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VIRAL VECTORS ENCODING RECOMBINANT FVIII VARIANTS
WITH INCREASED EXPRESSION FOR GENE THERAPY OF
HEMOPHILIA A

CROSS REFERENCE TO RELATED APPLICATIONS

[0001] This application claims priority to United States Provisional Patent Application No.
62/255,317, filed November 13, 2015, the content of which is hereby incorporated by reference

in its entirety for all purposes.

SEQUENCE LISTING

[0002] The instant application contains a Sequence Listing which has been submitted
electronically in ASCII format and is hereby incorporated by reference in its entirety. Said
ASCII copy, created on November 9, 2016, is named 008073 5107 WO _Sequence Listing.txt
and is 353,479 bytes in size.

BACKGROUND OF THE DISCLOSURE

[0003] Blood coagulation proceeds through a complex and dynamic biological pathway of
interdependent biochemical reactions, referred to as the coagulation cascade. Coagulation
Factor VIII (FVIII) is a key component in the cascade. Factor VIII is recruited to bleeding sites,
and forms a Xase complex with activated Factor IX (FIXa) and Factor X (FX). The Xase
complex activates FX, which in turn activates prothrombin to thrombin, which then activates
other components in the coagulation cascade to generate a stable clot (reviewed in Saenko ef al.,

Trends Cardiovasc. Med., 9:185-192 (1999); Lenting et al., Blood, 92:3983-3996 (1998)).

[0004] Hemophilia A is a congenital X-linked bleeding disorder characterized by a deficiency in
Factor VIII activity. Diminished Factor VIII activity inhibits a positive feedback loop in the
coagulation cascade. This causes incomplete coagulation, which manifests as bleeding episodes
with increased duration, extensive bruising, spontaneous oral and nasal bleeding, joint stiffness
and chronic pain, and possibly internal bleeding and anemia in severe cases (Zhang et al., Clinic.

Rev. Allerg. Immunol., 37:114-124 (2009)).
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[0005] Conventionally, hemophilia A is treated by Factor VIII replacement therapy, which
consists of administering Factor VIII protein (e.g., plasma-derived or recombinantly-produced
Factor VIII) to an individual with hemophilia A. Factor VIII is administered prophylactically to
prevent or reduce frequency of bleeding episodes, in response to an acute bleeding episode,
and/or perioperatively to manage bleeding during surgery. However, there are several

undesirable features of Factor VIII replacement therapy.

[0006] First, Factor VIII replacement therapy is used to treat or manage hemophilia A, but does
not cure the underlying Factor VIII deficiency. Because of this, individuals with hemophilia A
require Factor VIII replacement therapy for the duration of their lives. Continuous treatment is
expensive and requires the individual to maintain strict compliance, as missing only a few

prophylactic doses can have serious consequences for individuals with severe hemophilia A.

[0007] Second, because Factor VIII has a relatively short half-life in vivo, conventional
prophylactic Factor VIII replacement therapy requires administration every second or third day.
This places a burden on the individual to maintain compliance throughout their life. While third
generation “long-acting” Factor VIII drugs may reduce the frequency of administration,
prophylactic Factor FVIII replacement therapy with these drugs still requires monthly, weekly,
or more frequent administration in perpetuity. For example, prophylactic treatment with
ELOCTATE™ [Antihemophilic Factor (Recombinant), Fc¢ Fusion Protein] requires
administration every three to five days (ELOCTATE™ Prescribing Information, Biogen Idec
Inc., (2015)). Moreover, the long-term effects of chemically modified biologics (e.g., pegylated
polypeptides) are not yet fully understood.

[0008] Third, between 15% and 30% of all individuals receiving Factor VIII replacement
therapy form anti-Factor VIII inhibitor antibodies, rendering the therapy inefficient. Factor VIII
bypass therapy (e.g., administration of plasma-derived or recombinantly-produced prothrombin
complex concentrates) can be used to treat hemophilia in individuals that form inhibitor
antibodies. However, Factor VIII bypass therapy is less effective than Factor VIII replacement
therapy (Mannucci P.M., J Thromb Haemost., 1(7):1349-55 (2003)) and may be associated with
an increased risk of cardiovascular complication (Luu and Ewenstein, Haemophilia, 10 Suppl.

2:10-16 (2004)).
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[0009] Somatic gene therapy holds great promise for the treatment of hemophilia A because it
would remedy the underlying under-expression functional Factor VIII activity (e.g., due to
missense or nonsense mutations), rather than provide a one-time dose of Factor VIII activity to
the individual. Because of this difference in the mechanism of action, as compared to
Factor VIII replacement therapy, one-time administration of a Factor VIII gene therapy vector
may provide an individual with Factor VIII for several years, reducing the cost of treatment and

eliminating the need for continued patient compliance.

[0010] Coagulation Factor IX (FIX) gene therapy has been used effectively to treat individuals
with hemophilia B, a related blood coagulation condition characterized by diminished Factor IX
activity (Manno C.S,, et al., Nat Med., 12(3):342-47 (2006)). However, Factor VIII gene therapy
presents several unique challenges. For example, the full-length, wild-type Factor VIII
polypeptide (2351 amino acids; UniProt accession number P00451) is five times larger than the
full-length, wild-type Factor IX polypeptide (461 amino acids; UniProt accession number
P00740). As such, the coding sequence of wild-type Factor VIII is 7053 base pairs, which is too
large to be packaged in conventional AAV gene therapy vectors. Further, reported recombinant
expression of B-domain deleted variants of Factor VIII (BDD-FVIII) has been poor. As such,
several groups have attempted to alter the codon usage of BDD-FVIII constructs, with limited

SUCCESS.

BRIEF SUMMARY OF DISCLOSURE

[0011] Accordingly, there is a need for Factor VIII variants whose coding sequences are more
efficiently packaged into, and delivered via, gene therapy vectors. There is also a need for
synthetic, codon-altered nucleic acids which express Factor VIII more efficiently. Such Factor
VIII variants and codon-altered nucleic acids allow for improved treatment of Factor VIII
deficiencies (e.g., hemophilia A). The above deficiencies and other problems associated with the
treatment of Factor VIII deficiencies (e.g., hemophilia A) are reduced or eliminated by the

disclosed codon-altered Factor VIII variants.

[0012] In accordance with some embodiments, the present disclosure provides nucleic acids

encoding Factor VIII variants that have high sequence identity to the disclosed codon-altered

sequences of the Factor VIII heavy chain (e.g., CSO1-HC-NA, CS04-HC-NA, or CS23-HC-NA)
3
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and light chain (CSO1-LC-NA, CS04-LC-NA, or CS23-LC-NA). In some embodiments, these
nucleic acids further include a sequence encoding a linker sequence that replaces the native
Factor VIII B-domain (e.g., a linker sequences comprising a furin cleavage site), between the

sequences coding for the Factor VIII heavy and light chains.

[0013] In one aspect, the disclosure provides a polynucleotide including a nucleotide sequence
encoding a Factor VIII polypeptide. The Factor VIII polypeptide includes a light chain, a heavy
chain, and a polypeptide linker joining the C-terminus of the heavy chain to the N-terminus of
the light chain. The heavy chain of the Factor VIII polypeptide is encoded by a first nucleotide
sequence having at least 95% identity to CS04-HC-NA (SEQ ID NO: 3). The light chain of the
Factor FVIII polypeptide is encoded by a second nucleotide sequence having at least 95%
identity to CS04-LC-NA (SEQ ID NO: 4). The polypeptide linker comprises a furin cleavage

site.

[0014] In one embodiment of the polynucleotides described above, the polypeptide linker is
encoded by a third nucleotide sequence having at least 95% identity to BDLOO04 (SEQ ID NO:
6).

[0015] In one aspect, the disclosure provides a polynucleotide including a nucleotide sequence
encoding a Factor VIII polypeptide. The Factor VIII polypeptide includes a light chain, a heavy
chain, and a polypeptide linker joining the C-terminus of the heavy chain to the N-terminus of
the light chain. The heavy chain of the Factor VIII polypeptide is encoded by a first nucleotide
sequence having at least 95% identity to CSOI-HC-NA (SEQ ID NO: 24). The light chain of the
Factor FVIII polypeptide is encoded by a second nucleotide sequence having at least 95%
identity to CSO1-LC-NA (SEQ ID NO: 25). The polypeptide linker comprises a furin cleavage

site.

[0016] In one embodiment of the polynucleotides described above, the polypeptide linker is
encoded by a third nucleotide sequence having at least 95% identity to BDLOO1 (SEQ ID NO:

5).

[0017] In one aspect, the disclosure provides a polynucleotide including a nucleotide sequence

encoding a Factor VIII polypeptide. The Factor VIII polypeptide includes a light chain, a heavy
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chain, and a polypeptide linker joining the C-terminus of the heavy chain to the N-terminus of
the light chain. The heavy chain of the Factor VIII polypeptide is encoded by a first nucleotide
sequence having at least 95% identity to CS23-HC-NA (SEQ ID NO: 22). The light chain of the
Factor FVIII polypeptide is encoded by a second nucleotide sequence having at least 95%
identity to CS23-LC-NA (SEQ ID NO: 23). The polypeptide linker comprises a furin cleavage

site.

[0018] In one embodiment of the polynucleotides described above, the polypeptide linker is
encoded by a third nucleotide sequence having at least 95% identity to BDLO23 (SEQ ID NO:
7).

[0019] In one embodiment of the polynucleotides described above, the first nucleotide sequence
encoding the heavy chain of the Factor VIII polypeptide has at least 96% identity to the
respective heavy chain sequence (e.g., CS04-HC-NA (SEQ ID NO: 3), CS01-HC-NA (SEQ ID
NO: 24), or CS23-HC-NA (SEQ ID NO: 22)), and the second nucleotide sequence encoding the
light chain of the Factor FVIII polypeptide has at least 96% identity to the respective light chain
sequence (e.g., CS04-LC-NA (SEQ ID NO: 4), CS01-LC-NA (SEQ ID NO: 25), or CS23-LC-
NA (SEQ ID NO: 23)).

[0020] In one embodiment of the polynucleotides described above, the first nucleotide sequence
encoding the heavy chain of the Factor VIII polypeptide has at least 97% identity to the
respective heavy chain sequence (e.g., CS04-HC-NA (SEQ ID NO: 3), CS01-HC-NA (SEQ ID
NO: 24), or CS23-HC-NA (SEQ ID NO: 22)), and the second nucleotide sequence encoding the
light chain of the Factor FVIII polypeptide has at least 97% identity to the respective light chain
sequence (e.g., CS04-LC-NA (SEQ ID NO: 4), CS01-LC-NA (SEQ ID NO: 25), or CS23-LC-
NA (SEQ ID NO: 23)).

[0021] In one embodiment of the polynucleotides described above, the first nucleotide sequence
encoding the heavy chain of the Factor VIII polypeptide has at least 98% identity to the
respective heavy chain sequence (e.g., CS04-HC-NA (SEQ ID NO: 3), CS01-HC-NA (SEQ ID
NO: 24), or CS23-HC-NA (SEQ ID NO: 22)), and the second nucleotide sequence encoding the
light chain of the Factor FVIII polypeptide has at least 98% identity to the respective light chain
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sequence (e.g., CS04-LC-NA (SEQ ID NO: 4), CS01-LC-NA (SEQ ID NO: 25), or CS23-LC-
NA (SEQ ID NO: 23)).

[0022] In one embodiment of the polynucleotides described above, the first nucleotide sequence
encoding the heavy chain of the Factor VIII polypeptide has at least 99% identity to the
respective heavy chain sequence (e.g., CS04-HC-NA (SEQ ID NO: 3), CS01-HC-NA (SEQ ID
NO: 24), or CS23-HC-NA (SEQ ID NO: 22)), and the second nucleotide sequence encoding the
light chain of the Factor FVIII polypeptide has at least 99% identity to the respective light chain
sequence (e.g., CS04-LC-NA (SEQ ID NO: 4), CS01-LC-NA (SEQ ID NO: 25), or CS23-LC-
NA (SEQ ID NO: 23)).

[0023] In one embodiment of the polynucleotides described above, the first nucleotide sequence
encoding the heavy chain of the Factor VIII polypeptide has at least 99.5% identity to the
respective heavy chain sequence (e.g., CS04-HC-NA (SEQ ID NO: 3), CS01-HC-NA (SEQ ID
NO: 24), or CS23-HC-NA (SEQ ID NO: 22)), and the second nucleotide sequence encoding the
light chain of the Factor FVIII polypeptide has at least 99.5% identity to the respective light
chain sequence (e.g., CS04-LC-NA (SEQ ID NO: 4), CS01-LC-NA (SEQ ID NO: 25), or CS23-
LC-NA (SEQ ID NO: 23)).

[0024] In one embodiment of the polynucleotides described above, the first nucleotide sequence
encoding the heavy chain of the Factor VIII polypeptide has at least 99.9% identity to the
respective heavy chain sequence (e.g., CS04-HC-NA (SEQ ID NO: 3), CS01-HC-NA (SEQ ID
NO: 24), or CS23-HC-NA (SEQ ID NO: 22)), and the second nucleotide sequence encoding the
light chain of the Factor FVIII polypeptide has at least 99.9% identity to the respective light
chain sequence (e.g., CS04-LC-NA (SEQ ID NO: 4), CS01-LC-NA (SEQ ID NO: 25), or CS23-
LC-NA (SEQ ID NO: 23)).

[0025] In one embodiment of the polynucleotides described above, the first nucleotide sequence
encoding the heavy chain of the Factor VIII polypeptide is CS04-HC-NA (SEQ ID NO: 3), and
the second nucleotide sequence encoding the light chain of the Factor FVIII polypeptide is
CS04-LC-NA (SEQ ID NO: 4).
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[0026] In one embodiment of the polynucleotides described above, the first nucleotide sequence
encoding the heavy chain of the Factor VIII polypeptide is CSO1-HC-NA (SEQ ID NO: 24), and
the second nucleotide sequence encoding the light chain of the Factor FVIII polypeptide is
CS01-LC-NA (SEQ ID NO: 25).

[0027] In one embodiment of the polynucleotides described above, the first nucleotide sequence
encoding the heavy chain of the Factor VIII polypeptide is CS23-HC-NA (SEQ ID NO: 22), and
the second nucleotide sequence encoding the light chain of the Factor FVIII polypeptide is
CS23-LC-NA (SEQ ID NO: 23).

[0028] In one aspect, the disclosure provides a polynucleotide comprising a nucleotide sequence
having at least 95% identity to CS04-FL-NA, wherein the polynucleotide encodes a Factor VIII
polypeptide.

[0029] In one aspect, the disclosure provides a polynucleotide comprising a nucleotide sequence
having at least 95% identity to CSO1-FL-NA, wherein the polynucleotide encodes a Factor VIII
polypeptide.

[0030] In one aspect, the disclosure provides a polynucleotide comprising a nucleotide sequence
having at least 95% identity to CS23-FL-NA, wherein the polynucleotide encodes a Factor VIII
polypeptide.

[0031] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 96% identity to the respective full-length polynucleotide sequence (e.g., CSO04-FL-NA
(SEQ ID NO: 1), CS01-FL-NA (SEQ ID NO: 13), or CS23-FL-NA (SEQ ID NO: 20)).

[0032] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 97% identity to the respective full-length polynucleotide sequence (e.g., CS04-FL-NA
(SEQ ID NO: 1), CS01-FL-NA (SEQ ID NO: 13), or CS23-FL-NA (SEQ ID NO: 20)).

[0033] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 98% identity to the respective full-length polynucleotide sequence (e.g., CSO04-FL-NA
(SEQ ID NO: 1), CS01-FL-NA (SEQ ID NO: 13), or CS23-FL-NA (SEQ ID NO: 20)).
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[0034] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 99% identity to the respective full-length polynucleotide sequence (e.g., CS04-FL-NA
(SEQ ID NO: 1), CS01-FL-NA (SEQ ID NO: 13), or CS23-FL-NA (SEQ ID NO: 20)).

[0035] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 99.5% identity to the respective full-length polynucleotide sequence (e.g., CSO4-FL-NA
(SEQ ID NO: 1), CS01-FL-NA (SEQ ID NO: 13), or CS23-FL-NA (SEQ ID NO: 20)).

[0036] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 99.9% identity to the respective full-length polynucleotide sequence (e.g., CSO4-FL-NA
(SEQ ID NO: 1), CS01-FL-NA (SEQ ID NO: 13), or CS23-FL-NA (SEQ ID NO: 20)).

[0037] In one embodiment of the polynucleotides described above, the nucleotide sequence is

CS04-FL-NA (SEQ ID NO: 1).

[0038] In one embodiment of the polynucleotides described above, the nucleotide sequence is

CSO01-FL-NA (SEQ ID NO: 13),

[0039] In one embodiment of the polynucleotides described above, the nucleotide sequence is

CS23-FL-NA (SEQ ID NO: 20).

[0040] In one embodiment of the polynucleotides described above, the polynucleotide encodes a
Factor VIII polypeptide comprising an amino acid sequence having at least 95% identity to

CS04-FL-AA (SEQ ID NO: 2).

[0041] In one embodiment of the polynucleotides described above, the polynucleotide encodes a
Factor VIII polypeptide comprising an amino acid sequence having at least 96% identity to

CS04-FL-AA (SEQ ID NO: 2).

[0042] In one embodiment of the polynucleotides described above, the polynucleotide encodes a
Factor VIII polypeptide comprising an amino acid sequence having at least 97% identity to

CS04-FL-AA (SEQ ID NO: 2).

[0043] In one embodiment of the polynucleotides described above, the polynucleotide encodes a
Factor VIII polypeptide comprising an amino acid sequence having at least 98% identity to

CS04-FL-AA (SEQ ID NO: 2).
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[0044] In one embodiment of the polynucleotides described above, the polynucleotide encodes a
Factor VIII polypeptide comprising an amino acid sequence having at least 99% identity to

CS04-FL-AA (SEQ ID NO: 2).

[0045] In one embodiment of the polynucleotides described above, the polynucleotide encodes a
Factor VIII polypeptide comprising an amino acid sequence having at least 99.5% identity to

CS04-FL-AA (SEQ ID NO: 2).

[0046] In one embodiment of the polynucleotides described above, the polynucleotide encodes a
Factor VIII polypeptide comprising an amino acid sequence having at least 99.9% identity to

CS04-FL-AA (SEQ ID NO: 2).

[0047] In one embodiment of the polynucleotides described above, the polynucleotide encodes a

Factor VIII polypeptide comprising the amino acid sequence of CS04-FL-AA (SEQ ID NO: 2).

[0048] In one aspect, the disclosure provides a polynucleotide comprising a nucleotide sequence
having at least 95% identity to CS04-SC1-NA (SEQ ID NO: 9), wherein the polynucleotide
encodes a single-chain Factor VIII polypeptide.

[0049] In one aspect, the disclosure provides a polynucleotide comprising a nucleotide sequence
having at least 95% identity to CS04-SC2-NA (SEQ ID NO: 11), wherein the polynucleotide
encodes a single-chain Factor VIII polypeptide.

[0050] In one aspect, the disclosure provides a polynucleotide comprising a nucleotide sequence
having at least 95% identity to CS01-SC1-NA (SEQ ID NO: 26), wherein the polynucleotide
encodes a single-chain Factor VIII polypeptide.

[0051] In one aspect, the disclosure provides a polynucleotide comprising a nucleotide sequence
having at least 95% identity to CS01-SC2-NA (SEQ ID NO: 27), wherein the polynucleotide
encodes a single-chain Factor VIII polypeptide.

[0052] In one aspect, the disclosure provides a polynucleotide comprising a nucleotide sequence
having at least 95% identity to CS23-SC1-NA (SEQ ID NO: 28), wherein the polynucleotide
encodes a single-chain Factor VIII polypeptide.
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[0053] In one aspect, the disclosure provides a polynucleotide comprising a nucleotide sequence
having at least 95% identity to CS23-SC2-NA (SEQ ID NO: 29), wherein the polynucleotide
encodes a single-chain Factor VIII polypeptide.

[0054] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 96% identity to the respective full-length polynucleotide sequence (e.g., CS04-SC1-NA
(SEQ ID NO: 9), CS04-SC2-NA (SEQ ID NO: 11), CS01-SC1-NA (SEQ ID NO: 26), CS01-
SC2-NA (SEQ ID NO: 27), CS23-SC1-NA (SEQ ID NO: 28), or CS23-SC2-NA (SEQ ID NO:
29)).

[0055] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 97% identity to the respective full-length polynucleotide sequence (e.g., CS04-SC1-NA
(SEQ ID NO: 9), CS04-SC2-NA (SEQ ID NO: 11), CS01-SC1-NA (SEQ ID NO: 26), CS01-
SC2-NA (SEQ ID NO: 27), CS23-SC1-NA (SEQ ID NO: 28), or CS23-SC2-NA (SEQ ID NO:
29)).

[0056] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 98% identity to the respective full-length polynucleotide sequence (e.g., CS04-SC1-NA
(SEQ ID NO: 9), CS04-SC2-NA (SEQ ID NO: 11), CS01-SC1-NA (SEQ ID NO: 26), CS01-
SC2-NA (SEQ ID NO: 27), CS23-SC1-NA (SEQ ID NO: 28), or CS23-SC2-NA (SEQ ID NO:
29)).

[0057] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 99% identity to the respective full-length polynucleotide sequence (e.g., CS04-SC1-NA
(SEQ ID NO: 9), CS04-SC2-NA (SEQ ID NO: 11), CS01-SC1-NA (SEQ ID NO: 26), CS01-
SC2-NA (SEQ ID NO: 27), CS23-SC1-NA (SEQ ID NO: 28), or CS23-SC2-NA (SEQ ID NO:
29)).

[0058] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 99.5% identity to the respective full-length polynucleotide sequence (e.g., CS04-SC1-NA
(SEQ ID NO: 9), CS04-SC2-NA (SEQ ID NO: 11), CS01-SC1-NA (SEQ ID NO: 26), CS01-
SC2-NA (SEQ ID NO: 27), CS23-SC1-NA (SEQ ID NO: 28), or CS23-SC2-NA (SEQ ID NO:
29)).

10
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[0059] In one embodiment of the polynucleotides described above, the nucleotide sequence has

at least 99.9% identity to the respective full-length polynucleotide sequence (e.g., CS04-SC1-NA

(SEQ ID NO: 9), CS04-SC2-NA (SEQ ID NO: 11), CS01-SC1-NA (SEQ ID NO:

26), CSO1-

SC2-NA (SEQ ID NO: 27), CS23-SCI-NA (SEQ ID NO: 28), or CS23-SC2-NA (SEQ ID NO:

29)).

[0060] In one embodiment of the polynucleotides described above, the nucleotide

CS04-SC1-NA (SEQ ID NO: 9).

[0061] In one embodiment of the polynucleotides described above, the nucleotide

CS04-SC2-NA (SEQ ID NO: 11).

[0062] In one embodiment of the polynucleotides described above, the nucleotide

CS01-SC1-NA (SEQ ID NO: 26).

[0063] In one embodiment of the polynucleotides described above, the nucleotide

CS01-SC2-NA (SEQ ID NO: 27).

[0064] In one embodiment of the polynucleotides described above, the nucleotide

CS23-SC1-NA (SEQ ID NO: 28).

[0065] In one embodiment of the polynucleotides described above, the nucleotide

CS23-SC2-NA (SEQ ID NO: 29).

sequence 18

sequence 18

sequence 18

sequence 18

sequence 18

sequence 18

[0066] In one embodiment of the polynucleotides described above, the nucleotide sequence has

at least 95% identity to a sequence selected from the group consisting of CSO1-FL-NA, CSO1-
HC-NA, CSO1-LC-NA, CS04-FL-NA, CS04-HC-NA, CS04-LC-NA, CS23-FL-NA, CS23-HC-
NA, CS23-LC-NA, CSOIml1-FL-NA, CSO1m2-FL-NA, CSOIm3-FL-NA, CSO1m4-FL-NA,
CSO0Im12-FL-NA, CS01m13-FL-NA, CSO1m23-FL-NA, CSO1m24-FL-NA, CSO0Im34-FL-NA,
CS0Im123-FL-NA, CS01m234-FL-NA, CS04m1-FL-NA, CS04m2-FL-NA, CS04m3-FL-NA,
CS04m4-FL-NA, CS04m12-FL-NA, CS04m13-FL-NA, CS04m23-FL-NA, CS04m24-FL-NA,
CS04m34-FL-NA, CS04m123-FL-NA, CS04m234-FL-NA, CS23m1-FL-NA, CS23m2-FL-NA,
CS23m3-FL-NA, CS23m4-FL-NA, CS23m12-FL-NA, CS23ml13-FL-NA, CS23m23-FL-NA,
CS23m24-FL-NA, CS23m34-FL-NA, CS23m123-FL-NA, CS23m234-FL-NA, CS01-SC1-NA,

11



WO 2017/083762 PCT/US2016/061684

CS04-SCI-NA, CS23-SCI-NA, CSO0Iml1-SCI1-NA, CS0Im2-SCI1-NA, CS01m3-SCI-NA,
CSO0Im4-SCI1-NA, CSO0Im12-SC1-NA, CSO0ImI13-SC1-NA, CS01m23-SCI-NA, CS01m24-
SCI-NA, CSO0Im34-SC1-NA, CS01m123-SC1-NA, CS01m234-SC1-NA, CS04mI-SCI1-NA,
CS04m2-SC1-NA, CS04m3-SC1-NA, CS04m4-SC1-NA, CS04m12-SC1-NA, CS04m13-SCI1-
NA, (CS04m23-SC1-NA, CS04m24-SC1-NA, CS04m34-SCI-NA, CS04m123-SC1-NA,
CS04m234-SC1-NA, CS23m1-SC1-NA, CS23m2-SC1-NA, CS23m3-SCI-NA, CS23m4-SCI1-
NA, CS23ml12-SCI-NA, CS23ml13-SCI-NA, CS23m23-SCI-NA, (CS23m24-SCI-NA,
CS23m34-SC1-NA, CS23m123-SCI1-NA, CS23m234-SC1-NA, CSOI-SC2-NA, CS04-SC2-NA,
CS23-SC2-NA, CSO0ImI-SC2-NA, CS01m2-SC2-NA, CSO0Im3-SC2-NA, CSO0Im4-SC2-NA,
CSO0Im12-SC2-NA, CS01m13-SC2-NA, CS01m23-SC2-NA, CS0Im24-SC2-NA, CS01m34-
SC2-NA, CS01m123-SC2-NA, CS0Im234-SC2-NA, CS04m1-SC2-NA, CS04m2-SC2-NA,
CS04m3-SC2-NA, CS04m4-SC2-NA, CS04m12-SC2-NA, CS04m13-SC2-NA, CS04m23-SC2-
NA, CS04m24-SC2-NA, CS04m34-SC2-NA, CS04m123-SC2-NA, CS04m234-SC2-NA,
CS23m1-SC2-NA, CS23m2-SC2-NA, CS23m3-SC2-NA, CS23m4-SC2-NA, CS23m12-SC2-
NA, CS23ml13-SC2-NA, C(CS23m23-SC2-NA, (CS23m24-SC2-NA, (CS23m34-SC2-NA,
CS23m123-SC2-NA, and CS23m234-SC2-NA.

[0067] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 96% identity to a sequence selected from the group consisting of CSO1-FL-NA, CSO1-
HC-NA, CSO1-LC-NA, CS04-FL-NA, CS04-HC-NA, CS04-LC-NA, CS23-FL-NA, CS23-HC-
NA, CS23-LC-NA, CSOIml1-FL-NA, CSO1m2-FL-NA, CSOIm3-FL-NA, CSO1m4-FL-NA,
CSO0Im12-FL-NA, CS01m13-FL-NA, CSO1m23-FL-NA, CSO1m24-FL-NA, CSO0Im34-FL-NA,
CS0Im123-FL-NA, CS01m234-FL-NA, CS04m1-FL-NA, CS04m2-FL-NA, CS04m3-FL-NA,
CS04m4-FL-NA, CS04m12-FL-NA, CS04m13-FL-NA, CS04m23-FL-NA, CS04m24-FL-NA,
CS04m34-FL-NA, CS04m123-FL-NA, CS04m234-FL-NA, CS23m1-FL-NA, CS23m2-FL-NA,
CS23m3-FL-NA, CS23m4-FL-NA, CS23m12-FL-NA, CS23ml13-FL-NA, CS23m23-FL-NA,
CS23m24-FL-NA, CS23m34-FL-NA, CS23m123-FL-NA, CS23m234-FL-NA, CS01-SC1-NA,
CS04-SC1-NA, CS23-SCI-NA, CSOImI-SC1-NA, CS01m2-SCI-NA, CS01m3-SC1-NA,
CSO0Im4-SC1-NA, CSO0Im12-SC1-NA, CSO0Im13-SC1-NA, CSO01m23-SC1-NA, CS01m24-
SC1-NA, CS01m34-SC1-NA, CS0Im123-SCI-NA, CS0Im234-SCI-NA, CS04m1-SC1-NA,
CS04m2-SC1-NA, CS04m3-SCI-NA, CS04m4-SC1-NA, CS04m12-SCI1-NA, CS04m13-SC1-
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NA, CS04m23-SC1-NA, CS04m24-SCI-NA, CS04m34-SCI1-NA, CS04m123-SC1-NA,
CS04m234-SC1-NA, CS23m1-SC1-NA, CS23m2-SC1-NA, CS23m3-SC1-NA, CS23m4-SC1-
NA, CS23m12-SCI-NA, CS23m13-SCI-NA, CS23m23-SCI1-NA, CS23m24-SC1-NA,
CS23m34-SC1-NA, CS23m123-SC1-NA, CS23m234-SC1-NA, CS01-SC2-NA, CS04-SC2-NA,
CS23-SC2-NA, CS01m1-SC2-NA, CS01m2-SC2-NA, CS01m3-SC2-NA, CS01m4-SC2-NA,
CS01m12-SC2-NA, CS0Im13-SC2-NA, CS01m23-SC2-NA, CS01m24-SC2-NA, CS01m34-
SC2-NA, CS01m123-SC2-NA, CS01m?234-SC2-NA, CS04m1-SC2-NA, CS04m2-SC2-NA,
CS04m3-SC2-NA, CS04m4-SC2-NA, CS04m12-SC2-NA, CS04m13-SC2-NA, CS04m23-SC2-
NA, CS04m24-SC2-NA, CS04m34-SC2-NA, CS04m123-SC2-NA, CS04m234-SC2-NA,
CS23m1-SC2-NA, CS23m2-SC2-NA, CS23m3-SC2-NA, CS23m4-SC2-NA, CS23m12-SC2-
NA, CS23m13-SC2-NA, CS23m23-SC2-NA, (CS23m24-SC2-NA, CS23m34-SC2-NA,
CS23m123-SC2-NA, and CS23m234-SC2-NA.

[0068] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 97% identity to a sequence selected from the group consisting of CSO1-FL-NA, CSO1-
HC-NA, CSO1-LC-NA, CS04-FL-NA, CS04-HC-NA, CS04-LC-NA, CS23-FL-NA, CS23-HC-
NA, CS23-LC-NA, CSOIml1-FL-NA, CSO1m2-FL-NA, CSOIm3-FL-NA, CSO1m4-FL-NA,
CSO0Im12-FL-NA, CS01m13-FL-NA, CSO1m23-FL-NA, CSO1m24-FL-NA, CSO0Im34-FL-NA,
CS0Im123-FL-NA, CS01m234-FL-NA, CS04m1-FL-NA, CS04m2-FL-NA, CS04m3-FL-NA,
CS04m4-FL-NA, CS04m12-FL-NA, CS04m13-FL-NA, CS04m23-FL-NA, CS04m24-FL-NA,
CS04m34-FL-NA, CS04m123-FL-NA, CS04m234-FL-NA, CS23m1-FL-NA, CS23m2-FL-NA,
CS23m3-FL-NA, CS23m4-FL-NA, CS23m12-FL-NA, CS23ml13-FL-NA, CS23m23-FL-NA,
CS23m24-FL-NA, CS23m34-FL-NA, CS23m123-FL-NA, CS23m234-FL-NA, CS01-SC1-NA,
CS04-SC1-NA, CS23-SCI-NA, CSOImI-SC1-NA, CS01m2-SCI-NA, CS01m3-SC1-NA,
CSO0Im4-SC1-NA, CSO0Im12-SC1-NA, CSO0Im13-SC1-NA, CSO01m23-SC1-NA, CS01m24-
SC1-NA, CS01m34-SC1-NA, CS0Im123-SCI-NA, CS0Im234-SCI-NA, CS04m1-SC1-NA,
CS04m2-SC1-NA, CS04m3-SCI-NA, CS04m4-SC1-NA, CS04m12-SCI1-NA, CS04m13-SC1-
NA, CS04m23-SCI-NA, CS04m24-SC1-NA, CS04m34-SC1-NA, CS04m123-SC1-NA,
CS04m234-SCI-NA, CS23m1-SC1-NA, CS23m2-SC1-NA, CS23m3-SCI1-NA, CS23m4-SC1-
NA, CS23m12-SC1-NA, CS23ml13-SC1-NA, CS23m23-SCI1-NA, CS23m24-SC1-NA,
CS23m34-SCI1-NA, CS23m123-SC1-NA, CS23m234-SC1-NA, CS01-SC2-NA, CS04-SC2-NA,
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CS23-SC2-NA, CSO0ImI-SC2-NA, CS01m2-SC2-NA, CSO0Im3-SC2-NA, CSO0Im4-SC2-NA,
CSO0Im12-SC2-NA, CS01m13-SC2-NA, CS01m23-SC2-NA, CS0Im24-SC2-NA, CS01m34-
SC2-NA, CS01m123-SC2-NA, CS0Im234-SC2-NA, CS04m1-SC2-NA, CS04m2-SC2-NA,
CS04m3-SC2-NA, CS04m4-SC2-NA, CS04m12-SC2-NA, CS04m13-SC2-NA, CS04m23-SC2-
NA, CS04m24-SC2-NA, CS04m34-SC2-NA, CS04m123-SC2-NA, CS04m234-SC2-NA,
CS23m1-SC2-NA, CS23m2-SC2-NA, CS23m3-SC2-NA, CS23m4-SC2-NA, CS23m12-SC2-
NA, CS23ml13-SC2-NA, C(CS23m23-SC2-NA, (CS23m24-SC2-NA, (CS23m34-SC2-NA,
CS23m123-SC2-NA, and CS23m234-SC2-NA.

[0069] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 98% identity to a sequence selected from the group consisting of CSO1-FL-NA, CSO1-
HC-NA, CSO1-LC-NA, CS04-FL-NA, CS04-HC-NA, CS04-LC-NA, CS23-FL-NA, CS23-HC-
NA, CS23-LC-NA, CSOIml1-FL-NA, CSO1m2-FL-NA, CSOIm3-FL-NA, CSO1m4-FL-NA,
CSO0Im12-FL-NA, CS01m13-FL-NA, CSO1m23-FL-NA, CSO1m24-FL-NA, CSO0Im34-FL-NA,
CS0Im123-FL-NA, CS01m234-FL-NA, CS04m1-FL-NA, CS04m2-FL-NA, CS04m3-FL-NA,
CS04m4-FL-NA, CS04m12-FL-NA, CS04m13-FL-NA, CS04m23-FL-NA, CS04m24-FL-NA,
CS04m34-FL-NA, CS04m123-FL-NA, CS04m234-FL-NA, CS23m1-FL-NA, CS23m2-FL-NA,
CS23m3-FL-NA, CS23m4-FL-NA, CS23m12-FL-NA, CS23ml13-FL-NA, CS23m23-FL-NA,
CS23m24-FL-NA, CS23m34-FL-NA, CS23m123-FL-NA, CS23m234-FL-NA, CS01-SC1-NA,
CS04-SC1-NA, CS23-SCI-NA, CSOImI-SC1-NA, CS01m2-SCI-NA, CS01m3-SC1-NA,
CSO0Im4-SC1-NA, CSO0Im12-SC1-NA, CSO0Im13-SC1-NA, CSO01m23-SC1-NA, CS01m24-
SC1-NA, CS01m34-SC1-NA, CS0Im123-SCI-NA, CS0Im234-SCI-NA, CS04m1-SC1-NA,
CS04m2-SC1-NA, CS04m3-SCI-NA, CS04m4-SC1-NA, CS04m12-SCI1-NA, CS04m13-SC1-
NA, CS04m23-SCI-NA, CS04m24-SC1-NA, CS04m34-SC1-NA, CS04m123-SC1-NA,
CS04m234-SCI-NA, CS23m1-SC1-NA, CS23m2-SC1-NA, CS23m3-SCI1-NA, CS23m4-SC1-
NA, CS23m12-SC1-NA, CS23ml13-SC1-NA, CS23m23-SCI1-NA, CS23m24-SC1-NA,
CS23m34-SCI1-NA, CS23m123-SC1-NA, CS23m234-SC1-NA, CS01-SC2-NA, CS04-SC2-NA,
CS23-SC2-NA, CSOIm1-SC2-NA, CS0Im2-SC2-NA, CSO01m3-SC2-NA, CS01m4-SC2-NA,
CSO0Im12-SC2-NA, CS0Im13-SC2-NA, CS0Im23-SC2-NA, CS0Im24-SC2-NA, CSO0Im34-
SC2-NA, CS0Im123-SC2-NA, CS01m234-SC2-NA, CS04m1-SC2-NA, CS04m2-SC2-NA,
CS04m3-SC2-NA, CS04m4-SC2-NA, CS04m12-SC2-NA, CS04m13-SC2-NA, CS04m23-SC2-
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NA, CS04m24-SC2-NA, CS04m34-SC2-NA, CS04m123-SC2-NA, CS04m234-SC2-NA,
CS23m1-SC2-NA, CS23m2-SC2-NA, CS23m3-SC2-NA, CS23m4-SC2-NA, CS23m12-SC2-
NA, CS23ml13-SC2-NA, C(CS23m23-SC2-NA, (CS23m24-SC2-NA, (CS23m34-SC2-NA,
CS23m123-SC2-NA, and CS23m234-SC2-NA.

[0070] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 99% identity to a sequence selected from the group consisting of CSO1-FL-NA, CSO1-
HC-NA, CSO1-LC-NA, CS04-FL-NA, CS04-HC-NA, CS04-LC-NA, CS23-FL-NA, CS23-HC-
NA, CS23-LC-NA, CSOImI1-FL-NA, CSO1m2-FL-NA, CSO1m3-FL-NA, CSO1m4-FL-NA,
CSO0Im12-FL-NA, CS01m13-FL-NA, CSO1m23-FL-NA, CSO1m24-FL-NA, CSO0Im34-FL-NA,
CS0Im123-FL-NA, CS01m234-FL-NA, CS04m1-FL-NA, CS04m2-FL-NA, CS04m3-FL-NA,
CS04m4-FL-NA, CS04m12-FL-NA, CS04m13-FL-NA, CS04m23-FL-NA, CS04m24-FL-NA,
CS04m34-FL-NA, CS04m123-FL-NA, CS04m234-FL-NA, CS23m1-FL-NA, CS23m2-FL-NA,
CS23m3-FL-NA, CS23m4-FL-NA, CS23m12-FL-NA, CS23ml13-FL-NA, CS23m23-FL-NA,
CS23m24-FL-NA, CS23m34-FL-NA, CS23m123-FL-NA, CS23m234-FL-NA, CS01-SC1-NA,
CS04-SC1-NA, CS23-SCI-NA, CSOImI-SC1-NA, CS01m2-SCI-NA, CS01m3-SC1-NA,
CSO0Im4-SC1-NA, CSO0Im12-SC1-NA, CSO0Im13-SC1-NA, CSO01m23-SC1-NA, CS01m24-
SC1-NA, CS01m34-SC1-NA, CS0Im123-SCI-NA, CS0Im234-SCI-NA, CS04m1-SC1-NA,
CS04m2-SC1-NA, CS04m3-SCI-NA, CS04m4-SC1-NA, CS04m12-SCI1-NA, CS04m13-SC1-
NA, CS04m23-SCI-NA, CS04m24-SC1-NA, CS04m34-SC1-NA, CS04m123-SC1-NA,
CS04m234-SCI-NA, CS23m1-SC1-NA, CS23m2-SC1-NA, CS23m3-SCI1-NA, CS23m4-SC1-
NA, CS23m12-SC1-NA, CS23ml13-SC1-NA, CS23m23-SCI1-NA, CS23m24-SC1-NA,
CS23m34-SC1-NA, CS23m123-SC1-NA, CS23m234-SC1-NA, CS01-SC2-NA, CS04-SC2-NA,
CS23-SC2-NA, CSOIm1-SC2-NA, CS0Im2-SC2-NA, CSO01m3-SC2-NA, CS01m4-SC2-NA,
CSO0Im12-SC2-NA, CS0Im13-SC2-NA, CS0Im23-SC2-NA, CS0Im24-SC2-NA, CSO0Im34-
SC2-NA, CS0Im123-SC2-NA, CS01m234-SC2-NA, CS04m1-SC2-NA, CS04m2-SC2-NA,
CS04m3-SC2-NA, CS04m4-SC2-NA, CS04m12-SC2-NA, CS04m13-SC2-NA, CS04m23-SC2-
NA, CS04m24-SC2-NA, CS04m34-SC2-NA, CS04m123-SC2-NA, CS04m234-SC2-NA,
CS23m1-SC2-NA, CS23m2-SC2-NA, CS23m3-SC2-NA, CS23m4-SC2-NA, CS23m12-SC2-
NA, CS23m13-SC2-NA, CS23m23-SC2-NA, C(CS23m24-SC2-NA, CS23m34-SC2-NA,
CS23m123-SC2-NA, and CS23m234-SC2-NA.
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[0071] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 99.5% identity to a sequence selected from the group consisting of CSO1-FL-NA, CSO1-
HC-NA, CSO01-LC-NA, CS04-FL-NA, CS04-HC-NA, CS04-LC-NA, CS23-FL-NA, CS23-HC-
NA, CS23-LC-NA, CSOIml1-FL-NA, CSOIm2-FL-NA, CSO01m3-FL-NA, CSO1m4-FL-NA,
CSO0Im12-FL-NA, CS01m13-FL-NA, CSO1m23-FL-NA, CSO1m24-FL-NA, CSO0Im34-FL-NA,
CS0Im123-FL-NA, CS01m234-FL-NA, CS04m1-FL-NA, CS04m2-FL-NA, CS04m3-FL-NA,
CS04m4-FL-NA, CS04m12-FL-NA, CS04m13-FL-NA, CS04m23-FL-NA, CS04m24-FL-NA,
CS04m34-FL-NA, CS04m123-FL-NA, CS04m234-FL-NA, CS23m1-FL-NA, CS23m2-FL-NA,
CS23m3-FL-NA, CS23m4-FL-NA, CS23m12-FL-NA, CS23ml13-FL-NA, CS23m23-FL-NA,
CS23m24-FL-NA, CS23m34-FL-NA, CS23m123-FL-NA, CS23m234-FL-NA, CS01-SC1-NA,
CS04-SC1-NA, CS23-SCI-NA, CSOImI-SC1-NA, CS01m2-SCI-NA, CS01m3-SC1-NA,
CSO0Im4-SC1-NA, CSO0Im12-SC1-NA, CSO0Im13-SC1-NA, CSO01m23-SC1-NA, CS01m24-
SC1-NA, CS01m34-SC1-NA, CS0Im123-SCI-NA, CS0Im234-SCI-NA, CS04m1-SC1-NA,
CS04m2-SC1-NA, CS04m3-SCI-NA, CS04m4-SC1-NA, CS04m12-SCI1-NA, CS04m13-SC1-
NA, CS04m23-SCI-NA, CS04m24-SC1-NA, CS04m34-SC1-NA, CS04m123-SC1-NA,
CS04m234-SCI-NA, CS23m1-SC1-NA, CS23m2-SC1-NA, CS23m3-SCI1-NA, CS23m4-SC1-
NA, CS23m12-SC1-NA, CS23ml13-SC1-NA, CS23m23-SCI1-NA, CS23m24-SC1-NA,
CS23m34-SCI1-NA, CS23m123-SC1-NA, CS23m234-SC1-NA, CS01-SC2-NA, CS04-SC2-NA,
CS23-SC2-NA, CSOIm1-SC2-NA, CS0Im2-SC2-NA, CSO01m3-SC2-NA, CS01m4-SC2-NA,
CSO0Im12-SC2-NA, CS0Im13-SC2-NA, CS0Im23-SC2-NA, CS0Im24-SC2-NA, CSO0Im34-
SC2-NA, CS0Im123-SC2-NA, CS01m234-SC2-NA, CS04m1-SC2-NA, CS04m2-SC2-NA,
CS04m3-SC2-NA, CS04m4-SC2-NA, CS04m12-SC2-NA, CS04m13-SC2-NA, CS04m23-SC2-
NA, CS04m24-SC2-NA, CS04m34-SC2-NA, CS04m123-SC2-NA, CS04m234-SC2-NA,
CS23m1-SC2-NA, CS23m2-SC2-NA, CS23m3-SC2-NA, CS23m4-SC2-NA, CS23m12-SC2-
NA, CS23m13-SC2-NA, CS23m23-SC2-NA, C(CS23m24-SC2-NA, CS23m34-SC2-NA,
CS23m123-SC2-NA, and CS23m234-SC2-NA.

[0072] In one embodiment of the polynucleotides described above, the nucleotide sequence has
at least 99.5% identity to a sequence selected from the group consisting of CSO1-FL-NA, CSO1-
HC-NA, CSO01-LC-NA, CS04-FL-NA, CS04-HC-NA, CS04-LC-NA, CS23-FL-NA, CS23-HC-
NA, CS23-LC-NA, CSOIml1-FL-NA, CSOIm2-FL-NA, CSO01m3-FL-NA, CSO1m4-FL-NA,
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CS01m12-FL-NA, CS01m13-FL-NA, CS01m23-FL-NA, CS01m24-FL-NA, CS01m34-FL-NA,
CS01m123-FL-NA, CS01m234-FL-NA, CS04m1-FL-NA, CS04m2-FL-NA, CS04m3-FL-NA,
CS04m4-FL-NA, CS04m12-FL-NA, CS04m13-FL-NA, CS04m23-FL-NA, CS04m24-FL-NA,
CS04m34-FL-NA, CS04m123-FL-NA, CS04m?234-FL-NA, CS23m1-FL-NA, CS23m2-FL-NA,
CS23m3-FL-NA, CS23m4-FL-NA, CS23m12-FL-NA, CS23m13-FL-NA, CS23m23-FL-NA,
CS23m24-FL-NA, CS23m34-FL-NA, CS23m123-FL-NA, CS23m234-FL-NA, CS01-SC1-NA,
CS04-SC1-NA, CS23-SC1-NA, CSO01m1-SCI-NA, CS01m2-SCI-NA, CS01m3-SCI-NA,
CS01m4-SC1-NA, CS01m12-SC1-NA, CS01m13-SCI-NA, CS01m23-SC1-NA, CS01m24-
SC1-NA, CS01m34-SC1-NA, CS01m123-SC1-NA, CS01m234-SC1-NA, CS04m1-SC1-NA,
CS04m2-SC1-NA, CS04m3-SC1-NA, CS04m4-SC1-NA, CS04m12-SC1-NA, CS04m13-SC1-
NA, CS04m23-SC1-NA, CS04m24-SCI-NA, CS04m34-SCI1-NA, CS04m123-SC1-NA,
CS04m234-SC1-NA, CS23m1-SC1-NA, CS23m2-SC1-NA, CS23m3-SC1-NA, CS23m4-SC1-
NA, CS23m12-SCI-NA, CS23m13-SCI-NA, CS23m23-SCI1-NA, CS23m24-SC1-NA,
CS23m34-SC1-NA, CS23m123-SC1-NA, CS23m234-SC1-NA, CS01-SC2-NA, CS04-SC2-NA,
CS23-SC2-NA, CS01m1-SC2-NA, CS01m2-SC2-NA, CS01m3-SC2-NA, CS01m4-SC2-NA,
CS01m12-SC2-NA, CS0Im13-SC2-NA, CS01m23-SC2-NA, CS01m24-SC2-NA, CS01m34-
SC2-NA, CS01m123-SC2-NA, CS01m?234-SC2-NA, CS04m1-SC2-NA, CS04m2-SC2-NA,
CS04m3-SC2-NA, CS04m4-SC2-NA, CS04m12-SC2-NA, CS04m13-SC2-NA, CS04m23-SC2-
NA, CS04m24-SC2-NA, CS04m34-SC2-NA, CS04m123-SC2-NA, CS04m234-SC2-NA,
CS23m1-SC2-NA, CS23m2-SC2-NA, CS23m3-SC2-NA, CS23m4-SC2-NA, CS23m12-SC2-
NA, CS23m13-SC2-NA, CS23m23-SC2-NA, (CS23m24-SC2-NA, CS23m34-SC2-NA,
CS23m123-SC2-NA, and CS23m234-SC2-NA.

[0073] In one embodiment of the polynucleotides described above, the nucleotide sequence is
selected from the group consisting of CSO1-FL-NA, CS01-HC-NA, CSO01-LC-NA, CS04-FL-
NA, CS04-HC-NA, CS04-LC-NA, CS23-FL-NA, CS23-HC-NA, CS23-LC-NA, CS01m1-FL-
NA, CSO1m2-FL-NA, CSOIm3-FL-NA, CSO01m4-FL-NA, CSO0Im12-FL-NA, CSOIm13-FL-
NA, CS01m23-FL-NA, CSO01m24-FL-NA, CSO0Im34-FL-NA, CS01m123-FL-NA, CS01m234-
FL-NA, CS04m1-FL-NA, CS04m2-FL-NA, CS04m3-FL-NA, CS04m4-FL-NA, CS04m12-FL-
NA, CS04m13-FL-NA, CS04m23-FL-NA, CS04m24-FL-NA, CS04m34-FL-NA, CS04m123-
FL-NA, CS04m234-FL-NA, CS23m1-FL-NA, CS23m2-FL-NA, CS23m3-FL-NA, CS23m4-FL-
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NA, CS23m12-FL-NA, CS23m13-FL-NA, CS23m23-FL-NA, CS23m24-FL-NA, CS23m34-FL-
NA, CS23m123-FL-NA, CS23m234-FL-NA, CS01-SC1-NA, CS04-SC1-NA, CS23-SC1-NA,
CS01m1-SC1-NA, CS01m2-SC1-NA, CS01m3-SC1-NA, CS01m4-SC1-NA, CS01m12-SCl-
NA, CS01m13-SCI-NA, CS01m23-SCI1-NA, CS01m24-SC1-NA, CS01m34-SCI1-NA,
CS01m123-SC1-NA, CS01m234-SC1-NA, CS04m1-SCI-NA, CS04m2-SCI-NA, CS04m3-
SC1-NA, CS04m4-SCI1-NA, CS04m12-SCI-NA, CS04m13-SCI-NA, CS04m23-SC1-NA,
CS04m24-SC1-NA, CS04m34-SC1-NA, CS04m123-SC1-NA, CS04m234-SC1-NA, CS23m1-
SCI-NA, CS23m2-SC1-NA, CS23m3-SCI-NA, CS23m4-SC1-NA, CS23m12-SC1-NA,
CS23m13-SC1-NA, CS23m23-SC1-NA, CS23m24-SC1-NA, CS23m34-SC1-NA, CS23m123-
SC1-NA, CS23m234-SC1-NA, CS01-SC2-NA, CS04-SC2-NA, CS23-SC2-NA, CS01m1-SC2-
NA, CS01m2-SC2-NA, CS01m3-SC2-NA, CS01m4-SC2-NA, CS01m12-SC2-NA, CS01m13-
SC2-NA, CS01m23-SC2-NA, CS01m24-SC2-NA, CS01m34-SC2-NA, CS01m123-SC2-NA,
CS01m234-SC2-NA, CS04m1-SC2-NA, CS04m2-SC2-NA, CS04m3-SC2-NA, CS04m4-SC2-
NA, CS04m12-SC2-NA, CS04m13-SC2-NA, (CS04m23-SC2-NA, CS04m24-SC2-NA,
CS04m34-SC2-NA, CS04m123-SC2-NA, CS04m234-SC2-NA, CS23m1-SC2-NA, CS23m2-
SC2-NA, CS23m3-SC2-NA, CS23m4-SC2-NA, CS23m12-SC2-NA, CS23m13-SC2-NA,
CS23m23-SC2-NA, CS23m24-SC2-NA, CS23m34-SC2-NA, (CS23m123-SC2-NA, and
CS23m234-SC2-NA.

[0074] In one embodiment of the polynucleotides described above, the encoded Factor VIII
polypeptide comprises a glycosylation polypeptide positioned between two consecutive amino

acids.

[0075] In one embodiment of the polynucleotides described above, the encoded polypeptide
linker includes a glycosylation peptide with an amino acid sequence having at least 92% identity
to a glycosylation peptide selected from the group consisting of NGI1-AA, NG4-AA, NG5-AA,
NG6-AA, NG7-AA, NG9-AA, NGI0-AA, NGI16-AA, NGI17-AA, NGI18-AA, NGI9-AA,
NG20-AA, NG21-AA and NGV-AA.

[0076] In one embodiment of the polynucleotides described above, the encoded polypeptide

linker comprises a glycosylation peptide with an amino acid sequence selected from the group
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consisting of NG1-AA, NG4-AA, NG5-AA, NG6-AA, NG7-AA, NG9-AA, NG10-AA, NG16-
AA, NG17-AA, NG18-AA, NG19-AA, NG20-AA, NG21-AA and NGV-AA.

[0077] In one embodiment of the polynucleotides described above, the glycosylation peptide is
encoded by a polynucleotide with a nucleotide sequence having at least 95% identity to a
sequence selected from the group consisting of NGI1-NA, NG4-NA, NG5-NA, NG6-NA, NG7-
NA, NG9-NA, NG10-NA, NG16-NA, NG17-NA, NG18-NA, NG19-NA, NG20-NA, NG21-NA
and NGV-NA.

[0078] In one embodiment of the polynucleotides described above, the glycosylation peptide is
encoded by a polynucleotide with a nucleotide sequence selected from one of NGI-NA, NG4-
NA, NG5-NA, NG6-NA, NG7-NA, NG9-NA, NGI10-NA, NG16-NA, NG17-NA, NG18-NA,
NG19-NA, NG20-NA, NG21-NA and NGV-NA.

[0079] In one embodiment of the polynucleotides described above, the polypeptide linker is
encoded by a third nucleotide sequence having at least 95% identity to a sequence selected from
the group consisting of BDLNG1-NA, BDLNG3-NA, BDLNGS5-NA, BDLNG6-NA, BDLNG9-
NA, BDLNGI0-NA, BDLNGI16-NA, BDLNGI17-NA, BDLNGI18-NA, BDLNGI19-NA,
BDLNG20-NA and BDLNG21-NA.

[0080] In one embodiment of the polynucleotides described above, the encoded Factor VIII
polypeptide includes an F328S (SPIL, F309S SPE) amino acid substitution, relative to FVIII-FL-
AA (SEQ ID NO: 19).

[0081] In one embodiment of the polynucleotides described above, the encoded Factor VIII
polypeptide includes 1105V, A127S, G151K, M166T, and L171P (SPL 186V, A108S, G132K,
M147T, and L152P, SPE, respectively) amino acid substitutions, relative to FVIII-FL-AA (SEQ
ID NO: 19).

[0082] In one embodiment of the polynucleotides described above, the encoded Factor VIII
polypeptide includes a) a deletion of amino acids AIEPR755-759, relative to FVIII-FL-AA (SEQ
ID NO: 19), and b) an insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754,
relative to FVIII-FL-AA (SEQ ID NO: 19). In some embodiments (e.g., where the encoded
FVIII molecule includes a portion of the N-terminal region of the wild-type B-domain), the
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encoded Factor VIII polypeptide also includes a deletion of amino acids SF760-761, relative to
FVIII-FL-AA (SEQ ID NO: 19).

[0083] In one embodiment of the polynucleotides described above, the encoded Factor VIII
polypeptide includes a) an F328S (SPI; F309S SPE) amino acid substitution, relative to FVIII-
FL-AA (SEQ ID NO: 19), and b) C1918G and C1922G (SPI, C1899G and C1903 SPE,
respectively) amino acid substitutions, relative to FVIII-FL-AA (SEQ ID NO: 19).

[0084] In one embodiment of the polynucleotides described above, the encoded Factor VIII
polypeptide includes a) an F328S (SPI; F309S SPE) amino acid substitution, relative to FVIII-
FL-AA (SEQ ID NO: 19), and b) 1105V, A127S, G151K, M166T, and L171P (SPL I86V,
A108S, G132K, M147T, and L152P, SPE, respectively) amino acid substitutions, relative to
FVIII-FL-AA (SEQ ID NO: 19).

[0085] In one embodiment of the polynucleotides described above, the encoded Factor VIII
polypeptide includes a) an F328S amino acid substitution, relative to FVIII-FL-AA (SEQ ID
NO: 19), b) a deletion of amino acids AIEPR755-759, relative to FVIII-FL-AA (SEQ ID NO:
19), and c¢) an insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative to
FVIII-FL-AA (SEQ ID NO: 19). In some embodiments (e.g., where the encoded FVIII molecule
includes a portion of the N-terminal region of the wild-type B-domain), the encoded Factor VIII
polypeptide also includes a deletion of amino acids SF760-761, relative to FVIII-FL-AA (SEQ
ID NO: 19).

[0086] In one embodiment of the polynucleotides described above, the encoded Factor VIII
polypeptide includes a) 1105V, A127S, G151K, M166T, and L171P amino acid substitutions,
relative to FVIII-FL-AA (SEQ ID NO: 19), b) a deletion of amino acids AIEPR755-759, relative
to FVIII-FL-AA (SEQ ID NO: 19), and ¢) an insertion of amino acids TTYVNRSL (SEQ ID
NO: 33) after N754, relative to FVIII-FL-AA (SEQ ID NO: 19). In some embodiments (e.g.,
where the encoded FVIII molecule includes a portion of the N-terminal region of the wild-type
B-domain), the encoded Factor VIII polypeptide also includes a deletion of amino acids SF760-
761, relative to FVIII-FL-AA (SEQ ID NO: 19).
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[0087] In one embodiment of the polynucleotides described above, the encoded Factor VIII
polypeptide includes a) an F328S amino acid substitution, relative to FVIII-FL-AA (SEQ ID
NO: 19), b) C1918G and C1922G amino acid substitutions, relative to FVIII-FL-AA (SEQ ID
NO: 19), and ¢) [105V, A127S, GI51K, M166T, and L171P amino acid substitutions, relative to
FVIII-FL-AA (SEQ ID NO: 19).

[0088] In one embodiment of the polynucleotides described above, the encoded Factor VIII
polypeptide includes a) an F328S amino acid substitution, relative to FVIII-FL-AA (SEQ ID
NO: 19), b) C1918G and C1922G amino acid substitutions, relative to FVIII-FL-AA (SEQ ID
NO: 19), ¢) a deletion of amino acids AIEPR755-759, relative to FVIII-FL-AA (SEQ ID NO:
19), and d) an insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative to
FVIII-FL-AA (SEQ ID NO: 19). In some embodiments (e.g., where the encoded FVIII molecule
includes a portion of the N-terminal region of the wild-type B-domain), the encoded Factor VIII
polypeptide also includes a deletion of amino acids SF760-761, relative to FVIII-FL-AA (SEQ
ID NO: 19).

[0089] In one embodiment of the polynucleotides described above, the encoded Factor VIII
polypeptide includes a) 1105V, A127S, G151K, M166T, and L171P amino acid substitutions,
relative to FVIII-FL-AA (SEQ ID NO: 19), b) an F328S amino acid substitution, relative to
FVIII-FL-AA (SEQ ID NO: 19), ¢) C1918G and C1922G amino acid substitutions, relative to
FVIII-FL-AA (SEQ ID NO: 19), d) a deletion of amino acids AIEPR755-759, relative to FVIII-
FL-AA (SEQ ID NO: 19), and e) an insertion of amino acids TTYVNRSL (SEQ ID NO: 33)
after N754, relative to FVIII-FL-AA (SEQ ID NO: 19). In some embodiments (e.g., where the
encoded FVIII molecule includes a portion of the N-terminal region of the wild-type B-domain),
the encoded Factor VIII polypeptide also includes a deletion of amino acids SF760-761, relative
to FVIII-FL-AA (SEQ ID NO: 19).

[0090] In one embodiment of the polynucleotides described above, the polynucleotide also
includes a promoter element operably linked to the polynucleotide encoding the Factor VIII

polypeptide.
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[0091] In one embodiment of the polynucleotides described above, the polynucleotide also
includes an enhancer element operably linked to the polynucleotide encoding the Factor VIII

polypeptide.

[0092] In one embodiment of the polynucleotides described above, the polynucleotide also
includes a polyadenylation element operably linked to the polynucleotide encoding the Factor

VIII polypeptide.

[0093] In one embodiment of the polynucleotides described above, the polynucleotide also
includes an intron operatively linked to the nucleotide sequence encoding the Factor VIII

polypeptide.

[0094] In one embodiment of the polynucleotides described above, the intron is positioned
between a promoter element and the translation initiation site (e.g., the first coding ATG) of the

nucleotide sequence encoding a Factor VIII polypeptide.

[0095] In another aspect, the disclosure provides a mammalian gene therapy vector including a

polynucleotide as described above.

[0096] In one embodiment of the mammalian gene therapy vector described above, the

mammalian gene therapy vector is an adeno-associated virus (AAV) vector.

[0097] In one embodiment of the mammalian gene therapy vector described above, the AAV

vector is an AAV-8 vector.

[0098] In another aspect, the disclosure provides a method for treating hemophilia A including

administering, to a patient in need thereof, a mammalian gene therapy vector as described above.

[0099] In another aspect, the disclosure provides a mammalian gene therapy vector as described

above for treating hemophilia A.

[00100] In another aspect, the disclosure provides the use of a mammalian gene therapy

vector as described above for the manufacture of a medicament for treating hemophilia A.

[00101] In another aspect, the disclosure provides a Factor VIII polypeptide including a

light chain, a heavy chain, and a polypeptide linker joining the C-terminus of the heavy chain to
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the N-terminus of the light chain. The heavy chain of the Factor VIII polypeptide has a sequence
at least 95% identical to the sequence CSO1-HC-AAm23. The light chain of the Factor VIII
polypeptide has a sequence at least 95% identical to the sequence CSOI1-LC-AAm23. The
polypeptide linker of the Factor VIII polypeptide includes a furin cleavage site. The Factor VIII
polypeptide includes 1) 1105V, A127S, G151K, M166T, and L171P amino acid substitutions, ii)
a deletion of amino acids AIEPR755-759, relative to FVIII-FL-AA (SEQ ID NO: 19), and iii) an
insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative to FVIII-FL-AA
(SEQ ID NO: 19).

[00102] In another aspect, the disclosure provides a Factor VIII polypeptide including a
light chain, a heavy chain, and a polypeptide linker joining the C-terminus of the heavy chain to
the N-terminus of the light chain. The heavy chain of the Factor VIII polypeptide has a sequence
at least 95% identical to the sequence CSO1-HC-AAm123. The light chain of the Factor VIII
polypeptide has a sequence at least 95% identical to the sequence CSO1-LC-AAm123. The
polypeptide linker of the Factor VIII polypeptide includes a furin cleavage site. The Factor VIII
polypeptide includes 1) 1105V, A127S, G151K, M166T, and L171P amino acid substitutions, ii)
a deletion of amino acids AIEPR755-759, relative to FVIII-FL-AA (SEQ ID NO: 19), iii) an
insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative to FVIII-FL-AA
(SEQ ID NO: 19), and iv) an F328S amino acid substitution.

[00103] In another aspect, the disclosure provides a Factor VIII polypeptide including a
light chain, a heavy chain, and a polypeptide linker joining the C-terminus of the heavy chain to
the N-terminus of the light chain. The heavy chain of the Factor VIII polypeptide has a sequence
at least 95% identical to the sequence CSO1-HC-AAm234. The light chain of the Factor VIII
polypeptide has a sequence at least 95% identical to the sequence CSO1-LC-AAm234. The
polypeptide linker of the Factor VIII polypeptide includes a furin cleavage site. The Factor VIII
polypeptide includes 1) 1105V, A127S, G151K, M166T, and L171P amino acid substitutions, ii)
a deletion of amino acids AIEPR755-759, relative to FVIII-FL-AA (SEQ ID NO: 19), iii) an
insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative to FVIII-FL-AA
(SEQ ID NO: 19), and iv) F328S/C1918G/C1922G amino acid substitutions.
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[00104] In one embodiment of the Factor VIII polypeptides described, the heavy chain of
the Factor VIII polypeptide has a sequence at least 96% identical to the respective heavy chain
sequence (e.g., CSO1-HC-AAm23, CSO01-HC-AAm123, or CSO1-HC-AAm234), and the light
chain of the Factor FVIII polypeptide has a sequence at least 96% identical to the respective
light chain sequence (e.g., CS01-LC-AAm23, CS01-LC-AAm123, or CSO1-LC-AAm?234).

[00105] In one embodiment of the Factor VIII polypeptides described, the heavy chain of
the Factor VIII polypeptide has a sequence at least 97% identical to the respective heavy chain
sequence (e.g., CSO1-HC-AAm23, CSO01-HC-AAm123, or CSO1-HC-AAm234), and the light
chain of the Factor FVIII polypeptide has a sequence at least 97% identical to the respective
light chain sequence (e.g., CS01-LC-AAm23, CS01-LC-AAm123, or CSO1-LC-AAm?234).

[00106] In one embodiment of the Factor VIII polypeptides described, the heavy chain of
the Factor VIII polypeptide has a sequence at least 98% identical to the respective heavy chain
sequence (e.g., CSO1-HC-AAm23, CSO01-HC-AAm123, or CSO1-HC-AAm234), and the light
chain of the Factor FVIII polypeptide has a sequence at least 98% identical to the respective
light chain sequence (e.g., CS01-LC-AAm23, CS01-LC-AAm123, or CSO1-LC-AAm?234).

[00107] In one embodiment of the Factor VIII polypeptides described, the heavy chain of
the Factor VIII polypeptide has a sequence at least 99% identical to the respective heavy chain
sequence (e.g., CSO1-HC-AAm23, CSO01-HC-AAm123, or CSO1-HC-AAm234), and the light
chain of the Factor FVIII polypeptide has a sequence at least 99% identical to the respective
light chain sequence (e.g., CS01-LC-AAm23, CS01-LC-AAm123, or CSO1-LC-AAm?234).

[00108] In one embodiment of the Factor VIII polypeptides described, the heavy chain of
the Factor VIII polypeptide has a sequence at least 99.5% identical to the respective heavy chain
sequence (e.g., CSO1-HC-AAm23, CSO01-HC-AAm123, or CSO1-HC-AAm234), and the light
chain of the Factor FVIII polypeptide has a sequence at least 99.5% identical to the respective
light chain sequence (e.g., CS01-LC-AAm23, CS01-LC-AAm123, or CSO1-LC-AAm?234).

[00109] In one embodiment of the Factor VIII polypeptides described, the heavy chain of
the Factor VIII polypeptide has a sequence identical to the respective heavy chain sequence (e.g.,

CSO1-HC-AAm23, CSO1-HC-AAm123, or CSO1-HC-AAm234), and the light chain of the
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Factor FVIII polypeptide has a sequence identical to the respective light chain sequence (e.g.,

CS01-LC-AAm23, CS01-LC-AAm123, or CSO1-LC-AAm?234).

[00110] In one embodiment of the Factor VIII polypeptides described above, the
polypeptide linker has at least 95% identity to BDL-SQ-AA (SEQ ID NO: 30).

[00111] In one embodiment of the Factor VIII polypeptides described above, the
polypeptide linker has the amino acid sequence of BDL-SQ-AA (SEQ ID NO: 30).

[00112] In one embodiment of the Factor VIII polypeptides described above, the
polypeptide linker includes a glycosylation peptide with an amino acid sequence having at least
92% identity to a glycosylation peptide selected from the group consisting of NG1-AA, NG4-
AA, NG5-AA, NG6-AA, NG7-AA, NG9-AA, NG10-AA, NG16-AA, NG17-AA, NGI18-AA,
NG19-AA, NG20-AA, NG21-AA and NGV-AA.

[00113] In one embodiment of the Factor VIII polypeptides described above, the
polypeptide linker includes a glycosylation peptide selected from the group consisting of NG1-
AA, NG4-AA, NG5-AA, NG6-AA, NG7-AA, NG9-AA, NG10-AA, NG16-AA, NG17-AA,
NG18-AA, NG19-AA, NG20-AA, NG21-AA and NGV-AA.

[00114] In one embodiment of the Factor VIII polypeptides described above, the
polypeptide linker has an amino acid sequence having at least 95% identity to a sequence
selected from the group consisting of BDLNG1-AA, BDLNG3-AA, BDLNGS5-AA, BDLNG6-
AA, BDLNG9-AA, BDLNGI0-AA, BDLNGI6-AA, BDLNGI17-AA, BDLNGI8-AA,
BDLNG19-AA, BDLNG20-AA and BDLNG21-AA.

[00115] In one embodiment of the Factor VIII polypeptides described above, the
polypeptide linker has an amino acid sequence selected from the group consisting of BDLNGTI-
AA, BDLNG3-AA, BDLNG5-AA, BDLNG6-AA, BDLNG9-AA, BDLNG10-NA, BDLNG16-
AA, BDLNGI17-AA, BDLNGI18-AA, BDLNG19-AA, BDLNG20-AA and BDLNG21-AA.

[00116] In another aspect, the disclosure provides a Factor VIII polypeptide having an
amino acid sequence with at least 95% identity to CS40-FL-AAm23 (SEQ ID NO: 104). The
Factor VIII polypeptide includes i) 1105V, A127S, G151K, M166T, and L171P amino acid

25



WO 2017/083762 PCT/US2016/061684

substitutions, ii) a deletion of amino acids AIEPR755-759, relative to FVIII-FL-AA (SEQ ID
NO: 19), and 1i1) an insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative
to FVIII-FL-AA (SEQ ID NO: 19).

[00117] In another aspect, the disclosure provides a Factor VIII polypeptide having an
amino acid sequence with at least 95% identity to CS40-FL-AAm123. The Factor VIII
polypeptide includes 1) 1105V, A127S, G151K, M166T, and L171P amino acid substitutions, ii)
a deletion of amino acids AIEPR755-759, relative to FVIII-FL-AA (SEQ ID NO: 19), iii) an
insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative to FVIII-FL-AA
(SEQ ID NO: 19), and iv) an F328S amino acid substitution.

[00118] In another aspect, the disclosure provides a Factor VIII polypeptide having an
amino acid sequence with at least 95% identity to CS40-FL-AAm234. The Factor VIII
polypeptide includes 1) 1105V, A127S, G151K, M166T, and L171P amino acid substitutions, ii)
a deletion of amino acids AIEPR755-759, relative to FVIII-FL-AA (SEQ ID NO: 19), iii) an
insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative to FVIII-FL-AA
(SEQ ID NO: 19), and iv) F328S/C1918G/C1922G amino acid substitutions.

[00119] In one embodiment of the Factor VIII polypeptides described, the Factor VIII
polypeptide has a sequence at least 96% identical to the respective full-length sequence (e.g.,

CS40-FL-AAm23 (SEQ ID NO: 104), CS40-FL-AAm123, or CS40-FL-AAm234).

[00120] In one embodiment of the Factor VIII polypeptides described, the Factor VIII
polypeptide has a sequence at least 97% identical to the respective full-length sequence (e.g.,

CS40-FL-AAm23 (SEQ ID NO: 104), CS40-FL-AAm123, or CS40-FL-AAm234).

[00121] In one embodiment of the Factor VIII polypeptides described, the Factor VIII
polypeptide has a sequence at least 98% identical to the respective full-length sequence (e.g.,

CS40-FL-AAm23 (SEQ ID NO: 104), CS40-FL-AAm123, or CS40-FL-AAm234).

[00122] In one embodiment of the Factor VIII polypeptides described, the Factor VIII
polypeptide has a sequence at least 99% identical to the respective full-length sequence (e.g.,

CS40-FL-AAm23 (SEQ ID NO: 104), CS40-FL-AAm123, or CS40-FL-AAm234).
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[00123] In one embodiment of the Factor VIII polypeptides described, the Factor VIII
polypeptide has a sequence at least 99.5% identical to the respective full-length sequence (e.g.,

CS40-FL-AAm23 (SEQ ID NO: 104), CS40-FL-AAm123, or CS40-FL-AAm234).

[00124] In one embodiment of the Factor VIII polypeptides described, the Factor VIII
polypeptide has a sequence identical to the respective full-length sequence (e.g., CS40-FL-
AAmM23 (SEQ ID NO: 104), CS40-FL-AAm123, or CS40-FL-AAm234).

BRIEF DESCRIPTION OF DRAWINGS

[00125] Figure 1 shows schematic illustrations of the wild-type and ReFacto-type human

Factor VIII protein constructs.

[00126] Figures 2A and 2B show the CS04 codon-altered nucleotide sequence (SEQ ID
NO: 1) encoding a Factor VIII variant in accordance with some embodiments (“CS04-FL-NA”

for full-length coding sequence).

[00127] Figure 3 shows the Factor VIII variant amino acid sequence (SEQ ID NO: 2)
encoded by the CS04 codon-altered nucleotide sequence in accordance with some embodiments

(“CS04-FL-AA” for full-length amino acid sequence).

[00128] Figure 4 shows the portion of the CS04 codon-altered nucleotide sequence (SEQ
ID NO: 3) encoding the heavy chain of a Factor VIII variant in accordance with some

embodiments (“CS04-HC-NA”).

[00129] Figure 5 shows the portion of the CS04 codon-altered nucleotide sequence (SEQ
ID NO: 4) encoding the light chain of a Factor VIII variant in accordance with some
embodiments (“CS04-LC-NA”).

[00130] Figure 6 shows exemplary coding sequences (SEQ ID NOS 5-7 and 36-48,
respectively, in order of appearance) for B-domain substituted linkers in accordance with some
embodiments. BDLOO1 (SEQ ID NO: 5), BDLO04 (SEQ ID NO: 6), and BDLO23 (SEQ ID
NO: 7) are the respective portions of the CSO1, CS04, and CS23 codon-altered nucleotide

sequences that encode a B-domain substituted linker, respectively.
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[00131] Figures 7A, 7B, and 7C show an AAV vector sequence (SEQ ID NO: 8)
containing an CS04 codon-altered nucleotide sequence in accordance with some embodiments

(“CS04-AV-NA”).

[00132] Figures 8A and 8B show the CSO1m!1 codon-altered nucleotide sequence (SEQ
ID NO: 49) encoding a Factor VIII variant with an F328S amino acid substitution in accordance

with some embodiments (“CSO1m1-FL-NA”).

[00133] Figures 9A and 9B show the CS04A(760-1667) (SPI, CS04A(741-1648), SPE)
codon-altered nucleotide sequence (SEQ ID NO: 9) encoding a single-chain Factor VIII variant
in accordance with some embodiments (“CS04-SC1-NA”).

[00134] Figure 10 shows the Factor VIII variant amino acid sequence (SEQ ID NO: 10)
encoded by the CSO1A(760-1667) (SPI, CSO1A(741-1648), SPE), CSO04A(760-1667) (SPI;
CS04A(741-1648), SPE), and CS23A(760-1667) (SPI, CS23A(741-1648), SPE) codon-altered
nucleotide sequences in accordance with some embodiments (“CSO01-SCI1-AA,” “CS04-SCl1-

AA,” and “CS23-SC1-AA,” respectively).

[00135] Figures 11A and 11B show the CS04A(772-1667) (SPL; CS04A (753-1648), SPE)
codon-altered nucleotide sequence (SEQ ID NO: 11) encoding a single-chain Factor VIII variant
in accordance with some embodiments (“CS04-SC2-NA”).

[00136] Figure 12 shows the Factor VIII variant amino acid sequence (SEQ ID NO: 12)
encoded by the CSO1A(772-1667) (SPI, CSO1A(753-1648), SPE), CSO04A(772-1667) (SPI,
CS04A(753-1648), SPE), and CS23A(772-1667) (SPI, CS23A(753-1648), SPE) codon-altered
nucleotide sequence in accordance with some embodiments (“CS01-SC2-AA,” “CS04-SC2-
AA,” and “CS23-SC2-AA,” respectively).

[00137] Figure 13A and 13B show amino acid and nucleotide sequences for exemplary
glycosylation peptides that are inserted into the B-domain substituted linker in accordance with
some embodiments. “NG1” or NG1-AA” is the code for the amino acid sequence, shown in the
top line. “NG1-NA” is the code for the nucleic acid sequence, shown in the bottom line for each

set. Figure 13A and 13B disclose the amino acid sequences as SEQ ID NOS 51, 53, 55, 57, 59,
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61, 63, 65, 67, 69, 71, 73, and 75, and the nucleotide sequences as SEQ ID NOS 50, 52, 54, 56,
58, 60, 62, 64, 66, 68, 70, 72, and 74, all respectively, in order of appearance.

[00138] Figure 14 shows the results of in silico prediction of in vivo N-glycosylation of
the wild-type Factor VIII B-domain. Figure discloses SEQ ID NOS 76 and 76-82, respectively,

in order of appearance.

[00139] Figure 15 shows the results of in silico prediction of in vivo N-glycosylation of
the V3 peptide linker. Figure discloses SEQ ID NOS 83 and 83-89, respectively, in order of

appearance.

[00140] Figures 16A and 16B show the CSO1 codon-altered nucleotide sequence (SEQ ID
NO: 13) encoding a Factor VIII variant in accordance with some embodiments (“CSO1-FL-

NA”).

[00141] Figures 17A and 17B show the CS08 codon-altered nucleotide sequence (SEQ ID
NO: 14) encoding a Factor VIII variant in accordance with some embodiments (“CSO8-FL-

NA”).

[00142] Figures 18A and 18B show the CS10 codon-altered nucleotide sequence (SEQ ID
NO: 15) encoding a Factor VIII variant in accordance with some embodiments (“CS10-FL-

NA”).

[00143] Figures 19A and 19B show the CS11 codon-altered nucleotide sequence (SEQ ID
NO: 16) encoding a Factor VIII variant in accordance with some embodiments (“CS11-FL-

NA”).

[00144] Figures 20A and 20B show the CS40 wild-type ReFacto coding sequence (SEQ
ID NO: 17), in accordance with some embodiments (“CS40-FL-NA”).

[00145] Figures 21A and 21B show the CH25 codon-altered nucleotide sequence (SEQ ID
NO: 18) encoding a Factor VIII variant in accordance with some embodiments (“CH25-FL-

NA”).

[00146] Figure 22 shows a wild-type human Factor VIII amino acid sequence (SEQ ID
NO: 19), in accordance with some embodiments (“FVIII-FL-AA”).
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[00147] Figure 23 illustrates the scheme for cloning the pCS40, pCS01, pCS04, pCS08,
pCS10, pCS11, and pCh25 constructs, by inserting synthetic Refacto-type BDD-FVIII DNA

sequences into the vector backbone pCh-BBO01 via Ascl and NotlI restriction sites.

[00148] Figure 24 shows the integrity of AAV vector genome preparations, as analyzed by
agarose gel electrophoresis. Lane 1, DNA marker; lane 2, vCS40; lane 3, vCSO01; lane 4, vCS04.
The AAYV vectors have all the same-sized genomes, migrating at approximately 5 kb (arrow,

right side). The scale on the left side indicates size of the DNA fragments in kilobases (kb).

[00149] Figure 25 shows the protein analysis of AAV vector preparations by PAGE and
silver staining. Lane 1, protein marker (M); lane 2, vCS40, lane 3, vCSO1; and lane 4, vCS04.
The constructs all have the same AAV8 capsids consisting of VP1, VP2, and VP3 (arrows right

side). The scale on the left side indicates size of the protein marker in kilodaltons (kDa).

[00150] Figure 26A and 26B show the CS23 codon-altered nucleotide sequence (SEQ ID
NO: 20) encoding a Factor VIII variant in accordance with some embodiments (“CS23-FL-

NA”).

[00151] Figure 27 shows the Factor VIII variant amino acid sequence (SEQ ID NO: 21)
encoded by the CS23 codon-altered nucleotide sequence in accordance with some embodiments

(“CS23-FL-AA”).

[00152] Figure 28 shows the portion of the CS23 codon-altered nucleotide sequence (SEQ
ID NO: 22) encoding the heavy chain of a Factor VIII variant in accordance with some

embodiments ("CS23-HC-NA”).

[00153] Figure 29 shows the portion of the CS23 codon-altered nucleotide sequence (SEQ
ID NO: 23) encoding the light chain of a Factor VIII variant in accordance with some
embodiments(“CS23-LC-NA”).

[00154] Figures 30A and 30B show the CSO1m13 codon-altered nucleotide sequence
(SEQ ID NO: 90) encoding a Factor VIII variant with m1 (F328S) and m3 amino acid

substitutions in accordance with some embodiments (“CSO1-FL-NA-m137).
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[00155] Figures 31A and 31B show the CS01m23 codon-altered nucleotide sequence
(SEQ ID NO: 91) encoding a Factor VIII variant with the m2 and m3 mutation sets in
accordance with some embodiments (“CS01-FL-NA-m23”).

[00156] Figures 32A and 32B show the CSO1m3 codon-altered nucleotide sequence (SEQ
ID NO: 92) encoding a Factor VIII variant with m3 amino acid substitutions in accordance with

some embodiments (“CSO1-FL-NA-m3”).

[00157] Figures 33A and 33B show the CSO1m2 codon-altered nucleotide sequence (SEQ
ID NO: 93) encoding a Factor VI wvariant with the m2 mutation set
(IT05V/A127S/G151K/M166T/L171P (SPI)) amino acid substitutions in accordance with some
embodiments (“CS01-FL-NA-m2”).

[00158] Figures 34A and 34B show the CS04m2 codon-altered nucleotide sequence (SEQ
ID NO: 94) encoding a Factor VIII variant with the m2 mutants
(IT05V/A127S/G151K/M166T/L171P (SPI)) amino acid substitutions in accordance with some
embodiments (“CS01-FL-NA-m2”).

[00159] Figures 35A and 35B show the CS04m3 codon-altered nucleotide sequence (SEQ
ID NO: 95) encoding a Factor VIII variant with m3 amino acid substitutions in accordance with

some embodiments (“CS04-FL-NA-m3”).

[00160] Figures 36A and 36B show the CS04m23 codon-altered nucleotide sequence
(SEQ ID NO: 96) encoding a Factor VII variant with the m2 mutant set
(IT05V/A127S/G151K/M166T/L171P (SPI)) and m3 amino acid substitutions in accordance
with some embodiments (“CS04-FL-NA-m23”).

[00161] Figures 37A and 37B show the CS04m1 codon-altered nucleotide sequence (SEQ
ID NO: 97) encoding a Factor VIII variant with an m1 (F328S) amino acid substitution in
accordance with some embodiments (“CS04-FL-NA-m1”).

[00162] Figures 38A and 38B show the CS04m13 codon-altered nucleotide sequence
(SEQ ID NO: 98) encoding a Factor VIII variant with m1 and m3 amino acid substitutions in
accordance with some embodiments (“CS04-FL-NA-m13”)
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[00163] Figures 39A and 39B show the CS23m13 codon-altered nucleotide sequence
(SEQ ID NO: 99) encoding a Factor VIII variant with m1 and m3 amino acid substitutions in
accordance with some embodiments (“CS23m13-FL-NA”)

[00164] Figures 40A and 40B show the CS23m3 codon-altered nucleotide sequence (SEQ
ID NO: 100) encoding a Factor VIII variant with m3 amino acid substitutions in accordance with

some embodiments (“CS23-FL-NA-m3”)

[00165] Figures 41A and 41B show the CS23m2 codon-altered nucleotide sequence (SEQ
ID NO: 101) encoding a Factor VI variant with the m2 mutant set
(IT05V/A127S/G151K/M166T/L171P amino acid substitutions) in accordance with some
embodiments (“CS23-FL-NA-m2”).

[00166] Figures 42A and 42B show the CS23m1 codon-altered nucleotide sequence (SEQ
ID NO: 102) encoding a Factor VIII variant with an m1 (F328S) amino acid substitution in

accordance with some embodiments (“CS23-FL-NA-m1”).

[00167] Figures 43A and 43B show the CS23m23 codon-altered nucleotide sequence
(SEQ ID NO: 103) encoding a Factor VIII wvariant with the m2 mutant set
(IT05V/A127S/G151K/M166T/L171P) and m3 amino acid substitutions in accordance with
some embodiments (“CS23-FL-NA-m23”).

[00168] Figure 44 depicts cloning of the pCS constructs, done by inserting synthetic
Refacto-type BDD-FVIII carrying different mutations (see inserted table) into the vector
backbone pCh-BBO1 via Ascl and Notl restriction sites.

[00169] Figure 45 depicts the protein analysis of AAV vector preparations by PAGE and
silver staining. Lane 1, protein marker (M); lane 2, vCSO1, lane 3, vCS17; lane 4, vCS19; lane 5,
vCS20; lane 6, vCS40; lane 7, vCS04; lane 8, vCS17; lane 9, vCS24 construct. The constructs
have all the same AAV8 capsids consisting of VP1, VP2 and VP3 (arrows right side). The scale

on the left side indicates size of the protein marker in kilo Daltons (kDa).

[00170] Figure 46 depicts the integrity of AAV vector genome preparations analyzed by
agarose gel electrophoresis. Lane 1, DNA marker (M), lane 2, vCS04, lane 3, vCS17; lane 4,

32



WO 2017/083762 PCT/US2016/061684

vCS20; lane 5, vCS24; lane 6, vCS16; lane 7, vCS40 construct. Vector load is 1.5E10 vg per
lane. The AAV vectors have the same-sized genomes, migrating at approximately 5 kb (arrow,

right side). The scale on the left side indicates size of the DNA fragments in kilobases (kb).

[00171] Figure 47 shows the portion of the CSO1 codon-altered nucleotide sequence (SEQ
ID NO: 24) encoding the heavy chain of a Factor VIII variant in accordance with some

embodiments (“CS01-HC-NA”).

[00172] Figure 48 shows the portion of the CSO1 codon-altered nucleotide sequence (SEQ
ID NO: 25) encoding the light chain of a Factor VIII variant in accordance with some
embodiments(“CS01-LC-NA”).

[00173] Figures 49A and 49B show the CSO1A(760-1667) (SPL; CSO1A(741-1648), SPE)
codon-altered nucleotide sequence (SEQ ID NO: 26) encoding a single-chain Factor VIII variant

in accordance with some embodiments (“CS01-SC1-NA”).

[00174] Figures 50A and 50B show the CSO1A(772-1667) (SPL; CSO1A(753-1648), SPE)
codon-altered nucleotide sequence (SEQ ID NO: 27) encoding a single-chain Factor VIII variant
in accordance with some embodiments (“CS01-SC2-NA”).

[00175] Figures 51A and 51B show the CS23A(760-1667) (SPL; CS23A(741-1648), SPE)
codon-altered nucleotide sequence (SEQ ID NO: 28) encoding a single-chain Factor VIII variant
in accordance with some embodiments (“CS23-SC1-NA”).

[00176] Figures 52A and 52B show the CS23A(772-1667) (SPL; CS23A (753-1648), SPE)
codon-altered nucleotide sequence (SEQ ID NO: 29) encoding a single-chain Factor VIII variant
in accordance with some embodiments (“CS23-SC2-NA”).

[00177] Figure 53 shows the Factor VIII variant amino acid sequence (SEQ ID NO: 104)
encoded by the CSOIm23 codon-altered nucleotide sequence in accordance with some

embodiments (“CS01m23-FL-AA”).

[00178] Figure 54 shows the Factor VIII variant amino acid sequence (SEQ ID NO: 105)
encoded by the CS04m3 codon-altered nucleotide sequence in accordance with some

embodiments (“CS01m23-FL-AA”).
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[00179] Figure 55 shows the Factor VIII variant amino acid sequence (SEQ ID NO: 106)
encoded by the CSOIm12 codon-altered nucleotide sequence in accordance with some

embodiments (“CS01m12-FL-AA”).

[00180] Figure 56 shows the Factor VIII variant amino acid sequence (SEQ ID NO: 107)
encoded by the CS04m12 codon-altered nucleotide sequence in accordance with some

embodiments (“CS04m12-FL-AA”).

[00181] Figures 57A and 57B show the CSO1mI12 codon-altered nucleotide sequence
(SEQ ID NO: 108) encoding a Factor VIII variant with m1 (F328S) and m2 amino acid

substitutions in accordance with some embodiments (“CSO1-FL-NAm12”).

[00182] Figures 57A and 57B show the CS04m12 codon-altered nucleotide sequence
(SEQ ID NO: 109) encoding a Factor VIII variant with m1 (F328S) and m2 amino acid

substitutions in accordance with some embodiments (“CS04-FL-NAm12”).

DETAILED DESCRIPTION OF DISCLOSURE

I.  Introduction

[00183] AAV-based gene therapy holds great promise for the treatment of hemophiliacs.
For hemophilia B, first clinical data are encouraging in that FIX levels of about 10% can be
maintained in at least some patients for more than 1 year. For hemophilia A however, achieving
therapeutic expression levels of 5-10% with AAV vectors remains challenging for various
reasons. First, the Factor VIII coding sequence is too large for conventional AAV-based vectors.
Second, engineered B-domain deleted or truncated Factor VIII constructs suffer from poor
expression in vivo, even when codon-optimized. Third, these B-domain deleted or truncated
Factor VIII variant constructs have short half-lives in vivo, exacerbating the effects of poor
expression. Fourth, even when expressed, FVIII is not efficiently secreted from cells, as are

other coagulation factors, such as Factor IX.

[00184] Moreover, these challenges cannot be addressed by simply administering higher
doses of the gene therapy construct. According to current knowledge, the vector dose of an

AAV-based gene therapy vector should be increased above 2x10'> vg/kg bodyweight. This is
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because at such high doses a T cell immune response is triggered, which destroys transduced
cells and, as a consequence, transgene expression is reduced or even eliminated. Therefore,
strategies to improve the expression of FVIII are needed to make FVIII gene therapy a viable

therapeutic option for hemophilia A patients.

[00185] The present disclosure relates to the discovery of codon-altered Factor VIII
variant coding sequences that solve these and other problems associated with Factor VIII gene
therapy. For example, the polynucleotides disclosed herein provide markedly improved
expression in mammalian cells, and display improved virion packaging due to stabilized packing
interactions. In some implementations, these advantages are realized by using coding sequences
for the heavy and light chains of Factor VIII with high sequence identity to the codon altered
CSO01, CS04, and CS23 constructs (e.g., with high sequence identity to one of the CSO1-HC,
CS04-HC, and CS23-HC heavy chain coding sequences and high sequence identity to one of the
CSO1-LC, CS04-LC, and CS23-LC light chain coding sequences).

[00186] In some implementations, the Factor VIII molecules encoded by the
polynucleotides described herein have been shortened by truncating, deleting, or replacing the
wild-type B-domain. As such, the polynucleotides are better suited for expressing Factor VIII
via conventional gene therapy vectors, which inefficiently express larger polypeptides, such as

the wild-type Factor VIIIL.

[00187] Advantageously, it is shown herein that the CS01, CS04, and CS23 codon-altered
Factor VIII variant coding sequences provide superior expression of a B-domain deleted Factor
VIII construct in vivo. For example, it is demonstrated in Example 2 and Example 4 that
intravenous administration of AAV-based gene therapy vectors having the CS01 (SEQ ID NO:
13), CS04 (SEQ ID NO: 1), and CS23 (SEQ ID NO: 20) coding sequence provide 18-fold, 74-
fold, and 30-fold increases in Factor VIII expression, relative to the corresponding CS40
construct encoded with the wild-type polynucleotide sequence (SEQ ID NO: 17), in Factor VIII
knock-out mice (Table 4 and Table 7).

[00188] Further, it also shown herein that the CS01 and CS04 codon-altered Factor VIII
variant coding sequences provide superior virion packaging and virus production. For example,

it is demonstrated in Example 1 that AAV vector constructs containing the CSO1 and CS04
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constructs provided 5 to 7-fold greater viral yield, relative to the corresponding CS40 construct
encoded with the wild-type polynucleotide sequence, when isolated from the same amount of

cell pellet.

[00189] Advantageously, Applicants also found that the improved Factor VIII activity
generated from the CSO1, CS04, and CS23 codon altered sequences could be further enhanced
by introducing mutations into the underlying Factor VIII polypeptide sequence. For example, as
demonstrated in Example 4, the F328S, X5, and X1 mutations, alone and in combination with
one another, further increased FVIII activity when expressed in vivo in the CSO1 or CS04 codon
altered background 2 to 7-fold, relative to the wild type, codon altered constructs (Table 7).
More strikingly, these codon altered sequences, encoding the mutant Factor VIII mutants,
provided up to 246-fold greater increase as compared to the corresponding CS40 construct

encoded with the wild-type polynucleotide sequence (Table 7).

JIR Definitions

[00190] As used herein, the following terms have the meanings ascribed to them unless

specified otherwise.

[00191] As used herein, the terms “Factor VIII” and “FVIII” are used interchangeably,
and refer to any protein with Factor VIII activity (e.g., active FVIIL, often referred to as FVIIIa)
or protein precursor (e.g., pro-protein or pre-pro-protein) of a protein with Factor VIII activity,
particularly Factor IXa cofactor activity. In an exemplary embodiment, a Factor VIII
polypeptide refers to a polypeptide that has sequences with high sequence identity (e.g., at least
70%, 75%, 80%, 85%, 90%, 95%, 99%, or more) to the heavy and light chains of a wild type
Factor VIII polypeptide. In some embodiments, the B-domain of a Factor VIII polypeptide is
deleted, truncated, or replaced with a linker polypeptide to reduce the size of the polynucleotide
encoding the Factor VIII polypeptide. In an exemplary embodiment, amino acids 20-1457 of
SEQ ID NO: 2 constitute a Factor VIII polypeptide.

[00192] Non-limiting examples of wild type Factor VIII polypeptides include human pre-
pro-Factor VIII (e.g., GenBank accession nos. AAAS52485 CAA25619, AAAS58466,
AAAS52484, AAAS52420, AAV85964, BAF82636, BAG36452, CAI41660, CAI41666,
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CAI41672, CAI43241, CAOO03404, EAW72645, AAH22513, AAH64380, AAHO98389,
AAIL1968, AAI11970, or AAB61261), corresponding pro-Factor VIII, and natural variants
thereof, porcine pre-pro-Factor VIII (e.g., UniProt accession nos. FIRZ36 or K7GSZ5),
corresponding pro-Factor VIII, and natural variants thereof;, mouse pre-pro-Factor VIII (e.g.,
GenBank accession nos. AAA37385, CAMI15581, CAM26492, or EDL29229), corresponding
pro-Factor VIII, and natural variants thereof; rat pre-pro-Factor VIII (e.g., GenBank accession
no. AAQ21580), corresponding pro-Factor VIII, and natural variants thereof; rat pre-pro-Factor
VIII; and other mammalian Factor VIII homologues (e.g., monkey, ape, hamster, guinea pig,

etc.).

[00193] As used herein, a Factor VIII polypeptide includes natural variants and artificial
constructs with Factor IX cofactor activity. As used in the present disclosure, Factor VIII
encompasses any natural variants, alternative sequences, isoforms, or mutant proteins that retain
some basal Factor IX cofactor activity (e.g., at least 5%, 10%, 25%, 50%, 75%, or more of the
corresponding wild type activity). Examples of Factor VIII amino acid variations (relative to
FVIII-FL-AA (SEQ ID NO: 19)) found in the human population include, without limitation,
S19R, R22T, Y24C, Y25C, L26P/R, E30V, W33G, Y35C/H, G41C, R48C/K, K67E/N, L69P,
E72K, D75E/V/Y, P83R, G89D/V, G92A/V, A97P, E98K, V99D, D101G/H/V, V104D, K108T,
M110V, A111T/V, H113R/Y, L117F/R, G121S, E129V, G130R, E132D, Y133C, D135G/Y,
T137A/L, S138R, E141K, D145H, V147D, Y155H, V159A, N163K, G164D/V, P165S, C172W,
S176P, S179P, VISIE/M, KI185T, DI86G/N/Y, S189L, LI9IF, G193R, L195P, C198G,
S202N/R, F214V, L217H, A219D/T, V220G, D222V, E223K, G224W, T2521, V253F, N2541,
G255V, L261P, P262L, G263S, G266F, C267Y, W274C, H275L, G278R, G280D, E284K,
V285G, E291G/K, T2941, F295L, V297A, N2991, R301C/H/L, A303E/P, 13078, S308L, F312S,
T314A/1, A315V, G323E, L326P, L327P/V, C329F, 1331V, M339T, E340K, V345A/L,
C348R/S/Y, Y365C, R391C/H/P, S392L/P, A394S, W401G, 1405F/S, E409G, W412G/R,
K4271, L431F/S, R437P/W, 1438F, G439D/S/V, Y442C, K444R, Y450D/N, T4541, F455C,
G466E, PA70L/R/T, G474E/R/V, E475K, G477V, D478N, T479R, F484C, A488G, R490G,
Y492C/H, Y492H, 1494T, P496R, G498R, R503H, G513S/V, 1522Y, K529E, W532G, P540T,
T541S, D544N, R546W, R550C/G/H, S553P, S554C/G, V556D, R560T, D561G/H/Y, 1567T,
P569R, S577F, V578A, D579A/H, N583S, Q584H/K/R, I585R/T, M586V, D588G/Y, L594Q,

37



WO 2017/083762 PCT/US2016/061684

S596P, N601D/K, R602G, S603I/R, W604C, Y605H/S, N609I, R612C, N631K/S, M6331,
S635N, N637D/I/S, Y639C, L644V, L650F, V653A/M, L659P, A663V, Q664P, F677L, M6811,
V682F, Y683C/N, T686R, F698L, M699T/V, M7011, G705V, G710W, N7131, R717L/W,
G720D/S, M721/L, A723T, L725Q, V727F, E739K, Y742C, R795G, P947R, VI012L,
E1057K, H1066Y, D1260E, K1289Q, Q1336K, N1460K, L1481P, A16108S, 11698T, Y1699C/F,
E1701K, Q1705H, R1708C/H, T1714S, R1715G, A1720V, E1723K, D1727V, Y1728C,
R1740G, K1751Q, F1762L, R1768H, G1769R, L1771P, L1775F/V, L1777P, G1779E/R,
P1780L, 11782R, D1788H, M1791T, A1798P, S1799H, R1800C/G/H, P1801A, Y1802C,
S1803Y, F1804S, L1808F, M18421, P1844S, T1845P, E1848G, A1853T/V, S1858C, K1864E,
DI1865N/Y, H1867P/R, G1869D/V, G1872E, P1873R, L1875P, VI1876L, C1877R/Y, L1882P,
R1888I, E1894G, 11901F, E1904D/K, S1907C/R, W1908L, Y1909C, A1939T/V, N1941D/S,
G1942A, M1945V, L1951F, R1960L/Q, L1963P, S1965I, M1966I/V, G1967D, S1968R,
N1971T, H1973L, G1979V, H1980P/Y, F19821, R1985Q, L1994P, Y1998C, G2000A, T2004R,
M2007I, G2013R, W2015C, R2016P/W, E2018G, G2022D, G2028R, S2030N, V2035A,
Y2036C, N2038S, 2040Y, G2045E/V, 120518, 12056N, A2058P, W2065R, P2067L, A2070V,
S2082N, S2088F, D2093G/Y, H2101D, T2105N, Q2106E/P/R, G2107S, R2109C, 12117F/S,
Q2119R, F2120C/L, Y2124C, R2135P, S2138Y, T214IN, M2143V, F2145C, N2148S,
N2157D, P2162L, R2169C/H, P2172L/Q/R, T2173A/I, H2174D, R2178C/H/L, R2182C/H/P,
M2183R/V, L2185S/W, S2192I, C2193G, P2196R, G2198V, E2200D, 12204T, I2209N,
A2211P, A2220P, P2224L, R2228G/L/P/Q, L2229F, V2242M, W2248C/S, V2251AJ/E,
M2257V, T2264A, Q2265R, F2279C/1, 12281T, D2286G, W2290L, G2304V, D2307A,
P2319L/S, R2323C/G/H/L, R2326G/L/P/Q, Q2330P, W2332R, 12336F, R2339T, G2344C/D/S,
and C2345S/Y. Factor VIII proteins also include polypeptides containing post-translational

modifications.

[00194] Generally, polynucleotides encoding Factor VIII encode for an inactive single-
chain polypeptide (e.g., a pre-pro-protein) that undergoes post-translational processing to form
an active Factor VIII protein (e.g., FVIIIa). For example, referring to Figure 1, the wild type
human Factor VIII pre-pro-protein is first cleaved to release the encoded signal peptide (not
shown), forming a first single-chain pro-protein (shown as “human wild-type FVIII). The pro-

protein is then cleaved between the B and A3 domains to form a first polypeptide that includes
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the Factor VIII heavy chain (e.g., the Al and A2 domains) and B-domain, and a second
polypeptide that includes the Factor VIII light chain (e.g., including the A3, C1, and C3
domains). The first polypeptide is further cleaved to remove the B-domain, and also to separate
the A1 and A2 domains, which remain associated with the Factor VIII light chain in the mature
Factor VIIla protein. For review of the Factor VIII maturation process, see Graw et al., Nat Rev
Genet., 6(6):488-501 (2005), the content of which is incorporated herein by reference in its

entirety for all purposes.

[00195] However, in some embodiments, the Factor VIII polypeptide is a single-chain
Factor VIII polypeptide. Single-chain Factor VIII polypeptides are engineered to remove natural
cleavage sites, and optionally remove, truncate, or replace the B-domain of Factor VIII. As such,
they are not matured by cleavage (other than cleavage of an optional signal and/or leader
peptide), and are active as a single chain. Non-limiting examples of single-chain Factor VIII
polypeptides are described in Zollner et al. (Thromb Res, 134(1):125-31 (2014)) and Donath et
al. (Biochem J., 312(1):49-55 (1995)), the disclosures of which are hereby incorporated by

reference in their entireties for all purposes.

[00196] As used herein, the terms “Factor VIII heavy chain,” or simply “heavy chain,”
refers to the aggregate of the Al and A2 domains of a Factor VIII polypeptide. In an exemplary
embodiment, amino acids 20-759 of CS04-FL-AA (SEQ ID NO: 2) constitute a Factor VIII

heavy chain.

[00197] As used herein, the term “Factor VIII light chain,” or simply “light chain,” refers
to the aggregate of the A3, C1, and C2 domains of a Factor VIII polypeptide. In an exemplary
embodiment, amino acids 774-1457 CS04-FL-AA (SEQ ID NO: 2) constitute a Factor VIII light
chain. In some embodiments, a Factor VIII light chain excludes the acidic a3 peptide, which is

released during maturation in vivo.

[00198] Generally, Factor VIII heavy and light chains are expressed as a single
polypeptide chain, e.g., along with an optional B-domain or B-domain substituted linker.
However, in some embodiments, a Factor VIII heavy chain and Factor VIII light chain are
expressed as separate polypeptide chains (e.g., co-expressed), and reconstituted to form a Factor

VIII protein (e.g., in vivo or in vitro).
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[00199] As used herein, the terms “B-domain substituted linker” and “Factor VIII linker”
are used interchangeably, and refer to truncated versions of a wild type Factor VIII B-domain
(e.g., amino acids 760-1667 of FVIII-FL-AA (SEQ ID NO: 19)) or peptides engineered to
replace the B-domain of a Factor VIII polypeptide. As used herein, a Factor VIII linker is
positioned between the C-terminus of a Factor VIII heavy chain and the N-terminus of a Factor
VIII light chain in a Factor VIII variant polypeptide in accordance with some embodiments.
Non-limiting examples of B-domain substituted linkers are disclosed in U.S. Patent Nos.
4,868,112, 5,112,950, 5,171,844, 5,543,502, 5,595,886, 5,610,278, 5,789,203, 5,972,885,
6,048,720, 6,060,447, 6,114,148, 6,228,620, 6,316,226, 6,346,513, 6,458,563, 6,924,365,
7,041,635, and 7,943,374; U.S. Patent Application Publication Nos. 2013/024960,
2015/0071883, and 2015/0158930; and PCT Publication Nos. WO 2014/064277 and WO
2014/127215, the disclosures of which are hereby incorporated by reference, in their entireties,

for all purposes.

[00200] Unless otherwise specified herein, the numbering of Factor VIII amino acids
refers to the corresponding amino acid in the full-length, wild-type human Factor VIII sequence
(FVIII-FL-AA), presented as SEQ ID NO: 19 in Figure 22. As such, when referring to an amino
acid substitution in a Factor VIII variant protein disclosed herein, the recited amino acid number
refers to the analogous (e.g., structurally or functionally equivalent) and/or homologous (e.g.,
evolutionarily conserved in the primary amino acid sequence) amino acid in the full-length, wild-
type Factor VIII sequence. For example, a T2105N amino acid substitution refers toa T to N
substitution at position 2105 of the full-length, wild-type human Factor VIII sequence (FVIII-
FL-AA; SEQ ID NO: 19), a T to N substitution at position 1211 of the Factor VIII variant
protein encoded by CS04 (CS04-FL-AA; SEQ ID NO: 2), and a T to N substitution at position
1212 of the Factor VIII variant encoded by CS04m3 (CS04m3-FL-AA; SEQ ID NO: 105).

[00201] As described herein, the Factor VIII amino acid numbering system is dependent
on whether the Factor VIII signal peptide (e.g., amino acids 1-19 of the full-length, wild-type
human Factor VIII sequence) is included. Where the signal peptide is included, the numbering is
referred to as “signal peptide inclusive” or “SPI”. Where the signal peptide is not included, the
numbering is referred to as “signal peptide exclusive” or “SPE.” For example, F328S is SPI

numbering for the same amino acid as F309S, in SPE numbering. Unless otherwise indicated, all

40



WO 2017/083762 PCT/US2016/061684

amino acid numbering refers to the corresponding amino acid in the full-length, wild-type human

Factor VIII sequence (FVIII-FL-AA), presented as SEQ ID NO: 19 in Figure 22.

[00202] As described herein, the codon-altered polynucleotides provide increased
expression of transgenic Factor VIII in vivo (e.g., when administered as part of a gene therapy
vector), as compared to the level of Factor VIII expression provided by a natively-coded Factor
VIII construct (e.g., a polynucleotide encoding the same Factor VIII construct using the wild-
type human codons). As used herein, the term “increased expression” refers to an increased
level of transgenic Factor VIII activity in the blood of an animal administered the codon-altered
polynucleotide encoding Factor VIII, as compared to the level of transgenic Factor VIII activity
in the blood of an animal administered a natively-coded Factor VIII construct. The activity
levels can be measured using any Factor VIII activity known in the art. An exemplary assay for
determining Factor VIII activity is the Technochrome FVIII assay (Technoclone, Vienna,

Austria).

[00203] In some embodiments, increased expression refers to at least 25% greater
transgenic Factor VIII activity in the blood of an animal administered the codon-altered Factor
VIII polynucleotide, as compared to the level of transgenic Factor VIII activity in the blood of an
animal administered a natively coded Factor VIII polynucleotide. In some embodiments,
increased expression refers to at least 50% greater, at least 75% greater, at least 100% greater, at
least 3-fold greater, at least 4-fold greater, at least 5-fold greater, at least 6-fold greater, at least
7-fold greater, at least 8-fold greater, at least 9-fold greater, at least 10-fold greater, at least 15-
fold greater, at least 20-fold greater, at least 25-fold greater, at least 30-fold greater, at least 40-
fold greater, at least 50-fold greater, at least 60-fold greater, at least 70-fold greater, at least 80-
fold greater, at least 90-fold greater, at least 100-fold greater, at least 125-fold greater, at least
150-fold greater, at least 175-fold greater, at least 200-fold greater, at least 225-fold greater, or at
least 250-fold greater transgenic Factor VIII activity in the blood of an animal administered the
codon-altered Factor VIII polynucleotide, as compared to the level of transgenic Factor VIII

activity in the blood of an animal administered a natively coded Factor VIII polynucleotide.

[00204] As described herein, the codon-altered polynucleotides provide increased vector

production, as compared to the level of vector production provided by a natively-coded Factor
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VIII construct (e.g., a polynucleotide encoding the same Factor VIII construct using the wild-
type human codons). As used herein, the term “increased virus production” refers to an
increased vector yield in cell culture (e.g., titer per liter culture) inoculated with the codon-
altered polynucleotide encoding Factor VIII, as compared to the vector yield in cell culture
inoculated with a natively-coded Factor VIII construct. The vector yields can be measured using
any vector titer assay known in the art. An exemplary assay for determining vector yield (e.g., of
an AAYV vector) is qPCR targeting the AAV2 inverted terminal repeats (Aurnhammer, Human
Gene Therapy Methods: Part B 23:18-28 (2012)).

[00205] In some embodiments, increased virus production refers to at least 25% greater
codon-altered vector yield, as compared to the yield of a natively-coded Factor VIII construct in
the same type of culture. In some embodiments, increased vector production refers to at least
50% greater, at least 75% greater, at least 100% greater, at least 3-fold greater, at least 4-fold
greater, at least 5-fold greater, at least 6-fold greater, at least 7-fold greater, at least 8-fold
greater, at least 9-fold greater, at least 10-fold greater, at least 15-fold greater, or at least 20-fold
greater codon-altered vector yield, as compared to the yield of a natively-coded Factor VIII

construct in the same type of culture.

[00206] As used herein, the term "hemophilia" refers to a group of disease states broadly
characterized by reduced blood clotting or coagulation. Hemophilia may refer to Type A, Type
B, or Type C hemophilia, or to the composite of all three diseases types. Type A hemophilia
(hemophilia A) is caused by a reduction or loss of factor VIII (FVIII) activity and is the most
prominent of the hemophilia subtypes. Type B hemophilia (hemophilia B) results from the loss
or reduction of factor IX (FIX) clotting function. Type C hemophilia (hemophilia C) is a
consequence of the loss or reduction in factor XI (FXI) clotting activity. Hemophilia A and B
are X-linked diseases, while hemophilia C is autosomal. Conventional treatments for hemophilia
include both prophylactic and on-demand administration of clotting factors, such as FVIIL, FIX,
including Bebulin®-VH, and FXI, as well as FEIBA-VH, desmopressin, and plasma infusions.

[00207] As used herein, the term "FVIII gene therapy" includes any therapeutic approach
of providing a nucleic acid encoding Factor VIII to a patient to relieve, diminish, or prevent the

reoccurrence of one or more symptoms (e.g., clinical factors) associated with hemophilia. The
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term encompasses administering any compound, drug, procedure, or regimen comprising a
nucleic acid encoding a Factor VIII molecule, including any modified form of Factor VIII (e.g.,
Factor VIII variant), for maintaining or improving the health of an individual with hemophilia.
One skilled in the art will appreciate that either the course of FVIII therapy or the dose of a FVIII
therapeutic agent can be changed, e.g., based upon the results obtained in accordance with the

present disclosure.

[00208] As used herein, the term "bypass therapy" includes any therapeutic approach of
providing non-Factor VIII hemostatic agents, compounds or coagulation factors to a patient to
relieve, diminish, or prevent the reoccurrence of one or more symptoms (e.g., clinical factors)
associated with hemophilia. Non-Factor VIII compounds and coagulation factors include, but
are not limited to, Factor VIII Inhibitor Bypass Activity (FEIBA), recombinant activated factor
VII (FVIla), prothrombin complex concentrates, and activated prothrombin complex
concentrates. These non-Factor VIII compounds and coagulation factors may be recombinant or
plasma-derived. One skilled in the art will appreciate that either the course of bypass therapy or
the dose of bypass therapy can be changed, e.g., based upon the results obtained in accordance

with the present disclosure.

[00209] As used herein, a “combination therapy” including administration of a nucleic
acid encoding a Factor VIII molecule and a conventional hemophilia A therapeutic agent
includes any therapeutic approach of providing both a nucleic acid encoding a Factor VIII
molecule and a Factor VIII molecule and/or non-Factor VIII hemostatic agent (e.g., bypass
therapeutic agent) to a patient to relieve, diminish, or prevent the reoccurrence of one or more
symptoms (e.g., clinical factors) associated with hemophilia. The term encompasses
administering any compound, drug, procedure, or regimen including a nucleic acid encoding a
Factor VIII molecule, including any modified form of factor VIII, which is useful for
maintaining or improving the health of an individual with hemophilia and includes any of the

therapeutic agents described herein.

[00210] The terms "therapeutically effective amount or dose" or "therapeutically sufficient
amount or dose" or "effective or sufficient amount or dose" refer to a dose that produces

therapeutic effects for which it is administered. For example, a therapeutically effective amount
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of a drug useful for treating hemophilia can be the amount that is capable of preventing or
relieving one or more symptoms associated with hemophilia. The exact dose will depend on the
purpose of the treatment, and will be ascertainable by one skilled in the art using known
techniques (see, e.g., Lieberman, Pharmaceutical Dosage Forms (vols. 1-3, 1992); Lloyd, The
Art, Science and Technology of Pharmaceutical Compounding (1999); Pickar, Dosage
Calculations (1999); and Remington: The Science and Practice of Pharmacy, 20th Edition, 2003,
Gennaro, Ed., Lippincott, Williams & Wilkins).

[00211] As used herein, the term "gene" refers to the segment of a DNA molecule that
codes for a polypeptide chain (e.g., the coding region). In some embodiments, a gene is
positioned by regions immediately preceding, following, and/or intervening the coding region
that are involved in producing the polypeptide chain (e.g., regulatory elements such as a
promoter, enhancer, polyadenylation sequence, 5’-untranslated region, 3’-untranslated region, or

intron).

[00212] As used herein, the term "regulatory elements" refers to nucleotide sequences,
such as promoters, enhancers, terminators, polyadenylation sequences, introns, etc, that provide

for the expression of a coding sequence in a cell.

[00213] As used herein, the term “promoter element” refers to a nucleotide sequence that
assists with controlling expression of a coding sequence. Generally, promoter elements are
located 5 of the translation start site of a gene. However, in certain embodiments, a promoter
element may be located within an intron sequence, or 3’ of the coding sequence. In some
embodiments, a promoter useful for a gene therapy vector is derived from the native gene of the
target protein (e.g., a Factor VIII promoter). In some embodiments, a promoter useful for a gene
therapy vector is specific for expression in a particular cell or tissue of the target organism (e.g.,
a liver-specific promoter). In yet other embodiments, one of a plurality of well characterized
promoter elements is used in a gene therapy vector described herein. Non-limiting examples of
well-characterized promoter elements include the CMV early promoter, the f-actin promoter,
and the methyl CpG binding protein 2 (MeCP2) promoter. In some embodiments, the promoter
is a constitutive promoter, which drives substantially constant expression of the target protein. In

other embodiments, the promoter is an inducible promoter, which drives expression of the target
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protein in response to a particular stimulus (e.g., exposure to a particular treatment or agent). For
a review of designing promoters for AAV-mediated gene therapy, see Gray et al. (Human Gene
Therapy 22:1143-53 (2011)), the contents of which are expressly incorporated by reference in

their entirety for all purposes.

[00214] As used herein, the term "vector" refers to any vehicle used to transfer a nucleic
acid (e.g., encoding a Factor VIII gene therapy construct) into a host cell. In some embodiments,
a vector includes a replicon, which functions to replicate the vehicle, along with the target
nucleic acid. Non-limiting examples of vectors useful for gene therapy include plasmids,
phages, cosmids, artificial chromosomes, and viruses, which function as autonomous units of
replication in vivo. In some embodiments, a vector is a viral vehicle for introducing a target
nucleic acid (e.g., a codon-altered polynucleotide encoding a Factor VIII variant). Many
modified eukaryotic viruses useful for gene therapy are known in the art. For example, adeno-
associated viruses (AAVs) are particularly well suited for use in human gene therapy because
humans are a natural host for the virus, the native viruses are not known to contribute to any

diseases, and the viruses illicit a mild immune response.

[00215] As used herein, the term “CpG island” refers to a region within a polynucleotide
having a statistically elevated density of CpG dinucleotides. As used herein, a region of a
polynucleotide (e.g., a polynucleotide encoding a codon-altered Factor VIII protein) is a CpG
island if, over a 200-base pair window: (i) the region has GC content of greater than 50%, and
(i) the ratio of observed CpG dinucleotides per expected CpG dinucleotides is at least 0.6, as
defined by the relationship:

N[CpG]+N[length of window] ~06
N[C]*N [G] -

For additional information on methods for identifying CpG islands, see Gardiner-Garden M. et
al., J Mol Biol., 196(2):261-82 (1987), the content of which is expressly incorporated herein by

reference, in its entirety, for all purposes.

[00216] As used herein, the term "nucleic acid" refers to deoxyribonucleotides or
ribonucleotides and polymers thereof in either single- or double-stranded form, and complements

thereof. The term encompasses nucleic acids containing known nucleotide analogs or modified
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backbone residues or linkages, which are synthetic, naturally occurring, and non-naturally
occurring, which have similar binding properties as the reference nucleic acid, and which are
metabolized in a manner similar to the reference nucleotides. Examples of such analogs include,
without limitation, phosphorothioates, phosphoramidates, methyl phosphonates, chiral-methyl

phosphonates, 2-O-methyl ribonucleotides, and peptide-nucleic acids (PNAs).

[00217] The term “amino acid” refers to naturally occurring and non-natural amino acids,
including amino acid analogs and amino acid mimetics that function in a manner similar to the
naturally occurring amino acids. Naturally occurring amino acids include those encoded by the
genetic code, as well as those amino acids that are later modified, e.g., hydroxyproline, y-
carboxyglutamate, and O-phosphoserine. Naturally occurring amino acids can include, e.g., D-
and L-amino acids. The amino acids used herein can also include non-natural amino acids.
Amino acid analogs refer to compounds that have the same basic chemical structure as a
naturally occurring amino acid, i.e., any carbon that is bound to a hydrogen, a carboxyl group, an
amino group, and an R group, e.g., homoserine, norleucine, methionine sulfoxide, or methionine
methyl sulfonium. Such analogs have modified R groups (e.g., norleucine) or modified peptide
backbones, but retain the same basic chemical structure as a naturally occurring amino acid.
Amino acid mimetics refer to chemical compounds that have a structure that is different from the
general chemical structure of an amino acid, but that function in a manner similar to a naturally
occurring amino acid. Amino acids may be referred to herein by either their commonly known
three letter symbols or by the one-letter symbols recommended by the [UPAC-IUB Biochemical
Nomenclature Commission. Nucleotides, likewise, may be referred to by their commonly

accepted single-letter codes.

[00218] The nucleotide sequences that encode the mutant Factor VIII constructs herein
may be identical to the coding sequence provided herein or may be a different coding sequence,
which sequence, as a result of the redundancy or degeneracy of the genetic code, encodes the
same polypeptides as the coding sequences provided herein. One of ordinary skill in the art will
recognize that each codon in a nucleic acid (except AUG, which is ordinarily the only codon for
methionine, and TGG, which is ordinarily the only codon for tryptophan) can be modified to

yield a functionally identical molecule. Accordingly, each variation of a nucleic acid which
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encodes a same polypeptide is implicit in each described sequence with respect to the expression

product, but not with respect to actual gene therapy constructs.

[00219] As to amino acid sequences, one of ordinary skill in the art will recognize that
individual substitutions, deletions or additions to a nucleic acid or peptide sequence that alters,
adds or deletes a single amino acid or a small percentage of amino acids in the encoded sequence
is a “conservatively modified variant” where the alteration results in the substitution of an amino
acid with a chemically similar amino acid. Conservative substitution tables providing
functionally similar amino acids are well known in the art. Such conservatively modified
variants are in addition to and do not exclude polymorphic variants, interspecies homologs, and

alleles of the disclosure.

[00220] Conservative amino acid substitutions providing functionally similar amino acids
are well known in the art. Dependent on the functionality of the particular amino acid, e.g.,
catalytic, structural, or sterically important amino acids, different groupings of amino acid may
be considered conservative substitutions for each other. Table 1 provides groupings of amino
acids that are considered conservative substitutions based on the charge and polarity of the amino
acid, the hydrophobicity of the amino acid, the surface exposure/structural nature of the amino

acid, and the secondary structure propensity of the amino acid.

Table 1. Groupings of conservative amino acid substitutions based on the functionality of the
residue in the protein.

Important Feature Conservative Groupings
Charge/Polarity 1.H,R,and K
2.Dand E

3.C,T,S,G,N,Q,and Y

4. A,PM,L,LV,F, and W

Hydrophobicity 1.D,E,N,Q,R and K
2.C,S,T,P,G,H,and Y

3. AMLL V, F and W
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Structural/Surface Exposure 1.D,E,N,Q,H R, and K
2.C,S,T,P,A,G,W,and Y

3M,LL V,andF

Secondary Structure Propensity 1.AJE, Q H K M L, and R
2.C, T, V,F, Y, and W

3.5,G,P,D,and N

Evolutionary Conservation 1.Dand E
2.H, K, and R
3.Nand Q

4 Sand T
5.L,Land V
6.F, Y, and W
7. Aand G

8 Mand C

[00221] The terms “identical” or percent “identity,” in the context of two or more nucleic
acids or peptide sequences, refer to two or more sequences or subsequences that are the same or
have a specified percentage of amino acid residues or nucleotides that are the same (i.e., about
60% identity, preferably 65%, 70%, 75%, 80%, 85%, 90%, 91%, 92%, 93%, 94%, 95%, 96%,
97%, 98%, 99%, or higher identity over a specified region, when compared and aligned for
maximum correspondence over a comparison window or designated region) as measured using a
BLAST or BLAST 2.0 sequence comparison algorithms with default parameters described

below, or by manual alignment and visual inspection.

[00222] As is known in the art, a number of different programs may be used to identify
whether a protein (or nucleic acid as discussed below) has sequence identity or similarity to a
known sequence. Sequence identity and/or similarity is determined using standard techniques

known in the art, including, but not limited to, the local sequence identity algorithm of Smith &
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Waterman, Adv. Appl. Math., 2:482 (1981), by the sequence identity alignment algorithm of
Needleman & Wunsch, J. Mol. Biol., 48:443 (1970), by the search for similarity method of
Pearson & Lipman, Proc. Natl. Acad. Sci. US.A., 85:2444 (1988), by computerized
implementations of these algorithms (GAP, BESTFIT, FASTA, and TFASTA in the Wisconsin
Genetics Software Package, Genetics Computer Group, 575 Science Drive, Madison, WI), the
Best Fit sequence program described by Devereux et al., Nucl. Acid Res., 12:387-395 (1984),
preferably using the default settings, or by inspection. Preferably, percent identity is calculated
by FastDB based upon the following parameters: mismatch penalty of 1; gap penalty of 1; gap
size penalty of 0.33; and joining penalty of 30, “Current Methods in Sequence Comparison and
Analysis,” Macromolecule Sequencing and Synthesis, Selected Methods and Applications, pp
127-149 (1988), Alan R. Liss, Inc, all of which are incorporated by reference.

[00223] An example of a useful algorithm is PILEUP. PILEUP creates a multiple
sequence alignment from a group of related sequences using progressive, pair wise alignments. It
may also plot a tree showing the clustering relationships used to create the alignment. PILEUP
uses a simplification of the progressive alignment method of Feng & Doolittle, J. Mol. Evol.
35:351-360 (1987); the method is similar to that described by Higgins & Sharp CABIOS 5:151-
153 (1989), both incorporated by reference. Useful PILEUP parameters including a default gap
weight of 3.00, a default gap length weight of 0.10, and weighted end gaps.

[00224] Another example of a useful algorithm is the BLAST algorithm, described in:
Altschul et al., J. Mol. Biol. 215, 403-410, (1990); Altschul et al., Nucleic Acids Res. 25:3389-
3402 (1997), and Karlin et al., Proc. Natl. Acad. Sci. U.S.A. 90:5873-5787 (1993), both
incorporated by reference. A particularly useful BLAST program is the WU-BLAST-2 program
which was obtained from Altschul et al., Methods in Enzymology, 266:460-480 (1996);,
http://blast. wustl/edu/blast/ README html]. WU-BLAST-2 uses several search parameters,
most of which are set to the default values. The adjustable parameters are set with the following
values: overlap span =1, overlap fraction = 0.125, word threshold (T) = 11. The HSP S and HSP
S2 parameters are dynamic values and are established by the program itself depending upon the
composition of the particular sequence and composition of the particular database against which
the sequence of interest is being searched, however, the values may be adjusted to increase

sensitivity.

49



WO 2017/083762 PCT/US2016/061684

[00225] An additional useful algorithm is gapped BLAST, as reported by Altschul et al ,
Nucl. Acids Res., 25:3389-3402, incorporated by reference. Gapped BLAST uses BLOSUM-62
substitution scores; threshold T parameter set to 9; the two-hit method to trigger ungapped
extensions; charges gap lengths of k a cost of 10+k; Xu set to 16, and Xg set to 40 for database
search stage and to 67 for the output stage of the algorithms. Gapped alignments are triggered by

a score corresponding to ~22 bits.

[00226] A % amino acid sequence identity value is determined by the number of matching
identical residues divided by the total number of residues of the “longer” sequence in the aligned
region. The “longer” sequence is the one having the most actual residues in the aligned region
(gaps introduced by WU-Blast-2 to maximize the alignment score are ignored). In a similar
manner, “percent (%) nucleic acid sequence identity” with respect to the coding sequence of the
polypeptides identified is defined as the percentage of nucleotide residues in a candidate
sequence that are identical with the nucleotide residues in the coding sequence of the cell cycle
protein. A preferred method utilizes the BLASTN module of WU-BLAST-2 set to the default

parameters, with overlap span and overlap fraction set to 1 and 0.125, respectively.

[00227] The alignment may include the introduction of gaps in the sequences to be
aligned. In addition, for sequences which contain either more or fewer amino acids than the
protein encoded by the sequence of Figure 2 (SEQ ID NO:1), it is understood that in one
embodiment, the percentage of sequence identity will be determined based on the number of
identical amino acids or nucleotides in relation to the total number of amino acids or nucleotides.
Thus, for example, sequence identity of sequences shorter than that shown in Figure 2 (SEQ ID
NO:1), as discussed below, will be determined using the number of nucleotides in the shorter
sequence, in one embodiment. In percent identity calculations relative weight is not assigned to

various manifestations of sequence variation, such as, insertions, deletions, substitutions, etc.

[00228] In one embodiment, only identities are scored positively (+1) and all forms of
sequence variation including gaps are assigned a value of “0”, which obviates the need for a
weighted scale or parameters as described below for sequence similarity calculations. Percent
sequence identity may be calculated, for example, by dividing the number of matching identical

residues by the total number of residues of the “shorter” sequence in the aligned region and
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multiplying by 100. The “longer” sequence is the one having the most actual residues in the

aligned region.

[00229] The term “allelic variants” refers to polymorphic forms of a gene at a particular
genetic locus, as well as cDNAs derived from mRNA transcripts of the genes, and the
polypeptides encoded by them. The term “preferred mammalian codon” refers a subset of
codons from among the set of codons encoding an amino acid that are most frequently used in
proteins expressed in mammalian cells as chosen from the following list: Gly (GGC, GGG); Glu
(GAG); Asp (GAC); Val (GTG, GTO), Ala (GCC, GCT), Ser (AGC, TCC), Lys (AAG); Asn
(AAC); Met (ATG); lle (ATC); Thr (ACC); Trp (TGG); Cys (TGC); Tyr (TAT, TAC); Leu
(CTG); Phe (TTC); Arg (CGC, AGG, AGA); GIn (CAG); His (CAC); and Pro (CCC).

[00230] As used herein, the term codon-altered refers to a polynucleotide sequence
encoding a polypeptide (e.g., a Factor VIII variant protein), where at least one codon of the
native polynucleotide encoding the polypeptide has been changed to improve a property of the
polynucleotide sequence. In some embodiments, the improved property promotes increased
transcription of mRNA coding for the polypeptide, increased stability of the mRNA (e.g,
improved mRNA half-life), increased translation of the polypeptide, and/or increased packaging
of the polynucleotide within the vector. Non-limiting examples of alterations that can be used to
achieve the improved properties include changing the usage and/or distribution of codons for
particular amino acids, adjusting global and/or local GC content, removing AT-rich sequences,
removing repeated sequence elements, adjusting global and/or local CpG dinucleotide content,
removing cryptic regulatory elements (e.g., TATA box and CCAAT box elements), removing of
intron/exon splice sites, improving regulatory sequences (e.g., introduction of a Kozak consensus
sequence), and removing sequence elements capable of forming secondary structure (e.g., stem-

loops) in the transcribed mRNA.

[00231] As discussed herein, there are various nomenclatures to refer to components of
the disclosure herein. “CS-number” (e.g. “CS04”, “CS017, “CS23”, etc.) refer to codon altered
polynucleotides encoding FVIII polypeptides and/or the encoded polypeptides, including
variants. For example, CSO1-FL refers to the Full Length codon altered CSO1 polynucleotide

sequence or amino acid sequence (sometimes referred to herein as “CSO1-FL-AA” for the
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Amino Acid sequence and “CSO1-FL-NA” for the Nucleic Acid sequence) encoded by the CSO1
polynucleotide sequence. Similarly, “CSO1-LC” refers to either the codon altered nucleic acid
sequence (“CS01-LC-NA”) encoding the light chain of a FVIII polypeptide or the amino acid
sequence (also sometimes referred to herein as “CSO1-LC-AA”) of the FVIII light chain encoded
by the CSO1 polynucleotide sequence. Likewise, CSO1-HC, CSO01-HC-AA and CSO1-HC-NA
are the same for the FVIII heavy chain. As will be appreciated by those in the art, for constructs
such as CS01, CS04, CS23, etc., that are only codon-altered (e.g. they do not contain additional
amino acid substitutions as compared to Refacto), the amino acid sequences will be identical, as
the amino acid sequences are not altered by the codon optimization. Thus, sequence constructs
of the disclosure include, but are not limited to, CSO1-FL-NA, CS01-FL-AA, CS01-LC-NA,
CSO01-LC-AA, CSO1-HC-AA, CSO01-HC-NA, CS04-FL-NA, CS04-FL-AA, CS04-LC-NA,
CS04-LC-AA, CS04-HC-AA, CS04-HC-NA, CS23-FL-NA, CS23-FL-AA, CS23-LC-NA,
CS23-LC-AA, CS23-HC-AA and CS23-HC-NA.

[00232] This nomenclature also applies to glycosylation peptides as shown in Figure 13,
such that “NGAI1-AA” refers to the amino acid sequence and NGA1-NA refers to the nucleic

acid sequence.

[00233] The disclosure also includes additional new Factor VIII variants, as described

below, with the appropriate nomenclature.

III. Codon-Altered Factor VIII Variants

[00234] In some embodiments, the present disclosure provides codon-altered
polynucleotides encoding Factor VIII variants. These codon-altered polynucleotides provide
markedly improved expression of Factor VIII when administered in an AAV-based gene therapy
construct.  The codon-altered polynucleotides also demonstrate improved AAV-virion
packaging, as compared to conventionally codon-optimized constructs. As demonstrated in
Example 2 and Example 4, Applicants have achieve these advantages through the discovery of
three codon-altered polynucleotides (CSO1-FL-NA, CS04-FL-NA, and CS23-FL-NA) encoding
a Factor VIII polypeptide with human wild-type Factor VIII heavy and light chains, and a short,
14 amino acid, B-domain substituted linker (the “SQ” linker) containing a furin cleavage site to
facilitate maturation of an active FVIIla protein in vivo. As further demonstrated in Example 4,
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incorporation of various combinations of the F328S, X5, and X1 amino acid mutations into the

encoded Factor VIII molecule further increased the in vivo expression of Factor VIII activity.

[00235] In one embodiment, a codon-altered polynucleotide provided herein has
nucleotide sequences with high sequence identity to at least the sequences within CS01, CS04, or
CS23 (SEQ ID NOS 13, 1, and 20, respectively) encoding the Factor VIII heavy chain and
Factor VIII light chains. As known in the art, the B-domain of Factor VIII is dispensable for
activity in vivo. Thus, in some embodiments, the codon-altered polynucleotides provided herein
completely lack a Factor VIII B-domain. In some embodiments, the native Factor VIII B-
domain is replaced with a short amino acid linker containing a furin cleavage site, e.g., the “SQ”
linker consisting of amino acids 760-773 of the CS01, CS04, or CS23 (SEQ ID NOS 2, 2, and
21, respectively) constructs. The “SQ” linker is also referred to as BDLOO04, (-AA for the amino

acid sequence and -NA for the nucleotide sequence shown in Figure 6).

[00236] In one embodiment, the Factor VIII heavy and light chains encoded by the codon-
altered polynucleotide are human Factor VIII heavy and light chains, respectively. In other
embodiments, the Factor VIII heavy and light chains encoded by the codon-altered
polynucleotide are heavy and light chain sequences from another mammal (e.g., porcine Factor
VII). In yet other embodiments, the Factor VIII heavy and light chains are chimeric heavy and
light chains (e.g., a combination of human and a second mammalian sequence). In yet other
embodiments, the Factor VIII heavy and light chains are humanized version of the heavy and
light chains from another mammal, e.g., heavy and light chain sequences from another mammal
in which human residues are substituted at select positions to reduce the immunogenicity of the

resulting peptide when administered to a human.

[00237] The GC content of human genes varies widely, from less than 25% to greater than
90%. However, in general, human genes with higher GC contents are expressed at higher levels.
For example, Kudla et al. (PLoS Biol., 4(6):80 (2006)) demonstrate that increasing a gene’s GC
content increases expression of the encoded polypeptide, primarily by increasing transcription
and effecting a higher steady state level of the mRNA transcript. Generally, the desired GC
content of a codon-optimized gene construct is equal or greater than 60%. However, native

AAYV genomes have GC contents of around 56%.
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[00238] Accordingly, in some embodiments, the codon-altered polynucleotides provided
herein have a CG content that more closely matches the GC content of native AAV virions (e.g.,
around 56% GC), which is lower than the preferred CG contents of polynucleotides that are
conventionally codon-optimized for expression in mammalian cells (e.g., at or above 60% GC).
As outlined in Example 1, CS04-FL-NA (SEQ ID NO: 1), which has a GC content of about 56%,
has improved virion packaging as compared to similarly codon-altered coding sequences with

higher GC content.

[00239] Thus, in some embodiments, the overall GC content of a codon-altered
polynucleotide encoding a Factor VIII polypeptide is less than 60%. In some embodiments, the
overall GC content of a codon-altered polynucleotide encoding a Factor VIII polypeptide is less
than 59%. In some embodiments, the overall GC content of a codon-altered polynucleotide
encoding a Factor VIII polypeptide is less than 58%. In some embodiments, the overall GC
content of a codon-altered polynucleotide encoding a Factor VIII polypeptide is less than 57%.
In some embodiments, the overall GC content of a codon-altered polynucleotide encoding a

Factor VIII polypeptide is no more than 56%.

[00240] In some embodiments, the overall GC content of a codon-altered polynucleotide
encoding a Factor VIII polypeptide is from 54% to 59%. In some embodiments, the overall GC
content of a codon-altered polynucleotide encoding a Factor VIII polypeptide is from 55% to
59%. In some embodiments, the overall GC content of a codon-altered polynucleotide encoding
a Factor VIII polypeptide is from 56% to 59%. In some embodiments, the overall GC content of
a codon-altered polynucleotide encoding a Factor VIII polypeptide is from 54% to 58%. In some
embodiments, the overall GC content of a codon-altered polynucleotide encoding a Factor VIII
polypeptide is from 55% to 58%. In some embodiments, the overall GC content of a codon-
altered polynucleotide encoding a Factor VIII polypeptide is from 56% to 58%. In some
embodiments, the overall GC content of a codon-altered polynucleotide encoding a Factor VIII
polypeptide is from 54% to 57%. In some embodiments, the overall GC content of a codon-
altered polynucleotide encoding a Factor VIII polypeptide is from 55% to 57%. In some
embodiments, the overall GC content of a codon-altered polynucleotide encoding a Factor VIII
polypeptide is from 56% to 57%. In some embodiments, the overall GC content of a codon-

altered polynucleotide encoding a Factor VIII polypeptide is from 54% to 56%. In some

54



WO 2017/083762 PCT/US2016/061684

embodiments, the overall GC content of a codon-altered polynucleotide encoding a Factor VIII

polypeptide is from 55% to 56%.

[00241] In some embodiments, the overall GC content of a codon-altered polynucleotide
encoding a Factor VIII polypeptide is 56+0.5%. In some embodiments, the overall GC content
of a codon-altered polynucleotide encoding a Factor VIII polypeptide is 56+0.4%. In some
embodiments, the overall GC content of a codon-altered polynucleotide encoding a Factor VIII
polypeptide is 56+0.3%. In some embodiments, the overall GC content of a codon-altered
polynucleotide encoding a Factor VIII polypeptide is 56+0.2%. In some embodiments, the
overall GC content of a codon-altered polynucleotide encoding a Factor VIII polypeptide is
56+0.1%. In some embodiments, the overall GC content of a codon-altered polynucleotide

encoding a Factor VIII polypeptide is 56%.

A. Factor VIII Amino Acid Substitutions

[00242] To further increase the efficiency of AAV-vector based expression of the Factor
VIII constructs described herein, amino acid substitutions know to improve secretion, increase
specific activity, and/or enhanced the stability of Factor VIII are further incorporated, in some
implementations. A number of potential variants were identified that increase the plasma levels
of FVIII activity at a given vector dose. These variants include those with a more efficient signal
peptide, amino acid substitutions that prevent BiP interactions, amino acid substitutions
resembling more efficiently secreted Factor VIII orthologs (e.g., porcine Factor VIII), single-
chain Factor VIII variants, and amino acid substitutions that stabilize Factor VIII and/or reduce

subunit dissociation.

[00243] Mutation of residues A108, R121, and L2302 (SPE), located at the interface
between the Al and C2 domains, increases the stability of Factor VIII. For example, the A1081
amino acid substitution introduces a hydrophobic residue that better fills the inter-domain space,
stabilizing the interaction. Likewise, an R121C/L2302C (SPE) double amino acid substitution
introduces a disulfide bond spanning the A1-C2 domains, further stabilizing the interaction.
Taken together, all three amino acid substitutions increase the thermal stability of Factor VIII by
3 to 4-fold. For review, see Wakabayashi et al., J Biol Chem. 286(29):25748-55 (2011) and
Wakabayashi et al., Thromb Haemost. 10(3):492-95 (2012).  Accordingly, in some
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embodiments, the encoded Factor VIII polypeptide includes A108I and/or R121C/L2302C

amino acid substitutions.

[00244] Mutation of E113 (SPE), located within the calcium binding domain of Factor
VIII, increases the specific FVIII clotting activity. For example, E113A appears to increase
FXase formation through increased FVIII affinity for Factor IXa. Specifically, the E113A amino
acid substitution increases specific FVIII clotting activity two-fold and increases affinity for
Factor IXa by four-fold (Biochemistry, 41:8485 (2002); J. Biol. Chem., 279:12677 (2004); and
Biochemistry, 44:10298 (2005)). Accordingly, in some embodiments, the encoded Factor VIII

polypeptides include an E113A amino acid substitution.

[00245] Substitution of one or more amino acid residues surrounding the Factor VIII APC
cleavage site (residues 331-341 (SPE)) reduce Factor VIIla inactivation by activated protein C,
without affecting FVIII activity. For example PQL333-335VDQ (SPE) amino acid substitutions
reduce Factor VIII inactivation by 16-fold. Likewise, MKN336-339GNQ amino acid
substitutions reduce Factor VIII inactivation by 9-fold. When combined, the two triple amino
acid substitutions (e.g., PQLRMKN333-339VDQRGNQ) (SEQ ID NOS 34 and 35, respectively)
reduce Factor VIII inactivation by 100-fold (J. Biol. Chem., 282:20264 (2007). Accordingly, in
some embodiments, the encoded Factor VIII polypeptide include PQL333-335VDQ and/or
MKN337-339GNQ (SPE) amino acid substitutions.

[00246] Mutations within the A2 domain interface also increase Factor VIII stability.
Specifically, mutating charged residues in the A1-A2 and A2-A3 domain interfaces increases
stability and retention of the A2 subunit in Factor VIIIa. For example, mutation of D519, E665,
and E1984 to V or A yields up to 2-fold increased stability in Factor VIII and up to 5-fold
stability in Factor VIIla. Specifically, DSI9A/E665V amino acid substitutions provide a 3-fold
increase in stability; DS19V/E665V amino acid substitutions provide a 2-fold increase in
stability, an 8-fold decrease in A2 dissociation, and a 2-4-fold increase in thrombin generation
potential; DS19V/E1984A amino acid substitutions provide a 2-fold increase in stability; and
D5S19V/E665V/E1984A amino acid substitution provide a 2-fold increase in stability (Blood
112:2761-69 (2008); J. Thromb. Haemost., 7:438-44 (2009)).  Accordingly, in some
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embodiments, the encoded Factor VIII polypeptides include one or more of DS19A/V, E665A/V,
and E1984A/V amino acid substitutions.

[00247] Of particular relevance to the present disclosure are a number of specific
mutations that can be included separately or in combinations with other variants described

<

herein. These variants are coded as sets herein as follows: “m1” refers to a single amino acid
change, “m2” is a set of 5 amino acid variants, “m3” is a combination of a deletion of 7 amino
acids and an insertion of six amino acids that span the junction between the polypeptide linker
and the heavy chain, “m4” is a combination of the m1 single mutation and the m5 double
mutation, and “m5” is a set of two cysteine ablations. These mutations are described below.
These can be included in any particular construct alone or in combination with other variants,
and they are coded accordingly. For example, “m23” is a combination of the m2 and m3
variants onto a particular scaffold, as outlined herein; thus “CSO1m23-FL-NA” or “CS01-FL-
NAm23” refers to the CSO1 codon-altered polynucleotide sequence with the nucleotides
encoding the m2 and m3 mutations included, and “CSO1m23-FL-AA” or “CS01-FL-AAm23”
refers to the amino acid sequence. As CSO1 is codon-altered but does not change the amino acid

sequence of Refacto, these can be thought of on the amino acid level as mutations as compared

to the Refacto amino acid sequence of CS01-FL-AA (SEQ ID NO: 2).

[00248] In many embodiments, the polypeptides of the disclosure are made with the “m1”
variant included. Mutations within an 11 amino acid hydrophobic B-sheet in the A1 domain,
which interacts with BiP, increase secretion of Factor VIII. For example, an F328S (SPI, F309S
SPE) amino acid substitution within the pocket increased Factor VIII secretion 3-fold. The
F328S variant is referred to herein as the “m1” mutation and is within the heavy chain. Again, as
described herein, the number of the variants can be done inclusive of the signal peptide, “Signal
Peptide Inclusive”, or “SPI”, or starting from the processed final protein sequence, “Signal
Peptide Exclusive”, or “SPE”. Thus, using SPI numbering, the mutation F328S is the same as
the F309 SPE mutant. Generally the specification uses the SPI numbering, but as will be

appreciated by those in the art, either numbering system results in the same mutation(s).

[00249] Accordingly, included in the present disclosure are polypeptides that include the
m1 mutation, including CSO1-FL-AAm1, CSO01-HC-AAm1, CS04-FL-AAm1, CS04-HC-AAmI
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CS23-FL-AAm1, CS23-HC-AAmI, CS40-FL-AAm1 and CS40-HC-AAm1 (all of which encode

the same corresponding protein sequences).

[00250] In addition, included in the present disclosure are not only polypeptide sequences
that include the m1 mutation, but also those codon-altered polynucleotide sequences that encode
proteins with the m1 mutation, such as CSO1-FL-NAm1, CSO01-HC-NAm1, CS04-FL-NAm]1,
CS04-HC-NAm1, CS23-FL-NAm1, CS23-HC-NA-m1, CS40-FL-NAm1 and CS40-HC-NAm]1.

[00251] In many embodiments, the polypeptides of the disclosure are made with the “m2”
variant set included, which is the I105V/A127S/G151K/M166T/L171P mutations (SPI
numbering; (SPE numbering is V86I/S108A/K132G/T147M/P152L, respectively). The m2
mutation set is based on the fact that substitution of porcine amino acids 82-176 for the
corresponding human amino acids in a B-domain deleted gene therapy construct increased Factor
VIII activity when expressed in HEK293 cells (W. Xiao, communication). /d. Back-mutation of
single porcine amino acids into the human BDD-FVIII construct identified five amino acids
within the A1 domain that contribute to this phenomenon: 1105V, A127S, G151K, M166T, and
L171P (SPI). Introduction of the combination of these mutations into the human construct
recapitulated the improved activity of the larger porcine substitution. /d. Accordingly, in some
embodiments, the encoded Factor VIII polypeptides include one or more amino acid
substitutions selected from 1105V, A127S, G151K, M166T, and L171P, with the entire 5 amino
acid set, m2, finding particular use in many embodiments. As for the m1 mutation, the m2
variants are in the heavy chain, and thus the present disclosure includes polypeptides that include
the m2 mutation, including CSO1-FL-AAm2, CSO1-HC-AAm2, CS04-FL-AAm2, CS04-HC-
AAm2, CS23-FL-AAm2, CS23-HC-AAm2, CS40-FL-AAm2 and CS40-HC-AAm2 (all of

which encode the same corresponding protein sequences).

[00252] In addition, included in the present disclosure are not only polypeptide sequences
that include the m2 mutation, but also those codon-altered polynucleotide sequences that encode
proteins with the m2 mutation, such as CSO1-FL-NAm2, CS01-HC-NAm2, CS04-FL-NAm?2,
CS04-HC-NAm2, CS23-FL-NAm2, CS23-HC-NA-m2, CS40-FL-NAm2 and CS40-HC-NAm?2.

[00253] In additional embodiments, the polypeptides and polynucleotides of the disclosure

include m3 mutations. m3 is the substitution of seven amino acids for six across the HC-B
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domain interface that introduces an additional glycosylation site introduced close to the interface.
Accordingly, in some embodiments, m3 is the deletion of amino acids AIEPRSF755-761 and the
insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative to FVIII-FL-AA
(SEQ ID NO: 19) (e.g., AIEPRSF755-761TTYVNRSL) ("TTYVNRSL" disclosed as SEQ ID
NO: 33). Residues AIEPR755-759, relative to SEQ ID NO: 19, fall within the end of the heavy
chain, while residues S760 and F761 fall within the B-domain. In some embodiments, where the
FVIII B-domain is deleted, truncated, or replaced, residues S760 and F761 may not be present in
the underlying amino acid sequence being mutated. Accordingly, in some embodiments, m3 is
the deletion of amino acids AIEPR755-759 and the insertion of amino acids TTYVNRSL (SEQ
ID NO: 33) after N754, relative to FVIII-FL-AA (SEQ ID NO: 19) (e.g., AIEPR755-
759TTYVNRSL ("TTYVNRSL" disclosed as SEQ ID NO: 33)

[00254] The m3 variants are in the junction between the heavy chain and the B domain,
and thus the present disclosure includes polypeptides that include the m3 mutation, including
CSO1-FL-AAm3, CS01-HC-AAm3, CSO04-FL-AAm3, CS04-HC-AAm3, CS23-FL-AAm3,
CS23-HC-AAm3, CS40-FL-AAm3 and CS40-HC-AAm3 (all of which encode the same

corresponding protein sequences).

[00255] In addition, included in the present disclosure are not only polypeptide sequences
that include the m3 mutation, but also those codon-altered polynucleotide sequences that encode
proteins with the m3 mutations, such as CSO1-FL-NAm3, CSO1-HC-NAm3, CS04-FL-NAm3,
CS04-HC-NAm3, CS23-FL-NAm3, CS23-HC-NA-m3, CS40-FL-NAm3 and CS40-HC-NAm3.

[00256] In additional embodiments, the polypeptides and polynucleotides of the disclosure
include m4 mutations. Elimination of the C1899-C1903 disulfide bond in Factor VIII also
increased secretion. Moreover, the increases in Factor VIII secretion are additive for the
combination of F328S (SPI, F309S SPE) and C1918G/C1922G amino acid substitutions (Miao
et al., Blood, 103:3412-19 (2004); Selvaraj et al., J. Thromb. Haemost., 10:107-15 (2012)).
Accordingly, in some embodiments, the encoded Factor VIII polypeptides include m4 mutations,
which is the F328S (SPI, F309S SPE) and C1918G/C1922G (SPI) amino acid substitutions. As
the F328S variant is in the heavy chain and the two cysteine variants are in the light chain,

polypeptide sequences that include m4 mutations are CSO1-FL-AAm4, CSO1-HC-AAm4, CSO1-
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LC-AAm4, CS04-FL-AAm4, CS04-HC-AAm4, CS04-LC-AAm4, CS23-FL-AAm4, CS23-HC-
AAm4 and CS23-LC-AAm4.

[00257] In addition, included in the present disclosure are not only polypeptide sequences
that include the m4 mutation, but also those codon-altered polynucleotide sequences that encode
proteins with the m4 mutations, such as CSO1-FL-NAm4, CS01-HC-NAm4, CS01-LC-NAm4,
CS04-FL-NAm4, CS04-HC-NAm4, CS04-LC-NAm4, CS23-FL-NAm4, CS23-HC-NAm4,
CS23-LC-NAm4, CS40-FL-NA-m4, CS40-HC-NA-m4 and CS40-LC-NA-m4.

[00258] In additional embodiments, the polypeptides and polynucleotides of the disclosure
include m5 mutations. As above, elimination of the C1899-C1903 disulfide bond in Factor VIII
also increased secretion. C1918G/C1922G (SPI) amino acid substitutions, contained within the

light chain, referred to herein as the mS mutation set.

[00259] The m5S variants are in the light chain, and thus the present disclosure includes
polypeptides that include the m5 mutation, including CSO1-FL-AAmS, CSO01-LC-AAmS5, CS04-
FL-AAm5, CS04-LC-AAmS5, CS23-FL-AAmS, CS23-LC-AAm5, CS40-FL-AAmS and CS40-

LC-AAmS (all of which encode the same corresponding protein sequences).

[00260] In addition, included in the present disclosure are not only polypeptide sequences
that include the m5 mutation, but also those codon-altered polynucleotide sequences that encode
proteins with the m5 mutations, such as CSO1-FL-NAmS5, CSO1-LC-NAmS, CS04-FL-NAmS5,
CS04-LC-NAm5, CS23-FL-NA-m5, CS23-LC-NA-m5, CS40-FL-NA-m5 and CS40-LC-NA-

mS.

[00261] In addition to specific constructs (both amino acid and nucleic acid) that include
ml, m2, m3, m4 and m5 individually, combinations of mutation sets can be made as outlined
herein. As noted herein, these are noted as “m12”, which is the combination of m1 and m2 sets,
or “m123” which is the combination of m1, m2 and m3 sets. Thus, included in the disclosure are
dual combinations including m12, m13, m14, m15, m23, m24, m25, m34, m35 and m45. Also
included are triple combinations, m123, m124, m125, m234, m235 and m345. Further included

are quad combinations, m1234, m1235, m1345 and the m12345 combination.
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Of particular interest in some embodiments are the following mutation sets: m1, m2, m3 and m4,

m23, m123, and m234.

B. Factor VIII B-domain Substituted Linkers

[00262] In some embodiments, the linkage between the FVIII heavy chain and the light
chain (e.g., the B-domain in wild-type Factor VIII) is further altered. Due to size constraints of
AAYV packaging capacity, B-domain deleted, truncated, and or linker substituted variants should
improve the efficacy of the FVIII gene therapy construct. The most conventionally used B-
domain substituted linker is that of SQ FVIII, which retains only 14 amino acids of the B domain
as linker sequence. Another variant of porcine VIII (“OBI-1,” described in U.S. Patent
No. 6,458,563) is well expressed in CHO cells, and has a slightly longer linker of 24 amino
acids. In some embodiments, the Factor VIII constructs encoded by the codon-altered
polynucleotides described herein include an SQ-type B-domain linker sequence. In other
embodiments, the Factor VIII constructs encoded by the codon-altered polynucleotides described

herein include an OBI-1-type B-domain linker sequence.

[00263] In some embodiments, the encoded Factor VIII polypeptides described herein
include an SQ-type B-domain linker, including amino acids 760-762/1657-1667 of the wild-type
human Factor VIII B-domain (FVIII-FL-AA; SEQ ID NO: 19) (Sandberg et al. Thromb.
Haemost. 85:93 (2001)). In some embodiments, the SQ-type B-domain linker has one amino
acid substitution relative to the corresponding wild-type sequence. In some embodiments, the
SQ-type B-domain linker has two amino acid substitutions relative to the corresponding wild-
type sequence. In some embodiments, a glycosylation peptide is inserted into the SQ-type B-
domain linker. In some embodiments, the glycosylation peptide is selected from those shown in
Figure 13 (SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in

order of appearance).

[00264] In some embodiments, the encoded Factor VIII polypeptides described herein
include a Greengene-type B-domain linker, including amino acids 760/1582-1667 of the wild-
type human Factor VIII B-domain (FVIII-FL-AA; SEQ ID NO: 19) (Oh et al., Biotechnol.
Prog., 17:1999 (2001)). In some embodiments, the Greengene-type B-domain linker has one
amino acid substitution relative to the corresponding wild-type sequence. In some embodiments,
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the Greengene-type B-domain linker has two amino acid substitutions relative to the
corresponding wild-type sequence. In some embodiments, a glycosylation peptide is inserted
into the Greengene-type B-domain linker. In some embodiments, the glycosylation peptide is
selected from those shown in Figure 13 (SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71,

73, and 75, respectively, in order of appearance).

[00265] In some embodiments, the encoded Factor VIII polypeptides described herein
include an extended SQ-type B-domain linker (SFSQNPPVLKRHQR; BDL-SQ-AA; SEQ ID
NO: 30), including amino acids 760-769/1657-1667 of the wild-type human Factor VIII B-
domain (FVIII-FL-AA; SEQ ID NO: 19) (Thim et al., Haemophilia, 16:349 (2010)). In some
embodiments, the extended SQ-type B-domain linker has one amino acid substitution relative to
the corresponding wild-type sequence. In some embodiments, the extended SQ-type B-domain
linker has two amino acid substitutions relative to the corresponding wild-type sequence. In
some embodiments, a glycosylation peptide is inserted into the extended SQ-type B-domain
linker. In some embodiments, the glycosylation peptide is selected from those shown in Figure
13 (SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in order of

appearance).

[00266] In some embodiments, the encoded Factor VIII polypeptides described herein
include a porcine OBI-1-type B-domain linker, including the amino acids
SFAQNSRPPSASAPKPPVLRRHQR (SEQ ID NO: 31) from the wild-type porcine Factor VIII
B-domain (Toschi et al., Curr. Opin. Mol. Ther. 12:517 (2010)). In some embodiments, the
porcine OBI-1-type B-domain linker has one amino acid substitution relative to the
corresponding wild-type sequence. In some embodiments, the porcine OBI-1-type B-domain
linker has two amino acid substitutions relative to the corresponding wild-type sequence. In
some embodiments, a glycosylation peptide is inserted into the porcine OBI-1-type B-domain
linker. In some embodiments, the glycosylation peptide is selected from those shown in Figure
13 (SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in order of

appearance).

[00267] In some embodiments, the encoded Factor VIII polypeptides described herein
include a human OBI-1-type B-domain linker, including amino acids 760-772/1655-1667 of the
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wild-type human Factor VIII B-domain (FVIII-FL-AA; SEQ ID NO: 19). In some
embodiments, the human OBI-1-type B-domain linker has one amino acid substitution relative to
the corresponding wild-type sequence. In some embodiments, the human OBI-1-type B-domain
linker has two amino acid substitutions relative to the corresponding wild-type sequence. In
some embodiments, a glycosylation peptide is inserted into the human OBI-1-type B-domain
linker. In some embodiments, the glycosylation peptide is selected from those shown in Figure
13 (SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in order of

appearance).

[00268] In some embodiments, the encoded Factor VIII polypeptides described herein
include an O8-type B-domain linker, including the amino acids SFSQNSRHQAYRYRRG (SEQ
ID NO: 32) from the wild-type porcine Factor VIII B-domain (Toschi et al., Curr. Opin. Mol.
Ther. 12:517 (2010)). In some embodiments, the porcine OBI-1-type B-domain linker has one
amino acid substitution relative to the corresponding wild-type sequence. In some embodiments,
the porcine OBI-1-type B-domain linker has two amino acid substitutions relative to the
corresponding wild-type sequence. In some embodiments, a glycosylation peptide is inserted
into the porcine OBI-1-type B-domain linker. In some embodiments, the glycosylation peptide
is selected from those shown in Figure 13 (SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69,

71, 73, and 75, respectively, in order of appearance).

[00269] Removal of the B-domain from Factor VIII constructs does not appear to affect
the activity of the activated enzyme (e.g., FVIIIa), presumably because the B-domain is removed
during activation. However, the B-domain of Factor VIII contains several residues that are post-
translationally modified, e.g., by N- or O-linked glycosylation. In silico analysis (Prediction of
N-glycosylation sites in human proteins, R. Gupta, E. Jung and S. Brunak, in preparation (2004))
of the wild-type Factor VIII B-domain predicts that at least four of these sites are glycosylated in
vivo (Figure 14). It is thought that these modifications within the B-domain contribute to the

post-translational regulation and/or half-life of Factor VIII in vivo.

[00270] While the Factor VIII B-domain is absent in mature Factor VIIla protein,
glycosylation within the B-domain of the precursor Factor VIII molecule may increase the

circulating half-life of the protein prior to activation. Thus, in some embodiments, the

63



WO 2017/083762 PCT/US2016/061684

polypeptide linker of the encoded Factor VIII constructs described herein includes one or more
glycosylation sequences, to allow for glycosylation in vivo. In some embodiments, the
polypeptide linker includes at least one consensus glycosylation sequence (e.g., an N- or O-
linked glycosylation consensus sequence). In some embodiments, the polypeptide linker
includes at least two consensus glycosylation sequences. In some embodiments, the polypeptide
linker includes at least three consensus glycosylation sequences. In some embodiments, the
polypeptide linker includes at least four consensus glycosylation sequences. In some
embodiments, the polypeptide linker includes at least five consensus glycosylation sequences. In
some embodiments, the polypeptide linker includes at least 6, 7, 8, 9, 10, or more consensus

glycosylation sequences.

[00271] In some embodiments, the polypeptide linker contains at least one N-linked
glycosylation sequence N-X-S/T, where X is any amino acid other than P, S, or T. In some
embodiments, the polypeptide linker contains at least two N-linked glycosylation sequences N-
X-S/T, where X is any amino acid other than P, S, or T. In some embodiments, the polypeptide
linker contains at least three N-linked glycosylation sequences N-X-S/T, where X is any amino
acid other than P, S, or T. In some embodiments, the polypeptide linker contains at least four N-
linked glycosylation sequences N-X-S/T, where X is any amino acid other than P, S, or T. In
some embodiments, the polypeptide linker contains at least five N-linked glycosylation
sequences N-X-S/T, where X is any amino acid other than P, S, or T. In some embodiments, the
polypeptide linker contains at least 6, 7, 8, 9, 10, or more N-linked glycosylation sequences N-X-

S/T, where X is any amino acid other than P, S, or T.

[00272] In some embodiments, the polypeptide linker includes a glycosylation peptide
with high sequence identity to any one of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71,
73, and 75, respectively, in order of appearance, as shown in Figures 13A-13B. In some
embodiments, the glycosylation polypeptide has at least 92% identity to any one of SEQ ID NOS
51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in order of appearance, as
shown in Figures 13A-13B. In some embodiments, the glycosylation peptide has no more than
two amino acid substitutions relative to any one of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65,
67, 69, 71, 73, and 75, respectively, in order of appearance, as shown in Figures 13A-13B. In

some embodiments, the glycosylation peptide has no more than one amino acid substitution
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relative to any of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75,
respectively, in order of appearance, as shown in Figures 13A-13B. In some embodiments, the
glycosylation peptide has an amino acid sequence selected from any of SEQ ID NOS 51, 53, 55,
57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in order of appearance, as shown in
Figures 13A-13B.

[00273] In some embodiments, the glycosylation peptide has at least 92% identity to any
one of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in order
of appearance, as shown in Figures 13A-13B and is encoded by a polynucleotide sequence
having at least 90% identity to a corresponding nucleotide sequence selected from SEQ ID NOS
50, 52, 54, 56, 58, 60, 62, 64, 66, 68, 70, 72, and 74, respectively, as shown in Figures 13A-13B.
In some embodiments, the glycosylation peptide has at least 92% identity to any one of SEQ ID
NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in order of appearance,
as shown in Figures 13A-13B and is encoded by a polynucleotide sequence having at least 95%
identity to a corresponding nucleotide sequence selected from SEQ ID NOS 50, 52, 54, 56, 58,
60, 62, 64, 66, 68, 70, 72, and 74, respectively, in order of appearance, as shown in Figures 13 A-
13B. In some embodiments, the glycosylation peptide has at least 92% identity to any one of
SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in order of
appearance, as shown in Figures 13A-13B and is encoded by a polynucleotide sequence having
at least 98% identity to a corresponding nucleotide sequence selected from SEQ ID NOS 50, 52,
54, 56, 58, 60, 62, 64, 66, 68, 70, 72, and 74, respectively, in order of appearance, as shown in
Figures 13A-13B.

[00274] In some embodiments, the glycosylation peptide has no more than two amino acid
substitutions relative to any one of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73,
and 75, respectively, in order of appearance, as shown in Figures 13A-13B, and is encoded by a
polynucleotide sequence having at least 90% identity to a corresponding nucleotide sequence
selected from SEQ ID NOS 50, 52, 54, 56, 58, 60, 62, 64, 66, 68, 70, 72, and 74, respectively, in
order of appearance, as shown in Figures 13A-13B. In some embodiments, the glycosylation
peptide has no more than two amino acid substitutions relative to any one of SEQ ID NOS 51,
53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in order of appearance, as shown
in Figures 13A-13B, and is encoded by a polynucleotide sequence having at least 95% identity to
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a corresponding nucleotide sequence selected from SEQ ID NOS 50, 52, 54, 56, 58, 60, 62, 64,
66, 68, 70, 72, and 74, respectively, in order of appearance, as shown in Figures 13A-13B. In
some embodiments, the glycosylation peptide has no more than two amino acid substitutions
relative to any one of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75,
respectively, in order of appearance, as shown in Figures 13A-13B, and is encoded by a
polynucleotide sequence having at least 98% identity to a corresponding nucleotide sequence
selected from SEQ ID NOS 50, 52, 54, 56, 58, 60, 62, 64, 66, 68, 70, 72, and 74, respectively, in

order of appearance, as shown in Figures 13A-13B.

[00275] In some embodiments, the glycosylation peptide has no more than one amino acid
substitution relative to any one of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and
75, respectively, in order of appearance, as shown in Figures 13A-13B and is encoded by a
polynucleotide sequence having at least 90% identity to a corresponding nucleotide sequence
selected from SEQ ID NOS 50, 52, 54, 56, 58, 60, 62, 64, 66, 68, 70, 72, and 74, respectively, in
order of appearance, as shown in Figures 13A-13B. In some embodiments, the glycosylation
peptide has no more than one amino acid substitution relative to any one of SEQ ID NOS 51, 53,
55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in order of appearance, as shown in
Figures 13A-13B and is encoded by a polynucleotide sequence having at least 95% identity to a
corresponding nucleotide sequence selected from SEQ ID NOS 50, 52, 54, 56, 58, 60, 62, 64, 66,
68, 70, 72, and 74, respectively, in order of appearance, as shown in Figures 13A-13B. In some
embodiments, the glycosylation peptide has no more than one amino acid substitution relative to
any one of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in
order of appearance, as shown in Figures 13A-13B and is encoded by a polynucleotide sequence
having at least 98% identity to a corresponding nucleotide sequence selected from SEQ ID NOS
50, 52, 54, 56, 58, 60, 62, 64, 66, 68, 70, 72, and 74, respectively, in order of appearance, as
shown in Figures 13A-13B.

[00276] In some embodiments, the glycosylation peptide has a sequence selected from any
one of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in order
of appearance, as shown in Figures 13A-13B and is encoded by a polynucleotide sequence
having at least 90% identity to a corresponding nucleotide sequence selected from SEQ ID NOS
50, 52, 54, 56, 58, 60, 62, 64, 66, 68, 70, 72, and 74, respectively, in order of appearance, as
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shown in Figures 13A-13B. In some embodiments, the glycosylation peptide has a sequence
selected from any one of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75,
respectively, in order of appearance, as shown in Figures 13A-13B and is encoded by a
polynucleotide sequence having at least 95% identity to a corresponding nucleotide sequence
selected from SEQ ID NOS 50, 52, 54, 56, 58, 60, 62, 64, 66, 68, 70, 72, and 74, respectively, in
order of appearance, as shown in Figures 13A-13B. In some embodiments, the glycosylation
peptide has a sequence selected from any one of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67,
69, 71, 73, and 75, respectively, in order of appearance, as shown in Figures 13A-13B and is
encoded by a polynucleotide sequence having at least 98% identity to a corresponding nucleotide
sequence selected from SEQ ID NOS 50, 52, 54, 56, 58, 60, 62, 64, 66, 68, 70, 72, and 74,

respectively, in order of appearance, as shown in Figures 13A-13B.

[00277] In some embodiments, the Factor VIII polypeptide encoded by a codon-altered
polynucleotide described herein has a B-domain substituted linker in which a glycosylation
peptide is inserted into the SQ linker sequence (amino acids 760-773 of CS04-FL-AA; SEQ ID
NO: 2). In a specific embodiment, the glycosylation peptide is selected from selected from any
one of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in order
of appearance, as shown in Figures 13A-13B, a glycosylation peptide having at least 92%
identity to any one of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75,
respectively, in order of appearance, as shown in Figures 13A-13B, a glycosylation peptide
having no more than two amino acid substitutions relative to any one of SEQ ID NOS 51, 53, 55,
57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, respectively, in order of appearance, as shown in
Figures 13A-13B, and a glycosylation peptide having no more than one amino acid substitution
relative to any one of SEQ ID NOS 51, 53, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75,
respectively, in order of appearance, as shown in Figures 13A-13B. In some embodiments, the
glycosylation peptide is inserted in the SQ peptide between residues N768 and P769 (relative to
CS04-FL-AA; SEQ ID NO: 2).

[00278] In some embodiments, the polypeptide linker of the Factor VIII construct is
encoded by a third nucleotide sequence having high sequence identity to any one of those shown
in Figure 6 (SEQ ID NOS 5-7 and 36-48, respectively, in order of appearance). In some

embodiments, the third nucleotide sequence has at least 95% identity to any one of those shown
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in Figure 13 (SEQ ID NOS 50, 52, 54, 56, 58, 60, 62, 64, 66, 68, 70, 72, and 74, respectively, in
order of appearance). In some embodiments, the third nucleotide sequence has at least 96%
identity to any one of those shown in Figure 13 (SEQ ID NOS 50, 52, 54, 56, 58, 60, 62, 64, 66,
68, 70, 72, and 74, respectively, in order of appearance). In some embodiments, the third
nucleotide sequence has at least 97% identity to any one of those shown in Figure 13 (SEQ ID
NOS 50, 52, 54, 56, 58, 60, 62, 64, 66, 68, 70, 72, and 74, respectively, in order of appearance).
In some embodiments, the third nucleotide sequence has at least 98% identity to any one of those
shown in Figure 13 (SEQ ID NOS 50, 52, 54, 56, 58, 60, 62, 64, 66, 68, 70, 72, and 74,
respectively, in order of appearance). In some embodiments, the third nucleotide sequence has at
least 99% identity to any one of those shown in Figure 13 (SEQ ID NOS 50, 52, 54, 56, 58, 60,
62, 64, 66, 68, 70, 72, and 74, respectively, in order of appearance). In some embodiments, the
third nucleotide sequence has at least 99.5% identity to any one of those shown in Figure 13
(SEQ ID NOS 50, 52, 54, 56, 58, 60, 62, 64, 66, 68, 70, 72, and 74, respectively, in order of
appearance). In some embodiments, the third nucleotide sequence has at least 99.9% identity to
any one of those shown in Figure 13 (SEQ ID NOS 50, 52, 54, 56, 58, 60, 62, 64, 66, 68, 70, 72,
and 74, respectively, in order of appearance). In some embodiments, the third nucleotide
sequence is identical to any one of those shown in Figure 13 (SEQ ID NOS 50, 52, 54, 56, 58,
60, 62, 64, 66, 68, 70, 72, and 74, respectively, in order of appearance).

C. Codon-altered Polynucleotides Encoding a Factor VIII Variant with a
Cleavable Linker

CS04 Codon Altered Polynucleotides

[00279] In one embodiment, the codon-altered polynucleotides provided herein include a
nucleotide sequence encoding a Factor VIII variant polypeptide with a linker that is cleavable in
vivo. The Factor VIII polypeptide includes a Factor VIII light chain, a Factor VIII heavy chain,
and a polypeptide linker joining the C-terminus of the heavy chain to the N-terminus of the light
chain. The heavy chain of the Factor VIII polypeptide is encoded by a first nucleotide sequence
having high sequence identity to CS04-HC-NA (SEQ ID NO: 3), which is the portion of CS04-
FL-NA (SEQ ID NO: 1) encoding for a Factor VIII heavy chain. The light chain of the Factor

VIII polypeptide is encoded by a second nucleotide sequence with high sequence identity to
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CS04-LC-NA (SEQ ID NO: 4), which is the portion of CS04-FL-NA (SEQ ID NO: 1) encoding
for a Factor VIII light chain. The polypeptide linker includes a furin cleavage site, which allows

for maturation in vivo (e.g., after expression in vivo or administration of the precursor

polypeptide).

[00280] In some embodiments, the first and second nucleotide sequences have at least
95% sequence identity to CS04-HC-NA and CS04-LC-NA (SEQ ID NOS 3 and 4), respectively.
In some embodiments, the first and second nucleotide sequences have at least 96% sequence
identity to CS04-HC-NA and CS04-LC-NA (SEQ ID NOS 3 and 4), respectively. In some
embodiments, the first and second nucleotide sequences have at least 97% sequence identity to
CS04-HC-NA and CS04-LC-NA (SEQ ID NOS 3 and 4), respectively. In some embodiments,
the first and second nucleotide sequences have at least 98% sequence identity to CS04-HC-NA
and CS04-LC-NA (SEQ ID NOS 3 and 4), respectively. In some embodiments, the first and
second nucleotide sequences have at least 99% sequence identity to CS04-HC-NA and CS04-
LC-NA (SEQ ID NOS 3 and 4), respectively. In some embodiments, the first and second
nucleotide sequences have at least 99.5% sequence identity to CS04-HC-NA and CS04-LC-NA
(SEQ ID NOS 3 and 4), respectively. In some embodiments, the first and second nucleotide
sequences have at least 99.9% sequence identity to CS04-HC-NA and CS04-LC-NA (SEQ ID
NOS 3 and 4), respectively. In some embodiments, the first and second nucleotide sequences are

identical to CS04-HC-NA and CS04-LC-NA (SEQ ID NOS 3 and 4), respectively.

[00281] In some embodiments, the polypeptide linker of the Factor VIII construct is
encoded by a third nucleotide sequence having high sequence identity to BDLO04 (SEQ ID NO:
6), which encodes the 14-amino acid linker corresponding to amino acids 760-773 of CS04-FL-
AA (SEQ ID NO: 2). In some embodiments, the third nucleotide sequence has at least 95%
identity to BDLOO04 (SEQ ID NO: 6). In some embodiments, the third nucleotide sequence has
at least 96% identity to BDLOO04 (SEQ ID NO: 6). In some embodiments, the third nucleotide
sequence has at least 97% identity to BDLO04 (SEQ ID NO: 6). In some embodiments, the third
nucleotide sequence has at least 98% identity to BDLO04 (SEQ ID NO: 6). In some
embodiments, the third nucleotide sequence is identical to BDLO04 (SEQ ID NO: 6).
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[00282] In some embodiments, the codon-altered polynucleotide has a nucleotide
sequence with high sequence identity to CS04-FL-NA (SEQ ID NO: 1). In some embodiments,
the nucleotide sequence has at least 95% identity to CS04-FL-NA (SEQ ID NO: 1). In some
embodiments, the nucleotide sequence has at least 96% identity to CS04-FL-NA (SEQ ID NO:
1). In some embodiments, the nucleotide sequence has at least 97% identity to CS04-FL-NA
(SEQ ID NO: 1). In some embodiments, the nucleotide sequence has at least 98% identity to
CS04-FL-NA (SEQ ID NO: 1). In some embodiments, the nucleotide sequence has at least 99%
identity to CS04-FL-NA (SEQ ID NO: 1). In some embodiments, the nucleotide sequence has at
least 99.5% identity to CS04-FL-NA (SEQ ID NO: 1). In some embodiments, the nucleotide
sequence has at least 99.9% identity to CS04-FL-NA (SEQ ID NO: 1). In some embodiments,
the nucleotide sequence is identical to CS04-FL-NA (SEQ ID NO: 1).

[00283] In some embodiments, the Factor VIII variant encoded by the codon-altered
polynucleotide has an amino acid sequence with high sequence identity to CS04-FL-AA (SEQ
ID NO: 2). In some embodiments, the amino acid sequence has at least 97% identity to CS04-
FL-AA (SEQ ID NO: 2). In some embodiments, the amino acid sequence has at least 98%
identity to CS04-FL-AA (SEQ ID NO: 2). In some embodiments, the amino acid sequence has
at least 99% identity to CS04-FL-AA (SEQ ID NO: 2). In some embodiments, the amino acid
sequence has at least 99.5% identity to CS04-FL-AA (SEQ ID NO: 2). In some embodiments,
the amino acid sequence has at least 99.9% identity to CS04-FL-AA (SEQ ID NO: 2). In some
embodiments, the amino acid sequence is identical to CS04-FL-AA (SEQ ID NO: 2).

[00284] In some embodiments, the Factor VIII variant encoded by the CS04
polynucleotide, having high sequence homology to CS04-FL-AA (e.g., at least 95%, 96%, 97%,
98%, 99%, 99.5%, or 99.9% identity), comprises one or more amino acid substitutions selected

from m1, m2, m3, m4, and m5.

[00285] In one embodiment, the Factor VIII variant encoded by the CS04 polynucleotide
comprises an m1 amino acid substitution. In one embodiment, the Factor VIII variant encoded
by the CS04 polynucleotide comprises an m2 amino acid substitution. In one embodiment, the
Factor VIII variant encoded by the CS04 polynucleotide comprises an m3 amino acid

substitution. In one embodiment, the Factor VIII variant encoded by the CS04 polynucleotide

70



WO 2017/083762 PCT/US2016/061684

comprises an m4 amino acid substitution. In one embodiment, the Factor VIII variant encoded

by the CS04 polynucleotide comprises an mS amino acid substitution.

[00286] In one embodiment, the Factor VIII variant encoded by the CS04 polynucleotide
comprises m12 amino acid substitutions. In one embodiment, the Factor VIII variant encoded by
the CS04 polynucleotide comprises m13 amino acid substitutions. In one embodiment, the
Factor VIII variant encoded by the CS04 polynucleotide comprises m23 amino acid
substitutions. In one embodiment, the Factor VIII variant encoded by the CS04 polynucleotide
comprises m24 amino acid substitutions. In one embodiment, the Factor VIII variant encoded by
the CS04 polynucleotide comprises m25 amino acid substitutions. In one embodiment, the
Factor VIII variant encoded by the CS04 polynucleotide comprises m34 amino acid
substitutions. In one embodiment, the Factor VIII variant encoded by the CS04 polynucleotide

comprises m35 amino acid substitutions.

[00287] In one embodiment, the Factor VIII variant encoded by the CS04 polynucleotide
comprises m123 amino acid substitutions. In one embodiment, the Factor VIII variant encoded
by the CS04 polynucleotide comprises m234 amino acid substitutions. In one embodiment, the
Factor VIII variant encoded by the CS04 polynucleotide comprises m125 amino acid

substitutions.

CS01 Codon Altered Polynucleotides

[00288] In one embodiment, the codon-altered polynucleotides provided herein include a
nucleotide sequence encoding a Factor VIII variant polypeptide with a linker that is cleavable in
vivo. The Factor VIII polypeptide includes a Factor VIII light chain, a Factor VIII heavy chain,
and a polypeptide linker joining the C-terminus of the heavy chain to the N-terminus of the light
chain. The heavy chain of the Factor VIII polypeptide is encoded by a first nucleotide sequence
having high sequence identity to CSO1-HC-NA (SEQ ID NO: 24), which is the portion of CSO1-
FL-NA (SEQ ID NO: 13) encoding for a Factor VIII heavy chain. The light chain of the Factor
VIII polypeptide is encoded by a second nucleotide sequence with high sequence identity to
CS01-LC-NA (SEQ ID NO: 25), which is the portion of CSO1-FL-NA (SEQ ID NO: 13)

encoding for a Factor VIII light chain. The polypeptide linker includes a furin cleavage site,
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which allows for maturation in vivo (e.g., after expression in vivo or administration of the

precursor polypeptide).

[00289] In some embodiments, the first and second nucleotide sequences have at least
95% sequence identity to CSOI-HC-NA and CSOI-LC-NA (SEQ ID NOS 24 and 25),
respectively. In some embodiments, the first and second nucleotide sequences have at least 96%
sequence identity to CS01-HC-NA and CSO1-LC-NA (SEQ ID NOS 24 and 25), respectively. In
some embodiments, the first and second nucleotide sequences have at least 97% sequence
identity to CSO1-HC-NA and CSO01-LC-NA (SEQ ID NOS 24 and 25), respectively. In some
embodiments, the first and second nucleotide sequences have at least 98% sequence identity to
CSO1-HC-NA and CSO1-LC-NA (SEQ ID NOS 24 and 25), respectively. In some embodiments,
the first and second nucleotide sequences have at least 99% sequence identity to CSO1-HC-NA
and CSO1-LC-NA (SEQ ID NOS 24 and 25), respectively. In some embodiments, the first and
second nucleotide sequences have at least 99.5% sequence identity to CSO1-HC-NA and CSO01-
LC-NA (SEQ ID NOS 24 and 25), respectively. In some embodiments, the first and second
nucleotide sequences have at least 99.9% sequence identity to CSO1-HC-NA and CSO1-LC-NA
(SEQ ID NOS 24 and 25), respectively. In some embodiments, the first and second nucleotide
sequences are identical to CSOI-HC-NA and CSO1-LC-NA (SEQ ID NOS 24 and 25),

respectively.

[00290] In some embodiments, the polypeptide linker of the Factor VIII construct is
encoded by a third nucleotide sequence having high sequence identity to BDLO04 (SEQ ID NO:
6), which encodes the 14-amino acid linker corresponding to amino acids 760-773 of CSO1-FL-
AA (SEQ ID NO: 2). In some embodiments, the third nucleotide sequence has at least 95%
identity to BDLOO04 (SEQ ID NO: 6). In some embodiments, the third nucleotide sequence has
at least 96% identity to BDLOO04 (SEQ ID NO: 6). In some embodiments, the third nucleotide
sequence has at least 97% identity to BDLO04 (SEQ ID NO: 6). In some embodiments, the third
nucleotide sequence has at least 98% identity to BDLO04 (SEQ ID NO: 6). In some
embodiments, the third nucleotide sequence is identical to BDLO04 (SEQ ID NO: 6).

[00291] In some embodiments, the codon-altered polynucleotide has a nucleotide

sequence with high sequence identity to CSO1-FL-NA (SEQ ID NO: 13). In some embodiments,

72



WO 2017/083762 PCT/US2016/061684

the nucleotide sequence has at least 95% identity to CSO1-FL-NA (SEQ ID NO: 13). In some
embodiments, the nucleotide sequence has at least 96% identity to CSO1-FL-NA (SEQ ID NO:
13). In some embodiments, the nucleotide sequence has at least 97% identity to CSO1-FL-NA
(SEQ ID NO: 13). In some embodiments, the nucleotide sequence has at least 98% identity to
CSO01-FL-NA (SEQ ID NO: 13). In some embodiments, the nucleotide sequence has at least
99% identity to CSO1-FL-NA (SEQ ID NO: 13). In some embodiments, the nucleotide sequence
has at least 99.5% identity to CSO1-FL-NA (SEQ ID NO: 13). In some embodiments, the
nucleotide sequence has at least 99.9% identity to CSO1-FL-NA (SEQ ID NO: 13). In some
embodiments, the nucleotide sequence is identical to CSO1-FL-NA (SEQ ID NO: 13).

[00292] In some embodiments, the Factor VIII variant encoded by the codon-altered
polynucleotide has an amino acid sequence with high sequence identity to CSO1-FL-AA (SEQ
ID NO: 2). In some embodiments, the amino acid sequence has at least 97% identity to CSO1-
FL-AA (SEQ ID NO: 2). In some embodiments, the amino acid sequence has at least 98%
identity to CSO1-FL-AA (SEQ ID NO: 2). In some embodiments, the amino acid sequence has
at least 99% identity to CSO1-FL-AA (SEQ ID NO: 2). In some embodiments, the amino acid
sequence has at least 99.5% identity to CSO1-FL-AA (SEQ ID NO: 2). In some embodiments,
the amino acid sequence has at least 99.9% identity to CSO1-FL-AA (SEQ ID NO: 2). In some
embodiments, the amino acid sequence is identical to CSO1-FL-AA (SEQ ID NO: 2).

[00293] In some embodiments, the Factor VIII variant encoded by the CSO1
polynucleotide, having high sequence homology to CSO1-FL-AA (e.g., at least 95%, 96%, 97%,
98%, 99%, 99.5%, or 99.9% identity), comprises one or more amino acid substitutions selected

from m1, m2, m3, m4, and m5.

[00294] In one embodiment, the Factor VIII variant encoded by the CSO1 polynucleotide
comprises an m1 amino acid substitution. In one embodiment, the Factor VIII variant encoded
by the CSO1 polynucleotide comprises an m2 amino acid substitution. In one embodiment, the
Factor VIII variant encoded by the CSOl1 polynucleotide comprises an m3 amino acid
substitution. In one embodiment, the Factor VIII variant encoded by the CSO1 polynucleotide
comprises an m4 amino acid substitution. In one embodiment, the Factor VIII variant encoded

by the CS01 polynucleotide comprises an mS amino acid substitution.
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[00295] In one embodiment, the Factor VIII variant encoded by the CSO1 polynucleotide
comprises m12 amino acid substitutions. In one embodiment, the Factor VIII variant encoded by
the CSO1 polynucleotide comprises m13 amino acid substitutions. In one embodiment, the
Factor VIII variant encoded by the CSO1 polynucleotide comprises m23 amino acid
substitutions. In one embodiment, the Factor VIII variant encoded by the CSO1 polynucleotide
comprises m24 amino acid substitutions. In one embodiment, the Factor VIII variant encoded by
the CSO1 polynucleotide comprises m25 amino acid substitutions. In one embodiment, the
Factor VIII variant encoded by the CSO1 polynucleotide comprises m34 amino acid
substitutions. In one embodiment, the Factor VIII variant encoded by the CSO1 polynucleotide

comprises m35 amino acid substitutions.

[00296] In one embodiment, the Factor VIII variant encoded by the CSO1 polynucleotide
comprises m123 amino acid substitutions. In one embodiment, the Factor VIII variant encoded
by the CSO1 polynucleotide comprises m234 amino acid substitutions. In one embodiment, the
Factor VIII variant encoded by the CSO1 polynucleotide comprises m125 amino acid

substitutions.

CS823 Codon Altered Polynucleotides

[00297] In one embodiment, the codon-altered polynucleotides provided herein include a
nucleotide sequence encoding a Factor VIII variant polypeptide with a linker that is cleavable in
vivo. The Factor VIII polypeptide includes a Factor VIII light chain, a Factor VIII heavy chain,
and a polypeptide linker joining the C-terminus of the heavy chain to the N-terminus of the light
chain. The heavy chain of the Factor VIII polypeptide is encoded by a first nucleotide sequence
having high sequence identity to CS23-HC-NA (SEQ ID NO: 22), which is the portion of CS23-
FL-NA (SEQ ID NO: 20) encoding for a Factor VIII heavy chain. The light chain of the Factor
VIII polypeptide is encoded by a second nucleotide sequence with high sequence identity to
CS23-LC-NA (SEQ ID NO: 23), which is the portion of CS23-FL-NA (SEQ ID NO: 20)
encoding for a Factor VIII light chain. The polypeptide linker includes a furin cleavage site,
which allows for maturation in vivo (e.g., after expression in vivo or administration of the

precursor polypeptide).
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[00298] In some embodiments, the first and second nucleotide sequences have at least
95% sequence identity to CS23-HC-NA and CS23-LC-NA (SEQ ID NOS 22 and 23),
respectively. In some embodiments, the first and second nucleotide sequences have at least 96%
sequence identity to CS23-HC-NA and CS23-LC-NA (SEQ ID NOS 22 and 23), respectively. In
some embodiments, the first and second nucleotide sequences have at least 97% sequence
identity to CS23-HC-NA and CS23-LC-NA (SEQ ID NOS 22 and 23), respectively. In some
embodiments, the first and second nucleotide sequences have at least 98% sequence identity to
CS23-HC-NA and CS23-LC-NA (SEQ ID NOS 22 and 23), respectively. In some embodiments,
the first and second nucleotide sequences have at least 99% sequence identity to CS23-HC-NA
and CS23-LC-NA (SEQ ID NOS 22 and 23), respectively. In some embodiments, the first and
second nucleotide sequences have at least 99.5% sequence identity to CS23-HC-NA and CS23-
LC-NA (SEQ ID NOS 22 and 23), respectively. In some embodiments, the first and second
nucleotide sequences have at least 99.9% sequence identity to CS23-HC-NA and CS23-LC-NA
(SEQ ID NOS 22 and 23), respectively. In some embodiments, the first and second nucleotide
sequences are identical to CS23-HC-NA and CS23-LC-NA (SEQ ID NOS 22 and 23),

respectively.

[00299] In some embodiments, the polypeptide linker of the Factor VIII construct is
encoded by a third nucleotide sequence having high sequence identity to BDLO04 (SEQ ID NO:
6), which encodes the 14-amino acid linker corresponding to amino acids 760-773 of CS23-FL-
AA (SEQ ID NO: 21). In some embodiments, the third nucleotide sequence has at least 95%
identity to BDLOO04 (SEQ ID NO: 6). In some embodiments, the third nucleotide sequence has
at least 96% identity to BDLOO04 (SEQ ID NO: 6). In some embodiments, the third nucleotide
sequence has at least 97% identity to BDLO04 (SEQ ID NO: 6). In some embodiments, the third
nucleotide sequence has at least 98% identity to BDLO04 (SEQ ID NO: 6). In some
embodiments, the third nucleotide sequence is identical to BDLO04 (SEQ ID NO: 6).

[00300] In some embodiments, the codon-altered polynucleotide has a nucleotide
sequence with high sequence identity to CS23-FL-NA (SEQ ID NO: 20). In some embodiments,
the nucleotide sequence has at least 95% identity to CS23-FL-NA (SEQ ID NO: 20). In some
embodiments, the nucleotide sequence has at least 96% identity to CS23-FL-NA (SEQ ID NO:
20). In some embodiments, the nucleotide sequence has at least 97% identity to CS23-FL-NA
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(SEQ ID NO: 20). In some embodiments, the nucleotide sequence has at least 98% identity to
CS23-FL-NA (SEQ ID NO: 20). In some embodiments, the nucleotide sequence has at least
99% identity to CS23-FL-NA (SEQ ID NO: 20). In some embodiments, the nucleotide sequence
has at least 99.5% identity to CS23-FL-NA (SEQ ID NO: 20). In some embodiments, the
nucleotide sequence has at least 99.9% identity to CS23-FL-NA (SEQ ID NO: 20). In some
embodiments, the nucleotide sequence is identical to CS23-FL-NA (SEQ ID NO: 20).

[00301] In some embodiments, the Factor VIII variant encoded by the codon-altered
polynucleotide has an amino acid sequence with high sequence identity to CS23-FL-AA (SEQ
ID NO: 21). In some embodiments, the amino acid sequence has at least 97% identity to CS23-
FL-AA (SEQ ID NO: 21). In some embodiments, the amino acid sequence has at least 98%
identity to CS23-FL-AA (SEQ ID NO: 21). In some embodiments, the amino acid sequence has
at least 99% identity to CS23-FL-AA (SEQ ID NO: 21). In some embodiments, the amino acid
sequence has at least 99.5% identity to CS23-FL-AA (SEQ ID NO: 21). In some embodiments,
the amino acid sequence has at least 99.9% identity to CS23-FL-AA (SEQ ID NO: 21). In some
embodiments, the amino acid sequence is identical to CS23-FL-AA (SEQ ID NO: 21).

[00302] In some embodiments, the Factor VIII variant encoded by the CS23
polynucleotide, having high sequence homology to CS23-FL-AA (e.g., at least 95%, 96%, 97%,
98%, 99%, 99.5%, or 99.9% identity), comprises one or more amino acid substitutions selected

from m1, m2, m3, m4, and m5.

[00303] In one embodiment, the Factor VIII variant encoded by the CS23 polynucleotide
comprises an m1 amino acid substitution. In one embodiment, the Factor VIII variant encoded
by the CS23 polynucleotide comprises an m2 amino acid substitution. In one embodiment, the
Factor VIII variant encoded by the CS23 polynucleotide comprises an m3 amino acid
substitution. In one embodiment, the Factor VIII variant encoded by the CS23 polynucleotide
comprises an m4 amino acid substitution. In one embodiment, the Factor VIII variant encoded

by the CS23 polynucleotide comprises an mS amino acid substitution.

[00304] In one embodiment, the Factor VIII variant encoded by the CS23 polynucleotide
comprises m12 amino acid substitutions. In one embodiment, the Factor VIII variant encoded by

the CS23 polynucleotide comprises m13 amino acid substitutions. In one embodiment, the
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Factor VIII variant encoded by the CS23 polynucleotide comprises m23 amino acid
substitutions. In one embodiment, the Factor VIII variant encoded by the CS23 polynucleotide
comprises m24 amino acid substitutions. In one embodiment, the Factor VIII variant encoded by
the CS23 polynucleotide comprises m25 amino acid substitutions. In one embodiment, the
Factor VIII variant encoded by the CS23 polynucleotide comprises m34 amino acid
substitutions. In one embodiment, the Factor VIII variant encoded by the CS23 polynucleotide

comprises m35 amino acid substitutions.

[00305] In one embodiment, the Factor VIII variant encoded by the CS23 polynucleotide
comprises m123 amino acid substitutions. In one embodiment, the Factor VIII variant encoded
by the CS23 polynucleotide comprises m234 amino acid substitutions. In one embodiment, the
Factor VIII variant encoded by the CS23 polynucleotide comprises m125 amino acid

substitutions.

D. Codon-altered Polynucleotides Encoding a Single-chain Factor VIII Protein

[00306] Factor VIII constructs in which the furin cleavage site located at the C-terminal
end of the B-domain is removed retain activity as a single chain polypeptide, despite that normal
maturation of the Factor VIII molecule cannot occur (Leyte et al. (1991)). Similarly, a B-domain
deleted Factor VIII construct with an attenuated furin site (containing an R1664H amino acid
substitution) is more biologically active than the corresponding Factor VIII construct with a
wild-type furin cleavage site (Siner et al. (2013)). Accordingly, in some embodiments, the
codon-altered polynucleotides provided herein include a nucleotide sequence encoding a single-
chain Factor VIII variant polypeptide. The single-chain Factor VIII polypeptide includes a
Factor VIII light chain, a Factor VIII heavy chain, and a polypeptide linker joining the C-
terminus of the heavy chain to the N-terminus of the light chain. The polypeptide linker does not

include a furin cleavage site.

Single-chain CS04 Codon Altered Polynucleotides

[00307] In one embodiment, the codon-altered polynucleotides provided herein include a
nucleotide sequence encoding a single-chain Factor VIII variant polypeptide. The Factor VIII

polypeptide includes a Factor VIII light chain, a Factor VIII heavy chain, and an optional
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polypeptide linker joining the C-terminus of the heavy chain to the N-terminus of the light chain.
The heavy chain of the Factor VIII polypeptide is encoded by a first nucleotide sequence having
high sequence identity to CS04-HC-NA (SEQ ID NO: 3), which is the portion of CS04-FL-NA
(SEQ ID NO: 1) encoding for a Factor VIII heavy chain. The light chain of the Factor VIII
polypeptide is encoded by a second nucleotide sequence with high sequence identity to CS04-
LC-NA (SEQ ID NO: 4), which is the portion of CS04-FL-NA (SEQ ID NO: 1) encoding for a

Factor VIII light chain. The optional polypeptide linker does not include a furin cleavage site.

[00308] In some embodiments, the first and second nucleotide sequences have at least
95% sequence identity to CS04-HC-NA and CS04-LC-NA (SEQ ID NOS 3 and 4), respectively.
In some embodiments, the first and second nucleotide sequences have at least 96% sequence
identity to CS04-HC-NA and CS04-LC-NA (SEQ ID NOS 3 and 4), respectively. In some
embodiments, the first and second nucleotide sequences have at least 97% sequence identity to
CS04-HC-NA and CS04-LC-NA (SEQ ID NOS 3 and 4), respectively. In some embodiments,
the first and second nucleotide sequences have at least 98% sequence identity to CS04-HC-NA
and CS04-LC-NA (SEQ ID NOS 3 and 4), respectively. In some embodiments, the first and
second nucleotide sequences have at least 99% sequence identity to CS04-HC-NA and CS04-
LC-NA (SEQ ID NOS 3 and 4), respectively. In some embodiments, the first and second
nucleotide sequences have at least 99.5% sequence identity to CS04-HC-NA and CS04-LC-NA
(SEQ ID NOS 3 and 4), respectively. In some embodiments, the first and second nucleotide
sequences have at least 99.9% sequence identity to CS04-HC-NA and CS04-LC-NA (SEQ ID
NOS 3 and 4), respectively. In some embodiments, the first and second nucleotide sequences are

identical to CS04-HC-NA and CS04-LC-NA (SEQ ID NOS 3 and 4), respectively.

[00309] In some embodiments, the codon-altered polynucleotide has a nucleotide
sequence with high sequence identity to CS04-SC1-NA (SEQ ID NO: 9). In some embodiments,
the nucleotide sequence has at least 95% identity to CS04-SC1-NA (SEQ ID NO: 9). In some
embodiments, the nucleotide sequence has at least 96% identity to CS04-SC1-NA (SEQ ID NO:
9). In some embodiments, the nucleotide sequence has at least 97% identity to CS04-SC1-NA
(SEQ ID NO: 9). In some embodiments, the nucleotide sequence has at least 98% identity to
CS04-SCI1-NA (SEQ ID NO: 9). In some embodiments, the nucleotide sequence has at least
99% identity to CS04-SC1-NA (SEQ ID NO: 9). In some embodiments, the nucleotide sequence
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has at least 99.5% identity to CS04-SC1-NA (SEQ ID NO: 9). In some embodiments, the
nucleotide sequence has at least 99.9% identity to CS04-SC1-NA (SEQ ID NO: 9). In some
embodiments, the nucleotide sequence is identical to CS04-SC1-NA (SEQ ID NO: 9).

[00310] In some embodiments, the codon-altered polynucleotide has a nucleotide
sequence with high sequence identity to CS04-SC2-NA (SEQ ID NO: 11). In some
embodiments, the nucleotide sequence has at least 95% identity to CS04-SC2-NA (SEQ ID NO:
11). In some embodiments, the nucleotide sequence has at least 96% identity to CS04-SC2-NA
(SEQ ID NO: 11). In some embodiments, the nucleotide sequence has at least 97% identity to
CS04-SC2-NA (SEQ ID NO: 11). In some embodiments, the nucleotide sequence has at least
98% identity to CS04-SC2-NA (SEQ ID NO: 11). In some embodiments, the nucleotide
sequence has at least 99% identity to CS04-SC2-NA (SEQ ID NO: 11). In some embodiments,
the nucleotide sequence has at least 99.5% identity to CS04-SC2-NA (SEQ ID NO: 11). In some
embodiments, the nucleotide sequence has at least 99.9% identity to CS04-SC2-NA (SEQ ID
NO: 11). In some embodiments, the nucleotide sequence is identical to CS04-SC2-NA (SEQ ID
NO: 11).

[00311] In some embodiments, the single-chain Factor VIII variant encoded by the codon-
altered polynucleotide has an amino acid sequence with high sequence identity to CS04-SC1-AA
(SEQ ID NO: 10; human Factor VIIIA(760-1667) (SPI, HsFVIIIA(741-1648), SPE)). In some
embodiments, the Factor VIII variant encoded by the codon-altered polynucleotide has an amino
acid sequence with high sequence identity to CS04-SC1-AA (SEQ ID NO: 10). In some
embodiments, the amino acid sequence has at least 97% identity to CS04-SC1-AA (SEQ ID NO:
10). In some embodiments, the amino acid sequence has at least 98% identity to CS04-SC1-AA
(SEQ ID NO: 10). In some embodiments, the amino acid sequence has at least 99% identity to
CS04-SC1-AA (SEQ ID NO: 10). In some embodiments, the amino acid sequence has at least
99.5% identity to CS04-SC1-AA (SEQ ID NO: 10). In some embodiments, the amino acid
sequence has at least 99.9% identity to CS04-SC1-AA (SEQ ID NO: 10). In some embodiments,
the amino acid sequence is identical to CS04-SC1-AA (SEQ ID NO: 10).

[00312] In some embodiments, the Factor VIII variant encoded by the CS04-SC1
polynucleotide, having high sequence homology to CS04-SC1-AA (e.g., at least 95%, 96%,
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97%, 98%, 99%, 99.5%, or 99.9% identity), comprises one or more amino acid substitutions

selected from m1, m2, m3, m4, and m5.

[00313] In some embodiments, the single-chain Factor VIII variant encoded by the codon-
altered polynucleotide has an amino acid sequence with high sequence identity to CS04-SC2-AA
(SEQ ID NO: 12; human Factor VIIIA(772-1667) (SPI, HsFVIIIA(753-1648), SPE)). In some
embodiments, the Factor VIII variant encoded by the codon-altered polynucleotide has an amino
acid sequence with high sequence identity to CS04-SC2-AA (SEQ ID NO: 12). In some
embodiments, the amino acid sequence has at least 97% identity to CS04-SC2-AA (SEQ ID NO:
12). In some embodiments, the amino acid sequence has at least 98% identity to CS04-SC2-AA
(SEQ ID NO: 12). In some embodiments, the amino acid sequence has at least 99% identity to
CS04-SC2-AA (SEQ ID NO: 12). In some embodiments, the amino acid sequence has at least
99.5% identity to CS04-SC2-AA (SEQ ID NO: 12). In some embodiments, the amino acid
sequence has at least 99.9% identity to CS04-SC2-AA (SEQ ID NO: 12). In some embodiments,
the amino acid sequence is identical to CS04-SC2-AA (SEQ ID NO: 12).

[00314] In some embodiments, the single-chain Factor VIII variant encoded by the CS04-
SC2 polynucleotide, having high sequence homology to CS04-SC2-AA (e.g., at least 95%, 96%,
97%, 98%, 99%, 99.5%, or 99.9% identity), comprises one or more amino acid substitutions

selected from m1, m2, m3, m4, and m5.

[00315] In one embodiment, the single-chain Factor VIII variant encoded by the CS04
polynucleotide comprises an m1 amino acid substitution. In one embodiment, the Factor VIII
variant encoded by the CS04 polynucleotide comprises an m2 amino acid substitution. In one
embodiment, the Factor VIII variant encoded by the CS04 polynucleotide comprises an m3
amino acid substitution. In one embodiment, the Factor VIII variant encoded by the CS04
polynucleotide comprises an m4 amino acid substitution. In one embodiment, the Factor VIII

variant encoded by the CS04 polynucleotide comprises an m5 amino acid substitution.

[00316] In one embodiment, the single-chain Factor VIII variant encoded by the CS04
polynucleotide comprises m12 amino acid substitutions. In one embodiment, the Factor VIII
variant encoded by the CS04 polynucleotide comprises m13 amino acid substitutions. In one

embodiment, the Factor VIII variant encoded by the CS04 polynucleotide comprises m23 amino
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acid substitutions. In one embodiment, the Factor VIII variant encoded by the CS04
polynucleotide comprises m24 amino acid substitutions. In one embodiment, the Factor VIII
variant encoded by the CS04 polynucleotide comprises m25 amino acid substitutions. In one
embodiment, the Factor VIII variant encoded by the CS04 polynucleotide comprises m34 amino
acid substitutions. In one embodiment, the Factor VIII variant encoded by the CS04

polynucleotide comprises m35 amino acid substitutions.

[00317] In one embodiment, the single-chain Factor VIII variant encoded by the CS04
polynucleotide comprises m123 amino acid substitutions. In one embodiment, the Factor VIII
variant encoded by the CS04 polynucleotide comprises m234 amino acid substitutions. In one
embodiment, the Factor VIII variant encoded by the CS04 polynucleotide comprises m125

amino acid substitutions.

Single-chain CS01 Codon Altered Polynucleotides

[00318] In one embodiment, the codon-altered polynucleotides provided herein include a
nucleotide sequence encoding a single-chain Factor VIII variant polypeptide. The Factor VIII
polypeptide includes a Factor VIII light chain, a Factor VIII heavy chain, and an optional
polypeptide linker joining the C-terminus of the heavy chain to the N-terminus of the light chain.
The heavy chain of the Factor VIII polypeptide is encoded by a first nucleotide sequence having
high sequence identity to CSO1-HC-NA (SEQ ID NO: 24), which is the portion of CSO01-FL-NA
(SEQ ID NO: 13) encoding for a Factor VIII heavy chain. The light chain of the Factor VIII
polypeptide is encoded by a second nucleotide sequence with high sequence identity to CSO1-
LC-NA (SEQ ID NO: 25), which is the portion of CSO1-FL-NA (SEQ ID NO: 13) encoding for

a Factor VIII light chain. The optional polypeptide linker does not include a furin cleavage site.

[00319] In some embodiments, the first and second nucleotide sequences have at least
95% sequence identity to CSOI-HC-NA and CSOI-LC-NA (SEQ ID NOS 24 and 25),
respectively. In some embodiments, the first and second nucleotide sequences have at least 96%
sequence identity to CS01-HC-NA and CSO1-LC-NA (SEQ ID NOS 24 and 25), respectively. In
some embodiments, the first and second nucleotide sequences have at least 97% sequence
identity to CSO1-HC-NA and CSO01-LC-NA (SEQ ID NOS 24 and 25), respectively. In some

embodiments, the first and second nucleotide sequences have at least 98% sequence identity to
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CSO1-HC-NA and CSO1-LC-NA (SEQ ID NOS 24 and 25), respectively. In some embodiments,
the first and second nucleotide sequences have at least 99% sequence identity to CSO1-HC-NA
and CSO1-LC-NA (SEQ ID NOS 24 and 25), respectively. In some embodiments, the first and
second nucleotide sequences have at least 99.5% sequence identity to CSO1-HC-NA and CSO01-
LC-NA (SEQ ID NOS 24 and 25), respectively. In some embodiments, the first and second
nucleotide sequences have at least 99.9% sequence identity to CSO1-HC-NA and CSO1-LC-NA
(SEQ ID NOS 24 and 25), respectively. In some embodiments, the first and second nucleotide
sequences are identical to CSOI-HC-NA and CSO1-LC-NA (SEQ ID NOS 24 and 25),

respectively.

[00320] In some embodiments, the codon-altered polynucleotide has a nucleotide
sequence with high sequence identity to CSO1-SC1-NA (SEQ ID NO: 26). In some
embodiments, the nucleotide sequence has at least 95% identity to CSO1-SC1-NA (SEQ ID NO:
26). In some embodiments, the nucleotide sequence has at least 96% identity to CSO01-SC1-NA
(SEQ ID NO: 26). In some embodiments, the nucleotide sequence has at least 97% identity to
CS01-SCI1-NA (SEQ ID NO: 26). In some embodiments, the nucleotide sequence has at least
98% identity to CS01-SC1-NA (SEQ ID NO: 26). In some embodiments, the nucleotide
sequence has at least 99% identity to CSO1-SC1-NA (SEQ ID NO: 26). In some embodiments,
the nucleotide sequence has at least 99.5% identity to CSO1-SC1-NA (SEQ ID NO: 26). In some
embodiments, the nucleotide sequence has at least 99.9% identity to CSO1-SC1-NA (SEQ ID
NO: 26). In some embodiments, the nucleotide sequence is identical to CSO01-SC1-NA (SEQ ID
NO: 26).

[00321] In some embodiments, the codon-altered polynucleotide has a nucleotide
sequence with high sequence identity to CSO1-SC2-NA (SEQ ID NO: 27). In some
embodiments, the nucleotide sequence has at least 95% identity to CSO1-SC2-NA (SEQ ID NO:
27). In some embodiments, the nucleotide sequence has at least 96% identity to CSO01-SC2-NA
(SEQ ID NO: 27). In some embodiments, the nucleotide sequence has at least 97% identity to
CS01-SC2-NA (SEQ ID NO: 27). In some embodiments, the nucleotide sequence has at least
98% identity to CS01-SC2-NA (SEQ ID NO: 27). In some embodiments, the nucleotide
sequence has at least 99% identity to CSO01-SC2-NA (SEQ ID NO: 27). In some embodiments,
the nucleotide sequence has at least 99.5% identity to CSO1-SC2-NA (SEQ ID NO: 27). In some
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embodiments, the nucleotide sequence has at least 99.9% identity to CSO1-SC2-NA (SEQ ID
NO: 27). In some embodiments, the nucleotide sequence is identical to CS01-SC2-NA (SEQ ID
NO: 27).

[00322] In some embodiments, the single-chain Factor VIII variant encoded by the codon-
altered polynucleotide has an amino acid sequence with high sequence identity to CSO1-SC1-AA
(SEQ ID NO: 10; human Factor VIIIA(760-1667) (SPI, HsFVIIIA(741-1648), SPE)). In some
embodiments, the Factor VIII variant encoded by the codon-altered polynucleotide has an amino
acid sequence with high sequence identity to CSO1-SC1-AA (SEQ ID NO: 10). In some
embodiments, the amino acid sequence has at least 97% identity to CS01-SC1-AA (SEQ ID NO:
10). In some embodiments, the amino acid sequence has at least 98% identity to CSO1-SC1-AA
(SEQ ID NO: 10). In some embodiments, the amino acid sequence has at least 99% identity to
CS01-SC1-AA (SEQ ID NO: 10). In some embodiments, the amino acid sequence has at least
99.5% identity to CS01-SC1-AA (SEQ ID NO: 10). In some embodiments, the amino acid
sequence has at least 99.9% identity to CS01-SC1-AA (SEQ ID NO: 10). In some embodiments,
the amino acid sequence is identical to CS01-SC1-AA (SEQ ID NO: 10).

[00323] In some embodiments, the Factor VIII variant encoded by the CS01-SC1
polynucleotide, having high sequence homology to CSO01-SC1-AA (e.g., at least 95%, 96%,
97%, 98%, 99%, 99.5%, or 99.9% identity), comprises one or more amino acid substitutions

selected from m1, m2, m3, m4, and m5.

[00324] In some embodiments, the single-chain Factor VIII variant encoded by the codon-
altered polynucleotide has an amino acid sequence with high sequence identity to CSO1-SC2-AA
(SEQ ID NO: 12; human Factor VIIIA(772-1667) (SPI, HsFVIIIA(753-1648), SPE)). In some
embodiments, the Factor VIII variant encoded by the codon-altered polynucleotide has an amino
acid sequence with high sequence identity to CS01-SC2-AA (SEQ ID NO: 12). In some
embodiments, the amino acid sequence has at least 97% identity to CS01-SC2-AA (SEQ ID NO:
12). In some embodiments, the amino acid sequence has at least 98% identity to CSO1-SC2-AA
(SEQ ID NO: 12). In some embodiments, the amino acid sequence has at least 99% identity to
CS01-SC2-AA (SEQ ID NO: 12). In some embodiments, the amino acid sequence has at least
99.5% identity to CS01-SC2-AA (SEQ ID NO: 12). In some embodiments, the amino acid
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sequence has at least 99.9% identity to CSO1-SC2-AA (SEQ ID NO: 12). In some embodiments,
the amino acid sequence is identical to CS01-SC2-AA (SEQ ID NO: 12).

[00325] In some embodiments, the single-chain Factor VIII variant encoded by the CSO1-
SC2 polynucleotide, having high sequence homology to CS01-SC2-AA (e.g., at least 95%, 96%,
97%, 98%, 99%, 99.5%, or 99.9% identity), comprises one or more amino acid substitutions

selected from m1, m2, m3, m4, and m5.

[00326] In one embodiment, the single-chain Factor VIII variant encoded by the CSO1
polynucleotide comprises an m1 amino acid substitution. In one embodiment, the Factor VIII
variant encoded by the CSO1 polynucleotide comprises an m2 amino acid substitution. In one
embodiment, the Factor VIII variant encoded by the CSO1 polynucleotide comprises an m3
amino acid substitution. In one embodiment, the Factor VIII variant encoded by the CSO1
polynucleotide comprises an m4 amino acid substitution. In one embodiment, the Factor VIII

variant encoded by the CSO1 polynucleotide comprises an m5 amino acid substitution.

[00327] In one embodiment, the single-chain Factor VIII variant encoded by the CSO1
polynucleotide comprises m12 amino acid substitutions. In one embodiment, the Factor VIII
variant encoded by the CSO1 polynucleotide comprises m13 amino acid substitutions. In one
embodiment, the Factor VIII variant encoded by the CSO1 polynucleotide comprises m23 amino
acid substitutions. In one embodiment, the Factor VIII variant encoded by the CSO1
polynucleotide comprises m24 amino acid substitutions. In one embodiment, the Factor VIII
variant encoded by the CSO1 polynucleotide comprises m25 amino acid substitutions. In one
embodiment, the Factor VIII variant encoded by the CSO1 polynucleotide comprises m34 amino
acid substitutions. In one embodiment, the Factor VIII variant encoded by the CSO1

polynucleotide comprises m35 amino acid substitutions.

[00328] In one embodiment, the single-chain Factor VIII variant encoded by the CSO1
polynucleotide comprises m123 amino acid substitutions. In one embodiment, the Factor VIII
variant encoded by the CSO1 polynucleotide comprises m234 amino acid substitutions. In one
embodiment, the Factor VIII variant encoded by the CSO1 polynucleotide comprises m125

amino acid substitutions.
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Single-chain CS23 Codon Altered Polynucleotides

[00329] In one embodiment, the codon-altered polynucleotides provided herein include a
nucleotide sequence encoding a single-chain Factor VIII variant polypeptide. The Factor VIII
polypeptide includes a Factor VIII light chain, a Factor VIII heavy chain, and an optional
polypeptide linker joining the C-terminus of the heavy chain to the N-terminus of the light chain.
The heavy chain of the Factor VIII polypeptide is encoded by a first nucleotide sequence having
high sequence identity to CS23-HC-NA (SEQ ID NO: 22), which is the portion of CS23-FL-NA
(SEQ ID NO: 20) encoding for a Factor VIII heavy chain. The light chain of the Factor VIII
polypeptide is encoded by a second nucleotide sequence with high sequence identity to CS23-
LC-NA (SEQ ID NO: 23), which is the portion of CS23-FL-NA (SEQ ID NO: 20) encoding for

a Factor VIII light chain. The optional polypeptide linker does not include a furin cleavage site.

[00330] In some embodiments, the first and second nucleotide sequences have at least
95% sequence identity to CS23-HC-NA and CS23-LC-NA (SEQ ID NOS 22 and 23),
respectively. In some embodiments, the first and second nucleotide sequences have at least 96%
sequence identity to CS23-HC-NA and CS23-LC-NA (SEQ ID NOS 22 and 23), respectively. In
some embodiments, the first and second nucleotide sequences have at least 97% sequence
identity to CS23-HC-NA and CS23-LC-NA (SEQ ID NOS 22 and 23), respectively. In some
embodiments, the first and second nucleotide sequences have at least 98% sequence identity to
CS23-HC-NA and CS23-LC-NA (SEQ ID NOS 22 and 23), respectively. In some embodiments,
the first and second nucleotide sequences have at least 99% sequence identity to CS23-HC-NA
and CS23-LC-NA (SEQ ID NOS 22 and 23), respectively. In some embodiments, the first and
second nucleotide sequences have at least 99.5% sequence identity to CS23-HC-NA and CS23-
LC-NA (SEQ ID NOS 22 and 23), respectively. In some embodiments, the first and second
nucleotide sequences have at least 99.9% sequence identity to CS23-HC-NA and CS23-LC-NA
(SEQ ID NOS 22 and 23), respectively. In some embodiments, the first and second nucleotide
sequences are identical to CS23-HC-NA and CS23-LC-NA (SEQ ID NOS 22 and 23),

respectively.

[00331] In some embodiments, the codon-altered polynucleotide has a nucleotide

sequence with high sequence identity to CS23-SC1-NA (SEQ ID NO: 28). In some
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embodiments, the nucleotide sequence has at least 95% identity to CS23-SC1-NA (SEQ ID NO:
28). In some embodiments, the nucleotide sequence has at least 96% identity to CS23-SC1-NA
(SEQ ID NO: 28). In some embodiments, the nucleotide sequence has at least 97% identity to
CS23-SCI1-NA (SEQ ID NO: 28). In some embodiments, the nucleotide sequence has at least
98% identity to CS23-SC1-NA (SEQ ID NO: 28). In some embodiments, the nucleotide
sequence has at least 99% identity to CS23-SC1-NA (SEQ ID NO: 28). In some embodiments,
the nucleotide sequence has at least 99.5% identity to CS23-SC1-NA (SEQ ID NO: 28). In some
embodiments, the nucleotide sequence has at least 99.9% identity to CS23-SC1-NA (SEQ ID
NO: 28). In some embodiments, the nucleotide sequence is identical to CS23-SC1-NA (SEQ ID
NO: 28).

[00332] In some embodiments, the codon-altered polynucleotide has a nucleotide
sequence with high sequence identity to CS23-SC2-NA (SEQ ID NO: 29). In some
embodiments, the nucleotide sequence has at least 95% identity to CS23-SC2-NA (SEQ ID NO:
29). In some embodiments, the nucleotide sequence has at least 96% identity to CS23-SC2-NA
(SEQ ID NO: 29). In some embodiments, the nucleotide sequence has at least 97% identity to
CS23-SC2-NA (SEQ ID NO: 29). In some embodiments, the nucleotide sequence has at least
98% identity to CS23-SC2-NA (SEQ ID NO: 29). In some embodiments, the nucleotide
sequence has at least 99% identity to CS23-SC2-NA (SEQ ID NO: 29). In some embodiments,
the nucleotide sequence has at least 99.5% identity to CS23-SC2-NA (SEQ ID NO: 29). In some
embodiments, the nucleotide sequence has at least 99.9% identity to CS23-SC2-NA (SEQ ID
NO: 29). In some embodiments, the nucleotide sequence is identical to CS23-SC2-NA (SEQ ID
NO: 29).

[00333] In some embodiments, the single-chain Factor VIII variant encoded by the codon-
altered polynucleotide has an amino acid sequence with high sequence identity to CS23-SC1-AA
(SEQ ID NO: 10; human Factor VIIIA(760-1667) (SPI, CS04A(741-1648), SPE)). In some
embodiments, the Factor VIII variant encoded by the codon-altered polynucleotide has an amino
acid sequence with high sequence identity to CS23-SC1-AA (SEQ ID NO: 10). In some
embodiments, the amino acid sequence has at least 97% identity to CS23-SC1-AA (SEQ ID NO:
10). In some embodiments, the amino acid sequence has at least 98% identity to CS23-SC1-AA
(SEQ ID NO: 10). In some embodiments, the amino acid sequence has at least 99% identity to
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CS23-SCI1-AA (SEQ ID NO: 10). In some embodiments, the amino acid sequence has at least
99.5% identity to CS23-SC1-AA (SEQ ID NO: 10). In some embodiments, the amino acid
sequence has at least 99.9% identity to CS23-SC1-AA (SEQ ID NO: 10). In some embodiments,
the amino acid sequence is identical to CS23-SC1-AA (SEQ ID NO: 10).

[00334] In some embodiments, the Factor VIII variant encoded by the CS23-SC1
polynucleotide, having high sequence homology to CS23-SC1-AA (e.g., at least 95%, 96%,
97%, 98%, 99%, 99.5%, or 99.9% identity), comprises one or more amino acid substitutions

selected from m1, m2, m3, m4, and m5.

[00335] In some embodiments, the single-chain Factor VIII variant encoded by the codon-
altered polynucleotide has an amino acid sequence with high sequence identity to CS23-SC2-AA
(SEQ ID NO: 12; human Factor VIIIA(772-1667) (SPI, HsFVIIIA(753-1648), SPE)). In some
embodiments, the Factor VIII variant encoded by the codon-altered polynucleotide has an amino
acid sequence with high sequence identity to CS23-SC2-AA (SEQ ID NO: 12). In some
embodiments, the amino acid sequence has at least 97% identity to CS23-SC2-AA (SEQ ID NO:
12). In some embodiments, the amino acid sequence has at least 98% identity to CS23-SC2-AA
(SEQ ID NO: 12). In some embodiments, the amino acid sequence has at least 99% identity to
CS23-SC2-AA (SEQ ID NO: 12). In some embodiments, the amino acid sequence has at least
99.5% identity to CS23-SC2-AA (SEQ ID NO: 12). In some embodiments, the amino acid
sequence has at least 99.9% identity to CS23-SC2-AA (SEQ ID NO: 12). In some embodiments,
the amino acid sequence is identical to CS23-SC2-AA (SEQ ID NO: 12).

[00336] In some embodiments, the single-chain Factor VIII variant encoded by the CS23-
SC2 polynucleotide, having high sequence homology to CS23-SC2-AA (e.g., at least 95%, 96%,
97%, 98%, 99%, 99.5%, or 99.9% identity), comprises one or more amino acid substitutions

selected from m1, m2, m3, m4, and m5.

[00337] In one embodiment, the single-chain Factor VIII variant encoded by the CS23
polynucleotide comprises an m1 amino acid substitution. In one embodiment, the Factor VIII
variant encoded by the CS23 polynucleotide comprises an m2 amino acid substitution. In one
embodiment, the Factor VIII variant encoded by the CS23 polynucleotide comprises an m3

amino acid substitution. In one embodiment, the Factor VIII variant encoded by the CS23
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polynucleotide comprises an m4 amino acid substitution. In one embodiment, the Factor VIII

variant encoded by the CS23 polynucleotide comprises an m5 amino acid substitution.

[00338] In one embodiment, the single-chain Factor VIII variant encoded by the CS23
polynucleotide comprises m12 amino acid substitutions. In one embodiment, the Factor VIII
variant encoded by the CS23 polynucleotide comprises m13 amino acid substitutions. In one
embodiment, the Factor VIII variant encoded by the CS23 polynucleotide comprises m23 amino
acid substitutions. In one embodiment, the Factor VIII variant encoded by the CS23
polynucleotide comprises m24 amino acid substitutions. In one embodiment, the Factor VIII
variant encoded by the CS23 polynucleotide comprises m25 amino acid substitutions. In one
embodiment, the Factor VIII variant encoded by the CS23 polynucleotide comprises m34 amino
acid substitutions. In one embodiment, the Factor VIII variant encoded by the CS23

polynucleotide comprises m35 amino acid substitutions.

[00339] In one embodiment, the single-chain Factor VIII variant encoded by the CS23
polynucleotide comprises m123 amino acid substitutions. In one embodiment, the Factor VIII
variant encoded by the CS23 polynucleotide comprises m234 amino acid substitutions. In one
embodiment, the Factor VIII variant encoded by the CS23 polynucleotide comprises m125

amino acid substitutions.

E. Factor VIII Expression Vectors

[00340] In some embodiments, the codon-altered polynucleotides described herein are
integrated into expression vectors. Non-limiting examples of expression vectors include viral
vectors (e.g., vectors suitable for gene therapy), plasmid vectors, bacteriophage vectors, cosmids,

phagemids, artificial chromosomes, and the like.

[00341] Non-limiting examples of viral vectors include: retrovirus, e.g., Moloney murine
leukemia virus (MMLYV), Harvey murine sarcoma virus, murine mammary tumor virus, and
Rous sarcoma virus; adenoviruses, adeno-associated viruses; SV40-type viruses;
polyomaviruses; Epstein-Barr viruses; papilloma viruses; herpes viruses, vaccinia viruses; and

polio viruses.
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[00342] In some embodiments, the codon-altered polynucleotides described herein are
integrated into a gene therapy vector. In some embodiments, the gene therapy vector is a
retrovirus, and particularly a replication-deficient retrovirus. Protocols for the production of
replication-deficient retroviruses are known in the art. For review, see Kriegler, M., Gene
Transfer and Expression, A Laboratory Manual, W.H. Freeman Co., New York (1990) and
Murry, E. J., Methods in Molecular Biology, Vol. 7, Humana Press, Inc., Cliffton, N.J. (1991).

[00343] In one embodiment, the gene therapy vector is an adeno-associated virus (AAV)
based gene therapy vector. AAYV systems have been described previously and are generally well
known in the art (Kelleher and Vos, Biotechniques, 17(6):1110-17 (1994); Cotten et al., Proc
Natl Acad Sci USA, 89(13):6094-98 (1992); Curiel, Nat Immun, 13(2-3):141-64 (1994);
Muzyczka, Curr Top Microbiol Immunol, 158:97-129 (1992); and Asokan A, et al., Mol. Ther,,
20(4):699-708 (2012), each incorporated herein by reference in their entireties for all purposes).
Details concerning the generation and use of rAAV vectors are described, for example, in U.S.
Patent Nos. 5,139,941 and 4,797,368, each incorporated herein by reference in their entireties for

all purposes. In a particular embodiment, the AAV vector is an AAV-8 vector.

[00344] In some embodiments, the codon-altered polynucleotides described herein are
integrated into a retroviral expression vector. These systems have been described previously,
and are generally well known in the art (Mann et al., Cell, 33:153-159, 1983; Nicolas and
Rubinstein, In: Vectors: A survey of molecular cloning vectors and their uses, Rodriguez and
Denhardt, eds., Stoneham: Butterworth, pp. 494-513, 1988; Temin, In: Gene Transfer,
Kucherlapati (ed.), New York: Plenum Press, pp. 149-188, 1986). In a specific embodiment, the
retroviral vector is a lentiviral vector (see, for example, Naldini ez al., Science, 272(5259):263-
267, 1996, Zufterey et al., Nat Biotechnol, 15(9):871-875, 1997, Blomer et al., J Virol.,
71(9):6641-6649, 1997; U.S. Pat. Nos. 6,013,516 and 5,994,136).

[00345] A wide variety of vectors can be used for the expression of a Factor VIII
polypeptide from a codon-altered polypeptide in cell culture, including eukaryotic and
prokaryotic expression vectors. In certain embodiments, a plasmid vector is contemplated for
use in expressing a Factor VIII polypeptide in cell culture. In general, plasmid vectors

containing replicon and control sequences which are derived from species compatible with the
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host cell are used in connection with these hosts. The vector can carry a replication site, as well
as marking sequences which are capable of providing phenotypic selection in transformed cells.
The plasmid will include the codon-altered polynucleotide encoding the Factor VIII polypeptide,

operably linked to one or more control sequences, for example, a promoter.

[00346] Non-limiting examples of vectors for prokaryotic expression include plasmids
such as pRSET, pET, pBAD, etc., wherein the promoters used in prokaryotic expression vectors
include lac, trc, trp, recA, araBAD, etc. Examples of vectors for eukaryotic expression include:
(1) for expression in yeast, vectors such as pAO, pPIC, pYES, pMET, using promoters such as
AOXI1, GAP, GALI1, AUGI, etc; (i) for expression in insect cells, vectors such as pMT, pAcS,
pIB, pMIB, pBAC, etc., using promoters such as PH, p10, MT, Ac5S, OplE2, gp64, polh, etc., and
(ii1) for expression in mammalian cells, vectors such as pSVL, pCMV, pRc/RSV, pcDNA3,
pBPYV, etc., and vectors derived from viral systems such as vaccinia virus, adeno-associated
viruses, herpes viruses, retroviruses, etc., using promoters such as CMV, SV40, EF-1, UbC,

RSV, ADV, BPV, and B-actin.

IV. Examples

Example 1 — Construction of a Codon-Altered Factor VIII Variant Expression Sequence

[00347] Two hurdles had to be overcome in order to create a Factor VIII coding sequence
that is effective for gene therapy of hemophilia A. First, because of the genomic size limitations
of conventional gene therapy delivery vectors (e.g., AAV virions), the encoded Factor VIII
polypeptide had to be shortened considerably. Second, the coding sequence had to be altered to:
(1) stabilize packaging interactions within the delivery vector, (ii) stabilize the mRNA

intermediary, and (ii1) improve the robustness of transcription/translation of the mRNA.

[00348] To achieve the first objective, Applicants started with a B-domain deleted Factor
VIII variant construct, referred to herein as “FVIII-BDD-SQ.” In this construct, the B-domain is
replaced with a fourteen amino acid sequence referred to as the “SQ” sequence. Recombinant
FVIII-BDD-SQ is sold under the trade name REFACTO®, and has been shown to be effective
for the management of hemophilia A. However, the native coding sequence for FVIII-BDD-SQ,
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which includes human wild-type nucleic acid sequences for the Factor VIII heavy and light

chains, is ineffectively expressed in gene therapy vectors.

[00349] To address the poor expression of the native FVIII-BDD-SQ, the codon
optimization algorithm described in Fath et al. (PLoS ONE, 6:¢17596 (2011)), modified as
described in Ward et al. (Blood, 117:798 (2011)) and in Mclntosh et al. (Blood, 121, 3335-3344
(2013)), was applied to the FVIII-BDD-SQ sequence to create first intermediate coding sequence
CS04a. However, Applicants recognized that the CS04a sequence created using the modified
algorithm could be improved by further modifying the sequence. Accordingly, Applicants re-
introduced CpG dinucleotides, re-introduced the CGC codon for arginine, changed the leucine
and serine codon distributions, re-introduced highly conserved codon pairs, and removed cryptic
TATA box, CCAAT box, and splice site elements, while avoiding CpG islands and local

overrepresentation of AT-rich and GC-rich stretches.

[00350] First, the modified algorithm systematically replaces codons containing CpG-
dinucleotides (e.g., arginine codons) with non-CpG-dinucleotide codons, and eliminates/avoids
CpG-dinucleotides created by neighboring codons. This strict avoidance of CpG dinucleotides is
usually done to prevent TLR-induced immunity after intramuscular injection of DNA vaccines.
However, doing so limits the codon optimization possibilities. For example, the modified
algorithm excludes use of the complete set of CGX arginine codons. This is particularly
disruptive in the coding of genes for expression in human cells, because CGC is the most
frequently used arginine codon in highly expressed human genes. Additionally, avoiding the
creation of CpGs by neighboring codons further limits the optimization possibilities (e.g., limits

the number of codon pairs that may be used together).

[00351] Because TLR-induced immunity is not expected to be a problem associated with
liver-directed, AAV-based gene therapy, codons including CpGs, and neighboring codons
creating CpGs, were re-introduced into intermediate coding sequence CS04a, preferentially in
the sequence coding for the Factor VIII light chain (e.g., at the 3’ end of the FVIII-BDD-SQ
coding sequence). This allowed for more frequent use of preferred human codons, particularly
those for arginine. Care was taken, however, to avoid creation of CpG islands, which are regions

of coding sequence having a high frequency of CpG sites. This is contrary to the teachings of
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Krinner et al. (Nucleic Acids Res., 42(6):3551-64 (2014)), which suggests that CpG domains

downstream of transcriptional start sites promote high levels of gene expression.

[00352] Second, the modified algorithm applies certain codons exclusively, such as CTG
for leucine, GTG for valine, and CAG for glutamine. However, this offends the principles of
balanced codon use, for example, as proposed in Haas et al. (Current Biology, 6(3):315-24
(1996)). To account for the overuse of preferred codons by the modified algorithm, alternate
leucine codons were re-introduced where allowed by the other rules applied to the codon

alteration (e.g., CpG frequency and GC content).

[00353] Third, the modified algorithm replaces codon pairs without regard to how
conserved they are in nature, when certain criteria (e.g., the presence of CG-dinucleotides) are
met. To account for beneficial properties which may have been conserved by evolution, the
most conserved codon pairs that were replaced by the algorithm and the most conserved
preferred codon pairs, e.g., as described in Tats et al. (BMC Genomics 9:463 (2008)), were
analyzed and adjusted where allowed by the other rules applied to the codon alteration (e.g., CpG
frequency and GC content).

[00354] Fourth, serine codons used in the intermediate coding sequence were also re-
engineered. Specifically, AGC, TCC, and TCT serine codons were introduced into the modified
coding sequence with higher frequency, to better match overall for human codon usage (Haas et

al., supra).

[00355] Fifth, TATA box, CCAAT box elements, and intron/exon splice sites were
screened and removed from the modified coding sequence. When modifying the coding

sequence, care was taken to avoid local overrepresentation of AT-rich or GC rich stretches.

[00356] Finally, in addition to optimizing the codon usage within the coding sequence, the
structural requirements of the underlying AAV virion were considered when further refining the
intermediate coding sequence CS04a. AAV vectors (e.g., the nucleic acid portion of an AAV
virion) are packaged as single stranded DNA molecules into their capsids (for review, see, Daya
and Berns, Clin. Microbiol Rev., 21(4):583-93 (2008)). The GC content of the vector is

therefore likely to influence packaging of the genome and, thus, vector yields during production.
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Like many algorithms, the modified algorithm used here creates an optimized gene sequence
with a GC content of at least 60% (see, Fath et al., PLoS One, 6(3):e17596 (2011) (erratum in:
PLoS One, (6)3 (2011)). However, the AAV8 capsid protein is encoded by a nucleotide
sequence having a lower GC content of about 56%. Thus, to better mimic the native AAVS
capsid protein coding sequence, the GC content of the intermediate coding sequence CS04a was

reduced to 56%.

[00357] The resulting CS04 coding sequence, shown in Figure 2, has an overall GC
content of 56%. The CpG-dinucleotide content of the sequence is moderate. However, CpG
dinucleotides are predominantly present in the downstream portion of the coding sequence, e.g.,
the portion coding for the Factor VIII light chain. The CS04 sequence has 79.77% nucleotide
sequence identity to the corresponding coding sequences in wild-type Factor VIII (Genbank

accession M14113).

[00358] For comparison purposes, several other codon-optimized, ReFacto constructs
were prepared. CSO1 was constructed by applying the codon-optimization algorithm of Fath et
al., as modified by Ward et al,, as done for CS04. However, unlike CS04, the CSO1 construct
does not contain any CpG islands. The CS08 ReFacto construct was codon-optimized as
described in Radcliff P.M. et al., Gene Therapy, 15:289-97 (2008), the content of which is
hereby expressly incorporated by reference herein, in its entirety, for all purposes. The CS10
codon-optimized ReFacto construct was obtained from Eurofins Genomics (Ebersberg,
Germany). The CS11 codon-optimized ReFacto construct was obtained from Integrated DNA
Technologies, Inc. (Coralville, USA). The CH25 codon-optimized ReFacto construct was
obtained from ThermoFischer Scientific’s GeneArt services (Regensburg, Germany). The CS40
ReFacto construct consists of the wild type Factor VIII coding sequence. The algorithm used to
construct CS23 is based on the JCAT tool (www.jcat.de), an on-line tool for codon-optimizations
(Grote et al., 2005; Nucl. Acids Res. W526-31). The sequence was further modified to more
reflect the codon usage of the albumin superfamily (Mirsafian et al. 2014: Sc. Word Journal
2014, ID 639682). The sequence identities shared between each of the ReFacto coding

sequences is shown in Table 2, below.
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Table 2 — Percent identity matrix for codon-altered Factor VIII constructs.

CS01 | CS04 | CS08 [CS10 [ CS11 | CS40 | CH2S | CS23

CSo1 100%

CS04 93.0% | 100%

CSo08 80.7% | 82.2.% | 100%

CS10 79.1% | 79.4% | 78.4% | 100%

CS11 78.3% | 78.3% | 78.1% | 77.5% | 100%

CS40 79.6% | 79.8% | 76.7% | 77.6% | 75.4% | 100%

CH25 81.3% | 85.1% | 85.0% | 79.9% | 79.4% | 75.8% | 100%

CS23 84.3% | 89.2% | 85.1% | 80.3% | 79.9 76.5% | 93.2% | 100%

[00359] Plasmids of each construct were constructed by cloning different synthetic DNA
fragments into the same vector backbone plasmid (pCh-BB01). DNA synthesis of the Refacto-
type BDD-FVIII fragments with flanking Ascl and Notl enzyme restriction sites were done by
ThermoFischer Scientific (Regensburg, Germany). The vector backbone contains two flanking
AAV2-derived inverted terminal repeats (ITRs) that encompass a promoter/ enhancer sequence
derived from the liver-specific murine transthyretin gene, Ascl and Notl enzyme restriction sites
for insertion of the respective Refacto-type BDD-FVIII and a synthetic polyA site. After ligation
of the prepared vector backbone and inserts via the Ascl and Notl sites, the resulting plasmids
were amplified in milligram scale. The Refacto-type BDD-FVIII sequences of the constructs
were verified by direct sequencing (Microsynth, Balgach, Switzerland). The cloning resulted in
seven different plasmid constructs named pCS40, pCSO1, pCS04, pCS08, pCS10, pCS11, and
pCh25 (Figure 23). The constructs have the same vector backbone and encode the same B-
domain deleted FVIII protein (Refacto-type BDD-FVIII), but differ in their FVII coding

sequence.

[00360] AAVS8-based vectors were prepared by the three plasmid transfection method, as
described in Grieger JC, et al. (Virus Vectors Using Suspension HEK293 Cells and Continuous
Harvest of Vector From the Culture Media for GMP FIX and FLT1 Clinical Vector, Mol Ther.,
Oct 6. (2015) doi: 10.1038/mt.2015.187. [Epub ahead of print]), the content of which is hereby
expressly incorporated by reference herein, in its entirety, for all purposes. HEK293 suspensions

cells were used for plasmid transfections using the corresponding FVIII vector plasmid, the
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helper plasmid pXX6-80 (carrying adenoviral helper genes), and the packaging plasmid
pGSK2/8 (contributing the rep2 and cap8 genes). To isolate the AAV8 constructs, the cell
pellets of one liter cultures were processed using iodixanol gradients, as described in Grieger et
al. (2015, Supra). The procedure resulted in vector preparations called vCS01, vCS04, vCSO08,
vCS10, vCS11, and vCH25. Vectors were quantified by qPCR using the universal qPCR
procedure targeting the AAV2 inverted terminal repeats (Aurnhammer, Human Gene Therapy
Methods: Part B 23:18-28 (2012)). A control vector plasmid carrying AAV2 inverted terminal
repeats served for preparing the standard curve. The resulting vCS04 construct is presented as

SEQ ID NO: 8 in Figures 7A-7C.

[00361] The integrity of the vector genomes was analyzed by AAV agarose gel
electrophoresis. The electrophoresis was performed as described in Fagone et al., Human Gene
Therapy Methods 23:1-7 (2012). Briefly, AAV vector preparations were incubated at 75 °C for
10 minutes in the presence of 0.5% SDS and then cooled down to room temperature.
Approximately 1.5E10 vector genomes (vg) were loaded per lane on a 1% 1xTAE agarose gel
and electrophoresed for 60 min at 7 V/cm of gel length. The gel was then stained in 2x GelRed
(Biotium Cat# 41003) solution and imaged by ChemiDocTMMP (Biorad). The results shown in
Figure 24 demonstrate that the vCSO1, vCS04, and vCS40 viral vectors have the same-sized
genome, indicated by a distinct band in the Skb range (Figure 24, lanes 2-4). Despite a vector
size of approx. 5.2 kb, the genome is a homogenous band confirming correct packaging of the
somewhat oversized genome (relative to an AAV wild-type genome of 4.7 kb). All other vCS

vector preparations show the same genomic size (data not shown).

[00362] In order to confirm the expected pattern of capsid proteins, SDS PAGE followed
by silver staining was performed with the vectors vCS01, vCS04, and vCS40 (Figure 25). As
shown in the figure, the downstream purification procedure resulted in highly purified material
displaying the expected protein pattern of VP1, VP2 and VP3 (Figure 25, lanes 2-4). The same
pattern was seen with all other viral preparations (not shown). The SDS-PAGE procedure of
AAYV preparations was done according to standard procedures. Each lane contained 1E10 vg of
the respective viral construct, and were separated on a 4-12% Bis-Tris (NUPAGE® Novex, Life
Technologies) gel as per manufacturer’s instructions. Silver staining was performed with a

SilverQuestTM kit (Novex, Life Technologies) according to the manufacturer’s instructions.
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[00363] Surprisingly, AAV vectors vCSOl and vCS04 had higher virion packaging,
measured by higher yields in AAV virus production, as compared to the vCS40 wild-type coding
construct and the other codon-optimized constructs. As shown in Table 3, the vCSO1 and
vCS04 vectors replicated substantially better than vCS40, providing a 5-7 fold yield increase in
AAYV titer.

Table 3 — Yields per liter cell culture obtained with AAV vector constructs vCSO1, vCS04, and
vCDA40, as purified from cell pellets.

Construct Vector concentration | Yields Fold increase
[vg/ml] [vg ANiter] vs wt
x10E12 x10E12

v(CS40 2.0 11.0 -

vCS01 92 51.4 4.7

vCS04 — Sample 1 17.6 79.2 7.2

vCS04 — Sample 2 15.9 58.8 54

LExample 2 — In Vivo Expression of Codon-Altered Factor VIII Variant Fxpression Sequences

[00364] To test the biological potency of the codon-altered Factor VIII variant sequences,
the ReFacto-type FVIII constructs described in Example 1 were administered to mice lacking
Factor VIII. Briefly, the assays were performed in C57Bl/6 FVIII knock-out (ko) mice (with 6-8
animals per group) by tail vein injection of 4E12 vector genomes (vg) per kilogram body weight
of mouse. Blood was drawn 14 days after injection by retroorbital puncture and plasma was
prepared and frozen using standard procedures. Expression levels at day 14 were chosen
because there is minimal influence of inhibitory antibodies at this time, which are seen in some
animals of this mouse model at later times. FVIII activity in the mouse plasma was determined
using the Technochrome FVIII assay performed, with only minor modifications, as suggested by
the manufacture (Technoclone, Vienna, Austria). For the assay, the plasma samples were
appropriately diluted and mixed with assay reagents, containing thrombin, activated factor IX
(FIXa), phospholipids, factor X and calcium. Following FVIII activation by thrombin a complex
with FIXa, phospholipids and calcium is formed. This complex activates FX to activated FX

(FXa) which in turn cleaves para-nitroanilide (pNA) from the chromogenic substrate. The
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kinetics of pNA formation is measured at 405 nm. The rate is directly proportional to the FVIII
concentration in the sample. FVIII concentrations are read from a reference curve and results are

given in [U FVIII/milliliter.

[00365] The results, presented in Table 4 below, demonstrate that the codon-altered
sequences designed using commercial algorithms (CS10, CS11, and CH25) provided only a
modest increase in BDD-Factor VIII (3-4 fold) as compared to the wild-type BDD-Factor VIII
construct (CS40). Similarly, the codon-altered BDD-Factor VIII construct prepared as described
in Radcliffe et al. (CS08), only provided a 3-4 fold increase in BDD-FVIII expression. This
result is consistent with the results reported in Radcliff et al. Surprisingly, the CS01, CS04, and
CS23 constructs provided much higher BDD-FVIII expression in the in-vivo biopotency assays
(18-, 74-, and -30-fold increases, respectively).

Table 4 — Expression of FVIII in the plasma of FVIII-knock-out mice induced by the different

AAYV vector constructs.

Construct | Codon Average FVIII Standard Number of | Fold
Algorithm Expression at Day | deviation mice increase
14 [IU/ml] vs wt
vCS40 Human wild- 0.03 0.03 12 i
type
vCS01 | Applicants’ 0.55 0.28 22 18.3
vCS04 | Applicants’ 221 1.20 55 73.7
vCS08 Radcliffe et al. 0.11 0.01 6 3.6
vCS10 Eurofins 0.09 0.01 7 3.0
vCS11 IDT 0.08 0.02 8 2.7
vCH25 GeneArt 0.13 0.12 18 43
v(CS23 Applicants’ 0.91 0.32 5 30.3

Example 3 — Design of Glycosylation Peptides for the B-domain Substituted Linker

[00366] Others have shown that inclusion of a small peptide (the “V3 peptide”) containing
six putative N-linked glycosylation sites from the wild-type Factor VIII B-domain, into a B-

domain deleted gene therapy construct, increased Factor VIII levels in the plasma of mice
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(Mclntosh et al., Blood 121(17):3335-44 (2013)). However, in order to maintain the small size
of the B-domain substituted linker, the glycosylation sites were taken out of the context of the
wild-type B-domain. In silico prediction (Gupta et al., Supra) of the linker containing the V3
peptide suggests that only two of these glycosylation sites in the V3 peptide will be modified in
vivo (Figure 15).

[00367] Thus, Applicants attempted to identify alternative glycosylation peptides that
would support higher levels of glycosylation in vivo, which matched wild type glycosylation
more closely than the V3 peptide. Applicants designed and tested several alternative
glycosylation peptides, in silico. Several of these peptides, shown in Figures 13A-13B, were
predicted to have equal or greater glycosylation in vivo than the V3 peptide, when placed
between amino acids N768 and P769 of the B-domain substituted linker in SEQ ID NO:2. The
results of the in silico predictions are shown in Table S, below. Table S also reports the results
of expression experiments performed for several constructs encoding a ReFacto-type Factor VIII
protein with a glycosylation peptide incorporated into the B-domain substituted linker, in a CSO1

codon-optimized background.

Table 5 — Prediction of N-glycosylation in B-domain substituted linker peptides and
performance of AAV vector constructs in vivo.

Numl.)er of Day 28
Predicted . Number of Fold
Sequence . expression SD . .
N-glycosylation mice [n] expression
sites [TU/ml]
vCSO1 0 0.74 0.52 5 21
vNG1/CS01 4 n.d. - - -
vNG4/CS01 3 1.93 0.57 6 55
vNGS5/CS01 2 n.d. - - -
vNG6/CS01 1 0.80 0.67 5 23
vNG9/CS01 1 n.d. - - -
vNG10/CS01 2 2.66 0.52 6 76
vNG16/CS01 2 1.59 0.57 6 45
vNG17/CS01 2 n.d. - - -
vNG18/CS01 2 n.d. - - -
vNG19/CSO01 2 0.88 0.25 5 25
vNG20/CS01 2 n.d. - - -
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vNG21/CS01 2 n.d. - - -
vCS40 0 0.035 0.030 12 1
[00368] AAV vectors containing the NG variants were constructed as described in

Example 1 and tested in FVIII knock-out mice as described in Example 2. All virus vectors
(except the control vector vCS40) shown in Table 5 are based on the algorithm as used in
vCSO01. A parallel set of constructs using the algorithm of vCS04 was also prepared (VNG/CS04
series) and is tested in the mouse model. Results were compared to the expression levels
achieved with the wild-type vCS40 construct. The day 28 expression levels were chosen in this
example, because expression levels of the majority of construct reached the highest levels at this
time point. Three AAV vectors achieved greater than 40-fold FVIII expression levels including
vNG4/CS01, vNG10/CSO1 and vNG16/CS01 (Table 5). The corrresponding constructs
vNG4/CS04, vNG10/CS04 and vNGI16/CS04 are expected to show even higher expression

because they are based on the superior vCS04 algorithm.

[00369] Surprisingly, the AAV vectors of the vNG/CSO01 series had higher virion
packaging, measured by higher yields in AAYV virus production, as compared to the vCS40 wild-
type coding construct. As shown in Table 6, the vNG/CSOl-based vectors replicated
substantially better than vCS40, providing an approximately 3- fold yield increase in AAV titer.

[00370] Table 6 — Yields per liter cell culture obtained with AAV vector constructs as

purified from cell pellets.

Sequence Vector congi Yields [vlgz/liter] Fold .increase
[vg/ml] x10 x10 vs wild-type
vCSo01 9.17 51.35 4.7
vNG1/CS01 2.13 17.04 1.5
vNG4/CS01 5.74 33.01 3.0
vINGS5/CSO01 6.91 27.29 2.5
vING6/CS01 7.01 40.66 3.7
vING9/CSO01 6.39 29.39 2.7
vNG10/CS01 8.57 37.71 3.4
vNG16/CS01 53 28.36 2.6
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vNG17/CS01 424 32.22 2.9
vNG18/CS01 6.11 37.88 34
vNG19/CS01 942 39.56 3.6
vNG20/CS01 4.09 30.27 2.8
vNG21/CS01 n.d - -

v(CS40 2.03 11 1.0

Example 4 — Construction of Mutant BDD-FVIII constructs

[00371] Numerous different mutated Refacto-type BDD-FVIII constructs, carrying amino
acid mutations within the Factor VIII heavy chain and/or B-domain substituted linker, were
cloned and screened. The corresponding vectors, as referred to herein as the “vCS” series of
vectors, encode BDD-FVIII variants in the CS01, CS04, and CS23 codon-altered backgrounds.
The method used to construct the CSO1 and CS04 backgrounds is described in Example 1. The
method used to construct CS23 was based on the JCAT tool (www jcat.de), an on-line tool for
codon-optimizations (Grote et al., 2005; Nucl. Acids Res. W526-31). The sequence was further
modified to better reflect the codon usage of the albumin superfamily (Mirsafian et al., Sc. Word
Journal, ID 639682 (2014)), the content of which is hereby expressly incorporated by reference,

in its entirety, for all purposes.

[00372] Combinations of three types of mutations were included in the FVIII sequences of
the vCS series of constructs. The first amino acid change introduced into the FVIII sequence is
the X1 mutation (TTYVNRSL (SEQ ID NO: 33); X. Xiao), which introduces an additional
glycosylation site near the B-domain substituted linker. The X1 mutation is also referred to
herein as the “m3” mutation. The second amino acid change made in the FVIII sequence
includes the F328S (SPI, F309S SPE) mutation, an amino acid change known to improve
secretion of FVIII (Swaaroop, J. Biol. Chem., 272:24121-24 (1997)). This mutation is also
referred to herein as the “m1” mutation. The third change is the so-called X5 mutation, which is
a combination of five amino acid changes in the A1 domain of the heavy chain that improves
specific activity and secretion of BDD-FVIII (Cao et al., 2014; ASGCT abstract #460; details of
mutations disclosed in oral presentation). The X5 mutation is also referred to herein as the “m2”

mutation. Next, combinations of X1 and F328S (SPI, F309S SPE) were made, followed by
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combinations of X1 and XS5, also referred to as “X6,” and yet other combinations of X5 and

F328S (SPI, F309S SPE) were made (Table 7).

[00373] Gene synthesis and cloning of the vector plasmids. The plasmids were
constructed by cloning different synthetic DNA fragments into the same vector backbone
plasmid (pCh-BB01). DNA synthesis of the Refacto-type BDD-FVIII fragments with flanking
Ascl and Nofl enzyme restriction sites were done by ThermoFischer Scientific (Regensburg,
Germany). The vector backbone contains two flanking AAV2-derived inverted terminal repeats
(ITRs) that encompass a promoter/enhancer sequence derived from the liver-specific murine
transthyretin gene, Ascl and Nofl enzyme restriction sites for insertion of the respective Refacto-
type BDD-FVIIL, and a synthetic polyA site. After ligation of the prepared vector backbone and
insertions via the Ascl and Notl sites, the resulting plasmids were amplified in milligram scale.
The Refacto-type BDD-FVIII sequences of the constructs were verified by direct sequencing
(Microsynth, Balgach, Switzerland). The cloning resulted in different plasmid constructs, as

shown in Figure 44.

[00374] Small scale vector preparations and quantification by quantitative PCR
(qPCR). AAV8-based vectors were prepared by the three plasmid transfection method
essentially as described in Grieger et al. (2015, Supra). HEK?293 suspensions cells were used for
plasmid transfections using the corresponding FVIII vector plasmid, the helper plasmid
pXX6X80 (carrying adenoviral helper genes) and the packaging plasmid pGSK2/8 (contributing
the rep2 and cap8 genes). In the downstream process the cell pellet of a one liter culture was
processed using iodixanol gradients as described above. The procedure resulted in vector
preparations as outlined in Table 8. Vectors were quantified by qPCR using the universal gPCR
procedure targeting the AAV2 inverted terminal repeats (Aurnhammer, HUMAN GENE
THERAPY METHODS: Part B 23:18-28 (2012)). An accurately quantified vector plasmid

carrying AAV2 Inverted terminal repeats served for preparing the standard curve.

[00375] AAY vector characterizations. The integrity of the vector genome was analyzed
by AAYV agarose gel electrophoresis. The electrophoresis was done similar as described in
Fagone et al. (Human Gene Therapy Methods, 23:1-7 (2012)). AAV vector preparations were

incubated at 75 °C for 10 minutes in the presence of 0.5% SDS and then cooled down to room
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temperature. Approximately 1.5E10 vector genomes (vg) were loaded per lane on a 1% IxTAE
agarose gel and electrophoresed for 60 min at 7 V/cm of gel length. The gel was then stained in
2x GelRed (Biotium Cat# 41003) solution and imaged by ChemiDoc ™MP (Biorad). The results
of a selection of vectors are shown in Figure 45. The viral vectors vCS04 (control), vCS17,
vCS20, vCS24, vCS16 and vCS40 (control) show all the same-sized genome as a distinct band in
the Skb range (Figure 45, lanes 2-7; arrow right side). Despite a vector size of approx. 5.2 kb,
the genome is a homogenous band confirming correct packaging of the somewhat oversized

genome (relative to an AAV wild-type genome of 4.7 kb).

[00376] In order to confirm purity of the vector and the expected pattern of capsid
proteins, SDS PAGE followed by silver staining was performed with the vectors, as shown in
Figure 46. As shown in the figure, the downstream purification procedure resulted in highly
purified material displaying the expected protein pattern of VP1, VP2 and VP3 (Figure 46 lanes
2-9; arrows right hand side). The SDS-PAGE procedure of AAV preparations was done
according to standard procedures. The amounts of 1E10 vg per lane were separated on a 4-12%
Bis-Tris (NUPAGE® Novex, Life Technologies) gel as per manufacturer’s instructions. Silver
staining was performed with a SilverQuest' ™ kit (Novex, Life Technologies) according to the

instructions of the manufacturer.

[00377] In-vivo biopotency screening of vectors. The different Refacto-type BDD-
FVIII constructs were screened in mice. The assay was performed in C57B1/6 FVIII knock-out
(ko) mice (with 6-8 animals per group) by tail vein injection of 4E12 vector genomes (vg) per
kilogram body weight of mouse. Blood was drawn 14 days after injection by retroorbital
puncture and plasma was prepared and frozen using standard procedures. FVIII activity in
mouse plasma was determined with a chromogenic assay from Technoclone with minor
modifications (Technochrome FVIII, Technoclone, Vienna, Austria). In brief, the plasma
sample was appropriately diluted and mixed with assay reagents, containing thrombin, activated
factor IX (FIXa), phospholipids, factor X and calcium. Following FVIII activation by thrombin
a complex with FIXa, phospholipids and calcium is formed. This complex activates FX to
activated FX (FXa) which in turn cleaves para-nitroanilide (pNA) from the chromogenic

substrate. The kinetics of pNA formation is measured at 405 nm. The rate is directly
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proportional to the FVIII concentration in the sample. FVIII concentrations are read from a

reference curve and results are given in [U FVIII/milliliter.

[00378] The results of the mouse biopotency assay (day 14 expression data of FVIII in
international units per milliliter [IU/ml] in mouse plasma and fold expression compared to the
wild-type vCS40 control) are shown in Table 7. AAV vectors vCS19, vCS26 and vCS32 all
contain the X1 glycosylation site in the CSO01, CS04, and CS23 codon-altered backgrounds,
respectively. As seen in Table 7, surprisingly high expression levels were obtained, as
compared to the wild-type construct vCS40 (level defined as 1). vCS26, for instance, expressed
202-fold higher levels compared to the wild-type vCS40 vector. Another control construct for
the X1-series of vectors, vCHI111, that contains the X1 mutation in the Geneart codon context,

showed a more modest increase in expression (12-fold).

[00379] Vectors vCS16, vCS28, and vCS34 all contain the F328S (SPI, F309S SPE)
mutation enhancing secretion in the CSO01, CS04, and CS23 codon-altered backgrounds,
respectively. As seen in Table 7, high expression levels (45-93-fold higher than the wt vCS40
control) were obtained with vCS16 and vCS28.

[00380] Vectors vCS20, vCS24, and vCS33 contain the X5 mutation in the CS01, CS04,
and CS23 codon-altered backgrounds, respectively. The best performing variant in the X5 series

was vCS20, achieving levels of >3 units/ml after day 14 and a 121-fold increase over the wt

v(CS40 control.

[00381] Vectors vCS17, vCS29, and vCS31 contain the combination of the X1 and F328S
(SPI, F309S SPE) mutations in the CSO1, CS04, and CS23 codon-altered backgrounds,
respectively (Table 6). The vCS17 and vCS29 constructs achieved very high expression levels
in the mouse studies (115 to 246-fold increase over the vCS40 control). Remarkably, in the
FVIII KO mouse model used, the majority of mice treated with the vCS17 construct did not
develop neutralizing antibodies over time, evidenced by increasing levels of FVIII at later time
points (e.g., day 28 and day 42; data not shown). This is an unexpected finding, because in some
other constructs the expression levels began to decrease with time due to the formation of
neutralizing antibodies. The CSO1 background combined with the secretion-enhancing

mutations F328S (SPI, F309S SPE) and X1 resulted in low immunogenicity induction.
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[00382] Vectors vCS18, vCS27, and vCS35 contain the combination of the X1 and X5
mutations in the CSO01, CS04, and CS23 codon-altered backgrounds, respectively. The
combination of these two mutations was also very efficient. A 145-fold increase over the vCS40

control could be achieved with vCS18, for example (Table 7).

[00383] Vectors vCS48 and vCS49 contain the combination of the X5 and F328S (SPI,
F309S SPE) mutations in the CSO1 and CS04 codon-altered backgrounds, respectively. The
combination of these two mutations was also very efficient. One of the largest increases of all
mutants, a 239-fold increase over the vCS40 control, could be achieved with vCS49 confirming

the special value of the combinations including the F328S (SPI, F309S SPE) mutation.

[00384] A further surprising observation was that the mutant AAV vectors grew
substantially better than the vCS40 construct harboring the wild-type BDD-FVIII codons.
Sequence optimization resulted in a several-fold yield increase in vector production. In some of
the best expressing constructs (e.g., vCS29, vCS17, vCS20, and vCS26) the increase in yields
due to codon-alteration and/or mutant sequence was approximately 3-5-fold higher, as compared

to the wild-type vector (Table 8).

[00385] Expression of BDD-FVIII in the plasma of FVIII-knock-out mice induced by the
different AAV vector constructs is shown in Table 7. The constructs have the same vector
backbone, however, encode different types of mutated FVIII, including different codon
optimization backgrounds. Expression levels at day 14 were chosen because at this time point
there is minimal influence of inhibitory antibodies usually seen in some animals in the mouse

model at later times. N.d., not determined.
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Table 7 — In vivo biopotency data of vCS constructs.
. Day 14 Number
# Vector ':":g?artlltgrr;’ expression SD of mice ex I::gion
[IU/mI] [n] P
] oS 10 csot. 1 234 110 13 78
) oS8 cs04. X1 6.07 272 12 202
3 vCS32 Cs23, X1 nd. ) ; -
4 vCS16 CS01, F328S 1.35 0.88 6 45
5 vCS28 CS04, F328S 2.78 0.92 7 93
6 vCS34 CS23, F328S nd. } } }
. CS20 S0t X5 3.62 1.96 21 121
8 | vcs24 CS04, X5 0.79 0.89 18 26
9 vCS33 CS23, X5 nd. } } nd.
10| ves17 CS01, X1, F328S 3.44 1.92 20 115
11| ves29 CS04, X1, F328S 7.39 2.64 o 246
12 | vCs3t CS23, X1, F328S nd. nd.
13 | vcs18 CS01, X1+X5 (X6) 4.34 2.50 6 145
14 | vcsz7 CS04, X1+X5 (X6) 8.03 3.97- 6- 268-
15 | vcs3s CS23, X1+X5 (X6) nd. 3 3 3
19 | vCs48 CS01, X5 F328S 254 0.72 8 85
20 | vCS49 CS04, X5 F328S 717 1.30 7 239
controls

16 | vCs40 Human wild-type 0.03 0.03 12 1
17 | vch2s Geneart 0.13 0.12 18 4
18 | veh111 Geneart +X1 0.37 0.21 17 12
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Table 8 — Yields per liter cell culture (packaging efficiency) obtained with the different AAV

vector constructs. The vectors were purified out of the cell pellets; n.d., not determined.

\(I:?)(;lt((:) ' Yields in(I::roeI:se
construct Algorithm, mutations [vg /mi] [va /IiEr] vs wt
x102 x10

1 vCS19 Ccso1, X1 9.71 36 3.22
2 vCS26 CS04, X1 5.93 32 2.87
3 vCS32 Ccs23, X1 n.d. n.d. n.d.
4 vCS16 CS01, F328S 6.51 29 2.56
5 vCS28 CS04, F328S 5.85 32 2.88
6 vCS34 CS23, F328S nd. n.d. n.d.
7 vCS20 CS01, X5 9.90 50 448
8 vCS24 CS04, X5 3.00 16 1.46
9 vCS33 €823, X5 n.d. n.d. n.d.
10 | vCS17 CS01, X1, F328S 8.94 37 3.34
11 | vCS29 CS04, X1, F328S 7.42 53 472
12 | vCS31 CS823, X1, F328S n.d. n.d. n.d.
13 | vCS18 CS01, X1+X5 (X6) 21.20 53 4.75
14 | vCS27 CS04, X1+X5 (X6) 4.15 19 1.67
15 | vCS35 CS823, X1+X5 (X6) n.d. n.d. nd.
16 | vCS48 CS01, X5, F328S 714 42 1 3.77
17 | vCS49 CS04, X5, F328S 8.27 37.2 3.33
18 | vCS40 Human wild-type 2.03 11 1.00
[00386] It is understood that the examples and embodiments described herein are for

illustrative purposes only and that various modifications or changes in light thereof will be
suggested to persons skilled in the art and are to be included within the spirit and purview of this
application and scope of the appended claims. All publications, patents, and patent applications

cited herein are hereby incorporated by reference in their entirety for all purposes.
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WHAT IS CLAIMED IS:

1. A polynucleotide comprising a nucleotide sequence having at least 95% identity
to CSO1-FL-NA (SEQ ID NO: 13), wherein the polynucleotide encodes a Factor VIII
polypeptide.

2. The polynucleotide of claim 1, wherein the nucleotide sequence has at least 99%

identity to CSO1-FL-NA (SEQ ID NO: 13).

3. The polynucleotide of claim 1, wherein the nucleotide sequence is CSO1-FL-NA
(SEQ ID NO: 13).

4. A polynucleotide comprising a nucleotide sequence encoding a Factor VIII
polypeptide, the Factor VIII polypeptide comprising a light chain, a heavy chain, and a
polypeptide linker joining the C-terminus of the heavy chain to the N-terminus of the light chain,

wherein the heavy chain of the Factor VIII polypeptide is encoded by a first nucleotide
sequence having at least 95% identity to CSO1-HC-NA (SEQ ID NO: 24);

wherein the light chain of the Factor FVIII polypeptide is encoded by a second nucleotide
sequence having at least 95% identity to CSO1-LC-NA (SEQ ID NO: 25); and

wherein the polypeptide linker comprises a furin cleavage site.

5. The polynucleotide of claim 4, wherein the polypeptide linker is encoded by a
third nucleotide sequence having at least 95% identity to BDLOO1 (SEQ ID NO: 5).

6. The polynucleotide according to claim 4 or 5, wherein:

the first nucleotide sequence has at least 99% identity to CSO1-HC-NA (SEQ ID NO:
24); and

the second nucleotide sequence has at least 99% identity to CSO1-LC-NA (SEQ ID NO:
25).

7. The polynucleotide according to claim 4 or 5, wherein:

the first nucleotide sequence is CSO1-HC-NA (SEQ ID NO: 24); and
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the second nucleotide sequence CSO1-LC-NA (SEQ ID NO: 25).

8. A polynucleotide comprising a nucleotide sequence having at least 95% identity

to CS04-FL-NA (SEQ ID NO:1), wherein the polynucleotide encodes a Factor VIII polypeptide.

0. The polynucleotide of claim 4, wherein the nucleotide sequence has at least 99%

identity to CS04-FL-NA (SEQ ID NO: 1).

10.  The polynucleotide of claim 4, wherein the nucleotide sequence is CS04-FL-NA
(SEQ ID NO: 1).

11. A polynucleotide comprising a nucleotide sequence encoding a Factor VIII
polypeptide, the Factor VIII polypeptide comprising a light chain, a heavy chain, and a
polypeptide linker joining the C-terminus of the heavy chain to the N-terminus of the light chain,

wherein the heavy chain of the Factor VIII polypeptide is encoded by a first nucleotide
sequence having at least 95% identity to CS04-HC-NA (SEQ ID NO: 3);

wherein the light chain of the Factor FVIII polypeptide is encoded by a second nucleotide
sequence having at least 95% identity to CS04-LC-NA (SEQ ID NO: 4); and

wherein the polypeptide linker comprises a furin cleavage site.

12. The polynucleotide of claim 11, wherein the polypeptide linker is encoded by a
third nucleotide sequence having at least 95% identity to BDLOO04 (SEQ ID NO: 6).

13.  The polynucleotide according to claim 11 or 12, wherein:

the first nucleotide sequence has at least 99% identity to CS04-HC-NA (SEQ ID NO: 3);
and

the second nucleotide sequence has at least 99% identity to CS04-LC-NA (SEQ ID NO:
4).

14. The polynucleotide according to claim 11 or 12, wherein:
the first nucleotide sequence is CS04-HC-NA (SEQ ID NO: 3); and
the second nucleotide sequence CS04-LC-NA (SEQ ID NO: 4).
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15. A polynucleotide comprising a nucleotide sequence having at least 95% identity

to CS23-FL-NA, wherein the polynucleotide encodes a Factor VIII polypeptide.

16.  The polynucleotide of claim 15, wherein the nucleotide sequence has at least 99%

identity to C$23-FL-NA (SEQ ID NO: 20).

17.  The polynucleotide of claim 15, wherein the nucleotide sequence is CS23-FL-NA
(SEQ ID NO: 20).

18. A polynucleotide comprising a nucleotide sequence encoding a Factor VIII
polypeptide, the Factor VIII polypeptide comprising a light chain, a heavy chain, and a
polypeptide linker joining the C-terminus of the heavy chain to the N-terminus of the light chain,

wherein the heavy chain of the Factor VIII polypeptide is encoded by a first nucleotide
sequence having at least 95% identity to CS23-HC-NA (SEQ ID NO: 22);

wherein the light chain of the Factor FVIII polypeptide is encoded by a second nucleotide
sequence having at least 95% identity to CS23-LC-NA (SEQ ID NO: 23); and

wherein the polypeptide linker comprises a furin cleavage site.

19. The polynucleotide of claim 18, wherein the polypeptide linker is encoded by a
third nucleotide sequence having at least 95% identity to BDLO23 (SEQ ID NO: 7).

20.  The polynucleotide according to claim 18 or 19 wherein:

the first nucleotide sequence has at least 99% identity to CS23-HC-NA (SEQ ID NO:
22); and

the second nucleotide sequence has at least 99% identity to CS23-LC-NA (SEQ ID NO:
23).

21.  The polynucleotide according to claim 18 or 19 wherein:

the first nucleotide sequence is CS23-HC-NA (SEQ ID NO: 22); and
the second nucleotide sequence CS23-LC-NA (SEQ ID NO: 23).

109



WO 2017/083762 PCT/US2016/061684

22.  The polynucleotide according to any one of claims 4, 11, and 18, wherein the
encoded polypeptide linker comprises a glycosylation peptide with an amino acid sequence
having at least 92% identity to a glycosylation peptide selected from the group consisting of
NGI1-AA, NG4-AA, NG5-AA, NG6-AA, NG7-AA, NG9-AA, NG10-AA, NG16-AA, NG17-
AA, NG18-AA, NG19-AA, NG20-AA, NG21-AA and NGV-AA.

23.  The polynucleotide according to any one of claims 4, 11, and 18, wherein the
encoded polypeptide linker comprises a glycosylation peptide selected from the group consisting
of NG1-AA, NG4-AA, NG5-AA, NG6-AA, NG7-AA, NG9-AA, NG10-AA, NG16-AA, NG17-
AA, NG18-AA, NG19-AA, NG20-AA, NG21-AA and NGV-AA.

24.  The polynucleotide according to claim 22 or 23, wherein the glycosylation
peptide is encoded by a polynucleotide with a nucleotide sequence having at least 95% identity
to a sequence selected from the group consisting of NG1-NA, NG4-NA, NG5-NA, NG6-NA,
NG7-NA, NG9-NA, NG10-NA, NG16-NA, NG17-NA, NG18-NA, NG19-NA, NG20-NA,
NG21-NA and NGV-NA.

25.  The polynucleotide according to claim 22 or 23, wherein the glycosylation
peptide is encoded by a polynucleotide with a nucleotide sequence selected from one of NG1-
NA, NG4-NA, NG5-NA, NG6-NA, NG7-NA, NG9-NA, NG10-NA, NG16-NA, NG17-NA,
NGI18-NA, NG19-NA, NG20-NA, NG21-NA and NGV-NA.

26.  The polynucleotide according to any one of claims 4, 11, and 18, wherein the
polypeptide linker is encoded by a third nucleotide sequence having at least 95% identity to a
sequence selected from the group consisting of BDLNG1-NA, BDLNG3-NA, BDLNGS-NA,
BDLNG6-NA, BDLNG9-NA, BDLNGI10-NA, BDLNG16-NA, BDLNG17-NA, BDLNG18-
NA, BDLNG19-NA, BDLNG20-NA and BDLNG21-NA.

27.  The polynucleotide according to any one of claims 1 to 21, wherein the
polynucleotide encodes a Factor VIII polypeptide comprising an amino acid sequence having at

least 95% identity to CS04-FL-AA (SEQ ID NO: 2).
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28. The polynucleotide according to any one of claims 1 to 21, wherein the
polynucleotide encodes a Factor VIII polypeptide comprising the amino acid sequence of CS04-

FL-AA (SEQ ID NO: 2).

29. A polynucleotide comprising a nucleotide sequence having at least 95% identity
to CSO1-SC1-NA (SEQ ID NO: 26), wherein the polynucleotide encodes a single-chain Factor
VIII polypeptide.

30.  The polynucleotide of claim 29, wherein the nucleotide sequence has at least 99%

identity to CS01-SC1-NA (SEQ ID NO: 26).

31.  The polynucleotide of claim 29, wherein the nucleotide sequence is CS01-SC1-
NA (SEQ ID NO: 26).

32. A polynucleotide comprising a nucleotide sequence having at least 95% identity
to CS04-SC1-NA (SEQ ID NO: 9), wherein the polynucleotide encodes a single-chain Factor
VIII polypeptide.

33.  The polynucleotide of claim 29, wherein the nucleotide sequence has at least 99%

identity to CS04-SC1-NA (SEQ ID NO: 9).

34.  The polynucleotide of claim 29, wherein the nucleotide sequence is CS04-SC1-
NA (SEQ ID NO: 9).

35. A polynucleotide comprising a nucleotide sequence having at least 95% identity
to CS23-SC1-NA (SEQ ID NO:28), wherein the polynucleotide encodes a single-chain Factor
VIII polypeptide.

36.  The polynucleotide of claim 29, wherein the nucleotide sequence has at least 99%

identity to CS23-SC1-NA (SEQ ID NO:28).
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37.  The polynucleotide of claim 29, wherein the nucleotide sequence is CS23-SC1-
NA (SEQ ID NO:28).

38. The polynucleotide according to any one of claims 29 to 37, wherein the
polynucleotide encodes a single-chain Factor VIII polypeptide comprising an amino acid

sequence having at least 95% identity to CS01-SC1-AA (SEQ ID NO: 10).

39. The polynucleotide according to any one of claims 29 to 37, wherein the
polynucleotide encodes a single-chain Factor VIII polypeptide comprising the amino acid

sequence of CSO1-SC1-AA (SEQ ID NO: 10).

40. A polynucleotide comprising a nucleotide sequence having at least 95% identity
to CSO1-SC2-NA (SEQ ID NO: 27), wherein the polynucleotide encodes a single-chain Factor
VIII polypeptide.

41.  The polynucleotide of claim 40, wherein the nucleotide sequence has at least 99%

identity to CS01-SC2-NA (SEQ ID NO: 27).

42.  The polynucleotide of claim 40, wherein the nucleotide sequence is CS01-SC2-
NA (SEQ ID NO: 27).

43, A polynucleotide comprising a nucleotide sequence having at least 95% identity
to CS04-SC2-NA (SEQ ID NO: 11), wherein the polynucleotide encodes a single-chain Factor
VIII polypeptide.

44, The polynucleotide of claim 43, wherein the nucleotide sequence has at least 99%

identity to CS04-SC2-NA (SEQ ID NO: 11).

45.  The polynucleotide of claim 43, wherein the nucleotide sequence is CS04-SC2-
NA (SEQ ID NO: 11).
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46. A polynucleotide comprising a nucleotide sequence having at least 95% identity
to CS23-SC2-NA (SEQ ID NO:29), wherein the polynucleotide encodes a single-chain Factor
VIII polypeptide.

47.  The polynucleotide of claim 43, wherein the nucleotide sequence has at least 99%

identity to CS23-SC2-NA (SEQ ID NO:29).

48.  The polynucleotide of claim 43, wherein the nucleotide sequence is CS23-SC2-
NA (SEQ ID NO:29).

49. The polynucleotide according to any one of claims 40 to 48, wherein the
polynucleotide encodes a single-chain Factor VIII polypeptide comprising an amino acid

sequence having at least 95% identity to CS01-SC2-AA (SEQ ID NO: 12).

50. The polynucleotide according to any one of claims 40 to 48, wherein the
polynucleotide encodes a single-chain Factor VIII polypeptide comprising the amino acid

sequence of CSO1-SC2-AA (SEQ ID NO: 12).

51. A polynucleotide comprising a sequence having at least 95% identity to a
sequence selected from the group consisting of CSO1-HC-NA, CS01-LC-NA, CS04-HC-NA,
CS04-LC-NA, CS23-HC-NA, CS23-LC-NA.

52. A polynucleotide comprising a sequence having at least 99% identity to a
sequence selected from the group consisting of CSO1-HC-NA, CS01-LC-NA, CS04-HC-NA,
CS04-LC-NA, CS23-HC-NA, CS23-LC-NA.

53. A polynucleotide comprising a sequence selected from the group consisting of

CS01-HC-NA, CS01-LC-NA, CS04-HC-NA, CS04-LC-NA, CS23-HC-NA, CS23-LC-NA.

54. The polynucleotide according to any one of claims 51 to 53, wherein the
polynucleotide encodes a Factor VIII polypeptide comprising an amino acid sequence having at

least 95% identity to CSO1-FL-AA (SEQ ID NO:2).
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55. The polynucleotide according to any one of claims 51 to 53, wherein the
polynucleotide encodes a Factor VIII polypeptide comprising the amino acid sequence of CSO1-

FL-AA (SEQ ID NO:2).

56. The polynucleotide according to any one of claims 1 to 55, wherein the encoded
Factor VIII polypeptide comprises an F328S amino acid substitution, relative to FVIII-FL-AA
(SEQ ID NO: 19).

57.  The polynucleotide according to any one of claims 1 to 55, wherein the encoded
Factor VIII polypeptide comprises 1105V, A127S, G151K, M166T, and L171P amino acid
substitutions, relative to FVIII-FL-AA (SEQ ID NO: 19).

58.  The polynucleotide according to any one of claims 1 to 55, wherein the encoded
Factor VIII polypeptide comprises:

a) a deletion of amino acids AIEPRSF755-761, relative to FVIII-FL-AA (SEQ ID NO:
19); and

b) an insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative to
FVIII-FL-AA (SEQ ID NO: 19).

59.  The polynucleotide according to any one of claims 1 to 55, wherein the encoded
Factor VIII polypeptide comprises:
a) an F328S amino acid substitution, relative to FVIII-FL-AA (SEQ ID NO: 19);
and
b) C1918G and C1922G amino acid substitutions, relative to FVIII-FL-AA (SEQ
ID NO: 19).

60. The polynucleotide according to any one of claims 1 to 55, wherein the encoded
Factor VIII polypeptide comprises 1105V, A127S, G151K, M166T, L171P, and F328S amino
acid substitutions, relative to FVIII-FL-AA (SEQ ID NO: 19).

61. The polynucleotide according to any one of claims 1 to 55, wherein the encoded

Factor VIII polypeptide comprises:
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a) an F328S amino acid substitution, relative to FVIII-FL-AA (SEQ ID NO: 19);

b) a deletion of amino acids AIEPRSF755-761, relative to FVIII-FL-AA (SEQ ID NO:
19); and

¢) an insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative to
FVIII-FL-AA (SEQ ID NO: 19).

62.  The polynucleotide according to any one of claims 1 to 55, wherein the encoded
Factor VIII polypeptide comprises:

a) [105V, A127S, G151K, M166T, and L171P amino acid substitutions, relative to
FVII-FL-AA (SEQ ID NO: 19);

b) a deletion of amino acids AIEPRSF755-761, relative to FVIII-FL-AA (SEQ ID NO:
19); and

¢) an insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative to
FVIII-FL-AA (SEQ ID NO: 19).

63.  The polynucleotide according to any one of claims 1 to 55, wherein the encoded
Factor VIII polypeptide comprises:

a) an F328S amino acid substitution, relative to FVIII-FL-AA (SEQ ID NO: 19);

b) C1918G and C1922G amino acid substitutions, relative to FVIII-FL-AA (SEQ ID NO:
19); and

¢) [105V, A127S, G151K, M166T, and L171P amino acid substitutions, relative to
FVIII-FL-AA (SEQ ID NO: 19).

64.  The polynucleotide according to any one of claims 1 to 55, wherein the encoded
Factor VIII polypeptide comprises:

a) an F328S amino acid substitution, relative to FVIII-FL-AA (SEQ ID NO: 19);

b) C1918G and C1922G amino acid substitutions, relative to FVIII-FL-AA (SEQ ID NO:
19);

¢) a deletion of amino acids AIEPRSF755-761, relative to FVIII-FL-AA (SEQ ID NO:
19); and
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d) an insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative to
FVIII-FL-AA (SEQ ID NO: 19).

65.  The polynucleotide according to any one of claims 1 to 55, wherein the encoded
Factor VIII polypeptide comprises:

a) [105V, A127S, G151K, M166T, and L171P amino acid substitutions, relative to
FVII-FL-AA (SEQ ID NO: 19);

b) an F328S amino acid substitution, relative to FVIII-FL-AA (SEQ ID NO: 19);

¢) C1918G and C1922G amino acid substitutions, relative to FVIII-FL-AA (SEQ ID NO:
19);

d) a deletion of amino acids AIEPRSF755-761, relative to FVIII-FL-AA (SEQ ID NO:

19); and

e) an insertion of amino acids TTYVNRSL (SEQ ID NO: 33) after N754, relative to

FVIII-FL-AA (SEQ ID NO: 19).

60. The polynucleotide according to any one of claims 1 to 65, further comprising a

promoter element operably linked to the polynucleotide encoding the Factor VIII polypeptide.

67.  The polynucleotide of claim 66, wherein the promoter element is a liver-specific

promoter sequence upstream of the nucleotide sequence encoding the Factor VIII polypeptide.

68. The polynucleotide of claim 67, further comprising an intron sequence positioned
between the liver-specific promoter sequence and the nucleotide sequence encoding the Factor

VIII polypeptide.

69. An adeno-associated virus (AAV) vector comprising a polynucleotide according

to any one of claims 1 to 68.

70. An adeno-associated virus (AAV) particle comprising a polynucleotide according

to any one of claims 1 to 68.

116



WO 2017/083762 PCT/US2016/061684

71. A host cell infected with an adeno-associated virus (AAV) particle comprising a

polynucleotide according to any one of claims 1 to 68.

72. A method for producing an adeno-associated virus (AAV) particle comprising
introducing a polynucleotide according to any one of claims 1 to 68 into a mammalian host cell,

wherein the polynucleotide is competent for replication in the mammalian host cell.

73. A method for treating hemophilia A comprising administering, to a patient in

need thereof, an adeno-associated virus (AAV) particle according to claim 70.

74. A method for transducing a host cell comprising contacting the host cell with an

adeno-associated virus (AAV) particle according to claim 70.

117



PCT/US2016/061684

WO 2017/083762

1/89

b 2anbiy

Ty —



WO 2017/083762 PCT/US2016/061684
2/89

CS04-FL-NA

atgcagattgagetgagecacctgettettectgtgectgetgaggtictgettetctgecaccagyga
gatactacctgggggectgtggagetttcttgggactacatgecagtctgacctgggggagetgectgt
ggatgccaggttcocea c,aqagfqvw,aa stccttcocattcaacacctietgtggtotacaagaayg
ardctctt*gtggagtt( gaccacctgtltcaacattgocaaaceoagygocacectggatgggac
cctgggacccaccattcaggetgaggtgtatgacactgtggtecatcaceccetocaagaacatggectc
ﬁcahﬂ““qtcrqccrq\ugqctjtJGQﬁqL”a;ctd Lggaaggcectctgagggggetgagtatgat
gaccagacctococagagggagaaggaggatgacaaagtgttoocctgyggggoagocacacctatgtgt
qobdqob,,twdq yJagaatggocccatggoctotgacocactictgoctgacctactectacettte
tcatgtyggacctyggtcaaggacctcaactictggac an*tqﬁqIthtgctQIthqag ggaggygc
LccctqqccaaagaqanqaCﬁcaUacc1tqﬂaﬁa20'fcab ctoct ctgtetttgatgagg
gcaagagctggcactctgaaaccaagaactcoctgatgcaggacaggyg

gcotctgoccagggc
¥tg*”“”ddbaf§C“:'Ctgtg@d*ﬁg(_a Jtgaacaggagooic

8}

P
N

1

L
Q\

)

ot

Q
1_

(

.
o
[

(__
puut
.

'C) Q

L

i
+
[

[(oaue]
$3)

ot
Q

s

a tc’*tgmtj*r* C
aggaaatctgtctactggecatgtgattggcatggggacaacccctyg 1 CT paLtLtLCng

LQ
¢}
9]
ot

O
63}
Q
- QO
(e
o]

@
Q @
0

Q

agggccacaccttectyggtcaggaaccacagacaggcecagectggagatcageeccateacettect
cactgcccagaccctge jgacagttoctget gttrtgccaca tcagctceoccaccag

.
-3

catga ngcatggagqcctatctvaﬂ

acaatgaggagget qo sctatgat

i et
catccttcattc:

9]
o
0
;u

gcectcaggatgaaga

.gi*qtb( jetttga

:»éccté ctgactectgac

;gqacaqctdccctqaqdagcc
g Q
tcaggtectgtggoca

.\
2
14
e
OO
3
-+
@]
3
-t
o
N4
e
3
,-+

tgatgacaacageo aga oaaacaccccaaga ctgggtyg
cactacattgeotgctgaggaggaggactgggactatgecccactggtae gqcvccrgafqa agga

gtrao Tt

tocctggge

caggcecct

Q\

gcectacaagagccagtacctcaacaa ~cacagaggattggacgcaa
catggcctacactgatgaaacctte faccagggaggecattcageat

ccactectgtatggggag qtqaqvun’Ccctchcatcaccctcaahaa'

QO
e}
@]

LQ l”} "1'
Qo
(OIS
ot G0
a @
ot
O G

[ORE S T¢Y

@]
')
O
Qs
e
e
')
O

m
LQ
a @
Q

—+
\

{
s
{

acaacatctacccacatggecatcactgatgtcaggec CNfgt;ra;ccp7aqg“15ccadabgqggb
gaaacacctcaaggacttoccecocatictge ct;gogaqaVCit;dagtﬂcaaqtqqactgfpawfqtu
Tttgtc

gdgaapqaacqaac‘umd+uLQabba\qut; “tcaccagatactactcecaget ~gaacatyyg

-
agagggacctggectetggactgattggoccactgetecatetgetacaaggagtctgtggaccagag
Jgggaaaccagatcatgtictgacaagaggaatgtgattctigttictetgtetitgatgagaacaggage

ttoctgoccaacectygctggggtygcagetggaggacectyg

tggtacctgactgagaacattcagegaet J
agttccaggccagcaacatcatgecactcecatcaatggetatgtgtttgacagect pagcbttctgt
ctgcctgecatgaggtggectactggtacattetttctattggggeccagactgacticetitetygtc

e
0

ct
(s
@}
+
o

tictotggeotacaccettcasacacaagatggtgtatgaggaca

caoc g%”hﬁtc:tﬁccattqt
ctggggagactgtgttcatgageat angaqvwctoquptgfqoufvctf

o S JATqvwapaMc:vtqa
cticcecgecaacaggggeatgactgecectgetcaaagtctectectgtgacaagaacactyggggactac
tatgaggacagctatgaggacatcticigectacctgetocagocaagaacaat C’attg gcoccagga
gettcagceccagaatccacctgtiectgaaacgecaccagagggagatcaccaggaccacoctocagta
tga caggaggagattgactatgatgacacceat

\\,

ttotgtggagatgaagaaaga gaar#ttg'
ft'“aqa agaadgaccaggcactactteattyg

ct
8}
ot
(o]
{1)

cgaggacgagaaccagagcccaaggago gctyg
ctgtqqﬁc geetgtgggactatggcatgagetecageceecatgtectcaggaacagggeccagte
tggctctgtgeccacagttcaagaaagtggtecttccaagagttcactygat agr“jﬁttc*rﬁ““vﬁ”ﬂ

(@]

[wte
O

ot

»

{

$3)

a3}
O

yyggagctgaatgagecacctgggactectygggeccatacatcagggctgaggtggagy

G Q

acafcat"atggtgacct.u<q‘Jaa\uqﬁﬁctccagqccgtabaﬁﬁthahucaq teccoctecatcay
ctatgagGaggaccagaggcagggggctgagocacgeaagaactttgtgaaacccaatgaaaccaag
acctacttcoctggaaagteccagecaccacatggececcaccaaggatgagtttgactgecaaggectggyg

O
O
s
ot
i..(
=
jon
o

Figure 2A



WO 2017/083762 PCT/US2016/061684
3/89

(=3

acaccctgaaccctgc* tjdﬂajd Lgactgtfcagjagtt

ctttgatgaaaccaagagotyg qtabhthubtq Jaacaltgge q\,bdaCI”CRQFgﬁCccat

3““’ sattcagatgy dgv:hh"“dﬁ““fha:dgagdac“ i

catggacaccctgoctgggcettgtecatggoccaggaccagage
L

ggctccaatgagaacattc ubtﬁuatﬁ'fctLbLVquqgatj‘

o

)
@}
@}
e
@
+

3¢
2 i ho

agtacaagatggccectgtacaacctcectacecectggggtettt gagactgtqqajaf' tgc ctccaa
dptgdpa“,togagqgtgqagtv\L»vufvquqaqc vwf cacht gcatgagcacoctgttc

ctggtctacagcaacaagtgccaqg efste jg*ﬁa~d+#~cg0acgtcca<a
tcactgccet thgccagtatggccagtgggc cccaagctggccaggc ccactactctggatccat
caatgcctggagecaccaaggagecattcagetggatcaaagtiggacetgetggooace atqd*cat:
catggcatcaagacccagggggccaggcagaagttctecagectygtacatcagecagttcateat

tgtac aqvwfqo TGOLQEG dqtggcagﬂcctacagaggcaqcv,pawfqouapavfpa thw,y

‘A

4

acaacatcttcaaccoeccaatecategecagatac
cagcacc ct12qqatqqagctgachgccgtgacc
\gca ggccatttctgatgcccagatcactgecte

F”““’jCSngCFaOgCQOCdCCL:Cagqﬁauqu

v"
.
I
0
X
Iy
P
O

ctittggcaatgtggacagcet f‘LqN
atcaggctgoaccocacccactacag
tqadpt:2i0vdqcufqv,cctgdqv

cagctacttcaccaacatgtt gC”dCC

C
QJ
ot

,)
$3)
Q
te] ("1
$3)
]
o

ot
[”\
b}

() QoW
)
@

agcaatgcctggaggcecoccaggtcaacaacccaaaggagtggetgcaggtggacttocagaagacc
TQAdggbcaCquqth“<aabbc;cqvqgtcaaqdqbbtqctc;bbdqu;gt qtqdarqaqft

coctgatcagotceccagecaggatyggecaccagtggacceectettocttecagaatggoaaggtcaaggty
ttocagggecaaccaggacagettcacCeetgtggtgaacagoctggaceocceectectgaccagat
acctgdgga: cacceccagagetgggtccaccagattgecctgaggatggaggtectgggatgtyga

gcoccaggacctgtactga (SEQ ID NO:i1j

I

i{

wn

O
u

Figure 2B



WO 2017/083762 PCT/US2016/061684
4/89

CS04 -FL~-AA

MOIELSTCEFE ..C;LRFCFSATR YYLGAVELSWDYMQOSDLGELPVDART FE PR‘/‘QV\SE PENTSVVYK
CTLEVEFTDHLENIARPRPPWMGLLGPTIQAEVYDTVVITLEKNMASHPVSLE GAEY
DDOTSOREKEDDKVEFPGGSHTY VWO T.I\LI\WPI‘LLXSD"L CLTYSYLSHVDLVEDLNSGLIGALLVCRE
GSLAKEKTQOTLHEY _[L..lA\fr""L(;l/i ' L,L;/If‘ SRDAASARAWPEMHTVNGYVNRELPGLIGC
HREKSVYWHVIGMGTTPEVHS IFLEGHTFLVENHROASTEISPITFLTAQTLIMDLGOFLLFCHISSH
QHDGMEAYVEVDSCPEEPOLEMKNNEEARD Y“DDLT SEMDVVREDDDNS PSFIQIRSVARKKHPKTW
VEYIAAREEDWDYAPLVLAPDDRSYRS QY LNNGPORIGREKYREVRFMAYTDETFRKTREATIQHESGIL
GPLLYGEVGDTLLITFENQASRPYNIYPHGITDVRPLYSRRLPRGVKHELKDFPILPGETIFEKYKWTVT
VEDGPTKSDPRCLTRYYSSEFVNMERDLASGLIGPLLICYKESVDORGNQIMSDRENVILESVEDENR
S'\'/\]'YL”EI\TIQI‘ FLEPNPAGVQLEDPEFQASNIMES INGYVFDSLOLSVCLHEVAYWY ILSTGAQTDEFLE
VEESGY HEMVYEDTLTLEFPESGETVEMSMENPGLWILGCHNSDEFRNRGMTALLKVSSCDRENTGD
YYEDSYEDISAYLLSKNNAIEPRSES QI\“‘P\/’LKRHQR:_[”' TTLOSDOEEIDYDDTISVEMKKEDED
IYDEDENQSPRSFORKTRHY FIAAVERLWDYGMS 5SS PHVLRNRAQD ,\,b\/’PQFKK'7'\,7'}'*‘@}3F'I DGSEFTQ
“LY‘.‘CE"’ NEHLGLLGPY IRAEVEDNIMVTEFRNQASRPYSEYSSLISYEEDOROQGAEPRRKNEVKPNET
KIYFWRVOHHEMAPTKDEFDCKAWAYFSDVDLEKDVHSGLIGPLLVCHTNTLNPAHGRQV EVQE FALF
FUIFDETRKSWYFTENMERNCRAPCNIOMEDPT FKENYRFHAINGY IMDTLPGLVMAQDORIRWYLLE
MGSNENTHST HL‘SGH\,’"’”"' RKKEEYRKMATLYNLYPGVFETVEMLPSKAGIWRVECLIGEHLHAGMSTL
FLVYSNKCOTPLGMASGHIRDEFQITASGOYGOWAPKLARLHYSGS INAWSTREPFSWIKVDLLAPMT
THGIKTOGAR gKt’nSLYlSQ_)t’ ITMYSLDGREWQTYRGNSTGTIMVEFGNVDSSGIKHENIENPP T
YIRLDHPTHYSIRSTLRMELMGCDLNSCEMPLGMESKATSDAQITASSY FTNMEFATWSPSKARLHL "‘)_G
RENAWRPOVNNPRKEWLOVDEFOKTMRKVTGVITOGVESLLTSMYVEKEFLISSSQDGHOWTLEFQ

VEQGNODSEFTPVVNSLDPPLLTRYLRIHEPQOSI TALRMEVLGCEAQDLY  (SEQ ID NOC: /‘1

A

»-,

Ui

»-ra
-

-
[
e

h'
Z
W
F\

Figure 3



WO 2017/083762

CE804~-HC-NA

gtqqacccgg
ggctcecoctgg
tttgatgagyg
gctgcecctetyg
ctgcoctggac
acaacccctg
agacaggcca
gacctacggac
gcctatgtca
gaggctgagg
gatgacaaca
tgggtgoact
cctgatgaca
aagtacaaga
attcagecatg
ctcatcatcet
Jgatgtcaggce
ccoattotge
accaaatctyg
gacctge
aggggaaacc
aacaggagct
cagctggagyg
tttgacagec
attggggccc
tgqtctatc
ggagaacc
tgac gcc

e
[N )

gii o
Q

actacctggy
ctgtggatgce
ctacaagaa
ggccacccty
catcaccct
actggaaggc
atgacaaagt
gcccoccatgge

tcaaggacct

ot

('1‘ kJZZ

goaagagctyg

cagggecty
tcattggctyg
aggtgcactc
gocctggagat
agttcctget
aggtggacag
actatgatga

g ot
goccate

ag,ﬂfgdcat
tcaagaacca
ccctgtacayg
ctggggagat
accccaggtyg
ctggcctygat
agatcatgtce
ggtacctga
accctgagt
tccagettt
tgac
aggacaccc
ctqqcctftg
tgctcaaagt
acatctctge

iy

ﬁ‘ﬂ t O

ot

'f

5/89

- e 3 -
ggcLgLggag
caggtitccca
gaccctottt

!

(o]

0)

(@]

(o]

Ul
S

0
t ot f

@]

@]
S
QO

@]
ot
Q 0 gl) ot

ot

T QO
)
S8
@]
83}

(o]

8]

Y
Q0
(o]

Ul

5
ot

@]
QO
@]
Ul
3
O

!
!

@}
ot

gaccca
caactctgga
Jgacccagacc
gcactctgas
Jgcccaagatyg
ccacaggaas
cattttccotg
cagccccate
gttctgccac
ctgcccoctgag
tgacctgact
cattcagatc
tgaggaggag
gagccagtac
catggcctac
cctgggecce

Jgcctcecagyg
ccgcaggcetyg
cttcaagtac
cctcaccaga
tggcocactyg
tgacaagagg
tgagaacatt
ccaggccagc
tgtctgecectyg
cetttetgte
gaccctctte
gattctggga
ctcctectgt
ctacctgcte

{

!
N

@}

ctttcttyggy
cccagagtge
gtggagttca
ctgggaccca
gcctcecccacce
gotgagtatyg
ggcagccaca
ctctgoctga
ctgattgggy
ctgcacaagt
accaagaact
cacactqtqa
tctgtctact
gagggccaca

tifcctca

'f

50
a

0
i
"))
@)
ot
9]
Q

@]
+
@]
Q
ot
@]
ot
@]
O

aatgtgatt
cage
aacatcatgc

[we}
@]
ot
t o o o Q
Q
@]

@
O
ot QO
(o]

N

@]
o W
Qo
t tQ
ot
@]

(ws
T QO

@]

!

0
@]
83}
ot
@}
ot

L
ot
O

ot
)
0
@]
L W
O o0
SRRV )
w0
@]
W o

O
&3]
@]
0

0
(@]
N

[SERRRAH
o)
2
S

[SERERAH
@]
O

!

Figure 4

PCT/US2016/061684

actacatgca
ccaaatcctt
ctgaccacct

ot
ot
@]
[SERRRAH
Ul
N
@]

!

@]

ot
QW
ot
(o]

83}
o]

@]

@]

ot

ccctgetggt

ccctgatgea
atggctatgt
ggcatgtgat
coetitectggt
ctgcccagac
accagcatga
caggatgaa
tggatgtggt
ccaagaaaca

cccact
ccacagaqg
cctitcaagac
gggaggtggyg
tctacc
tgaaacacct
tcactgtgga
gctttgtgaa
acaaggagtc
tgttctctgt
tgoccaaccec
actccatcaa
cctactggta
gctacacctt
gggagactgt
ctgacttecyg
ctggggacta
atgcocattga

—+

(

!

@

L

cac
— QL

gcc

gtctgacctyg

cccattcaa
C

Q

o Q
[m
vt
O

(e
ot
O

ctcococcagage
gcaggtceccto

ggacagggat
gaacaggagc
tggcatgyggy
cCadgaaccac
cctgctgaty

tggcatggag



WO 2017/083762

CS04-LC-NA

Ccaadga
ctgggactcce
cocagyg

cagagygcagc

sgttc

cgcaa
ttetggaasag
gectacttet
ctggtctgece
tttgecctet

gagcgcaact

acaacchtct
Tggagggtygy

utcthQQbﬂ

ctggccccea
ctotacatca

atoc:g::gg
ttcaccaaca

agcaatgect
aagaccatga
tatgtgaagqg
ggca
agcctggacc
cagattgcoe

(SEQ ID

[RETRN,

cagaat

NO:

aggaggagat

tetatgacga
tcattgetge -

goaacaggygc

thatGQCad
t(; cccata

"‘t ccagygoec
gaggctgagea
tccagecacea
ctgatgtgga
acaccaacac

toctitcaccat

goagggoooe
atgccatcaa
ggatcaggltyg
ctgggcatgt
gagt

gceoteat

accety

a (*t

acaagtgcca

pCf"tOgbpa

—
L

aatgootyg
tgatcatcca
gocagttceat
ceactge

tcttcaaccc

aac
gcagcaccc e
gcatggagag
tgtttgccac
ggaggoocoea
aggtcactgyg
agttcctqat
aggtcaaggt

coccoctoot

oo euon
ey a
gga

Cgaggat
tgaggat

4

6/89

tgactatgat
ggacgagaac
tgtggagege

-

ccag.ggquk

cttcacccayg
catcaggget

ctaca gg,ttc
Lcgcaagaac
catggcccee
cctggagaag
cctgaaccet

ctttgatgaa

o3}
'_L

atgcaacatt

c:tiL,c:kka/L,f tqg
ctttgagact
tggggagcac
gacccecectyg
gtatggocay
gagcaccaaqg

catcaaqg

:1*:3

gtac
actcatggtc
cccaateate
cagga to;»g
caaggccatt
ctggageoca
ggtcaacaac
qgt(accacc

cagc (e

gttccaqg

cCagac

AK/
gacladga t ac

ggtecctygc

=
Jga

C\'

4
gacaccattt
cagagcccaa
ctgtgggact
tectgtgecac
f‘lx‘,"t oy Laca
gaggtggagy
taaaqctéc:
Cttgtgaaac
acaaaqqatq
gatagt
qCC”GVQuﬁa
accaagaget
cagaltggagg &
atggacacacc
tetatyg
cgcaagaagqg
gtggagatgc
ctgcatgotyg
qod s Lggoat

tgggeccecea

cact

\;‘2

4

ggct

gagccalttca
acccaggayy

agectggatyg
ttetttggca

gocagataca

tetgatgece
agcaaggcea
ccaaaggagtl
caQQf gtca
caggatggec
aaccagdgaca
ch*tc
tdtqagjccc

por}

+
Crga

Figure 5

PCT/US2016/061684

adga stcacca g
ctgt qaq 5 T
ggagclticca
atqf Cgag
agt Lvd sgaa

gaqggqagct

acaacatcat

e
[ )

atcageta

\.]' < q aC
 taCLtLdC
acceccacctt
Tgcctggget
ccaatgagaa
aggagtacaa
tgccecctecaa
gcaltgagcac
ctggccacat
agc L

gctggatcaa

ccag

ccaggcagaa
gcaagaaatqg
a:gtq(acaq
Tcaggc cie “gca
qt gacctgaa

a'cactgc

ggao t m/aqﬂ
agagcctget
> accagtggac
gottecacceo
acceccecagaqg

aggacctgta

3 OO

gac rcocte

gaagaaagag
qaagaagac:
______ ccageoce
aq:dqtcttc
qcabq L gCac

Cgaccetto

—

(v

4

'ms

gaggaggac
caagacct
caaggcectygy

Ca
cccecactoe

ac

tgg
tgtgcaggag
i Jadga (}.(,at'q

Caaagadgaac

tgtcatggeo
e vy e v
catiicacucc

gatggccctyg
agctggeate
ccectgtteoctyg

czqo(uvtTc

cctccactac
agtggacc

c;t""‘t,(,c:&xc

gcagacctac
ctetggecate
cccocacccac

ctectgcagoe

ctccagetac
ccagggaaqq
ggacttccag
caccadg
cctett
togtggtgaac
ctgggtccac

N
¥



PCT/US2016/061684
7/89

WO 2017/083762

g aunbiy

(8% :ON I 03¢

bbebeoveooboeeebi0030300200 OIS L0 LYYIOVIV INYIOVIIYIVYDOVIVYIVYID IO IS IVYLOVOoD3eebeschenqyaobe —  A0NTAd
(L7:ON QI 0ds) bbebeoowooboeerbiloolhinoennddnidveRlslivRlYivyIOvYoLslovovoaeebenobeniyqgobe —~ TZoNIAYE

{(9F 10N JI 0HS) Dbbhebeosecoboreebi003b3050002009L0VRLoLIVOIYIYYIOVIIALOVOIYIeebesobenyaobe - QZONTIALE

(CP:ON QI 0HS)
(EL/NUEQ}ﬁ@C@OObG A_.Tu.m.vm. - SIORIdY

bbhebeooeooboreeb 0010100 ROD VS LOOLDLoIO0LOLOVI IVIVY LY LOOYIDS LD LD

(vP:0ON T &Hg) DHbHebeooednboeeebinoifi00wd0 L 00l)Lololo0l) IS lo 00 lYYoovaloLvvovylovsinieebessbesyynbe - gIoNIa™

bensennhoeeebionibl00e00 LYY VISV LS IO9LD LIV LIS LDIIOVYINS LIS IODSVOSVIVYS Lo IVIOVYIOWoo9arebesobe

(Zy:ON a1 0dS)
bhefeooesnforeebinniblooenDs [D0oVOoVIYYS IO IV IOYYOOYRDOeedenobesyiohe - IONIQY

(T7:0ON QI OHE%

bhefenneonhorerblo01630020000VELO LD LOLOYOLIDIOLODVLIDLOIOVYIVYIOLO IOLYYLIOYODDIeebennbeoyyobe ~ oIONIAL

(0P ON I Dxg) bLbebronenoboreebiooibhinoessyiddovodyirebesobrniiobe - ganidag

(S 0N QI D=Eg)  bBbevbHeooeooboeeedli0030300R00IWVIVYOOVS IOerebesobenyynbe - 9oNIAg

(QC:ON I OHE9) bhbebesornoborredioolBi00R0D VYOV OLYYILYYIOVOLO3eRDeobenya0be - gaRIag

(LESON dTI D3¢} Shebenoenoboereblonlbinoeso VY OVI IO IVYIYYIOVIROIVYOVYDOVSIOdeebecsobeniiobe - §oONTIALE

{(9C:ON dI 03¢} Hhebenoenoboereblonlhinoesn VY RIYIIO VY LYYIOVIRO VYOV OV IOLYYIVYOOYDLOdeebencbesygobe ~  1ONIAYE

(£ 0N I 0OHs) Lbhbebeooer bHbLebeebynd zbo0D0DDooe vbDeDD e -  g20Tad

1 ob
ON QI Pdg) bbebrooes oboreebioo 1DHasoeonie ebeonbesia 2be - $00IAH

b b
(G:ON I Cus) rbebeooen ebebeebionos 3bhHaooedsie wbeoininild obe - 100708



WO 2017/083762 PCT/US2016/061684
8/89

CS04-~-AV-KA

1 tecgegegttt cggbtgatgac ggtgaaaacce tcetgacacat gcagetcococyg gagacggtca

61 cagettgtet gtaageggat gececgggagea gacaagcececyg tcagggcegcecyg tcageggygtdg

121  ttggcgggtg tcecggggetgg cttaactatg cggcatcaga gecagattgta ctgagagtge

181 accatatgeg gtgtgasata ccgecacagat gogtaaggag aaaataccge atcaggcgeco

Z41 attcgccatt caggoctgegoe aactgttggg aagggcgatc ggtgcgggaec tettogotat

301 ¢ ccagcect ggcgazaggg ggatgtgetg ¢ ttgggta acgceccagggt
g

361 tttcccagtc acgacgttgt aaaacgacgg ccaqtgaatt cct aatgacgt
421 tggccactecce ctectetgege getegehbege tceactgagge cgggegacca aaggtogece
481 gacgccocceggg ctttgoccegy goggoctcayg tgagocgaged agtgg
541 ccaactcecat cactaggggt tectgagttt aaacttcegtc Jggctg
601 caggtcgagg geactgggag gatgttgagt aagatyggaaa actactgatg acccttgeag
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721 atccocgtet gtotgcacat ttogtagage gagtgtbtocg atactcetaat cteococtagge
781 aaggttcata tttgtgtagg ttacttattc tceccttttgtt gactaagtca ataatcagaa
841 tcagcaggtt tggagtcagce ttggcaggga tcagcagect gggtitggaag gagggggtat
901 aasagcccoct tcaccaggag aagecgtcac acagactagg cgcgocaccy ccaccatgca
961 gattgagctg agcacctget tetteoctgtg ccectgectgagg ttotgettct ctgocaccag
1021 gagatactac ctgggggctyg tggagetttc ttgggactac atgcagtctg acctggggga
o]

t

1081 gectgectgtg gatgccaggt tcccacccag tcectteccat tcaacacctce
1141 tgtggtctac aagaagacce tettitgtgga cacctgttca acattgccas
1201 acccaggceca cccoctggatgg gacteoctggg caggctgagyg tgtatgacac
12€l tgtggtcatc accctcaaga acatggcctce ccaccetgtg agcocctgeatyg ctgtgggggt
1321 cagctactgg aaggectctg agggggetyga gtatgatgac cagacctccec agaoqqdqao
1381 ggaggatgac aaagtgttcce ctggo cag ccacacctat gtgtggeagyg tcctcaagga

281 ggaggatyg aaagtgr ctgggggcea cacctat gtgtag g tccotcaagy
1441 gaatggcocce atggecoctcectg acccactcectyg ccoctgacctac tectacchtt ctecatgtgga
1501 cctggtcaag gacctcaact ctggactgat tggggccctg ctggtgtgca
1561 cctggccaaa 7aqaaoaccc agaccctgeca caagttcatt ctectgtttg
1621 tgagggcaag agotggeact ctgasaccaa gaactcocccotg atgocaggace
1681 ctectgcecagy chtguv:ca agatgcacac tgtgaatggce tatgtgaaca
1741 tggactcatt ggctgccaca ggaaatctgt CLactggvat gtgattggca
1801 ccctgaggtyg cactcecattt ccacaccttce ctyggtcagga
1861 ggecagecty gagatcagoce cctcactges cagaccelbge tgatg
1921 cggacagtte ctgcoctgttct ctocccaccag catgatggceca tggaggeota

&l
1881 tgtcaaggtg gacagctgec avaqrt ~agy atgaagaaca atgaggaggce
2041 tgaggactat gatgatgacc tgagatggat gtggtccget titgatgatga
2101 caacagccca tecoctteatte tgtggccaag aaacacccca agacctgggt
z1el gecactacatt gctgoctgagg ggactatgece ccactggtoc tggeocatga
2221 tgacaggagc tacaagagcc caatggccca cagaggattyg gacgcaagta
2281 caagaaagtc aggttcatgg tgaaacctic aagaccaggyg aggcecattca
2241 geatgagtct ggcatectgg gtatggggag gtygggggaca ccctgcocteat
2401 catcttcaag aaccaggcect caacatctac ccacatggca tcecactgatgt
2461 caggcccctg tacagccogea gggggtgaaa cacctcaagg acttcccceat
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2521 tctgectggg gagatcettca agtacaagtg gactgtcocact gtyggaggatg gv““dagcs
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5041 catgaaggtc actggggtga ccacccaggg ggtcaagagce
5101 gaaggagttc ctgatcaget ccagoccagga tggcecaccag
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ATGCAGATTGAGCTGTCCACCTGCTTCTTTCTGTGCCTGCTGAGATTCTGCTTCTCTGCCACCAGGA
GATACTACCTGGGGEGCTGTGGAACTT TCTTGGGACTACATGCAGTCTGACCTGGGAGAGCTGCCTET
SGATGCCAGGTTCCCACCCAGAGTGCCCAAGTCCTTCCCA ’l'C!‘ VACACCTCTGTGGTCTACAAGAAG
ACACTCTTTGTGGAATTCACTGACCACCTGTTCAACATTGCARAACCCAGACCACCCTGGATGGGAC
TCCTGGGACCCACCATTCAGGCTGAGGTGTATGACACTGTGGTCATCACC TZZ‘xA”z-xACAT’" sCATC

o e Lt aLl el ar Ul eleltl el Ul alar N eul el oyt 1 alalel ik e PN N ST i
CCACCCTGTGETCTCTGCATGCTGTGGGAGT (/ TCATACT (J\JA/{. GCCTCTGAAGGGGCTGAGT C Al
' 7 lelalayte: DOCA 7T T i el Yudelnls
CJ \CCZ GA\J \TCC AK;ACA!;AG, AAGAGGATGACAAGGTGT CCTGGGGGATCTCACACCTA XT
STalnbal N ‘(/‘ii\l"‘l ahidah i Valalah Valus N TN VT fUTT N N TR 2N S TP
GGCAAGTCCTCAAGGAGAATGGACCCAT U\A[\‘_[ TGACCCACTCTGCCTGACATACTCCTA »,{;*'_[ 1'(,

TCATGTGGACCTGGTCAAGGACCTCAACTCTGGACTGATTGGGGCALC TC’:IGC’I‘ STGCAGGGAAGGA
TCCCTGGCCAAGGAGAAAACCCAGACACTGCACAAGTTCATTCTCCTGTTTGCTGTCTTTGATGAGG
GCAAGTCTTGGCACTCTGARACARAGARCTCCCTGATGCAAGACAGGGATC "l‘ sCCTC «;\JQIZ GGGC
ATGGCCCARAGATGCACACTGTGAATGGCTATGTGAACAGATCACTGCCTGGACTCATTGGCTGCCAC
AGGAAATC' GTCTACTGGCATGTGATTGGCATGGGEACAACCCCTGAAGTGCACTC AT T:C' "G
GGGACACACCTTCCTGETCAGGAACCACAGACAAGCCTCTCTGGAGATCTCTCCCATCACCTTCCT
AC TGCACAGACACTGCTGATGGACCTTGGACAGTTCCTGCTGTCCTGCCACATCTCTTCCC ”’Cr\G
C]—‘a' GATGGCATGGAAGCCTATGTCAAGGTGCGACTCATG ”,CCT(A( SGAACCACAGCT CAGGATGANG]
CAATGAGGAGGCTGAGGACTATCATGATGACCTGACTGACTCTGAGATGGATGTCGTCAGATTY F’"A
””‘_F“CAK AACTCTCCATCCTTCATTCAGATCAGGTCTGTGGCARS ”Z-\M CACCCCAAGACT mGGCTU
CACTA" ATTGCTGCTGAGGAAGAGG ACT( GGACTATGCACCACTGGT (,’l'G GCCCOTGATGACAGER
GCTACAAGTCTCAGTACCTCAACAATGGCCCACARAGAAT TGCGAAGAAAGTACAAGARAGTC? G?—\‘
CZ—‘xT”f”—"" TZ-‘_"‘A TGATGARACCT TCZ-V GA ”‘AA{—AQ AGCCATTCAGCATGAGTC ”f"—""AmT"" ”f;'\;ﬁ

U T O T T AT U O A A T ST T O I, T T Y A Ty Y sertelelslshisierNelalalaiout
CCACTCCTGTATGGGGAAGTGGGAGACACCCTG [CATCATCTTCAAGAACCAGGCCTCCAGGCCCT

,m r ] ite Tetar ile -r—|~< Eialaal ,«‘x«/ﬂ ,ﬁ:rxm Ink:Val ,«‘w—x U YT ,m T
AC AC TACC CATGGCATCACT TGTCAGSC TGTACAGCA \:T!’\.\J.p‘\, GCC AA; WSGEGEET

(f&"_!‘\(“AC(J' CAR GJ\C'I TCCCCATT "l‘ sCCTC (A SAGATCTTCAAGTACAAGTGGACTGTCACTGTG
GAGGATGGACCAACAAAGTCTGACCCCAGGTGCOCTCACCAGATACTACTCCTCTTTTGTGAACATGG
AGAGAGACCTGGCATCTGGACT 4ATTC”7""CACT CTCATCTGCTACAAGGASTCTGT GZ\C Aqu

AGGCAACCAGATCATGTCTGACAAGAGAAATGT (SA”'I CTGTTCTCTGTCTTTGATGAGAACAGATC

TGGTACCTGACTGAGAACATTCAG? GZ\MT“’WC“?C \ACCCTGCTGEGETGCAACTGGAAGACCC Tf~
GTTCCAGGCAAGCAACATCATGCACTCCATCAATGGCTATGTGTTTGACTCTCTCCAGCTTTCTGT
CTGCCTGCATGAGGTGGUCTAL IGC’TD \,’A’I' [CTTT A’TAI""?GOGC AAA\,TCAP”".”?C”‘T ’T'C”‘GTC,‘

TTCTTCTCTGGATACACCTTCAAGCACARAGATGGTGTATGAGGACACCCTGACACTCTTCCCATTCT
CTGGGGAAACTGTGTTCAT (L’\GCAI SGAGAACCCTGGACTGTC (;J‘ff'l"l‘ SGATGCCACAACTC! "‘A
CTTC GARACAGGGGA J’CACT’?Q CTGCTCARAGTCTCOCTCCTGTGACAAGAACACTGGGGACTAC
TATGAGGACTCTTATGAGGACATCTCTGCCTACCTGCTCAGCAAGAACARTGCCATTGAGCCCAGAA
GC l"“C’l‘CTCA AA".‘QCZ CCTGTCCTGAAGAL ]‘\CA CA «’L"«GAGJ\GZ TCACCAGGACAACCCTCCAGTC
TGACCAGGAAGAGATTGACTATGATGACACCATTTCTGTGGAGATGARGAAGGAGGACTTTGACATC
TATGAT AGGA”{—ACI&"‘ AGT T“"AA{—ATCZ‘F“T”( 7‘&CA1"“AA{—ACA1"“ ACAC ACTTC7\m 'GCTG

CTGTGGAAAGACTGTGGGACTATG JCA’I'CT’?’I'.“7’?’1‘()T’?CCCA’I‘C"‘CC.’C’.T 5GAALC "’?CL,ACAC"J
TGGCTCTGTG ’JC \CAGTTCAZ G?—\’ AGTGGTCTT ”’?A JGAGTTCACTGATGGCTCATTCACCCAGCT
C’l’(‘"” CAGAGGGGAACTGAATGAGCACCTGGGACTCCTGE (A\A, AT A f”&’l'f’l!‘\( GGCTGAG ,’l'GCSZ-&AG
ACAACATCATGGTGACATTCAGAAL J\,ACC]JC”.’ZCACC]\,CC’T'J CAGCTTCTACTCTTCCCTCATCAG
:TK' GAGGAAGACCAGAGACAAGGSGCTGAGCCAAGAAAGAACTTTGTGARMCCCARATGRAAACCAAG
ACCTACTTCTGGAAAGTCCAGCACCACATGGCACCCACCAAGGATGAGTTTGACTGCAAGGCCTGGG

a)

Continued)

®

Figure 8A



WO 2017/083762 PCT/US2016/061684
12/89

CATACTTCTCTGATGTGGACCTGGAGRAAAGATGTGCACTCTGGCCTGATTGGCCCACTCCTGGTITG
CCACAC Z&‘”A”(“"' ‘GAACC CC7\C TGGAAGGCAAGTGACTGTGCAGGAGTTTG “"‘CM“TTCTTC

ACCATCTTTGATGA CCAAC‘TC TGGTACTTCACTGAGAACATGGAGAGARACTGCAGAGCACCAT
C"’ ARCH T C'AG TGGAAGACCCH C”’T CAAGGAGAACTACAGGTTCCATGCCATCAATGGCTACAT

ACCCCACCTTCAA CCCATGC \

CATGGACACCCTGCCTGGECT ’l'CTCAl‘ SCACAGGACCAGAGAATCAGATGGTACCTGUTTTICTATG
GGATCCAATGAGAACE ’.’*'f‘_”LC’.*'(‘CA’I'CCAC TTCTCTGGGCATGTCTTCACTGTCGAGARAGARAGGAGG
HATAK AAGATGGCCCTGTACAACCTCTACCCTGGGEGTCTTTGAGAC GTG SAGATGCTGCCCTCCAA

TS T R T T OO ST R T Sy CTGOATGOTCGCATETO CCTOETTC
AGCTGGCATC \J\..._[\('\‘J\...J. SGAATGCCTCATTGGEGEGE }Xﬂ\,_t CCTGCATGCTG VIGTCAACCCTGT I(

el ] o "‘(/‘1 ~nf‘~< 17 VT N 1 o~ 4 {elalerNe 7 Vel r—lrxﬂ

C, il J\JTPTACH‘:'\J \ACAAG CPZ’\\J.APZ’\\\_, CCTGGGAATGGCCTCTGGCCACATCAG G!’\\\_/ 2C/

TCACTGCCTCTG K,Z‘x TZ—‘_F“C@“"‘ Cul,]‘x LZ‘@J{K“”C@“"‘ f“—""T”“.LZ‘x TACTCTG ""CZL
CAATGCATGGTCAACCAAGGAGCCAT F’”T CTTGGATCAAGGTGGACCTGUTGGCACCTATG Al\,’. TT
CATGGCATCAAGACACAGGGGGCAAGACAGAAATTCTCCTCTCTGTACATCTCACAGTTCATCATCA
TGTACTCTCTGGATGGCAAGARGTGGCAGACATACAGAGGCAACTCCACTGGCACCCTCATGGTCTT
CTTTGGCAATGTGGACAGCTCTGGCATCAAGCACAACATCTTCAACCCTCCCATCATTY ’”C\,AbA.TAC
TCAGGCTGCACCCCACCCACTACTCAATCAGATCARACCCTCAGGATGGAACTGATGGGATGTGAC
TCGAACTCCTGCTCAATGCCCCTGGGAATGEAGAGCAAGGCCATTTCTGATGCCCAGATC Y‘\(,’l'CCAI'C
CTCTTACTTCACCAACATGTTTIGCCACCTGGTCACCATCAARAAGCCAGGCTGCACCTCCAGGGAAGA
AGCAATGCCTGGAGACCC AW—G 'CAACRAC CCZ‘J&A GAATGGCTGCAAGTGGACTTCCAGAAGACAR
TGARAGTCACTGGEGTGACAACCCAGGGGETCAAGTCTCTGCTC! C’?’I‘C‘”A’I'C_T"‘A’I'CTC’ GGAGTT

CCTGATCTCTTCCTCACA EG \TGGCCACCAGTGGACACTCTTCTTCCAGAATGGCARAGTCAAGGTG
TTCCAGGGCAACCAGGACTCTTTCACACCTGTGGTGARCTCACTGGAC ?CCC CCCTCCTGACAAGAT
CCTGAGARATTCACCCCCAGTCTTGEGTCCACCAGATTGCCOTGAGAATCGAAGTCCTGGGATGTGA

GG ACARGACCTGTACTGA (SEQ ID NO:49)
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C804A(760~1667) ~ C304-8CLl-NA
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GCTGAGGTGTATGACACTGTGGTCATCACCCTCAAGAACATGGCCTCCCACCCTGTGAGCCTGCATGCTC
GGGGTCAGCTACTGGAAGCGCCTCTGAGGGGGCTGAGTATGATGACCAGACCTCCCAGAGGGAGAAGGAGGAT
GACAAAGTGTTCCCTGGGEGCAGCCACACCTATGTGETGGCAGGTCCTCAAGGAGAATGGCCCCATGGCCTCT
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SGGEEECCCTGETGETGTGCAGGGAGEGCTCCCTGECCAAAGAGARAGACCCAGACCCTGCACAAGTTCATTCTC
CTGTTTGCTGTCTTTGATGAGGGCAAGAGCTGGCACTCTGAAACCAAGAACTCCCTCGATGCAGGACAGGGAT
GCTGCCTCTGCCAGGGCCTGGCCCAAGATGCACACTGTGAATGGCTATGTGAACAGCAGCCTGCCTGGACTC

o
ATTGECTGCCACAGGARAATCTGTCTACTGGCATGTGAT T GGCATGGGGACAACCCICT GAGGTGCACTCCATT

TTCCTGGAGGGCCACACCTTCCTGGTCAGGARCCACAGACAGGCCAGCCTGGAGATCAGCCCCATCACCTTC
CTCACTGCCCAGACCCTGCTGATGGACCTCGGACAGTTCCTGCTGTTCTGCCACATCAGCTCCCACCAGCA

GATGGCATGGAGGCCTATGTCAAGGTGGACAGCTGCCCTGAGGAGCCACAGCTCAGGATGAAGAACAATGAG
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el e Vel b et A T R T AT TEOATGT GO TCOGCT T TEATCAT GACAA ~
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CCATCCTTCATTCAGAT CAGGTCTGTGGCCAAGAAACACCCCAAGACCT GGETGCACTACATTGCTGCTGAG
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AATGGCCCACAGAGGATTGGACGCAAGTACAAGAAAGTCAGGTTCATGGCCTACACTGATGAAACCTTCAAG
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CTCATCATCTTCAAGRACCAGGCCTCCAGGCCCTACAACATCTACCCACATGGCATCACTGATGTCAGGCCC

CTGTACAGCCGCAGGCTGCCAAAGGEGGTGARACACCTCAAGGACTTCCCCATTCTGCCTGGGGAGATCTTC
AAGTACAAGTGGACTGTCACTGTGGAGGATGGACCAACCAAATCTGACCCCAGGTGCCTCACCAGATACTAC
TCCAGCTTTGTGAACATGGAGAGGGACCTGGCCTCTGGCCTGATTGGCCCACTGCTCATCTGCTACAAGGAG

TCTGETGGACCAGAGGGGAAACCAGAT CATGT CTGACARGAGGAATGTGATTCTGTTCTCTGTCTTTGATGAG

AACAGGAGCTGGTACCTGACTGAGAACATTCAGCGCTTCCTGCCC CTGCTGGEETGCAGCTGGAGGAC
CCTGAGTTCCAGGCCAGCAACAT CATGCACTCCATCAATGGCTATGTGTTTGACAGCCTCCAGCTTTCTGTC
TGCCTGCATGAGGTGGCCTACTGGTACATTCT TTCTATT GGGGUCCAGACTGACTTCCTTTCTGTCTTCTTC
TCTGGECTACACCTTCAAACACARAGATGETGTATGAGGACACCCTGACCCTCTTCCCATTCTCTGGGEAGACT
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C804A(772~1687) ~ CS04-8C2~NA

ATGCAGATTGAGCTGAGCACCTGCTTCTTCCTSTGC CTGAGGTTCTGCTTCTCTGCCACCAGG
AGATACTACC '”CuGGCTG= GAGCTTTCTTGGGACTACATG KACM TGACCTGGEG ”“”Cmﬂ“CT
GTGGATGCCAGGTTCCCACCCAGAGTGCCCAAATCCTTCCCATTCAACACCTCTGTGGTCTACAAG
AAGACCCTCTTTGTGGAGTTCACTGACCACCTGTTCARCATTGCCARACCCAGGCCACCCTGGATG
GGACTCCTGGGAZCCACCATTCAGGCTGAGGTGTATGACACTGTGGTCATCACCCTCARGAACATG
GCCTCCCACCCTGTGAGCCTGCATGCTGTGGEGEETCAGCTACTGGAAGGCCTCTGAGGEGGCTGAG
TATGATGACCAGACCTCC AhACuhACAﬁ” sAGGA 'hACAzﬂcm TTCCCT GGCGCAGCCACACC
TATGTGTGGCAGGTCCTCAAGGAGARTGGCCCCATGGCITCTGACCCACTCTGC ACCTACTCC
TACCTTTCTCATGTGGAC MWGTQHACﬂﬂ”Cm“AAﬁT“' hAC““AT““GCUP“C“““'qu sTGC
AGGGAGGGCTCCCTGGCCAARGAGAAGACCCAGACCCTGCACAAGTTCATTCTCCTGTTTIGCTG
TTTGATGAGGGCAAGAGCTGGCACTCTGAAACCAAGAACTCCCTGATG KAC”“” GGGATGCTGCC
TCTGCCAGGGCCTGGCCCAAGATGCACACTGTGAATGGCTATGTGAACAGGAGC ‘CC= GW”'h
ATTGGCTGCCACAGGARATCTGTCTA mwGCAT TGATTGGCATGGGGACAACC uT TGCAC
TCCATTTTCCTGGAGGGCCACACCTTCCTG AGGAACCACAGACAGGCCAGCCT GRG TCAGC
CCCATCACCTTCCTCACTGCCZCAGAC b'”Cm SATGGACCTCGGACAGTT C '”Cm m“CTGCCKC
KTCAGC'” CACCAGCATGATG ﬂ“KTGGA GCCTATGTCAAGGTGGACAG CCCTGAGGAGCCA
CAGCTCAGGATGAAGAACAATGAGGAGGCT AGGA”TAT”T”CAT A”CT‘ACT SACTCTGAGATG
GATGTGGTCCGCTTTGATGA’ ”“”AAKAC CCA m“”'T“AT““ACAT GTCTGTGGCCAAGARR
CACCCCAAGACC GTGCACTACATT CTGAGGAGGAG ACTCU“ACMTmC (CCCRITGGTC
CTGGCCCC'”T“CAKAC”“” TF”ALhAC (CAGTACCTCAACAATGGCCCACAGAGGATTGGACGC
AAGTACAAGAAAGTCAGGTTCATGGCCTACACTGATGAAMCCTTCAAGACCAGSG AGGCC?mTCEC
CATGAGTCTGGCATCCTGEGCCCACTCCTGTATGGGGAGGTGGEGGACACCCTS ATCATCTTC
AAGAACCAGGCCTCCAGGCCCTACAACATCTACCCACATGGCA TCACTGATG'”A 3”‘CCTGTAC
AGCCGCAGGCTGCCAAAGGGGGTGAAACACCTCAAGGACTTCCCCATTCTGCCTGGGGAGATCTTC
HAC““”AAﬂT‘”AC' TCACTGTGGAGGATGGACCAACCARATCTGACCC AGG“GCC'CEC’AGA
TACTACTCCAGCTTTGTGAACATGGAGAGGGACCTGGCITCTGGCCTGATTGGCCCACTGCTCATC
TGCTACARGGAGTCTGTGGACIC! ”“”CuhAAAP” AGATCATGTCTGACAAGAGGARTGTGATTCTG
T“““Cﬁ TCTTTGATG ”AACKGG TGGTACCTGACTGAGAACATTCAGCGCTTCCTGCCCAALC
CCTGCTGGGETGCAGCTG AGGA”P”'”“”'T“”A GC AW”AAKATCDWCCRCTCCATCEAT cC
TATG“GT TGACAGCCTCCAGCTTTCTGTCTGCCTGCATG TGGCCTACTGGTACATTCTTTCT
ATTGGGGCCCAGACTGACTTCCTTYTCTGTCTTCTTCTCT ﬂ“'ACAC TTCRAACACAAGATGGETG
TATGAGGACACCCTGACCCTCTTCCCATTCTCTGGGGAGACTGTGTTC 'hACCﬁvvﬁ“”AAP”CT
GGCCTGTGGATTCTGGGATGCCACAACTCTGACTTCCGCAACAGGGGCATGACTGCCCTGCTCARAA
GTCTCC''CCTGT4AC_7‘-sj”“Z—\7&(,2&‘31’CuGGKCTZ‘-xCm7-\“'1 sAGGACAGCTATGAGGACATCTC C”CTA
CTGCTCAGCAAGAACAATGCCATTGAGCCCAGGAGCTTCAGCCAGAATTCCAGACACCCCAGCACC
AG GG GATCACCAGGACCACCCTCCAGTCTGACCAGGAGGAGATTGACTATGATGACACCATTTCT
TGGAGATGAAGAAAGAGGACTTTGACATCTATGACGAGGACGAGAACCAGAGCCCAAGGAGCTTC
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CAGAAGAAGACCAGGCACTACTTCATTGCTGCTGTGCGAGCGCCTGTGGGACTATGGCATGAGCTCC
AGCCCCCATGTCCTCAGGAACAGGGCCCAGTCTGGCTCTGTGCCACAGTTCAAGAAAGTGGTCTTC
CAAGAGTTCACTGATGGCAGCTTCACCCAGCCCCTGTACAGAGGGGAGUTGAATGAGCACCTGGGEA
CTCCTGGGCCCATACATCAGGGUTGAGGTGCGAGGACAACATCATGGTGACCTTCCGCAACCAGGCT
’CCAOGCCCTT CAGCTTCTACAGCTCCOTCATCAGUTATGAGGAGGACCAGAGGCAGGGHGGCTGAG
CCACGCAAGAACTITGTGAAACCCAATGAAACCAAGA ,C"”” TTCTGGARAGTCCAGCACCACATG
LCCCCCACCAAGGATGAGTTTGACTGCAAGGUCTGGGCCTACTTCTCTGATGTGGACCTGGAGAAG
GATGTGCACTCTGGCCTGATTGGCCCACTCCTGETCTGCCACACCAACACCCTGAACCCTGCCCAT
GGAAGGCAAGTGACTGTGCAGGAGTITGCCCTCTTCTTCACCATCTTTIGATGAAACCAAGAGCTGG
TACTTCACTGAGARCATGGAGCGCARCTGCAGGGCCCCATGCARCATTCAGATGGAGGACCCCACT
TTCAAAGAGAACTACCGUTTCCATGCCATCAATGGCTACATCATGGACACCCTGCCTGGECTTETC
ATGGCCCAGGACCAGAGGATCAGGTGCTACCTGUTTTCTATE GG”’I‘CCAATGAGAA CATTCACTCC

i /~< f~< shiideliiishide s otorus /~< ik f~< ST T Y Y OV 7 e f~< ~ f~4 R o~
AT ACTTCTCTGGGCATGTCTTCACTGTGCGCAAGCGAAGGAGGAGT. GATGGCCCTGTACAAC
CTCTACCOTACCOTCTTT ety ACATGOTGCCCTO B ele e
L C, TACCCTGGGGTCTTTGAG (, TGTGGA CTGCCCTCCAAAGCT k)\J\..fA\.J- AG\J i C*\Jf‘&\,

CCOTCATTOGE CORCCTCCATGOTGGOAT COACCOTGTTCCTCGTCTACAGCAL AGTGO
TGCCTCATTGGGGAGCACCTGCATGCTGGCATGAGCACCCTGETTCCTGGETCT \,A\J(,HL. CAAGT C

pAOA’?’JCC’?’J.“"’?GAAT\; ACCTCTGGCCACATCAGGGACTTCCAGATCACTGCOTCTG JCCAC”"’,
GGCCAGTGGGCCCCCAAGCTGGCCAGGUTCCACTACTCTGCGATCCATCAATGCCTGGAGCACCAAG
GAGCCATTCAGCTGGATCARAGTGGACCTGCTGECCCCCATCGATCATCCATGGCATCAAGACCCAG
GGGGCCAGGCAGAAGTTCTCCAGCCTGTACATCAGCCAGTTCATCATCATGTACAGCCTGGATGGEC
AAGAAATGGCAGACCTACAGAGGCAACTCCACTGGAACACTCATGGTCTTICTTTGGCAATGTGGAL
AGCTCTGGCATCAAGCACARCATCTTCAACCCCCCAATCATCGCCAGATACAT CAGGUTGCACCCT
ACCCACTACAGCATCCGCAGCACCCTCAGE! T’?GJ GCTGATGGECTGTGACCTGAACTCCTGCAGT
ATGCCCCTGEGCATGGAGAGCAAGGCCATTTCTGATGCCCAGATCACTGCCTCCAGCTACTTCACT
AACATGTTTGCCACCTGGAGCCCAAGCAAG JCCAGGC’T'GC.T CCTCCAGGGAAGGAGCAATGCCTGG
AGGCCCCAGGTCAACAACCCAAAGGAGTGGCTGCAGGTGGACTTCCAGAAGACCATGAAGGTCALCT
GGGGETGACCACCCAGEGGGTCAAGAGCCTGCTCACCAGCATGTATGTGARAGGAGTTCCTGATCAGT
TCCAGCCAGGATGGCCACCAGTGGACCCTCTTCTTCCAGAATGECAAGGTCAAGGTGTTCCAGEGT
AACCAGGACAGCTTICACCCCTGTGGTGAACAGCCTGGACCCCCCCOTCCTGACCAGATACCTGAGE
ATTCACCCCCAGAGCTGGGTCCACCAGATTIGCCCTGAGGATGGAGGTCCTGHCGATGTGAGGCCCAG
GACCTGTACTGA  (SEQ ID NO:11)
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C804a(772~1667) ~ C804-8C2-2A
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MOITELSTCPFLCLLRECESATRRYYLGAVELSWDYMOSDLGELPVDARFFPRVPKEFPENT SVVY KK

DHLENIAKPRPPWMGLLGPT IQAEVYDIVVITLRNMASHPVSLHAVGVSY WKASEGAEYDDQTSOE
VFFCG&PM{VWQVLRETLPMﬁSDPLv]PYSYLSZVDMJKPLNSGL]GALLVCR&G@LAKLV”O”LH&Z“
VEDEGEKEWHSETKNSLMODRDAASARAWPKMHETVNGY VNRSLPGLIGCHRKSVYWHVIGMGTTPEVHSIFLEG
HTEPLVENHRQASLEISPITFLTAQTLIMDLGQFLLEFCHISSHOHDGMEAY VRKYVDSCPEEPOQLRMENNEEAEDY
DDDLTDSEMDVVREDDDNSPSFIQIRSVAKKEPRTWVHY ITAAREREDWDY AP LVLAFPDDRSY KSQY LNNGPOR T
GREYKKVREMAYTDETFRKTREAIQHESGILGPLLYGEVGDT LLITEFRNOASRPYNIYPHGITDVREPLY SRRLP
KGVKHLEDFPILPGEIFKYKWIVIVEDGPTKSDPRCLTRYY SEFVNMERDLASGLIGPLLICYKESVDOQRGNO
IMSDERNVILESVEDENRS WYLTEI=IQRF:PI\'PH-J\/(" EDPEFQASNIMHSINGYVEDSLOLSVCLHEVAYWY

T
TDH

ILSTIGAQTDELSVEFSGYTEFKHEKMVY FEFSGETVEMSMENPGLWI LGCHNSDFRNRGMTALLRKVSSC
DENTGDYYEDSYEDISAYLLSKNNAL ONSEH REITR "."l'LQbJ JEEIDYDDTISVEMKRKEDEDIY

DEDENQEPRSFOKKTRHYEFTAAVERLWDY( E VPQFKKVVEQEFTDGSFTQPLYRGELN
EHLGLLGPY IRAEVEDNIMVTEFRNOASRPYSEFYSSLI SARPRENEVKPNETKTY PWEKVOHEMAFET
KDEFDCRAWAY FSDVDLERDVHSGLIGPLLVCHTNT. VQF FALFPETIFDETKSWY PTENMERNC
RAPCNIQMEDPTFKENY RFHAINGY IMDTLPGLVMAQD LEMGENENTHSIHESGHEVETVRKEEEYK

MATYNLYPGVFETVEMLPSKAGIWRVECL NEKCQTPLGMASGHIRDFQITASGQYGQ
WAPKLARLHY SGSINAWSTKEPFSWIKVDLLAPMITHGIKTOGARQKESSLYIS OEIIM‘q..DGT<v<1:”JQTVRuI\

STGTLMVERFGNVDSSGIKHNIFPNPPITARY IRLHPTHYSIRSTLRMELMGCDLNSCSMPLGMESKATSDAQLT
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ASSYFTNMEPATWSPSKARLHLOGRSNAWRPQVNNPKEWLOVDEQKTMRKVITGVTTOGVRKSLLTSMY VRKEFLISS
SODGHOWTLEFFONGEVKVEQGNODSFTPVVNELDPPLLTRYLRIEPOQEWVHOIALRMEVLGCEAQDLY
{(SEQ ID NO:1Z)
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Figure 14

Name: Sequence Length: 41
LSKNNATEPRSFSQNATNVSNNSNTSNDSNVSPPVLKRHQR
e I

(Threshold=0.5)
SegName Position Potential Jury N-Glyc
agreement result
Sequence 15 NATN 0.6224 (8/9) +
Sequence 18 NVSN 0.6453 (9/9) ++
Sequence 21 NNSN 0.4158 (8/9) -
Sequence 24 NTSN 0.4158 (8/9) -
Sequence 27 NDSN 0.3619 (8/9) -
Sequence 30 NVSP 0.1149 (9/9) -—

Figure 15
SUBSTITUTE SHEET (RULE 26)
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CS01-~-FL-NA

ATGCAGATTGAGCTGTCCACCTGCTTCTTTCTGTGCCTGCTGAGATTCTGCTTCTCTGCCACCAGG
AGATACTACCTGGGEGCTGTGCAACTTTCTTGOCGACTACATGCAGTCTGACCTGGGAGAGCTGCCT
GTGGATGCCAGGTTCCCACCCAGAGTGCCCAAGTCCTTCCCATTCAACACCTCTGTGGTCTACAAG
ARGACACTCTTTGTGGAATTCACTGACCACCTGTTCAACATTGCAARNACCCAGACCACCCTGGATG
GGACTCCTGGGACCCACCATTCAGGCTGASGTGTATGACACTGTGGTCATCACCCTCAAGARACATG
GCATCCCACCCTGTGTCTCTGCATGCTGTGGGAGTCTCATACTGGARAGCCTCTGAAGGGGCTGAG
TATGATGACCAGACATCCCAGAGAGAGARAGAGGATGACARGGTGTTCCITGGEGGATCTCACACC
TATGTGTGGCAAGTCCTCAAGGAGAAT GGACCCATGGCATCTGACCCACTCTGCCTGACATACTCC
TACCTTTCTCATGTGGACCTGGETCAAGGACCTCAACT CTGGACTGATTGEGGCACTGCTGGTGTGC
AGGGAAGGATCCCTGGCCAAGGAGAANACCCAGACACTGCACRAGTTCATTCTCCTGTTTGCTGETC
TTTGATGAGGGCAAGTCTTGGCACTCTGRAACAAAGAACTCCCTGATGCAAGACAGGGATGCTGCC
TCTGCCAGGGCATGGCCCAAGAT GCACACTGTGAATGGCTATGTGAACAGATCACTGCCTGGACZTC
ATTGGCTGCCACAGGAAATCTGTCTACTGECATGTGATTGGCATGGGCGACAACCCCTGAAGTGCAC
TCCATTTTCCTGGAGGGACACACCTTCCTGGTCAGGAACCACAGACAAGCCTCTCTGGAGATCTCT
CCCATCACCTTCCTCACTGCACAGACACTGCTGATGGACCTTGGACAGTTCCTGCTGTTCTGCCAC
ATCTCTTCCCACCAGCATGATGGCATGGAAGCCTATGTCAAGGTGGACTCATGCCCTGAGGANCCA
CAGCTCAGGATGAAGAACAATGAGGAGGCTGAGGACTATGATGATGACCTGACTGACTCTGAGATG
GATGTGGTCAGATTTGATGATGACAACTCTCCATCCTTCATTCAGATCAGGTCTGTGGCAAAGAAR
CACCCCAAGACATGGGTGCACTACATTGCTGCTGAGGAAGAGGACTGGGACTATGCACCACTGGTC
CTGGCCCCTGATGACAGGAGCTACAAGTCTCAGTACCTCAACAATGGCCCACAANGAATTGGAAGA
AAGTACAAGAAAGTCAGATTCATGGCCTACACTGATGAAACCTTCAAGACAAGAGAAGCCATTCAG
CATGAGTCTGGCATTCTGGGACCACTCCTGTATGEGGCANGTGGGAGACACCCTGCTCATCATCTTC
AAGARACCAGGCCTCCAGGCCCTACAACATCTACCCACATGGCATCACTGATGTCAGGCCCCTGTAC
AGCAGGAGACTGCCAAAAGGGGTGAANCACCTCANGGACTTCCCCATTCTGCCTGGAGAGATCTTC
AAGTACAAGTGGACTGTCACTGTGGAGGATGCGACCANCAANGTCTGACCCCAGGTGCCTCACCAGA
TACTACTCCTCTTTTGTGARACAT GGAGAGAGACCTGGCATCTGGACTGATTGGACCACTGCTCATC
TGCTACAAGGAGTCTGTGGACCAGAGAGGCAACCAGATCATGTCTGACAAGAGAAATGTGATTCTG
TTCTCTGTCTTTGATGAGARACAGATCATGGTACCTGACTGAGARCATTCAGAGATTCCTGCCCAAC
CCTGCTGGEETGCAACTGEGAAGACCCTGAGTTCCAGGCAAGCAACATCATGCACTCCATCAATGGC
TATGTGTTTGACTCTCTCCAGCTTTCTGTCTGCCTGCATGAGGTGGCCTACTGGTACATTCTTTCT
ATTGGGGCACARANCTGACTTCCTTTCTGTCTTCTTCTCTGGATACACCTTCAAGCACAAGATGGTG
TATGAGGACACCCTGACACTCTTCCCATTCTCTGGGGAAACTGTGT T CATGAGCATGGAGAACCCT
GGACTGTGGATTCTGGGATGCCACAACTCTGACT TCAGAANCAGGGGANTGACTGCACTGCTCARA
GTCTCCTCCTGTGACAAGRACACTGGEGACTACTATGAGGACTCTTATGAGGACATCTCTGCCTAC
CTGCTCAGCAAGAACAATGCCATTGAGCCCAGAAGCTTCTCTCAGAATCCACCTGTCCTGAAGAGA
CACCAGAGAGAGATCACCAGGACAACCCTCCAGTCTGACCAGGAAGAGATTGACTATGATGACACC
ATTTCTGTGGAGATGANGARGGAGGACTTTCGACATCTATGATGAGGACCGAGANCCAGTCTCCAAGA
TCATTCCAGAAGAAGACAAGACACTACTTCATTGCTGCTGTCGGAAAGACTGTGCGGACTATGGCATG
TCTTCCTCTCCCCATGTCCTCAGGARACAGGGCACAGTCTGGCTCTGTGCCACAGTTCAAGRAAGTG

GTCTTCCAGGAGTTCACTGATGGCTCATTCACCCAGCCCCTGTACAGAGGGGAACTGANTGAGCAC

{Continued)

Figure 16A
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n

CTGGGACTCCTGGGACCATACATCAGCGUTCAGGTGGAAGACRAACATCATCGTGACATTCAGAAAC

CAGGCCTCCAGGCCCTACAGCTTCTACTCTTCCCTCATCAGCTATGAGCAAGACCAGAGACARGEG
GCTGAGCCAAGARAGAACTTTGTGAAACCCAATGRAAACCAAGACCTACTTCTGGAAAGTCCAGCAC
CACATGGCACCCACCAAGGATGAGTTTGACTGCAAGGCCTGGECATACTTCTCTGATGTGGACCTG
GAGARAGATGTGCACTCTGGCCTGATTGGECCCACTCOTGGTCTGUCAL ACCAH.AVCTWGAT,P T
GCACATGGAAGGCAAGTGAC WC””CJ””AGTTMCCCCFﬁTWPMTCJ””AF”TM' MG ARCCAAG

E1e .
e COTACTTCAC T AT — r»-| ANeT) ST YA ~ T AT O T 710 f~< n-|
TCATGGTACTTCACTGAGAACATGGACGAGAAACTCGCAGAGCACCATGCAACATT TGGAAGAC

COCROCTTODNACON 7 T leler-Uile ool aliars - CCACACCCTCOCTCS

CCCACCTT \.JJD\PLK“ SAGAACTACAGGTTCCATGCCATCAATGECTACATCATGGAC A (, sCCTGEGE

CTTGTCATGGCACA o~ 7 TOAGATGOTACCTGCTTTC TATGOGATCC e 7 Sy
CTTGTCA SCACAGGACCAGAGAATCAGATGGETACCTGCT 1'C TGG TCCAATGAGAACAT

f alidalarUialar Yebiavalifaluslotals -/\r f*"\"‘l?’.h’l NPT e 7 o~ r 7T i alalalalaln

ACTCCATCCACTTCTCTGGGCATGTCTTCACTGTGAGAAAGAAL OHJUAHIA CAAGATGGCCCTG

- SLdek O T O T T T CTETGE lelabileslalalakTalar NeLelelarGilahtelor Vel

TACAACCTCTACCCTGGGETCTTTGAGACTE SAGATGCTGCCCTCCAAAGCTGGCATCTGGAGSG
7‘

. Y T T T S T Y R ¢ T g e e . ~ T T T T OO T O T AC A GO R A
[GCAATGCCTCATTGEGGAGCACCTGCATGCT C*\J(,r\x TGTCAACCCTGTTCCTGGETCT] PL(,AC*\,AA.C,

\J "
AGTGCCAGACACCCCTGGGAATGGCCTCTGGCCACATCAGGE! ’A”_"T'CCACL’ VTCACTGCCTCTGEC
GTATGGCCAGTGGGCACCCARACTGGUCAGGCTCCACTACTCTGGCTCCATCAATGCATGETO
ACCAAGGAGCCATTCTCTTGGATCAAGGTGGACCTGCTGGCACCCATGATCATTCATGGCATCAAG

ACA&,AG"’?G CCAAGACAGARATTCTCCTOCTCTGTACATCTCACAGTTCATCATCATGTACTCTCTG
ATGGCAAGAAGTGGCAGACATACAGAGGCAACTCCACTGGCACCCTCATGGTCTTCTTTGGUAAT
GTGGACAGCTCTGGCATCAAGCACRAACATCTTCAACCCTCCCA '.”?D\""_C}CCACI VTACATCAGGCTG
CACCCCACCCACTACTCAATCACGATCAACCCTCACGGATCGAACTGATGGGATGTCGACCTGAACTCC
TGCTCAATGCCCOTGGGAATGGAGAGCAAGGCCATTTCTC AIGCC\,A SATCAC IGCAFCC’I'P"‘TAC
TTCACCAACATGTTTGCCACCTGGTCACCATCARL] 'SCCAG?’Z.’GCACC’.’JCACC?OA. GARAGCAA
GCCTGGAGACCCCAGGTCAACAACCCAAAGGAATGGUTGCAAGTGGACTTCCAGAAGACARTGARA
GTCACTG OG”’.“GA AACCCAGGEGETCAAGTCTCTGCTC] C”?’I‘CAA’I‘C"" ATGTGAAGGAGTTCCTG

o T T T CCATGGOCACT T T R Sy ST et ekl
ATCTCTTCCTCACAGGATGC f‘f{, CAGTGGACACTCTTCTTCCAGAATGGCAAAGTCAAGGTGTTC

LA

ACGOCARCC T T T T e T e e e ValtelerNalorelcloleloletilaral CADCERT A
CAGGGCA CAGGACTCTTTCACACCTGTGET \J"‘\AA(, TCACT b’UA CCCCCCCCTCCTGACAAGATAC
Pp—— TTCACCCCCAGTCTTCGOTCCACCAGAT TACCCT s, CTCOTOCCATOTE
CTGACGAATTCACCCCCAGTCITGGETCCACCAL (GCCCTGAGAATGCGAAGTCCTGGGATGETGAG

e

T T R Y A ot TN e
GCACAAGACCTGTACTGA  (SEQ ID NO: l. 3)
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ATGCAGS SARCTGAGCACTTGCTTCTTCCTGTGTCTCCTGCGCTTTTGCTTCTCCGCCACA GG
AGATACTA CT?G TGECCGETGGAGCT ”“JCJ SGGACTACATGCE gﬁdCGﬁCTTCuFT ARACTGCCT
TGGACGCCAGGTTTCCACCCCGCETGCCCAAGAGTTTCCCGTTCAACACCAGTGTCGTGTACARG
ARRACCCTCTTCOGTGGAATTCACCGACCACCTGTTCAACATCGCCARACCGCGCCCTCCCTGGATG
GGGCTGCTCGE CCGJCGL?CCAGGCT AGGTCTATGACACGET dWmC“Tmﬁ‘?C ““AC“Av TG
GCTAGCCACCCGETGAGCCTGCACGCCGTGEGCGTGTCCTATTGG AlAgC TCCGAGGGETGCGEGAG
TACGATGACCAGACTTCACAGCG GAglhbulub GACARAGTGTTCCCC GGG.LT” CACACC
TATGTCTGGCAGG AAGGAGARATGGTCCTATGGCCTCCGACCCATTGTGCCTCACCTACTCT
TACCTAAGCCATGTGGATCTCGTCAAGGACCT GAACT?G 2GGCTGATCGGCGCCCTGCTCETGTGO
CGGEGAGGGCTCACTGGCCAAGGAGAAGACCCARACTCTGCACRAGTTCATCCTGCT G T?G GETA
TTC “JgﬁuGu.“ngT‘”m GCACTCCGAGACCA AC“AV GCLCT GAMC” AGGACCGCGACGCAGCC
TCGGCCCETGCETGGCCARAGAT GCACACCGTGAACGGCTACGTTAACAGGAGCCTA “CG ?TG
ATCGGCTGCCA C GCARATCGGTCTACTGSCATGTGATCGGAATGGGCACAACGCCCGAGGTC
AGTAT C CCTCGAGGGCCACACTTTCCTGETCCGGAAT CACCGCCAGGCCAGCCTG CuwAT”nuC
CCCATARCCT T”T;ACGGC CAGACCTTACTCATGGAT 'T?G CCAGTTCCTCCTGTTCTGCCAL
ATTTCGTCCCARCCA ACGA GGGATGGAAGCATATGTGARA? GGARCTCCTGCCCCGAGGARCCC
CAGCTTA GA“.LngAR” \TGAGGAG CCg \GGACTAC R?GAA SACCTTACCGATTCAGAARATG
GACGTAGTACGCTTTGACGACGACAACTCTCCATCCTTCATACAGATTCGCTCCGTCGCCAAGAAG
CACCCTAAGACTTGGGTGC] ”TAC TC ”bu CGAGGAGGAGGACTGGGATTATGCTCCCCTGGET
CTGGCCCCCGACGACCGCAGCT AP‘G;\\\JC CAGTACCTGAATAACGGGCCCCAGCGCATCGGCCGG

ARAGTACAZ GA’ \GTGCGETTCATGGCTTA

ACGEE

GAGACCTTCAAGACCCGGGAGGCTATC

CATGAGARGCGGCATCTTGGGGCCCCT ‘”T.TAC GCGARGTTGGAGACACACTGCTGATCATCTTC
AAGAACCPGCC AGCAGGC ”TACKACATCT.'CC CACGGCATTACCGAT ”?C GCCGTTGTAC
AGCCGA GG,LZC ”“ACGCC7T” CACCT AKGGPCTTT”CGAT?C GCCGGEGCGAGATCTTC
AAGTACA GGACTGTGACCGET GAJC“TJC CCGACCRAGAGCE]E CCUC FmC’ TGACCCGET
mﬁ”TACT?C AGCT ”meRAmAT GAGCG GAC,TCGiTAgC’GC 'TGATTGGCCCTCTGCTGATC
TGCTACAAGGAGTCCGTG CAGAGGGGGAATCAGATCATGA ACF,A\J \GG7 ACGTGATC TG
TTCTCCGTGTTCGA uAARAC'GCAGCTL.TA CTCACC ACHTmAT?CﬁGCG TTCCTGCCCAAC
Ci CCOGTGTGCAGCTGGAGGACCCCGAGTTTCAGGCCAGCAACATCA ATTCTATCRAACGGA
TATGTGTTTGATT C’”m.”“gC”CT'RvaTZT,LZC CGAGG C’”m.”T -TATATCC] CAT
ATTGGEGCACAGACCGACTTCCTGAGCGTGTTCTTCTCCGGGTATACCTTCARGCACAAGATG
TACGAGGATACCCT GACC”T TTCCCCTTTAGCGGCGARACCGETGTTTATGTCTATGGAGAA ‘uv
GGG ”CTanmC” TGGCTGCCATARCT ’Cgﬁ” C GCARCCGUGGARTGACCGCGCTCCTGARA
GTGTCGAGTTGTGACA AC VACACCGGCGACTATTACGAGGACAGTTACGAGGACATCTCTGCGTAC
CTCC TAC” ARGRATARCGCCATCGAGCCARGATCCTTCAGCCAGARCCCO ”AJTGCT.Lng GG
”ATfAC buCuwAT”AC CGCACGACCCTGCAGTCGGATCAGGAGGAGATTGATTACGACGACALCG
ATCAGTGTGGAGATGAAGARAGGAGGACTTCGACATCTACGACGAAGATGAARACCAGTCCCCTCGE
TCCTT C”’ ARARGAAGACCCGGCACTACTTCATCGCCGCTGTGGAACGCCTGTGGGACTATGGAATG

{Continued)
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|'|'(f“<r"||' ~ Y alalal VEETUTOT T R Nalalalalalaral. (-|-r;f~< NI, “(f\r’W("‘ NN r~r~1r ~ Ty /"‘l‘ﬂ
..... J(\,l \/ NPAN ,_[ \,r‘ gl _[ A 1\;23[‘\6 ClacLUULAG VLUl AGLG L alUL _[( Zu—h‘ﬁ\ RN
P CACCACT TCACCGACGROTCOTTS 4 VNP P ITUTTITUR, (7 N 7Y e N " " CA
STGTTCCAGG TCACC Salal L \,1 CACCC. CCACTTT C GGGGCGAG \,1@. \VATGAACAT
Hatalalalallalalu oo roy NN R T R arals eTelnte: Tk ~ gy Taraliilay TNFTET N e
CTGGGUCTGCTGGGEA C,\_,Jif,zﬂu, SGGCTGAGGTGGAGGACAACATCATGGTCGACATTCCGGAAT

C,N}fl CCAGCAGACCATACAGTTTCTACAGTTCACTCATCTCCTACGAGGAGGACCAGCGLCAGGGE
GCTGAACCCCGTAAGAARCTTCGTGAAGCCAAA j(”Aﬂ CARAGACCTACTTCTGCGAAGGTCCAGCAC

CACATGGCACCTACCAAGGACGAGTTCGATTGCARGGCCTGGGE "J.".”‘CT’J ) TC”“ }P\ SGTGGACCTG
GAGAAAG VIGTGCACAGCGGCCTGATTGGCCOTCTGCTGETGTGTCACACGARCACACTCAACCCT
SJCACACGGGCGGCAGGTCACTGTGCAGGAATTCGCCCT t’“'."TC'T”TT?ACCAFCTT’J }[—\TC GACGRAG
TCCTGGTATTTCACCGARAACATGGAGAGGAACTGCCGCGCACCCTGCAAL L'T‘CC,.. GATGGAAGAT
CCGACATTCAA Cnmm, CTACCGETTCCATGCCATCAATGGUTACATCATGCGACACCOTGCOTGEGEC
CTCGTGATGGCCCAAGACCAGCG JATCC SCTGGTATCTGCTGTCGATGGECT CCAA CGAGAACATC
Ci L'T‘ACT‘AT CCACTTCA §C SGGCATGTCTTCACGGTGAGGAAARLAGGAGGAGTACAAGATGGCALTG
TACAACCTCTATCCCGGUOTGTTCGAGACCOGTGGAGATGCTGCCCTCCAAGGLLGE JATC'T‘(I SAGA

FTGGAATGCCTGATCGGCGAGCACCTCCACGUTGLGATGTCCACGCTGTTCCTCOGTTTACAGCAAT
AAGTGCCAGACCCCTCTG 2(?31‘3\'3(? SCGAGCGGCCACATCCGCGACTTCCAGATTACAGCCAGCGGC
CAGTAL “C”TC GTGGECTCCARAAGCTGGCLCETOTGCACTACTCCGGATCCATCARCGCLTGGTCC

CC.. GGAACCGTTCT CCTC SATCAAAGTAGACCTGCTAGCCCCCATGATCATTCACGGCATCARG

ACAAGGCGCCCGACAGAAGTTCTCGAGCCTCTATATCTCCCAGTTCATCATCATGTATAGCCTG
l’mC’" SAAAGAAGTCGCAGACTT! \,3(1 CGGARACTCGA C, GGCACCCTGATGGTATTCTTCGETAAC

sTarNar Yelahlalalelar W ilar VN elay ~Cy P T Ialalar f“i Tk T alelalalal elalir rararararalfed
S TGGACAGCTCCGGAATCAAGCACAACATCTTCAACCCACCCATTATCGACCCECTACATCCGCCTG

CACCCCACTCACTATAGCATTAGGTCCACCCT }CG AATGGAGCT \,ATC SGCTGTGACCTGAACAGC
TGTAGCATGCCCCTCGGCATGGAGTCTAAGGUGATCTCCGACGCACAL AJAAC"" SCATCATCCTAC
TTTACCAACATGTTCGCTACCTGGTCCC JCTC CAAGGCCCGACT CC, CCTGCAAGGGAGATCCAAC
SCCTGGCGGECACAGGTCAACAATCCCAAGGAGTGGCTGCAAGTGGACTTTCAGARAAACTATGARA
GTCACCGGAGTGACCACACAGGGAGTGA GTCTCTC CTGACCAG :AT’“”‘A CGTGAAGGAGTTCCTC
ATCTCCAGTTCGCAGGATGGCCACCAGTGGACGTTGTTCTTCCAAAACGGTAAAGTCARAGTCTTC
CAAGGGAACCAGGACA }CTT"T‘ WCACC JCTC JGA, CTCCCTCGACCCCCCGUITCTCACTAGATAC
STCCGCATCCACCCTCAGAGCTGGGTGCACCAGATTGCCCTGCGCATGGAGGTTCTGGGGTGTGAA
GCCCAGGACCTGTA ,JAA ( SEQC ID J\:(?: u’)
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CS10-FL-NA

ATGCAGATTGAGCTCTCCACCTGCTTCTTTCTCTGCCTTCTTCGCTTCTGCTTTTCTGCCACACGT

AGGTACTATTTGGGAGCAGTGGRAACTGAGCTGGGATTACA mC”’ AGAGTGACCTTGGTGRACTTCCT
GTGGARCGCTCOGTTTTCCACCTAGAGTTCCCAAGTCCTTCCCCTTCAACACCTCAGTGGTCTACARG
ARRACGCTGTTTGTGGAGTTC] CTgﬁ’ CACCTCTTCAACA T’?CJKACiRAgﬁ CCCCTTGGATG
dGKipr 'GGGACCCACAATA CAGAAGTCTACGACACGET dWmC“Tmﬁ’?C 'GAAGARACATG
GCGTCACACCCTGTTTCACTT C Jgi”GT,“GG. CAGTTATTGGAAAGCCTCAGAGGGETGCGEAA
TACGATGATCARACCAGCCAGAGGGAGARAGGARGA GACARZ” CTTTCCT GGG.TAJC“ ATACC
TATGTTTGG 'RGG ’”T.LhACuwAAT GGCCTATGGCCT GA CCCITGTGCCTCACATACTCT
TACCTGAGTCA ACCTGEGTGRAARAGACCTGAATAGCGGETCTGATTGGTGCACTGCTTGTTTGT
AGRGAGGGGA ’TTT’GCiKAgCMhAARACT“ AGACT 'CCACRAgTTTAT’”m CTGTTTGCTETG
TTCGACGAGGGCAAGTCTTGGCACTCTGAAACARAAGAACTCCCTGATGCAGGACAGAGATGCTGCA
TCTGCAAGGGCTTGGCCARAAART GCACACAGTGAACGGCTATGTGAATCGATCACTGCCAGGACTG
ATAGGCTGTCATCGCAAGTCAGTGTATTGGECA WmT“TC GGATGGGARCAACTCCAGAAGTG
AGCA C TTGAGGGCCACACTTTCCTGGTTCGGEAAT CATAGACAGGCCAGCCTTGAGATCAGC
CCARATC] C“ TTCTGACTGCCCARACCTTGCTGATGGATCTGGGACAGTTCCTCCTGTTTTGTCAL
ATCTCCTCCCACCARCATGACGGGATGGAGGCTTATG GAK7GTC7ATAGCTG CCGGAGGARCCA
CARCTGAGGATGRAGARCAACGAAGAGGCAGAGGACTATGACGA T“Tgﬁ“Tgﬁ“ng GAAATG
GACGTGGETTCGGTTCGACGATGACAATTCTCCTTCATTTAT “ng T?CCLT” GT GG GAAG
CACCCCAAGACTTIGGGTTCATTACATCGCTGCTGAGGAGGAGGATTGGGACTACGCGCCCTTG
TTGGCCCCAGACGATCGCTCATA APGAJC” AGTACCTTARCRATGGETC '“”AA“ZGATCG1CCGG

AAGTACAAGAAGGTTAGATTTATGGCTTATACCGACGAGACTTTTAARACTAGGGAAGCAATTCA

CATGAARGTGGCATTCTTGGACCCCTGCTGTATGGCGAGGTTGGCGACACCCT CTJALTAT“T

AAGAACCAGGCAAGCCGGCCCTACAACATCTACCCGCACGGCATAACCGATGTACGACCCCTGTAC
AGTCGCAGACTTCCTAAAGGGGTGAARCACCTGAAGGACTTCCCAATTCTGCC “GGCuwAT“ TC
AAGTATARATGGACCGTGACGETTGAGGATGGTCCCACARAGTCCGATCCG] G?—\ GCCTTACCCGA
TATTATTCCAGCTTCGTGAACATGGARAGGGACCTGGCCA ngGGiT“AT sGCCH ACLJC 'GATT

TGTTACAAGGE .”fT7TCGAL~AAAu ~GAAACCARATAATG ACKA’ GTAACGTCATCCTG
TTCAGCGTCTTTGATGAGAAT? GAAGCT\.TACi”fACAGAAKAmALT” “CGCLT CTGCiTTAC
CCCGCAGGCGTCCAGCTGGARGATCCCGAGTTCCAAGCCTCARACATCA ATAGCATCARACGGA
TAC ;TALT “TAC’NM.”“JC”7M CETCTGTCTCCATG? AGTGG““MALT -TACATCCTGAGT

ATCGGEGCGCAGACCGA T“”mCAbp.'GT'CTTTTCTCGA“%”ACCLTleACﬁ” AARATGGTC

-

TATGAAGATACCCT GACT”T STTTCCATTCTCAGGAGAGACAGTCTTTATGAGTATGGAAAATCCT
GGACTGTGGATCCTGGGCTGTCACRATTCTGATTTTCGGARCAGAGGCATGACAGCCCTGCTTARA
GTGAJCJ~ TGCGACAAGARACACCGGETI ATTAC ACGARGATAGCTATGAGGACATCAGTGCGTAT
TTGCTCTCCAAGAACAACGCTATCGAGCCACGGTCTTTCAGTCAGAATCCT “CgT”fT.Lng GG
”ATfAC GCGRARTRACACGC] ““AC’”M,““JT“ AGACCAAGAGGRARATCGACTACGATGATALCT
ATCTCTGTGGAGATGAAGARGGA GAM,T?GP”“T,TAC ACGAGGACGAGAATCAGTCCCCAAGG
AGCTTTCAGARGAARACARGACACTATTTCATTGCCGCCGTGGAGCGACTGTGGGACTACGGCATG

{Continued)
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TCTAGCTCTCCGCATGTACTTAGARAATAGGGCACAAAGCGGATCCGTGCCTCAGTTTAAL j.AAAG'I"l’
GTCTTTCAGGAGTTTACAGATES }CTCJ TTCACCCAGCOCTTGTATCGCGEGEAACTCA LATG CAC
CTGGGCCTCCTGLGTCCTTATATTAGGGCCGAAGTCGAGGACAATATCATGGTGACCTT T, G AAC
CAGGCATCTAGACCTTACTCTTTCTACTCCTCCCTGATATCCTATGAGGAGGACCAGCGGCARAGGC
GCTGAGCCTC QCZM—\G CT’I TGCTGAAGCCAAATGARACCAAAACATACTTTTGCGARAGTTCAGCALC
C,ACATC SCTCCCACGAAGGACGAATTTGACTGTAAAGCCTGGGCCTACTTCTCAGATGTAGATCTC

AGARRAGACGETG jﬁ\ ,JVP\ SGGCTCATTGGTCCCCTCCTGGTCTGTCATACTAATACCCTCAATCCA
S'C' CACGCGACGTCAGGTAACCGTCCAGCGAATTTGCCCTGTTOTITTACCATTTTCGATGAGACTARAAA
TCCTGGTACTTTACCGARARACATGGAGAGGAATTGCAGAGCCCCATGCAACAT CCAGATGGAGGALC
CCTACCTTCARAGAGAACTATCGCTTCCATGCCATTAACGGTTACATTATGGATACTCTCCCAGGA

CTTGTGATGGCACAGGATCAGT §CATANL‘3\TC STATCTGTTGAGCATGGGCTCCAACGAGAATATT
CACAGCATCCATTTCTCCGGTCACGTGTTTACAGTGAGAAAGAAAGAAGAGTACAAGATGGCTCTG

TATAATCTCTAT CC, GGG JATTC SARACGGTGGAGATGTTGCCTAGCAAGGLCCGGCATTTGGEGA

S TAGAATGOCTT] SaTalalar ¥ T COATCOCGOA] GO ARG TC T TCOTCGTOTATACTA
GTAGAATGCCTTATCGGGGAACATCTGCATGCCGGAATGAGCACGLTC [CCTGGTGTATAGTAAC
Y Nehela ~ 7y alalaliialalalar bl ataral NI P N AN T TV TR Y Y N e e DT ~ s e
ARAGTGCCAGACTCCGCTGGGCATGGCATCTGGCCATATACGGGACTTTCAGATT GGCTAGCGGG
~ sanl e Ay Y oUUNaTe ~ 7 TGCCCGCACTG ~ tlal: allalnlar Gl arGuatallara
CAGT ﬂdﬁa SCAGTGGGCACCCARAACTTGCGCCGACTGCACTATTCAGGCTCTATCAATGCATGGTCC

CCAAGGAACCUTTCTCTTGGAT TARGETCGACCTTTTGECECT J}\TCAT ATCCATGGGATCAAA
ACCCAGGGCGCTCGTCAGAAATTCTCATCACTCTACATCTCTCAGTTCATAATAATGTATTCACTG

GATGGGAAGAAATGGCAGACTTACAGAGGAAACAGCACCGLGACGCTGATGGTGTTCTTTGGCAAL

2 TGGACAL CAGC§CJAT”AAA”’VAACATCT”CAATJCTCJCAT”AMTCCJC_.MATﬂTf ZWGACTG
CATCCCACTCACTACTCTATACGCAGCACACTTAGGATGGAGCTCATGGGATGCGACCTGAACAGT
TGTAGTATGCCCTTGGGGATGGAGTCCAAAGCTATAAGCCGACGCACARAATTACAGCTAGCTCTTAC
TTTACGAATATGTTCGCCACGTGGAGCCCAAGCAAAGUCCGECTGCATTTGCAGGGTCGGAGTAAT
SCTTGGCGCCCACAGGTGAATAACCCTAAGGAATGGTTGCAAGTAGAT T TCCAGAAAACTATGAAG
GTAﬁCC§CJGTCACTﬁVnC“}G1AVTC. NGTCCCTCTTGACCTCTATGTACGTCAAGGAGTTCOTG

THAGCAGCAGTCAGGATGGGECACCAAT GGACACTGTTCTTCCAGAAT GGGAAAGTTARAGTATTT
CAGGGTAACCAGGACTCCTTTACACCTGTGGTGAATAGCCTCGACCCACCCCTGUCTGACACGATAL
CTCCGCATCCACCCTCAGTCTTGGOETGCATCAAATTGCCCTGCGAATGGAGGTGTTGGGATGCGAA
GCTCAGGACCTCTACTGA {SEQ ID NC:ib)
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C811~-FL-NA

ATGCAGATCGAACTCTCTACTTGCTTCTTCCTGTGCCTTCTGAGGTTCTGCTTCTCTGCCACTCGC
CGATATTACCTCGGLGUCLTGGAGTTGAGTTGGGACTACATGCAATCAGAT ,’l'G SGCGAACTCCCT
GTGGATGCC “,G!‘f“' C\JCZ CCGCGCLTGCCCAAGTCTTTCCCATTTAATACTTCTGTGGTGTACAAG
ARGACATTGTTTGTGCAGTTTACCGATCACCTGTTCAACATCLCCARAACCLCGGLCCCCATGGATG

SGTCTGCTTG «J\;\I ?C!\CCAF’“C}L'\G CGGAGGTCTATGATACAGTGGTGATAACGCTTAAGAACATG

{ ;\,(SA« SCCACCCAGTGTCTCTGCATGULCGTITGETGTAT CATATTCGGAAGGUCAGLGAAGGAGLGGAG
TACGATGACCAGACCTCTCAGAGAGAGAAGGAAGACGATAAGGTTTTITCCTGGCGGAAGTCATACA
TATGTATGGCAGGTCCTGAAAGAGAATGGLGCCEGATGGUTTCTGACCCCCTTTGTCTIACCTATAGT
TATCTGAGCCACGTGGACCTGEGTCAAGGACCTCAACAGTGGTCTGATTGGGLGCTCTGCTITGTITET
AGAGAGGGTAGCTTGGCTAAGGAGAAAACCCAAACACTCCATAAGTTCATTTIGCTGTTCGLGETG
TTCCGACGAGGGAAAGAGTTGGCACAGCCGAAACAAAGAAT TCACTGAT GCAAGACAGGGACGCCLOT
TCCGCAAGGGCTTGGCCTAAGATGCATACGGTGAATGLGTATGTGAACCGGAGLCTCCCC «J\S\;C TG

ATCGLGTGCCATCGCAAGTCTGTTTACTGGCACGTCATTGCAATGGLGACAACGUCAGAGGTACAT
AGTATATTTCTTGAAGGCCACACGTTCCTCLTACGGAACCACCGACAGGCTTCCCTGGAGATAAG
CCCATTACCTTTCTGACCGCTCAGACTCTGCTGATGCGACCTTGGCCAGTT ’l'CTC" TGTTCTG »,w/‘\'”

ATTAGCAGCCACCAGCACGACGETATGCGAAGCATACGTGARAAGTCGATAGCTGTCCTGAGGAGCCT
CAGCTCAGAATGAAGAACAACGAGGAGGCCGAAGACTATGACGATGACCT ’lL"«CA« SATTCCGAGATG
GACGTGOTGCLCTTTGACGACGATAACAGTCCTAGTTTCATTCAAATCAGATCCLGTAGCCARAARG
CATCCAARN GZ CATGGGTGCATTACATTGCAGCCCGAAGAGGAGGATTGGCATTATGCLCCCOTTGTT
CTGGCTCCAGATGACAGGAGCTATAAGTCCCAGTACTTGAACAACGLGGCCACAGCGAATCGGTAGA

AAATATARGAAGGTAAGATTCATGGCCTACACTGACGAAACATTTAAAACCAGGGAAGCTATCCAA
CACGAATCTGGAATTCTCLGGCCCTCTGCTCTACGETGAGGTGLGLGACACCTTGCTGATCATTTTIC

AARANTCAGGCATCCAGGCCTTACAACATATACCCCCATGLCATCACCCATGTCCGCCCGUTGTAT
TCCAGAAGACTCCCCAAGGGAGTGAAACATCTGAAAGATTTITCCCATCCTGCCGGEGCGAGATCTTT

AAAT ACAZ\_Z-\; GGACTGTGACTGTAGAGGACGGGCCTACAAAAT CAGACCCACGGTGCCTGACAAGG
TATTACAGTAGCTTCGTCAACATGGAACGCGACCT ?G\JCZ sCGGACTCATTGGCCCACTGTTGATC
TGITA CAZ\_Z-‘\;GAC TCAGTGGATCAGAGGGGAAATCAGATCATGAGCGATAAGAGAARCGTTATCCTG
TTTAGTGTCTTCGACGAGAACCGGTCTTGETACCTTACTGAGAACATCCAGAGLGTTCCTGCCGAAT
CCOGLTGLLCGTTCAGCTCGAGGACCCAGAGTTCCAGGCCAGTAATATAATGCACTCAATCAACGET
TATGTGTTCCGATAGCCTGCAGCTGAGCGTCTGCCTCCACGAGGTAGCCTATTGGTACATATTGTCC

ATCGLGGCTCAGACCGATTTTICTGTCCGTGTTCTTTAGCGGGTATACCTTTAAACATAMANTGGTC

TATGAAGACACCCTGACCCTGTTCCCATTCTCCGGTGAGACTGTGTICATGTCCATGLAGAACCCE
GGGCTGTGGATCCTGGLETGTCACAATAGTGACTTTAGGAATCGGGGAATGACGGCACTGCTGAAG
GTGAGTTCTTGCGATAAAAATACAGGAGAT TACTATGAGGATAGTTACGAGGATATCAGTGCCTAT

N f‘~

SAG
GCTTTCAAAAARACAACGCAATTGAGCCCCGGTCTTTCTCACAARAACCCCCCGGTGCTGAAGCGC
CAGCGCGAAATTACCCGGACAACCTTGCAGTCCGACCAGGAGGAAATCCGAT TATGACGATACT
AGTGTAGAAATGAAAANGGAGGATTTTGATATTTACGACGAAGACGAGAACCAGTCTCCGCGA

ISl
CT
ol
L \

o
A
ATC
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N”“T'TCZGf% AADACGCGACACTACTTTATAGCTG CTCGAAFGACTCT”CGATTP””CCATG

CCTCCAGCCCTCATGTCCTTAGGAATCGAGCGCAG ACTC CTCTGTGCCTCAGTTCAAARAGGTT
GTGTTCCAGGAATTCACCGAC wGCTCFT'Tmubvf” CTC“ \CAGARAGGCGAACTC ;bbmﬂbﬂc
m

CTTGGGCTGCTTGGGCCATATATTCGAGCAG! GWrGAL ATAATATCATGGTAACCTTTAGAARAC
CAGGCGTCAAGAC CTATT\LTTCTACAbTTCTCTCATCAGCTACGP“uuGGﬁfCAAAGA.EGGGA

CTCAACCCA"CAAbAACT 'TCGTGAAACCTAATCGAGACCAAGACCTACTTCTGGAAGGTCCAGCAL
CATATGGCCCCRAACTAAAGATGAATTCGATTGCAAGGCCTGGGCTTATTTCAGCGACGTGGATCTC
GAAxﬁ“GATCTrCA.f s CGGGTTGATCGGACC CTT'T”“TCTCCCA ACAAANTACCCTCAATCCT
GCCCACGGGCGECAGETCACAGTTCAAGAGTTTGCACTCTTCTTTACAATATTTGACGAGACAAAG
T ATG“TRTT'T“C \GAGAATATGGAGAGAAATTGTCGCGCACCTTGCARCATTCAGATGGAGGAC

CCACATTTAAGGAGAATTACAGATTTCATGCTATCAATGGGTACATTATGGATACTCTGCCTGEGET
CTGrT”ﬂTG“ CCAGGATCA CG ATAAGGTGGTACTTGCTGAGCATGGGATCTAATGAGAATATA

CACAGCATTCACTTCAGTGGCCACGTTTTTACTGTTAGAAAGAAGGAGGAGTACAARAATGEGCGCTC
TACA AQLT'TKCCuquTbTGT=TGAbACAuTGGﬁwATGCTCCCAAGCAAGCCAGCCATCT”bAG“
bT“”NfTCTCﬁT“T““ GGAGC TuTG CATGCTGGAATGTCCACCCTCTTTCTTGTGTACAGCAAT
AAGTGCCAGACACCGCTTGGCATGGCCAGCGGCCACATTAGGGACTTTCAGATAACTGCCAGTGGA
CAGTAC'GCCﬁu G”bTCCuxﬁ“uT““ ARGACTCCACTACTCCGGAAGCATARRCGCATGGAGC
ACCAAGGARCCCTTCTCTTGGATTAAGGTGGACCTGCTGGCECCAATCGATCATTCACGGCATAABRA
ACCCAAGGGGCACGRACAGAAATTTTCATCTTTGTATATTAGTCAGTTTATCATCATGTACAGCTTG
GATGGAAAGAAGTGGCAGACGTACAGGGGCAATTCTACAGGRACACTTATGGTGTTTTTTGGGAAT
GTCGATTCCAGCGGGATCAAACATAACATCTTCARTCCTCCTATTATCGCCCGATATATCCGCCTG
CACCCTAC G CATTRACTCCATCAGGTCCACATTGAGARTGGAACTGATGGGGTGCGACCTGAATAGT
TGTAGTATGCCACTGGGCATGGAGTCTAAAGCCATCAGCGATGCACAGATCACTGCCAGCTCTTAC
TTCACK AACAT“WT'HCAAF“T"CTvaCCTC“AAAGCTCG”&TGCATCTG AGGGACGCTCAAAT
GCATGGCGACCACAGGTGAACAATCCAANAGAGTGGCTCCAGGTCGACTTTCAGAAGACAATGAAG
GTAACAGGAGTGACAACCCAGGGTGTAARRAGCCTCCTTACGAGTATGTACGTTAAGGAGTTTCTG
ATTTCTAGCTCCCAGGACGGACACCAGTGGACTCTGTTCTTCCAGAACGGCAAAGTGAAGGTATTT

CAGGGAAACCAGGATTCTTTTACCCCGGT &bTGAﬂTﬁ”CCT”bfTbCACCGTTGCTGACCCGCTAT
CTGAGAATTCATCCACAATCCTGGGTGCATCAGATTGCCCTCCGGATGGAAGTGCTCGGCTGTGAA

S CTCAGGATCTGTATTAG {(SEQ ID NO:leg)
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CS40-FL-NA

ATGCAAATAGAGCTCTCCACCTGCTTCTTTCTGTGCCTTTTGCGATTCTGCTTTAGTGCCACCAGA
ACXTACTACiT“” TGCAGTGGARACTGTCAT ACTATATGCARAGTGATCTCGGTGAGCTGCCT

TGGACGCAAGATTTCCTCCTAGAGTGCCAAAATCTTTTCCATTCAACACCTCAGTCGTGTACARA
ARGACTCTGTTTGTAGAATTC] “ugAL,AC“T TTCAACATCGCTARAGCCAAGGCCACCCTGGEATG

GGTCTGCTAGGTCCTACCATC! C CT “EG 'TTATGATACAGTGGTCATTACACTTAAGAACATG
GCTTCCCATCCTGTCAGTCTT C GCTGTTGGTGTATCCTACTGGARAGCTTCTGAGGGAGCTGARA
TAMC“TJAL~AC“JC \GTCARAG GAngAgluu GATAAAJT“ TCCCTGGTGGAAGCCATACA
TAijiTﬁ”'KGG’CCT.LhACMwAAT 5G] ’C’JTK CTCTGACCCACTGTGCCTTACCTACTCA
TATCTTTCTCA GGARCCTGGTARARGRCTTGARATTCAGS ?C CATTGGAGCCCTACTAGTATGT

AGAGRAAGGGAG T’GCilAg.LhA GACP“ AGACCTTGCACAAATTTATACTACTTTTTGCTGTA
TTTGATGAKZ” ..... TGGCACTCAGARACARAGAACTCCTTGATGCAGGATAGGGATGCTGCA
TCTGCTCGGECCTGGCCTARARAT GCACACAGTCAATGGTTATGTARACAGGTCTCTGCCA JC””WG

ATTGGAT “”AC GOGARATCAGTCTATTGGCATGTGATTGGAATGGGCACCACTCCTGAAGTG
TCAATATTC iT?GAKGGT“ACﬁ“ TTTCTTGTGAGGAACCATC up'ﬁj? GTCCTTGGARARTCT G
CCAATARCTTTCCTTACTGCTCAARCACTCTTGATGGACCTTGGACAGTTTCTACTGTTTTGTCAT

ATCTC ”?C'K?VAAP GA GGCATGGAAGCTTATGTCAAAGTAGACAGCTGTCC AC%GKARCC
”’“AC’T?—\C AATGRARRATAATGAZ G?—\A CGGARGACTATGATGATGATCTTACTGATTC G?—\AATG
GATGTGGTCAGGTTTGATGATGACAACTCTCCTTCCTTTATCCARAATTCGCTCAGTTGCCAAGAAG
““mC“TAAKAC TGGGTACATTACATTGCTGCTGAAGAGGAGGACTGGGACTATGCTCCCTTAGTC
CGCCCCO “Tgﬁ“ngAAGWT“TAAKAgT“ AATATTTGARCRATGGCCCTCAGCGGATTG YTAJG
AAGT, CAARARAGTCCGATTTATGG CACAGATGAARCCTTTAAGACTCGTGARAAGCTATTCA
CATGAATCAGGAATCTTGGGACCTTTACTTTATGGGGARGTTGGAGA AC“”“CLTJALTAT \TTT
AAGAATCAAGCAAGCAGACCATATAACATCTACCCTCACGGAATCACTGAT ”?C STCCTTTGTAT
TCAAGGAGA TACiK?APGWm.TTAAI ATLTJAKZGALT TCCAATTCTGCC! ubAC AATATTIC
AAATATAARRATGGACAGTGACTGTAGAAGATGGGCC] LCT \AATCAGATCCTCGETGCCTGACCCGO

TATTACTCTAGTTTCG KAmlTwJ \GAGAGATCTAGCTTCAGGACTCA 'TGGCCCTiTCC 'CATC
TGCTACARRAGAATCTGTAGATCARAGAGGAAACCAGATAATGTCAGACAAGAGGAATGTCATCCTG
TTTTCTGTATTTGATGAGAAC GAAGCTL.TACi”fACAGACHTTATACAR?GC”T CTCCCCAAT
CCAGCTGGAGTGCAGCTTGAGGATCCAGAGTTCCAAGCCTCCAACATCA ACAGCATCAATGGC
TATGTTTTTGATAGTTT C” AGTTGTCAGTTTGTTTGCATGAGGTGGCATACTG .TACATT' RAJC
ATTGGAGCACAGACTGACTTCCTTTCTGTCTTCTTCTCTGGATATACCTTCARAACACAARATG

TPT”APGACP“ACT“ACC“TAT”?C ATTCTCAGGAGAAACTGTCTTCATGTCGATGGAAA ’uw
GGTCTATGGATTCTGGEGTGCCACARACTCAGACTTTCGGARACAGAGGCATGACCGCCTTACTGARG
GTTTCTAGTTGTGACARGRACACTGGTGATTATTACG? uuACAGWT“TgA“JAT“T TCAGCATAC
TTGCTGAGTAARAACAATGCCATTGAACCAAGAAGCTTCTCCCAGAATCH C”ngT”T "GARACGC
CATCAA buC”hATlAC ”T.“TACme,““gT”ngAL~AAGAJ.Lh TGACTATGATGATACC

ATATCAGTTGARATGAAE ﬁdb AGATTTTGACATTTATGATGAGGATGAARATCAGAGCCCCCGT

AGCTTTCARARGAARACACGACACTATTTTATTGCTGCAGTGGAGAGGCTCTGGGATTATGGGATG

{Continued)
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M Yelaliiale P Var i aliausl 17 [T Y Ml alal Vel lnlalalalinliel ST YA A (T Vel
AGTAGCTCCCCACATGTTCTAAGARACAGGGCTCAGAGTGGCAGTGTCCCTCAGTTCAAGAAAGTT
TP T Y A A A T T T A T OA T T O T T bt N alalakiik S b Vel ~<f~» [ 7 7‘
GTUTTCCAGGARATTTACTCATGCCTCCTTTACTCAGCCCTTATACCETGGAGAACTAARATGARC
TP AN TOC TGO ATAT ATATCY TN 7 ~<r»’|. e NN
T C C Al AT m(,Al GTAACTTTCAGARAAT

GEGACTCCTGEGECCATATATAAGAGCAGAAGT TGAAGATA
CAGGCCTCTCGTCCCTATTCCTTCTATTC TAGCCTTATTTC T TATGAGGAAGATCAGAGGCAAGGA
GCAGAACCTAGAARAAACTTTGTCAAGCCTAATGAAACCARAACTTACTTTTGGAAAGTGCAACAT
CAT AGATGAGT TTGACTGCAAAGCCTEGGCTTATTTCTCTGATGTTGACCTG
GARAAAGATGTGCACTCAGGCCTGAT TGGACCOCTTCTGETCTGOCACACTAACACACTGAACCOT
GCTCATGGGAGACAAGTGACAGTACAGGAATTTGCTCTGTTTTTCACCATCT T TGATGA oACQ
AGCTGGTACTTCACTGAAAATATGGAAAGAAACTGCAGGGCTCCCTGCAATAT CCAGATGGAAGAT
CCCACTTTTARAGAGAATTATCGCTTCCATGCAATCA AATGGATACACTACCTGGE

D\r"] COCACCCACT D\-/\ i

GGCACCCACT

-

SCTTCCATGC ATGGCTACAT
TTAGTAATGGCTCAGGATCAAAGGATTCGATGGTATCTGCTCAGCATGGGCAGCAATGARABRACATC
CATTCTATTCATTTCAGTCGACATGTCTTCACTGTACGAARAARAAGAGGAGTATAARATGGCACTG
TACAATCTCTATCCAGGTGTTTTTGAGACAGTGGARAATGTTACCATCCAAAGUTGGAATTTGGCGE
GTGGAATGCCTTATTGGCCAGCATCTACATGCTGEGATCGAGCACACTTTTTCTGETGTACAGTAAT
AAGTGTCAGACTCCCCTGEGAATGGCTTCTGGACACATTAGAGATTTTCAGATTACAGCTTCAGGA

CAATATGGACAGTGEGCCCCAAAGUTCGCCAGACTTCATTATTCCGCATCAATCAATGCCTGGAGC

L pAN
ACCAAGGAGCCCTTTTCTTGCATCAAGGTGGATCTGTTGGCACCAATGATTATTCACGGCATCAAG
ACCCAGGGTGCCCGTCAGAAGTTCTCCAGCOTCTACATCTCTCAGTTTATCATCATGTATAGTCTT
GATGGGAAGAAGTGGCAGACTTATCGAGGARATTCCACTGCAACCTTAATGGTCTTCTTTGGCAAT
GTGGATTCATCTGGCATARAACACAATATTTTTAACCCTCCAATTATTGCTCGATACATCCGTTEG
’EJ”AGCA"_'T'(‘GCA LCACTCTTCGCATGGAGTTGATGGGCTGTGATTTARATAGT
TGCAGCATGCCATTGGGAATGGAGAGTAAAGCAATATCAGATGCACAGATTY

,1/~<f~< N abilari Skt
CACCCAACTCAT

AC'— COTTON r'1/~<f~<1 (

SN L UP E RN

T A Y Y A T TR T T /~< f~< AT /~< itelidelelidie e Nalalilalar Yahilar valakyala I /~< T Ne ,~< 17 m
TTTACCAATATGTTTGCCACCTGGTCTCCTTCAA A\;C TCGACTTCACCTCCAAGGGAGGAGT
GCOTGGA COTCAGGTG - Heler Y V-V NerYel OO A AT A T OO ALY T
110N AGACCTCAGCTGAATAATCCAAAAGAGTCGCTGCAACTGGACTTCCAGAAGAL »,JD\ GARA

7”CTJJ””AC” ACTACTCAGGGAGTA AAA””TCTT”F“AJV“”CA“TMAWGTG“.uG GTTCCTC
ATCTCCAGCAGTCAAGATGGCCATCAGTGGACTCTCTTTTTTCAGAATGGCARAGTAAAGGTTTTT

NOACT TN AT CTOCTTCOACACCTGTGETGARC TCTOT 7 v TR CTTACTGACTCGOTAC
CAGGCAAATCAACACTCCTTCACACCTGTGGTGAACTCTCTAGACCCALC WL ACT .»,C_T'\/J-.A.C,

i (9101¢
CTTC e N N T T TN e TTCCOCTGA m ACGTTOTCCACTCO
CTTCGAATTCACCCCCAGAGTTGGGETGCACCAGATTGCCCTGACGGATGGAGCTTCTGEGEECTGL

GCACAGGACCTCTACTGA | ID NO:17)

Figure 208



WO 2017/083762 PCT/US2016/061684
32/89
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CAGATCGAGCT %TC'“”AT’”“TLT TCTGTGCCTGCTGCGGTTCTGCTTCAGCGCCACCCGG

th“JAﬁ’”m 2GGCGCCGTGEGAGCTGTCCT dﬁACTACALbC GAg'GACiTGGrCGAGCTGCCC
gTuuAC’?C GGTT ’JVC’?C GAgT’?CiKAgﬁ’”mT‘JviTTCA“ ACCAGCGTGGTGTACAAG
ARARCCCTGTT GGAGTTCAC GAC ACCTGTTCAACATCGCCAAGCCCAGGCCCCCCTGGATG
GGCCTGCTGGEE ?C CACCATCCAGGCCGAGGTGT KCGP“AC ’TG7TGAT“ACCCTFA“JAA“ ATG
GCCAGCCACCCCETGAGCCTGCACG ?C7T“”C AGCTACTGGAAGGCCTCCGAGGGCGCCGAG

\CGACGACCAGACCAGCCAGCGEGAGAA] GAJC CGACARAGTCTTTCCTGGCGGCA CC \CACC
TACGTGETGGC A7GTC1T”AAH5AAlAC GCCCCAT C ST ”Cg CCCCCTGTGCCTGACCTACAGC

TACCTGAGCCACGTGGACCTGGTGAAGGACCTGAACAGCGGGLTGATTGEGEECCCTG iTZGT“ GC
CGGGAG C”ngCCTGrCCAAAbAGJ ARACCC] GACC“T ACAAGTTCATCCTGCTGTTICGCCG G

TT ”’”ACG?—\\JC AGAGCTGGCACAGCGAGACCAAGARACA \JC“ GATGCAGGACCGLGACGCCGE
C“”AC“JviTCG CCARAGATGCACACCGTGAACGGCTACGTGAACAGARAGCCTGCCCGECCTG
ATTGFiTGC'A?C GAAC“Jvafm CTGGCACGTGATCGG x'gC AC“AC CCCGAGGTGCAC
AGCATCTTTCTGGAAGGGCACACCTTTCTGGT ugC”AC'“JvC AGGCCAGCCTGGAARTCAGC
CCTATCACCTTCCTGACCGCCCAGACACTGCTGATGGACK C’GC'AGW CCTGCTGTTTTGCCAC
ATCAGCTCTCACCAGCACGACGGCATG .LngCCTAiGTGJAG” uuACT?C GCCCCGAGGARCCC
CAGCTGCGGATGAAGARCRACGAGGARGT GZ\\JCHW \C ‘GACG?—\C ACCTGACCGACAGCGAGATG
GACGTGGTGCGGTTCGACE, uACRAC GCCCCAGCTTCATCCAGATCAGAAGCGTGGCCAAGARG
CACCCCRAGACCTGGGTGCACTACATCGCCGLCGAGS A“JACGAC dGGﬁ“TAC’?C CCCTGGTG
CTG 2CCCCCGACGACAGAAGCTACAAGAGCC? “TAC” GARCAATGGCCCCCAGCGGATCGGCCGE
GTACRAGARAGTGCGGTTCATGGCCTACACCGACGAGACC A“JAC“CG GAJGCCATCCAG
CAC AGAGCGGCATCCTGGG ’?C CTGCTGETACGGCGAAGTGGEC AC“”ACLbC '‘GATCATC

AGAACCA gC’ CAGCCGGCCCTACAACATCTACCCCCACGGCATCACCGACGTGCGGCCCI “TAC
AGCAGGCGGCTGCCCAAGGGCETGAAGCACCTGAAGGACTTCCCCATCCT Ji”CG7CGAGATCTTC
TAClAgTuuAC -iC“?C7””” \GGACG JCi””AC” ARGAGCGACCCCAGATGCCTGACCCGG
TACTACAGCAGCT sTGAACATGGAACGGGACCTGGCCTCCGEE FmC“T GACCTCT CT ATC
TGCTACR?AGJ AC GTGGACCAGC dFJClAC'AGAT“ TGAGCGACAAGCGGAACGTGATCCTG
TTCAGCGTGTT GA AGAACCG ”?C 'GGTATCTGACCGAGAACA mC”nngWmTTCm Ci AAC
CCTGCCEGLETGCAGCTGGAAGAT CCCGAGTTCCAGGCCAGCAACATCATGCACTCCATCY )qu
T?—\C.TL?m ”WACAGCCpr GCT ”?C.”. TGTCTGCACGAGGT GCCiZT—\CTGK”m \CATCCTGAGC
CGLCECCCAGACCGACTTCCTGAGCGTGTTCTTCAGCGGCTACACCTTCAAGCACARGATGGTG
TACGAGGACACCCTGACCCTGTTCCCTTTCAGCGGUGAGA ’CG?GTTCR'JP CATGGARAACCCC
gC'”m7” GATCCTGGGCTGCCACAACAGCGACTTCO GA’ CGGGGCATGACC ’?CiTZC GAAG
G’S CCAGCTGCGACARGAACACCGGLCGACTACTACGAGGACAGCTA! GZ—\\JC, \TATCAGCGCCTALC
”?CA“JAP“ ARCGCCATCGAGCCCAGAAG ”m,”“gC”ngluvvC‘?C 'GTGCTGAAGCGG
CAC'AGACAbAGATCJ CCGGACCACCCTGCAGTCCGACCAGGRAAGAGATCGATTACGACGACACC

{

{Continued)
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ATCAGCGTGGAGATGAAAARAAGAAGATTTCGACATCTACGACGAGGACGAGAACCAGAGCCCOCGE
TCCTTCCAGAAGARAL ,CC?GCACmAﬁTTlAT”CCCGCC”WvuTQCG””lGT SGGACTACGGCATG
AGCAGCAGCCCCCACGTGOTGCGGAACCGGGCCCAGAGLCGGCAGCGTGCCCCAGTTCAAGARAGTG

GTGTTCCAGGAATTCACCGACGGCAGUTTCACCCAGCCCCTGTACCGGLGLGAGUTGAACGAGCAL
CTGSGGCfGCWO“?GCCCmACATCACGJCCGJ“”WOUT sGACA QATCATJ%TTA ”TTPCGJA“M
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ctgggcocctgctgggecectacatcagggecgagygtggaggacaacatcatggtgacettcaggaac
caggccagcaggecctacagettetacagecagectgatcagetacgaggaggaccagagycagyge
goccgagceccaggaagaacttcgtgaagocraacgagaccaagacctactictggaaggtgecageac
cacatggoccocacocaaggacgagttogactygcaaggectgggectactictctigatgtggacctg
gagaaggacgtgcacagoggectgateggoeccectgetggtgtgocacaccaacacoctgaaceac
goeocacggcaggcaggtgacegtgecaggagttcgooctgttctticaccatcticgacgagaccaadg
agctggtacttcaccgagaacatggagaggaactgcagggoccaectgecaacateocagatggaggac
cccaccttecaaggagaactacag gf»vvacqccatcaaCQGcta2atcathacag,ptgcccgdc
ctggtgatggcccaggaccagaggatcaggtggtatctgetgageatgggcageaacgagaacate
cacadcat?cacttcadp,g,pawth TpaVLGtJdGO&aanGGaJGQ itacaa @qtgdcvvto
tacaacctgtaccecggogtgttcgagaccgtggagatgetygcccagecaaggocggeatetggagy
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accaaggagecoecttcagetggatcaaggtggacoctgetggoccecatgatcatccacggecatcaag
acccagggcecgecaggcagaagttcageagectgtacatcagecagttcatcatcatgtacagecta
gJacggcaagaagbggcagacotacaggggcaacagecacecggeacectgatggtgttettcgygcaac
gtggacagcagoggoatcaagecacaacatcticaacceeocecatcategecaggtacatcaggetag
CMLVCuapvvapta?aO\d,vudqag,chc:fvdqa ggaactgatgggctgocgacctgaacage
tgcagcatgecoctgggecatggagagoaaggecatetetgacgoccagatcaccgocageagetac
caccaacatgticgccaccoctggagcoccagcaaggocaggctgracectigecagggcaggagcaac
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cagagcgacc
gacttcgaca
aggcactact
cacgtgctga
caggagttca
ctgggoctgoe
aggaaccagdg
cagaggcagy
ttctggaagy
goctacttet
ctggtgtygcc
ttcgococtgt
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atgcccecctgyg
ttcaccaaca
agcaacgect
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agcctggacce
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ATGCAGATTGAGCTE CC]‘\C"I SCTTCTITCTGTGCOCTGCTGAGATTCTGCTTCTCTGCCACCALC

AGATACTACCTGGGGGCTGTGGAACTTTC ’l'G SGACTACATGCAGTCTGACCTGGGAGAGT «;;C'.”
GTGGATGCCAGGTTC ?Cz"«C CCAGAGTGCCCAAGTCCTITCCCATTCAACACCTCTGTGLTCTACAAG

AAGACACTCTTTGCTGGAATTCACTGACCACCTGTTCAACATTGCAAAACCCAGACCACCCTGGATG
GGACTCCTGGCACCCACCATTCAGGCTGAGGTGTATGACACTGTGGTCATCACCOTCAAGARACATG
GCATC “,C!‘«CC"I"' GTCTCTGCATGCTGTGGGA (,’l'CTCAlY‘\(,’l'C(SZ VAGCCTCTGAAGGGGCTGAG

AT T N TR R AR R R AR VAN T < S < CTCACACC
TATGATGACCAGACATCCCAGAGAGAGAMAGAGCGATGACAAGGTETTCCCTGEGEGEGATCTCACACC
AT CTGTGECARGTCCTCAMS TOGACCCATGGCATCTCACCOAC TCTACCTGACATACTOC
ATGTGTGC (An(;' CCTCAAGGAGAATGGACCCATGGCATCTGACCCACTCTGCCTGACAT TC C
i AT T AT \ - ~ ~ 7 ‘« 7 r\ - ~ /‘i W Nelivelivetar Yalay Nikiraters b Valialatnl ely
TACCTTTCTCA GGACCTGGET \AGGACCTCAACTCTGGACTGATTGGGGCACTGCTGETGTG

AGGGAAGGA] CCC' GGCCAAGGAL AAAJ\C CCAGACACTGCACAAGTTCATTCTCCTGTTT "C’l‘CTC
TTTGATGAGGGCAAGTCTTGGCACTCTGAAACARAGARCTCCCTGATGCAAGAC ( GGATGCTGCC
TOTGOCAGGGOAT CCAAGATGCACACTOTGAATCGCTATGTGE S N~
TCTGCCALG VIGGCCCAAGATGCACACTGTGAATGCGCTATGTGAACAGATCACTGCCTC (ACMC
ATTGGCTGCCACAGGAAATCTGTCTACTGGCATGTGATTGGCATGGLGACAACCCCTGAAGTGCAC
TCCATTITCCTGGAGGGACACACCTTCCTGGTCAGGAACCACAGACAAGCCTCTCTGCGAGATCTCT
{‘i \ '1} I‘\l{’\-‘!\\( I\I"‘I( T I\ '1} el ,'I\('S(‘(-sz{f\]\\ (‘4}& -L[\\( I‘\l{’: '1: (‘} ™ I'"I \/‘} 1\‘('1 hl I\ (-LL& (4[“'!."\('1 I‘\l{/\ '1: I\('i(‘( I‘\l{/\ '1(‘(}&(1
oA —.‘-4‘ N NI\ LT - LN Al gL /L\..-\/ IR A -
ATCTCTTCCCACCAGCATGATGGCATGGAAGCCTATGTCAAGGTGGACTCATGCCCTGAGGAACCA
CAGCTCAGGATGAAGAACAATGAGGAGGUCTGAGGACTATGATCATGACCTGACTGACTCTGAGATG
GATGTGGTCAGATTTGATGATGACAACTCTCCATCCTTCATTCAGATCAGGTCTGTGGCAAAGARA
CACCCCAAGACATGGGTGCACTACATTGCTGCTGAGGAAGAGGACTGGGACTATGCACCACTGGTC
CTGGCCCCTGATGACAGGAGCTACAAGT CTCAGTACCTCAACAATGGCCCACAAAGAATTGGAAGA
ARGTACAAGARAGTCAGATTCATGGCCTACACTGATGAAACCTTCAS \(A CARAGAGAAGCCATTCAG
CATGAGTCTGGCATTCTGGGACCACTCCTGTATGGGEAAGTGGGAGACACCCTGCTCATCATCTTC
ARGAACCAGGCCTCCAGGCCCTACAACATCTACCCACATGGCATCACTGATGTCAG \‘J\:\,Cﬁ TGTAC
AGCAGGAL f‘(,TC\jC}L’\_pJM}\;\J STGAAACACCTCAAGGACTTCCCCATTCTGCCTGGAGAGATCTTC
ARGTACAAGTGCGACTGTCACTGTGGAGGATGCGACCAACAAAGTCTGACCCCAGGTGCCTCACCAGA
TACTACTCCTCTTTTIGTGAACATGGAGAGAGACCTGGCATCTGCGACTGATTGGACCACTGCTCATC
TCGCTACAAGGAGT CTGTGGACCAGAGAGGCAACCAGATCATGTCTGACAAGAGAAATGTCGATTCTG
TTCTCTGTCTTITGATGAGAACAGATCATGGTACCTGACTGAGAACATTCAGAGATTCCTGCCCAA LC
CCTGCTOGLGTGCAACTGCAAGACCCTGAGTTCCAGGCAAGCAACATCATGCACTCCATCAATGGC
TATGTGITTGACTCTCTCCAGCTTTCTGTCTGCCTGCATCGAGGTGGCCTACTGGTACATTCTTT CT
-LL&I\I'"I( \‘d \ (‘( V& -L[\ELZ‘&}&{/\I"‘I(:'LZ&{/\FE‘II {‘i{f\l'"ll I‘\l{’\l'"l( I‘\l{’\l"‘ll {‘i I\I"‘I(‘(F\l{’\l"‘l \/J n I'"I-Z el 1\‘('1 I‘\l I\ '1 7&}&(: '1} el ’1\ \( -LL&I\ 3 h'LJ
‘J\.)\J g Vay SN B N NP (NN LA L\T L4 N NP AL »/.t. RN N \JINT L
TATCGAGGACACCCTGACACTCTTCCCATTCTCTGGLGAAACTGTGT T CATGAGCATGCGAGAACCCT
GGACTGTGGATTCTGGCGATGCCACAACTCTGACT TCAGAAACAGGGGAATGACTGCACTGCTCAAA
GTCTCCTCCTGTGACAAGAACACTGGGGACTACTATGAGGACTCTTATGAGGACATCTCTGCCTAC
CTGCTCAGCAAGAACAATACCACCTACGTGAACCGCTCCCTGTCTCAGAATCCACCTGTCCTGAAG
AGACACCAGAGAGAGATCAL (IZ GGACAACCCTCCAGTCTGACCAGGAAGAGATTGACTATGATGAC
ACCATTTCTGTGGAGATGAAGAAGGAGGACTTTGACATCTAT (SZ TCAGGACCGAGAACCAGTCTCCE
AGATCATTCCAGAAGAAGACAAGACACTACTTCATTGCTGT GGAAAGACTGTGGGACTATGGC
ATGTCTTCCTCTCCCCATGTCCTCAGGAACAGGGCACAGTCTGGCTCTGTGCCACAGT TCAAGARA

Continued)

Figure 30A
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GTGGTCTTCCAGGAGTTCACTGATGGCTCATTCACCCAGCCCCTGTAC AC“}G GAACTGAATGAG

”AC,L SGGACTCCTGGGACC XTACA' AGGGCTGAGGTGGAAGACAACATCATGGTGACATTCAGA
CAGGCCTCCAGGCCCTACAGCT ”TACT?T CCC] ”“MCAGCTATGﬁuuAPGAC AGAGACAA
dGuC” ‘GAGCCARGARLGE ACTTiCTgJKACCCAA 'GARACCAAGACCTACTTCTGGARAGTC
\CCACATGGCACCCACCAAGGATGAGTTTGACTGCAAGGCCTGGGCATACTT C”fT.AT' TGGAC
CTGGAGAARG] ;GTGCACTiTZGC“ 'GATTGGCCCACTC iTZGT” GCCACACK P”ACC” GARC

CCTGCACATGGAAGGCAAGTGACTGTGCAGGAGTTTGCCCTC TCACCA C C“TJJKAC
AAGTCATGGTACTTC CTJ GAACATL AGAGRARCTGC] GAJC“JVALGCAA ATTCAGATGGAA

GACCCCARCCTTCA ubAC VACTACAGGTTCCATGCCATCAATGGCTACATCATGGACACCCTGCCT
GGGCTTGTCATGGCACAGGACCAGAGAAT CAGATGGTACCTGCTTTCTATGGGATCCAATGAGARC
AT””ACT?C \TCCACTTCTCTGGGECATGTCTTCACTG GAngAglubgﬁuuAlTACAAbAT’GC
CTGTACAACCTCTACCCTGGGEGTCTTTGAGACTGTGGAGATGCTGCCCTCCARAAGCTGGCATCTGG
AGGGTGGEAATG ?C 'CAT UFJC“Gb CCTGCATGCTG C”“m.mfAP’?C 'GTTCCTGGTCTACAGC
AACAAGTGCCAGACACCCCTGGGAATG C’ TCTGGCCACATCAGGGACTTCCAGATCACTGCCTCT
GGCCAGTATGGCC? “'GGGCAC’ CARACTGGCCAGGCTCCACTACTCTGGCTCCATCAATGCATGG
TCAACCAAGGAGCCATTCTCTTGCGATCAAGGTGEACCTGCTEGCALCC “TJALVA;TCAJGCCALC
APGACP“ AGGGGGCAAGACAGARATTCTCCTCTCTGTACATCTCACAGTTCATCA TCTJCTCT
GGATGGCARGRAGTGGCAGACATALT GAJC” ARCTCCACTGGCACCCT ”ATZGT”T "CTTT
ATGTGGACAGCTCTGGCATCARGCACAACA TCAACCCTCCCATCATTGCCAGATACATCA gG
GCACCCCACCCACTACTCRATCAGA ”“AC‘ TCAGGATGGAACTGATGGGATGTGACCTGAAL
TCCTG i”fAATJvC’”m GGAATGE! GAJCRAJGCCATT’v GA ~CCCAGATCACTGCATCCTCT
TACTTCACCAACATGTTTGCCACCTGGTCACCATCARAAGCCAGGCTGCACCTCCAGGGAAGARGT
AATGCCTGGAGACC ’CAGGTCA“ AAC JvllAgC ATGGCTGCAAGTGGACTTCCAGAAGACAATG
ARAGTCACTGGEGETGACAACCCAGGGGETCAAGTCTCTGCTCA C” ‘CAATGTATGTGAA GAJUTC
CTGAT C””WT””MC“”ACGAM GCC2 ””AGTGGA”ACT”T CTTCCAGAATG gilAA. CAAGGTG
T”CKS” CAACCAGGACTCTTTCACACCTGTGGTGAACTCACTGGACCCCCCCCTCCTGACAAGA
TACCTGAGAATTCACCC ”“JT”T 'GGETCCACCAGATTGCCCTGAGAATGGAAGTCCTGGEATGT
GAGGCACAAGACCTGTACTGA (SEQ ID NO:90)

Figure 30B
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ATGCAGATTGAGCTE CC]‘\C"I SCTTCTITCTGTGCOCTGCTGAGATTCTGCTTCTCTGCCACCALC

AGATACTACCTGGGGGCTGTGGAACTTTC ’l'G SGACTACATGCAGTCTGACCTGGGAGAGT «;;C'.”
GTGGATGCCAGGTTC ?Cz"«C CCAGAGTGCCCAAGTCCTITCCCATTCAACACCTCTGTGLTCTACAAG

7 CII VI OV T T U R N T O T S /‘ii\l"‘l DYV T SN N e N T
AAGACACTCTTTGTGGAATTCACTGACCACCTGTTCAACATTGCAAANCCCAGACCACCCTGGATG
e e etk el Valala Ve T T A T A TS T I (T T P e S CCTOA] 7T
GCACTCCTGGCGACCCACCATTCAGGCTGAGGTGETATCGACACTGTGGETCGEGTCACCCTCAAGAACATG

GCATC ”,CJ\CC"F"' GTCTCTGCATGCTGTGGGA (,’l‘CTCAl‘]‘\(,’l'C(SZuL"f“ CCTCTGAAGGGGCTGAG

AT T N TR R AR R R AR - < T N N T e S TN VT (Y
TATGATGACCAGACATCCCAGAGACGAGAAANGAL J\.._[\‘ GACAAGGTGETTCCCTGGGAAGTCTCACACC
rv17 Tl Iatalal b A ak iTaltalishal . Ve ATy Valalah Vel S LsL ey Yalalar - Yalalaluslalal ey /ar\r'17 / -~
ATGTGTGC (Am(;' CCTCAAGGAGAATGGACCCACTGCATCTGACCCACCCTGCCTGACAT TC C
i AT T AT \ - ~ ~ 7 ‘« 7 r\ - ~ /‘i W Nelivelivetar Yalay Nikiraters b Valialatnl el
TACCTTTCTCA GGACCTGGET \AGGACCTCAACTCTGGACTGATTGGGGCACTGCTGETGTG

AGGGAAGGAT CCC' 'GGCCAAGGAL AzuL'\C CCAGACACTGCACAAGTTCATTCTCCTGTTT "C’l‘CTC
TTTGATGAGGGCAAGTCTTGGCACTCTGAAACAARGAACTCCCTGATGCAAGAL ( GGATGCTGCC
el rararal Yare /ﬂr\r"l aTalal 1\"47111\'47 LN Tk alalalin el TahiVa ~ N alisla!
TCTGCCAGG VTGGCCCAAGATGCACACTGTGAATGGCTATGTGAACAGATCACTGCCTC (ACMC
ATTGGCTGCCACAGGAAATCTGTCTACTGGCATGTGAT TGGCATGGGGACAACCCCTGAAGTGCAC
TCCATTTTCCTGGAGGGACACACCTTCCTGGTCAGGAACCACAGACAAGCCTCTCTGGAGATCTCT
{‘i \ '1} I‘\l{’\-‘!\\( I\I"‘I( T I\ '1} el ,'I\('S(‘(}&(\]\\C'}& -L[\\( I‘\l{’: '1: (‘} ™ I"‘I \/‘} 1\‘('1 hl I\ (_LL& (4[“'!."\('1 I‘\l{/\ '1: /‘i I\I"‘I(‘(hl{f\ '1(‘(}&
CLUALTC N AN AN o S NPN e W 5 - LT\ A gl 3L ,;\,\, - LT\
ATCTCTTCCCACCAGCATGATGGCATGGAAGCCTATGTCAAGGTGGACTCATGCCCTGAGGAACCA
CAGCTCAGGATGAAGAACAATGAGGAGGCTGAGGACTATGATGATGACCTGACTGACTCTGAGATG
GATGTGGTCAGATTTCGATGATGACAACTCTCCATCCTTCATTCAGATCAGGTCTGTGGCAAAGAAA
CACCCCAAGACATGGGTGCACTACATTGCTGCTGAGGAAGAGGACTGGGACTATGCACCACTGGETC
CTGGCCCCTGATGACAGGAGCTACAAGTCTCAGTACCTCAACAATGGCCCACAAAGAATTGGAAGA
AAGTACAAGAAAGTCAGATTCATGGCCTACACTGATGAAACCTTCAL \(A CAAGAGAAGCCATTCAG
CATGAGTCTGGCATTCTGGGACCACTCCTGTATGGGGAAGTGGGAGACACCCTGCTCATCATCTTC
AAGAACCAGGCCTCCAGGCCCTACAACATCTACCCACATGGCATCACTGATGTCAG \‘J\:\,(‘(ﬁ TGTAC
AGCAGGACL !‘\(,’l'CCC}L"_!‘J&«?\Su STGAAACACCTCAAGGACTTCCCCATTCTGCCTGGAGAGATCTTC
AAGTACAAGTGGACTGTCACTGTGCGAGGATGGACCAACAAAGTCTGACCCCAGGTGCCTCACCAGE
TACTACTCCTCTTTTGTGAACATGGAGAGAGACCTGGCATCTGGACTGATTGGACCACTGCTCATC
TGCTACAAGGAGTCTGTGGACCAGAGAGGCAACCAGATCATGTCTGACAAGAGAAATGTGATTCTG
rv1.‘[/~<r-4.‘[ l\'il‘[hll\ -S.Z mfﬁf‘(f&’\\(q} (J’\I"‘I ﬂAf TR (T m{f\j/\\(m{f\j\\(fx:\‘/w}&mrw} (}r\f;zxmr-icm(\ -ﬂcfﬂ '\_!\‘C
GALTG Ao Fa WA b SRR o AP B W L LT Ao . LA L LT 3
CCTGCTGGGETGCAACTGGARAGACCCTGAGTTCCAGGCAAGCAACATCATGCACTCCATCAATGGC
TATGTGTTTGACTCTCTCCAGCTTTCTGTCTGCCTGCATGAGGTGGCCTACTGGTACATTCTTT CT
-LL&I\I'"I( \‘d \ (‘( V& -[\E\‘Z‘u&{/\ I"‘I('-'LZ&{/\ I'rll {‘i{f\ I"‘Il I‘\l{f\ I"‘I( I‘\lr\ I"‘Il {‘i I\I"‘I(‘( I‘\lr\ m \/J n I'"I-Z el 1\‘('1 I‘\l I\ '1 7&}&(: '1} el ’1\ \( -LL&I\ 3 h'LJ
GGG e Vo W RN S NG /o NP SN N NP NP RPN B G SR P PRI aALALAL . T L
TATGAGGACACCCTGACACTCTTCCCATTCTCTGGGGAAACTGTGTTCATGAGCATGGAGAACCCT
GGACTGTGGATTCTGGGATGCCACAACTCTGACT TCAGAARACAGGGGAATGACTGCACTGCTCARAA
GTCTCCTCCTGTGACAAGAACACTGGGGACTACTATGAGGACTCTTATGAGGACATCTCTGCCTAC
CTGCTCAGCAAGAACAATACCACCTACGTGAACCGCTCCCTGTCTCAGAATCCACCTGTCCTGAAG
AGACACCAGAGAGAGATCACL (IZ GGACAACCCTCCAGTCTGACCAGGAAGAGATTCGACTATGATGAC
ACCATTTCTGTGGAGATGAACGAAGGAGGACTTTGACATCTAT (SZ TGAGGACGAGAACCAGTCTCCE
AGATCATTCCAGAAGAAGACAAGACACTACTTCATTGCTGE GGAAAGACTGTGGGACTATGGC
ATGTCTTCCTCTCCCCATGTCCTCAGGAACAGGGCACAGTCTGGCTCTGTGCCACAGTTCAAGARA

Continued)
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GTGGTCTTCCAGGAGTTCACTGATGGCTCATTCACCCAGCCCCTGTAC AC“}G GAACTGAATGAG

”AC,L SGGACTCCTGGGACC XTACA' AGGGCTGAGGTGGAAGACAACATCATGGTGACATTCAGA
CAGGCCTCCAGGCCCTACAGCT ”TACT?T CCC] ”“MCAGCTATGﬁuuAPGAC AGAGACAA
dGuC” ‘GAGCCARGARLGE ACTTiCTgJKACCCAA 'GARACCAAGACCTACTTCTGGARAGTC
\CCACATGGCACCCACCAAGGATGAGTTTGACTGCAAGGCCTGGGCATACTT C”fT.AT' TGGAC
CTGGAGAARG] ;GTGCACTiTZGC“ 'GATTGGCCCACTC iTZGT” GCCACACK P”ACC” GARC

CCTGCACATGGAAGGCAAGTGACTGTGCAGGAGTTTGCCCTC TCACCA C C“TJJKAC
AAGTCATGGTACTTC CTJ GAACATL AGAGRARCTGC] GAJC“JVALGCAA ATTCAGATGGAA

GACCCCARCCTTCA ubAC VACTACAGGTTCCATGCCATCAATGGCTACATCATGGACACCCTGCCT
GGGCTTGTCATGGCACAGGACCAGAGAAT CAGATGGTACCTGCTTTCTATGGGATCCAATGAGARC
AT””ACT?C \TCCACTTCTCTGGGECATGTCTTCACTG GAngAglubgﬁuuAlTACAAbAT’GC
CTGTACAACCTCTACCCTGGGEGTCTTTGAGACTGTGGAGATGCTGCCCTCCARAAGCTGGCATCTGG
AGGGTGGEAATG ?C 'CAT UFJC“Gb CCTGCATGCTG C”“m.mfAﬁ’?C 'GTTCCTGGTCTACAGC
AACAAGTGCCAGACACCCCTGGGAATG C’ TCTGGCCACATCAGGGACTTCCAGATCACTGCCTCT
GGCCAGTATGGCC? ”'GGGCAC’ CARACTGGCCAGGCTCCACTACTCTGGCTCCATCAATGCATGG
TCAACCAAGGAGCCATTCTCTTGCGATCAAGGTGEACCTGCTEGCALCC “TJALVA;TCAJGCCALC
APGACP“ AGGGGGCAAGACAGARATTCTCCTCTCTGTACATCTCACAGTTCATCA TCTJCTCT
GGATGGCARGRAGTGGCAGACATALT GAJC” ARCTCCACTGGCACCCT ”ATZGT”T "CTTT
ATGTGGACAGCTCTGGCATCARGCACAACA TCAACCCTCCCATCATTGCCAGATACATCA gG
GCACCCCACCCACTACTCRATCAGA ”“AC‘ TCAGGATGGAACTGATGGGATGTGACCTGAAL
TCCTG i”fAATJvC’”m GGAATGE! GAJCRAJGCCATT’v GA ~CCCAGATCACTGCATCCTCT
TACTTCACCAACATGTTTGCCACCTGGTCACCATCARAAGCCAGGCTGCACCTCCAGGGAAGARGT
AATGCCTGGAGACC ’CAGGTCA“ AAC JvllAgC ATGGCTGCAAGTGGACTTCCAGAAGACAATG
ARAGTCACTGGEGETGACAACCCAGGGGETCAAGTCTCTGCTCA C” ‘CAATGTATGTGAA GAJUTC
CTGAT C””WT””MC“”ACGAM GCC2 ””AGTGGAﬂACT”T CTTCCAGAATG gilAA. CAAGGTG
T”CKS” CAACCAGGACTCTTTCACACCTGTGGTGAACTCACTGGACCCCCCCCTCCTGACAAGA
TACCTGAGAATTCACCC ”“gTﬂT 'GGETCCACCAGATTGCCCTGAGAATGGAAGTCCTGGEATGT
GAGGCACAAGACCTGTACTGA (SEQ ID NO:91)

Figure 31B
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ATGCAGATTGAGCTE CC]‘\C"I SCTTCTITCTGTGCOCTGCTGAGATTCTGCTTCTCTGCCACCALC

AGATACTACCTGGGGGCTGTGGAACTTTC ’l'G SGACTACATGCAGTCTGACCTGGGAGAGT «;;C'.”
GTGGATGCCAGGTTC ?Cz"«C CCAGAGTGCCCAAGTCCTITCCCATTCAACACCTCTGTGLTCTACAAG

AAGACACTCTTTGCTGGAATTCACTGACCACCTGTTCAACATTGCAAAACCCAGACCACCCTGGATG
GGACTCCTGGCACCCACCATTCAGGCTGAGGTGTATGACACTGTGGTCATCACCOTCAAGARACATG
GCATC “,C!‘«CC"I"' GTCTCTGCATGCTGTGGGA (,’l'CTCAlY‘\(,’l'C(SZ VAGCCTCTGAAGGGGCTGAG

AT T N TR R AR R R AR VAN T < S < CTCACACC
TATGATGACCAGACATCCCAGAGAGAGAMAGAGCGATGACAAGGTETTCCCTGEGEGEGATCTCACACC
AT CTGTGECARGTCCTCAMS TOGACCCATGGCATCTCACCOAC TCTACCTGACATACTOC
ATGTGTGC (An(;' CCTCAAGGAGAATGGACCCATGGCATCTGACCCACTCTGCCTGACAT TC C
i AT T AT \ - ~ ~ 7 ‘« 7 r\ - ~ /‘i W Nelivelivetar Yalay Nikiraters b Valialatnl ely
TACCTTTCTCA GGACCTGGET \AGGACCTCAACTCTGGACTGATTGGGGCACTGCTGETGTG

AGGGAAGGAT CCC' 'GGCCAAGGAL AzuL'\C CCAGACACTGCACAAGTTCATTCTCCTGTTT "C’l‘CTC
TTTGATGAGGGCAAGTCTTGGCACTCTGAAACAARGAACTCCCTGATGCAAGAL ( GGATGCTGCC
el rararal Yare /ﬂr\r"l aTalal 1\"47111\'47 LN Tk alalalin el TahiVa ~ N alisla!
TCTGCCAGG VTGGCCCAAGATGCACACTGTGAATGGCTATGTGAACAGATCACTGCCTC (ACMC
ATTGGCTGCCACAGGAAATCTGTCTACTGGCATGTGAT TGGCATGGGGACAACCCCTGAAGTGCAC
TCCATTTTCCTGGAGGGACACACCTTCCTGGTCAGGAACCACAGACAAGCCTCTCTGGAGATCTCT
{‘i \ '1} I‘\l{’\-‘!\\( I\I"‘I( T I\ '1} el ,'I\('S(‘(}&(\]\\C'}& -L[\\( I‘\l{’: '1: (‘} ™ I"‘I \/‘} 1\‘('1 hl I\ (_LL& (4[“'!."\('1 I‘\l{/\ '1: /‘i I\I"‘I(‘(hl{f\ '1(‘(}&
CLUALTC N AN AN o S NPN e W 5 - LT\ A gl 3L ,;\,\, - LT\
ATCTCTTCCCACCAGCATGATGGCATGGAAGCCTATGTCAAGGTGGACTCATGCCCTGAGGAACCA
CAGCTCAGGATGAAGAACAATGAGGAGGCTGAGGACTATGATGATGACCTGACTGACTCTGAGATG
GATGTGGTCAGATTTCGATGATGACAACTCTCCATCCTTCATTCAGATCAGGTCTGTGGCAAAGAAA
CACCCCAAGACATGGGTGCACTACATTGCTGCTGAGGAAGAGGACTGGGACTATGCACCACTGGETC
CTGGCCCCTGATGACAGGAGCTACAAGTCTCAGTACCTCAACAATGGCCCACAAAGAATTGGAAGA
AAGTACAAGAAAGTCAGATTCATGGCCTACACTGATGAAACCTTCAL \(A CAAGAGAAGCCATTCAG
CATGAGTCTGGCATTCTGGGACCACTCCTGTATGGGGAAGTGGGAGACACCCTGCTCATCATCTTC
AAGAACCAGGCCTCCAGGCCCTACAACATCTACCCACATGGCATCACTGATGTCAG \‘J\:\,(‘(ﬁ TGTAC
AGCAGGACL !‘\(,’l'CCC}L"_!‘J&«?\Su STGAAACACCTCAAGGACTTCCCCATTCTGCCTGGAGAGATCTTC
AAGTACAAGTGGACTGTCACTGTGCGAGGATGGACCAACAAAGTCTGACCCCAGGTGCCTCACCAGE
TACTACTCCTCTTTTGTGAACATGGAGAGAGACCTGGCATCTGGACTGATTGGACCACTGCTCATC
TGCTACAAGGAGTCTGTGGACCAGAGAGGCAACCAGATCATGTCTGACAAGAGAAATGTGATTCTG
rv1.‘[/~<r-4.‘[ l\'il‘[hll\ -S.Z mfﬁf‘(f&’\\(q} (J’\I"‘I ﬂAf TR (T m{f\j/\\(m{f\j\\(fx:\‘/w}&mrw} (}r\f;zxmr-icm(\ -ﬂcfﬂ '\_!\‘C
GALTG Ao Fa WA b SRR o AP B W L LT Ao . LA L LT 3
CCTGCTGGGETGCAACTGGARAGACCCTGAGTTCCAGGCAAGCAACATCATGCACTCCATCAATGGC
TATGTGTTTGACTCTCTCCAGCTTTCTGTCTGCCTGCATGAGGTGGCCTACTGGTACATTCTTT CT
-LL&I\I'"I( \‘d \ (‘( V& -[\E\‘Z‘u&{/\ I"‘I('-'LZ&{/\ I'rll {‘i{f\ I"‘Il I‘\l{f\ I"‘I( I‘\lr\ I"‘Il {‘i I\I"‘I(‘( I‘\lr\ m \/J n I'"I-Z el 1\‘('1 I‘\l I\ '1 7&}&(: '1} el ’1\ \( -LL&I\ 3 h'LJ
GGG e Vo W RN S NG /o NP SN N NP NP RPN B G SR P PRI aALALAL . T L
TATGAGGACACCCTGACACTCTTCCCATTCTCTGGGGAAACTGTGTTCATGAGCATGGAGAACCCT
GGACTGTGGATTCTGGGATGCCACAACTCTGACT TCAGAARACAGGGGAATGACTGCACTGCTCARAA
GTCTCCTCCTGTGACAAGAACACTGGGGACTACTATGAGGACTCTTATGAGGACATCTCTGCCTAC
CTGCTCAGCAAGAACAATACCACCTACGTGAACCGCTCCCTGTCTCAGAATCCACCTGTCCTGAAG
AGACACCAGAGAGAGATCACL (IZ GGACAACCCTCCAGTCTGACCAGGAAGAGATTCGACTATGATGAC
ACCATTTCTGTGGAGATGAACGAAGGAGGACTTTGACATCTAT (SZ TGAGGACGAGAACCAGTCTCCE
AGATCATTCCAGAAGAAGACAAGACACTACTTCATTGCTGE GGAAAGACTGTGGGACTATGGC
ATGTCTTCCTCTCCCCATGTCCTCAGGAACAGGGCACAGTCTGGCTCTGTGCCACAGTTCAAGARA

Continued)
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GTGGTCTTCCAGGAGTTCACTGATGGCTCATTCACCCAGCCCCTGTAC AC“}G GAACTGAATGAG

”AC,L SGGACTCCTGGGACC XTACA' AGGGCTGAGGTGGAAGACAACATCATGGTGACATTCAGA
CAGGCCTCCAGGCCCTACAGCT ”TACT?T CCC] ”“MCAGCTATGﬁuuAPGAC AGAGACAA
dGuC” ‘GAGCCARGARLGE ACTTiCTgJKACCCAA 'GARACCAAGACCTACTTCTGGARAGTC
\CCACATGGCACCCACCAAGGATGAGTTTGACTGCAAGGCCTGGGCATACTT C”fT.AT' TGGAC
CTGGAGAARG] ;GTGCACTiTZGC“ 'GATTGGCCCACTC iTZGT” GCCACACK P”ACC” GARC

CCTGCACATGGAAGGCAAGTGACTGTGCAGGAGTTTGCCCTC TCACCA C C“TJJKAC
AAGTCATGGTACTTC CTJ GAACATL AGAGRARCTGC] GAJC“JVALGCAA ATTCAGATGGAA

GACCCCARCCTTCA ubAC VACTACAGGTTCCATGCCATCAATGGCTACATCATGGACACCCTGCCT
GGGCTTGTCATGGCACAGGACCAGAGAAT CAGATGGTACCTGCTTTCTATGGGATCCAATGAGARC
AT””ACT?C \TCCACTTCTCTGGGECATGTCTTCACTG GAngAglubgﬁuuAlTACAAbAT’GC
CTGTACAACCTCTACCCTGGGEGTCTTTGAGACTGTGGAGATGCTGCCCTCCARAAGCTGGCATCTGG
AGGGTGGEAATG ?C 'CAT UFJC“Gb CCTGCATGCTG C”“m.mfAP‘?C 'GTTCCTGGTCTACAGC
AACAAGTGCCAGACACCCCTGGGAATG C’ TCTGGCCACATCAGGGACTTCCAGATCACTGCCTCT
GGCCAGTATGGCC? ”'GGGCAC’ CARACTGGCCAGGCTCCACTACTCTGGCTCCATCAATGCATGG
TCAACCAAGGAGCCATTCTCTTGCGATCAAGGTGEACCTGCTEGCALCC “TJAAVA;TCAJGCCALC
APGACP” AGGGGGCAAGACAGARATTCTCCTCTCTGTACATCTCACAGTTCATCA TCTJCTCT
GGATGGCARGRAGTGGCAGACATALT GAJC” ARCTCCACTGGCACCCT ”ATZGT”T "CTTT
ATGTGGACAGCTCTGGCATCARGCACAACA TCAACCCTCCCATCATTGCCAGATACATCA gG
GCACCCCACCCACTACTCRATCAGA ”“AC‘ TCAGGATGGAACTGATGGGATGTGACCTGAAL
TCCTG i”fAATJvC’”m GGAATGE! GAJCRAJGCCATT’v GA ~CCCAGATCACTGCATCCTCT
TACTTCACCAACATGTTTGCCACCTGGTCACCATCARAAGCCAGGCTGCACCTCCAGGGAAGARGT
AATGCCTGGAGACC ’CAGGTCA“ AAC JvllAgC ATGGCTGCAAGTGGACTTCCAGAAGACAATG
ARAGTCACTGGEGETGACAACCCAGGGGETCAAGTCTCTGCTCA C” ‘CAATGTATGTGAA GAJUTC
CTGAT C””WT””MC“”ACGAM GCC2 “”AGTGGA”ACT”T CTTCCAGAATG gilAA. CAAGGTG
T”CKS” CAACCAGGACTCTTTCACACCTGTGGTGAACTCACTGGACCCCCCCCTCCTGACAAGA
TACCTGAGAATTCACCC ”“JT”T 'GGETCCACCAGATTGCCCTGAGAATGGAAGTCCTGGEATGT
GAGGCACAAGACCTGTACTGA  (3EQ ID NC:9Z)

Figure 32B
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ATGCAGATTGAGCTGTCCACCTGCTTCTTTCTGTGCCTGCTGAGATTCTGCTTCTCTGCCACCAGG
AGATACTACCTGGGEGCTGTGCAACTTTCTTGOCGACTACATGCAGTCTGACCTGGGAGAGCTGCCT
GTGGATGCCAGGTTCCCACCCAGAGTGCCCAAGTCCTTCCCATTCAACACCTCTGTGGTCTACAAG
ARGACACTCTTTGTGGAATTCACTGACCACCTGTTCAACATTGCAARNACCCAGACCACCCTGGATG
GGACTCCTGGGACCCACCATTCAGGCTGAGGTGTATGACACTGTGGTCGTCACCCTCAAGAACATG
GCATCCCACCCTGTGTCTCTGCATGCTGTGGGAGTCTCATACTGCGARATCCTCTGAAGGGGCTGAG
TATGATGACCAGACATCCCAGAGAGAGARAGAGGATGACARGGTGTTCCITGGGAAGTCTCACACC
TATGTGTGGCAAGTCCTCAAGGAGAATGGACCCACTGCATCTGACCCACCCTGCCTGACATACTCC
TACCTTTCTCATGTGGACCTGGETCAAGGACCTCAACT CTGGACTGATTGEGGCACTGCTGGTGTGC
AGGGAAGGATCCCTGGCCAAGGAGAANACCCAGACACTGCACRAGTTCATTCTCCTGTTTGCTGETC
TTTGATGAGGGCAAGTCTTGGCACTCTGARACARAGARCTCCCTGATGCAAGACAGGGATGCTGCC
TCTGCCAGGGCATGGCCCAAGAT GCACACTGTGAATGGCTATGTGAACAGATCACTGCCTGGACZTC
ATTGGCTGCCACAGGAAATCTGTCTACTGECATGTGATTGGCATGGGCGACAACCCCTGAAGTGCAC
TCCATTTTCCTGGAGGGACACACCTTCCTGGTCAGGAACCACAGACAAGCCTCTCTGGAGATCTCT
CCCATCACCTTCCTCACTGCACAGACACTGCTGATGGACCTTGGACAGTTCCTGCTGTTCTGCCAC
ATCTCTTCCCACCAGCATGATGGCATGGAAGCCTATGTCAAGGTGGACTCATGCCCTGAGGANCCA
CAGCTCAGGATGAAGAACAATGAGGAGGCTGAGGACTATGATGATGACCTGACTGACTCTGAGATG
GATGTGGTCAGATTTGATGATGACAACTCTCCATCCTTCATTCAGATCAGGTCTGTGGCAAAGAAR
CACCCCAAGACATGGGTGCACTACATTGCTGCTGAGGAAGAGGACTGGGACTATGCACCACTGGTC
CTGGCCCCTGATGACAGGAGCTACAAGTCTCAGTACCTCAACAATGGCCCACAANGAATTGGAAGA
AAGTACAAGAAAGTCAGATTCATGGCCTACACTGATGAAACCTTCAAGACAAGAGAAGCCATTCAG
CATGAGTCTGGCATTCTGGGACCACTCCTGTATGEGGCANGTGGGAGACACCCTGCTCATCATCTTC
AAGARACCAGGCCTCCAGGCCCTACAACATCTACCCACATGGCATCACTGATGTCAGGCCCCTGTAC
AGCAGGAGACTGCCAAAAGGGGTGAANCACCTCANGGACTTCCCCATTCTGCCTGGAGAGATCTTC
AAGTACAAGTGGACTGTCACTGTGGAGGATGCGACCANCAANGTCTGACCCCAGGTGCCTCACCAGA
TACTACTCCTCTTTTGTGARACAT GGAGAGAGACCTGGCATCTGGACTGATTGGACCACTGCTCATC
TGCTACAAGGAGTCTGTGGACCAGAGAGGCAACCAGATCATGTCTGACAAGAGAAATGTGATTCTG
TTCTCTGTCTTTGATGAGARACAGATCATGGTACCTGACTGAGARCATTCAGAGATTCCTGCCCAAC
CCTGCTGGEETGCAACTGEGAAGACCCTGAGTTCCAGGCAAGCAACATCATGCACTCCATCAATGGC
TATGTGTTTGACTCTCTCCAGCTTTCTGTCTGCCTGCATGAGGTGGCCTACTGGTACATTCTTTCT
ATTGGGGCACARANCTGACTTCCTTTCTGTCTTCTTCTCTGGATACACCTTCAAGCACAAGATGGTG
TATGAGGACACCCTGACACTCTTCCCATTCTCTGGGGAAACTGTGT T CATGAGCATGGAGAACCCT
GGACTGTGGATTCTGGGATGCCACAACTCTGACT TCAGAANCAGGGGANTGACTGCACTGCTCARA
GTCTCCTCCTGTGACAAGRACACTGGEGACTACTATGAGGACTCTTATGAGGACATCTCTGCCTAC
CTGCTCAGCAAGAACAATGCCATTGAGCCCAGAAGCTTCTCTCAGAATCCACCTGTCCTGAAGAGA
CACCAGAGAGAGATCACCAGGACAACCCTCCAGTCTGACCAGGAAGAGATTGACTATGATGACACC
ATTTCTGTGGAGATGANGARGGAGGACTTTCGACATCTATGATGAGGACCGAGANCCAGTCTCCAAGA
TCATTCCAGAAGAAGACAAGACACTACTTCATTGCTGCTGTGGAAAGACTGTGGGACTATGGCATG

TCTTCCTCTCCCCATGTCCTCAGGARCAGGGCACAGTCTGGCTCTGTGCCACAGTTCAAGARAGTG

{(Continued)
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GTCTTCCAGGAGTTCACTGATGGCTCATTCACCCAGCC ’”T.TAC GAgCuuAP”TgluTgﬁ CAC
ir /“ Ty 1
(RN |

sGACTCCTGGGACCATACA C'“EGCCTG/?GK“m GARGACAACATCA STGACATTCAGAARC

CAGGCCTCCAGGCCCTACAGCTTCTACTCTTCCCTCATCE gCTA GA ;uA“JAC” AGAGACARGGG
GCTGAGCCRAAGARAGAACTTTGTGAAACCCAATGARRACCAAGE C”TAC ubAAHbT {CAGCA
CACATGGCACCCACCARGGATGAGTTTGACTGCARGGCCTGGE ACTTCTCTGATGT GG, ACCTG
GAgAmngALPM ”ACTCTG7’J1C“T 'GGCCCACTCCTGGTCT ””ACR?vlu ACCCTGRACCCT
GCACATGGAAGGCARGTGACTGTGCAGGAGTTTGCCCTCTTCTTCACCATCTTTGATGAAACCAAG
TCATGWT.”T CACTGAGARCATGGAGAGAAACTGCAGAGCACCATGCAACATTCAGATGGAAGAL
C ”AC CARGGAGARCTACAGGTTCCATGCCATCAATG giTACATf uuACK?CiTGCiTGG%
CTTG ATGCC \CAGGACCAGAGAATCAGATGGTACCTGCTTTCTATGGGATCCAAT GAGAACATT
CACTCCATCCACTTCTCTGGGCATGTCTTCACTGTGAGARAAGRAGGAGGAATACAAGATGGCCCTG
TA”AK?C 'CTACCC GGGTCT TGAGACTGTGGAGATGCTGCCCTCCAAAGCTY C“ CT””PUF
GTGGAATGCCTCATTGGGGAGCACCTGCATGCTGGCATGTCARCCCTGTTCCTGE CAGCAAC
AAGTGCCAGACA JviT“”C“L TGGCCTCT J.CCACA' AGGGACT CCnuAL~ACTZCi”f 2GC
GTATGGCCAGTGGGCACCCARACT ’GC'KG”iT?C ”TAC”fmC CTCCAT CﬂAmC”“m 2GTCA

ACCAAGGAGCCATTCTCTTGGATCAAGGTGGACH C”T SGCACCCATGATCATTCATGGCATCARAG
AC“”AC&GGC“ AAGACAGARAATTCTCCS T”Tg ACATCTCACAGTTCATCATCATGTACTCTCTG
GATGGCAAGARGTGGCAGACATACAGAGGCAACTCCACTGGC CCCT ATGGTCTTCTTTGGCAAT

gTuuACAGC 'CTGGCATCAAGCACAACA C AACCiTCC ATCATTGCCAGATACATCAGGCTG
CACCCCACCCACTACTCARATCAGATCAACCCTCAGGATG .LAC GATGGGATGTGACCTGARACTCC

TGCTCAATGCCCCTGGGAATG CuwAC“ ARGGCCATTTCTGATGCCCAGATCACTGCATCCTCTTAC
TTCACCAARCATGTTTGCCACCTGGTCACCATCARARG ,VPGCC 'GCACCTCCAGGGAAGARGCART

GCCTGGAGACCCCAGGTCAACARCCCAAAGGAATGGCTGC C“”T,””AG,ngﬁ” ARATGARA
GTCACTGGEGTGACAACCCAGGGGETCAAGTCTCTGCTC P‘JA'KAMC”“M.T AGGAGTTCCTG
ATCTCTTCCTCACAGGATGGCCACCAGTGGAL AC””T,”TT,”AJA“T SGCARAAGTCAAGGTGTTC
“AJCGCAJCCA SGACTCTTTCACACCTGTGGE] GAAC””AC”G CCCCCCCCTCCTGACARGATAC
CTGAGARTTCACCCCCAGTCTTGGGTCCACCAGATTGCCCTGAGAATGGARAGTCCTGGGATGTGAG
uiAClAgﬁ CTGTACTGA  (SEQ ID NO:83)
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ATGCAGATTGAGCTGAGCACCTGCTTCTTCCTGTGCCTGCTGAGGTTCTGCTTCTCTGCCACZCAGG
AGATACTACCTGGGEGCTGTGGAGCTTTCTTGOCACTACATGCAGTCTGACCTGEGEGAGCTGCCT
GTGGATG CEGCTTCCCﬁC CAGAGTGCCCARATCCTTCCCATTCAACACCTCTGTGGTCTACAAG
AAGACCCTCTTTGTGGAGTTCACTGACCAC '”TM“AAC?T'”“”AAf”CCKG ;CCACCCTGGATG
GGACTCCT GGK”P”K”KAT““ACGK KGG“GTA 'GACACTGTGGTCGTCACCCTCAAGAACATG
GCCTCCCACCCTGTGAGCCTGCATGCTGTGEGEGTCAGC TAC““GAAf TCCTCTGAGGGGGCTGAG
TATGATGACCAGACCTCCCAGAGGGAGARGGAGGA ”“”AL“”“GTTCC( TGGGAAGAGCCACACC
TATGTGTGGCAGGTCCTCARG AGAjTC” CCCACTG T”T”“”CCKC CTGCCTGACCZTACTC
TACCTTTCTCATGTGGRZICTG ARAGGACCTCAACTCTGGACTGATTGGG uP”'GCTGGTG“Gb
AGGGAGGGCTCCCTGEC AzACAhAA”“”CCEGA”P”' GCACARAGTTCATTCTCCTGTTITGCTG
TTTGATGA GG ARGAGCTGGCACTC miAAACCEACK)”T”P“'”iv sCAGGACAGGGATGCTGCC
TCTGECCAGGGC CUP” ARGATGCACACTGTGAATGGCTATGTGAACAGGAGCCTGCCTGGALCT
ATTGGCTG KACKGGAL“WCMWWCMAC' GGCATGTGATTGGCATGGGCACAACCCCTGAGGTGCAC
TCCATTTTC mwGA”Z—GCCZ\CACCTTCCTGGTC GGAACCACAGACAGGCCAGCCTGGAGATCAGC
CCCATCACCTTCCTCACTGCCCAGACCCTGCTGATGGACCTCGGACAGT TCCMC“'G”TCMC“’AC
ATCAGCTCCCACCAGCATGATGGCATGGAGGCCTATGTCAAGGTGGACAGCTGCC sAGGAGCCA
CKGCTCAC”TWCXJ”AAKAA'hAC”KG CTGAGGACTATGATGATGACCTGACT( ACTC“”“”AL
ATGTGGTCCGCTTTGATGATGACAACAGCCCATCCTTCATTCAGS TCAGGTC“GTG CCARGAAR
CKC CCARAGACCTGGGETGCACTACATTGCTGCTGAGGAGGAGGACTGGGACTATGCCCCACTGGT
CTGGCCCCTGATGACAGGAGCTACAAGAGCCAGTACCTCAACAATGGCCCACAGAGGATTGGACGC
AAGTACAAGANAGTCAGGTTCATGGCCTACACTGATGAR KCCTTCAACAP” GGGAGGCCATTCAG
ATGAGTCTGGCATCCTGGGCCCACTCCTGTATGEGGAGGTGEEGGACACCCTGCTCATCATCTTC
AAGANCCAGGCCTCCAGGCCCTACAACATCTACCC C”WCUKA CRC'”TWCM“ACuCC CTGTAC
AGCCGCAGGCTGCCAAAGGGGGTGAARCACCTCAAGGACTTCCCCATTCTGCCT GG AGATCTTC
AAGTACAAGTGGACTGTCACTGTGGAGGATGGACCAACCARATCTGACCCCAGETG ACCAG!
TACTACTCCAGCTTTGTGARACAT GGAGAGGGACCTGGCCTCTGGCCTGA’ mwGC ACMZ”'CZT
TGCTACAAGGAGTCTGTGGACCAGAGGGGAAACCAGATCATGTCTGACAAGAGGAATGTGATTCTG
TTCTCTGTCTTTGATGAGARACA hAC 'GGTACCTGACTGAGAACATTCAGCGCTTCCTGCCCAAC
CCTGCTGGEGTGCAGCTGGAGGACT SAGTTCCAGGCCAGCAACATCATGCACTCCATCAATGGEC
TKTGTGTTTGACAGC( TCCAGCTTT CMWWCMW”CMZ” TGAGGTGGCCTACTGGTACATTCTTTCT
ATTGGGGCCCAGACTGACTTCCTTTICTGTCTTCTTICTCTGGCTACACCTTCARACACAAGATGGTG
ATGAGGACACCCTGACCCTCTTCCCATTCTCTGEGGAGACTGTGTTCATGAGCATGGAGAACCCT
GGCCTGTGGATTCTGGGATGCCACAACTCTGACTTCC C“AAKACGGG ATGKCTG’CCT CTCARA
GTCTCCTCCTGTGACAAGRACACTG Cuhﬂ TACTATGAGGACAGCTATG hACAT”'”T CTAC
CTGCTCACCAACK)”AAT CATTGAGCCCAGGAGCTTCAGCC ”AAT”KAC TGTCCTGRAAACGC
CACCAGAGGGAGATCACCAGGACCACCCTCCAGTCTY A”KAC”“” SAGATTGACTATGATGACACC
ATTTCTGTGGAGATGAASGARARGAGGACT TGXC””CT*”CAP” GGACGAGANCCAGAGCCCAAGG
AGCTTCCAGAAGAAGACCAGGCACTACTTCATTGCTGCTGTGGAGCGCCTGTGGGACTATG CCZT
AGCTCCAGCCCCCATGTCCTCAGGAACAGGGCCCAGTCTGGCTCTGTGCCACAGT TCAAGARAGT

{(Continued)
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GTCTTCCAAGAGTTCACTGATGGCAGCTTCACCCAGCCCOT .T?—\C G?—\gCuuAC”‘ GAI XT\J?—\ CAC

CTGGGACTCCTGEGCCCATACATCAGGGCTGAGGTGGAGGACAACATCA sTGACCTTCCGCARC
CAGGCCTCCAGGCCCTACAGCTTCT, ”'“gC'T’JC TCATCE \JC'T;\\ CLH:\JP\@JAC” AGAGGCAGGGG
GCTGAGCCACGCAAGAACTTTGTGAAACCCAATGARACCARAG. C”’T‘AC uuAAPJ:T {CAGCA
CACATGGCCCCCACCARGGATGAGTTTGACTGCARGGCCTGGGCCTACTTCT G?—‘xm 2T (5G] ACCTG
GZ\\\J \AGGATGT ”‘Z\CT’CTG JCCTGATTGGCCCACTCCTGGTCTGCCACACCARCACCCTGAACCCT
GCCCATGGAAGGCARGTGACTGTGC] uuACJ.T GCCCTCTTCTTCACCATCTTTGATGARACCAAG
. J;'\JTGK”.“. \WCTTCACTGAGARCATGGAGCGCAACTGCAGGGCCCCATGCARACAT TCAGATGGAGGAL
C ”‘Z\C TCARAGAGAACTACCGCTTCCAT ’?C \TCAATGG iT?—\C \TCA uuAC'TSC TGCCTEGEGE
CTTG ATGCC CAGGACCAGAGGATCAGGTGGTACCTGCTTTCTAT CGCC 'CCAAT ACI J—\C \TT
CACTCCATCCACTTCTCTGGGCATGTCTTCACTGTGCGCAAGRAGGAGGAGTACAAGATGGCCCTG
TACAACCTCTACCH GGGT’CT TGAGACTG uuAC, T GCTGCCCTCCAAAGCTH C”’ C'T“’“/T\uf~
GTGGAGTGCCTCATTGOGEAGCACCTGCATGCTGGCATGAGCACCCTGTTCCTGE CAGCAAC
AAGTGCCAGACCCCCCTGGGAATGGCCTCTG .CCACA AGGGACT C'Cng AC’T GCCTCTGGC
GTATGGC 'AG. G ’GCC CCCARGCT ’GC '7&3’“ STCCE ”'T'AC'”?”“ GATCCATCARATGCCTGGAGC
ACCAAGGAGCCATTCAGCTGGATCAAAGTGGACCTGCTGGCCCCCATGATCATCCATG \JC TCAAG

ACCCACGGG CCAG AC AGTTCT f’“gC”’Tg ACATCAGCCAGTTCATCATCATGTACAGCCTG
GATGGCAAGARATGGCAGACCTACAGAGGCAACTCCACTGEARCACTCATGGTCTTCTTTGGCART

\JTuuACAGC 'CTGGCA CF.J—&\JC'“ CARACA C JSC CCCARTCATCGCCAGATALT ATéACu’CTG
CACCCCACCCACTACAGCATCCGCAGCACCCTCAGGATG KK;C GATGGGCTGETGACCTGARACTCC
TGCAGCATGCCCCTGEGCATGGAGAGCAAGGCCATTT C'T“ GCCCAGATCACTGCC ”’”AGCTAC
TTCACCAARCATGTTTGCCACCTGGAGCCCAAGCAAGGTC] GCC 'GCACCTCCAGGGAAGGAGCAART
GCCTGGAGGCCCCAGGTCAACARCCCRAR G;\\.\JT GCTGCAGGTGGACTT ””AGAF—&GAC( TGAAG
GTCACTGGGGTGACCACCCAGGGGETCARGAGCCTGCTCACCAGCATGTATGTGAAGGAGTTCCTG
ATCAGCTCCAGCCAGGATGGCCACCAGTGGACCCTCTTCTT ,”’7—\\; \ATG C”’ GTCARGGTGTTC
CAGGGCAACCAGGACAGCTTCACCCCTGTGE] G?—\ACTQC TG J\JC CCCTCCTGACCAGATAC
) GZ\\JCJ T TCACCCCCAGAGCT '"’GG CCACCAGATTGCCCTGAGGATGGAGGTCCTGGGATGTGAG
SCCCAGGACCTGTACTGA {SEQ ID NO:94)
o 1§ — L T "y /
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ATGCAGATTGAGCTGAGCACCTGCTTCTTCCTGTGCCTGCTGAGGTTCTGCTTCTCTGCCACCAGG
AGATACTACCTGGGEGCTGTGGAGCTTTCTTGOCACTACATGCAGTCTGACCTGEGEGAGCTGCCT
GTGGATG CKGCTTCCCKC CAGAGTGCCCARATCCTTCCCATTCAACACCTCTGTGGTCTACAAG
AAGACCCTCTTTGTGGAGTTCACTGACCAC '”T““AAC?T'”“”AAﬁ”CCKG ;CCACCCTGGATG
GGACTCCT GGK”P”K”KATM“ACGK KGG“GTA 'GACACTGTG ATCACCCTCAAGARACATG
GCCTCCCACCCTGTGAGCCTGCATGCTGTGEGEGTCAGC TAC“”GAAGG CTCTGAGGGGEGCTGAG
TATGATGACCAGACCTCCCAGAGGGAGAAGGAGGATGACAARAGTGTTCCCTGGEGECAGCCACACT

TATGTGTGGCAGGTCCTCARG AGA[Tﬂ” CCCATGGC T”T”“”CCEC'CTG‘CTGACCTACTC
TACCTTTCTCATGTGGACCTG AAGGACCTCAACTCTGGACTGATTGEE uP”'GCTGGTG“Gb

AGGGAGGGCTCCCTGEC AzACAhAA”“”CCEGA”P”' GCACARAGTTCATTCTCCTGTTITGCTG
TTTGATGA GG ARGAGCTGGCACTC miAAACCEACK)”T”P”'”iv sCAGGACAGGGATGCTGCC
TCTGECCAGGGC CUP” ARGATGCACACTGTGAATGGCTATGTGAACAGGAGCCTGCCTGGALCT
ATTGGCTG KACKGGAL“WCMWWC“AC' GGCATGTGATTGGCATGGGCACAACCCCTGAGGTGCAC
TCCATTTTC mwGA”Z—GCCZ\CACCTTCCTGGTC GGAACCACAGACAGGCCAGCCTGGAGATCAGC
CCCATCACCTTCCTCACTGCCCAGACCCTGCTGATGGACCTCGGACAGT TCCmﬂ“'G”TCmC“’AC
ATCAGCTCCCACCAGCATGATGGCATGGAGGCCTATGTCAAGGTGGACAGCTGCC sAGGAGCCA
CKGCTCAC”TWCXJ”AAKAA'hAC”KG CTGAGGACTATGATGATGACCTGACT( ACTC“”“”AL
ATGTGGTCCGCTTTGATGATGACAACAGCCCATCCTTCATTCAGS TCAGGTC“GTG CCARGAAR
CKC CCARAGACCTGGGETGCACTACATTGCTGCTGAGGAGGAGGACTGGGACTATGCCCCACTGGT
CTGGCCCCTGATGACAGGAGCTACAAGAGCCAGTACCTCAACAATGGCCCACAGAGGATTGGACGC
AAGTACAAGANAGTCAGGTTCATGGCCTACACTGATGAR KCCTTCEACAP” GGGAGGCCATTCAG
ATGAGTCTGGCATCCTGGGCCCACTCCTGTATGEGGAGGTGEEGGACACCCTGCTCATCATCTTC
AAGANCCAGGCCTCCAGGCCCTACAACATCTACCC C?mCu‘A CRC'”TWCM“ACuCC CTGTAC
AGCCGCAGGCTGCCAAAGGGGGTGAARCACCTCAAGGACTTCCCCATTCTGCCT GG AGATCTTC
AAGTACAAGTGGACTGTCACTGTGGAGGATGGACCAACCARATCTGACCCCAGETG ACCAG!
TACTACTCCAGCTTTGTGARACAT GGAGAGGGACCTGGCCTCTGGCCTGA’ mwGC ACMZ”'CZT
TGCTACAAGGAGTCTGTGGACCAGAGGGGAAACCAGATCATGTCTGACAAGAGGAATGTGATTCTG
TTCTCTGTCTTTGATGAGARACA hAC 'GGTACCTGACTGAGAACATTCAGCGCTTCCTGCCCAAC
CCTGCTGGEGTGCAGCTGGAGGACT SAGTTCCAGGCCAGCAACATCATGCACTCCATCAATGGEC
TKTGTGTTTGACAGC( TCCAGCTTT CMWWCMW”CMZ” TGAGGTGGCCTACTGGTACATTCTTTCT
ATTGGGGCCCAGACTGACTTCCTTTICTGTCTTCTTICTCTGGCTACACCTTCARACACAAGATGGTG
ATGAGGACACCCTGACCCTCTTCCCATTCTCTGEGGAGACTGTGTTCATGAGCATGGAGAACCCT
GGCCTGTGGATTCTGGGATGCCACAACTCTGACTTCC C“AAKACGGG ATGKCTG‘CCT CTCARA
GTCTCCTCCTGTGACAAGRACACTGGEGACTACTATGAGGACAGCTATG hACAT”'”T CTAC
CTGCTCACCEACK)”AATACCEC TACGTGAACCGCTCCCTGAGCCAGAATCCACCTGTCCTGAAA
CCACCAGA GG AGATCACCAGGACCACCCTCCAGTCTGACCAGGAGGAGATTGACTATGATGAC
ACCATTTCTGTGGAGATGAAGAAAGAG ACTT“ SACATCTATGACGAGGACGAGAACCAGAGCCCA
AC”“” TTC ‘AGAA@AACAP” GGCACTACTTCATTGCTGCTGTGGAGCGCCTGTGGGACTATGEC
ATGAG CAGCCCCCATGTCCTCAGGAACAGGGCCCAGTCTGGCTCTGTGCCACAGT TCARGARAA

{(Continued)

Figure 35A



WO 2017/083762

PCT/US2016/061684
53/89

GTGK”m TTCCAAGAGTT C'“ CTGATGGCAGCT ’J\JP\ SCCCCTGTAC AC%;UCGZ\\JCT”AAT SAG
”‘Z\C TGEGGACTCCTGEGEEC TlTACTl AGGGCTGAGGTGGAGGACAACATCATGGTGACCTTC
CAGGCCTCCAG ”JC iT?—\C SCTTCTACAGCTCCCT ”‘7‘mC'AGCT’ATGP\ubACG?—\C AGAGGCAG
u’GuC”‘ 'GAGCCACGCARGAACTT CT\J.J,ACCCAA 'GARACCAAGACCTACTTCTGGARAGTCCAG
\CCACATGGCCCCCACCAAGGATGAGTTTGACTGCAAGGCCT GG .CCTA”‘T C'”f‘T AT \:r‘.;AC
CTGGAGAAGH! GCACT TGGCCTGATTGGCCCACTCCT ZGT”‘ C”‘?—\C P\”‘?—\CC”‘ GARC
CCTGCCCATGEARGGCAAGTGACTGTGCAGGAGTTTGCC CACCA C Cl XT\J.J,AC
. mg/?\ CTGGTACTTC CTJ \GAACATGGAGCGCAACTGC] GGG CCATGCAAL CAGATGGAG
GACCC 'ACC mf‘AAuwAC Z\C ACCGCTTCCATGCCATCAAT ’GC CATCAT G?—\C CCCTGCCT
GGGCTTGTCATGGCCCAGGACCAGAGGATCAGGTGGTACCTGCTTTCTATGGGCTCCAATGAGARC
AT””ACT’JC \TCCACTT C'”f”“C GGCATGTCTTCACTGTGCG i?.J—‘xg \AGGAGGAGTACAAGATGECC
CTGTACAACCTCTACCCTGGGEGTCTTTGAGACTGTGGAGATGCTGCCCTCCARAAGCTGGCATCTGG
AGGGT G;\\\JT SCCTCAT uf“ GGAGCACCT ”’“mC”’T SGCATGAGCA ”JC 'GTTCCTGGTCTACAGC
AACAAGTGCCAGACCCCCCTGGGAATG C CCTCTGGCCACATCAGGGACTTCCAGATCACTGCCTCT
GGC KACT?—\ GGCCAGTGGGCCCCCA ’”mC GCCAGGC ”’”ACT?—\CT’CTG SATCCATCAATGCCTGG
AGCACCAAGGAGCCATTCAGCTGGATCAAAGTGGACCTGCTGGCCCCCAS G”CACCA '‘GGCATC
GZ\CC CAGGGGGCCAGGCAGARGTTCTCCAGCCTGTACATCAGCCAGTTCATCATCATGTACAGC
GGATGGCARGA ,ATGCC \GACCTAC? GZ\\JC”’ AC’T’QC \CTG .1.,ACP\”‘T” VT ZGT”‘T "CTTT
ATCGTGGACAGCTCTGGCATCAAGCACAALCA CAACCCCCCAATCATCGCCAGATACATCA \JG
GCARCC ”’Z\CC”?—\C AGCATCCGCAGC C TCAGGATGGAGCTGATGGGCTGTGACCTGAAL
TCCTGCAGCA TGC C GGCATGE! G?—\g iF.A\JGCCATT’ ) G?—‘x -CCCAGAT C'“” "GCCT CZ\(“
TACTTCACCAACATGTTTG C”‘?—\C TGGAGCCCAAGCAAGGCCAGGLT ”‘Z\C iTCC.Au’GG \AGGAGC
AATGCCTGGAGGC ”’”AGGTC \ACARCCC J,A\JCH;, GGCT .”‘“gC GACTTCCAGARAGACCATG
AAGGTCACTGGGEGETGACCA AGGGGGTCAAGAGCCTGCTCA C”‘ \JC GTATGTGAAGGAGTTC
CTGATCAGCT ’CAGCCACGZ\ C SCC7 ”’”AGTGGA CCCTCTTCTTCCAGRATGG ::.xA\JGTC.A \GGTG
T’”CTJ’“ CARCCAGGACAGCTT C“JC CTGTGETGAACAGCCTGGACCCCCCCCTCCTGACCAGA
r“/?\”"”“C“ GGATTCACCC ”‘7‘\3/1 TGGGET ”’Z\C AGATTGCCCTGAGGATGGAGGTCCTGGEATGT
GAGGCCCAGGACCTGTACTGA QSFQ ID NC:95)
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ATGCAGATTGAGCTGAGCACCTGCTTCTTCCTGTGCCTGCTGAGGTTCTGCTTCTCTGCCACCAGG
AGATACTACCTGGGEGCTGTGGAGCTTTCTTGOCACTACATGCAGTCTGACCTGEGEGAGCTGCCT
GTGGATG CEGCTTCCCﬁC CAGAGTGCCCARATCCTTCCCATTCAACACCTCTGTGGTCTACAAG
AAGACCCTCTTTGTGGAGTTCACTGACCAC '”T““AAC?T'”“”AAf”CCKG ;CCACCCTGGATG
GGACTCCT GGK”P”K”KAT““ACGK KGG“GTA 'GACACTGTGGTCGTCACCCTCAAGAACATG
GCCTCCCACCCTGTGAGCCTGCATGCTGTGEGEGTCAGC TAC““GAAf TCCTCTGAGGGGGCTGAG
TATGATGACCAGACCTCCCAGAGGGAGAAGGAGGA' ”“”AL“”“GTTCC( TGGGAAGAGCCACACC
TATGTGTGGCAGGTCCTCARG AGAjTC” CCCACTG T”T”“”CCEC CTGCCTGACCZTACTC
TACCTTTCTCATGTGGACCTG AAGGACCTCAACTCTGGACTGATTGEE gp”'GCTGGTG“Gb
AGGGAGGGCTCCCTGEC AzACAhAA”“”CCAGA”P”' GCACARAGTTCATTCTCCTGTTITGCTG
TTTGATGA GG ARGAGCTGGCACTC miAAACCEACK)”T”P“'”iv sCAGGACAGGGATGCTGCC
TCTGECCAGGGC CUP” ARGATGCACACTGTGAATGGCTATGTGAACAGGAGCCTGCCTGGALCT
ATTGGCTG KACKGGAL“WCMWWCMAC' GGCATGTGATTGGCATGGGCACAACCCCTGAGGTGCAC
TCCATTTTC mwGA”Z—GCCZ\CACCTTCCTGGTC GGAACCACAGACAGGCCAGCCTGGAGATCAGC
CCCATCACCTTCCTCACTGCCCAGACCCTGCTGATGGACCTCGGACAGT TCCMC“'G”TCMC“‘AC
ATCAGCTCCCACCAGCATGATGGCATGGAGGCCTATGTCAAGGTGGACAGCTGCC sAGGAGCCA
CKGCTCﬁcﬁﬁmCXJ”AAKAA'hAC”WG sCTGAGGACTATGATGATGACCTGACTI ACTC“”“”AL
ATGTGGTCCGCTTTGATGATGACAACAGCCCATCCTTCATTCAGS TCAGGTC“GTG CCAAGARA
CKC CCARAGACCTGGGETGCACTACATTGCTGCTGAGGAGGAGGACTGGGACTATGCCCCACTGGT
CTGGCCCCTGATGACAGGAGCTACAAGAGCCAGTACCTCAACAATGGCCCACAGAGGATTGGACGC
AAGTACAAGANAGTCAGGTTCATGGCCTACACTGATGAR KCCTTCAACAP” GGGAGGCCATTCAG
ATGAGTCTGGCATCCTGGGCCCACTCCTGTATGEGGAGGTGEEGGACACCCTGCTCATCATCTTC
AAGANCCAGGCCTCCAGGCCCTACAACATCTACCC C”WCUKA CRC'”TWCM“ACuCC CTGTAC
AGCCGCAGGCTGCCAAAGGGGGTGAARCACCTCAAGGACTTCCCCATTCTGCCT GG AGATCTTC
AAGTACAAGTGGACTGTCACTGTGGAGGATGGACCAACCARATCTGACCCCAGETG ACCAG!
TACTACTCCAGCTTTGTGARACAT GGAGAGGGACCTGGCCTCTGGCCTGA’ mwGC ACMZ”'CZT
TGCTACAAGGAGTCTGTGGACCAGAGGGGAAACCAGATCATGTCTGACAAGAGGAATGTGATTCTG
TTCTCTGTCTTTGATGAGARACA hAC 'GGTACCTGACTGAGAACATTCAGCGCTTCCTGCCCAAC
CCTGCTGGEGTGCAGCTGGAGGACT SAGTTCCAGGCCAGCAACATCATGCACTCCATCAATGGEC
TKTGTGTTTGACAGC( TCCAGCTTT CMWWCMW”CMZ” TGAGGTGGCCTACTGGTACATTCTTTCT
ATTGGGGCCCAGACTGACTTCCTTTICTGTCTTCTTICTCTGGCTACACCTTCARACACAAGATGGTG
ATGAGGACACCCTGACCCTCTTCCCATTCTCTGEGGAGACTGTGTTCATGAGCATGGAGAACCCT
GGCCTGTGGATTCTGGGATGCCACAACTCTGACTTCC ﬂ“AAKACuGG ATGKCTG’CCT CTCARA
GTCTCCTCCTGTGACAAGRACACTGGEGACTACTATGAGGACAGCTATG hACAT”'”T CTAC
CTGCTCACCEACK)”AATACCEC TACGTGAACCGCTCCCTGAGCCAGAATCCACCTGTCCTGAAA
CCACCAGA GG AGATCACCAGGACCACCCTCCAGTCTGACCAGGAGGAGATTGACTATGATGAC
ACCATTTCTGTGGAGATGAAGAARGAG ACTT“ SACATCTATGACGAGGACGAGAACCAGAGCCCA
AC”“” TTC ’AGAA@AACAP” GGCACTACTTCATTGCTGCTGTGGAGCGCCTGTGGGACTATGEC
ATGAG CAGCCCCCATGTCCTCAGGAACAGGGCCCAGTCTGGCTCTGTGCCACAGT TCARGARAA
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GTGK”m TTCCAAGAGTT C'“ CTGATGGCAGCT ’J\JP\ SCCCCTGTAC AC%;UCGZ\\JCT”AAT SAG
”‘Z\C TGEGGACTCCTGEGEEC TlTACTl AGGGCTGAGGTGGAGGACAACATCATGGTGACCTTC
CAGGCCTCCAG ”JC iT?—\C SCTTCTACAGCTCCCT ”‘7‘mC'AGCT’ATGP\ubACG?—\C AGAGGCAG
u’GuC”‘ 'GAGCCACGCARGAACTT CT\J.J,ACCCAA 'GARACCAAGACCTACTTCTGGARAGTCCAG
\CCACATGGCCCCCACCAAGGATGAGTTTGACTGCAAGGCCT GG .CCTA”‘T C'”f‘T AT \:r‘.;AC
CTGGAGAAGH! GCACT TGGCCTGATTGGCCCACTCCT ZGT”‘ C”‘?—\C P\”‘?—\CC”‘ GARC
CCTGCCCATGEARGGCAAGTGACTGTGCAGGAGTTTGCC CACCA C Cl XT\J.J,AC
. mg/?\ CTGGTACTTC CTJ \GAACATGGAGCGCAACTGC] GGG CCATGCAAL CAGATGGAG
GACCC 'ACC mf‘AAuwAC Z\C ACCGCTTCCATGCCATCAAT ’GC CATCAT G?—\C CCCTGCCT
GGGCTTGTCATGGCCCAGGACCAGAGGATCAGGTGGTACCTGCTTTCTATGGGCTCCAATGAGARC
AT””ACT’JC \TCCACTT C'”f”“C GGCATGTCTTCACTGTGCG i?.J—‘xg \AGGAGGAGTACAAGATGECC
CTGTACAACCTCTACCCTGGGEGTCTTTGAGACTGTGGAGATGCTGCCCTCCARAAGCTGGCATCTGG
AGGGT G;\\\JT SCCTCAT uf“ GGAGCACCT ”’“mC”’T SGCATGAGCA ”JC 'GTTCCTGGTCTACAGC
AACAAGTGCCAGACCCCCCTGGGAATG C CCTCTGGCCACATCAGGGACTTCCAGATCACTGCCTCT
GGC KACT?—\ GGCCAGTGGGCCCCCA ’”mC GCCAGGC ”’”ACT?—\CT’CTG SATCCATCAATGCCTGG
AGCACCAAGGAGCCATTCAGCTGGATCAAAGTGGACCTGCTGGCCCCCAS G”CACCA '‘GGCATC
GZ\CC CAGGGGGCCAGGCAGARGTTCTCCAGCCTGTACATCAGCCAGTTCATCATCATGTACAGC
GGATGGCARGA ,ATGCC \GACCTAC? GZ\\JC”’ AC’T’QC \CTG .1.,ACP\”‘T” VT ZGT”‘T "CTTT
ATCGTGGACAGCTCTGGCATCAAGCACAALCA CAACCCCCCAATCATCGCCAGATACATCA \JG
GCARCC ”’Z\CC”?—\C AGCATCCGCAGC C TCAGGATGGAGCTGATGGGCTGTGACCTGAAL
TCCTGCAGCA TGC C GGCATGE! G?—\g iF.A\JGCCATT’ ) G?—‘x -CCCAGAT C'“” "GCCT CZ\(“
TACTTCACCAACATGTTTG C”‘?—\C TGGAGCCCAAGCAAGGCCAGGLT ”‘Z\C iTCC.Au’GG \AGGAGC
AATGCCTGGAGGC ”’”AGGTC \ACARCCC J,A\JCH;, GGCT .”‘“gC GACTTCCAGARAGACCATG
AAGGTCACTGGGEGETGACCA AGGGGGTCAAGAGCCTGCTCA C”‘ \JC GTATGTGAAGGAGTTC
CTGATCAGCT ’CAGCCACGZ\ C SCC7 ”’”AGTGGA CCCTCTTCTTCCAGRATGG ::.xA\JGTC.A \GGTG
T’”CTJ’“ CARCCAGGACAGCTT C“JC CTGTGETGAACAGCCTGGACCCCCCCCTCCTGACCAGA
r“/?\”"”“C“ GGATTCACCC ”‘7‘\3/1 TGGGET ”’Z\C AGATTGCCCTGAGGATGGAGGTCCTGGEATGT
GAGGCCCAGGACCTGTACTGA QSFQ ID NC:96)
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ATGCAGATTGAGCTGAGCACCTGCTTCTTCCTGTGCCTGCTGAGGTTCTGCTTCTCTGCCACCAGG
AGATACTACCTGGGEGCTGTGGAGCTTTCTTGOCACTACATGCAGTCTGACCTGEGEGAGCTGCCT
GTGGATG CKGCTTCCCKC CAGAGTGCCCARATCCTTCCCATTCAACACCTCTGTGGTCTACAAG
AAGACCCTCTTTGTGGAGTTCACTGACCAC '”T““AAC?T'”“”AAﬁ”CCKG ;CCACCCTGGATG
GGACTCCT GGK”P”K”KATM“ACGK KGG“GTA 'GACACTGTG ATCACCCTCAAGARACATG
GCCTCCCACCCTGTGAGCCTGCATGCTGTGEGEGTCAGC TAC“”GAAGG CTCTGAGGGGEGCTGAG
TATGATGACCAGACCTCCCAGAGGGAGAAGGAGGATGACAARAGTGTTCCCTGGEGECAGCCACACT

TATGTGTGGCAGGTCCTCARG AGA[Tﬂ” CCCATGGC T”T”“”CCEC'CTG‘CTGACCTACTC
TACCTTTCTCATGTGGACCTG AAGGACCTCAACTCTGGACTGATTGEE uP”'GCTGGTG“Gb

AGGGAGGGCTCCCTGEC AzACAhAA”“”CCEGA”P”' GCACARAGTTCATTCTCCTGTTITGCTG
TTTGATGA GG ARGAGCTGGCACTC miAAACCEACK)”T”P”'”iv sCAGGACAGGGATGCTGCC
TCTGECCAGGGC CUP” ARGATGCACACTGTGAATGGCTATGTGAACAGGAGCCTGCCTGGALCT
ATTGGCTG KACKGGAL“WCMWWCMAC' GGCATGTGATTGGCATGGGCACAACCCCTGAGGTGCAC
TCCATTTTC mwGA”Z—GCCZ\CACCTTCCTGGTC GGAACCACAGACAGGCCAGCCTGGAGATCAGC
CCCATCACCTTCCTCACTGCCCAGACCCTGCTGATGGACCTCGGACAGT TCCMC“'G”CCMC“’AC
ATCAGCTCCCACCAGCATGATGGCATGGAGGCCTATGTCAAGGTGGACAGCTGCC sAGGAGCCA
CﬁGCTCAC”TmCXJ”AAKAA'hAC”KG CTGAGGACTATGATGATGACCTGACT( ACTC“”“”AL
ATGTGGTCCGCTTTGATGATGACAACAGCCCATCCTTCATTCAGS TCAGGTC“GTG CCARGAAR
CKC CCARAGACCTGGGETGCACTACATTGCTGCTGAGGAGGAGGACTGGGACTATGCCCCACTGGT
CTGGCCCCTGATGACAGGAGCTACAAGAGCCAGTACCTCAACAATGGCCCACAGAGGATTGGACGC
AAGTACAAGANAGTCAGGTTCATGGCCTACACTGATGAR KCCTTCAACAP” GGGAGGCCATTCAG
ATGAGTCTGGCATCCTGGGCCCACTCCTGTATGEGGAGGTGEEGGACACCCTGCTCATCATCTTC
AAGANCCAGGCCTCCAGGCCCTACAACATCTACCC C”WCUKA CRC'”TWCM“ACuCC CTGTAC
AGCCGCAGGCTGCCAAAGGGGGTGAARCACCTCAAGGACTTCCCCATTCTGCCT GG AGATCTTC
AAGTACAAGTGGACTGTCACTGTGGAGGATGGACCAACCARATCTGACCCCAGETG ACCAG!
TACTACTCCAGCTTTGTGARACAT GGAGAGGGACCTGGCCTCTGGCCTGA’ mwGC ACMZ”'CZT
TGCTACAAGGAGTCTGTGGACCAGAGGGGAAACCAGATCATGTCTGACAAGAGGAATGTGATTCTG
TTCTCTGTCTTTGATGAGARACA hAC 'GGTACCTGACTGAGAACATTCAGCGCTTCCTGCCCAAC
CCTGCTGGEGTGCAGCTGGAGGACT SAGTTCCAGGCCAGCAACATCATGCACTCCATCAATGGEC
TKTGTGTTTGACAGC( TCCAGCTTT CMWWCMW”CMZ” TGAGGTGGCCTACTGGTACATTCTTTCT
ATTGGGGCCCAGACTGACTTCCTTTICTGTCTTCTTICTCTGGCTACACCTTCARACACAAGATGGTG
ATGAGGACACCCTGACCCTCTTCCCATTCTCTGEGGAGACTGTGTTCATGAGCATGGAGAACCCT
GGCCTGTGGATTCTGGGATGCCACAACTCTGACTTCC C“AAKACGGG ATGKCTG’CCT CTCARA
GTCTCCTCCTGTGACAAGRACACTG Cuhﬂ TACTATGAGGACAGCTATG hACAT”'”T CTAC
CTGCTCACCAACK)”AAT CATTGAGCCCAGGAGCTTCAGCC ”AAT”KAC TGTCCTGRAAACGC
CACCAGAGGGAGATCACCAGGACCACCCTCCAGTCTY A”KAC”“” SAGATTGACTATGATGACACC
ATTTCTGTGGAGATGAASGARARGAGGACT TGXC””CT*”CAP” GGACGAGANCCAGAGCCCAAGG
AGCTTCCAGAAGAAGACCAGGCACTACTTCATTGCTGCTGTGGAGCGCCTGTGGGACTATG CCZT
AGCTCCAGCCCCCATGTCCTCAGGAACAGGGCCCAGTCTGGCTCTGTGCCACAGT TCAAGARAGT
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GTCTTCCAAGAGTTCACTGATGGCAGCTTCACCCAGCCCOT .T?—\C G?—\gCuuAC”‘ GAI XT\J?—\ CAC

CTGGGACTCCTGEGCCCATACATCAGGGCTGAGGTGGAGGACAACATCA sTGACCTTCCGCARC
CAGGCCTCCAGGCCCTACAGCTTCT, ”'“gC'T’JC TCATCE \JC'T;\\ CLH:\JP\@JAC” AGAGGCAGGGG
GCTGAGCCACGCAAGAACTTTGTGAAACCCAATGARACCARAG. C”’T‘AC uuAAPJ:T {CAGCA
CACATGGCCCCCACCARGGATGAGTTTGACTGCARGGCCTGGGCCTACTTCT G?—‘xm 2T (5G] ACCTG
GZ\\\J \AGGATGT ”‘Z\CT’CTG JCCTGATTGGCCCACTCCTGGTCTGCCACACCARCACCCTGAACCCT
GCCCATGGAAGGCARGTGACTGTGC] uuACJ.T GCCCTCTTCTTCACCATCTTTGATGARACCAAG
. J;'\JTGK”.“. \WCTTCACTGAGARCATGGAGCGCAACTGCAGGGCCCCATGCARACAT TCAGATGGAGGAL
C ”‘Z\C TCARAGAGAACTACCGCTTCCAT ’?C \TCAATGG iT?—\C \TCA uuAC'TSC TGCCTEGEGE
CTTG ATGCC CAGGACCAGAGGATCAGGTGGTACCTGCTTTCTAT CGCC 'CCAAT ACI J—\C \TT
CACTCCATCCACTTCTCTGGGCATGTCTTCACTGTGCGCAAGRAGGAGGAGTACAAGATGGCCCTG
TACAACCTCTACCH GGGT’CT TGAGACTG uuAC, T GCTGCCCTCCAAAGCTH C”’ C'T“’“/T\uf~
GTGGAGTGCCTCATTGOGEAGCACCTGCATGCTGGCATGAGCACCCTGTTCCTGE CAGCAAC
AAGTGCCAGACCCCCCTGGGAATGGCCTCTG .CCACA AGGGACT C'Cng AC’T GCCTCTGGC
GTATGGC 'AG. G ’GCC CCCARGCT ’GC '7&3’“ STCCE ”'T'AC'”?”“ GATCCATCARATGCCTGGAGC
ACCAAGGAGCCATTCAGCTGGATCAAAGTGGACCTGCTGGCCCCCATGATCATCCATG \JC TCAAG

ACCCACGGG CCAG AC AGTTCT f’“gC”’Tg ACATCAGCCAGTTCATCATCATGTACAGCCTG
GATGGCAAGARATGGCAGACCTACAGAGGCAACTCCACTGEARCACTCATGGTCTTCTTTGGCART

\JTuuACAGC 'CTGGCA CF.J—&\JC'“ CARACA C JSC CCCARTCATCGCCAGATALT ATéACu’CTG
CACCCCACCCACTACAGCATCCGCAGCACCCTCAGGATG KK;C GATGGGCTGETGACCTGARACTCC
TGCAGCATGCCCCTGEGCATGGAGAGCAAGGCCATTT C'T“ GCCCAGATCACTGCC ”’”AGCTAC
TTCACCAARCATGTTTGCCACCTGGAGCCCAAGCAAGGTC] GCC 'GCACCTCCAGGGAAGGAGCAART
GCCTGGAGGCCCCAGGTCAACARCCCRAR G;\\.\JT GCTGCAGGTGGACTT ””AGAF—&GAC( TGAAG
GTCACTGGGGTGACCACCCAGGGGETCARGAGCCTGCTCACCAGCATGTATGTGAAGGAGTTCCTG
ATCAGCTCCAGCCAGGATGGCCACCAGTGGACCCTCTTCTT ,”’7—\\; \ATG C”’ GTCARGGTGTTC
CAGGGCAACCAGGACAGCTTCACCCCTGTGE] G?—\ACTQC TG J\JC CCCTCCTGACCAGATAC
) GZ\\JCJ T TCACCCCCAGAGCT '"’GG CCACCAGATTGCCCTGAGGATGGAGGTCCTGGGATGTGAG
SCCCAGGACCTGTACTGA {SEQ ID NO:97)
o 1§ — L T "y /
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ATGCAGATTGAGCTGAGCACCTGCTTCTTCCTGTGCCTGCTGAGGTTCTGCTTCTCTGCCACCAGG
AGATACTACCTGGGEGCTGTGGAGCTTTCTTGOCACTACATGCAGTCTGACCTGEGEGAGCTGCCT
GTGGATG CKGCTTCCCKC CAGAGTGCCCARATCCTTCCCATTCAACACCTCTGTGGTCTACAAG
AAGACCCTCTTTGTGGAGTTCACTGACCAC '”T““AAC?T'”“”AAﬁ”CCKG ;CCACCCTGGATG
GGACTCCT GGK”P”K”KATM“ACGK KGG“GTA 'GACACTGTG ATCACCCTCAAGARACATG
GCCTCCCACCCTGTGAGCCTGCATGCTGTGEGEGTCAGC TAC“”GAAGG CTCTGAGGGGEGCTGAG
TATGATGACCAGACCTCCCAGAGGGAGAAGGAGGATGACAARAGTGTTCCCTGGEGECAGCCACACT

TATGTGTGGCAGGTCCTCARG AGA[Tﬂ” CCCATGGC T”T”“”CCEC'CTG‘CTGACCTACTC
TACCTTTCTCATGTGGACCTG AAGGACCTCAACTCTGGACTGATTGEE uP”'GCTGGTG“Gb

AGGGAGGGCTCCCTGEC AzACAhAA”“”CCEGA”P”' GCACARAGTTCATTCTCCTGTTITGCTG
TTTGATGA GG ARGAGCTGGCACTC miAAACCEACK)”T”P”'”1T sCAGGACAGGGATGCTGCC
TCTGECCAGGGC CUP” ARGATGCACACTGTGAATGGCTATGTGAACAGGAGCCTGCCTGGALCT
ATTGGCTG KACKGGAL“WCMWWC“AC' GGCATGTGATTGGCATGGGCACAACCCCTGAGGTGCAC
TCCATTTTC mwGA”Z—GCCZ\CACCTTCCTGGTC GGAACCACAGACAGGCCAGCCTGGAGATCAGC
CCCATCACCTTCCTCACTGCCCAGACCCTGCTGATGGACCTCGGACAGT TCCMC“'G”CCMC“’AC
ATCAGCTCCCACCAGCATGATGGCATGGAGGCCTATGTCAAGGTGGACAGCTGCC sAGGAGCCA
CKGCTCAC”TWCXJ”AAKAA'hAC”KG CTGAGGACTATGATGATGACCTGACT( ACTC“”“”AL
ATGTGGTCCGCTTTGATGATGACAACAGCCCATCCTTCATTCAGS TCAGGTC“GTG CCARGAAR
CKC CCARAGACCTGGGETGCACTACATTGCTGCTGAGGAGGAGGACTGGGACTATGCCCCACTGGT
CTGGCCCCTGATGACAGGAGCTACAAGAGCCAGTACCTCAACAATGGCCCACAGAGGATTGGACGC
AAGTACAAGANAGTCAGGTTCATGGCCTACACTGATGAR KCCTTCEACAP” GGGAGGCCATTCAG
ATGAGTCTGGCATCCTGGGCCCACTCCTGTATGEGGAGGTGEEGGACACCCTGCTCATCATCTTC
AAGANCCAGGCCTCCAGGCCCTACAACATCTACCC C?mCu‘A CKC'”TWCM“ACuCC CTGTAC
AGCCGCAGGCTGCCAAAGGGGGTGAARCACCTCAAGGACTTCCCCATTCTGCCT GG AGATCTTC
AAGTACAAGTGGACTGTCACTGTGGAGGATGGACCAACCARATCTGACCCCAGETG ACCAG!
TACTACTCCAGCTTTGTGARACAT GGAGAGGGACCTGGCCTCTGGCCTGA’ mwGC ACMZ”'CZT
TGCTACAAGGAGTCTGTGGACCAGAGGGGAAACCAGATCATGTCTGACAAGAGGAATGTGATTCTG
TTCTCTGTCTTTGATGAGARACA hAC 'GGTACCTGACTGAGAACATTCAGCGCTTCCTGCCCAAC
CCTGCTGGEGTGCAGCTGGAGGACT SAGTTCCAGGCCAGCAACATCATGCACTCCATCAATGGEC
TKTGTGTTTGACAGC( TCCAGCTTT CMWWCMW”CMZ” TGAGGTGGCCTACTGGTACATTCTTTCT
ATTGGGGCCCAGACTGACTTCCTTTICTGTCTTCTTICTCTGGCTACACCTTCARACACAAGATGGTG
ATGAGGACACCCTGACCCTCTTCCCATTCTCTGEGGAGACTGTGTTCATGAGCATGGAGAACCCT
GGCCTGTGGATTCTGGGATGCCACAACTCTGACTTCC C“AAKACGGG ATGKCTG‘CCT CTCARA
GTCTCCTCCTGTGACAAGRACACTGGEGACTACTATGAGGACAGCTATG hACAT”'”T CTAC
CTGCTCACCEACK)”AATACCEC TACGTGAACCGCTCCCTGAGCCAGAATCCACCTGTCCTGAAA
CCACCAGA GG AGATCACCAGGACCACCCTCCAGTCTGACCAGGAGGAGATTGACTATGATGAC
ACCATTTCTGTGGAGATGAAGAAAGAG ACTT“ SACATCTATGACGAGGACGAGAACCAGAGCCCA
AC”“” TTC ‘AGAA@AACAP” GGCACTACTTCATTGCTGCTGTGGAGCGCCTGTGGGACTATGEC
ATGAG CAGCCCCCATGTCCTCAGGAACAGGGCCCAGTCTGGCTCTGTGCCACAGT TCARGARAA

{(Continued)
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GTGK”m TTCCAAGAGTT C'“ CTGATGGCAGCT ’J\JP\ SCCCCTGTAC AC%;UCGZ\\JCT”AAT SAG
”‘Z\C TGEGGACTCCTGEGEEC TlTACTl AGGGCTGAGGTGGAGGACAACATCATGGTGACCTTC
CAGGCCTCCAG ”JC iT?—\C SCTTCTACAGCTCCCT ”‘7‘mC'AGCT’ATGP\ubACG?—\C AGAGGCAG
u’GuC”‘ 'GAGCCACGCARGAACTT CT\J.J,ACCCAA 'GARACCAAGACCTACTTCTGGARAGTCCAG
\CCACATGGCCCCCACCAAGGATGAGTTTGACTGCAAGGCCT GG .CCTA”‘T C'”f‘T AT \:r‘.;AC
CTGGAGAAGH! GCACT TGGCCTGATTGGCCCACTCCT ZGT”‘ C”‘?—\C P\”‘?—\CC“ GARC
CCTGCCCATGEARGGCAAGTGACTGTGCAGGAGTTTGCC CACCA C Cl XT\J.J,AC
. mg/?\ CTGGTACTTC CTJ \GAACATGGAGCGCAACTGC] GGG CCATGCAAL CAGATGGAG
GACCC 'ACC mf‘AAuwAC Z\C ACCGCTTCCATGCCATCAAT ’GC CATCAT G?—\C CCCTGCCT
GGGCTTGTCATGGCCCAGGACCAGAGGATCAGGTGGTACCTGCTTTCTATGGGCTCCAATGAGARC
AT””ACT’JC \TCCACTT C'”f”“C GGCATGTCTTCACTGTGCG i?.J—‘xg \AGGAGGAGTACAAGATGECC
CTGTACAACCTCTACCCTGGGEGTCTTTGAGACTGTGGAGATGCTGCCCTCCARAAGCTGGCATCTGG
AGGGT G;\\\JT SCCTCAT uf“ GGAGCACCT ”’“mC”’T SGCATGAGCA ”JC 'GTTCCTGGTCTACAGC
AACAAGTGCCAGACCCCCCTGGGAATG C CCTCTGGCCACATCAGGGACTTCCAGATCACTGCCTCT
GGC KACT?—\ GGCCAGTGGGCCCCCA ’”mC GCCAGGC ”’”ACT?—\CT’CTG SATCCATCAATGCCTGG
AGCACCAAGGAGCCATTCAGCTGGATCAAAGTGGACCTGCTGGCCCCCAS G”CACCA '‘GGCATC
GZ\CC CAGGGGGCCAGGCAGARGTTCTCCAGCCTGTACATCAGCCAGTTCATCATCATGTACAGC
GGATGGCARGA ,ATGCC \GACCTAC? GZ\\JC”’ AC’T’QC \CTG .1.,ACP\”‘T” VT ZGT”‘T "CTTT
ATCGTGGACAGCTCTGGCATCAAGCACAALCA CAACCCCCCAATCATCGCCAGATACATCA \JG
GCARCC ”’Z\CC”?—\C AGCATCCGCAGC C TCAGGATGGAGCTGATGGGCTGTGACCTGAAL
TCCTGCAGCA TGC C GGCATGE! G?—\g iF.A\JGCCATT’ ) G?—‘x -CCCAGAT C'“” "GCCT CZ\(“
TACTTCACCAACATGTTTG C”‘?—\C TGGAGCCCAAGCAAGGCCAGGLT ”‘Z\C iTCC.Au’GG \AGGAGC
AATGCCTGGAGGC ”’”AGGTC \ACARCCC J,A\JCH;, GGCT .”‘“gC GACTTCCAGARAGACCATG
AAGGTCACTGGGEGETGACCA AGGGGGTCAAGAGCCTGCTCA C”‘ \JC GTATGTGAAGGAGTTC
CTGATCAGCT ’CAGCCACGZ\ C SCC7 ”’”AGTGGA CCCTCTTCTTCCAGRATGG ::.xA\JGTC.A \GGTG
T’”CTJ’“ CARCCAGGACAGCTT C“JC CTGTGETGAACAGCCTGGACCCCCCCCTCCTGACCAGA
r“/?\”"”“C“ GGATTCACCC ”‘7‘\3/1 TGGGET ”’Z\C AGATTGCCCTGAGGATGGAGGTCCTGGEATGT
GAGGCCCAGGACCTGTACTGA QSFQ ID NC:98)
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ATGCAGATTGAGCTGAGCACCTGCTTCTTCCTGTGCCTGCTGAGGT TCTGCTTCTCTGCCACCAGE
AGATACTACCTGGG “"*CUT SAGCTGAG ““GCACTACZ‘miCZ\GTCT GACCTGGGCGAGCTGCCT
GTGGACGCCAGGTTCCCCC CZ\GAGTG 'CCAAGAGCTTCCCCTTCAACACCTCAGTGGTGTACARG
ARGACCCTGTTCGTGEAGTTCACCEACCACCTGTTCAACATCGCCARGCCCAGGCCCCCCTGEATG
GGCCTGCTGEGCCCCACTATCCAGGCCGREGTGTACGACACCGTGETGATCACCCTGRAGRACATG

GCCAGCCACCCCOTGAGCCTGCACGCCGTGEECETGAGCTACTGCGAAGGCCTCTGAGGGCGCCGAG

TR”CAP”K”LACAP” CC GAG G“”ALGG GGACGACANGGTGTTCCCCGGLGGCAGCCACACT
TACGTGTGGCAGGTGCTGARAG AhﬂA”GG CCCATGGCCAGCGACCCCCTGTGCCTGACCTACAGC
TACCT AGCCACGTf SACCTGGTGAAGGACCTGAACTCTGGCCTGATCGGCGCCCTGITGGTGTGC
AGGGAGGGCAGCCTGGCCAAG AGAA”“”CCEGA”P”' GCACARAGTTCATCCTGCTGTTCGCCGTG

TTCGATGAG GG ARGAGCTGGCACAGCGAGACCAAGARCAGCCTGATGCAG ACAGGGAT “”Cub
TCTGECCAGGGC CUP“ ARGATGCACACCGTGAACGGCTACGTGAACAGGAGCCTGCCCGGLT
ATCGGCTG ‘ACKGG TCTGTGTACTGGCACGTGATCGGCATGEGCACCACCCCCGAGGTGCAC
ACCﬁT TTC mwGA”Z—GCCZ\CACCTTCCTGGTG GGAACCACAGGCAGGCCAGCCTGGAGATCAGC
CCCATCACCTTCCTGACCGCCCAGACCCTGCTGATGGACCTGGGCCAGTTCCTGCTGTCCTGCCAC
ATCAGCAGCCACCAGCACGACGGCATGGAGGCCTACGTGAAGGTGCGACAGCTGCCCCGAGGAGCC
CKGCTGAcﬂﬁmCXJ”AAKAA”hAC”AG CCGAGGACTATGATG 'hAC TGACCGACTCTGAGATG
GACGTGGTGAGST m”ﬂT”ﬁmCAiﬂACEG CCCAGCTTCATCCAGATCAGGTCTGTGG (AAthG
CAC g‘ﬂ[”“”CmGGCmﬂ“K”TACAT CCGCCGAGGAGGAGGACTGGGACTACGCCCCCCTGGT
CTGGCCCCCGACGACAGGAGCTACAAGAGCCAGTACCTGAACARACGGCCCCCAGAGGATCG CEG'
K)”“ACAX”AACGT ”1”TC?WCGP”'ACACCGAC”“”A”CTTCKACAP” GGGAGGCCATCCAG
CACGAGTCTGGCATCCTGEGCCCCCTGCTGTACGGLGAGGTGEGCCGACACCCTGCTGATCATCTTC
AAGANCCAGGCCAGCAGGCCCTACAALT T:TK”P“ CECCGCATCKC GATGTGAGGCCCCTGTAC
AGCAGGAGGCTGCCCAAGGGCGTGAAGCACC AAGGA”T CCCCATCC “”Cuﬁ”‘AGATCTTC
AAGTACAAGTGGACCGTGACCGTGGAGGATGGCCCCACCAMGTCTY AC CCAGGTG RCCAG
TACTACAGCAGCTTCGTGAACATGGAGAG G“” TEGCCTCTGECCTS AT”GG g“”ij”'uﬂmC
TGCTACAAGGAGAGCGTGGACCAGAGGGGCAACCAGATCATGTCTGACAAGAGGAACGTGATCCTG
mT”T”'u'G“TC” TGAGAACAGGAGCTGGTATCTGACCGAGARCAT CCAGAGGTTCCTGCCCAAC

CCCGCCLGCGTGCAGCTGCAGGACCCCGAGTTCCAGGCCA CAJC””CATG‘ACALC””C ARCGGC
TACGTGTTCGACAGCCTGCAGCTG C“”mC“”” TGCACGAGGTGGCCTACTG TT”[““”'”KG

ATCGGCGCCCAGACCGACTTCCTGTCTGTGTTCTTCTCTGGCTACACCTTCANGCACAAGATG
TACGAGGACACCZCTGAC C'G'T:C CTTCAGCGGLGAGACCGTGTTCATGAGCATGGAGAACCC
w”Cm TGGATCCTGGGCTGCCACARCAGCGACT TCAGGAACAGGEGCATGACTG C CTGARA
TCAGCAGCTGCGACAAGRAACACCGGCGACTACTACGAGGACAGCTACGAGGACATC :G JCTAC
CTGCTGACCEACK)”AAKACCEC TACGTGAACCGCTCCCTGAGCCAGAACCCICCC CTGAAG
AGGCACCAGAGGGAGATCACCAGGACCACCCTGCAGAGCGACCAGGAGG] ”TWC”AC“AT' ATGAC
ACCATCAGCGTGGAGATGAAGAAGGAG ACTT”hACAT”TAP”K”hAC”“” sAGAACCAGRAGCCCC
AC”“” TTC ’AGAA?AACAP” ﬂ“A”TAC ATCGCCGCCETGGAGAGGCTGTGGGACTATGEC
ATGAGCAGCAGCCCCCACGTG KGGAA‘ACUW” CAGAGCGGCAGCGTGCCCCAGTTCAAGAAG

{(Continued)
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GTGGTGTTCCAGGAGTTCACCGACGGCAGCT ’Jvﬁ SCCCCTGTAC AC“EG GAGCTGAACGAG
ﬂACiTﬁG.CCTGC’ GGGCC “TACA’ AGGGCCGAGGTGGAGGACAACATCATGGTGACCTTC ﬁuf
CAGGCCAGCAGGCCCTACAGCT ”TA'AGC GCLCT GA AGCTACGA uuACGAC'AGAGGCAG
qu CCGAGCCCAGGARGAACTT CTglubC CAACGAGACCAAGACCTACTTCTGGAAGGTG
\CCACATG ”JC CACCAAGGACGAGTTCGACT AA’GCiTﬁG.CCTA“T C”fT.AT' TGGAC
CTGGAGAAGGACGTGCACAGCGGCCTGATCGG ’?C CTG iT”G GTGCCACACCAACACCCTGARC
CCCGCCCACGGCAGG AC TGACCGTGCAGGAGTTCGCCCTGTTCTTCACCA C TCGACG! GAC
AAGAGCTGGTACTTCACCH, GZ\ACAT\ AGAGGAACTGC? GGG CCCTGCRAC CAGATG
GAC JV'ACC 'TCA ubAC AC CAGGTTCCACGCCA ”“AC’GC CATCAT GAC ’JVT’?C
GGCCTGETGATGGCCCAGGACCA “EGATCA 2GT g.TA CTGCTGAGCATGGGCAGCAACGAGARAL
AT“”ACRZC \TCCACTT CAGp GCCA CLT” \CCGTGAGGAAGARGGA ubACTACAHbAT’GC
CTGTACAACCTGTACCCCGGC CLT AGACCGTGGAGATGCTGCCCAGCAAGGCCGGCATCTGG
AGGGT GAJT SCCTGAT Cu‘vC“bb CCTGCACGCCGGCATGAGCA ‘?C 'GTTCCTGGTGTACAGC
ARCAAGTGCCAGACCCCCCTGGEGCATGGCCAGCGGUCACAT CAGGGACT TCCAGATCACCGCCTCT
GGC KACTAC GCCAGTGGGCCCCCAAGCTGGCCAGGCTGCACTACAGCGGCAGCATCARACGCCTGG
AGCACCAAGGAGCCCTTCAGCTGCGATCAAGGTGGEACCTGCTEGCCCC “”GJTCALCCACGCCALC
AGACCCAGGGCGCCAGGCAGAAGTTCAGCAGCCTGTACATCAGCCAGTTCATCA ”3T CAGC
GGARCGGCE AC VAGT uLC \GACCTACA GGGC“ ARCAGCACCGGCACCCTGATGGT C TCG
ARCGTGGACAGCAGCGGCATCARGC] ““AC TTCAACCCCCCCATCATC bp'KGG ACATCA gG
GCARCC ”ACC“AC AGCATCAGGA C’”m ”’GGuﬁ~ AACTGATGGGCTGCGACCTGAAL
AGCTGCAGCATGCC C GGCATGGE] G?—\g iF,AgG CCATCT GZ\C CCCAGATCACCGCCAGCAGC
TACTTCACCAACA T?GC“ACiT“” GCC ““JCRAJC AGGCT ”AC,pr \GGGCAGGAGT
AACGCCTGGAGGC “”AGGTTA“ AACCCCARAGGAGTGG ”m.““gC GACTTCCAGARAGACCATG
AAGGTGACCGEGCGTGACCA 2GGCGTGAAGAGCCTGCTE? C“ gC [GTACGTGAA GAJUTC
CTGATCAGCA ’CAGCCACGAC GCCACCAGTGGACCCTGT C CCAGRAACGGCAARAGTGAAGGTG
T’”C’RZ’“ CARCCAGGACAGCTT Cl WCCCCCGTGETGAACAGCCTGGACCCCCCCCTGCTGACCAGS
mATCm AGGATCCACCC ““gﬁ TGGETGCACCAGATC ZC CTGAGAATGGAAGTGCTGGEATGC
GAGGCCCAGGACCTGTACTGA (SEQ ID NC:99)
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ATGCAGATTGAGCTGAGCACCTGCTTCTTCCTGTGCCTGCTGAGGT TCTGCTTCTCTGCCACCAGE
AGATACTACCTGGG “"*CUT SAGCTGAG ““GCACTACZ‘miCZ\GTCT GACCTGGGCGAGCTGCCT
GTGGACGCCAGGTTCCCCC CZ\GAGTG 'CCAAGAGCTTCCCCTTCAACACCTCAGTGGTGTACARG
ARGACCCTGTTCGTGEAGTTCACCEACCACCTGTTCAACATCGCCARGCCCAGGCCCCCCTGEATG
GGCCTGCTGEGCCCCACTATCCAGGCCGREGTGTACGACACCGTGETGATCACCCTGRAGRACATG

GCCAGCCACCCCOTGAGCCTGCACGCCGTGEECETGAGCTACTGCGAAGGCCTCTGAGGGCGCCGAG

TR”CAP”K”LACAP” CC GAG G“”ALGG GGACGACANGGTGTTCCCCGGLGGCAGCCACACT
TACGTGTGGCAGGTGCTGARAG AhﬂA”GG CCCATGGCCAGCGACCCCCTGTGCCTGACCTACAGC
TACCT AGCCACGTf SACCTGGTGAAGGACCTGAACTCTGGCCTGATCGGCGCCCTGITGGTGTGC
AGGGAGGGCAGCCTGGCCAAG AGAA”“”CCEGA”P”' GCACARAGTTCATCCTGCTGTTCGCCGTG

TTCGATGAG GG ARGAGCTGGCACAGCGAGACCAAGARCAGCCTGATGCAG ACAGGGAT “”Cub
TCTGECCAGGGC CUP“ ARGATGCACACCGTGAACGGCTACGTGAACAGGAGCCTGCCCGGLT
ATCGGCTG ‘ACKGG TCTGTGTACTGGCACGTGATCGGCATGEGCACCACCCCCGAGGTGCAC
ACCﬁT TTC mwGA”Z—GCCZ\CACCTTCCTGGTG GGAACCACAGGCAGGCCAGCCTGGAGATCAGC
CCCATCACCTTCCTGACCGCCCAGACCCTGCTGATGGACCTGGGCCAGTTCCTGCTGTTCTGCCAC
ATCAGCAGCCACCAGCACGACGGCATGGAGGCCTACGTGAAGGTGCGACAGCTGCCCCGAGGAGCC
CKGCTGAcﬂﬁmCXJ”AAKAA”hAC”AG CCGAGGACTATGATG 'hAC TGACCGACTCTGAGATG
GACGTGGTGAGST m”ﬂT”ﬁmCAiﬂACEG CCCAGCTTCATCCAGATCAGGTCTGTGG (AAthG
CAC g‘ﬂ[”“”CmGGCmﬂ“K”TACAT CCGCCGAGGAGGAGGACTGGGACTACGCCCCCCTGGT
CTGGCCCCCGACGACAGGAGCTACAAGAGCCAGTACCTGAACARACGGCCCCCAGAGGATCG CEG'
K)”“ACAX”AACGT ”1”TC?WCGP”'ACACCGAC”“”A”CTTCKACAP” GGGAGGCCATCCAG
CACGAGTCTGGCATCCTGEGCCCCCTGCTGTACGGLGAGGTGEGCCGACACCCTGCTGATCATCTTC
AAGANCCAGGCCAGCAGGCCCTACAALT T:TK”P“ CECCGCATCKC GATGTGAGGCCCCTGTAC
AGCAGGAGGCTGCCCAAGGGCGTGAAGCACC AAGGA”T CCCCATCC “”Cuﬁ”‘AGATCTTC
AAGTACAAGTGGACCGTGACCGTGGAGGATGGCCCCACCAMGTCTY AC CCAGGTG RCCAG
TACTACAGCAGCTTCGTGAACATGGAGAG G“” TEGCCTCTGECCTS AT”GG g“”ij”'uﬂmC
TGCTACAAGGAGAGCGTGGACCAGAGGGGCAACCAGATCATGTCTGACAAGAGGAACGTGATCCTG
mT”T”'u'G“TC” TGAGAACAGGAGCTGGTATCTGACCGAGARCAT CCAGAGGTTCCTGCCCAAC

CCCGCCLGCGTGCAGCTGCAGGACCCCGAGTTCCAGGCCA CAJC””CATG‘ACALC””C ARCGGC
TACGTGTTCGACAGCCTGCAGCTG C“”mC“”” TGCACGAGGTGGCCTACTG TT”[““”'”KG

ATCGGCGCCCAGACCGACTTCCTGTCTGTGTTCTTCTCTGGCTACACCTTCANGCACAAGATG
TACGAGGACACCZCTGAC C'G'T:C CTTCAGCGGLGAGACCGTGTTCATGAGCATGGAGAACCC
w”Cm TGGATCCTGGGCTGCCACARCAGCGACT TCAGGAACAGGEGCATGACTG C CTGARA
TCAGCAGCTGCGACAAGRAACACCGGCGACTACTACGAGGACAGCTACGAGGACATC :G JCTAC
CTGCTGACCEACK)”AAKACCEC TACGTGAACCGCTCCCTGAGCCAGAACCCICCC CTGAAG
AGGCACCAGAGGGAGATCACCAGGACCACCCTGCAGAGCGACCAGGAGG] ”TWC”AC“AT' ATGAC
ACCATCAGCGTGGAGATGAAGAAGGAG ACTT”hACAT”TAP”K”hAC”“” sAGAACCAGRAGCCCC
AC”“” TTC ’AGAA?AACAP” ﬂ“A”TAC ATCGCCGCCETGGAGAGGCTGTGGGACTATGEC
ATGAGCAGCAGCCCCCACGTG KGGAA‘ACUW” CAGAGCGGCAGCGTGCCCCAGTTCAAGAAG

{(Continued)
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GTGGTGTTCCAGGAGTTCACCGACGGCAGCT 'Jvﬁ SCCCCTGTAC AC“EG GAGCTGAACGAG
“ACiTﬁG.CCTGC’ GGGCC ”TACA’ AGGGCCGAGGTGGAGGACAACATCATGGTGACCTTC ﬁuh
CAGGCCAGC AC’?CiTAC SCTT “TA'AGC GCLCT GA AGCTACGA uuACGAC'AGAGGCAG
UC\ CCGAGCCCAGGARGAACTT CTg AGCCCAACGAGACCAAGACCTACTTCTGGAAGGTG
_GCC cC \ NGO : C. ACCTAC AAGGT
\CCACATG ”JC CACCAAGGACGAGTTCGACT AA’GCiTﬁG.CCTA“T C”fT.AT' TGGAC
CTGGAGAAGGACGTGCACAGCGGCCTGATCGG ’?C CTG iT”G GTGCCACACCAACACCCTGARC
CCCGCCCACGGCAGG AC TGACCGTGCAGGAGTTCGCCCTGTTCTTCACCA C TCGACG! GAC
AAGAGCTGGTACTTCACCH, G?—\ACAT'\ AGAGGAACTGC? GGG CCCTGCRAC CAGATG
GAC JV'ACC 'TCA ubAC AC CAGGTTCCACGCCA ”“AC’GC CATCAT GAC ’JVT’?C
GGCCTGETGATGGCCCAGGACCA “EGATCA 2GT g.TA CTGCTGAGCATGGGCAGCAACGAGARAL
AT“”ACRZC \TCCACTT CAGp GCCA CLT” \CCGTGAGGAAGARGGA UBACTACAHGAT’GC
CTGTACAACCTGTACCCCGGC CJT AGACCGTGGAGATGCTGCCCAGCAAGGCCGGCATCTGG
TGTACCCCGEG ] AGATGCTGCC CA [CTGC
AGGGT GAJT SCCTGAT Cu‘vC“bb CCTGCACGCCGGCATGAGCA ‘?C 'GTTCCTGGTGTACAGC
ARCAAGTGCCAGACCCCCCTGGEGCATGGCCAGCGGUCACAT CAGGGACT TCCAGATCACCGCCTCT
GGC KACTAC GCCAGTGGGCCCCCAAGCTGGCCAGGCTGCACTACA dCGC” AGCATCARACGCCTGG
AGCACCAAGGAGCCCTTCAGCTGGATCAAGGTGGACCTGCTGGCCCCCATG TFA“CFACGCT TC
AGC CCTTC ATCARAL . cC ATCATCCA CATC
AGACCCAGGGCGCCAGGCAGAAGTTCAGCAGCCTGTACATCAGCCAGTTCATCA ”3T CAGC
GGARCGGCE AC VAGT uLC \GACCTACA GGGC“ ARCAGCACCGGCACCCTGATGGT C TCG
ARCGTGGACAGCAGCGGCATCARGC] ﬂ“AC TTCAACCCCCCCATCATC up'KGG ACATCA gG
GCACC “ATC“A? AGCATCAGGA C"‘m CGGATGGARCTGATGGGECTGCGACCTGARC
CCCCACCCAC VT \ACT \AC
AGCTGCAGCATGCC C GGCATGE! G?—\g iF,AgG CCATCT GZ\C CCCAGATCRCCGLCL AC“n'JC
TACTTCACCAACA ””GC“A”'””” =CC ““JC“AJC AGGCTGCACCTGCAGGGCAGGAGT
TACTTC TCGCCACCT CCCCAGCAAL CACCTGCAGGGCAG]
AACGCCTGGAGGC “”AGGTTA“ AAC JviRAgCAb.C ”m.““gC GACTTCCAGARAGACCATG
AAGGTGACCGEGCGTGACCA 2GGCGTGAAGAGCCTGCTE? C“ gC [GTACGTGAA GAJUTC
CTGATCAGCA ’CAGCCACGAC GCCACCAGTGGACCCTGT C CCAGAACGGCAAAGTGAAGGTG
T’”C’RZ’“ CARCCAGGACAGCTT Cl WCCCCCGTGETGAACAGCCTGGACCCCCCCCTGCTGACCAGS
mATCm AGGATCCACCC ”“gﬁ TGGETGCACCAGATC ZC CTGAGAATGGAAGTGCTGGEATGC
GAGGCCCAGGACCTGTACTGA (SEQ ID NC:100)
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ATGCAGATTGAGCTGAGCACCTGCTTCTTCCTGTGCCTGCTGAGGTTCTGCTTCTCTGCCACCAGS
AGATACTACCTGGG “"*CUT SAGCTGAG ““GCACTACZ‘miCZ\GT”T GACCTGGGCGAGCTGCCT
GTGGACGCCAGGTTCCCCC CZ\GAGTG 'CCAAGAGCTTCCCCTTCAACACCTCAGTGGTGTACARG
AAGACCCTGTTCGT r—Ac CACCGACCACCTGTTCARCATCGCCAAGCCCAGGCCOCCCTGRATG
GGCCTGCTGEGCCCCACTATCCAGGCCGREGTGTACGACACCGTGETGGTCACCCTGRAGRACATG

GCCAGCCACCCCETGAGCCTGCACGCCGTGEGLGTGAGCTA mwGAAf TCCTCTGAGGGCGCCGAG
TR”CAW”K”LACAW” CC GAG G“”ALGG GGACGACAMGGTGTTCC “”Cu‘ﬂ[”“” CCACACC
TACGTGTGGCAGGTGCTGARAG A“AA”GG CCCACTGCCAGCGACCCCCCOTGCCTGACCTACAGC
TACCT AGCCACGTf SACCTGGTGAAGGACCTGAACTCTGGCCTGATCGGCGCCCTGITGGTGTGC
AGGGAGGGCAGCCTGGCCAAG AGAA”“”CCKGA”P”' GCACAAGTTCATCCTGCTGTTCGCCGT

TTCGATGAG GG ARGAGCTGGCACAGCGAGACCAAGARCAGCCTGATGCAG ACAGGGAT “”Cub
TCTGECCAGGGC CUP” ARGATGCACACCGTGAACGGCTACGTGAACAGGAGCCTGCCCGGLT
ATCGGCTG ‘ACKGG TCTGTGTACTGGCACGTGATCGGCATGEGCACCACCCCCGAGGTGCAC
ACCﬂT TTC mwGA”Z—GCCZ\CACCTTCCTGGTG GGAACCACAGGCAGGCCAGCCTGGAGATCAGC
CCCATCACCTTCCTGACCGCCCAGACCCTGCTGATGGACCTGGGCCAGTTCCTGCTGTTCTGCCAC
ATCAGCAGCCACCAGCACGACGGCATGGAGGCCTACGTGAAGGTGCGACAGCTGCCCCGAGGAGCC
CﬂGCTGAcﬂﬁmCXJ”AAKAA”hAC”AG CCGAGGACTATGATG 'hAC TGACCGACTCTGAGATG
GACGTGGTGAGST m”ﬂT”ﬁmCAKAACKG CCCAGCTTCATCCAGATCAGGTCTGTGG (AAthG
CAC u‘A[ﬂ“”CmGGCmﬂFKﬁTACAT CCGCCGAGGAGGAGGACTGGGACTACGCCCCCCTGGT
CTGGCCCCCGACGACAGGAGCTACAAGAGCCAGTACCTGAACARACGGCCCCCAGAGGATCG CEG'
K)”“ACAX”AACGT ”1”TC?WCGP”'ACACCGAC”“”A”CTTCEACAP” GGGAGGCCATCCAG
CACGAGTCTGGCATCCTGEGCCCCCTGCTGTACGGLGAGGTGEGCCGACACCCTGCTGATCATCTTC
AAGANCCAGGCCAGCAGGCCCTACAACATCTACCC CECCGCATCKC GATGTGAGGCCCCTGTAC
AGCAGGAGGCTGECCCAAGGGCGT! AAGCACC' AAGGA”T CCCCATCC ““Cuﬁ”‘AGATCTTC
AAGTACAAGTGGACCGTGACCGTGGAGGATGGCCCCACCAMGTCTY AC CCAGGTG RCCAG
TACTACAGCAGCTTCGTGAACATGGAGAG G“” TEGCCTCTGECCTS AT”GG u“”ij”'uﬂmC
TGCTACAAGGAGAGCGTGGACCAGAGGGGCAACCAGATCATGTCTGACAAGAGGAACGTGATCCTG
mT”T”'u'G“TC” TGAGAACAGGAGCTGGTATCTGACCGAGARCAT CCAGAGGTTCCTGCCCAAC
CCCGCCGGLG CﬂGCmGG GGACCCCGAGTTCCAGGCCA CAJC””CATG’ACACC”“C ARCGGC
TACGTGTTCGACAGCCTGCAGCTG Cm”mCm“” TGCACGAGGTGGCCTACTG TT”XM“”'”WG
ATCGGCGCCCAGACC ACTT”CTCM“WCm TTCTTCTCTGGCTACACCTTCAAGCACAAGATG
TACGAGGACACCZCTGAC C'G'T:C CTTCAGCGGLGAGACCGTGTTCATGAGCATGGAGAACCC
GGCCTGTGGATCCTGGGCTGCCACAACAGCGACT TCAGGANCAGGGGCATGACCG C CTGARA
GTCAGCAGCTGCGACAAGARACACCGGCGACTACTACGAGGACAGCTACGAGGACATC :G QTAC
CTGCTGAGCAAGRACANCG C?WCGKG CCAGGAGCTTCAGCCAGAACCCCCCCETGCTGAAGAG
CACCAGAGGGAGATCACCAGGACCACCCTGCAGAGCGACCAGGAGGAGATCGA TT”CAT CEC
ATCAGCGTGGAGAT( ALhAA‘hAC”“”'T“”KC?T TACGACGAGGACGAGAACCAGAGCCCCAG
AGCTTCCAGANGAAGACCAGGCACTACTTCATCGCCGCCGTGCAGAGGCTGTGGGACTATG CCZT
AGCAGCAGCCCCCACGTGCTGAGGAACAGGGCCCAGAGCGGCAGCGTGCCCCAGTTCAAGAAGGTG

Continued)
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cC TGGGCCCCTACAT C VGGGCCGAGGET uhgc AACATCA GACCTT C“EGAAF
CAGGCCAGCAGGCCCTACAGT ””m.““gCKZCiT”AT“ JCTAC 2AGG uuAC“ AGAGGCAGGGC
GCCGAGCCCAGGRAGARCTT ”JT.Lng CCARCGAGACCAAGT C”TAC dGJﬁGWm CAGCA
CACATGGCCCCCACCARAGGACGAGTT ACTGCARGGC“T SGGCCTACTTCT GAm7”hJA”?TG
GAJA“J SACGTGCACAGCGGCT L.ATCv CCCCCTGCTGGTGT “”ACR?VA“ ACCCTGRACCCC
GCCCACGGCAGGCAGGTGACCGTGCAGGAGTTCGCCCTGTTCTTCACCATCTTCGACGAGACCAAG
MprGWT.”T CACCGAGARCATGGAGAGGAACTGCAGGGCCCCCTGCARACAT CCAGATGGAGGAL
C “AC CARGGAGARCTACAGGTTCCACGCCATCAACGGCTACATCA uuACR?C,LCC CEGC
C 2T ATGCC CAGGACCAGAGGATCAGGETGGTATCTGCTGAGCATGGECAGT AC“ACALC
2 ““JC CCACTTCAGCGGLCCACGTETTCACCGTGAGGARGRAGGAGGA TACRAJAL GCCCTG
TACAACCTGTACCCCGGCGTGTTCGAGACCGT ubAC“T TGCCCAGCAAGGCCGGCA CT“”PUF
GTGGAGTGCCTGATCGECEAGCACCTGCACGCCGGCATGAGCACCCTGTTCCTGETGTACAGCARL
AAGTGCCAGACCCCCCTGGECATGGCCAGCGGCCACATCAGGGACTTCCAGATCACCGCCTCTGGO
TAC’GC'AG.C’GCC CCRAGCT ’GC'RG”,LZC “TA'AGC GCAGCATCARACGCCTGGAGC
ACCAAGGAGCCCTTCAGCTGGATCAAGGTGGACCTGCTGGCCCCCATGATCATCCACGG CARLG
ACCCAG GCGCCAGG AC AGTTCAGCA gC”Tg ACATCA JC” AGTTCATCATCATGTACAGCCTG
GACG AGAAGTGGCAGACCTACAGGGGCAACA gCliv C CTGATGGTGTTCTTCGGCAAC
gTubACAGb \GCGGCA CKAJC“”AP“ C CARCCCCCC [CATCGCCAGGTACATCAGGCTG
CACCCCACCCACTACAGCATCAGGAGCACCCTGCS ATC.LAC GATGGGCTGCGACCTGARACAGC
TGCAGCATG C’?C ”GG GCMhAC“ ARGGCCA mfﬁ'T”AC CCCAGATCACCGCCAGCAGCTAC
TTCACCAACA mCJ_TC ACCTGGAGCCCCAGCARGGCC] GCC 'GCACCTGCAGGGCAGGAGCARC
GCCTG CRZ” CCA ’Wm.LACAApC {CAA GAJT GCTGL AG GGACTTCCAGRAGACCATGAAG
GTGACCG C“Jv CCCAGGGCETGARGAGCCTGCTGACCAGCATGTACGTGAAGGAGTTCCTG
C“\JC'AG'\J CCAGGACGGCCACCAGTGGACCCTGTT CTm ”’7—\\3 \ACGGCARAGTGAAGGTGTTC
”AJCGCAJCCA sGACAGCTTCACC ’?C.T”G GAACRZC TG CCCCCCCCTGCTGACCAGGTAT
CTGAGGATCCACCCCCAGAGCTGGGTGCACCAGATCGCCCTGAGAATGGARGTGCTGGGATGCGAG
dCC'“bJ CCTGTACTGA  (SEQ ID NO:101)
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ATGCAGATTGAGCTGAGCACCTGCTTCTTCCTGTGCCTGCTGAGGTTCTGCTTCTCTGCCACCAGS
AGATACTACCTGGG “"*CUT SAGCTGAG ““GCACTACZ‘miCZ\GT”T GACCTGGGCGAGCTGCCT
GTGGACGCCAGGTTCCCCC CZ\GAGTG 'CCAAGAGCTTCCCCTTCAACACCTCAGTGGTGTACARG
AAGACCCTGTTCGT r—Ac CACCGACCACCTGTTCARCATCGCCARGCCCAGGCCCCCCTGEATG
GGCCTGCTGEGCCCCACTATCCAGGCCGREGTGTACGACACCGTGETGATCACCCTGRAGRACATG

GCCAGCCACCCCOTGAGCCTGCACGCCGTGEECETGAGCTACTGCGAAGGCCTCTGAGGGCGCCGAG

TE”CAP”K”LACAP” CC GAG G“”ALGG GGACGACAMGGTGTTCC “”Cupm sCAGCCACACC
TACGTGTGGCAGGTGCTGARAG A“AA”GG CCCATGGCCAGCGACCCCCTGTGCCTGACCTACAGC
TACCT AGCCACGTf SACCTGGTGAAGGACCTGAACTCTGGCCTGATCGGCGCCCTGITGGTGTGC
AGGGAGGGCAGCCTGGCCAAG AGAA”“”CCKGA”P”' GCACAAGTTCATCCTGCTGTTCGCCGT

TTCGATGAG GG ARGAGCTGGCACAGCGAGACCAAGARCAGCCTGATGCAG ACAGGGAT “”Cub
TCTGECCAGGGC CUP” ARGATGCACACCGTGAACGGCTACGTGAACAGGAGCCTGCCCGGLT
ATCGGCTG ‘ACKGG TCTGTGTACTGGCACGTGATCGGCATGEGCACCACCCCCGAGGTGCAC
ACCﬂT TTC mwGA”Z—GCCZ\CACCTTCCTGGTG GGAACCACAGGCAGGCCAGCCTGGAGATCAGC
CCCATCACCTTCCTGACCGCCCAGACCCTGCTGATGGACCTGGGCCAGTTCCTGCTGTCCTGCCAC
ATCAGCAGCCACCAGCACGACGGCATGGAGGCCTACGTGAAGGTGCGACAGCTGCCCCGAGGAGCC
CﬂGCTGAcﬂﬁmCXJ”AAKAA”hAC”AG CCGAGGACTATGATG 'hAC TGACCGACTCTGAGATG
GACGTGGTGAGST m”ﬂT”ﬁmCAKAACKG CCCAGCTTCATCCAGATCAGGTCTGTGG (AAthG
CAC u‘A[ﬂ“”CmGGCmﬂFKﬁTACAT CCGCCGAGGAGGAGGACTGGGACTACGCCCCCCTGGT
CTGGCCCCCGACGACAGGAGCTACAAGAGCCAGTACCTGAACARACGGCCCCCAGAGGATCG CEG'
K)”“ACAX”AACGT ”1”TC?WCGP”'ACACCGAC”“”A”CTTCEACAP” GGGAGGCCATCCAG
CACGAGTCTGGCATCCTGEGCCCCCTGCTGTACGGLGAGGTGEGCCGACACCCTGCTGATCATCTTC
AAGANCCAGGCCAGCAGGCCCTACAACATCTACCC CECCGCATCKC GATGTGAGGCCCCTGTAC
AGCAGGAGGCTGECCCAAGGGCGT! AAGCACC' AAGGA”T CCCCATCC ““Cuﬁ”‘AGATCTTC
AAGTACAAGTGGACCGTGACCGTGGAGGATGGCCCCACCAMGTCTY AC CCAGGTG RCCAG
TACTACAGCAGCTTCGTGAACATGGAGAG G“” TEGCCTCTGECCTS AT”GG u“”ij”'uﬂmC
TGCTACAAGGAGAGCGTGGACCAGAGGGGCAACCAGATCATGTCTGACAAGAGGAACGTGATCCTG
mT”T”'u'G“TC” TGAGAACAGGAGCTGGTATCTGACCGAGARCAT CCAGAGGTTCCTGCCCAAC
CCCGCCGGLG CﬂGCmGG GGACCCCGAGTTCCAGGCCA CAJC””CATG’ACACC”“C ARCGGC
TACGTGTTCGACAGCCTGCAGCTG Cm”mCm“” TGCACGAGGTGGCCTACTG TT”XM“”'”WG
ATCGGCGCCCAGACC ACTT”CTCM“WCm TTCTTCTCTGGCTACACCTTCAAGCACAAGATG
TACGAGGACACCZCTGAC C'G'T:C CTTCAGCGGLGAGACCGTGTTCATGAGCATGGAGAACCC
GGCCTGTGGATCCTGGGCTGCCACAACAGCGACT TCAGGANCAGGGGCATGACCG C CTGARA
GTCAGCAGCTGCGACAAGARACACCGGCGACTACTACGAGGACAGCTACGAGGACATC :G QTAC
CTGCTGAGCAAGRACANCG C?WCGKG CCAGGAGCTTCAGCCAGAACCCCCCCETGCTGAAGAG
CACCAGAGGGAGATCACCAGGACCACCCTGCAGAGCGACCAGGAGGAGATCGA TT”CAT CEC
ATCAGCGTGGAGAT( ALhAA‘hAC”“”'T“”KC?T TACGACGAGGACGAGAACCAGAGCCCCAG
AGCTTCCAGANGAAGACCAGGCACTACTTCATCGCCGCCGTGCAGAGGCTGTGGGACTATG CCZT
AGCAGCAGCCCCCACGTGCTGAGGAACAGGGCCCAGAGCGGCAGCGTGCCCCAGTTCAAGAAGGTG

Continued)
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cC TGGGCCCCTACAT C VGGGCCGAGGET uhgc AACATCA GACCTT C“EGAAF
CAGGCCAGCAGGCCCTACAGT ””m.““gCKZCiT”AT“ JCTAC 2AGG uuAC“ AGAGGCAGGGC
GCCGAGCCCAGGRAGARCTT ”JT.Lng CCARCGAGACCAAGT C”TAC dGJﬁGWm CAGCA
CACATGGCCCCCACCARAGGACGAGTT ACTGCARGGC“T SGGCCTACTTCT GAm7”hJA”?TG
GAJA“J SACGTGCACAGCGGCT L.ATCv CCCCCTGCTGGTGT “”ACR?VA“ ACCCTGRACCCC
GCCCACGGCAGGCAGGTGACCGTGCAGGAGTTCGCCCTGTTCTTCACCATCTTCGACGAGACCAAG
MprGWT.”T CACCGAGARCATGGAGAGGAACTGCAGGGCCCCCTGCARACAT CCAGATGGAGGAL
C “AC CARGGAGARCTACAGGTTCCACGCCATCAACGGCTACATCA uuACR?C,LCC CEGC
C 2T ATGCC CAGGACCAGAGGATCAGGETGGTATCTGCTGAGCATGGECAGT AC“ACALC
2 ““JC CCACTTCAGCGGLCCACGTETTCACCGTGAGGARGRAGGAGGA TACRAJAL GCCCTG
TACAACCTGTACCCCGGCGTGTTCGAGACCGT ubAC“T TGCCCAGCAAGGCCGGCA CT“”PUF
GTGGAGTGCCTGATCGECEAGCACCTGCACGCCGGCATGAGCACCCTGTTCCTGETGTACAGCARL
AAGTGCCAGACCCCCCTGGECATGGCCAGCGGCCACATCAGGGACTTCCAGATCACCGCCTCTGGO
TAC’GC'AG.C’GCC CCRAGCT ’GC'RG”,LZC “TA'AGC GCAGCATCARACGCCTGGAGC
ACCAAGGAGCCCTTCAGCTGGATCAAGGTGGACCTGCTGGCCCCCATGATCATCCACGG CARLG
ACCCAG GCGCCAGG AC AGTTCAGCA gC”Tg ACATCA JC” AGTTCATCATCATGTACAGCCTG
GACG AGAAGTGGCAGACCTACAGGGGCAACA gCliv C CTGATGGTGTTCTTCGGCAAC
gTubACAGb \GCGGCA CKAJC“”AP“ C CARCCCCCC [CATCGCCAGGTACATCAGGCTG
CACCCCACCCACTACAGCATCAGGAGCACCCTGCS ATC.LAC GATGGGCTGCGACCTGARACAGC
TGCAGCATG C’?C ”GG GCMhAC“ ARGGCCA mfﬁ'T”AC CCCAGATCACCGCCAGCAGCTAC
TTCACCAACA mCJ_TC ACCTGGAGCCCCAGCARGGCC] GCC 'GCACCTGCAGGGCAGGAGCARC
GCCTG CRZ” CCA ’Wm.LACAApC {CAA GAJT GCTGL AG GGACTTCCAGRAGACCATGAAG
GTGACCG C“Jv CCCAGGGCETGARGAGCCTGCTGACCAGCATGTACGTGAAGGAGTTCCTG
C“\JC'AG'\J CCAGGACGGCCACCAGTGGACCCTGTT CTm ”’7—\\3 \ACGGCARAGTGAAGGTGTTC
”AJCGCAJCCA sGACAGCTTCACC ’?C.T”G GAACRZC TG CCCCCCCCTGCTGACCAGGTAT
CTGAGGATCCACCCCCAGAGCTGGGTGCACCAGATCGCCCTGAGAATGGARGTGCTGGGATGCGAG
dCC'“bJ CCTGTACTGA  (SEQ ID NO:102)

Figure 42B



WO 2017/083762 PCT/US2016/061684
68/89

C823m23~-FL~-NA

ATGCAGATTGAGCTGAGCACCTGCTTCTTCCTGTGCCTGCTGAGGT TCTGCTTCTCTGCCACCAGE
AGATACTACCTGGG “"*CUT SAGCTGAG ““GCACTACZ‘miCZ\GTCT GACCTGGGCGAGCTGCCT
GTGGACGCCAGGTTCCCCC CZ\GAGTG 'CCAAGAGCTTCCCCTTCAACACCTCAGTGGTGTACARG
ARGRCCCTGTTCGTGGAGTTCACCGACCACCTGTTCARCATCGLCARGUCCAGGCCCCCCTGGATG
GGCCTGCTGEGCCCCACTATCCAGGCCGREGTGTACGACACCGTGETGGTCACCCTGRAGRACATG

GCCAGCCACCCCETGAGCCTGCACGCCGTGEGLGTGAGCTA mwGAAf TCCTCTGAGGGCGCCGAG
TR”CAW”K”LACAW” CC GAG G“”ALGG GGACGACANGGTGTTCCCCGGCAAGAGCCACACC
TACGTGTGGCAGGTGCTGARAG AhﬂA”GG CCCACTGCCAGCGACCCCCCOTGCCTGACCTACAGC
TACCT AGCCACGTf SACCTGGTGAAGGACCTGAACTCTGGCCTGATCGGCGCCCTGITGGTGTGC
AGGGAGGGCAGCCTGGCCAAG AGAA”“”CCKGA”P”' GCACARAGTTCATCCTGCTGTTCGCCGTG

TTCGATGAG GG ARGAGCTGGCACAGCGAGACCAAGARCAGCCTGATGCAG ACAGGGAT “”Cub
TCTGECCAGGGC CUP“ ARGATGCACACCGTGAACGGCTACGTGAACAGGAGCCTGCCCGGLT
ATCGGCTG ‘ACKGG TCTGTGTACTGGCACGTGATCGGCATGEGCACCACCCCCGAGGTGCAC
ACCﬁT TTC mwGA”Z—GCCZ\CACCTTCCTGGTG GGAACCACAGGCAGGCCAGCCTGGAGATCAGC
CCCATCACCTTCCTGACCGCCCAGACCCTGCTGATGGACCTGGGCCAGTTCCTGCTGTTCTGCCAC
ATCAGCAGCCACCAGCACGACGGCATGGAGGCCTACGTGAAGGTGCGACAGCTGCCCCGAGGAGCC
CKGCTGAcﬂﬁmCXJ”AAKAA”hAC”AG CCGAGGACTATGATG 'hAC TGACCGACTCTGAGATG
GACGTGGTGAGST m”ﬂT”ﬁmCAiﬂACEG CCCAGCTTCATCCAGATCAGGTCTGTGG (AAthG
CAC g‘ﬂ[”“”CmGGCmﬂ“K”TACAT CCGCCGAGGAGGAGGACTGGGACTACGCCCCCCTGGT
CTGGCCCCCGACGACAGGAGCTACAAGAGCCAGTACCTGAACARACGGCCCCCAGAGGATCG CEG'
K)”“ACAX”AACGT ”1”TC?WCGP”'ACACCGAC”“”A”CTTCKACAP” GGGAGGCCATCCAG
CACGAGTCTGGCATCCTGEGCCCCCTGCTGTACGGLGAGGTGEGCCGACACCCTGCTGATCATCTTC
AAGANCCAGGCCAGCAGGCCCTACAALT T:TK”P“ CECCGCATCKC GATGTGAGGCCCCTGTAC
AGCAGGAGGCTGCCCAAGGGCGTGAAGCACC AAGGA”T CCCCATCC “”Cuﬁ”‘AGATCTTC
AAGTACAAGTGGACCGTGACCGTGGAGGATGGCCCCACCAMGTCTY AC CCAGGTG RCCAG
TACTACAGCAGCTTCGTGAACATGGAGAG G“” TEGCCTCTGECCTS AT”GG g“”ij”'uﬂmC
TGCTACAAGGAGAGCGTGGACCAGAGGGGCAACCAGATCATGTCTGACAAGAGGAACGTGATCCTG
mT”T”'u'G“TC” TGAGAACAGGAGCTGGTATCTGACCGAGARCAT CCAGAGGTTCCTGCCCAAC

CCCGCCLGCGTGCAGCTGCAGGACCCCGAGTTCCAGGCCA CAJC””CATG‘ACALC””C ARCGGC
TACGTGTTCGACAGCCTGCAGCTG C“”mC“”” TGCACGAGGTGGCCTACTG TT”[““”'”KG

ATCGGCGCCCAGACCGACTTCCTGTCTGTGTTCTTCTCTGGCTACACCTTCANGCACAAGATG
TACGAGGACACCZCTGAC C'G'T:C CTTCAGCGGLGAGACCGTGTTCATGAGCATGGAGAACCC
w”Cm TGGATCCTGGGCTGCCACARCAGCGACT TCAGGAACAGGEGCATGACTG C CTGARA
TCAGCAGCTGCGACAAGRAACACCGGCGACTACTACGAGGACAGCTACGAGGACATC :G JCTAC
CTGCTGACCEACK)”AAKACCEC TACGTGAACCGCTCCCTGAGCCAGAACCCICCC CTGAAG
AGGCACCAGAGGGAGATCACCAGGACCACCCTGCAGAGCGACCAGGAGG] ”TWC”AC“AT' ATGAC
ACCATCAGCGTGGAGATGAAGAAGGAG ACTT”hACAT”TAP”K”hAC”“” sAGAACCAGRAGCCCC
AC”“” TTC ’AGAA?AACAP” ﬂ“A”TAC ATCGCCGCCETGGAGAGGCTGTGGGACTATGEC
ATGAGCAGCAGCCCCCACGTG KGGAA‘ACUW” CAGAGCGGCAGCGTGCCCCAGTTCAAGAAG

{(Continued)

Figure 43A



WO 2017/083762

69/89

PCT/US2016/061684

GTGGTGTTCCAGGAGTTCACCGACGGCAGCT 'Jvﬁ SCCCCTGTAC AC“EG GAGCTGAACGAG
“ACiTﬁG.CCTGC’ GGGCC ”TACA’ AGGGCCGAGGTGGAGGACAACATCATGGTGACCTTC ﬁuh
CAGGCCAGC AC’?CiTAC SCTT “TA'AGC GCLCT GA AGCTACGA uuACGAC'AGAGGCAG
UC\ CCGAGCCCAGGARGAACTT CTg AGCCCAACGAGACCAAGACCTACTTCTGGAAGGTG
_GCC cC \ NGO : C. ACCTAC AAGGT
\CCACATG ”JC CACCAAGGACGAGTTCGACT AA’GCiTﬁG.CCTA“T C”fT.AT' TGGAC
CTGGAGAAGGACGTGCACAGCGGCCTGATCGG ’?C CTG iT”G GTGCCACACCAACACCCTGARC
CCCGCCCACGGCAGG AC TGACCGTGCAGGAGTTCGCCCTGTTCTTCACCA C TCGACG! GAC
AAGAGCTGGTACTTCACCH, GZ\ACAT\ AGAGGAACTGC? GGG CCCTGCRAC CAGATG
GAC JV'ACC 'TCA ubAC AC CAGGTTCCACGCCA ”“AC’GC CATCAT GAC ’JVT’?C
GGCCTGETGATGGCCCAGGACCA “EGATCA 2GT g.TA CTGCTGAGCATGGGCAGCAACGAGARAL
AT“”ACRZC \TCCACTT CAGp GCCA CLT” \CCGTGAGGAAGARGGA UBACTACAHGAT’GC
CTGTACAACCTGTACCCCGGC CJT AGACCGTGGAGATGCTGCCCAGCAAGGCCGGCATCTGG
TGTACCCCGEG ] AGATGCTGCC CA [CTGC
AGGGT GAJT SCCTGAT Cu‘vC“bb CCTGCACGCCGGCATGAGCA ‘?C 'GTTCCTGGTGTACAGC
ARCAAGTGCCAGACCCCCCTGGEGCATGGCCAGCGGUCACAT CAGGGACT TCCAGATCACCGCCTCT
GGC KACTAC GCCAGTGGGCCCCCAAGCTGGCCAGGCTGCACTACA dCGC” AGCATCARACGCCTGG
AGCACCAAGGAGCCCTTCAGCTGGATCAAGGTGGACCTGCTGGCCCCCATG TFA“CFACGCT TC
AGC CCTTC ATCARAL . cC ATCATCCA CATC
AGACCCAGGGCGCCAGGCAGAAGTTCAGCAGCCTGTACATCAGCCAGTTCATCA ”3T CAGC
GGARCGGCE AC VAGT uLC \GACCTACA GGGC“ ARCAGCACCGGCACCCTGATGGT C TCG
ARCGTGGACAGCAGCGGCATCARGC] ﬂ“AC TTCAACCCCCCCATCATC up'KGG ACATCA gG
GCACC “ATC“R? AGCATCAGGA C"‘m CGGATGGARCTGATGGGECTGCGACCTGARC
CCCCACCCAC VT \ACT \AC
AGCTGCAGCATGCC C GGCATGE! G?—\g iF,AgG CCATCT GZ\C CCCAGATCRCCGLCL AC“n'JC
TACTTCACCAACA ””GC“A”'””” =CC hﬂJCmAJC AGGCTGCACCTGCAGGGCAGGAGT
TACTTC TCGCCACCT CCCCAGCAAL CACCTGCAGGGCAG]
AACGCCTGGAGGC “”AGGTTA“ AAC JvilAgCHb.C ”m.““gC GACTTCCAGARAGACCATG
AAGGTGACCGEGCGTGACCA 2GGCGTGAAGAGCCTGCTE? C“ gC [GTACGTGAA GAJUTC
CTGATCAGCA ’CAGCCACGAC GCCACCAGTGGACCCTGT C CCAGAACGGCAAAGTGAAGGTG
T’”C’RZ’“ CARCCAGGACAGCTT Cl WCCCCCGTGETGAACAGCCTGGACCCCCCCCTGCTGACCAGS
mATCm AGGATCCACCC ”“gﬁ TGGETGCACCAGATC ZC CTGAGAATGGAAGTGCTGGEATGC
GAGGCCCAGGACCTGTACTGA (SEQ ID NC:103)

Figure 43B
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ATGCAGAT TG AGS T T ACCTGC T T T I e T E TECCTGCTCAGAT T CT GO T TCTCTCCCACCAGGAGATAC

LTk HiLaEalso L AR Lz (=LA AGGAGAT
TACCTGGGEGCTGTGCGAACTTICTTGGGACTACATGCAGTCTGACCTGGGAGAGCTECCTGTGCGATGCCAGG
TTCCCACCCACGAGTGCCCAAGTCCTTCCCATTCAACACCTCTGTGGTCTACAAGAAGACACTCTTTGTGGARA

TTCACTGACCACCTGTTCAACATTGCAARACCCAGACCACCITGGATGGGACTCCTGGGACCCACCATTCAG
GCTGAGGTGTATGACACTGTGGTCATCACCCTCAAGAACAT GGCATCCCACCCTGTGTCTCTGCATGCTGTG
SGAGTCTCATACTGGAAAGCCTCTGAAGGGGCTGAGTATGATGACCAGACATCCCAGAGAGAGARAGAGGAT
m
.

GACAAGGTGTTCCCTGGGEEATCTCACACCTATGTGTGGCAAGTCCTCAAGGAGAATGGACCCATGGCATCT

A YO A T T IO T ~4/\ AT YT r*(rﬂrﬂr"”‘m i -‘/-«v\r ST OV T OV A ST T el slarNal *'rr'n-n
GACCCACTCTGCCTGACATACTCCTALCCT CTCATGTGGACCTGGETCAAGGACCTCAACTCTGGACTGATT

GCGCACTGC TEET ETGC AGGEARGCATCOCTGECC ARG ARAACCCAGAC ACTGCACAACTTCATTCTC
SGGECACTGCTGEETGETGCAGGGARAGGATCCCTGELCCARAGGAGAARAACCCAGACACT GCACAAGTTCATTCTC

CTGTTTGCTGTCTTTGATGAGGGCAAGTCTTGGCACTCTGARAACAARGAACTCCCTGA
GCTGCCTCTGCCAGGGCATGGCCCAAGATGCACACTGTGAATGGCTATGTGAACAG
ATTGECTGCCACAGGARAATCTGTCTACTGGCATGTGATT GGCATGGLGACAACCCCT L

TTCOTGC SN T STV YT (YO T T e T S Y Nale INaY Ve O CTOTOTGCAGRTCTCTCO e
TTCCTGGAGGGACACACCTTCCTGGTCAGGARCCACAGACRAGCCTCTCTGGAGATCTCTCCCATCACCTTC

U slarNalk aalanl
VAGTGCACTCCATT

CTCACTGCACAGACACTGCTGATGGACCTTGGACAGTTCCTGCTGTTCTGCCACATCTCTTCCCACCAGCAT

GATGGCATGGAAGCCTATGTCAAGGTGGACTCATGCCCTGAGGAACCACAGCTCAGGATGAAGAACAATGAG

GAGGCTGAGGACTATGATGATGACCTGACTGACTCTGAGATGGATGTGGTCAGATT TGATGAT GACAACTCT

CCATCCTTCATTCAGAT CAGGTCTGETGGCARAGAAACACCCCAAGACAT GGETGCACTACATTGCTGETGAG

GAAGAGGACTGGGACTATGCACCACTGGETCCTGGCCCCTGATGACAGGAGCTACAAGTCTCAGTACCTCAAC
~

AATGGCCCACAARAGAATTGGARGAAAGTACAAGAAAGTCAGATTCATGGCCTACACTGATGAAACCTTCAAG
ACAAGAGAAGCCATTCAGCATGAGTCTGGCAT TCTGGGACCACTCCTGTATGGGGAAGT GGGAGACACCCT G
CTCATCATCTTCAAGRACCAGGCCTCCAGGCCCTACAACATCTACCCACATGGCATCACTGATGTCAGGCCC

CTGTACAGCAGGAGACTGCCAARAAGGGGTGARACACCTCAAGGACTTCCCCATTCTGCCTGGAGAGATCTTC
AAGTACAAGTGGACTGTCACTGTGGAGGATGGACCAACAAAGTCTGACCCCAGGTGCCTCACCAGATACTAC
TCCTCTTTTGTGAACATGGAGAGAGACCTGGCATCTGGACTGATTGGACCACTGCTCATCTGCTACAAGGAG
TCTGETGGACCAGAGAGGCAACCAGAT CATGTCTGACARGAGAAATGTGATTCTGTTCTCTGTCTTTGATGAG
AACAGATCATGGTACCTGACTGAGAACATTCAGAGATTCCTGCCC CTGCTGGEETGCAACTGGAAGAC
CCTGAGTTCCAGGCAAGCAACAT CATGCACTCCATCAATGGCTATGTGTTTGACTCTCTCCAGCTTTCTGTC

TGOCTGECATGAGCTGGOCTACT
TGCCTGCATGAGGTGGCCTACTGE

CATTCTTTCTATTGGGGCACAAACTGACTTCCTTTCTGETCTTCTTC

TCTGGATACACCTTCAAGCACAAGATGETGTATGAGGACACCCTGACACT CTTCCCATTCTCTGGGEAAACT

GTGTTCATGAGCATGGAGAACCCTGGACTGTGGATTCTGGGATGCCACAACTCTGACTTCAGARAACAGGGGA

ATGACTGCACTGCTCAAAGTCTCCTCOTGTGACAAGAACACTGGGGACTACTATGAGGACTCTTATGAGGAC
ATCTCTGCCTACCTGCTCAGCAAGAACAATGCCAT TGAGCCCAGAGAGATCACCAGGACAACCCTCCAGTCT
GACCAGGAAGAGATTGACTATGATGACACCATT TCTGTGGAGATGARGAAGGAGGACTTTGACATCTATGAT

Al
GAGGACGAGAACCAGTCTCCAAGATCATTCCAGAAGAAGACAAGACACTACTTCATTGCTGCTGTGGARAGA
CTGTGGGACTATGGCATGTCTTCCTCTCCCCATGTCCTCAGGAACAGGGCACAGTCTGGETCTGTGCCACAG

TTCAAGAARAGTGGTCTTCCAGGAGT TCACT!

T T T T R N VA (S O O ST A Y AL R ~ DTS A T T
GATGGCTCATTCACCCAGLCCCTGTACAGAGGGGARACTGAAT

GAGCACCTGGGACTCCTGGEGACCATACATCAGEGLTGAGET GGAAGACAACATCATGETGACATTCAGARAC
AGGCCTCCAGGCCCTACAGCTTCTACTCTTCCCTCATCAGCTATGAGGAAGACCAGAGACAAGGGGLTGAG

C pﬁL
CCAAGAAAGAACTTTGTGAAACCCAATGARACCAAGACCTACTTCTGGARAGTCCAGCACCACATGGCACCC

Figure 43A
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CCAAGGATGAGTTTGACTGCAAGGCCTGGGCATACTTCTCTGATGTGGACCTGGAGAALAGATGTGCACTCT
GGCCTGATTGGCCCACTCCTGGETICTGCCACACCAACACCCTGAACCCTGCACATGCGAAGGCAAGTGACTGETG

AGGAGTTTGCCCTCTTCTTCACCATCTTTGAT GAAACCAAGTCATGGTACTTCACTGAGAACAT GGAGAGA
ALCTGCAGAGCACCATGCAACATTCAGATGGAAGACCCCACCTTCAAGGAGAACTACAGGTTCCATGCCATC
AATGGCTACATCATGGACACCCTGCCTGGGCTTGTCATGGCACAGGACCAGAGAAT CAGATGGTACCTGCTT
TCTATGGGATCCAATGAGAACATTCACTCCATCCACTTICTCTGGGCATGTCTTCACTGTGAGAARCARGGAG

GAATACAAGATGGCCCTGTACAACCTCTACCCTGGGETCTTTGAGACT GTGCGAGRATGITGCCCTCCARAGCT
GGCATCTGGAGGGETGGAATGCCT CATTGGGGAGCACCTGCATGETGGCATGTCAACCCTETTCCTGETCTAC
AGCALACAAGTGCCAGACACCCCTGGGAATGGCCTCTGGCCACATCAGGGACTTCCAGATCACTGCCTCTGEL
CAGTATGGCCAGTGGGCACCCAAACTGGCCAGGCTCCACTACTCTGGCTCCATCAATGCATGGTCAACCAAG
GAGCCATTCTCTTGGATCAAGGTGGACCTGCTGGCACCCATGATCATTCAT GGCATCAAGACACAGGEGGCA
AGACAGAAATTCTCCTCTCTGTACATCTCACAGTTCATCATCATGTACTCTCTGGATGEGCAAGAAGTGGCAG

ACATACAGAGGCAACTCCACTGGCACCCTCATGETCTTCTITTGGCAATGTGGACAGCTCTGGCATCAAGCAC
AACATCTTCAACCCTCCCATCATTGCCAGATACATCAGGCTGCACCCCACCCACTACTCAATCAGATCARACC
CTCAGGATGGAACTGATGGGATGTGACCTGAACTCCTGCTCAATGCCCOTGCGGARTGGAGAGTCAAGGCCATT
TCTGATGCCCAGATCACTGCATCCTCTTACTICACCAACATGTTTGCCACCTGGTCACCATCARARAGCCAGSG

CTGCACCTCCAGGGAAGAAGCARTGCCTGGAGACCCCE
TTCCAGAAGACAATGAAAGTCACTGGGGTGACAACCCAGGGEE
AAGGAGTTCCTCGATCTCTTCCTCACAGCGATGGCCACCAGTGGA
GTGTTCCAGGGCAACCAGGACTCTTTCACACCTETGGTGAACT
CTGAGAATTCACCCCCAGTCTTGGGTCCACCAGATTGCCCTGA
GACCTGTACTGA  (SEQ ID NO:2%)

Figure 43B
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ATGCAGATTGAGCTGTCCACCTGCTICTITICTGTGCCTGCTGAGATTCTGCTTCTCTGCCACCAGG
AGATACTACCTGGGGGCTGTGGAACTTTCTTGGGACTACATGCAGTCTGACCTGGEGAGAGCTGCCT

GTGGATGCCAGGTTCCCACCCAGAGTGCCCAASTCCTTCCCATTCAACACCTCTGTGGTCTACARG
AAGACACTCTITTIGTGGAATTCACTGACCACCTGTITCAACATTGCARARACCCAGACCACCCTGGATG
GGACTCCTGGGACCCACCATTCAGGCTGAGGTGTATGACACTGTGGTCATCACCCTCARGAACATG
GCATCCCACCCTGIGTCTICTGCATGCTGTGGGAGTCTCATACTGCGARAGCCTCTGAAGEGGCTGAG
TATGATGACCAGACATCCCAGAGAGAGAAAGAGGATGACAAGGTGTTCCCTGGGEGEATCTCACACC
TATGTGTGGCAAGTCCTCAAGGAGARATGGACCCATGGCATCTGACCCACTCTGCCTGACATACTCC
TACCTTTCTCATGTGGACCTGGTCAAGGACCTCARCTCTGGACTGATTGGGGCACTGCTGETGTEC
AGGGAAGGATCCCTGGCCAAGGAGAANACCCAGACACTGCACAAGTTCATTCTCCTGITTIGCTGTC
TTTGATGAGGGCAAGTCTTGGCACTCTGAARACAARGAACT CCCTGATGCAAGACAGGGATGCTGCC
TCTGCCAGGGCATGGCCCAAGATGCACACTGTGAATGGCTATGTGAACAGATCACTGCCTGGACTC
ATTGGCTGCCACAGGAAATCTGTCTACTGGCATGTGATTGGCATGGCGACAACCCCTGAAGTGCAC
TCCATTTTCCTGGAGGGACACACCTTCCTGGTCAGGARCCACAGACAAGCCTCTCTGGAGATCTCT
CCCATCACCTTCCTCACTGCACAGACACTGCTGATGGACCTTGGACAGTTCCTGCTGTTCTGCCAL
ATCTCTITCCCACCAGCATGATGGCATGGAAGCCTATGTCAAGGTGGACTCATGCCCTGAGGAACCA
CAGCTCAGGATGAAGAACAATGAGGAGGCTGAGGACTATGATGATGACCTGACTGACTCTGAGATG
GATGTGGTCAGATTTGATCGATGACAACTCTCCATCCTTCATTCAGATCAGETCTGTGGCARRAGARA
CACCCCAAGACATGGGTGCACTACATTGCTGCTGAGGAAGAGGACTGGGACTATGCACCACTGGETC
CTGGCCCCTGATGACAGGAGCTACAAGTCTCAGTACCTCAACAATGGCCCACAANGAATTGGAAGA
AAGTACAAGARAGTCAGATTCATGGCCTACACTGAT GARACCTT CARAGACAAGAGAAGCCATTCAG
CATGAGTCTGGCATTCTGGGACCACTCCTGTATGGGGRAAGTGGGAGACACCCTGCTCATCATCTTC
AAGAACCAGGCCTCCAGGCCCTACAACATCTACCCACATGGCATCACTGATGTCAGGCCCCTGTAC
AGCAGGAGACTGCCAARAGGGGETGAAACACCTCAAGGACTTCCCCATTCTGCCTGGAGAGATCTTC
AAGTACAAGTGGACTGTCACTGTGGAGGATGGACCAACAAAGTCTGACCCCAGGTGCCTCACCAGA
TACTACTCCTCTTTTGTGAACATGGAGAGAGACCTGGCATCTGGACTGATTGGACCACTGCTCATC
TGCTACARGGAGTCTGTGGACCAGAGAGSCARCCAGATCATGTCTGACAAGRAGARATGTGATTCTG
TTCTCTGTCTTTGATGAGAACAGATCATGGTACCTGACTGAGAACATTCAGAGATTCCTGCCCAAC
CCTGCTGGGETGCARCTGGAAGACCCTGAGTTCCAGGCAAGCARCATCATGCACTCCATCAATGEC
TATGTGTTTGACTCTCTCCAGCTTTCTGTCTGCCTGCATGAGGTGGCCTACTGGTACATTCTTTCT
ATTGGGGCACARACTGACTTCCTTTCTGTCTTCTTCTCTGGATACACCTTCAAGCACARGATGGETG
TATGAGGACACCCTGACACTCTTCCCATTCTCTGGGGAAACTGTGTTCATGAGCATGGAGAACCCT
GGACTGTGGATTCTGGGATGCCACAACTCTGACTTCAGAAACAGGGGAATGACTGCACTGCTCARA
GTCTCCTCCTGTGACAAGAACACTGGSGACTACTATGAGGACTCTTATGAGGACATCTCTGCCTAC
CTGCTCAGCAAGAACAATGCCATTGAGCCCAGAAGCTTCTCTCAGAATTCCAGACACCCCAGCACC
AGGGAGATCACCAGGACAACCCTCCAGTCTGACCAGGAAGAGATTGACTATGATGACACCATTTCT
GTGGAGATGAAGAAGGAGGACTTTGACATCTATGAT GAGGACGAGAACCAGTCTCCAAGATCATTC

Figure 50A
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ATGCAGATTGAGCTGAGCACCTGCTTCTTCCTGTGCCTG! TTCTCTGCCACCAGGAGATAC
TACCTGGGCGCCETGGAGCTGAGCTGGGACTACAT GAGCTGCITGTGGACGCCAGG

TTCCCCCCCAGAGTGCCCAAGAGCTTCCCCTTCAA: AAGAAGACCCTGTTCGTGGAG
TTCACCGACCACCTGTTCAACATCGCCAAGCCCAGGCCCCCCTGGATGGECCTGCTGGECCCCACCATCCAG
GCCGAGGTGTACGACACCETGGTGATCACCCTGAAGAACATGGCCAGCCACCCCETGAGCCTGCACGCCGTG
GGCGTGAGCTACTGGAAGGCCTCTGAGGGCGCCGAGTATGACGACCAGACCAGCCAGAGGGAGARGGAGGAC
GACAAGGTGTTCCCCGLCEGCAGCCACACCTACGTGTGGLAGGTGCTGARAGGAGAACGEGICCCATGGCCAGT
ACCCCCTGTGCCTGACCTACAGCTACCTGAGCCACGTGGACCTGGETGAAGGACCTGAACT CTGGCCTGATL

GGCGCCCTGCTGETGTGCAGGGAGGECAGCCTGGCCAAGGAGAAGACCCAGACCCTGCACAAGTTCATCCTG
m
.

CTGTTCGCCGTGTTCGATGAGGGCAAGAGCTGGCACAGCGAGACCAAGAACAGCCTGATGCAGGACAGGGAT
CCGCCTCTGCCAGGGCOTGGCCCAAGATGCACACCGTGAACGGCTACGTGAACAGGAGCCTGCCCGECCTG
ATCGGCTGCCACAGGAAGTCTGTGTACTGGCACGTGATCGECATGGGCACCACCCCCGAGGTGCACAGCATC
TTCCTGGAGGECCACACCTTCCTGETGAGGAACCACAGGCAGGCCAGCCTGGAGATCAGCCCCATCACCTT
CTGACCGCCCAGACCCTGCTGATGGACCTGGGCCAGTTCCTGCTGTTCTGCCACATCAGCAGCCACCAGCAC
ACGGCATGGAGGCCTACGETGAAGGTGGACAGCTGCCCCGAGGAGCCCCAGCTGAGGATGARAGAACARACGAG

GAGGCCGAGGACTATGATGATGACCTGACCGACTCTGAGAT GGACGTGETGAGGTTT GATGATGACARCAGC

CAGCTTCATCCAGATCAGGTCTGTGGCCAAGAAGCACCCCAAGACCTGGGTGCACTACATCGCCGCCGAG

»)

GAGGAGGACTGGGACTACGCCCCCCTGETGCTGGCCCCCEGACGACAGGAGCTACAAGAGCCAGTACCTGAAC
AACGGCCCCCAGAGGAT CGGCAGGAAGTACAAGAAGGT CAGATTCATGGCCTACACCGACGAGACCTTCAAG
ACCAGGGAGGCCATCCAGCACGAGTCTGGCATCCTGGGCCCCCTGCTGTACGGCGAGGTGGGCGACACCCTG
CTGATCATCTTCAAGARCCAGGCCAGCAGGCCCTACAACATCTACCCCCACGGCATCACCGATGTGAGGCCC
CTGTACAGCAGGAGGCTGCCCAAGGGCETGAAGCACCTGAAGGACTTCCCCATCCTGCCEGGCGAGATCTTC

AAGTACAAGTGGACCGTGACCGT GGAGGATGGCCCCACCAAGTCTGACCCCAGGTGCCTGACCAGGTACTAC
AGCAGCTTCETGAACATGGAGAGGGACCTGGCCTCTGGCCT GATCGGCCCCCTGCTGAT CTGCTACARGGA
AGCGTGGACCAGAGGGGCAACCAGATCATGTCTGACAAGAGGAACGTGATCCTGTTCTCTGTGTTCGATGAG

VACAGGAGCTGGTATCTGACCGAGAACATCCAGAGGETTCCTGECCAACCCCGCCGGCETGCAGCTGGAGGAC

CCCGAGTTCCAGGCCAGCAACATCATGCACAGCAT CAACGGCTACGT GTTCGACAGCCTGCAGCT GTCTGETG

alalal B AT R C T AT AT CCTGAGC AT CGOGCCCAGACCGACTTCCTGTOTGTGT TOTTO
TGCCTGCACGAGETGGCUTACTGGTACATC WGCATCGGECECCCAGACCGACTTCCTETCTETETTCTTC

TCTGGCTACACCTTCAAGCACAAGATGGETGTACGAGGACACCCTGACCCTGTTCCCCTTCAGCGGCGAGACC
GTTCATGAGCATGGAGAACCCCGGCOTETGGATCCTGGGCTGCCACAACAGCGACTTCAGGAACAGGGGC

ATGACCGCCOCTGCTGARAAGTCAGCAGCTGCG AGAACACCGGCGACTACTACGAGGACAGCTACGAGGAC

ATCAGCGCCTACCTGCTGAGCAAGAACAACGCCATCGAGCCCAGGGAGAT CACCAGGACCACCCTGCAGAGC
CACCAGGAGGAGATCGACTATGATGACACCATCAGCGTGGAGATGAAGAAGGAGGACTTCGACATCTACGAC
GAGGACGAGAACCAGAGCCCCAGGAGCTTCCAGAAGAAGACCAGGCACTACTTCATCGCCGCCGTGGAGAGG
CTGTGGGACTATGGCATGAGCAGCAGCCCCCACET GCTGAGGAACAGGGLCTAGAGTGGCAGCGTGCCCCAG

TTCARGAAGGTGETGTTCCAGGAGTTCACCGACGGCAGCTTCACCCAGCCCCTGTACAGAGGCGAGCTGAAC
GAGCACCTGGECCTGCTGEECCCCTACAT CAGGGCCGAGGTGGAGGACAACATCATGGTGACCTTCAGGAAC
CAl

CAGGCCAGCAGGCCCTACAGCTTCTACAGCAGCCTGATCAGCTACGAGGAGGACCAGAGGCAGGGCGCCGAG

Continued)

Figure 1A
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CCCAGGAAGAACTTCGTGAAGCCCAACGAGACCAAGACCTACTTCTGGAAGGETGCAGCACCACAT GGCCCCC

ACCAAGGACGAGTTCGACTGCAAGGCCTGGGCCTACTTCTICTGATGTGGACCTGGAGAAGGACGTGCACAGC
SGCCTGATCGGCCCCCTGCTGGTGTGCCACACCAACACCCTGAACCCCGCCCACGGCAGGCAGGTGACCGTG
CAGGAGTTCGCCCTGTTCTTCACCATCTTCGACGAGACCAAGAGCTGGTACTTCACCGAGAACATGGAGAGS

AACTGCAGGGECCCCCTGCARCAT CCAGATGGAGGACCCCACCTTCAAGGAGARACTACAGETTCCACGCCATC
ARCGGCTACATCATGGACACCCTGCCCGGCCTGETGATGGCCCAGGACCAGAGGATCAGGTGGETATCTG
AGCATGGGCAGCAACGAGAACATCCACAGCATCCACTTCAGCGGCCACGTGTTCACCGTGAGGAAGAAGGAG

GAGTACAAGATGGCCCTGTACAACCTGTACCCCEGCGTGTTCGAGACCGTGGAGATGCTGCCCAGCAAGGCC

sGCATCTGGAGGETGGAGTGCCTGAT CGGCGAGCACCTGCACGCCGGCATGAGCACCCTGTTCCTGGTGTAC
AGCAACAAGTGCCAGACCCCCCTGGGCATGGCCAGCGGCCACATCAGGGACTTCCAGATCACCGCCTCTGGC
CAGTACGGCCAGTGGGCCCCCAAGCTGGCCAGGCTGCACTACAGCGGCAGCATCAACGCITGGAGCACCAAG

GAGCCCTTCAGCTGGATCAAGGT GGACCTGCTGGICCCCATGATCATCCACGGCATCAAGACCCAGGGCGCT
AGGCAGARAGTTCAGCAGCCTGTACATCAGCCAGTTCATCATCATGTACAGCCTGGACGGCAAGAAGTGGCAG
ACCTACAGGGGCAACAGCACCGGCACCCTGATGETGETTCTTCGGCAACGTGGACAGCAGCGGCATCAAGCAL
AACATCTTCAACCCCCCCATCATCGCCAGGTACATCAGGCTGCACCCCACCCACTACAGCATCAGGAGCACC
CTGCGGAT GGAACTGATGGECTGCGACCTGAACAGCTGCAGCATGCCCCTGEGCATGGAGAGCARGGCCATC
TCTGACGCCCAGATCACCGCCAGCAGCTACTTCACCARCATGTTCGCCACCTGGAGCCCCAGCAAGGCCAGG
CTGCACCTGCAGGGCAGGAGCAACGCCTGGAGGCCCCAGGTGAACARCCCCAAGGAGTGGCTGCAGGTGGAC
TTCCAGAAGACCATGAAGGTGACCGGCETGACCACCCAGGECGTGAAGAGCCTGCTGACCAGCATGTACGT
GGAGTTCCTGATCAGCAGCAGCCAGGACGGCCACCAGTGGACCCTGTTCTTCCAGAACGGCAARAGTGARAG
GTGTTCCAGGGCAACCAGGACAGCTTCACCCCCGETGETGAACAGCCTGGACCCCCCCUTGCTGACCAGGTAT
CTGAGGATCCACCCCCAGAGCTGGEETGCACCAGATCGCCCTGAGAATGGAAGTGCTGGEATGCGAGGCCCAG

GACCTGTACTGA (SEQ ID NO:28)
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C823A(772~1667) ~ C323-8CZ-NA

ATGCAGATTGAGCTGAGCACCTGCTTICTTCCTGTIGCCTGCTGAGGTTCTGCTTCTCTGCCACCAGS
AGATACTACCTGGGCGCCGTGGAGCTGAGCTGEGACTACATGCAGTCTGACCTGGGCGAGCTGCIT
GTGGACGCCAGGTTCCCCCCCAGAGTGCCCAAGAGCTTCCCCTTCAACACCTCAGTGGTGTACARG
HACAP”CM TTCGTGGAGTTCACCGACCACCTGTTCAACATC ‘CCAAGCC AGG uCC CTGGATG
GGCCTG CuW”C (CACCATCCAGGCCGAGETGTACGACACCETGGTGAT CACCCTGAAGAACATG
GCCAGC ACC CGTGAGCCTGCACGCCGETG CUP”'”“”QMW“'GGAA‘CFQM T AGG sCGCCGAG
TATG K”hACCEGACCAG CAGAGGGAGAAGGAGGACGACAAGGTGTTCCCCGGCGGCAGCCACACT
TACGTGTGGCAG CTGANMGGAGAACGGCCCCATGEC AW”‘ACC CCTGTGCCTGACCTACAGC
TRACCTGAG CKCCMGGK”CTCuT GAMGGACCT KAC' CTGG sATCGGCGCCCTGCTGGTGTGE
AGGGAGGGCAGCCTGGCCAAGGAGAAGACCCAGACC CCZ\CAACW—TTCZ‘”CC"“Cm T”CC GTG
TTCGA '“ACuW”AL“AC TGGCACAGCGAGAC XJ”AAKAC TGATGCAGGACAGGGATGCCGCC
TCTGCCAGGGCCTGGCCCARGATGCACACCGTGAACGG TF”C“ SARCAGGAGCCTGECCCEE bTﬂ
ATCGGCTGCCACAGGAAGTCTGTGTACTGGCACGTGATCGGCATGGGECACCACCCCCGAGGTGCA

AGCATCTTCCTGGAGGGCCACACCTTCCTGGT GAGGAACCACAGSCAGSCCAGC MWGA”TWCAﬁp

CCCATCACCTTCCTGACCGCCCAGACCCTGCTGATGGACCTGGGCCAGTTCCTGCTGTTCTGCCAC
ATCAGCAGCCACCAGCACGACGGCATGGAGGCCTACGTGAAGGTGGACAGCTGCCCCGAGGAGCCC

CAGCTGAGGATGAAGAACAACGAGGAGGCCGAGGACTATGATGATGACCTGACCGACTC T‘AGATG
GACGTGGTGAGGTTTGATGATGACAACAGCCCCAGCTTCATCCAGATCAGGTCTGTGGCCAAGAAG
CACCCCAAGACCTGGGTGCACTACAT CGCCGCCEAGGAGGAGGACT GGCGACTACGCCCICCTGETG
CTGGCCCCCGACGACAGGAGCTACAAGAGCCAGTACCTGAACAACGGCCCCCAGAGSATCGGCAGG
AAGTACAAGAAGGTCAGATTCATG CCTKCEC GACGAGACCTTCAAGACCAGGEAGGZCATCCAG
CACGAGTCTGGCATCCTGGGCCCCCTGCTGTACGGCGAGGTGGGLGACACCCTGCT! ATCﬁTCTTC
ALhAA”(ACuP” GCAGGCCCTACANCATCTACCCCCACG C?mCAP” sATGTGAGGCCCCTG
AGCAGGAGGCTGCCCAAGGGCGTGAAGCACCTGAAGGACT CCATCCTGC “”CUP” AGATCTTC
AAGT CRACMGGK”P”'”KC GTGGAGGATGGCCCCACCARG '”'”KC CCAGGTGCCTGACCAG
TACTACAGCAGCTTCGTGARCATGGAGAGGGACZCT C“Cm TGGCCTGATCGEC uP“'GCT4ATC
GCTACAAGGAGAGCGTGGACCAGAGGGGCAACCAGATCATGTCTGACANGAGGAACGTG MZC'”
TTCTCTGTGTTCGATGAGARCAGGAGCTGGTATCTGACCGAGARCATCCAGAGGTTCCTGCCCAAC
CCCGCCGGCETGCAGCTGGAGGACCCCGAGTTCCAGGCCAGCAACATCATGCACAGCATCAACGGC
TACGTGTTCGACAGCCTGCAGCTGTCTGTGTGCCTGCACGAGGTGGCCTACTGGTACATCCTGAGC
ATCGGCEC CEGA”P”K”T CCTGTCTG “GTTC TCTCTGGCTACACCTTCAAGCACAAGATGETG
TACGAGGACACC SACCCTGTTCCCCT GCGGCGAGACCGTGTTCAT AW”KTGG AGAACCCC
CUP“'GT’ AT“CMGG sCTG CKCAACAGCGACTTCAGGAXCKG sGGCATGACCGCCCTGCTGAARA
AGCAG CGACARAGANCACCGGCGACTACTACGAGGACAGCTACGAGGALT iCAG GCCTAC
CTGC'”“” XJ”AALAA”W”‘ATf sAGCCCAGGAGCTTCAGCCAGAACTCCAGACACCCCAGCACT

2
O
s
-
i..(
=
jon
o
O

Figure 824



WO 2017/083762

AGGGAGATCACCAGGACCAC
STGGAGATGAAGAAGGAGGACTT
CAGAAGAAGACCAGGCACTACTTCATCGCL
AGCCCCCACGTGUTGAGGAACAGGGCCCA
CAGGAGTTCACCGACGGCAGCTTCACCCA
CTGCT "’?GJCC’J TACATCAL

o~ fﬂ’

SGGCUGAGHT

Iala i ialarak Nalalar V.valel
CCCAGGAA C‘ff{. TCETGAAGCCCAACE]
lelalalalarNala 7
;CCCCCACCAAGGACGA
N NN e
GACGTG K,A

-/\ alals N lalalidolay X aley.

GGCAGGCAGGTGACCGTGCAGGA

GARCATG

Gl LAl lw

et N \/ A

olil .F lals 7-
L L \, \J

-/\ /~<
RYAY

TAC

rf ,I.I s f-{ :,-

AT COACTTCAGCGACCACGTOT T
ATCCAL CAGCGGCCACGTGTTCACCG

PCTACCOCGGOGTETTOR NN
CTGTACCCCGEGCETE] AC‘*P&, LG L GEA

Idelalalideruale ~A1/~<AC~ i

{
U T EATOUGED AL W GLOCG

-, O CCCOTGGOACATCCCCAGOGECC]
CAGACCCCCCTGGGCATG JC, CGH

yall L4

Maler\

r*'
GGCCAGTGGGECCCCC GCTGGCCAGGC

GGCGCCAGGCAGAAGTTCAGCAGCCTGTA
AAGAAGTGGCAGACCT?
AGCAGCGGCATCAAGCACAACATCTTCAAL
ACCCACTACAGCATC

Gialalalalabilalals ’Ax Ut 7 E
ATGCCCCTGEGCATGCGAG

AACATGTTCGCCACCTGGA!

~~,~<f~<

COCCOD

Nelels i¥elelek
;C ZCGTGAAGA
lalatalalal:

AGCA” C CAb Jiﬂ\ CGGCCACCA
AACCAGGAC

T g
GGCGTGACCACCCAGK

At »/\.'\J LA

A TCCACCCCCAGAGCTGOATGOACT AT O T
ATCCAL ,C,\, CCAGAGCTGGGETGC: \A,AGHI =CCCT

GACC FGTAC"‘ A (SEQ ID NO:2

CCCT G CAGAGCGACCAL
CGACATCTAC

CGOCET

CTTCOACTGORARG
STTCGACTGCAAL

ey
SCGETE,

N f~< aled f~< Natalabiiile
C ¢ JJD\

CATCAGGGAC

ele'elelelele (‘]4 Af~ laliialolale Z-_\wa Nale (‘j_ﬁ C( fael D\ s Af‘}(\ G COD
p¥s £ AN I\

AN A
GAGCCCTTCAGCTGGATCAAGGTGCGACCTGCTGGCCCCCATG
CATC AGCCAGT"_

e alales f~<

= A 7\ -.
CCTACAGGGGCAACAGCACCGGCACC

AT
CAGGAGCACCCTGCGGA

GGCCATCTCTGACGOCOL
\GCAAGGCCATCTCTCGACGCCCAL

81/89

LA

T
\GACCAAGAC

LA

OTTCECOCTETTOTTCR
TCGCCCT TCTTC

N e~ N OO
GAGAGGAACTGCACL
i AGGTTCOACGOCATC NN A

CTACAGGTTCCACGCCATCAACGGCTACAT

N . AR COLTCORCOT ST AT
ATGGEC \/K,AC*\JAJ\, AGAGGATCAGGTGGTAT

lecloe

GAGCAL

L

Nelslolelels

CCAGGOTGEO]
AGCCCCAGCAAGGCCAGGCT L

IaTalal f~4

Figure 52B

GAGGAL
CGAC OA’?GJ
GAGA
JAC}CG”CAGCG"

GCCCCTETAC

GATCCGACTATGA
CG AGAT CCAGAGCCCCAGEAL

P OTOAGACTATGAC B
C il ACTATGGCATGAGC

AN LU N

GCCC \,.T GTTCAA
GAGGCGAGCTGAACGAGTAL
TGGAGGACAACATCATGGTGACCTTCAL
AGCAGGCCCT! \,’AC}C"‘T CTACAGCAGCCTCGATCAGUTACGAL

alatnl

LR A

Nalalil ~f~<f~< wr'1r
GGCCTGEGELC

Iﬂfﬂ(_y"i/*(fﬂ A HA)‘V’[(\ ~r~<f~<(w ololel 1 G(:ﬂj»’l(_ysr fﬂ"].

eloler

Ll £
Ialnbnialied 7- b
TCACCATCT A\, GAGA

%CAAC AT CC,“ SATG

Iataliil

GCCCCCT

Ialatals

sGCAGCAACGAGAACATCCACAGC
SGAGTACAAGATGGCCCTGTACAAL
ADGGCCGGCAT C’ TGGAGGGTGGAG

f~4 »F ilelek

CTGCTGA 'SCAI
AGGAAGAAGGAL
ATGCTGCCCAG
Np—

Lo \/

e

I ﬂ\ ke

ararats

-7

CCCCCCCATCAT
,TIC"\J"‘\M"\X(:":’jA].

el
CGGCAAAG

OO T O T ST N Y IR T Y
CAGCCTGGACCCC CCTGCTGACCAGCTATCTGAGG

GAGAATGG

PCT/US2016/061684

ATGACA - o~
TGACACCATCAGC

talitl .F s

(CLUN AN

N

&1\ ALGCAGL

GAAGGTG %T’?’T"I’C

s /~< idele /~< ~~
~{ =

T

e TaTara

SGAACC Ab GCC

INelerNels SelarVeleleisleiolel
SGAGGACCAGAGGCAGGGCGCCGAG

ST T CTCGARGGTECAGCE v

CTTCTGCGAAGGTGCAGCACCACAT

[TCTC Tk SATGT GGAC CTGGA CwA. G

’Ax ~ f~< I /~< f~< eloler\e
AN

GAACCCCGCCC

COAAC
GAGGACCCCALCCT

O Y OO T TS
CCCTGECCCEECCTEETE

AL
CCAACHE
-,- laTalitate

AlLC TG

r'1r~<f*’ T
Glanls

Il f~< DNACOD

e T O T T e
{. -
CCTGGTGTACAGCAACL

AGATCAC

AGCATCAACGCCTGGAGCE J\,AT G

ATCATCCACGGCATCAAGACCCAG
CATCATGTACAGCCTGGACGGC

ATGOTCTTCT TCCGCARCGTGOAD
TGGTGTTCTTCGGCAACGTGGAC

C~ el
!“‘M‘% AT

lalalolalalidalinlale f~< el
CCGCCTOTGGCCAGTAC

LA

Sl o ATCAGGOTEC lale
SCCAGGTACATCAC CTGCACCCC
e lelelelilele

o~ ACCTGC
;GCTGCGACCTGAAC GCAGC
s Nalslcialar NelarNeloirNsuiuer -Xels
AGATCACCGCCAGCAGCTACTITCACC
COTGOR e AN T e e
CCTGCAGGGCAGGAGCAACGCCTGG

N ST e T TR YA T . TGECTGOAGOT
AGGCCCCAGHET \J,t—‘.\A. AACCCCAAGGAGTGGCTGCAGGT C‘V\J"‘\L -

dideler\

o~ 1 CleL ey ale
TCCAGAAGACCATGAAGGTGACC

N T Ny o CTGAACGACTTCOTCATC
GCCTGCTGACC JK,A TGTACGTCAAGCGAGTTCCTCGATCAGC
pat el fﬂ"\r"‘/“()"’ln""l/“( 7
TGGACCCTGETTCTTCCAGAAL

/~<f~< ‘\r"]/*(A(\ 'slelelelelie ~r'1/~<A 17‘
J\2 LA\S0L \

NPT AT P C Ialalal
§ -

m e
TGAAGGTGTTCC S

AL \/

ARGTGCTGRCATCCCACGOCOAG
AGTGCTGGGATGCGAGGCCCAG



WO 2017/083762 PCT/US2016/061684
82/89

C801ImZ3~-FL~-AA (SEQ ID NO: 104}

MOIELSTCFFLCLLRFCFSATRRYYLGAVELSWDYMQSDLGELPVDARFPPRVPKSFPFEN

TSVVYKKTLFVEFTDHLENIAKPRPPWMGLLGPT IQAEVYDTVVVTLKNMASHPVSLHAY
GVSYWKSSEGAEYDDQTSQREKEDDKVEPGKSHT YVWQVLKAB”TTRQDPPCLTYSYLSH
VDLVKDLNSGLIGALLVCREGSLAKEKTQTLHKFI LLFAVFDEGKSWHSETKNS LMQDRD
AASARAWPKMHTVNGYVNRSLPGLIGCHRKSVYWHV M.'TDEVLQLFLEF{m?LWRNH
ROASLEISPITFLTAQTLLMDLGQOFLLFCHISSHQHDGMEAYVKVDSCPEE PQLRMKNNE
EAEDYDDDLTDSEMDVVRFDDDNSPSFIQIRSVAKKHPKTWVHY IAREEEDWDYAPLVLA
PDDRSYKSQYLNNGPORIGRKYKKVRFMAYTDETFKTREATIQHESGILGPLLYGEVGDTL

LITFKNQASRPYNIYPHGITDVRPLYSRRLPKGVKHLKDEFPILPGEIFKYKWTVTVEDGPE
TEKSDPRCLTRYYSSFVNMERDLASGLIGPLLICYRESVDORGNOIMSDKRNVILESVEDE
NRSWYLTENIORFLPNPAGVQLEDPEFQASNT MIQTT”YVFDSLQL“VCLHLVAYWY__

IGAQTDFLSVEEFSGYTFKHKMVYEDTLTLFPEFSGETVEMESMENPGLW I LGCENSDEFRNRG
MM“LT”VUQCD KNTGDYYEDSYEDTSAYLLSKNNTTYVNRSLSONPPVLKRHOREITRTT

QSDOEEIDYDDTISVEMKKEDFDIYDEDENQSPRSFORKTRHYFIAAVERLWDYGMSS S
PHWLRDRAQ"W~7 QFREKVVEFQEFTDGSFTOPLYRGELNEHLGLLGPY IRAEVEDNIMVT
FRNQASRPYSFYSSLISYEEDQROGAEPREKNEVKPNETKTY FWKVOHEMAPTKDEFDCKA
WAYFSDVDLERKDVHSGLIGPLLVCHTNTLNPAHGROVIVOEFALFFTIFDETKSWY FTEN
MERNCRAPCNICOMEDPTFKENYRFHAINGY IMDTLPGLVMAQDORIRWYLLSMGSNENTH
SEHFSGHVFT/ KKEEYKMALYNLYPGVFETVEMLPSKAGIWRVECLIGEHLHAGMETLE
LVYSNKCOTPLGMASGHIRDFQITASGOYGOWAPKLARLHEY SGS INAWSTREPFSWIKVD
LLAPMITHGIKTQOGAR SSLYISQFIIMYSLDGKRKWOTYRGNSTGTLMVEFGNVDSSG
IKHNIFNPPITARYIRLHPTHYSIRSTLRMELMGCDLNSCSMPLGMESKATSDAQITASS
YETNMEFATWE PSKARLHLOGRENAWRPOVNNPREWLOQVDFORKTMERVTGVTITOGVKSLLTS
M”VKEFMZSCQQDGH WTLFFONGKVRVFOGNODSFTPVVNSLDPPLLTRYLRIHPOSWY
HOIALRMEVLGCEAQDLY
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C804m3~-FL-AA (SEQ ID NO: 105}

MOIELSTCFFLCLLRECEFSATRRYYLGAVELSWDYMQOSDLGELPVDARFPPRVPKSFPFN
TSVVYRKTLEVEFTDHLEFNIAKPRPPWMGLLGPTIQAEVYDTVVITLKNMASHPVSTHAY

GVSYWRASEGAEYDDOTSQREKEDDRKVEPGGSHT YVWQVLKABGPVRQDP LLTYSYLSH
VDLVEDLNSGLIGALLVCREGSLAKEKTOTLEKFILLFAVIDEGKSWHSETKNSLMODRD
AASARAWPRKMHTVNGYVNRSLPGLIGCHRKSVYWHVIGMGTTPEVHS I FLEGHT FLVRNH
ROASLEISPITFLTAQTLIMDLGOFLLFCHISSHQHEDGMEAYVRKVDSCPEEPQLRMENNE
EAEDYDDDLTDSEMDVVREDDDNSPSFIQIRSVAKKHPKTWVHY IAAEEEDWDYAPTLVLA
PDDRSYKSQYLNNGPQRIGRKYKKVRIMAYTDETFRKTREATQHESGILGPLLYGEVGDTL

LITFKNQASRPYNIYPHGITDVRPLYSRRLPKGVKHLKDEFPILPGEIFKYKWTVTVEDGPE
TEKSDPRCLTRYYSSFVNMERDLASGLIGPLLICYRESVDORGNOIMSDKRNVILESVEDE
NRSWYLTENIORFLPNPAGVQLEDPEFQASNT MIQTT”YVFDSLQL“VCLHLVAYWY__

IGAQTDFLSVEEFSGYTFKHKMVYEDTLTLFPEFSGETVEMESMENPGLW I LGCENSDEFRNRG
MM“LT”VUQCD KNTGDYYEDSYEDTSAYLLSKNNTTYVNRSLSONPPVLKRHOREITRTT

QSDOEEIDYDDTISVEMKKEDFDIYDEDENQSPRSFORKTRHYFIAAVERLWDYGMSS S
PHWLRDRAQ"W~7 QFREKVVEFQEFTDGSFTOPLYRGELNEHLGLLGPY IRAEVEDNIMVT
FRNQASRPYSFYSSLISYEEDQROGAEPREKNEVKPNETKTY FWKVOHEMAPTKDEFDCKA
WAYFSDVDLERKDVHSGLIGPLLVCHTNTLNPAHGROVIVOEFALFFTIFDETKSWY FTEN
MERNCRAPCNICOMEDPTFKENYRFHAINGY IMDTLPGLVMAQDORIRWYLLSMGSNENTH
SEHFSGHVFT/ KKEEYKMALYNLYPGVFETVEMLPSKAGIWRVECLIGEHLHAGMETLE
LVYSNKCOTPLGMASGHIRDFQITASGOYGOWAPKLARLHEY SGS INAWSTREPFSWIKVD
LLAPMITHGIKTQOGAR SSLYISQFIIMYSLDGKRKWOTYRGNSTGTLMVEFGNVDSSG
IKHNIFNPPITARYIRLHPTHYSIRSTLRMELMGCDLNSCSMPLGMESKATSDAQITASS
YETNMEFATWE PSKARLHLOGRENAWRPOVNNPREWLOQVDFORKTMERVTGVTITOGVKSLLTS
M”VKEFMZSCQQDGH WTLFFONGKVRVFOGNODSFTPVVNSLDPPLLTRYLRIHPOSWY
HOIALRMEVLGCEAQDLY
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C801-FL-AAm12 (SEQ ID NO: 106}

MOIELSTCFFLCLLREFCEFSATRRYYLGAVELSWDYMOSDLGELPVDARFPPRVPKSFPFNTSVVYK
KTLF7‘TTDﬂ"FN"“f?“PwVCLL”“mI”““”VDvaVTL”WMA"HPVC"QAVCVSVWKS"E GAE
YDDOTSOREKEDDKVEPGRSHTYVWOVLKENGPTASDPPCLTYSYLSEVDLVKDINSGLIGALTLVC
LAKEKTQTLHKEFILLFAVEDEGKSWHSETKNS LMODRDAASARA PKMHTVNGVVNRD;PGL
KSVYWHVIGMGTTPEVHS IFLEGHT FLVRNHRQASLEISPITFLTAQTLIMDLGOFLLSCH

SSHQHDGMEAYVREVDSCPEEPQLRMKNNEEAEDYDDDLTDSEMDVVREFDDDNSPSFIQT RJVAKK
HPKTWVHYIAAREEDWDYAPILVIAPDDRSYRKSOYLNNGPORIGRKYKKVRFMAYTDETEFKTREATQ
HESGILGPLLYGEVGDTLLITFKNQASRPYNIYPHGITDVRPLY SRRLPKGVKHLKDFPILPGETIF
KYKWTVTVEDGPTKSDPRCLTRYYSSEVNMERDLASGLIGPLLICYKESVDORGNQIMSDKRNVIL
FEVEFDENRSWYLTENIQRFLPNPAGVOLEDPEFQASNIMHS INGYVEFDSLOLSVCLHEVAYWYILS
IGAQTDFLSVEFSGYTFKHKMVYEDTLTLFPFSGETVEMSMENPGLW I LGCENSDFRNRGMTALLK

VoSCDENTGDYYEDSYEDISAYLLSKNNAIEPRSFSONPPVLKRHOREITRTTLOSDOEEIDYDDT
ISVEMEKKEDFDIYDEDENQSPRSFQEKTRHYFIAAVERLWDYGMSSSPHVLRNRAQSGSVEPQFKKY
VEQEFTDGSFTQPLYRGELNEHLGLLGPYIRAEVEDNIMVTFRNQASRPYSEFYSSLISYEEDQRQG
AEPREKNFVKPNETKTYFWKVOHHMAPTKDE FDCKAWAYFSDVDLEKDVHSGLIGPLLVCHETNTLNP

if'Q7T“gﬁﬂALF7TIFDuT?SWfFTEﬂMEHNCRAVCN CMEDPTFKENYRFHAINGYIMDTLPG

LVMAQDORIPWYLLSMGSNENIHSTHFSGHVEFTVRKKEEYKMALYNLYPGVFETVEMLPSKAGIWR
AGMSTLEFLVY SNKCQTPLGMASGHIRDEQITASGQYGOWAPKLARLHYSGS INAWS
TKEPFSWIKVDLLAPMITHGIKTOGAROQKEFSSLY ISOF I IMYSLDGKKWOTYRGNS TGTLMVEEGN
/DSSGIKHNET ﬂNDPILAQYTRLHPT:YCI?STL?MZLX! DLWCCJMPLGM_QVRIQDA”IM7CGY
FITNMFATWSPSKARLHLOGRSNAWRPOQVNNPKEWLOVDEFOKTMKVTGVTTQGVKESLLTSMYVEKEFRL
ISSSQDGHOWTLFFONGRVEVFOGNOQDS FTPVVNSLDPPLLTRYLRIHPQ ITLQLALRMEJLUCE
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C804-FL-AAm12Z2 (SEQ ID NO: 107}

MOIELSTCFFLCLLREFCEFSATRRYYLGAVELSWDYMOSDLGELPVDARFPPRVPKSFPFNTSVVYK
KTLF7‘TTDﬂ"FN"“f?“PwVCLL”“mI”““”VDvaVTL”WMA"HPVC"QAVCVSVWKS"E GAE
YDDOTSOREKEDDKVEPGRSHTYVWOVLKENGPTASDPPCLTYSYLSEVDLVKDINSGLIGALTLVC
LAKEKTQTLHKEFILLFAVEDEGKSWHSETKNS LMODRDAASARA PKMHTVNGVVNRD;PGL
KSVYWHVIGMGTTPEVHS IFLEGHT FLVRNHRQASLEISPITFLTAQTLIMDLGOFLLSCH

SSHQHDGMEAYVREVDSCPEEPQLRMKNNEEAEDYDDDLTDSEMDVVREFDDDNSPSFIQT RJVAKK
HPKTWVHYIAAREEDWDYAPILVIAPDDRSYRKSOYLNNGPORIGRKYKKVRFMAYTDETEFKTREATQ
HESGILGPLLYGEVGDTLLITFKNQASRPYNIYPHGITDVRPLY SRRLPKGVKHLKDFPILPGETIF
KYKWTVTVEDGPTKSDPRCLTRYYSSEVNMERDLASGLIGPLLICYKESVDORGNQIMSDKRNVIL
FEVEFDENRSWYLTENIQRFLPNPAGVOLEDPEFQASNIMHS INGYVEFDSLOLSVCLHEVAYWYILS
IGAQTDFLSVEFSGYTFKHKMVYEDTLTLFPFSGETVEMSMENPGLW I LGCENSDFRNRGMTALLK

VoSCDENTGDYYEDSYEDISAYLLSKNNAIEPRSFSONPPVLKRHOREITRTTLOSDOEEIDYDDT
ISVEMEKKEDFDIYDEDENQSPRSFQEKTRHYFIAAVERLWDYGMSSSPHVLRNRAQSGSVEPQFKKY
VEQEFTDGSFTQPLYRGELNEHLGLLGPYIRAEVEDNIMVTFRNQASRPYSEFYSSLISYEEDQRQG
AEPREKNFVKPNETKTYFWKVOHHMAPTKDE FDCKAWAYFSDVDLEKDVHSGLIGPLLVCHETNTLNP

if'Q7T“gﬁﬂALF7TIFDuT?SWfFTEﬂMEHNCRAVCN CMEDPTFKENYRFHAINGYIMDTLPG

LVMAQDORIPWYLLSMGSNENIHSTHFSGHVEFTVRKKEEYKMALYNLYPGVFETVEMLPSKAGIWR
AGMSTLEFLVY SNKCQTPLGMASGHIRDEQITASGQYGOWAPKLARLHYSGS INAWS
TKEPFSWIKVDLLAPMITHGIKTOGAROQKEFSSLY ISOF I IMYSLDGKKWOTYRGNS TGTLMVEEGN
/DSSGIKHNET ﬂNDPILAQYTRLHPT:YCI?STL?MZLX! DLWCCJMPLGM_QVRIQDA”IM7CGY
FITNMFATWSPSKARLHLOGRSNAWRPOQVNNPKEWLOVDEFOKTMKVTGVTTQGVKESLLTSMYVEKEFRL
ISSSQDGHOWTLFFONGRVEVFOGNOQDS FTPVVNSLDPPLLTRYLRIHPQ ITLQLALRMEJLUCE
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CB01-FL-Naml2 (SEQ ID NO: 108}

AT OO ACATTEAGCTOTCCACCT GO TTC T TTCTaT G CTACTEAGAT TCTACTTCTCTRCC i
ATGCAGATTCAGCTGCTCCACCTGCTTCTTT .C,A 'GCCTGCT G TTCTGCTTCTCTGCCACCAGG

rv’l ey ~ f~4 Ialatalalinlatl ~CPUTHT Y T '\‘/\ ~ [ slalnlarValalaslalar Yeleuueleled
AGA CTACCTGGGGGCTGTGGAACTTTCTTGGGACTACAT \JK,AC* TCTGACCTGGCGAGAGCTGCCT
o ~ r»-| N e ISl alalay Iala idetelele eilelsliidelele dnla ~ Milsliveileleideli: N
GTGGATGCCAGGTTCCCACCCAGAGTGCCCAAGTCCTTCCCATTCAACACCTCTGTGGETCTACAAG
AAGACACTCTTTCTGCARTTCACT COACCTCTTO PTGOA PR COACCOTGGATS
AAGACACTCTTTGTGGAATTCACTGACC TGTTCAACATT ARAACCCAGACCACCCTGGAT
allalalidele COCACCATTCACGOTCAGGTCTATCACACTGTGOTCGTCACCOTC AT
GGACTCCTGGCACCCACCATTCAGGCTGAGGTGTATGACACT C** GGTCGTCAC »,C, i ,AJ \J"‘\&A REi
AT COTGTCTCTCTCCATCC TOTGCCACTCTCATAC R e
GCATCCCACCCTGETGTCTCTGEC C (GTGGGAGTCTCATACTGGAAATCCTCTGAAGGGGCTGAG
r- ATGACCA T NOATD A P ARGGTCTTCCOTEGE T N YR
FATGATCGACCAGACATCCCAGAGAGAGAAAGAGCATGACAACGGTGTTCCCTGGGAAGTCTCACACC
TP PN T T N s STCOTC N T COCACTGCATCTC CCACCOTGOCTGE o~
TATGTGTGGCAAGTCCTCAAGGAGAATGCGACCCACTGCATCTGACCCACCCT Cu,k,..(gh CATACTCC
TACCTTTCTCATCT CTEET S, CTOTGGACTGAT TCGGGCACTCOTACTGTGE
TACCTTTCTCATGTGGACCT TCAAGGACCTCAACTC AC it )Al sGGGCACTGCTGGTGTGC
ey ilalalalitele 7 PR SLUSTaY ey i labdalclleutbielakdel da
A\ubx ;AH GGAT ,u,f, kn:\,\,ﬁAGu GAAAACCCAGACACTGCACAAGTTCATTCTCCTGTTTGCTGETC
TTTGATCAGGGC TCTTGGCACTCY S —— PP COGATGOTGOD
FTTGATCGAGS ‘f\,!“u‘%(‘f TCTTGGCACTCTGAAACAAAGAACTCCCTGAT \JK,AJ \GACAGGGA CTGCC
N T N Axr ~/~< ~r~< alartal Nt arer Var Vel r~< Ut T OO T T i alal; ilalalall e
CTGCCAGGGCA sCCCAAGATGCACACTGTGAATGGCTATGTGAACAGATCACTGCCTGGAL
7T ~r~<f~< elolor 7- dalidehlaly Nl Nalatl ,-»-|, Ialal r'1/~<f~ ~ S Talalals f~4 T
ATTGGCTGCCACA C-YP\.M‘]. (GTCTACT )\JC,PL (GTGATTGGCATGGGGACAACCCCTGAAGTGC
Talal dnlidnlately f~4 COCACANCACOTT /~< f~< Ul ar Yoy vV Yalay 17‘ E Nalallalalilalars [aaPalsaPaly
TCCATTTTCCTGCGAGCGGACACACC CTGGTCAGCGAACCACALGE !“\&I‘\XC"\ CTCTCTGGAGATCTCT
AT AT T O AT (O T " R T CTTCCTGCTOTCCTGCCAD
CCCATCACCT l', CTCACTGCACAGACACTGCTGATGGACCTTGGACAL TCCTGCTGTCCTGEC !
m /~< itelidielel 7- N atar e S eler s /~< ~~ NN T T r»-| o a ~r~< Ut el -.m r»-| alalall 7- ” ~
ATCTCTTCCCACCA JA FGATGGCATGGAAGCCTATGTCAAGGTGGACTCATGCCCTGAGGAS JC.A.
OTCAGE 7 AT N A (N ATGATGACCT e e AT
r'\x(‘f [CAGGATGAACGAACAATGA AC‘*\JK,. GAGGACTATGA C"f{ oA TGACTCGACTCTGAGAT
A TOTOGTC PR e AT T Y A T T T O T T GHer Vel slileinleiels 2
GATGTGGTCAGATTTGATGATGACAACTCTCCATCCTTCATTCAGATCAGGTCTGTGGCAAAGAAA
N T N GTCCACTACATTGCTGOTGAGS e TGOGACTATGCACCACTGOTC
CACCCCAAGAC f{f\: SGTGCACTACATT TGCTGAGGAAGAGGACTCGGGACTATGCACCACTGGT
T O YT r»-| T ar N Al e iTalilal Mk Valalnlal lalalalal.Val ” T
CT \;C CCC TGACAGGAGCTACAAGT C TCAGT JC CAACAATG JC ! s\,AH. SAATT Cm;AAG \
e ~re e leTalelr Ner Yeuter Uil e el aile T T T T
AAGTACAAGAAAGTCAGATTCATGGCCTACACTGATGAAACCT TCAAGACAAGAGAAGCCATTCAG
~ AN T ~r~<f~< IleiieielerYele Mleslsud el IS lala DT ICA Ax/~<f~< ~/~<r»-| NN TN r'1/~<rv’|.'w~=
CATGAGTC CATTCTGGGACCACTCCTGTATGGGCAACTGGCGAGACACCCTGCTCATCATCITC
7 A T A I T AT AN AT T A Tty il Np—— CTCACCCCCCTGTALC
AAGAACCAGGCCTCCAGGCCCTACAACATCTACCCACATGGCATCACTGATGTCAGGCCCCT C
~ 7 TN COCCTO 7 ST A T CTTCCCCATTCTCOCTGOAGACATCTTC
\JK,ACW\J AGACTGCCAAAAGGGGETGAAACACCTCAAL C‘ff{ TTCCCCATTCTGCCTGGAGAGATCTTC
VN ali b el pat TN ~f~< iy A7 rfw»-.mr on mmp« NN N ~/~<f~< T -
AAGTAC TGGACTGTCACTGET SAGGATGGACCAACAAAGTCTGACCCCAGGTGCCTCACCAGA
rYalrYahilalaUratuninky f“’ NP TR Y S el "’*’Tl"’l SN f“ i EValar Yahvaralal el
TACTACT t,(, TCTTT STGAACAT l\:JC_-XH\. SAGAGACCTGGCATCTGGACTGATTGGACCACTGCTCATC
TGCTACAAGGAGTCTGTGGACCAGAGAGGCAACCAGATCATGTCTGACAAGAGAAATGTGATTCTG
TTCTCTGTCTTTGATCGAGAACAGATCATGGTACCTCGACTCGAGAACATTCAGAGATTCCTGCCCAAC
COTGCTGEGATGO CTGGARGACCOTOAGT TCOAGCE AR CATGCACTCCATE e
CTGCTGGGETGCAACTCGAAGACCCTGAGTTCCAGGCAAGCAACATCATGCACTCCATCAATGGC
AT e T CCAGC T T T TG TC T CC O TR ATGAGCGTCCCCTACTGE ATTCTTTCT
TATGTGETT l\;lf‘\x TCTCTCCAGCTTTCTGTCTGECCT \JC,P.L [GAGGTGGCCTACTGGETAC L (, TTICT
ulielelelelor: 7 ACTTCOTTTOTOTCTTCTTOTOTES AT A RO ATGOTE
lubu -CACAAACTG TCCTTTCTGTCTTCTTCTCTGGATACACCTTCAAGCACAAGATGGET
AT ACCCTC ACTCTTCCCATTC e CTCTGTTOATC SO 7 o~
TATGAGGACACCCTGAC TCTTCCCATTCTCTGGGGAAR C TGTTCATGAGCAT Gu GAAC JCI
ACTCTGCATTCTCGCATGCOAS CTCTGACTTCOR 7 elete ™ TR T pp—
GGACTGET SATTCTGG TGCCACAACTCTGACTTCAGAAAL GCEGAATCGACTGCACTGCTCAAN
T T Y T T VA (S A A T A T T A T AT GAGGACTCT TATGACGACATCTCTGOCT
GTCTCCTC (, ERG N CTHLK,AJA'\:LAA.CE&,. GGGGACTACTATGAGGACT TGAGGACATCTCTGCCTAC
St eulerels e e e e NeTalalar T T T TCCACCTGTCOTGAAGAGE
CTGCTCAGCAAGAACAATGCCATTGAGCCCAGAAGCTTCTCT C, GAATCCI TGTCCT ’QAAQA SA
-» ~<f~< T N 7 s wmr cCoToe CTCUTY O A YYD r ey el r»-| -» /~< el
CACCAGAGAGAGATCACCAGGACAACCCTCCAGTCTGACCAGGAAGAG! (GACTATGATGACACC
ATTTCTCTGCAGAT NI T ] Lty Ny G el ATGAGCACE 7 T T
ATT TGTGGE TGAAGAAGCAGGACTTTGACATCTATGA C-« SGACGAGAACCAGTCTCCAAGA
TCA m'ﬂCCAGH.T'\ SAAGACAAGACACTACTTCATTGCTGCTGTGGAAAG ACT'?'T'G“” CTATGGCATG

TCTTCCTCTCCCCATGTCCTCAGGARCAGGGCACAGTCTGGUTCTGTGCCACAGTTCAA \;AAE\"”_”
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GTCTTCCAGGAGTTCACTGATGGCTCATTCACCCAGCCCCTGTACAGAGGGGAACTGAATGAGCAL
CTGGGACTCCTGGGACCATACATCAGGGUTGAGGTGCGAAGACAACATCATGGTGACAT TCAGAAAL
CAGGCCTCCAGGCCCTACAGCTTCTACTCTITCCCTCATCAGUTATGAGGAAGACCAGAGACAAGGG
CCTGAGCCAAGARAGAACTTTGTGAAACCCAATGAAACCAAGA ,C"‘T” TTCTGGARAGTCCAGCAC
CACATGGCACCCACCAAGGATGAGTITGACTGCAAGGUCCTGGGCATACTTCTCTGATGTGGACCTG
GAGAAAGATGTGCACTCTGGCCTGATTGGCCCACTCCTGGTCTGCCACACCAACACCCTGAACCCT
GCACATGGARGGCAAGTGACTGTGCAGGAGTTTGCCCTCTTCTTCACCATCTTTGATCGARACCAAG
TCATGGTACTTCACTGAGAACATGGAGAGARAACTGCAGAGCACCATGCAACATTCAGATGGAAGAC
,CCAC” TTCAAGGAGAACTAC AOGT’T‘CC. TGCCATCAATGGUTACATCATGGACACCOTGCOTGGG
CTTGTCATGGCACAGGACCAGAGAATCAGATGGTACCTGCTTTCTATGGGA ’T'CCAAIUT AACATT
CACTCCATCCACTICTCTGGGCATGTCTTCACTGTGAGAAAGAAGGAGGAATACAAGAT "’”CCC”.G
TACAACCTCTACCCTGGGGTCTTTGAGACTGTGGAG! "1”’*1GCCCT’?”A\HAGCTCC]\,AI TGGAGE
GTGGAATGCCTCATTGGGGAGCACCTGCATGCTGGCATGTCAACCOTGTTICCTGGTCTACAGCAAL
AAGTGCCAGAC \,CCC.W’?GAAT\; LCCTCTGGCCACATCAGGGACTTCCAGATCACTGCCTCTGGEL
CAGTA ’“GGC”L GTGGGECACCCAAACTGGCCAGGUTCCACTACTOTGGUTCCATCARTGCATGGTCA

ACCAAGGAGCCATTCTCTTGGATCAAGETGGACCTGCTGECACCCATCGATCATTCATGGCATCAAG
ACACAL OGGG\,AAGJ CAGAAATTCTCCTCTCTGTACATCTCACAGTTCATCATCATGTACTOTCTG
GATGGCAAGAAGTGGCAGACATACAGAGGCAACTCCACTGGCACCCTCATGGTCTTCTTTGGCAAT
GTGGACAGCTCTGGCATCAAGCACAACATCTICAACCCTCCCATCATTGCCAGATACATCAGGCTG
CAC”,CC.T CCCACTACTCAATCAGATCAACCCTCAGGATY ?GAAC’T'OAT\; CGATGTGACCTGAACTCC
TGCTCAATGCCCCTGEGAATGCAGAGCAAGGCCATTTCTGATGCCCAGATCACTGCATCCTCTTAC
TTCACCARCATGTTTGCCACCTGGTCACCA '.”A\HAAGCCAOGC’T'GCT CCTCCAGGGAAGAAGCAAT
GCCTGGAGACCCCAGETCAACAACCCARAGGAATGGCTGCAAGTGGACTTCCAGAAGACAATGAAR
GTCACTGGGGTGACAACCCAGGGGGTCAAGTCTCTGUCTICACCTCAATGTATGTGAAGGAGTTCOTG
ATCTCTTCCTCACAGGATGGCCACCAGTGGACACTCTTICTTCCAGAATGGCAAAGTCAAGGTGTTC
CAGGGCAACCAGGACTCTTTICACACCTGTGGTGAACTCACTGGACCCCCCCOTCCTGACAAGATAL
CTGAGAATTCACCCCCAGTCTTIGGGTCCACCAGATIGCCCTGAGAATGGAAGT CCTGLGATGTGAG
CCACAAGACCTGTACTGA

Figure 578
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C804-FL-NAaml2 (SEQ ID NO: 109}

TGOAGATTGAGCTC < TGOTTCTTCCTGTGOC TR
ATGCAGATTGAGCTGAGCACCTGCTTCTTCCTGTGCCT
ACATA COTEGGGECTGTCCAGCTTTCTTEGGALT ATGCASTCT
AGCGATACTACCT SGGGCTGTGCGAGCTTTCTTGGGACTACATGC 'C
VAR ~r'1/~<f~< ~ r'1/~<f~< dileleler
CACCCAGAGTGCCCAAATCCTTCCCAT
7 r*’ e lale ek Meuive -/\ T
CACTGACCACCTGTTCAACATTGL

PCGATGOCAGOTTOC
S TGGATGCCAGHET A

AAGACCCTCTTTGTGGA
GGACTCCTGGGACCCA

GOCTCOCACCCTOT
;CCTCCCACCCTGTGAG

TATG T”ACC?\L'TTT
TATGTGTGGCAGGTCC
TACCTTTCTCATGTGE
AGGGAC GG”TCCCWGG
TTTGATGAGGGCARAGA

HslelelarNelelelelshielels
FCTGCCAGGGCCTGGEC

TOCAT T TTCOTOGAGS
(CCATTTTCCTGGAGG
s /~< F Axr lelelitile (w aals A

\l\/ AL S R W

TCAGOTCCOACCAGE
ATCAGCTCCCACCAGCA

GATGTGGTCCGCTTTC

ACCCCAAGACCTECS
CACCCCAAGACCT i

silelelsislelshiler Yyl e -,
TGGCCCCTGATGACA

AAGTACAAGARAGTCA
CATGAGTCTGGCATCC

AAGAACCAGGCCTCCA

ABGTACAAGTGGACTG
TACTACTCCAGCTTTGT
TGCTACAAGGAGTCTG
TTCTCTGTCTTTGATGA

T N Y PR N S T N 8
CCTGCTGEGGETGECAG

etek

o L ey Ve Yolalal
TATGTGTTTGACAGCC

TATGAGGACACCCTGA

S — ATTCTGE
GGCCTGTGGATT (, (G216

\.~\/~ \JJ TN LN

AT Y ] e Yyt A
ATTTCTGTGGAGATGAAGAAAGA
DNOICTTOCR
AGCTTCCAGAAGAAGA

COTCCACCCCOCATO
\GCTCCAGCCCCCAT

AT TOAGGC TOAGCTGTAT
C,\/. ATTCAGGCTGAGGTGTATGACA

e r'1 f~< Pla ~~,~<f~» LT N T
CTGCATGCTGETGCGGETCAGCT!

LA

CCCAGAGGGAGAAGGAGGATGACARAG
TCARAGGAGARTGGCCCCACTGCCTCTG
STGGACCTGGTCAAGH] ’A,’”’T'f‘A.T CTCTG CwA
CCAAAGAGAAGACCCAGACCCTGCAL
GCTGGCACTCTGARAAS ,CAA SAACTCCCT
CCAAGATGCACACTGTGAATGGCTAL
ATTGGCTGCCACAGGAAATCTGTCTACTGGCATGTGATTG

SCCACACCTTCCTG %TCAG\;AACCT
CTGCCCAGACCO FGC’I‘GA’I‘GGACC.
ATGATGGCATGGAGGCCTATGTCA
CAGTT “C.T CwA’.”‘AA SAACAATGAGGAGGCTGAGGACTATGAT G

ATGATGACARCAGCCCATCCTTCATY
TGCACTACATTGCTGCTGAGGAGGAG
GGAGCTACAAGAGCCAGTACCTCAAL
GGTTCATGGCCTACACTGATGAAAC
TGGGCCCACTCCTGTATGGEGAGETE C
GGCCCTACAACATCTACCCACATGG
AGCCGCAGGCTGCCAAAGGGGGTGAAACACCTCAAGGACTTCCCC
TCACTGTGGAGGATGCGACCAACCAAATC
TGARCATGGAGAGGGACCTGGCCTCT
TGGACCAGAGGGGAAACCAGATCAT GT
AGAACAGGAGCTGGTACCTGACTGAL
CTGGAGGACCCTGAGTTCCAGGCCAGY
TCCAGCTTTCTGTCTGCCTGCATGAL
ATTGGGGCCCAGACTGACTTCCTITCTGTCTICTTCTCTGE
CCCTCTTCCCATTCTCTGGEGAGACT G
GATGCCACAACTCTGACTTCCGCAACAL
GTCTCCTCCTGTGACAAGAACACTGGGGACTACTATC AOUAW
CTGCTCA C}CAAGAACA; TGCCATTGAGCCCAGGAGCTTY ”AC

CACCAGAGCGAGATCACCAGCACCACCCTCCAGTCTCGACCA

N \/~

alalal

N \/ A B LN

COACGCACT L lar il elsuteloiN el
CCA CACTACTTCATTGCTGCTGTC GA
T S T CGOCCAGTOT

STCCTCAGCAACAGGGCCCAGTCTG
CTCTTCCRAAGAGTTCACTGA O AGCTTCACCCACCOCO
GTCTTCCAAGAC TCACTCGATGCGCAGCTT LU AGULUCUL

T CGACTCOTCGOCCCATACATCACCGOOTG i Neler
CTGGGACTCCTGGGCCCATACATCAG ’J'\J(, TGAGGTGGAGGA

Figure 58A

CTGAGGTTCT

T C TGAA \/.T

SGACT SCCCE

GGACTTTGACATCTATG!

TN T N
CGCCTGTGGGACTATGGCA
TOCCDACOACTTOL I ekl
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NS TR N e T T
5aGGA JC, . )AJ . AG\,_

ATCOATGOT e Ldslalele
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leLiilslielivelsiorNels
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TR OO CT O AR A BT
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o N
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LU AV I
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PR
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L1 slaAla,

LN LA
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[ACTGGTACATTCTTTCT

e 7 r T
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CAGGCCTCCAGGCCCTACAGCTTCTACAGCTCCCTCATCAGCTATGAGGAGGACCAGAGHCAGHGE
GCTGAGCCACGCAAGAA J.“T".’]" GARACCCAATGARACCAAGACCTACTTICTGGARAAGTCCAGCAL
CACATGGCCCCCACCAAGGATGA ’]'TT"_”JJ CTGCAAGGCCTGGGUCTALY "“’f’I‘CTk SATGTGGACCTG
GAGAAGGATGT GCA\,TC’TGGC’J ATTGGCCCACTCCTGGTCTGCCACACCAACACCOTGAACCCT
CCCCATGGAAGGCAAGTGACTGT ’JCA’?GJ STTTGCCCTCTTCTTCACCATCTTTGATGABRACCAAG
AGCTGGTACTTCACTGAGAACATGGAGCGCAACTGCAGGGCCCCATGCAACATTCAGATGGAGGAL
CCCACCTTCAAAGAGAACTACCGUTTICCATGCCATCAATGGCTACATCATGGACACCCTGCCTGREE
CITTGTCATGGCCCAGGACCAGAGGATCAGGTGGTACCTGCTITCTATGGGCTCCAATGAGAACATT
CACTCCATCCACTICTCTGGGCATGTICTITCACTGTGUCGCAAGAAGGAGGAGTACAAGATGGCCOTG
TACAACCTCTACCCTGGGETCTTTGAGACTGTGCGAGATGCTGCCCTCCAAAGCTGGCA I’CT sGAGG
STGGAGTGCCTCATTC Cv"”AGCT JC""”’*N"”’*I"’”’JA"‘ SAGCACCCTGTTCOCTGGTCTACAGCAAC
AAGTGCCAGACCCCCCTGGGAATGGCCTCTGGCCACATCAGGGACT TCCAGATCACTGCCTOTGGO
CAGTATGGCCAGTGGGCCCCCAAGCTGGCCAGGCTCCACTACTOTGGATCCATCAATGCCTGGAGT
ACCAAGGAGCCATTCAGCTGGATCAAAGTGGACCTGCTGGCCCCCATGATCATCCATGGCATCAAG
ACCCAC »;C; CGCCAGGUCAGAAGTTCTCCAGCCTGTACATCAGCCAGTTCATCATCATGTACAGCOTG
GATGGCAAGAAATGGCAGACCTACAGAGGCAACTCCACTGGAACACT CATGETCTTCTTTGGCAAT
STGGACAGCTCTGGCATCAAGCACAACATCTTCAACCCCCCAATCATCGCCAGATACATCAGGTTG
CACCCCACCCACTACAGCATCCGCAGCACCCTCAGGATGGAGCTGATGGGUTGTGACCTGAACTCC
TGCAGCATGCCCCTGE ‘C’. TGGAGAGCAAGGCCATTTCTGATGCCCAGATCACTGCCTCCAGCTAC
TTCACCAACATGTTTGCCA A’”’T‘CMTGCC’*AJ GCAAGGCCAGGCTGCACCTCCAGGGAAGGAGCAAT
GCCTGGAGGCCCCAGGTCAACAACCCAAAGGAGTGGUTGCAGGTGGACTICCAGAAGACCATGAAG
GTCACTGGGGTGACCACCCAGG vG”’I‘CPAGJ \GCOCTGCTCACCAGCATGTATGTGAAGGAGTTCCTG
ATC AGA’"_CCZA”CCACCI TGGCCACCAGTGGACCCTCTTCTTCCAGAATGGCAAGGTCAAGGTGTTC

COONACR AGOTTC Sleleuel apu—— CRCCCTE Slelalelslelsleh el otile CCRGATAC
CAGGGCAACCAGGAC CACCCCTGTCGTGAACAGCCTGGACCCCCLCCCTCCTGACCAGATALC
Spu—— T CACCCCCAGCAGC TCAGTCOACC AT T T I O A T S A T O T TN
CTGAGGATTCACCCCCAGAGCTGOGTCCACCAGATTCGCCCTGAGCATCGGAGETCCTGGGATGETGA

GCCCAGGACCTGTACTGA

Figure 58B
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