRAE 1 247 s ANEWFF) MEER T HIBHAR R, AB HUH
AL AR (X-Y) ZIKMIAB 20k, Hdh X AT PAZE 1.2.3.4.5.6.7.8.9.10.11.12,13.,14.15,
16.17.18.19.20.21.22.23.24.25.26.27.28.29.30.31 B¢ 32 3F H Y 7] L& 47.46.45.44.
43.42.41.,40.39.38.37.36.35.34.33.32.31.30.29.28.27.26.25,24.,23.22.21.20.19,
18.17.16 B% 15, AB ZFkA[ &S NED 15,80 16.F/D 17. 80 18,8 19. %80 20. &
o1 &b 22,80 23 .50 24,8 /0 25, 80 30, 20 35,8 /0 36,220 37, /0 38, 2
39,5 /0 40 8/ 41,80 42, 5 /0 43, % /0 44,50 45 B> 46 DNEIEFR I F B

[0304]  (10) IP-10

[0305] EAFUERAIAFETHLE PN -y - TFRKRIE A 10 (IP-10) o IP-10 WA A /NA]
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V5T R0 HL R+ B10 8K C-X-C &7 LR+ 10 (CXCL10) » CXCL10 FH JLAN4H M S 2 13 o B
AL P B AT M RD S AT ZE AN B2 TEN=y 1T 43

[0306]  (11)PSMA

[0307]  F A& bt i o] A0 HE A 2 B As e 1 M AT (PSMA) o PSMA 1 48 Bk O 4% S IR 72 Ik il
IT(GCPII) N- ZBik: -L- RSB -L- BEMAKES T (NAALAD 1) \NAAG JIEBEER H B2 7K
fife i (FOLH) » PMSA & FH i 21 it 40 M o FE SRR I N AE R 1 o

[0308] c. HEHH

[0309]  7E—L&5jif 75 S8, Pl RN RPN / 3R HURESMOIPUR .

[0310]  (a)HIV-1 VRCO1

[0311] S —Fhi s Al DA HIV-1 VRCO1. HIV-1 VCROL 42 HIV KAl CD4— &5 &7 i - 471
. HIV-1 VCROL $fbE#ELE HIV-1 [¥) gp120 ¥F D. CD4 4555 H1 V5 [X IR P (19 HIV-1 (K355
e

[0312]  (b)HIV-1 PGY

[0313] W —Fh3iJE AT LLE HIV-1 PG9. HIV-1 PGY & BRI N BUAR BI4 K R )
BISERL T, HAR R4S A HIVHIV-1) AR (Env) FEEA (gp) = A Bz i AR .
[0314]  (c)HIV-1 4E10

[0315] W —FhHiE Al L& HIV-1 4E10. HIV-1 4E10 /& AHt -HIV $ifk. HIV-1 4E10 &
XTRE AL A HIV-1 BT s /bR IX (MPER) HUZRPERAL, ZRALLI T gpdl BEAME C Ko
[0316]  (d)DV-SF1

[0317] 55— FpHi R AT LAJ& DV-SF1. DV-SF1 J&&5 4 4 Fhoek F v 5 MG 2 1 A & A 1)
HRIHTAA .

[0318] (&) DV-SF2

[03191 55— FhHi R AT LLJ& DV-SF2. DV-SF2 & &5 A 8 A Hus 8 3R A7 10 ol didds . DV-SF2
X T DENVA I35 284 ] DA 45 S MR o

[0320]  (f)DV-SF3

[0321]  F—FHili n] L& DV-SF3, DV-SF3 2455 B E MR d i 82 A ny EDITT A 519
ETIE RGN

[0322] 6. HEWIHIRIEFIAIH & 245

[0323]  HHAWNERIAE 255 B2 IIE R 2557 bl 2 IR A ] LU DhRe 4
FIE BN BRI . 252 b nT 452 IR 57 T DA i e 57, om0 G 3R T V%
PEF, 7 WS R A4 (ISCOMS) 3B IR AN E 47 (Freunds incomplete adjuvant),
LPS JABIA , 0 5E SR RA I FE T A JHO R Ik K IR SIS AL B v G e J R A 0 O D TR,
JEFT I P B S R ER A R E T B S B URL, B O 5 e i
7o

[0324] A {THFIRZ KINE T 2 KA, QR -L- BE8 (LeS) BUEm . 51T
BRI -L- BER, HH AR -L- BT LUK T émg/ml FIKEFAETHEY T,
L LI 1 79 34 W] 0, 4 2R T P 7R A0 G BT S ) (TSCOMS) « 3 [RAS 5 445 771, LPS 2
LA, 0T BT I T A LR 5 R S AR RN B U T A 8 0 R A e M » T ELIE Pl i
JRIR S H GG o BT A48 rT A FERE Yo 377, v a0 e B2 AR T4, B 45 BN R
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I oA BRCAR A R R T B4, 1 S DNA- TR BUARTR G4 (2 L6101 W09324640) 45
B R EA R RS RS B OKRR, B O B G 37 o B e 5
EEHE T RS T, G E -L- 828 (L6S) Bl F . B T % G ik BEAK T 4mg/
ml KT 2mg/ml AKX T lmg/ml KT 0. 750mg/ml X T 0. 500mg/m1 {iX T 0. 250mg/m1 & T
0. 100mg/m1 & T 0. 050mg/ml ZAKT 0. 010mg/ml.

[0325] AR 1994 4F 4 H 1 HIEAZEE T 5 No. 021, 579 ( Halid 5 Fse 4
FEN ) FHER BB 7 o

[0326]  ZHEWPTLALAZ) 1 4958 % 100 25040 1 OG220 10 250, Bty 0. 1 o
L) 10 250, BERIEL) | 2R L) 2 ZFMEME DNA. 75— LR 1R Sl 77 &b, iR
KRHA Y5 L) 5 N R L) 1000 5L DNA. 76— Ll se 77 b, Aan] &
HY) 10 4h 52 2] 800 ful vl DNA. 7E— BRI ST ZH, HAEWIP & H %) 0. 1 24 500
SO DNA. SR SEETT R, HEWR] 5 A %) 1 224 350 fl vy DNA. £E—Leff ks
JETT &, AW S H Y 25 B4 250 5820 100 £ 200 74 1 4475 F 100 5.
Z) L HOEEZ) 10 2720, 1 e B2 10 274 | Z2WEZ) 2 2. 205 I R4 1000
VL 20 10 455 E 4 800 Sl TL £ 0. 1 Z4 500 JhvL 41 1 B2 350 v 4 25 4y 250 1
T 29 100 FE ) 200 S5 DNA,

[0327] Al HRARME A G AL LR A RS A A YmT LR B R
TR o AT FHARBHNEOA M . T S MR I i) m] A 55 U BN f &) 0 L H 8RB
(W ALEEANELIE . Frid G4m0 3 S e 450 . S ia v n] FE IR S a2 i b i, H G
Y nl A5 AR E R, BRI A8 E o FRE R E A5 e S IR A R KR ) fR e,
45 LGS BURHEFBURIIE 1.

[0328] 7. jAA AR TTIZ:

[0329] AR BHEW K= A A AR K 70 o ik T nl A RE @ It (3 R SC AP o R4 bR
AR IE T A R B A G . TR, 78 17 52603 it FH A AW 5 7052 A
HEAAR P A A A

[0330]  Fridk 75 iduid nl ARG H A4 5 N — B AN S, AT Al AE— AN B AN Al i A
AT A U . TR T ] B ERE A SR N— A B Z A AL, ) W H AR T 52 ik
AL, AT AT FE— AN B 2 N G 72 AR B R A AR

[0331] 8. Bk HURRTTi%

[0332] AR BHIL ¥ R S me M ik Bl BRI 7738, Bk Bl 5 28 S0 AR 3 i e R B
Shhr o BT BUR PRI 7712 T AR SIS R A SR CUAT 245 5 A e A 0 77 i B4
i o IXTTEAT AR EART MSCEERESUE (1, WA RN ) A9E3i, a3
o/ sgifb ik, = W 0m 7€ Rajan, S. 1 Sidhu, S., Methods in Enzymology, 5 502
I, 1 T“Simplified Synthetic Antibody Libraries(2012) ( HEAKFH AR ) FFk
1RTT%

[0333] 9. HAAEMIKIHILTTIE

[0334] AR BEW SO Ak 2 A I BRI E 1751k Frd s i 77 v T A 4 1A
ZREWE LAY . b A RE AR T E i A A4 o ZE S DNA VRS i B A A
T IR TR R AR (IR 3 1) 346 1K
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[0335]  $2ZH-A MR L I AR U N RS BN R L3 &4 4
GRZE I ZE VSR VR KR VAR ARSI R RITE R B IR BT LRI N R K RATE
[0336] AP LLEEARREE (B OR mE N E N X AW SR 5
TS 22 FH RN 28 Eith FH 16 5 P i JUk PR BT BK PR RS P R S UL P 45 AT B8 PR R O 7 P B
HAHE) T o 0T B 5 P i, P42 R TR B8 e S e DO 2 b m] 42 32 ) R 20 50
BER A AT 5 i 8 Bl & TR s N4 2577 A i@ 42 . A ml ad it & H0y 5
A REHE SR E R ST R R SO e B TR s AL ( “EPY) CURARBN R
B FE I HEAT T

[0337]  a. HIZEAL

[0338]  W]ff FH W 58 L2 B R ST vl H 2 AL A S 0 R0t FH , P vl 28 L2 B A i) ok
[Fi) el L) 470 ) J0H B8 ) 2 23 16 A A0 £ 44 BB o 51 kS RT3 LR ) e & B Ik, I HLAR
(1) e S Wk -5 HH A P P B F S N A AL e e . R AL B T L v 2 AL A
AR B E . LA T AR A S LR BN S Mt — 1z 1,
FLHE A2 RPE R AR PRSI 8 R T IR TR o 15 v
FACIZ LA F SRR 9 o LU ZE LRI A4 P P %7 L2 487 B CELLECTRA EP %4t (VGX
Pharmaceuticals, Blue Bell, PA) 8% Elgen HiZEfL 2% (Genetronics, San Diego, CA) {5
LT 4 L ) 6 ok SE T o

[0339]  FMLFAAMF AR FE AL E RN — DR, I B et & 5 ik i 4L
HAFIEER AR Tef (B « LA IE AR ZEARERN 2 T o thErEH,
HAT DL [R) B v 22 SLZELAE 3 1 B Bl i 2 L& 1S3 A0 B HL B o IE A5 o 7R il L EL
Pl B 10 7 A7 AE I L 2 FLA B o F AT DAASSZ PR, RN BT A ot Rl A o — A2 B B E
AR AR T AE I R o E A o W aE FLAL At P DA BB 6% it 36 A8 B EE g A 43 A = AR 5
HLL I Be 2 ke, FF HALHE sBLE] . FOAREE nT B RE AR 23 (A HEZ B AT 2 AN o ple i H Al
B3], He R B i H AR AH RISk B W 2 LR R ) R S ik R FL i r AR 28 R IHEE R A
2l 2R 2 — N ERE E MK s X T R PR P MR, JF HW & B EE R U 2 B BT
PAJ 5 b FE UL I8 25 rL e FLAE A o ISR A T 42 ol & i BEL AT, I 7T o 2 e o v 28 L
ZH A3 1K 1) R B ko AZE R E E HL IR

[0340]  ZANHIER AT DL DA B s 2t Be kit Ak 2 B9 WAl Pl ik AR 7 A T T 4%
il LK DA BB SO 28 B kT, IF HOETR P2 AUy B P A 2 i g LA . FR T
AN ] B 22 A2 G P 38 38 () Ak e, JFG o 22 A Jik o ) A — A ke ot 2 2D AN V5 LA
(Hrp—Asrr P AR I & BT ) SRRk, I B 224N ki iR B s ke e o 22 2 P A U
Hbl (— el il &= ST ) AR — A AR 3L

[0341] W] I A B A SR AT ATIL A o P eIt AL PR LB SR AT I LA o A5
50 s\ 20 ws\ 10 ws B 1 ws P2 — I, (AR et i SN S At i e it (B, SR 1 )
IS ER, 3 o m] 3R AT ) FH T 00 5 S RIS [B) B2 AN 5E ) o P AR P 0 & S ER 0 20 23 ) B
B, FERE BTk R AL I8 B AL, F HLBT IR OO e B i i BBt 5 1 52 e & ik o UK
PE 8 FLIR AR AE -5 TI0R MU IR A AL IOEL b o BB P 76 58 5 ik v g 328 3t 7% r 2 S RV ik I 3
YrFr e iR

[0342] AT 3t A A BH (%) 4H G 0 1 0 ) W 2 L 2k B ORT R o L T VA I Sk 0 L 4 AE

33




N 104853782 A w B P 30/45 7

Draghia-Akli 2 A [ 3¢ @ % F| No. 7, 245,963, H Smith 2 A 2 &2 1) 3£ H £ F| & H
2005/0052630 ( H PN A 7E Sl 51 AR IR N ) R IR LA E A vk, T
{3 A P I 3 528 1 e WL o L6 B L 28 AL T VA4S 2007 4 10 H 17 HIRZEHSERIR
e R B2 E LA RS S No. 11/874072 w42 45 it IR £ ey 28 71255 B M7 %, Frik
LRI P FI £ KR 2006 4F 10 A 17 HIRAZ R E E G #1357 51 No. 60/852, 149 Fil 2007 4
10 A 10 HIZAZH) 60/978, 982 ( HAHRAE AR I N ) £ 35 USC 119(e) TR A
[0343]  Draghia-Akli Z& N[ HE %] No. 7, 245, 963 Fiik 7L AR R e AT T
B A DT 5N E BIRBEY R B A 040 i ik . b A RG] B
ZREF R s B2 N BT Sk s HROE M TT g FRAE B KT AR R 2 2 AN BT R ) T RO
TERES AR o BRAE B PIIUE 2 AR A SR EE M BT B, FIE S AT 20 [ 4l N\ B 4k
BRI H LA . BG4 B T A SG A o iR IR PRI R . O Rl g e
SE FLL KT AR G 2 FFR AR rEI rAR ki N T 2 AN AR . N B4R T FLE KR
BB FRIANRZ MR M4 S . FE LR No. 7, 245, 963 (154N I 7375 il
EIAHIEN

[0344]  HH Smith % A$RZZMIZEE L FIAFF 2005/0052630 A 1 7] H T 22 30 4
Y5 N2 S EBHER AR AR AP R E LR E . Frd i AL B S H
VR 38 T 4 B [ kAR 2 LB A 2E e B (VEKD 258 ) o BKD 3 B LT ki S 5 %
A AR N AEBE Z1 () H ARz 8] A — R 31 A g 4 B SE HL IR MK I, I B SR VR A7 g 3R
B EAR . LR B B — DS H bl i mT B 4 A ple i T ot
() ey S TE AR R L1 5] B A, RE LR AH 2005/0052630 1S PR S IE 5
BN

[0345]  ZE[H L H No. 7, 245, 963 125 [ % F) A FF 2005/0052630 H 43 (1) H K [ 51 1 77
EAEH T AN EALGE VLA, e 2 e A SR E NIREEE. BT B
Be B SR, e m S A (LIS ERR AN ST ) BB ANET, 3 HAAR ik
TS 16 &2 1) X 9 A LT BB 2H 25 FH v S 7R 36 B % R No. 7, 245, 963 138 [ 0 A FF
2005/005263 F IR [ HARLIE A 20mm K AT 21 HUAE .

[0346]  ULAL, 7F— LA HE HL oF FL36 B L H @ st 77 27, WA A /e fLAE E, HoN
FETFEH] 1993 4F 12 H 28 HaiAn FI3EE L4 5, 273, 525,2000 4 8 H 29 HmiAm (15 H %
6,110, 161.2001 47 A 17 HAAR K 6, 261, 281 A1 2005 4F 10 A 25 H AR H 6, 958, 060,
DA 2005 4F 9 H 6 HaiAm 3R E L) 6,939, 862 HIA K IRLE L ZefLAE E . IAL, A3
REUT XSS DNA 975 VA B vE IR SR 2004 4F 2 A 24 BT RIEE L F) 6, 697, 669 ( K
Jo AT & %2 255 B AT — Fhish % DNA) FI1 2008 4F 2 A 5 H AR (35 E L) 7, 328, 064 Fifit
MEBEER . LR EREE 5] HREAARIEN

[0347]  10. JQIT 7 1E

[0348] AR SC AR T I AR A2 T AR A PR SR IE T A IR B 3 B
R H 2 e i B A/ BB ik B B 710 Bk 77 A T A4 1) 32 A & i S 4
) 52 it AL A 0 mT 8 o i 18 T VR AT

[0349]  FET 32 FH F " A G IUESS, ik & atiEr 456 2 PR elE H R B, XFER
ghGmI e NG BRI 55— 419 G0 B SR B0 R G B SR TR, DA R 51 R BRS RNT BT id
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LR ) I N2, TR YT 321 195 B i AH 5% B 59, R4 32 i S 52 Fr ik w12
FH/ BT PR B o

[0350] HAFER LA 1 g & 10mg WG PELA 5 /kg (R E / B[], LA LN 20 0 g 2
10mg 0% /kg A= /IF[R) . AT LA%E 1.2.3.4.5.6.7.8.9.10.11.12.13.14.15.16.17.18.19,
20.21.22.23.24.25.26.27.28.29.30 B¢ 31 KiEHA GV —R. HTHRGITHAEYH
FIER AT LA 1.2.3.4.5.6.7.8.9 BL 10 K.

[0351]  FAE—AMBITTTES, Al R EGURS (LSS m B, 2 s A ) 36970
S A R B D RE I i B o AR SCHRRER & iR B  FEAR N R IR fE , TR
PERTAE B AR 1 R0 X S P 20 L OO BB SR ( Frid Suig sl e vt ok &5 & ik B, JF:
HARE R AETAEE ) BRI B Sh e Ui « 2 PUE 2 T A S R/ BEAR A
A AL AR I% B A (R T R AT DA A B 1Y o — M H e st rp OO T IR e (1) 5%
W e B0 E B RRRIR G AR T AT Pom (W8 08 S AL e FERRR flERR ) o X
FE () B G 75 AT 93 B3 B ey S7 RO PR rpofl . siifads] 5 AT 6A % 6B J7R 1A% IR A A 1
TV B R AR PG P A Bk . B 6A o AE FURE DNA R BRI T G 24 R N R IA T
& e 6B F1, S A i / PR B HAEL) 8 RN REUERIL .

[0352]  iZVAYT J7A 0] DA B R, BORT R S R B R ) E A A G, IX B JE AT AT 2
WFE P AEPUITR S I TE 3 BN . A% T TR AU EE B SR B P A e B2 I 2 A
1) W gmbs G bR AT L D ReVE i B B R T AR AL R SR — BRI R, A 2) BRE R
H (AL HE DNA & W B A E Ji) AR I 38 —1E £ B N, 7ETE ERTOR H B B
o T S A8 1) 48 L2 2 TS FITIA B A o s N T AR A

[0353] AR B A i T 1A E PR e T S 491 1 B 1 2 AN T T

[0354]  11. SEZJi

[0855] NI KGR T I ) SE 9] i — AP Ul B o B IR, X B SRR, BARTRIR T AR K W
(EAIEE SE e 77 5, AES A DAV B 1 77 305 HE I o AR T P 1 V8 AR I e S it 491, A ATk 1 S
FEARN R AT 58 AR K BB AR FURHE, 7 HAEAT & HAE HOAE B85 00T, 7T RLX 48 % B
BEAT 55 Fh s AR Ak, DA HOE B AR R A4 . DR L, MR AR F538, B 7 A S rh SR
FIHEIA I8 L uik 2 AR AR B B 38R L 0 T AR ST AR A Sk R 21 25 W 2k
A AR NPT AU LR (TG 7

[0356]  SEjitfs 1

[0357] MM TR GERkER (g MANRRKRIERS. ik, 216 Tg =& A
BEFIURSTERLTN Ig 7 FREARE, ks a2 P MESEM 2 M RES
Ko 74 gp1201gG— H FE AR BE 73 + (0 244, JF % FC s ph 4 N\ pVAXT #i4g (Life
Technologies, Carlsbad, CA) » iU EA 82 45T, Frid VBT o vF H B T F ik )%
AR FE A o 2 AR AR I FTALHE JURMB I R AUAL Te FER I RIL . ik e 1k
HEFT kozak FH1 (GCC ACC) FIFIN. Tg M EEHERIF28E O AL AL BAR IO IZ R 7 51 43 AR T
SEQ ID NO:6 FISEQ ID NO:7 (4rH2 & 1 #12) . £EK L A1 2 i, L R RIZRAIN AR
R bron T E AR 5o pVAXT 34K 1K) BamHI (GGA TCC) Al Xhol (CTC GAG) PRl PR
Br 5, THRAR AR A ES (ATG) A2l (TGA TAA) %+, SEQ ID NO:6 4#hd SEQ ID NO:46
R T A, B 166 BRI EEIRIT Y (#42) . SEQ ID NO:7 4whd SEQ ID NO:47
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H TN R T 5, B 16 B2 BEME LR 75 (1 43) .

[0358]  FHRZAR Tg #ygfAk (B, ROLKIT ) 54 SEQ ID NO:6 FI 7 e gtigk (RA, fifk
(7)) S Qeaifu. HOyfa, SR B 40 i TeG ik, 3 H. 16 A I 15~ TH 3
. W3 R, RV R AL B AR HR IS Te B9 EBEMUERBE LUE R TG, HARAL
(IR AR FEL TG TR TERFIR . H& A SEQ 1D NO:6 Fl 7 (BRI, Ltk 1g FP31 ) sk
B YL 20 i s B S A AR PLAR I T 77 20 0 R 5 % (R 40 7 A B 22 () 52 A T ) Tg 40
o DL, ER RS 1 W E 1IN Tg ik, #Ha)ihil, HTH T 74 SEQ ID NO:6
AT AL BUER, S SEQ 1D NO:6 Fl 7 BUMy & ARIR (L T AR T RN AR T 2 B =1 1)
Ig RiK. XECHIRIL R PI P FEAAR A A BTRL 3R 40 = RO ST Te B9 BRI R E

[0359] AT B A5 SEQ 1D NO:6 A1 7 R EAA, Ml /N FUiEH 27 SEQ 1D NO:6 Al
T NBIT AR R, EAR M, A H g U Bk, A S, I B B (R R
BRI TE T gp120 Ul ) PRUY 22 0% 1)/ RIS S 2 (B, TG K~F ) K.
W 4 W TR, RO AE S A BT B 4 B R R0 Bk ) 456, BRI E LA A SEQ 1D NO: 6 Al
7RI BURLE N R SR UA A . R — KA BT WS Bk e A

[0360] 2, IXECE IR K gAY Tg EEE MR B IZIR D), MR R KR 0
pVAXT N, 75 5 5e 5 48 Mo A it DA BT I 3R I8 A 1)/ BR A S BCRE LAY TG (R, BRI AR5
—EIE RS & R ) Ris. REHIER RS Tg EREAMBRFERZRITH L
BAE 238N Te 77 &

[0361]  SLJtafs] 2

[0362]  FH-T-sEiafs] 3-7 BM RLAIT7 %

[0363]  ZH Ak 5F). 4 293T M1 TZM-BL 40 il 4 FF 7E4b 784 10 % g 4= 1LiE (FBS) Ml
A 2B IS R L B B A RS R 55 32 L (Dulbecco’ s Modified Eagle’ s medium, DMEM ;
Gibco—Invitrogen, CA) A, 3F BAEIL & AT, AL HIV-1 p24 1 gp120 Env (rgpl120)
H A 3K H Protein Science Inc., JFHEGAHITANYHNHENEMRELRA
Jackson Laboratory. J7 5 B 40 i & Al H & 557 3£ 8 AIDS Research and Reference
Reagent Program,Division of AIDS, NIAID, NIH.

[0364] )47 A1 B (A T LA B FORE it A Rt 326 . E T BALB/c /NS (8 JE 2 ) Y H Taconic
Farms (Germantown, NY) . *f T ixX %6 jits H, WL 9 v 55 (IM) 25 n g /9 50 w1 44 3 & Y i
$7 DNA (pVax1 BY pHIV-1Env-Fab), Fi J5 MID-EP % % ( CELLECTRA®:; Inovio
Pharmaceuticals, Blue Bell, PA) 47T EP A SRR iH L . H T X ki =208 3 ik
TR 0. 5Amp 18 5 HLUE (TRIRE 18D, KPR 52ms) o B — R BN 52 5206 11 B RE TR 677 )
BAYRTFH o 00T 8 B E i, A AR B JRFL AR (W H Immune Technology Corp, NY) [
HIV-1 EH gp120 (rgp120) o 7E 8 i A 703, 45 5k 25 w g &K rgpl120 5 TiterMax
VR G B G IEAT R T S o AR ELAR ) 43 B, 7E AN [R) 4 I 1) s s B2 2K 1 it A pHIV-1 Env
Fab BY, rgp120 f/)5 BRI -

[0365]  HIV-1Env-Fab JfUfi DNA B4 & o i A BA JL/MEW & O H G ™ AR H
Pt ~Env VRCOL A mAb [ HIV-1 Env-Fab( J¥%| VH #1 VL) . &% (VH-CH1) H SEQ 1D NO:3
HnBIZ I 7 e, 3 B %E (VL-CL) B SEQ 1D NO:4 FroniIiig v 54 hd (2 5,
9 F110) . 7EE9 A1 10 H, fnBAR RIZRAIN PASUT RIZeAr7m F T4 dn bl i B e 71 v e 3
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pVAX1 [ HindI 11 (AAG CTT) F1 XholI (CTC GAG) BR#|TEBRAL &, M FHAKFRZN S IR (ATG) FHEL
1E (TGA BY, TAA) %A%+, SEQ ID NO:3 44 SEQ ID NO:48 R 5m 751, Bl HIV-1
Env-Fab [ VH-CH1 FIEEB2)F 5] (& 44) . SEQ ID NO:4 4755 SEQ 1D NO:49 Frx B i
FE%1, B HIV-1 Env-Fab [ VL-CL fIE B 7% (& 45) .

[0366] A5 % 1gE B 521 (4hS SEQ ID NO:66 25 [ SED 1D NO:65 K H 12 ) ¥ A\ Env
PUEIERF 7 AR IngRIL o X P i AN 5 % HIV-1Env—Fab DNA %)% J5U 31T %
B4 A RNA HEAL, 2R 5 R GenScript (Piscataway, NJ) & H v Bt pVax1 Rk 4k,
B JE R P AR K AL 244 . 4% VH T VL ZE[R) (43503, SEQ ID NO:3 i1 4) 4 AAE BamHl1
Ej Xhol PRA#IDL 22 8o B8 AEK FECH 240 R FURE DNA, LU - Bl i e A 22/ AR o X6
TBAPEXT R BURL, A 74 “TER” / AR Tg 1 plgG-E1M2,

[0367]  HIV-1Env-Fab FIEF G 3% ENE 4387 o 15 A b 135 R B2 (00 770, 16 293T il i &R
TAEH B B4 FuGENEG %% B2k 5F] (Promega, WI) HIRIEHrH . &M S 2, BL 50-70 %L
A (1-3x10°4M 40 /2mL/ fL, T 35mm £53R M ) B4 24 /e, 2 JGH 5 g pVaxl Xf
AR B pHIV-1Env-Fab #E4T % e o 7E KK 70 /NS (AN R 6] A5 05c8E _B7B VR, R8T AR ifE ELTSA
VAR HAR E Fab 0 FH7K T Bk E pVaxl 5 Ge4u o) G A EBI R R . Bh Ak,
F HIV gp160 Env & (4 {5 KI5 L 293T i .

[0368] T G JE B 28 43 M i3k — A5 B 77 AR 1 Fab SR AR HIV-1 Env & AR 5. XF
T A5, ¥ Fik repl20 78 12 % SDS-PAGE b BEAT ML UK. K Bk i IV 75 T g 1% 47 4 25 s
(Millipore, Bedford, MA) [, HH 5% w/v BT PBS-T (0. 05% ) F I WL JIE Wk 34T 141« Bl
S H R A A = VIR 2 DU T e DA 1:100 Kl FH J5 48 /INEHISCSE i LA pHIV-1 Env
Fab ()N BRI T PBS A b AT W B, 045 Pk 75 5 S ANHBR AR 4 25 26 OB 1 /N o B
F Tris— 22 EhVE R 0. 2% Tween BV 2% 4 I W H 5P T AW BRI E RN R TG 1
HLIMJE (Jackson Laboratories, ME) &, 3 H G BRI (Sigma, St. Louis, MO)
BT E , NIMEIF BB I £ ¥ HIV-1 Env Fab X} gp120 MIIE#H45 6 o

[0369]  Tg 454G 4r#T - ELISA. J@id ELTSA $F4 DNA JBURL ™ A4 1) Fab BiHT —rgp120 Hiif%)
rgp120 45 A BIHIA . IR B LA pHIV-1 Env Fab.pVax1 BY rgp120 & A B 5N sh4) 1 1L
TEHEAT Ig &5 E o FROCHE, X T2 500k Te S € 74, 48 520K DNA UKLt FH 5 48 /N
WA MLTE R . 81170 5 2, T PBS A fU bt B HIV MN rgp120 (2 1 g/mL) 7E 4°CiR
7 96 L AR LIEIR (Corning, NY) iH#& . 5 2 K, Al PBS-T(PBS, 0. 05% Tween 20)
Ve, A 3% T PBS—T A [ BSA FH14] 1 /NE, S AR 37°C F R B O A& 16/ RO B e fil st
/N RIS LA 1:100 AR ZIEE | /A # 1:5, 000 [K)F5 8 B AF AL 2630 - /D R
IgG-HRP (Research Diagnostics, NJ) ¥l A1 1gG. 18IS04 J5AR R0 W TMB (R&D
Systems) &l 454 F B, 77F Biotek EL312e Bio—Kinetics 3E&#s T 450nm Abi %% .
PA—3R A W A LTS A o 3EAT RO 1 S 5 o A, B i o A A FH Ik 161 8 =
ELTSA 3077 %5 € & 2K F it LA pHIV-1 Env Fab [/ B HILIE F 9 Fab W B o 250 B i B8 il 1
R PR U BH 5 AT

[0370]  Ji A M 4 At (FACS) o XTI =40 M 43 #fr (FACS) , LA 34k B A Env ki
(pCon—Fnv—A) B3 ik K [ JFEACH 5 2 B Ak (Q23Env17) K Env AR AL B9 BE 4k ke A R
(pOpt—Env—A) ¥ 4% 293T U, L bRl VAT e o, FERIAFE YRI5, R F VKA 2l
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A(PBS/0. 1% BSA/0. 01% NaN3) BEi4HME, HAE 4°C T A — Tg (A VRCOL BLAE BT i
HJE 48 /NRFRCBE R, K B pHIV-1 Env Fab BUAHE pTgG-E1M2 JFURLE B 1/ R LI )
(1) 1:100 # BT & 20 708 BEEUEE, A 50 w1 (1) 1:100 # &R R JChric & T
B EH (PE) B = Ig MW E 20 208 B G PR di i, JF 2 EDZE iR A X (Becton
Dickinson FACS) F#ATH#r. UK MR A /£ 4°C TIATHT A I B FIds. S s
ASFITE LM AU AT 17145 R T VPl GFP 3834, I FACS-LSR X, ff ] CellQuest A (BD
Bioscience) AT GFP FHHEAHME 5 #r. A Flow Jo BAFAHr R

[0371] B4R HIV-1 AT E . LT TZM-BI (HeLa 4 ATAE R ) AP I E Fab /5
(1) HIV=1 R4 A, A 78 T S50 1 17 3O HE L35 4776 BN AFAE B9 00 T R Bnv— {2
o BE AT B R IR L ST O R R R A B9 D I E R R R 26 5o g TZM-B1 40 TRk
PAFIE CDA HT CCR5, I H Bk 4 75 5 K A OGZ B 4 5 B DR o 72100 58 =, #4030t LA
pVax1 B LA pHIV-1Env Fab (/NSRBI MLIEFE &AL LA 1:50 #ke, B LA 0. 01 & GL
# (MOT) ¥shnfE 2 HIV-1 Bal26.Q23Env17.SF162S B, ZM53M JC4H i) 7% . Bal26 il SF162S
RN B tier 1JW%, 1% tier ISR WP T EA SR ORI UM B R T
U (U . Q23Env 17 F ZM53M 43 B2 B4k A% A (Tier 1) FUHELA: C(Tier 2) %
B Tier 2 FPIRAR PR HEEA FIHEUE KR P BUS M. B S 72 1%0E $, 1%
10° TZM-BL gl ffuds 25— AL, I & 48 /N, 4%, 2 JGBE G 7N 100 w1 Y Bright—Glo
JEY) (Luciferase Assay System, Promega, WI), MG/ A G AT R OCRBE &, 1%
SE R A RLU CRES G ERAT ) o K RLU B 7 43 ot B0 (1- (B0 AE i 113 RLU=- %
R F38 RLU) / ok FDG BRFLIGF- 38 RLU- Jds it BEFLIGF34 RLU) ) x 100 B f5 K HIV-1 /1
FIZRIE N RLU B 43 bl s HER 7R IR L1 43 Bl .

[0372]  sLjafs 3

[0373]  #1 -HIV-1 Env-Fab A EER 4

[0374]  JEiE NIH AIDS Research and Reference Reagent Program M VRC (& HF 4
Ly, NTH) 3R 4mA%) 3= F A A mAb VRCO1 BT -HIV-1 AR R VH A VL-Tg (fiE Bk ) B
(%) cDNA, B fi 1 L v B 3E pVax 1 304, FFn b SCseif) 2 4w 1 JLAME IS N RE & ik
DA RAALALAENETE Te 0T 1A o HAKH, 1K SL B A0 5 2 b5 A1 RNA AR AL I AS 8
A 38 5 B RT3 0 RO S DA FEHEAT B SR AR, DAAE . EP 3 B4R P SR X . 4
PR EARE T Ok A ANEELREE (OMV) 2 B0 FIH S 37 il 2 R, 306 T I 7L
SIDA AT L (138 4 B s AR A 2 AR A . AR S R B AR R R =
7~ T 3R 5A Fl 5B

[0375]  }4k, BH pHIV-Env-Fab | $i -HIV-1 Env Fab, 344 H B T % H 4% 8% HIV Env
() S0 R L L 2 AT et pVAXT FIAEXT R 0] L1 PR, S ol e to BoR 34k
pHIV-Env-Fab fe¥Fiil & 51 -HIV-1 Env Fab, [R A%t -HIV-1 Env Fab 42 %A% HIV Env
[ Uk e i 4 ML . PRI, BT —HIV-1 Env Fab % T-5 HIV Env #idg A 4G 2R w1k
[0376]  SEjfafs] 4

[0377]  JEILE: YL MIEAT IO Tg P24

[0378] &y T ¥4 pHIV-1Env-Fab [ FIA, 5 Jr ik #4) s A4 5% Gyt 293T diifirh . fEHILA
HIV-1 364 B gp120 8 (11 ELTSA %035 Il 58 # A 4T -HIV-1 Env-Fab fZ7ET 3k 5 F Z L e
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Jii 24 /NB EEEBe ) 293T ML) BIEW (B150) « fERARE )G 24 & 72 /NN 20 R dR
B ook B 21 &5 0D450nm {8 ( BIYEEE AL 0.5 2 0. 8) , I HiZAH B 5 1k B AH I 7E 48 /Nt
REPE G XL RafiiA TP -HIV-1 Env Fab X} T HIV Env fig AR . Kl 5C 4
BERBIE Gt AT R BYEST pHIV-1 Env-Fab [/ B B IMLIE ¥ 0D450nm (M 22 %
72 /NI B TR) AN E AR T pVax] GHEESE B 1 (p<0. 05, 224 #6556 ) .

[0379]  SEjitfs 5

[0380] HIV-1 Env Fab {44 P ERAE

[0381]1 Ay [ UEHH Fab fE44 P4 A\ DNA kA4 ™ A4, S8 UL A i 42, B fa dE AT 18t EP 38 o
3% /N pHIV-1 Env Fab. i#1% DNA JJURE () SR 00 5T, FRAEE A 58 12 /Nh A EE 1.
2.34.7 A1 10 RULEEMLIE » W J5 3T ELISA 2 Hr i Iyd (BA 1:100 BIFRE %) [ 1g/Fab
K G0 6A HF BRI . B 6A FEEE 23 (R H pVax1 FTHIV-1 Env-Fab #4154
/NER ) A 0D450nm, FTiA 0D450nm 5 1g/Fab FIKCFIEH . X885 % B, pHIV-1Env—Fab
(1) X0 5 () Fab IARXT ZKSFZESE 1 RABAF AT, I HLBE 5 B (42 & N 1 AT
B, %F Balb/C/INR AT repl20 MSRUUEHA / %% (0 bS] 2 IR ) , b fa Bl
[MYSCEE ML iE il i ELISA 34T 00 (LA 1:100 FORSRERE ) , DA e Ve BT —gp 120 HA4 )
HOPHIFE R A . B 6B ToRg: R

[0382]  7EiZER (A S IS 7T o, ANAE G e 10 RA TR B & T AR SRR R T
Ko X 5@IE pHIV-1 Env Fab i/ ( &l 6A) 51K K Fab 7KFIEEO6 EE, A 0D450nm {4
TEMEF G5 1 RIEB 20 0.1 0D450nm B4z, FRAESE 10 RISEIE G, K2R 0. 28 2 0. 35
OD ¥ifiz, [RIk, pHIV-1 Env Fab fi#i2% S 2L MU (A5 %& B RIER4F & Fab 774
ZR ISR T 1% DNA RSk VA T P AR A vE 1 T BRIV AEIG IR

[0383] AT 53 4N 43 B DAB AR I DNA 2 326 4 R 7= A8 1) # 40 Fab [ & B . HAAd,
o 28 FEL KR BN () B 2H HIV-1 gp120 S5 FBEAT Sy EN s 4 Mt , I FH R B it FH IS 48 /N1
pHIV-1Env-Fab /)5 B F L& AT IR (B 6C) « BIZER/RIE S gp120 AR DT R4,
MR B AT Thae th 3f HBE W45 4 ep120. [AIREHE, i85 ELISA #E47 A Fab & &, I H
Fon N FRE SRS TR A R (RIR ) (E 6D) o 45 R =4/ Fab 7K FAE 2-3 n g/ml
IRBIEAE o X e AR B2 A T VRCOL ¥ Fab (¥ VH A1 VL B (1) 1E £ 2 RS TC DL A L)
I S 4E4S HIV-1 Env EARIRE S,

[0384] [ 6 4R HLATEIR MGt A T o X T K] 6A F AR R , Sk B ST pHIV-1
Env-Fab /> R B L5 ) 0D450nm fELAEE 1 R A5 10 RIS A] AT ok BESS pVaxl
[/ R BIE/E G vh B s (p<0. 05, 22248 ¢ £ 38 ) o X Tl 6B AR B9, K H rpgl20
115 0D450nm EL A EE 10 KA FE 14 KIS R] SO0 EAHE T PBS X HR R F+ & (p<0. 05, 224 t
K38 ) o 0T 6D FRLIAR M EE , R B VES pHIV-1 Env-Fab [N B3¢ 0D450nm {E A5 2 K
Z 510 R S &R E A (p<0. 05, %4 t 1550 )

[0385]  SLjitifs] 6

[0386]  Fab/lg % #iAA[E HIV-1 Env 8 A RIS & LT FACS H 47

[0387] K H jifi LA pHIV-1Env—Fab /NG A LTS 0 A T 9038 7= A2 5 Fab 55 5 293T 40 i 5%
IR I8 FIA A HIV-Env S A IS G o 4RI VRCO1-mAb FAIAERH X HE, LA {R Env &
IR R T E A IR R IA AR I . a0 SRR R, “ oo / AMHG” Tg (Ig-E1M2) HIfED]
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PEXTHE . ] 7A A1 7B HR R, 6T pVaxl (BIBRZ Env A ) F R H040 M, RAFAEAT
AN 1g/Fab BHAT ARG ta . SR, X T 240 R VRCO1 mAb F1K FH A pHIV-1Env-Fab
(1178 BRI IV » #AFAERIB LA B A Env FURL (pCon—Env-A) PA AR B4 AL C BTk
(pOpt—Env-A) FIFRIEK H SR HIV-1 73 &4k pQ23Env17 () Env [R5 ZL 20 i) 5 2 PH VR 5
o IAh, Sk B A pIg—EIM2 B/ BRI LG 2R B8 s i T AN I ACH AR HIVL Env 3% 5%
ARGt . BIRIZ LS B FACS AT fR T 1 7A 1o BIRIZSEIGH FACS 204 (R,
B 7A) R AR MR T B 7B #,

[0388] 7B A 2EIMEIE MGt i R 75 RSR VRCOL $i4k 50k B v 5 pHIV-1
Env-Fab [#]/] B[ L7 22 (8] 5%F B pCon—Env-A 7= A (AL HE &5 O e 4 & EAFER
25 (p<0. 05, 24 t K56 ) o 2RI, VRCO1 Fik 5 HH pOpt—FEnv—A 77 A= B4 IEpE 85 (1 10 45
A Pt R [ {5 pHIV-1 Env-Fab /BRI LG 45 6 B2 558 (p<0. 05, 24 t K336 ) .
[0389]  SEjitfs] 7

[0390]  HH pHIV-1 Env Fab P=4:f Ig () HIV BRIy PE

[0391] ¥k EJifi LA pHIV-1Env-Fab 1/ R 19 M35 A T30 52 HIV-Env Fab 5 # 7} 5% Je 42
2937 4Hfu KIS HIV-1 Env EE ARG 7E pHIV-1Env—Fab i i J5 6 K /N ERIRAZ 1L
o HLkH, IR IA K BB AB BE C BRIK HIV-1 Env (0BRSS Yegm . HEALRL AL
B AT C K& 92RW020. SF162 1 ZM197, & 12 Ffiow, K E i LL pHIV-1Env—Fab )75 B )
MGGk B#LE AL B C HIV-1 BREJ HIV-1 Env, NIRRT MG S H 5K 24
TP HIV-1 ) HIV-1 Env 28 S M FIH4E (B, HIV-Env Fab) .

[0392] A 7 VPRAHARHE 45 A 77 AE 1 HIV-Env Fab B 78 HIV-1 fPORIVE PE, 3HAT 2 T H
TZM-B1 #E40 M T R G R A E o 0 b SCsEfEs] 2 i, 78 5256 M8 AU A AEAE
BUAEAE RS 0N 4 FOR RO AL HIV 5 55 20 B AR B TZM-B1 240 .

[0393] & 8 #i2: K A4S pHIV-1 Env Fab [/NER RIS EE % HIV AR A0 B3 A0 P AN il 2%
FARH I HIV-1 tier 1 7% %% Bal26 Fll SF162S ( P& #5234k A% B) LA Q23Env (#EfbA
A) o BEAR, BB HIV-1 LA C tier 2 9% ZM53M MR ILIE . 088 2N HIV IEGRM H
arEerpoRn /sl B B B2 K Ze R R 5E T 50 %6 RO/ H0I KT o 5 B P A R HE
mAb (EE AR TR ) FEAHE LA A T8 A0 e 15 B S A 8k . e & 2, ik spofl
mAb [ BH PEXT B BE G 1 BT A 4 Fhom s AL B 2D 50% 6

[0394]  SREHELL pHIV-1 Env Fab f/NBR 5 ML 276 UKL e A IS BE B 7] B HIV ARy
PEBATE, %FT Bal25. Q23Env17 A1 SF162S, 4 lb MBS 2 KiAH 50% . [FIkEH, ix 3 fif
FEMEG EH A A HIZ)0 62,60 M1 70% . 5T ZM53M, ELE 4 3 KA A 50 % 1
R, JF HF & P AR 50 % o AHEC TR 53 41 3 Bl 55, 12 A KSR o FUERAE ]
Be S HONAS K AT AT Tier 298, &2, AEFA =4[ Fab REWA & Al — R 71
HIV 3 Etk. B8 2IMEIERN S 2. #ET Kruskal -Wallis S50, I
K FVES pHIV-1 Env-Fab /)5 B L5 75 & 1 ZM53M #E4b A% C g (181 8D) 1 HIV A Al
KPS BB R s R A E (K 8A8B M1 8C) « ZZEFAETIAR 50 % A1 I 75 (K (7]
(RE) VLA RIRAF B AR

[0395]  &k&fhskhtifs] 3-7, i LA pHIV-1 Env Fab FJ/NER A1) VRCOL Fab LG W FEAEVE S
JE 5 12 RIBENE(E 2-3 ug/mL. %G TS5 AT H FDA #EAE R 5 L BRI B AH Y, X
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FINBATPORIEAE Z/ NS AL A = AR T 28 I RUAE ) 2 M DK B P . Hodkh, iy
LT (TR FR Stelara) FIRFIA ST (Simponi) , #5455 F T30 EH B S M pom i
BEHCHR AR o3 A1 5G9 2 PR AP A, 23 ) 2 0. 3120, 33 wg/mL AT 1.8+ 1. 1w g/mL P
¥ £SD MHEH A . AL, TNF $IHIFIFTAAR ST (Humira) BA L) 6 v g/mL fFIH LG4
W (mean rough serum concentration). 7EIX S F,SEjiEf] 4-8 iR BEE o gmtd
U DNA 38326 2 AW T 8K P 236, 45 225 AN AR ) 22 A DC/K S PR A7 AE T
X7k

[0396]  IXUEHHEIL B IRTE pHIV-1Env Fab [ 8.2k EP 3858 it A J5 , AHEE T B 0 &2 1 e
=41 Tg, 7R Py P ™ 24 Fab (18877 (& 6A F16B) o HLAh, JCH B 1 7= A XA
R T EE ) DhER PR ARY Tg FETIIBETT. 125 Mk, fE R 515K HIV-1 FpRldiiE—
L PURARH W A, 9 HAERI e fE o, AR B B AR e R BUE A 75 4 . B Ti% DNA
JRRLYE, PRI G 1-2 R P E2 3 AR RS, i A0 A S 1 8 I AE AN Fab 75 W
(3.31£0. 13 ug/mL) (& 6D) o % Ig KV 57 AU I 78 1 O IE BH $2 1L 5 52 I L 1) 56 4
RIE 8. 3w g/mL WA XAHAL . IXELEGHEUE I T AETETE Tg A BE RO PLEIE R

[0397] X MU AA B oP ORI BE RS T HIV-1Env-Fab  DNA Jiti JH 51 & (K& %+ HIV-1
JEAC D BRI RS o BN/ NAARRIRIIHEE tier 1A 2 80 BARIGR LTS , Bridis s
BIRAR TR B RERL AB A C BISER . 25 SRR I AR B 6T I R B IR R A RS M (]
8)

[0398]  [RI, 1AL T- DNA Jki J7 v AE AR P 7= A e e ME AT A P03 1 Fab B Tg 40, BEFFf
FH MU T P SR AT Dol 7= A 1 75 22, DA GB S A AR A P2 AR Tg FRAfifh 7= AR Tg
72

[0399] =Lt 8

[0400]  ZwA5 A Tg HUMACH TURLI I 22

[0401] 1 EJrik, M VRCOT Ji44 74k Fab, RIAE XS 5218 & i FH T 4 bd % R Jm AE 4K 9 72 AR
[¥] HIV-Env Fabo N1 3 — 24 LA, 7 L gfDKIET VRCOL B K TeGl FARNIZ
BRI Wl 13 R B E TR, LR T 7 SmhE b Sk B TR DI B4 s R mAs P2A K
FEBIRZIR 2 51 4y BRI 1eG S BERFREE . P2A KPP 5138 55 25 B O D080, AT 6 B0 &1 5
FEAHRIZ K.

[0402]  FTIA 1gG EEEAFER[ A E (VH) X fHEE 1(CH) X &8 X 162 H 2(CH2) X
HMMEEE 3(CH3) X Frid IeC HEEAFE R A4 (VL) XHITEER (CL) X Rz 8k
WIFE IS HAE pVAX] T & T E4iMmd (V) Bai PRSI~ Wik S 8oy N
gp120 ( B, %% VRCO1 Huik iR A RIPT)E ) MI5E A 2E L 16 ™A (Kl 14 FBIRM) o
LT 16 AEARST PR A VRCOL TgG. VRCO1 TgG HIZEEIR P (fEH P H
ARG ) s~ T B 15 F1, 3 Hon T SEQ 1D NO:5 1, Hif4hd SEQ 1D NO:64 KRR %1 4
i (=K 62) .

[0403]  H{&dh, VRCO1 IgG M IEIRITHI (FE4% k&R I REUIEIHT sSEQ ID NO:5 A1 15,
HHZER75) SEQ 1D NO:64 4hd ) BA FFEM AyEskE A EL (IgED) (55 k. nl AL E
X (VH) fE 2 HE X 1 (CHL) B8E X JH 2 H X 2 (CH2) fH € E X 3 (CH3) \ Ttk d A B O 8 47
s GSG 23k P2A IR TgEL (5 5K AIAZERIX (VL) AMEER X (CL, Bkl ). £
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R T TR RN T B (S S DL IR AT E] 13 A B R B A A A
SEQ ID NO:15 X ).

[0404]  VRC-1 IgG ¥ IgE1 15 5 Ik ~MDWIWILFLVAAATRVHS (SEQ ID NO:8) .

[0405]  VRCO1 IgG ¥ 7] 4% & [X —QVQLVQSGGQMKKPGESMRISCRASGYEF IDCTLNWIRLAPGKRPEWMG
WLKPRGGAVNYARPLQGRVTMTRDVYSDTAFLELRSLTVDDTAVYFCTRGKNCDYNWDFEHWGRGTPY I VSSPSTKG
(SEQ ID NO:9) .

[0406]  VRCO1 IgG [¥){iH 5 & [X 1 (CH1) ~PSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTS
GVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTY ICNVNHKPSNTKVDKKAEPKSC (SEQ ID NO:10) o

[0407]  VRCO1 IgG {45 X EPKSCDKT HTCPPCP (SEQ ID NO:11),

[0408]  VRCO1 IgG i1d 5 & [X 2 (CH2) -APELLGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDP
EVKFNWYVDGVEVHNAK TKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPTEKT ISKAK (SEQ 1D
NO:12) o

[0409]  VRCO1 IgG [ 18 52 & [X 3 (CH3)-GQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIAVE
WESNGQPENNYKTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVEFSCSVMHEALHNHY TQKSLSLSPGK (SEQ 1D
NO:13)

[0410]  VRCO1 IgG )%k MG I%IA7 & —RGRKRRS (SEQ ID NO:14) o

[0411]  VRCO1 IgG A GSG $33KA P2A ik ~GSGATNFSLLKQAGDVEENPGP (SEQ 1D NO:15) .
[0412]  VRCO1 IgG ¥ IgE1 15 5 Ik ~MDWIWILFLVAAATRVHS (SEQ ID NO:8) .

[0413]  VRCO1 IgGRIAIAZERIX (VL) -EIVLTQSPGTLSLSPGETATISCRTSQYGSLAWYQQRPGQAPRLV
TYSGSTRAAGIPDRFSGSRWGPDYNLTISNLESGDFGVYYCQQYEFFGQGTKVQVDIKR (SEQ ID NO:16) .
[0414]  VRCO1 IgG [ 18 & % [X (CL, x )-TVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKY
QWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLRSPVTKSFNRGEC (SEQ 1D
NO:17) o

[0415] S 9

[0416]  FHPUANFRIwADH) HIV-1 VRCO1 TgG

[0417] 40 b SCSRE ] 2-8 FR T HEIAR 1), A VRCOL $44 7™ A2 Fab (A S50 1) JoT RL 32214 1) %
—%%E ), B} HIV-Env Fab, 3 H A\ VRCO1 Hud& ™4 1gG ( MEEANFTRIFRIL ), BF VRCOL TgGo
NTH— DY R 5T, M VRCOT fudk =4 TeG, A ESE (B, nfAAEX (VH) H 2 H
X 1(CHL) EBBEIX (I EE X 2 (CH2) FIfEEE X 3(CH3)) LALKHEEE (HP, fARE2[X (VL) F
fESERR X (CL)) HH A ity s A gmbs (& 50 M1 51) o 1% 1gG AEAR ST HK N HIV-1 VRCOL
IgG,

[0418] MM EAKICAFERT T 7Y UL T — BHuR AR W7 A s A e 59 75 1
WG AE— N AR TR R pVAXT 2K BamHI A1 Xho T 47 &5, MK #4) 244 & T EL40 Mo 75
(CMV) JEshFrd=iil T (B 50 M151) o Bk, A T AEAR TR EG™ 4 VRCOL TgG, AZ0[A] 5 ik
ORIV A, RIS A G it B (XA AR ) SR AN 5 A G b S X A A 1) B o
[0419]  pb4bh, B — DAL — AN AR . LA EFE kozak JF 51 (GCC ACC) FIHRINAH 2545+
it 4w HIV-1 VRCO1 TgG I 1gGl EREMIZIER T FI7~T SEQ 1D NO:54 FIfE 52 . 1E
52w, N LA RIZ AN PAXCS R Ze o F T RAZ R 7 91 s B 13 pVAXL 4K 1Y) BamHI (GGA
TCC) H1 XhoI (CTC GAG) PRI TEEEAr &, MR AR RS SS (ATG) FIZEIE (TGA TAA) 5+
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SEQ ID NO:54 #h% SEQ 1D NO:55 FIE| 53 th R L1771, B HIV-1 VRCO1 1gG [
IgGl EHEMAILIRIT S

[0420]  ZwA5 HIV-1 VRCO1 1gG [ 1gG #5E MR T %7~ T SEQ 1D NO:56 FIE 54 #1, 7
&l 54w, 0 LA RIZ AN PAXCH R Ze b F TRAZ IR 7 91 S B 1 pVAXL 24K 1Y) BamHI (GGA
TCC) H1 XhoI (CTC GAG) PRI TEEEAr &, MR AR RS SS (ATG) FZEIE (TGA TAA) 5+
SEQ ID NO:56 4#f53 SEQ 1D NO:57 Fl [ 55 F1 iR BIE BT 5, BT HIV-1 VRCO1 I1gG /Y 1gG
BEMEELR T .

[0421] St 10

[0422]  HIV-1 Env-PG9 Ig

[0423] &7 VRCO1 IgG LASL, i& WA gwhs 5 HIV-1 Env I TgG 1) 70— M. %
P AR A Ak IF B v P R A 3R 1 HIV-1 Env-PG9 ( & 16A 1 16B) » AL S]
A kozak JEF (Hif0,GCC ACC) HT T /FFIHI G AR T4k . A %S HIV-1 Env-PG9
g BIRZIR 7 51) B 238 AR i 7 AR 8 1 n 1] 16C o o 14 PR il P iV AL Sk ik o A2 ] 16C
o, YKIE | AR IR BAA, vkl 2 42 BamdT A1 Xho | YHAK IR AR, M 9KIE M A5
T

[0424]  #wh5 HIV-1 Env-PG9 Ig [MAZEET 37~ T SEQ ID NO:63 FIE 61 ¢, 7 61 1,
IRCATF R AN LAXUT R Zebras T %R e 51 e #E pVAXT #UAK () BamHT (GGA TCC) Al
XhoI (CTC GAG) PR IPERGA, 2, TR R RE S (ATG) 1L (TGA TAA) #A%+. SEQ ID
NO:63 #ifi SEQ 1D NO:2 FE| 18 RGBT 5, Bl HIV-1 ENv-PG9 Ig I EERIT 5
(FERE PR E TR IR 2R )

[0425]  FEAZZEEIR P AT, (5 5 IIE S IR SE R 2 5 — S EREA R RE LLIG i ;9 7 AR 1
FURRI o IEAL, Smhd P2A BRFZIR P 54T T 9nts S 85 5 R BERIZIR 7 5 2 18], VLRV
TR 1) 22 JOR B v A0k ) 0 B B b P 5 A L RE R RE Y 22 0K

[0426]  EAfh, HIV-1 Env-PGY Ig MR T 7] (54 Ppk 8 G U1 %) 2 |7 sSEQ 1D
NO:2 FIFE] 18) BA T A4 : N\ TeG EHEHE S Al A HE X (VH) fEEE X 1 (CHL) JEBFEX
EE X 2 (CH2) \fHE H X 3 (CH3) \ B AR EE BRI FI67 i GSG 2k \P2A IRV N BREEE S
BRAATARRR X (VL) FMEEREIX (CL, HARH V) o o $R4E T FTid &M & — A58 17
H) ( HAFE A CA B3y 48 SEQ 1D NO:2 9 ) .

[0427]  HIV-1 Env-PG9 IgMJ A IgCE (% 5 /Ik - MDWIWRILFLVAAATGTHA (SEQ ID NO:18),
[0428]  HIV-1 Env-PG9 Igfm[48 & [X - EFGLSWVFLVAFLRGVQCQRLVESGGGVVQPGSSLRLSCAA
SGFDFSRQGMHWVRQAPGQGLEWVAFIKYDGSEKYHADSVWGRLSTSRDNSKDTLYLQMNSLRVEDTATYFCVREAG
GPDYRNGYNYYDFYDGYYNYHYMDVWGKGTTVTVSS (SEQ ID NO:19) ,

[0429]  HIV-1 Env-PG9 Tg f 1H & E [X 1(CH1) — ASTKGPSVFPLAPSSKSTSGGTAALGCLVKD
YFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTY ICNVNHKPSNTKVDKRV (SEQ 1D
NO: 20) .

[0430]  HIV-1 Env-PG9 Ig IEEEX ~ EPKSCDKTHTCPPCP (SEQ 1D NO:21) o

[0431]  HIV-1 Env-PG9 Igf¥{E € #E X 2 (CH2) - APELLGGPSVFLFPPKPKDTLMISRTPEVTCVVVD
VSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPTEKTISKAK (S
EQ ID NO:22).
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[0432]  HIV-1 Env-PG9 Ig [IfEE&E[X 3 (CH3) - GAPREPQVYTLPPSRDELTKNQVSLTCLVKGFYP
SDIAVEWESNGQPENNYKTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVESCSVMHEALHNHY TQKSLSLSPGK (SEQ
ID NO:23) .

[0433]  HIV-1 Env-PG9 Ig i8R ABEYIHIAZ 20 - RGRKRRS (SEQ ID NO:24) .

[0434]  HIV-1 Env-PG9 Ig HJ GSG $ 3k M1 P2A I - GSGATNFSLLKQAGDVEENPGP (SEQ 1D
NO:25) ,

[0435]  HIV-1 Env-PG9 TgfIA N 5551k - MAWTPLFLELLTCCPGGSNS (SEQ 1D NO:26) o
[0436]  HIV-1 Env-PG9 IgMmAR42[X (VL) - QSALTQPASVSGSPGQSITISCNGTSNDVGGYESVSW
YQQHPGKAPKVV IYDVSKRPSGVSNRFSGSKSGNTASLTISGLQAEDEGDYYCKSLTSTRRRVFGTGTKLTVL (SEQ
ID NO:27) .

[0437]  HIV-1 Env-PGY Ig [1EEHIX (CL, \) - GQPKAAPSVTLFPPSSEELQANKATLVCLISDF
YPGAVTVAWKADSSPVKAGVETTTPSKQSNNKYAASSYLSLTPEQWKSHKSYSCQVTHEGSTVEKTVAPTECS (SEQ
ID NO:28) .

[0438]  Sjiffs 11

[0439] HIV-1 PGY H%% Fab (scFab)

[0440]  [R T LIAHIV-1 Env-PG9 Tg PAAb, i A] 2T PGO Pifk (FEASCHHEFR AHIV-1 PGY
scFab) 774 B8E Fab ( R, HH 4% 5% 5% R S0 S W 48 B0 18 G SR 2 IR AZ IR T 21 2 f )
VH/CHL #1 VL/CL) . #4wh% HIV-1 PG9 scFab MIMZEETF78T SEQ ID NO:50 FlI[E 46 #1, 7
] 46 1, N LA RIZ AN LA RIE AR 7~ FH T %58 7 51 v B 1 pVAXTL #8044 (%) BamHT (GGA
TCC) F XhoI (CTC GAG) , MikAAAR ~ATEE (ATG) FZLik (TGA TAA) ZRS+. SEQ ID NO:50
H TR AR IR P e AL I AZ B 7 51, RIS & kozak 731 (GCC ACC) « E RS FARALFNHT 57
o BIFAAL T EARR) 57 K, EPAE 55 Fab Z 8, AT K7 P mbS 1015 5 K08
T B T Bk Fab (LK 5. SEQ 1D NO:50 H B R AE G T 31 i AL 35 067 T-4mfd VH/
CH FIRZIRIT 35 9b5 VL/CL fRZ RT3 2 A 3R 7 51 IR, 7E FH SEQ 1D NO:50 ZRh5
()2 BE A, SR T 2 dabi i & 24 1R 3 Z1A% VH/CHL Al VL/CL ARFF/E—E » SEQ 1D NO:50 4
B9 SEQ 1D NO:51 I 47 T RIAILTRITEF, Bl HIV-1 PG scFab MIE LT .

[0441]  SCJfEf] 12

[0442]  HIV-1 Env—4E10 Ig

[0443] [ 7 VRCO1 TgG MIHIV-1 Env-PG9 Tg PA%h, 574 T 4t 5 HIV-1Env N TG
() 58— P AR o iZ A ER AR HIV-1 Env—4E10, H O AL ALIE Bk dE N KA 8iE (K 17A F0
17B) o MALEFES| N kozak [FF1 ( Fl401,GCC ACC) R SEFI MBI . &4 %b5 HIV-1
Env-4E10 Tg IR ER 7 71 (3R B AAR I 7= A e ] 17C A o 1 PR Pk A AR AR A
FEE] 17C 1, UKiE 1 2R AL IR A, VioE 2 /2 H BamHI Fl Xhol JHALRI R L H A4, H.
VKIE M 2RIt

[0444]  ZwA5 HIV-1 Env—4E10 Ig (I#ZEEF %~ T SEQ 1D NO:62 FI[E 60 &, 7£ K 60 1,
INEATR RGN EAXCE R 2eAr s TG 28R 7 7)) e B 33 pVAXT 244 ) BamHT (GGA TCC) Al
XhoI (CTC GAG) BRIPERGA 2, AR R ELE (ATG) FIZIE (TGA TAA) #63+. SEQ ID
NO:62 4ifi SEQ 1D NO:1 A& 19 R PR E B IR 771, BT, HIV-1 ENv-4E10 1g S LI% T
P (FERE SRR IR TIRIAT )
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[0445]  FEAZZFEIR PP, (5 5 IRIE G PR B T R A R B 0 B — A DO AR i = 4
[RIFAR I 733k o BEAE, Zbs P2A IR BIAZ IR 7 20 AL T i B 55 5 R BE AR R 7 21 2 7], DA fe i
TR PR 0 22 IR B v Ak U0 0 B 2 A R B B RE I SR 2 I

[0446]  HAkMh, HIV-1 Env—4E10 Ig MZIEMRT] (FEM SRR E AR IE| 2 | sSEQ 1D
NO: 1 FHEE 19) BA THNEEH : N\ TeG EHHE Sk I A HE X (VH) fEEE X 1 (CHL) JEHFEX
EE X 2 (CH2) \fHE HE X 3 (CH3) \ B AR ER BRI HI67 i . GSG 2k \P2A IRV A x BREEF S
BRAATARRR X (VL) FMEEREIX (CL, HARHL «) o 78 N SO iRt 1 B &5 0 1 B — A3 16
FEm) (A e I LA a6, 78 SEQ ID NO:1 /1) .

[0447]  HIV-1 Env-4E10 Tg i A 1gG ¥ # 15 ‘5 MK - MDWIWRILFLVAAATGTHA (SEQ 1D
NO:29) .

[0448]  HIV-1 Env—4E10 IgHJA]AFE [X - QVQLVQSGAEVKRPGSSVTVSCKASGGSFSTYALSWVRQA
PGRGLEWMGGVIPLLTITNYAPRFQGRITITADRSTSTAYLELNSLRPEDTAVYYCAREGT TGWGWLGKPTGAFAHW
GQGTLVTVSS (SEQ ID NO:30) o

[0449]  HIV-1 Env-4E10 Ig ()18 % & [X 1(CHI) - ASTKGPSVFPLAPSSKSTSGGTAALGCLVKD
YEPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTY ICNVNHKPSNTKVDKKV (SEQ 1D
NO:31) .

[0450]  HIV-1 Env-4E10 Tg F#EEX ~ EPKSCDKTHTCPPCP (SEQ 1D NO:32) .

[0451]  HIV-1 Env-4E10 IgMH{E E HE[X 2 (CH2) - APELLGGPSVFLFPPKPKDTLMISRTPEVTCYVV
DVSHEDPEVKFNWYVDGVEVHNAK TKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPTEKTTSKAK (
SEQ ID NO:33).

[0452]  HIV-1 Env—-4E10 Ig 948 5E & [X 3 (CH3) - GQPREPQVYTLPPSRDELTKNQVSLTCLVKGFYP
SDIAVEWESNGQPENNYKTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVESCSVMHEALHNHY TQKSLSLSPGK (SEQ
ID NO:34) .

[0453]  HIV-1 Env-4E10 Ig K% Ak ABFUIHIA7 50 - RGRKRRS (SEQ ID NO:35) .

[0454]  HIV-1 Env-4E10 Ig [ GSG 2 3k F1 P2A Bk - GSGATNFSLLKQAGDVEENPGP (SEQ 1D
NO:36) .

[0455] HIV-1 Env-4E10 Ig [ A x % % 15 2 Bk - MVLQTQVFISLLLWISGAYG (SEQ 1D
NO:37) .

[0456]  HIV-1 Env-4E10 IgRJA[AFF2[X (VL) - EIVLTQSPGTQSLSPGERATLSCRASQSVGNNKLAW
YQQRPGQAPRLLIYGASSRPSGVADRFSGSGSGTDETLTISRLEPEDFAVYYCQQYGQSLSTFGQGTKVE (SEQ 1D
NO:38) .

[0457]  HIV-1 Env-4E10 Tg [{EEHX (CL, k) - KRTVAAPSVFIFPPSDEQLKSGTASVVCLLNN
FYPREAKVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLSSPVTKSENRGE (S
EQ ID NO:39).

[0458]  SZjfs 13

[0459]  HIV-1 4E10 ScFab

[0460] BT B3R HIV-1 Env-PGY 1g PAAN, FETF 4E10 Hufk (AEAR TR N HIV-1 4E10
scFab) 774 B8 Fab ( R, HH 3% 5% 5% B B A s W 08 B0 18 i B 22 IR I AZ IR I 91 4 2 )
VH/CHL M1 VL/CL) » #f5% HIV-1 4E10 scFab (K% E)F 517~ T SEQ 1D NO:52 & 48 1, ££ K]
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48 T, LA RIS A BAXT R 2 7n T/ 1A% Fr 51 v 1 pVAXL B4R 1) BamHI (GGA
TCC) A1 Xhol (CTC GAG) , MiHARAR/RAL LS (ATG) ALl (TGA TAA) Z5A+. SEQ ID NO:52
F TR RAZ IR P B 2 AL RIAZ R P 51, BRI kozak FP%1] (GCC ACC) B89 FARALFIRT S 7
o HIFTHAL T A AR 57 K, BP/E 5% Fab Z W, AT KT PS5 5 K08
TR BB T B Fab (&L K 0. SEQ 1D NO:52 Hh R AZ R T 313 A4 7 T4 VH/
CH1 FIRZ RT3 5 9085 VL/CL [ BRT B 2 Al 3L 7 5. [RIG, 7EH SEQ 1D NO:52 ZRh%
()2 Bk, BB SR PP 51 9 S 1R 2 2 B2 PP 91U AT VH/CHIL A VL/CL ARHF7E— 2 . SEQ ID NO:52 %
% SEQ ID NO:53 FIE| 49 th iR EE T 5, B HIV-1 4E10 scFab [T,
[0461]  SZjitfs] 14

[0462]  CHIKV-Env-Fab

[0463] 0 L frik, fE4mA5 HIV-1Env Fab fJ#EEE (VH-CHL) FIFEEE (VL-CL) (A% IR 771 4
3% 2 A MO BN BR S  ZEAR RSO B AR 5 HIV-1 Env MK Fabo N 7 #0525 HEHUR R
REf#) Fab & 75 AI 7E Gmbd 1% BRI B s 15 22 Al MU B2 A3 Ja AEAR 7 4, PP AR i 5 AL E
MR EE (CHIKY) MAEER (Env) RNMPUARESRE (VH-CH1) Mg (VL-CL, » )
(IR AR . FF— AR AR FE U] 204,208 Fi 21 1 R K HT P 5 M kozak JPF. H54
fiEh VH-CH1 A1 VL-CL 4 B A4 v gt R 1k s, TR B T Bl s 25 (CMY) Ji3 8+ 145
HZ T (K21 . &AM VH-CHL A1 VL-CL F A4 2 44 1) e 128 3044 23 5 4% F) Ay CHIKV-H A1
CHIV-L. &% b Frik, CHIKV-H I CHIKV-L %44 FITR A4 F5 A pCHIKV-Env-Fab, Jf HiZiB &
YIAEAR P (BN, ZE 5| NI S IR & 5 ) 7242 CHIKV-Env-Fab. #uf)ifiii, 75 50 fha ik ok
TEAR =4 CHIKV-Env—Fab, #1F 3CH B EL IR

[0464] BTkt s g AL U T3R8 . Bkt BT 37 70 &/ — M @i DL
TEAR P 7242 CHIKV-Env-Fab J542& & CHIKV-Env-Fab ({4 IARLEE .t 4 — M AR 4T 25
Ak, 3F BAT H A5 kozak [£%1) (GCC ACC) o #whd CHIKV-Env-Fab &% (VH-CHL) [
B FI7R T SEQ 1D NO:58 FIFE 56 w1, £E [ 56 v, fin bU T R AU LR R bron H T
AR T 5 ve B3k pVAX L #A4&¥ BamHI (GGA TCC) il XhoI (CTC GAG) PRl YRR A7 £, ik A4
Fronith (ATG) FIZ&1b (TGA TAA) 253+, SEQ ID NO:58 4ifi% SEQ ID NO:59 FlE 57 i
NV E B T3, RN CHIKV-Env-Fab [ EHE (VH-CH1) B EEIRIT 1,

[0465]  Zhs CHIKV-Env—Fab [ 4E (VL-CL) A% &7 %17~ T SEQ ID NO:60 Fl[& 58 H1 . 7
&l 58w, In AT RIZ AN PAXUS R4 b F T RAZ R 7 91 5 B 13 pVAXT 4K 1Y) BamHI (GGA
TCC) A XhoI (CTC GAG) BRI 1B 2, MIAHAERNARLE (ATG) MIZE1L (TGA TAA) #RE+,
SEQ 1D NO:60 Zwh5 SEQ 1D NO:61 Al 59 F1 FrR = FmR T 51, B CHIKV-Env-Fab 142 %%
(VL-CL) W& HEELIT 5.

[0466] & T W& CHIKV-Env—Fab {4 Py 7™ 4 {1 (B 3)) /3%, FH pVAX1, CHIKV-H, CHIKV-L 8%
pCHIKV-Env-Fab # Y40, #9455, 44 ELISA F T EFE 18] CHIKV-Env—Fab 724 (17K F.
W& 22 F R, F pVAXL. CHIKV-H B¢ CHIKV-L # YL (40 oA 77 42 5 CHIKV  Env $0 iR 52 M
Bk, A, A pCHIKV-Env—Fab % Je o4l fid =4 55 CHIKV Env $i iU S R $idk (D,
CHIKV-Env-Fab, 1 # #% & CHIKV-Fab) . [ t, iX 250 45 3% B 4w b CHIKV-Env-Fab [1) 5
(VH-CH1) ¥4 (VL-CL) BIAZIR T 7 I8 IE T 8455 T CHIKV-Env T 55 H % B[ Fab
[ A
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[0467] &b, ¥ CHIKV-Env-Fab FT-3% 9 H pCHIKV-Env % 3% i 40 i i) 2 i i) 2 1 o B
75, BTk pCHIKV-Env s&%b5% CHIKV-Env $UJR 5k, a0l 23 F1Fr7R, 2 CHIKV-Env-Fab
Friil 2 CHIKV-Env $uJ5i, iXF 1% Fab 4G T FridHi)i .

[0468]  hy T # — & B 95 CHIKV-Env-Fab /£ & P () ™ 4 B¢ 3¢ B, 1A /> B H
pCHIKV-Env—Fab ( B, 12. 5 u g CHIKV-H F112. 5 u g CHIKV-L) . M4k, [[1ZE 2,55 3 FISE 4 41
/NS ER 25 w g pVAXT,CHIKV-H A1 CHIKV-L, JRR HA/EXT R . ELAdHh, 78 3R1G A A
IS 0 K, A% BARNRIET AR . £ 1 RVE2 KRB 3R FES KRBT RM
510 B (B 24) o XX 86 iy 4T BLTSA I & DA 2 5 CHIKV-Env $70Ji7 5 B2 HT 44 19 7K
o Wl 25 TR, i A pCHIKV-Env-Fab [/ R 5305 CHIKV-Env $iJ5UR M I FudE (RE,
CHIKV-Env-Fab) {74, jifi LA pVAX1.CHIKV-H 8% CHIKV-L /N AN 4 5 CHIKV-Env $1JR
HABZERMNERTUE. R, X EER I BoR7EiE %45 CHIKV-Env-Fab [fJE (VH-CH1)
HEER (VL-CL) B ITH )G, /46 (B, fE/NR ) #7774 1% Fab, 3 H BTk Fab 5 H i
J& (BRI, CHIKV-Env) S, MIfTIEBH Birid Fab 4544 P9 4% IE B35 .

[0469] & T #47E CHIKV-Env—Fab 525 A] R G5 CHIKV %%, /E55 0 K [A] C57BL/6 /)M R
(2-3 JE I A& E 2y 20-25 75) Jiti FH pCHIKV-Env—Fab (50 u g) BY pVAX1. jifi F§ pCHIKV-Env-Fab
J& 6 /NG, T B R IRAA Tlog 10PFUCT 25 w1 (ARt ) #EpfE— R/ANR. MG
AR, W — RN RIARE, 3F H i SRR SR 30 % M ALFE/N B o

[0470]  f&] 26 o, £ 75 % it LA pCHIKV-Env—Fab /)N bR 208 78 1055 14 Koy 1%
T CHIKV g%, SR 1 225 14 K, B iti LA pVAXL (/N AE TS . BAb, i DL pCHIKV-Env—Fab
()71 SRAB ST DA pVAXT (/08 BR -5 SR R 4B AR PR 7K P AE G (1T 27 A1 28) o I ETR H /N R
(R ILIE A TNF—a 116 7K°F o X A7 /N SRR R IUm AR AR AR E ke, I H B A KK
A MR TNF—a F1 IL-6. DR, XS 34E R W) pCHIKV-Env-Fab (1)) RS /N R 52
CHIKV e If H R % CHIKV B HAF G 28 . ot 1l i, CHIKV-Env—Fab 78/)N B F 44 A 7 4
PR 9052 CHIKV JEK G AI4 = P IR G A6 2

[0471]  SLJEH] 15

[0472]  ${ -Her-2 Fab

[0473] 40 PR, £E4% A% HIV-1Env Fab BY CHIKV Env-Fab [ = (VH-CH1) & F14% (VL-CL)
FEMIAZ IR 7 2 4 08 18 R MBS N BR S  FEAR 6L B ™ 4E 5 HIV-1 Env B CHIKV Env KM
[¥) Fab (B, VH/CH1 #1 VL/CL) o A T #4525 BEPUE (BE, X T F¢ it FH 4w b5 i ik Fab ¥)#%
BE R H 32 R R TR I H0E ) S Fab & 75 7] 45 45 A% 2% 12 e 371k 326 2% 28 40 Mo B 52 8
TR, G T a5 N R KR 524k 2 (Her—2 s tHFR N Erb2) B I 4 1)
B (VH-CH1) A%t (VL-CL, x M) MiieEik, & MYERERERT 7 M kozak P 5]
(GCC ACC) , FIrik kozak AT 18] 28,30 A1 31 H B R 3L —Her—2 Fab f) VH-CHI B,
VL-CL FIZ R P F 2 i o [RIUL, IX SR S AR DRI HG 37 Z1 A1 kozak FEF I 51 AT, I H.
X H b AT F AT 0L

[0474]  #44wA5 VH-CH1 M1 VL-CL ()44 44 v F 3 pVAX1 FRiX 84k, BIFE BamHI 5 Xhol [
HIPEDT S22 18], TG B T B4R a3 (OMV) 3006l R o EkH, 154065 VH-CHL
FVL-CL B %) A4 T [ 30 T AN BRI pVAXT B4, A IT 75 2 BT A3 I T AN R R AE AR R 7= A2
1 —Her-2 Fab,
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[0475]  #whd3 —Her—2 Fab [ VH-CHL BI#ZERFH7RnT SEQ ID NO:40 A& 32 Hr, 7E1&] 32
IR R G AN AXU T R Gebros T 452 88 7 31 v e dt pVAX 1 #0441 BamHI (GGA TCC)
A XhoI (CTC GAG) PRl PERGAL &, MR AR R SE (ATG) FHZEIE (TGA TAA) A4+, SEQ 1D
NO:40 %5 SEQ ID NO:41 H iR 2L EE 77, Bift —Her—2 Fab [ VH-CH1 {2 R T 7))
(& 32 F1 33) .

[0476]  #RA5HT —Her—2 Fab B VL-CL FIMEIRIEF~ T SEQ 1D NO:42 FIE 34 1, 7E[E 34
SRR RIG AN LAXUT Rl Bebron T4 % 88 7 71 v a3 pVAX L %844 1) BamHI (GGA TCC)
A1 Xho (CTC GAG) PR TR fr &, TR AEFR ARG (ATG) MLk (TGA TAA) ZR4~+. SEQ ID
NO:42 #h SEQ ID NO:43 /R BEIEIR T, Bi3T —Her—2 Fab [#) VL-CL fZ LR T 5]
( & 34 F135)

[0477] R T HasE gwhE 4t —Her—2 Fab [ VH-CH1 F11 VL-CL B BURL (R &40 2 T AEAR I P22k
1 —Her—-2 Fab, %A% —Her—2 Fab BY pVAX1 AEEHE (VH-CH1) FUR%E (VL Al CL) (kL
PHRA Y Y 293T 4. B35, a0l 36 R s, M E i) 1g6 IR . 721K 36 F1, iR ZE%
RERAEZE . XEEHAR R AT AR MR (% B gibddt —Her-2 Fab ) VH-CHL B%,
VL-CL) J&, fEAR = A1 —Her—2 Fab.

[0478]  SEjffs 16

[0479]  H1 - BFEHIRE A 1eG

[0480] Q% B35k R G LAAEAR 7= A bt — B O EE (DENV) A 1gG fifhk. HAkHh, o
Kl 37 R BB R, AR AR . EARHL, T T T E T i 1eG e (B, ] AR [X
(VH) HE E[X 1 (CH1) JEEEX fHE HE [X 2 (CH2) AEEE X 3(CH3)) WA .
Rk, gmht 8 ) EI AL SR T P E T gD 1eG EREZIRITHIR T F. 4mbd 186G 42
(BRI, Al AR X (VL) AifEERR X (CL)) WIRZRIT AL T dnhtd B FT R )B4 550 (BRI, Bk
EAMUIEN S T2 G, HIZWEEGRD G S OE RVRE 5 I, W 7ERIA 51
Bt IERA S i BRAL, FERIE T, AN S DA B B A 2 IR, Bl S Pk 22 IR i
I TR RT3t -DENV A TG B H BE AR EE ) 22 /IR o 1% 6 51 RN 8 22 IR o s 2R ol
IhEETEST -DENV A T1gG, BN 45 & H FVEHUR ik

[0481]  RFiZAd) 44 v i R IA 844 pVAXL (EP BamHI A1 XhoT £7 5) » MK H B T 5 80+
EdlZ T Zgmiddt - EEIREEE N 16 MUEAEEA SEQ ID NO:44 (& 38) AR
ZIR T 5, Frid iz i 7 ) Ca itk LA TR0 . 7K 38 /1, InBA R RIZR A0 in LR R 26 %
TN T R AR v P 3 pVAXT 24K 1) BamHI (GGA TCC) 1 XhoT (CTC GAG) PRl P B AL &, 11
FAPRRECLS (ATG) FIZEIE (TGA TAA) ZRS ¥ MRALEFEA E kozak 751 (Hif,GCC ACC)
MRSk, SEQ ID NO:44 b5 SEQ 1D NO:45 Al 39 th s i &L 1R 731, BIAE ok 2
R E) DO SRR BE o S 2 AN 2 IR Z /T BT -DENV A TeG R TR 771 .
[0482]  [Al/NEREH & A debdn - SRR EEA 186 ML IR 7 51 0 kL LA & 41 - B 5
PomEE AN 1gG e BAakm (BRI, /N A ) 74 7EHE A Uk, /N BREREUILYS , FF 4 H
ELTSA 34T 73 i LA 58 P I 2 15 & A 5ok B 4 Flogs 25 805 55 195 4 B DENV-1 . DENV-2,
DENV-3 A1 DENV-4 [ & I E T A R M Puik. Wik 40 F1 B &7, ok B it A& A g b5
BT -DENV A TgG [RAZ IR T Z1 B9 BURL /0y BR B A3 5ok B 3 2 DENV-1.2.3 F1 4 [f] DENVE
BN FIFIATA I AE R P R DRI, 16 e 40 3R A8 I ok 5 N/ R 4w
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PL -DENV N TgG LR 7 71 Bl 2 i A B0 1R 1 22 IR, Ik 22 IR I 17 A & Bt -DENV A
TG MEREMREE . IXLE 2 IRAEHC T -DENV A TgG, MMM 7455 T DENV E SEHEE
HR B D Re AL .

[0483] Oy 7 #E— D AIF UL i FH SRS FORCEEAT BT -DENV A TgG A 7= A2, &8 Y5
[ /N R 75 A S A 40 -DENV A TG MIAZ IR 7 ZI B k. B4k, (a1 SR 50 1 g B
100 wg kL, 3 HAEHA 5 R/NR. FEES A 3 RAEE 6 K, /N R Mg 4.
Bl 41 F s, ok B RN H BN RN T3t -DENV TG A4 # 2 L5 FH PR ) B4R, i DA
50 1 g FURLI /N SRAEAT L) 110ng/mL 1N TgG, 3F HItEH 100 u g FURL A /N SRE A L) 170ng/
mL BN 1gGo [FII, X Lo im i3k — DR BR 7R il F 4840 —DENV A TG BIFRLf& , 7EAR P 7= A
Bk #1 -DENV A TgG. X SU$G R i03E B30 -DENV A TG Hufk =448 1 BN KA, i fo i
Ft -DENV A IgG Pidt™ 4.

[04841  NZFFfAE , FIT SC AR A By B S it 81 4502 491 245 P 1) S HL T AR A %o AR e B RO 9 1 1)
BRI, B3k 0 FR1 A3 EH BT BRSO 2 SR B AT 45 R A0 B 0

[0485] %o FF B S 77 58 11 45 P 5t 280 A g ot T AR T B RN 5 R 2 S i 2 WL o TT
FEANTE 0 HORS RORT 0 [ AR 00 T 1R AT IR A e A A ik, AR R AN PR T 5 405 254 BUAR
B AT A A R S R B AR R B ) 7 V2R D R R A A AN R
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46 7 [o( & B8 65 EALHE BT 5]
GGATCCGCCACCATGGAAACCGACACTCTGCTGCTGTGGGTOCTGCTGCTGTOOGTGLCCGGCTCAACAGGLGACGGE

GCTCAGGTCCAGCTGGTCCAGTCTGGAGCTGTGATCAAGACCCCTGOCAGCTCUGTCAAAATTTCTTGCAGAGCAAGTG
(CTACAACTTCCOGGACTATAGCATCCACTOOGTGCGGCTOATTCCTGATAAGGGATTTGAGTOGATCGGCTGOATCAA
GCCACTGTGOGGCGCTOTGTCCTACGCAAGGCAGCTGCAGGGGCOCGTCTCCATGACACGACAGCTGTCTCAGBACCC
AGACGATCCCGATTGGGOGGTGOOCTACATOGAGTTCAGTGGACTGACTCCCGCAGACACCGUCGAATATTTTTGCGTG
(GGAGAGGCTCCTOCOACTACTGTGGGATTTCCCATGGCAGTATTGGTGTCAGGGAACTGTGGTCGTOGTCTCTAGTG
CATCAACCAAGGGCCCCAGCGTGTTTCCTCTGOCCCCATCAAGUAAAAGTACATCAGGAGGAACTGCAGCTCTGGGAT
GTCTOOTGAAGGATTACTTCCCCCAGCCTCTOACCCTCAGCTOGAACTCCGCAGCACTGACCTCCGOAGTGCACACATT
TCCCOCTGTCCTOCAGTCCTCTOGGCTTACTCTCTGAGTICAGTGGTCACAGTGOCTAGCTOCTCTCTOGGCACCCAGA
CATATATCTGCAACGTCAATCATAAGCCAAGTAATACTAAAGTGGACAAGAAAGTCGAACCCAAATCATGTTACCCCT
ATGACGTGOCTGATTATGCTTGATAACTCGAG SEQIDNO)

K1

5 2 1o $2 4 G AL B A 7
GUATCCGCCACCATOGAGACTOATACACTGCTGCTOTGOOTGLTRCTRCTRTRGGTOCCTGCTCAACCOGLGACGGE
GCTCAGGTCCAGATTGTGCTGACCCAGAGCCCTGGCATCCTGTCACTGAGCCCAGGAGAGACCGCAACACTGTTCTGCA
AGGCCTCCCAGGOCGOOAACGCTATGACATOOTACCAGAAACGGAGAGGACAGOTGCCCCOACTUCTOATCTATGACA
CTTCAAGGCOAGCAAGCGGAGTGUCTGATCGATITOTCGGCAGCGOUTCTOOOACAGACTTCTTICTGACTATTAATAA
GCTGOACAGAGAGOATTTCOCTOTOTACTATTGCCAGCAGTTTGAATTCTTTOGACTOOGCAGCGAGCTOGAAGTGCAC
AGGACCGTCGCCGCTCCAAGTGTGTTCATTTTTCCCOCTAGUGATGAGCAGCTGAAATCCGGGACAGCCTCTGTGGTCT
GICTGCTGAACAATTTCTACCCCCGCGAAGCAAAGGTGCAGTGGAAAGTCGACAACGCCCTGLAGAGTGGCAATTCAC
AGGAGAGCGTGACCGAACAGGACTCCAAGGATTCTACATATAGTCTGAGCTOCACTCTGACCCTOTCTAAAGCTGATTA
COAGAAGCACAAAGTGTATGCATGCGAAGTCACTCATCAGGGCCTOTCTAGTCCTOTOACCAAGAGETTTAACCGAGG

K 2

50



2/35 T

B [

Bg B

i

CN 104853782 A

1.0

gy
o S . *
w ow =

{0041 B wusy 00

i)

i ] (o)

3

4

&

51



CN 104853782 A i BB B Mt E 3/35 T

A L

3

ig-E B F

HV1EnvVL-CL l

HV-EneYHCH i I Kozak

\

HV-AEmYLCL 7
= ﬁ}
e

1oy - pHN-{EnuFab
¢ * Vaxi

g

g

LI 450 vy

£ =

£

PN 4 O8N
o (1~ 8

Kl 5

52



CN 104853782 A i BB B Mt E 4/35 BL

A -G~ pVaxl -& pHWN1Env-Fab B -9 PRS - rgp120
0.4+
0.3+
E
S |
= 0..2”
[n
Q ]
.14
ﬂ.ﬁ;m x ‘I‘ ) 1
2‘ 2 4 868 8B 10141214
R 42 DNAE A (K30 E & BB (R
D 4+ ~% pHIV-1Env-Fab
C :
~- p\axi
o~ B
rgp120¢1 ¥ £
kda 5ug 10pg ‘i" 2
200 - g
< 4.
116

JE #2. DNASE ) (R 20)

Kl 6

53



5/35 L

B [

Bg B

.L

CN 104853782 A

el i
%“ e m& nﬁ_,ﬁ ‘a gy U
e F sl 5 5 ; i i st )
= A GG
-t i) S
..m .M.u.u L - Cigsl £ Lt 5
o
M_u.. 3 -0 g - HioE
m m
=] w 5T <5082 wise yAUg-dod
W i = OrAUg-j00
i
7R 4 o 5
m , o i i
\ |
w\.w i it - Eoly
% ; - ;
W el T ol O
%
m e i g
%
m,\\\w i gt L Y =AUFRUoDd
%
ZnL3-98d 2 ! ’ :
ged-Augi-AHd B8 s s o
L00un P4 = ot S
g 2 3
g g .%ﬁm - Ok ¥
e L sgae 00T
 stee i o LXBAD

ZL3-0b61d

ge4-Aug LAIHd

K7

54



CN 104853782 A i BB B Mt E 6/35 JL

Bal26 ¥ 44 4 B: Tier 1% & Q23ENVIT: AL A A: Tier 1 55 &
A 100y & pvaxi B 100 = pVax!
*  pHiVAEmwPab 2
80- B 804 « pHiV-1Env-Fab
& 60-
=
- 40
2{_}.
(1] {1 S
012367 012357 012387 0123587
A ¥ A A&

SF1628: 2 44 4K B: Tier 1 75 & o ZMEIN: H AL B C: Tier 2 8 &

100y = pVaxt 100y » pVaxi
* pHIV-1EnwFab + pHM-1Env-Fab
80+ 80+
2 60 fa 2 B0
& b - &
S 404 $- 40
20+ 20+
o f&"
012357 012357 012387 012357
A A A X3

K8

55



CN 104853782 A i BB B Mt E 7/35 1T

% % HIV-1 Env Fab#) $ 4 (VH-CHD® B 8L A 5
AAGCTTGCCGCCACCATGGAGACTGATACACTGCTGCTGTGGGTGCTGCTGCTGTGG

GTGCCAGGGTCAACCGGAGATGGOGCTCAGGTCCAGCTGGTCCAGAGCGGCGGACA
GATGAAGAAACCCGGCGAGAGCATGAGGATCTCCTGCAGAGCATCTGGATACGAGT
TCATCGACTGTACCCTGAACTGGATTAGGCTGGCTCCTGGAAAGAGACCAGAGTGG
ATGGGGTGGCTGAAACCACGAGGGGGAGCAGTGAATTACGCCCGGCCCCTGCAGGG
ACGAGTGACCATGACCAGGGACGTGTACAGCGATACCGCCTTCCTGGAGCTGCGGT
CCCTGACAGTGGACGATACTGCTGTCTACTTCTGCACACGCGGAAAGAACTGTGACT
ATAATTGGGATTTTGAACACTGGGGCCGOGGAACACCCOGTGATCGTCAGCTCCCCCA
GTACTAAGGGACCTTCAGTGTTTCCACTGGCCCCCTCTAGTAAATCCACCTCTGGAG
GGACAGCCGCTCTGGGATGCCTGGTGAAAGATTATTTCCCCGAACCTGTGACCGTCA
GTTGGAACTCAGGGGCTCTGACTTCTGGCGTGCACACCTTTCCTGCAGTCCTGCAGT
CAAGCGGGCTGTACAGTCTGTCCTCTGTGGTCACTGTGCCTAGTTCAAGCCTGGGCA
CTCAGACCTATATTTGTAACGTGAATCATAAGCCATCCAATACAAAAGTGGACAAA
AAAGCCGAACCCAAATCCTGTTACCCTTATGATGTGCCCGACTACGCCTGACTCGAG
(SEQ ID NO:3)

K9

HIV-1 Env Fab#y #4& (VL-CL)
AAGCTTGCCGCCACCATGGAAACCGATACACTGCTGCTGTGGGTGCTGCTGCTGTGG
GTGCCAGGAAGTACCGGGOATGGGGCTCAGGTCCAGATTGTGCTGACTCAGTCCCCT
GGGACCCTGTCTCTGAGTCCAGGCGAGACAGCTATCATTTCATGCCGAACTAGCCAG
TACGGCAGCCTGGCTTGGTATCAGCAGCGACCAGGACAGGCACCACGACTGGTCAT
CTACTCAGGCAGCACAAGGGCCGCTGGCATCCCCGACAGGTTCTCCGGCAGCAGGT
GGOGGCCTGATTACAACCTGACTATCTCTAATCTGGAGAGTGGGGACTTTGGCGTGT
ACTATTGCCAGCAGTATGAGTTCTTCGGCCAGGGAACTAAGGTGCAGGTGGACATC
AAAAGAACCGTGGCAGCCCCATCCGTCTTCATTTTTCCCOCTTICTGATGAGCAGCTG
AAGTCAGGCACCGCCAGCGTGGTCTGTCTGCTGAACAATTTCTACCCCCGGGAAGCC
AAGGTGCAGTGGAAAGTGGACAACGCTCTGCAGAGTGGAAATTCACAGGAGAGCGT
GACCGAACAGGACTCCAAGGATTCTACATATAGTCTGAGCAGCACCCTGACCCTGA
GTAAAGCAGATTACGAGAAGCACAAAGTGTATGCCTGTGAAGTCACACATCAGGGC
CTGAGGAGCCCCGTGACTAAAAGTTTCAACCGAGGAGAGTGCTACCCTTATGATGTG
CCCGACTACGCCTAACTCGAG (SEQ D NO4)

K 10
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K 14

VRCO1 IgG
MDWTWILFLVAAATRVHSQVQLVQSGGQOMKKPGESMRISCRASGY EFIDCTLNWIRLA
PGKRPEWMGWLKPRGGAVNYARPLQGRVTMTRDVYSDTAFLELRSLTVDDTAVYFCT
RGKNCDYNWDFEHWGRGTPVIVSSPSTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPE
PVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVD
KKAEPKSCEPKSCDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMISRTPEVTCYVVDVS
HEDPEVKFNWY VDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKV
SNKALPAPIEK TISKAKGQPREPQVY TLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWES
NGQPENNYKTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVESCSVMHEALHNHY TQKSL
SLSPGKRGRKRRSGSGATNFSLLKQAGDVEENPGPMDWTWILFLVAAATRVHSEIVLTQ
SPGTLSLSPGETANSCRTSOYGSLAWYQQRPGQAPRLVIYSGSTRAAGIPDRESGSRWGP
DYNLTISNLESGDFGVYYCQQYEFFGQGTKVQVDIKRTVAAPSVFIFPPSDEQLKSGTAS
VVCLLNNFYPREAKVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKH
KVYACEVTHQGLRSPVTKSENRGEC (SEQ ID NO:5)

Kl 15
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Ch2 Chd

T

16A

HIV-1Eny-PG3

Kl 16C
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BamH1

Kl 17C
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HIV-1 Env-PGY Ig B A BA M (EZ a8 2 W)
MDWTWRILFLVAAATGTHAEFGLSWVFLVAFLRGVQCQRLVESGGGYVQPGSSLRLSC
AASGFDFSRQGMHWVRQAPGQGLEWVAFIKY DGSEK YHADSVWGRLSISRDNSKDTL
YLOQMNSLRVEDTATYFCVREAGGPDYRNGYNYYDFYDGYYNYHYMDVWGKGTTVT
VSSASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTEPAVL
QSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTK VDKRVEPKSCDKTHTCPPCPAPEL
LGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPRE
EQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEK TISKAKGQPREPQVYTLP
PSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDGSFFLYSKLTV
DKSRWQQGNVFSCSVMHEALHNHY TQKSLSLSPGKRGRKRRSGSGATNFSLLKQAGD
VEENPGPMAWTPLFLFLLTCCPGGSNSQSALTQPASVSGSPGQSITISCNGTSNDVGGYE
SVSWYQQHPGKAPKVVIYDVSKRPSGVSNRFSGSKSGNTASLTISGLQAEDEGDYYCKS
LTSTRRRVFGTGTKLTVLGQPKAAPSVTLFPPSSEELQANKATLVCLISDFYPGAVTVAW
KADSSPVKAGVETTTPSKQSNNKYAASSYLSLTPEQWKSHKSYSCQVTHEGSTVEKTV
APTECS (SEQ ID NO:2)

Kl 18

HIV-1 Env-4E10 Igeh K 8 A 5 (5 & 8 40 8 2 )
MDWTWRILFLVAAATGTHAQVQLVQSGAEVKRPGSSVTVSCKASGGSFSTYALSWVR
QAPGRGLEWMOGVIPLLTITNY APRFQGRITITADRSTSTAYLELNSLRPEDTAVYYCAR
EGTTGWOWLGKPIGAFAHWGQGTLYTVSSASTKGPSVFPLAPSSKSTSGGTAALGCLY
KDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLASVVTVPSSSLGTQTYICNVNHKP
SNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMISRTPEVTCVY VDY
SHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHODWLNGKEYKCK
VSNKALPAPIEKTISKAKGQPREPOVYTLPPSRDELTENQVSLTCLVKGEYPSDIAVEWE
SNGQPENNYKTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKS
LSLSPGKRGRKRRSGSGATNFSLLKQAGDVEENPGPMVLQTQVFISLLLWISGAYGEIVL
TOSPGTQSLSPGERATLSCRASQSVGNNKLAWYQQRPGQAPRLLIYGASSRPSGVADRF
SGSGSGTDFTLTISRLEPEDFAVYYCQQYGQSLSTFGQGTKVEKRTVAAPSVFIFPPSDEQ
LESGTASVVCLINNFYPREAKVOWEVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSK
ADYEKHKVYACEVTHQGLSSPVTKSFNRGE {SEQ ID NO:1)

Kl 19
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IL-6 7% (pg/ml)

_ 1000,
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;g 500 1
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Bami] Xho |
;1;: huErbB2-VH-CH1
;,? %

Kl 31

5078, 57, Her-2 Fab &6 VE-CHI 6 4 WA 7
GGATCCGCCACCATGACTGGACATGGATTCTGTTTCTOGTCGCCGCCGCTACAAGAGTGCATTCCGAAGTOCAGCTGE
TCOAGAGTGGAGGGOCACTGOTGCAGCCOGGCCOATCTCTGCGACTGAGTTGCGCCGCTICAGGCTTCACCTTTACAGA
CTACACCATGGATTGGGTGAGACAGGCACCTOGCAAGOCACTOOAGTGGCTGGCTGATOTCAACCCARATAGTGGG
CTCAATCTACAACCAGAGOTTCAAGGGCAGGTTCACCCTGAGCGTGRACAGGTCCAAAAACACTCTGTATCTGCAGAT
GAATTCTCTGOGGGCTGAAGATACCGCAGTCTACTATTGCGCCCGCAATCTGGGCCCAAGCTTCTACTTTGACTATTGG
(GGCAGGGCACACTGTGACTGTCAGCTCCGCTTCTACAAAGGGACCAAGCGTGTTCCCACTGGCACCCTCTAGTAAAT
(CACCTCTGGAGGGACAGCAGCCCTOGGCTGTCTOGTGAAAGACTATTTCCCCGAGCCTGTGACTOTCAGCTGGAACTC
CGGAGCACTGACTAGCGGAGTGCACACCTTTCCAGOUGTCCTGCAGTCAAGCGGOCTGTACTCCCTGTCCTCTGTGGTC
ACAGTGCCTAGTTCAAGCCTOGGAACTCAGACCTATATTTGTAATGTGAACCATAAACCAAGCAATACAAAGGTGEAC
AAGAAGGTGGAACCAAATCCTGCTGATAACTCGAG (SEQ IDNO0)

Kl 32
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# -Her-1 Fab # VH-CHI £k 8% 71
MDWTWILFLVAAATRVHSEVQLVESGGGLVQPGGSLRLSCAASGFTFTDYTMDWVRQAPGK GLEWVADYNPNSGGSIYN
QRFKGRFTLSVDRSKNTLYLQMNSLRAEDTAVYYCARNLGPSFYFDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTA
ALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVYTVPSSSLGTQTYICNVNHKPSNTKVDKKVEPKSC
{SEQ D NO:A1)

Kl 33

% 25 47 -Her- Fab &y VL-CL & 42 8 5 51
GGATCCGCCACCATGGATTGGACTTGGATTCTGTTCCTGGTCGCCGCCGCTACCCGCGTGCATTCCGATATTCAGATGA
CTCAGAGCCCCTCCTCACTGTCAGCCAGCGTGGGCGACCGAGTCACCATCACATGCAAAGCTTCTCAGGATGTGAGTAT
TGGGGTCGCATGOTACCAGCAGAAGCCAGGCAAAGCACCCAAGCTGCTGATCTATTCCGCCTCTTACAGGTATACAGG
AGTGCCCAGCAGATTCAGTGGCTCAGGAAGCGGGACTGACTTTACTCTGACCATCAGCTCCCTGCAGCCTGAGGATTTC
GCTACCTACTATTGCCAGCAGTACTATATCTACCCATATACCTTTGGCCAGGGAACAAAAGTGOAGATCAAGCGGACCG
TGGCCOCTCCCTCCGTCTICATTITICCCCCTTCTGACGAACAGCTGAAGAGCGGAACAGCAAGCGTGGTCTGTCTGLT
GAACAATTTCTACCCTCGCGAGGCCAAAGTGCAGTGOAAGGTCGATAACGCTCTGCAGTCCGGGAATICTCAGGAGAG
TGTGACTGAACAGGACTCAAAAGATAGCACCTATTCCCTGTCTAGTACACTGACTCTGAGCAAGGCAGACTACGAAAA
GCACAAAGTGTATGCCTGTOAGGTCACCCACCAGGOGCTGTCAAGTCCCGTCACCAAGTCCTTCAATAGAGGCGAATG
CTGATAACTCGAG (SEQIDNO4)

Kl 34

i -Her-2 Fab o5 VL-CL 9 R 8 4 7
MDWTWILFLVAAATRVHSDIQMTQSPSSLSASVGDRYTITCKASQDVSIGVAWYQQKPGKAPKLLIYSASYRYTGYPSRFSG
SGSGTDETLTISSLQPEDFATYYCQQYYIYPYTFGQGTKVEIKRTVAAPSVFIFPPSDEQLKSGTASYVCLLNNFYPREAKVQW
KVDNALQSGNSQESYTEQDSKDSTY SLSSTLTLSKADYERHKVYACEVTHQGLSSPVTKSENRGEC (SEQ IDNO43)

Kl 35
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%285 DINVA.ISG & 4 A 71
GOATCCGCCACCATGOACTGOACTTGGAGGATTCTGTTTCTGGTCGCCOCCGCTACTGOGACTCACGCTCAGGCACATC
TGGTCGAATCTGGAGGAGGAGTGGTCCAGCCTGGCCGATCCCTGCGACTGTCTIGCGCAGCTAGCGCCTTCAACTTCAG
CACAAACGCAATGCACTGGGTGCGACAGGCACCAGGCAAGGGACTGGAGTGGCTCOCTGTGATCTCATACGACGGAA
GCCATAAGTACTATGCAGATTCTGTGAAAGGCCGGTTCACCATTTCCAGGGACAATTCTAAGAACACCCTGTATCTGCA
GATGAATAGCCTGCGCGCAGCCGATACCGCAGTGTACTATTGCGCAACTGTCGGCGTGCTGACCTGGCCAGTGAACGC
(GAATACTTTCACCATTGGGGACAGGGCAGTCTGGTCTCAGTGAGCTCCGCAAGTACTAAGGGACCATCAGTGTTCCCA
CTGGCACCCTCTAGTAAATCTACTAGTGGOGGUACCGCTGCACTGGGATGICTGOTGAAGGACTATTICCCCGAGCCTG
TCACCGTGAGCTGGAATTCCGGAGCCCTGACAAGCGGCGTCCACACTTTTCCCGCTGTGCTGCAGTCAAGCGGACTGTA
CTCCCTOTCCTCTGTGUTCACTGTGCCTAGTTCAAGCCTOGOGCACTCAGACCTATATCTGCAATGTGAACCACAAGCCCT
CTAACACCAAAGTCGACAAGAAAGTGGAACCTAAGAGCTGTGATAAAACACATACTTGCCCACCTTGTCCAGCACCAG
AGCTGCTGGGAGGACCAAGCGTGITCCTGTTTCCACCCAAGCCTAAAGACACACTGATGATTAGCCGGACACCTGAAG
TCACTTGCGTGGTCGTGGACGTGTCCCACGAGGACCCCGAAGTCAAGTTTAATTGGTACGTGGATGGCGTCGAGGTGCA
TAACGCCAAGACCAAACCCCGGOAGGAACAGTACAATAGCACATATAGAGTCGTGTCCGTCCTGACTGTGCTGCATCA
GOATTOGCTGAATGGGAAGGAGTATAAGTGCAAAGTGTCTAACAAGGCTCTGCCTGCACCAATCGAGAAAACCATTAG
CAAGOCTAAAGGCCAGCCTAGGGAACCACAGGTGTACACACTGCCTCCAAGTCGCGACGAGCTGACCAAGAATCAGOT
CTCCCTGACATGTCTGGTGAAAGGCTTCTATCCATCAGATATCGCCGTGGAGTGGGAAAGCAACGGGCAGCCCGAARA
CAATTACAAGACCACACCCCCTGTGCTGGACTCTGATGGCAGTTTCTTTCTGTATTCTAAGCTGACCGTGOACAAAAGT
AGATGGCAGCAGGGGAATGTCTTTTCATGTAGCOTGATGCACGAGGCCCTGCACAACCATTACACACAGAAGTCCCTG
TCTCTGAGTCCCGGAAAGAGGOGCCGCAAACGGAGATCAGGGAGCGGAGCTACTAATTTCAGCCTGCTGAAACAGGCA
GGGGATGTGOAGGAAAACCCCGGACCTATGGCTTGGACCCCACTGTTCCTGTTICTGCTGACATGCTGRCCCGGGGGCA
GCAATTCTCAGAGTGICCTGACACAGCCACCATCAGTGAGCGGAGCACCAGGACAGAGGGTGACCATCTCCTGCACAG
GCAGCAGCAGCAACATTOGCGCCGOGTACGACGTGCATTGGTATCAGCAGCTGCCCGGCACCGCTCCTAAGCTGCTGA
TCTGTGGCAACAATAACCGCCCATCTOGGGTGCCCGATCGATTCTCCGGCTCTAAAAGTGGGACTTCAGCCAGCCTGGE
TATTACCGGCCTGCAGGCCGAGGACGAAGCTGATTACTATTGCCAGAGCTACGACTCAAGCCTGACCGGAGTCGTGTTC
GGAGGAGGAACCAAGCTGACAGTCCTGOGACAGCCTAAAGCCGCTCCAAGCGTGACACTGTTTCCTCCATCCTCTGAG
(GAACTGCAGGCAAACAAGGCCACCCTGGTGTGCCTGATTTCCGACTTCTACCCCGGGOCAGTCACTGTGGCTTGGAAG
GCAGATAGTTCACCTGTCAAAGCCGGAGTGGAGACTACCACACCATCAAAGCAGAGCAATAACAAATACGCAGCCAG
CTCCTATCTGTCCCTGACCCCTGAGCAGTGGAAGTCTCACAAATCCTATTCTTGCCAGGTCACTCACGAAGGAAGCACT
GTGCAGAAAACTGTCGCACCAACCGAATGTAGTTGATAACTCGAG (SEQ IDNO44)

Kl 38
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HIONWA LG AARANEZGBRHR S EF TR EBHE S RZW)
MDWTWRILFLVAAATGTHAQAHLVESGGGVVQPGRSLRLSCAASAFNFS TNAMHWVRQAPGKGLEWVAVISYDGSHKYY

ADSVKGRFTISRDNSKNTLYLQMNSLRAADTAVYYCATVGVLTWPVNAEYPHEWGQGSL VSVSSASTKGPSVEPLAPSSKS
TSGGTAALGCLVKDYFPEPVTVSWNSGAL TSGVHTFPAVLQSSGLYSLSSVVTVRSSSLGTQTYICNVNHKPSNTKVDRKVE
PKSCDKTHTCPPCPAPELLGGPSVELFPPKPKDTLMISRTPEVTCVYVDVSHEDPEVKENWYVDGVEVHNAKTKEREEQYNS
TYRVVSYLTVLHQDWLNGKEYKCKVSNKALPAPIEK TISKAKGQPREPQVY TLPPSRDELTKNQVSLTCLVKGFYPSDIAVE
WESNGQPENNYKTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSYMHEALHNHYTOKSLSLSPGKRGRKRRSGSGATNE
SLLKQAGDVEENPGPMAWTPLFLFLLTCCPGGSNSQSVLTQPPSVSGAPGORVTISCTGSSSNIGAGYDYHWYQQLPGTAPK
LLICGNNNRPSGVPDRFSGSKSGTSASLAITGLQAEDEADYY CQSYDSSLTGYVEGGGTKLTVLGQPKAAPSVTLEPPSSEEL
QANKATLVCLISDFYPGAVTVAWKADSSPVKAGVETTTPSKQSNNKYAASSYLSL TPEQWKSHK SYSCQVTHEGSTVEKTV

APTECS (SEQ IDNO45)
K 39
(.17
§ =DENVIdek
{ 16 i ] B#aEZASkE
@ 0154
2 0% 4 }
2 01 % D
g
01 ‘
1 FADRRS A A
DENV-1 DENV.2 DENV DENVA

K 40
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Kl 41

i &4

METDTLLLWYLLLWVPGSTGDGAQVQLVQSGAVIKTPGSSVKISCRASGYNFRDY SIHWVRLIPDKGFEWIGWIKPLWGAY
SYARQLQGRVSMTRQLSQDFDDPDWGYAYMEFSGLTPADTAEYFCVRRGSCDYCGDFPWQYWCQGTVVYVSSASTKGPS
VFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNYNHKPS
NTKVDKKVEPKSCYPYDVPDYA (SEQ ID NO:46)

K 42
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liG 424
METDTLLLWVLLLWYPGSTGDGAQVQIVLTQSPGILSLSPGETATLFCKASQGGNAMTWYQKRRGQVPRLLIYDTSRRASG
VPDREVGSGSGTDEFLTINKLDREDFAVYYCQQFEFFGLOSELEVHRTY AAPSVFIFPPSDEQLKSGTASVVCLINNFYPREA
KVOWKYDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLSSPYTKSFNRGECYPYDVPDY A
(SEQDNOAT)

K 43

HIV-1Eny Fab 5 & 2 (VH-CHI) ¢ 2% 8 4 7]
METDTLLLWVLLLWVPGSTGDGAQVQLYQSGGQMKKPGESMRISCRASGYEFIDCTLNWIRLAPGKRPEWMGWLKPRGG
AVNYARPLQGRYTMIRDVYSDTAFLELRSLTVDDTAVYFCTRGKNCDYNWDFEHWGRGTPVIVSSPSTRGPSVFPLAPSSK
STSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTRVDKKA
EPKSCYPYDVPDYA(SEQ IDNO:48)

Kl 44

HIV-1 Env Fab & 42 4 (VL-CL) 8 S 8% 51
METDTLLLWVLLLWVPGSTGDGAQVQIVLTQSPGTLSLSPGETANISCRTSQYGSLAWY QQRPGQAPRLVIYSGSTRAAGIPD
RESGSRWGPDYNLTISNLESGDFGYYYCQQYEFFGQGTKVQYDIKRTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAK
VOWKVDNALQSGNSQESYTEQDSKDSTYSLSSTLTLSKADYEKHKY Y ACEV THQGLRSPVTKSFNRGECYPYDVPDYA
(SEQ IDNO9)

Kl 45
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% 5 HIV-L PG Fab 49 42 B A 71)
GGATCCGOCACCATGGCAAGACCCCTGTGCACCCTGCTGCTGCTGATGGCAACCCTGGCCGRAGCCCTGGCACAGAGC
GCCCTGACCCAGCCCGCAAGCGTCTCCGGCTCACCAGGCCAGAGCATCACTATTAGTTGCAACGGGACTAGCAACGAC
GTGGGAGGCTATGAGAGTGTCAGCTGGTACCAGCAGCATCCCGGAAAAGCACCAAAAGTGGTCATCTACGATGTCACT
AAAAGGCCAAGTGGGGTCTCAAATAGGTTCTCAGGGAGTAAATCTGGGAATACAGCATCTCTGACCATCTCCGGACTG
(GCGCAGAAGATGAAGGCGACTACTATTGCAAAAGCCTGACCTCAACCAGACGGCGAGTCTTTGGGACAGGCACCAA
GCTGACAGTCCTGACAGTCGCTGCCCCCTCCGTCTTCATTITTCCACCTTCAGATGAGCAGCTGAAATCTGGCACTGCAT
CTGTGOTCTGCCTGCTGAACAACTTCTATCCACGAGAGOCCAAGRTGCAGTGOAAAGTGUATAACGCACTGCAGTCCG
GCAATAGTCAGGAAAGCGTGACTGAGCAGGATTCCAAGGACAGTACCTATAGCCTGTCCAGTACACTGACCCTGTCCA
AGGCTGACTACGAAAAACATAAGGTGTATGCATGTGAAGTGACTCACCAGOGACTGAGGTCACCAGTCACTAAGTCTT
TTAACAGGGGAGAGTGCGGCGGGGOAGGATCTGGAGGCGGCGGCTCTGEAGGGGEAGGCTCAGGOGGCGGAGGAAG
CGGCGOAGGAGGGTCCGGAGGAGGAGGCAGTCAGAGACTGUTCGAAAGCGOGGGAGGAGTGGTGCAGCCTGGGTCCT
CACTGAGACTGTCATGCGCTGCCAGTGGCTTTGATTTTTCACGACAGGGAATGCATTGGCTCAGGCAGGCACCCGGACA
GGGCCTGGAATGGGICGCCTTCATTAAGTACGACGGAAGCGAGAAGTACCATGCCGACTCAGTGTGOGGAAGGCTGAG
CATCTCAAGGGACAACTCAAAGGACACCCTGTACCTGCAGATGAATAGCCTGAGAGTGGAAGATACCGCTACTTATTT
CTGCGTGCGAGAGGCCGOAGGGCCAGATTACCGGAACGGGTACAATTACTATGATTTCTACGACGGCTACTACAATTA
(CATTATATGGATGTCTGGGGCAAAGGAACTACAGTCACCGTGAGCTCCGCAAGTACTAAGGGACCTTCCOTGTTICCT
CTGGCTCCCAGTTCCAAAAGTACATCCGGAGGAACAGCCGCTCTGGGATGTCTGGTCAAGOACTATTTTCCCOAGCCCG
TGACTGTCTCCTGGAACAGOGGOGCTCTGACAAGCGOGGTOCACACCTITCCTGCCGTGCTGCAGTCCAGTGOOCTGTA
CAGTCTGICTAGTGTCGTCACTGTGCCAAGCTCAAGTCTGGGUACCCAGACATACATTTOTAATGTGAACCATAAACCC
TCAAACACCAAAGTGGACAAGAAAGTGCAACCTAAAAGCTGATAACTCGAG (SEQ 1D NO:30)

K 46

HIV-1 PGY Fab & B4 8 4 51
MARPLCTLLLLMATLAGALAQSALTQPASVSGSPGQSITISCNGTSNDVGGYESVSWYQQHPGKAPKVVIYDVSKRPSGVSN

RESGSRSGNTASL TISGLGAEDEGDYYCKSLTSTRRRVEGTGTKLTVLTVAAPSVFIFRPSDEQLKSGTASVVCLLNNFYPREA
KVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYERHKVY ACEVTHOGLRSPVTKSFNRGECGGGOSGGG0S
G06GSGG60SG0G0SGGOGSQRLVESGGGYVQPGSSLRLSCAASGDPSROGMHWVRQAPGQGLEWYAFIKYDGSERYH
ADSVWGRLSISRDNSKDTLYLQVNSLRVEDTATYFCYREAGGPDYRNGYNY YDFYDGYYNYHYMDVWGK GTTVTVSSAS
TKGPSVEPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHTEPAVLOSSGLYSLISVVTVPSSSLGTQTYICNY
NHKPSNTEVDKKVEPKS (SEQ D NO:S1)

K 47
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2% HIV-L 4510 Fab ¢ 4 8 A 51
GGATCCGCCACCATGGCAAGACCTCTGTGCACTCTGCTGCTGCTGATGGCTACTCTGGCCGGGGCTCTGGCTGAGATTG
TOCTGACCCAGTOCCCTOGCACTCAGTCACTGTCCCCCO00GAGCO00CAACTCTGTCCTGCAGAGCAAGCCAGTCCGT
(GGGAACAACAAGCTGOCATGOTACCAGCAGCGCCCAGGACAGGCACCCAGGCTGCTGATCTACGGAGCAAGCTCCC
GGCCTAGCGGAGTCGCTGATAGATTCTCCGGAAGCGACTCCGGGACCOATTTCACTCTGACCATCTCCAGGCTGBAACC
TGAGGATTTTGCCGTGTATTACTGTCAGCAGTACGGGCAGAGCCTOTCAACTTTCGGCCAGGGAACTAAAGTCOAAAA
GAGAACCGTGOCCOCACCAAGCGTCTTTATTTTTCCCOCTAGCGATGAACAGCTGAAATCCGGGACTGCTTCCGTGATC
TGOCTGCTGAATAACTTCTATCCAAGAGAGGCAAAGGTGCAGTGCAAAGTGGACAACGCCCTGCAGAGCOGAAACTCA
CAGGAATCTGTGACAGAGCAGGACTCCAAGGATAGCACATACAGTCTGTCCTCAACTCTGACCCTGTCCAAAGCTGAC
TATGAGAAGCATAAAGTCTACGCATGTGAGGTGACCCACCAGGGACTGAGGTCCOCCGTCACTAAGTCCTTCAATAGA
GCOAGTGCGO066C60G60CAGTAG0G0ACE00GAAGTGOG00CC0AGOGACTGO0GGC00CTRAGTOGCGCG
GCGGCTCAGOG0G000CGOCTCCCAGGTCCAGCTOGTCCAGAGCGGAGCCGAGGTCAAGAGACCAGGCTCTICAGTCA
(CGTGAGCTGCAAAGCCAGCGGAGGCTCCTTTAGCACTTACGCCCTGTCATGGGTOC0GCAGGCCCCAGGUCBAGRLE
TGGAGTGGATGOOCOG0ATGATOCCCCTGUTGACCATTACTAACTATGCCCCTAGATTTGGAGGCCGGATCACCATCAC
AGCTGACAGATCCACATCCACAGCTTACCTOGAGCTGAACAGTCTGAGGCCCGAGGACACTGCAGTCTACTACTGTGE
ACGAGAAGOCACCACTOGATGO0GGTOGCTOOGGAAGCCATCG0GGCTTTTGCACATTGOG6GGAGGCACACTOOT
GACTGTGAGCTCTGCCAGCACTAAAGGGCCCAGTGTCTTCCCTCTGACCCCAAGTTCCAAGAGTACATCAGGOGGCACE
GCCGCACTOGGGTGTCTGOTGAAGGATTACTICCCAGAGCCCOTGACAGTCAGTTGGAACAGCGGCGCTCTGACCAGT
GGOGTGCACACTTTCCCAGCCGTGLTGCAGAGTICAGGGCTGTACTCCCTGTCCTCAGTGGTGACTGTGCCCTCAAGCA
GTCTG0GGACTCAGACTTACATTTGTAATGTGAACCATAAACCCTCAAATACTAAAGTGGACARAAAAGTGGAACCAA
AGAGCTGATAACTCGAG (SEQIDNO3)

K 48

HIV-1 4E10 Fab &6 .2 8 & 51
MARPLCTLLLLMATLAGALAEIVLTQSPGTQSLSPGERATLSCRASQSVGNNKLAWYQQRPGQAPRLLIYGASSRPSGVADR
FSGSGSGTDFTL TISRLEPEDFAVYYCQQYGQSLSTRGQGTKVEKRTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKY
QWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVY ACEVTHOGLRSPVTKSFARGECGGGGSGCOCSG0
GGSG6603GG00S0600SQVQLYQSGAEVKRRGSSVTVSCKASCGSESTY ALSWVRQAPGRGLEWMGGYIPLLTITNYAP
RFGGRITITADRSTSTAYLELNSLRPEDTAVYYCAREGTTGWOWLGKPIGAFAHWGGGTLVTVSSASTKGPSVEPLAPSSKST
SGGTAALGCLVKDYFPEPYTVSWNSGALTSGYHTFPAVLOSSGLYSLISVVTVPSSSLGTQTYICNVNHKPSNTKVDKKVEP
KS(SEQIDNOS3)

K 49

7



29/35 7T

B [

Bg B

.L

CN 104853782 A

o

mﬁ_u

_—
ﬁ&.. 35

51

78



CN 104853782 A .I'H HH :I:; Bﬁ Igl 30/35 1L

£ 78 H1V-| VROD IgG1 4 4% (VIUCHI/4% 4 (CHYICH3) #4 4% 8 A 71
GGATCCGCCACCATGGATTGGACATGGATTCTGTTCCTGGTCGCCGCCGCAACTAGAGTGCATTCACAGGTGCAGCTGG
TGCAGTCAGGCGGGCAGATGAAGAAACCCGGCGAGAGTATGCGAATCTCATGCCGGGCTAGCGGGTACGAATTCATCG
ACTGTACCCTGAACTGGATTAGACTGGCACCTGGGAAGAGGCCAGAGTGGATGGGATGOC TGAAACCTAGAGGCGGG
GCAGTGAATTACGCCAGACCACTGCAGGGCAGOGTCACTATGACCCGCGACGTGTATTCTGATACCGCATTCCTGGAG
CTGCGAAGTCTGACAGTCGACGATACTGCCGTGTACTTCTGCACACGGOGCAAGAACTGTGACTATAATTGGGATTTTG
AACACTOGGGCAGGGGGACACCTGTCATTGTGAGCTCCCCAAGTACTAAGGGACCCTCAGTGTTTCCLCTGGCCCCTIC
TAGTAAAAGTACCTCAGGAGGCACAGCCGCTCTGGGATGCCTGGTGAAGGATTACTTCCCTGAGCCAGTCACCGTGAG
TTGGAACTCAGGCGCCCTGACAAGCGGGGTCCATACTTTTCCAGCTGTGCTGCAGTCAAGCGGGCTGTACTCCCTGICC
TCTGTGGTCACAGTGCCCAGTTCAAGCCTGGGAACACAGACTTATATCTGTAACGTCAATCACAAGCCTAGCAATACTA
AAGTGGACAAGAAAGCCGAGCCTAAGAGCTGCGAACCAAAGTCCTGTGATAAAACCCATACATGCCCTCCCTGTCCAG
CTCCTGAACTGCTGGGCGGCCCATCCGTGTTCCTRTTTCCACCCAAGCCCAAAGACACCCTGATGATTAGCAGGACTCC
TGAGGTCACCTGOGTGGTCGTGGACGTGTCCCACGAGGACCCCGAAGTCAAGTTTAACTGGTACGTGGATGGCGTCGA
AGTGCATAATGCCAAGACAAAACCCCGGGAGGAACAGTACAACTCTACCTATAGAGTCGTGAGTGTCCTGACAGTGLT
GCACCAGGACTGOCTGAACGGGAAGGAGTATAAGTGCAAAGTGTCTAATAAGGCCCTGCCAGCTCCCATCGAGAARAC
AATTTCCAAGGCAAAAGGCCAGCCAAGGGAACCCCAGGTGTACACTCTGCCTCCATCCCGCGACGAGCTGACTAAGAA
CCAGGTCTCTCTGACCTOTCTGTGAAAGGATTCTATCCAAGCGATATCOCCGTGOAGTGOGAATCCAATGGCCAGCCC
GAGAACAATTACAAGACCACACCCCCTGTGCTGGACAGCGATGGCTCCTTCTTTCTGTATTCAAAGCTGACCGTGGATA
AAAGCCGCTGOCAGCAGGGGAACGTCTTTAGCTGCTCCGTGATGCACGAAGCTCTGCAC AATCATTACACCCAGAAGT
CTCTGAGICTGTCACCTOGCAAGTGATAACTCGAG (SEQ D NO:54)

Kl 52

HIV-1 VRCO1 IoG1 & 4% (VHICHUCHLICHS) ¢4 S B 5 51
MDWTWILFLVAAATRVHSQVQLYQSGGQMKKPGESMRISCRASGYEFIDCTLNWIRLAPGKRPEWMGWLKPRGGAYNYA

RPLQGRVTMTRDVYSDTAFLELRSLTVDDTAVYFCTRGKNCDYNWDFEHWGRGTPVIVSSPSTRGPSVFPLAPSSKSTSGGT
AALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNYNHKPSNTKVDKKAEPKSCE
PKSCDKTHTCPPCPAPELLGGPSVFLEPPKPKDTLMISRTPEVTCVVVDYSHEDPEVKFNWYVDGVEVENAKTKPREEQYNS
TYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKGQPREPQVY TLPPSRDELTKNQYSLTCLVKGFYPSDIAVE
WESNGQPENNYKTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSYMHEALHNHYTQKSLSLSPGK (SEQ IDNO:55)

Kl 53
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£ 25 TIV-1 VROM IgG 4242 (VUCL)# 4 8 4 )
GGATCCGCCACCATGGATTGGACTTGGATTCTGTTCCTGGTGGCAGCCGCTACCAGAGTCCATICCGAAATIGTGLTGA
CCCAGTCTCCCGGAACACTGTCTCTGAGTCCTGGCGAGACAGCCATCATTTCCTGTAGGACTTCTCAGTACGGGAGTCT
GGCATGGTATCAGCAGCGACCAGGACAGGCTCCTCGACTGGTCATCTACTCAGGAAGCACTCGGGCAGCCGRCATTCC
CGACCGATTCTCCGOGTCTCOGTGO0GACCTOATTACAACCTGACCATCTCAAATCTGGAAAGCGGAGACTTTGGCGTG
TACTATTGCCAGCAGTATGAGTTCTTTGGGCAGGGAACCAAGGTCCAGGTGGACATCAAACGCACAGTCGCTGCACCA
AGCGTGTTCATCTTICCACCCTCAGATGAACAGCTGAAGTCCGGCACCGCCTCTGTGGTGTGCCTGCTGAACAATTTCTA
(CCCCOOGAGGCAAAGGTCCAGTGGAAAGTGGACAACGCCCTGCAGTCTGGCAATAGTCAGGAGTCAGTGACTGAAC
AGGACAGCAAGGATTCCACCTATTCTCTGTCCTCTACTCTGACCCTGAGCAAAGCTGATTACGAGAAGCACAAAGTGTA
TGCATGTGAGGTCACCCACCAGGGACTGCGGTCACCCGTCACCAAGAGCTTCAATCGCGGAGAGTGTTGATAACTCGA
G (SEQIDNO:36)

K 54

HIV-1 VRO [g6 4248 (VLICL) & Rk 8 A 71
MDWTWILFLVAAATRVHSEIVLTQSPGTLSLSPGETAIISCRTSQYGSLAWYQQRPGQAPRLVIYSGSTRAAGIPDRFSGSRW
GPDYNLTISNLESGDEGYYYCQQYEFFGQGTKVQVDIKRTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKVQWKVD
NALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGLRSPVTKSFNRGEC (SEQ IDNO:57)

Kl 55

% 22 CHIKV-Env-Fab ey & 4% (VH-CHI) 0 4 8 5 59
GOATCCGCCACCATGGATTGOACATGGAGGATTCTGTTTCTGGTCGCOGCCGCTACTGGAACTCACGCTCAGGTGCAGC

TGGTGCAGTCAGOGTCCOAACTOAAGAAACCAGGGGCATCTGTGAAGGTCAGTTGCAAAGCCTCAGGCTACACCCTGA
CACGGTATGOCATGACTTGGGTGCOCCAGGCTCCTGACAGGGACTOGAGTGGATGGGCTGRATCAACACTTACACKG
GAAATOCAACTTATGTGCAGGGGTTCACCGGCCOATIOGTGTTTTCTCTOGACACTICCGTCTCTACCGCCTTTCTOCAC
ATTACAAGTCTGAAGGCAGAGGACACTGCCGTGTACTICTOCGCTAGGGAAGGOGGAGCAAGAGGCTTTGATTATTGG
GGCCAGGGAACCCTOGTGACAGTCAGCTCCGCCAGCACAAAGGGACCCTCOGTGTTCCCACTGACTCCCTCTAGTAAA
AGTACATCAGGGOGCACTGCCOCTCTOGCATGTCTGGTCAAAGATTACTTCCCCGAACCTGTGACCTCAGCTGGAACT
CCGGAGCTCTGACCAGCGGGTGCATACATTICCCGCAGTCCTGCAGTCAAGCGGACTGTACTCCCTGTCCTCTGTGGT
CACAGTGOCTAGTTCAAGCCTGGGGACACAGACTTATATCTGTAATGTGAACCATAAGCCAAGCAACACCAAAGTGGA
CAAAAAAGTOGAACCTAAGAGCTGCTGATAACTCGAG (SEQ IDXO:Y)

K 56
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CHIKV-Env-Fab#4 % &% (VH-CHI) & S X 85 51
MDWTWRILFLYAAATGTHAQVQLVQSGSELKKPGASYKVSCKASGYTLTRYAMTWYRQAPGQGLEWMGWINTYTGNPT

YVQGFTGRFVFSLDTSVSTAFLRITSLKAEDTAVYFCAREGGARGFDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTA
ALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVRSSSLGTQTYICNVNHKPSNTKYDRKVEPKSC
(SEQ IDNO:3Y)

Kl 57

4 % CHIKV-Env-Fab &g 4246 (VI-CL) a9 b e A 5
GEATCCGCCACCATGGCATOGACCCCACTGTTCCTGTTCCTGCTGACTTGTTGICCTGGCGOGAGCAATTCACAGAGCG
TCCTGACCCAGCCCCCTTCTGTGTCCGGAGCACCAGGACAGCGAGTCACAATCTCTTIGCACTGGAAGCTCCTCTAACAT
TGGOGCCAGCCACGACGTGCATTGGTACCAGCAGCTGCCAGGGACCGCTCCCACACTGCTGATCTATGTGAACTCTAAT
AGGCCTAGTGGCGTCCCAGATAGATTTTCAGGGAGCAAGTCCGGCACCTCTGCTAGTCTGGCAATTACAGGACTGCAG
GCTGAGGACGAAGCAGATTACTATTGCCAGAGTTACGACTCAAACCTGTCAGGCAGCGCAGTGTTCGGAGGAGGAACT
AAGCTGACCGTCCTGGRACAGCCCAAAGCCGCTCCTTCTGTGACCCTGTTTCCCCCTAGTTCAGAGGAACTGCAGGCCA
ACAAGGCTACTCTGGTGTGTCTGATCTCCGACTTCTACCCTGGAGCAGTGACCGTCGCATGGAAGGCCGATAGCTCLCC
AGTGAAAGCTGGGGTCGAGACCACAACTCCCAGCAAGCAGTCCAACAACAAGTACGCAGCCTCTAGTTATCTGTCACT
GACACCTGAACAGTGGAAGAGCCACAAATCCTATTCTTGCCAAGTGACTCATGAGGGCAGTACCGTGGAAAAGACAGT
CGCCCCAACTGAGTGTTCCTGATAACTCGAG (SEQ ID NO:D)

K 58

CHIKY-Eov-Fab# 42 48 (YL-CL) &4 4 88 4 51
MAWTPLFLELLTCCPGGSNSQSVLTQPPSVSGAPGQRVTISCTGSSSNIGASHDVHWYQQLPGTAPTLLIVYNSNRPSGYPDR

FSGSKSGTSASLAITGLQAEDEADYYCQSY DSNLSGSAVFGGGTRLTVLGQPKAAPSVTLFPPSSEELQANKATLVCLISDEY
PGAVTVAWKADSSPYKAGVETTTPSKQSNNKYAASSYLSLTPEQWKSHKSYSCQVTHEGSTVEKTVAPTECS (SEQ ID
NO:61)

&l 59
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% A HIV-1 Env4EL Ig &9 4% 8 7 71
GGATCCGCCACCATGGATTGGACATGGAGGATICTGTTICTGGTCGCCGCCGCTACAGGAACTCACGCCCAGGTOCAG
CTGGTGCAGTCAGGAGCCGAAGTGAAGCCACCAGGCAGCTCCOTCACTGTGTCCTGCAAAGCATCTGGCGGATCATTC
AGCACCTACGCCCTGAGCTGGGTGAGACAGGCTCCTGOACGAGGACTGRAATGOATGGGAGG GTCATCCCACTGLTG
ACAATTACTAACTACGCCCCCCGATTTCAGGGCAGGATCACCATTACAGCAGACCGCTCCACTICTACCGCCTATCTGG
AGCTGAATAGCCTGAGACCACAAGATACCGCAGTGTACTATTGCGCCCGGGAGGGAACCACAGGATGGGGATGGCTG
GOAAAGCCCATCOOGGCTTICGCACACTGGGGCCAGGGAACCCTGGTCACAGTGTCTAGTGCCAGCACAAAGGGLCCC
TCCGTGTTTCCCCTGGCTCCTTCAAGCAAAAGTACTTCAGGAGGGACCGCCGCTCTGOGATCTCTGOTGAAGGACTACT
TCCCTGAGCCAGTCACCGTGTCCTGGAACTCTGGCGCTCTGACCTCCGGAGTGCATACATTTCCCGCAGTCCTGCAGTC
CTCTGGGCTCTACTCTCTGAGTICAGTGGTCACTGTGCCTAGCTCCTCTCTGGGCACACAGACTTATATCTGCAACGTGA
ATCACAAGCCCTCCAATACCAAAGTCGACAAGAAAGTGGAACCTAAGTCTTGTGATAAAACCCATACATGCCCACCTT
GTCCAGCACCTGAGCTGCTGGGCGGACCTTCCGTGTTCCTGTTTCCACCCAAGCCAAAAGACACACTGATGATTAGCTG
GACACCTGAAGTGACTTGTGTGGTCGTGGACGTCAGCCACGAGGACCCCGAAGTGAAGTTCAACTGGTACGTGGATGG
(GTCGAGGTGCATAATGCCAAGACCAAACCCAGGGAGGAACAGTACAACTCTACTTATAGGGTCGTGAGTGTCCTGAC
CGTGCTGCACCAGGACTGGCTGAACGGGAAGGAGTATAAGTGCAAAGTGTCCAATAAGGCCCTGCCAGCTCCCATCGA
GAAAACAATTTCTAAGGCTAAAGGCCAGCCACGCGAACCCCAGGTOTACACTCTGCCTCCCAGCAGGGACGAGCTGAC
CAAGAACCAGGTGAGTCTGACATGTCTGGTCAAAGGCTTCTATCCAAGCGATATCGCCGTOOAGTGGGAATCCAATGG
ACAGCCCGAAAACAATTACAAGACTACCCCCCCTGTGCTGGACAGTGATGGATCATTCTTTCTGTATICCAAGCTGACC
GTGGACAAATCTCGCTGGCAGCAGOGGAACGTCTTTAGCTGCTCCGTGATGCACGAGGCCCTGCACAATCATTACACA
CAGAAGTCTCTGAGICTGTCACCAGGCAAGCGGGGACGCAAAAGGAGAAGCGOGTCCOGCGCTACTAACTTCAGCCTG
(TGAAACAGGCAGGGGATOTGGAGGAAAATCCTGGCCCAATGGTCCTGCAGACCCAGGTGTTTATCTCACTGCTGCTGT
GGATTAGCGGGGCTTATGGCGAAATCGTGCTGACTCAGAGCCCCGGAACCCAGTCTCTGAGTCCTGGGGAGCGCGCTA
CACTGAGCTGTCGAGCATCACAGAGCGTGGGGAACAATAAGCTGGCATGGTACCAGCAGAGGCCTGGCCAGGCTCCAA
GACTGCTGATCTATGGCGCAAGTTCACGGCCTAGCGGAGTGGCAGACCGCTTICTCCGOATCTGGGAGTGGCACCGATTT
TACTCTGACCATTAGCAGGCTGGAGCCAGAAGACTTCGCTGTGTACTATTGCCAGCAGTACGGCCAGTCACTGAGCACA
TITGGACAGGGOACTAAGGTCGAAAAAAGAACCGTGGCAGCCCCAAGTGTCTTCATTTTICCACCCTCAGACGAGCAG
CTGAAGAGTGGAACAGCCTCAGTCGTGTGTCTGCTGAACAATTTCTACCCCAGGGAGGCCAAGGTCCAGTGGAAAGTG
GATAACGCTCTGCAGAGCGGCAATTCCCAGGAGTCTGTOACAGAACAGGACAGTAAGGATTCAACTTATAGCCTGAGC
TCCACACTGACTCTGTCCAAAGCAGATTACGAGAAGCACAAAGTGTATGCCTGCGAAGTCACCCATCAGGGACTGTCT
AGTCCTGTGACAAAGTCTTTTAACAGAGGGGAGTGATAACTCGAG (SEQ IDNO:62)

Kl 60
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5 4 HIV-| Env-DGY Ig#t 4k 8% 51
GGATCOGCCACCATGGACTGGACTTGOAGOATICTGTTTCTOGTCGCCGCCGCAACTGRAACTCACGCTGAATTTGGAC
TGTCATGGGTCTTICTGGTGGCCTTTCTGCGAGGOGTCCAGTOCCAGAGGCTOATOGAGTCCGOAGGAGGAGTOETCCA
GCCAGGCAGCTCCCTGLGACTGAGTTGTGCGCTTCAGGGTTCGACTTTTCTAGACAGGGCATGCACTGGGTGUGGCAG
GCACCAGGACAGOGACTGGAGTOGGTGGCTTTCATCAAGTACGACGGAAGTGAAAAATATCATGCCGATTCAGTGTGE
GGGCOGCTGTCAATTAGCCGCGACAACTCCAAGGATACCCTGTACCTGCAGATGAATTCTCTGAGGGTCGAGGACACA
GCTACTTATTTCTOCGTGAGGGAAGCAGGCGCACCTCATTACAGAAACGGTATAATTACTATGACTTTTACGATGGCT
ACTATAACTACCACTATATGGACGTGTGOGGCAAGGGAACCACAGTCACAGTGTCTAGTGCATCAACTAAAGGCCCAA
GCGTGTTICCCCTO000CCTICAAGCAAGTCCACTTCTGOAGGAACCCCAGCACTGGGATGTCTGGTGAAGGATTACTT
(CCTGAGCCAGTCACCGTGAGTIGGAACTCAGGCGCCCTGACTAGCGGAGTCCATACCTTICCTOCTGTGCTOCAGTCC
TCTGOGCTGTACAGCCTGAGTTCAGTGGTCACAGTGCCAAGCTCCTCTCTGAOCACCCAGACATATATCTGCAACGTGA
ATCACAAGCCTAGCAATACTAAGOTCGACAAAAGAGTGGAACCAAAGAGCTGTGATAAAACTCATACCTGCCCACCTT
GTCCAGCACCTGAGCTGCTGGGAGGGCCTTCCGTGTICCTGTTTOCACCCAAGCCAAAAGACACCCTGATGATTAGECG
GACACCAGAAGTCACTTGCGTGGTCOTGOACGTGAGCCACGAGGACCCCGAAGTCAAGTTTAACTGGTACGTGGATGE
(GTCGAGGTGCATAATGCTAAGACAAAACCACGGGAGGAACAGTACAACTCCACATATCOCGTOGTGTCTGTCCTOAC
TGTGCTGCACCAGGACTOOCTGAACGOCAAGGAGT ATAAGTGCAAAGTTCCAATAAGGCACTGCCAGCCOCCATCGA
GAAAACCATTTCTAAGGCCAAAGOCCAGCCACGAGAACCCCAGGTGTACACACTGCCTOCAAGTAGGGACGAGCTGAC
TAAGAACCAGGTCTCTCTOACCTGTCTGGTGAAAGGCTTCTATCCCTCTGATATCGCTOTGGAGTGOGAAAGTAATG GA
CAGCCTGAAAACAATTACAAGACTACCCCOCCTOTGCTGRACAGCCATGGCAGCTTCTTCCTGTATAGCAAGCTEACCS
TGGACAAATCCAGATGOCAGCAGGGGAACGTCTTTAGTTGCTCAGTGATGCACGAGGCACTCACAATCATTACACCC
AGAAAAGCCTGTCCCTOTCTCCTGGCAAGAGGGOAAGAARAAGGAGAAGTGGGTCAGGCGCAACAAACTTCAGCCTG
CTGAAGCAGOCCGGAGATGTGOAGGAAAATCCTGGGCCAATGOCTIGGACCCCCCTOTTCCTGTTICTGCTGACATGET
GTCCTGGCGGAAGCAACTCCCAGTCTGCACTGACACAGCCAGCAAGTGTGTCAGGGAGCCCAGGACAGAGCATCACCA
TTTCCTGTAACGGCACAAGCAATGACGTCGGGOGCTACGAGTCCGTGTCTTGGTATCAGCAGCATCCTGOAAAGGC0CC
AAAAGTCGTGATCTACGATGTCAGCAAACGCCCCTCTOGGTGAGTAACCGATTCAGTGGATCAAAGAGCGGGAATAC
CGCTICTCTGACAATTAGTGGCCTGCAGGCAGAGGACGAAGGAGATTACTATTGCAAATCACTGACAAGCACTCGOCG
CCGAGTCTTCGGAACCGGOACAAAGCTGACTOTGCTGOGCCAGCCCAAAGCTOCACCTAGCG TGACCCTGTTTCCACCC
AGTTCAGAGGAACTGCAGGCTAATAAGGCAACACTGGTGTGTCTGATCTCCGACTICTACCCTGGOGCTGTCACTGTGE
CCTGGAAGGCTGATAGCTCOCCAGTCAAAGCAGGAGTGGAAACAACTACCCCCTCCAAGCAGTCTAACAACAAGTACG
CCGCTTCTAGTTATCTGTCACTGACTCCCGAGCAGTGGAAGAGCCACAAATCCTATICTTGCCAGGTGACCCATGAGGG
(TCCACTGTCGAAAAGACCGTGGCCCCTACAGAGTGTTCTTGATAACTCGAG (SEQ D NOS)

K 61
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% # \RO0 LG #5 42 8 7 5]
GGATCCOCCACCATGGATTGGACATGGATTCTOTTCCTGOTCGCCGCCOCAACTAGAGTGCATTCACAGGTGCAGCTGG

TGCAGTCAGGCOGGCAGATGAAGAAACCCGGCGAGAGTATGCGAATCTCATGCCGGGCTAGOGGGTACGAATTCATCG
ACTOTACCCTGAACTGGATTAGACTGOCACCTOGGAAGAGGCCAGAGTGOATGGATGACTGAAACCTAGAGG GG

GCAGTGAATTACGCCAGACCACTGCAGGGCAGOGTCACTATGACCCOCGACGTGTATTCTGATACCGCATTCCTGGAG

CTGCGAAGTCTGACAGTCGACGATACTGCCGTGTACTTCTGCACACGGOGCAAGAACTGTGACTATAATTGGGATTTTG
AACACTGGG0CAGGBOGACACCTGTCATIGTGAGCTCCCCAAGTACTAAGGGACCCTCAGTGTTTCCCCTGGOCCLTIC
TAGTAAAAGTACCTCAGGAGGCACAGCCGCTCTOGGATOOCTGOTGAAGGATTACTICCCTGAGCCAGTCACCGTGAG

TIGGAACTCAGGCGCCCTGACAAGCGGGGTOCATACTTTTCCAGCTGTGCTGCAGTCAAGCGGOCTGTACTCLCTGTCC
TCTGTGOTCACAGTGCCCAGTTCAAGCCTGGGAACACAGACTTATATCTGTAACGTCAATCACAAGCCTAGCAATACTA
AAGTGGACAAGAAAGCCGAGCCTAAGAGCTGCGAACCAAAGTCCTGTGATARAACCCATACATGCCCTCOCTGTCCAG
CTCCTGAACTGCTGGGOGGCCCATCCGTGTTCCTGTTTCCACCCAAGCOCAAAGACACCCTGATGATTAGCAGGACTCC
TGAGGTCACCTGCGTGGTCOTGRACGTOTOCCACGAGGACCCCGAAGTCAAGTTTAACTGGTACGTGGATGECGTCGA

AGTGCATAATGCCAAGACAAAACCCOGOGAGCAACAGTACAACTCTACCTATAGAGTCGTGAGTGTCCTGACAGTGET
GCACCAGGACTOGCTGAACGUGAAGGAGTATAAGTGCAAAGTGTCTAATAAGGCCCTGCCAGCTCCCATCOAGAAAAC
AATTTCCAAGOCAARAGOCCAGCCAAGGGAACCCCAGGTGTACACTCTGOCTCCATCCCGCGACGAGCTGACTAAGAA
(CAGGTCTCTCTGACCTGTCTOGTGAAAGGATTCTATOCAAGCGATATCOCCGTOGAGTOGOAATCCAATGROCAGCCC
GAGAACAATTACAAGACCACACCCCCTGTGCTGEACAGCGATGGCTCCTTCTTTCTGTATTCAAAGCTGACCOTGGATA
AAAGCCOCTOGCAGCAGGGOAACGTCTTTAGETGCTCCTOATGCACGAAGCTCTGCACAATCATTACACCCAGAAGT
CTCTGAGTCTGTCACCTGOCAAGAGGGGACGAAAACGOAGAAGCGOCAGCGGAGCTACAAACTICAGECTGCTGAAA

CAGGCAGGCGACGTGGAGGAARATCCTGGGCCAATGGATTGGACTTGGATTCTGTTCCTGGTGGCAGCCGCTACCAGA
GTOCATTCCGAAATTGTGCTGACCCAGTCTCCCGGAACACTGTCTCTGAGTCCTGGCGAGACAGCCATCATTTCCTGTA

GGACTTCTCAGTACGGGAGTCTGGCATGGTATCAGCAGCGACCAGGACAGGCTCCTCGACTGGTCATCTACTCAGGAA

GCACTCGGGCAGCCGGCATTCCCGACCOATTCTCCGOGTCTCGGTGGGGACCTGATTACAACCTGACCATCTCAAATCT
(GAAAGCGOAGACTTTGOCGTGTACTATTOCCAGCAGTATCAGTTCTTTO00CAGGGAACCAACGTCCAGGTGGACAT
CARACGCACAGTOGCTGCACCAAGCGTGTTCATCTTTCCACCCTCAGATAACAGCTGAAGTCCGOCACCGLCTCTGTG
GTGTOCCTGCTGAACAATTTCTACCCCCOG0AGGCAAAGGTCCAGTOOAAAGTGOACAACGCCCTGCAGTCTGGCAAT
AGTCAGGAGTCAGTGACTOAACAGGACAGCAAGGATTCCACCTATICTCTGTCCTCTACTCTGACCCTGAGCAAAGCTG
ATTACGAGAAGCACAAAGTGTATGCATGTGAGGTCACCCACCAGGGACTGCGGTCACCOGTCACCAAGAGCTTCAATC
GCGGAGAGTGTTGATAACTCGAG SEQ IDNO&)
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