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HCV genotype 1a and 1b pseudovirus neutralization. Five-fold dilutions of HuMabs 95-2, 83-
128, and 17C7 (rabies HuMab, negative control) were incubated with HCV pseudovirus for 1 hr
at room temperature. The virus-antibody mixture was added to Hep3B cells followed by
incubation at 37°C for 72 hrs. Infection was quantitated with Brightglo luciferase assay and read
in a Victor3 plate reader for light output.

Fig. 24




3/18
2b pseudovirus

'g 50000

g oo ‘\\‘“r"_\./‘/\

w —

. 30000 o

P — 852

S 20000 .’N —a 83128

E 10000 — 77
T T

0.00 0.10 10.00 1000.00

nM antibody

3a pseudovirus

40000
E VAN
S 30000-%<*w —
» —— 952
5 20000 - \\ s
& 10000 : —a— 17C7
§ S
0 : :
© 0.00 0.10 10.00 1000.00
nM antibody
4a pseudovirus
o 80000
S W
§ 60000 % .
i —+—B3-128
40000
[+
o. -a—85.2
£ 20000 %—a—mﬂ
=
-
8 0 ' '
0.00 0.10 10.00 1000.00
nM antibody

HCV genotype 2b, 3a and 4a pseudovirus neutralization. Five-fold dilutions of HuMabs 95-2,
83-128, and 17C7 (rabies HuMab, negative control) were incubated with HCV pseudovirus for 1
hr at room temperature. The virus-antibody mixture was added to Hep3B cells followed by
incubation at 37°C for 72 hrs. Infection was quantitated with Brightglo luciferase assay and read
in a Victor3 plate reader for light output.

Fig. 2B
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Figure 8A: 95-2
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Figure 8C: anti-his
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ELISA of bacterially expressed pieces of E2 first 80 amino acids. Bacterially expressed
fusion proteins containing E2 amino acids indicated in figure 7 were coated on an ELISA plate
and probed with two-fold dilutions of HuMabs 95-2 and 83-128 and mouse six histidine tag
antibody (his tag). Bound antibodies were detected with goat-anti-human (95-2 and 83-128) or
goat-anti-mouse (his tag) conjugated to alkaline phosphatase and PNPP substrate.

Fig. 8
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SEQ ID NO:59 (AF009606)
SEQ ID NO:79 (AY232748)
SEQ D NO:80 (AY957988)
SEQID NO:81 (¥11604)
SEQ ID NO:82 (AY785283)
SEQ ID NO:83 (¥13184)
SEQ ID NO:84 (AYB59526)
SEQ ID NO:85 (D84264)
SEQ IDNO:86 (AY878650)

= critical for 95-2
and 83-128

B = critical for 83-128

E2 amino acids 412-423 from other genotypes. The cne-letter amino acid code for amino acids
412-423 are listed for isolates that contained changes (red underline) from the prototype
genotype 1a sequence. The genotype name is listed to the right followed by the genbank
accession number in parenthesis. '

Fig. 11
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Figure 12A: 95-2 ——a
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ELISA of E2 amino acids 412-423 from other genotypes. Bacterially expressed fusion proteins
containing E2 amino acids 412-423 with the sequence from the indicated genotype were coated on
an ELISA plate and probed with two-fold dilutions of HuMabs 95-2 and 83-128 and mouse six
histidine tag antibody (his tag). Bound antibodies were detected with goat-anti-human (95-2 and 83-
128) or goat-anti-mouse (his tag) conjugated to alkaline phosphatase and PNPP substrate.

Fig. 12
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E1/E2 codon optimized la H77 sequence with added ends
containing restrictions sites (bold lowercase), additional
overhangs to insure restriction enzyme cutting {(underlined
lowercase), and consensus Kozak sequence (bold underlined
lowercase) with ATG initiation codon (bold underlined
uppercase) (SEQ ID NO:31)

cgctatagaagettgecgecaccATGGCCACCGGCAARCCTGCCCGGCTGCTCCTTC
TCCATCTTCCTGCTGGCCCTGCTGTCCTGCCTGACCGTGCCCGCCTCCGCCTACCAGGTGC
GCAACTCCTCCGGCCTGTACCACGTGACCAACGACTGCCCTAACTCCTCCATCGTGTACGA
GGCCGCCGACGCCATCCTGCACACTCCTGGCTGCGTGCCCTGCGTGCGCGAGGGCAACGCC
TCCCGCTGCTGGGTGGCCGTGACTCCTACCETGGCCACCCGCGACGGCAAGCTGCCCACCA
CCCAGCTGCGCCGCCACATCGACCTGCTGGTGGGCTCCGCCACCCTGTGCTCCGCCCTGTA
CGTGGGCGACCTGTGCGGCTCCGTGTTCCTGGTGGGCCAGCTGTTCACCTTCTCTCCTCGEL
CGCCACTGGACCACCCAGGACTGCAACTGCTCCATCTACCCTGGCCACATCACCGGCCACC
GCATGGCCTGGGACATGATGATGAACTGGTCTCCCACCGCCGCCCTGETGGTGGCCCAGCT
GCTGCGCATCCCTCAGGCCATCATGGACATGATCGCCGGCECCCACTGGGGCGTCCTGGLC
GGCATCGCCTACTTCTCCATGGTGGGCAACTGGGCCAAGGTGCTGGTGGTGCTGCTGCTGT
TCGCCGGCGTGGACGCCGAGACCCACGTGACGGGCGGLCTCCGCCGGCCGCACCACCGCCGG
CCTGGTGGGCCTGCTGACACCCGGCGCCAAGCAGARACATCCAGCTGATCAACACCAACGGC
TCCTGGCACATCAACTCCACCGCCCTGAACTGCARCGAGTCCCTGAACACCGGLCTGGCTHG
CCGGCCTGTTCTACCAGCACAAGTTCAACTCCTCCGGCTGTCCCGAGCGCCTGGCCTCLTG
CCGCCGCCTGACCGACTTCGCCCAGGGCTGGGGCCCTATCTCCTACGCCARCGGCTCCGGEC
CTGGACGAGCGGCCCTACTGCTGGCACTACCCTCCTCGCCCTTGCGGCATCGTGCCCGCCA
AGTCCGTGTGCGGCCCTGTGTACTGCTTCACTCCCTCTCCCGTGGTGGTGGGCACCACCGA
CCGCTCCGGCGCTCCCACCTACTCCTGGGGCGCCARCGACACCGACGTGTTCGTGCTGAAC
AACACCCGCCCTCCTCTGGGCAACTGGTTCGGCTGCACCTGGATGAACTCCACCGGCTTCA
CCAAGGTGTGCGGCGCGCCTCCCTGCGTGATCGGCEGCGTGGGCAARCARCACCCTGCTGTG
CCCTACCGACTGCTTCCGCAAGCATCCCGAGGCCACCTACTCCCGCTGCGGCTCCGGGCCC
TGGATCACTCCTCGCTGCATGGTGGACTATCCCTACCGCCTGTGGCACTATCCCTGCACCA
TCAACTACACCATCTTCAAGGTGCGCATGTACGTGGGCGGCGTGGAGCACCGCCTGGAGGE
GGCGTGCAACTGGACCCGCGGCGAGCGCTGCGACCTGGAGGACCGCGACCGCTCCGAGCTG
TCTCCTCTGCTGCTGTCCACCACCCAGTGGCAGGTGCTGCCCTGCTCCTTCACCACCCTGEC
CCGCGCTGTCCACCGGCCTGATCCACCTGCACCAGAACATCGTGGACGTGCAGTACCTGTA
CGGCGTGGECTCCTCCATCGCGTCCTGGGCGATCAAGTGGGAGTACGTGGTGCTGCTGTTC
CTGCTGCTGGCGGACGCGCGLGTGTGCTCCTGCCTGTGGATGATGCTGCTGATCTCCCAGE

CGGAGGCGtetagaggagtca
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LLICNMENT AND CONSENSUS SEQUENCE FOR MONOCLONAL ANTIBODIES REACTIVE AGAINST EPITOPE
412-423 OF E2-660 HCV GLYCOPROTEIN Germ lipe: VH3I-33, D3-10, JH4: vk-16, JK5

Heavy Chain Amino Acid Alignment

95-43 (5EQ ID NO:36) QVOLVESGGGVVQPGRSLRLSCAASGETES SYGRMHWVROAPGKGLEWVAVIWFRGNNRY Y

95-54 (38) QVQLVESGGGVVQPGRSLRLSCAASGEFTFS SYGMHWVRQAPGKGLEWVAVIWFDGNNEY Y

95-25 (34) QVOLVE SGGGVVQPGRSLRLSCAASGFTFSRYGMHWVROAPGKGLEWVAVIWFDGNNKY Y

95-14 (32) QVOLVESGGGVVOPGRSLRLSCARSGFILS SYGMHWVROAPGKGLEWVAVIWYDGNNKYY

95-49 {37 QVOLVESGGGVVQPGRSLRLSCAASGEFTLS SYGMHWVROAPGKGLEWVAVIWYDGNNRY Y

95-62 {40} QVQLVESGGGVVOPGRSLRLSCAASGEFTLS SYGMHWVROAPGKGLEWMAVIWYDGNNKY Y

95-42 (35) QVQLVESGGGVVQPGRSLRLSCAASGETFS SYGMHAWVROAPGKGLEWVAVIWYDESNKYY

95-58 ({39) QVOLVESGGGVVQPGRSLRLSCAASGFTFS SYGMEWVRQAPGKGLEWVAVIWYDENNKYY

95-2 (3) QVQLVESGGGVVQPGRSLRLSCAASGFTFS SYGMHWVROAPGKGLEWVAVIWFDGNNQYY

95-38 (33) QVOQLVESGGGVVOPGRSLRLSCAASGFTEFS SYGMHWVROQAPGKGLEWVAVIWLDGSNTYY

83-128 (1) QVOLVESGGGVVOPGRSLRLSCTASGFTFNNYGMEWVROT PGKGLEWLAVIWFDENNKY Y
R I g L IR I A 4

95-43 ADSMEGRETISRDNSENTLYLOMNSLRAEDTAVYYCARDIFTMVRGVELIYFDYIWNGQGT

95-54 ADSVRGRETISRDNSKNTLYLOMNSLRAEDTAVYYCARDIFTMVRGVEIYFDYWGOGT

95-25 ADSVKGRFTISRDNSKNTLYLOMNSLRAEDTAVYYCARDIFTMDRGVFIYFDYWGQGT

95-14 ADSVEGRETISRDNSKNTLYLOQMNSLRAEDTAVYYCARDIFTMVRGVFIYFDYWGQGT

95-49 ADSVRGRFTISRDNSKNTLYLOMDSLRAEDTAVYYCARDIFTMVRGVFIYFDYWGQGT

95-62 ADSVEGRFTISRDNSKNTLYLOMNSLRAEDTAVYYCARDIFTMVRGVFIYFDYWGOGT

95-42 ADSVEGRETISRDNSKNTLYLOMNSLRAEDTAVYYCARDIFTMVRGVFIYFDYWGQGT

95-58 ADSVEGRFTISRDNSNNTLYLOMNSLRAEDTAVYYCARDIFTMVRGVFIYFDYWGQGT

95-2 ADSVKGRFTISRDNSKNTLYLOMNSLRAEDTAVYYCARDIFTVVRGFFIYFDIWGQGT

95-38 ADSVKGRFTISRONSKNTLFLOQMNSLRAEDTAVYYCARDIFTVARGVIIYFDYWGQGT

83-128 ADSVRGRFTISRDNSKNTLFLQMNSLKTEDTAMYYCARDI-SLVRDAFIYFDFWGLGET
*i\'*: :*********************: :****:******* I _*_ . :****:** * k

95-43 LVTVSS

95-54 LVTVSS

95-25 LVTVSS

95-14 LVTVSS

95-49 LVTVSS

95-62 LVTVSS

95-42 LVTVSS

95-58 LVTVSS

95-2 LVTVSS

95-38 LVTVSS

83-128 LVTVSS

*rdodk ok k

Fig. 14
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