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2C8 clone

DIQLTQSPSSVSASVGDRVTITCRATQGISSWLAWYQQKPGKAPKLLIYAASSLQS
GVPSRFSGSGSGTEFTLTISSLQPEDFATYYCQQANTLPLFTFGPGTKVDIK (SEQ
ID NO: 1)

LC-CDR1: RATQGISSWLA (SEQID NO:5)
LC-CDR2: AASSLQS (SEQ ID NO:6)
LC-CDR3: QQANTLPLFT (SEQ ID NO:7)

2C8 gl clone

DIQMTQSPSSVSASVGDRVTITCRATQGISSWLAWYQQKPGKAPKLLIYAASSLQS
GVPSRFSGSGSGTDFTLTISSLQPEDFATYYCQQANTLPLFTFGPGTKVDIK (SEQ
ID NO: 2)

LC-CDR1: RATQGISSWLA (SEQID NO:5)
LC-CDR2: AASSLQS (SEQ ID NO:6)
LC-CDR3: QQANTLPLFT (SEQ ID NO:7)

Figure 1
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2C8 clone

QVQLQQSGPGLVKPSQTLSLTCAISGDTVSSNTAAWNWIRQSPSRGLEWLGRTYY
RSKWYSDYGLSVKSRMTINADTSKNQVSLHLNSVTPEDTAVYYCAREGSGGTLIY
WGQGTLVTVSS (SEQ ID NO: 3)

HC-CDR1: SNTAAWN (SEQ ID NO:8)

HC-CDR2: RTYYRSKWYSDYGLSVKS (SEQ ID NO:9)

HC-CDR3: EGSGGTLIY (SEQ ID NO:10)
2C8 gl clone

QVQLQQSGPGLVKPSQTLSLTCAISGDSVSSNTAAWNWIRQSPSRGLEWLGRTYY
RSKWYSDYGLSVKSRITINPDTSKNQFSLQLNSVTPEDTAVYYCAREGSGGTLIYW
GQGTLVTVSS (SEQ ID NO: 4)

HC-CDR1: SNTAAWN (SEQ ID NO:8)
HC-CDR2: RTYYRSKWYSDYGLSVKS (SEQ ID NO:9)
HC-CDR3: EGSGGTLIY (SEQ ID NO:10)

Figure 2
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Light chain variable domains

2C8 clone

>2C8 aa L
DIQLTQSPSSVSASVGDRVTITCRATQGISSWLAWYQQKPGKAPKLLIYAASSLQS
GVPSRFSGSGSGTEFTLTISSLQPEDFATYYCQQANTLPLFTFGPGTKVDIK [SEQ
ID NO:1]

>2C8 ntd_L
GACATCCAGTTGACCCAGTCTCCATCTTCTGTGTCTGCATCTGTGGGAGACAGA
GTCACCATCACTTGTCGGGCGACTCAGGGTATAAGCAGCTGGTTAGCCTGGTA
TCAGCAGAAACCAGGGAAAGCCCCTAAGCTCCTGATCTATGCTGCATCCAGTTT
GCAAAGTGGGGTCCCATCCAGGTTCAGCGGCAGTGGCTCTGGGACAGAGTTC
ACTCTCACTATCAGCAGCCTGCAGCCTGAAGATTTTGCAACTTACTATTGTCAAC
AGGCTAATACTCTCCCCTTATTCACTTTCGGCCCTGGGACCAAAGTGGATATCA
AA [SEQ ID NO:11]

2C8 gl clone

>2C8 gl aa L
DIQMTQSPSSVSASVGDRVTITCRATQGISSWLAWYQQKPGKAPKLLIYAASSLQS
GVPSRFSGSGSGTDFTLTISSLQPEDFATYYCQQANTLPLFTFGPGTKVDIK [SEQ
ID NO:2]

>2C8 gl ntd L
GACATCCAGATGACCCAGTCTCCATCTTCTGTGTCTGCATCTGTGGGAGACAGA
GTCACCATCACTTGTCGGGCGACTCAGGGTATAAGCAGCTGGTTAGCCTGGTA
TCAGCAGAAACCAGGGAAAGCCCCTAAGCTCCTGATCTATGCTGCATCCAGTTT
GCAAAGTGGGGTCCCATCCAGGTTCAGCGGCAGTGGCTCTGGGACAGATTTCA
CTCTCACTATCAGCAGCCTGCAGCCTGAAGATTTTGCAACTTACTATTGTCAACA
GGCTAATACTCTCCCCTTATTCACTTTCGGCCCTGGGACCAAAGTGGATATCAA
A [SEQ ID NO:12]

Figure 3
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Heavy chain variable domains

2C8 clone

>2C8 aa H
QVQLQQSGPGLVKPSQTLSLTCAISGDTVSSNTAAWNWIRQSPSRGLEWLGRTYY
RSKWYSDYGLSVKSRMTINADTSKNQVSLHLNSVTPEDTAVYYCAREGSGGTLIY
WGQGTLVTVSS [SEQ ID NO:3]

>2C8_ntd_H
CAGGTACAGCTGCAGCAGTCAGGTCCAGGACTGGTGAAGCCCTCGCAGACCC
TCTCACTCACCTGCGCCATCTCCGGGGACACTGTCTCTAGCAACACTGCTGCTT
GGAATTGGATCAGGCAGTCCCCCTCGAGAGGCCTTGAGTGGCTGGGAAGGAC
ATACTACAGGTCCAAGTGGTATAGTGACTATGGACTATCTGTGAAAAGTCGGAT
GACCATCAATGCAGACACATCCAAGAACCAGGTCTCCCTACACCTGAACTCTGT
AACTCCCGAAGACACGGCTGTATATTACTGTGCAAGAGAGGGCAGTGGCGGAA
CTTTGATCTACTGGGGCCAGGGAACCCTGGTCACCGTCTCAAGC [SEQ ID
NO:13]

2C8 gl clone

>2C8 gl_aa_H
QVQLQASGPGLVKPSQTLSLTCAISGDSVSSNTAAWNWIRQSPSRGLEWLGRTYY
RSKWYSDYGLSVKSRITINPDTSKNQFSLQLNSVTPEDTAVYYCAREGSGGTLIYW
GQGTLVTVSS [SEQ ID NO:4]

>2C8_gl_ntd_H
CAGGTACAGCTGCAGCAGTCAGGTCCAGGACTGGTGAAGCCCTCGCAGACCC
TCTCACTCACCTGCGCCATCTCCGGGGACAGTGTCTCTAGCAACACTGCTGCTT
GGAATTGGATCAGGCAGTCCCCCTCGAGAGGCCTTGAGTGGCTGGGAAGGAC
ATACTACAGGTCCAAGTGGTATAGTGACTATGGACTATCTGTGAAAAGTCGGAta
ACCATCAATCCAGACACATCCAAGAACCAGTTCTCCCTACAGCTGAACTCTGTA
ACTCCCGAAGACACGGCTGTATATTACTGTGCAAGAGAGGGCAGTGGCGGAAC
TTTGATCTACTGGGGCCAGGGAACCCTGGTCACCGTCTCAAGC [SEQ ID NO:14]

Figure 3 (cont.)



5/16

TIH-IH

AR g 3

chd-id

ci3i3

¢ 2inbi4

$au0]
<ig-ig

<irid

cig-ia

Civiy

ZIH-IH

<hd-id

cig-i3

Z3eld

sauo|)
igrig

A e g e

<ig-ig

L

L akld

LS

L

IVUB QOSQS

BOUBQIOSQS



6/16

CIH-IH

o0

AR M T

(Juo9) y aunbi4

S3U0|)

i3 ig-10

e o o)

cig-is

iy

CiHIH

<o

Sidid

v 2ield

sauol)

<i3-13 Zig-ia

i%

A Re g B8

3

Teig

-

Ll

clv-1v

E S

-

A

o<

FOUBQOS QS

BOUE QUOSQy



7/16

Absorbance (450nm-570nm)

1 100 10 000
Antibodies (nM)
-@- 2C8 Fab -4 lrrelevant Fab
Figure 5

- N
wn o
M B

Absorbance (450nm-570nm)
o

o
o

001 1 100 10000
Antibody (nM)

@ 2C8 Fab A Negative control Fab - L3D10 1gG1

Figure 6



Absorbance (450nm-570nm)

Absorbance (450nm-570nm)

8/16
251

2.0
15-

1.0-

O-O__ i hRRAAL | AR | B | WAL |
0.0001 0.001 0.01 01 1 10 100 1000 10000

Mouse CTLA-4 (nM)

@ 208 1gG -©- 2C84ql 1gG -¥- Rat anti-mouse CTLA4 igG

Figure 7

0.8+
¥
0.6
0.4
y
0.2+
-_....._
0.0 LLELILLAL! S L LSRR LU AL I LA AL | UL AL ALY B "'“3 L
0.001 0.01 0.1 1 10 100 1000
Antibodies (nM)
-@ 2C8 Fab -&- lrrelevant Fab
& L3D10 IgG -¥- Anti-mouse CTLA4 IgG

Figure 8



9/16

3_
€
o
o
P~
‘R
£ 27
o
o
5]
N
®
2
g 1
£
)
D
o
<C
0 A A
10-3 10-2 10 100 101 102 103
Human CTLA-4 (nM)
- 2C8 1gG1 -&- Isotype control
Figure 9
2.5
£
O 2.0
M~ i
'R
E s
S 1957
0
I ]
8 1.04
e |
[1y] 4
o )
3 0.51
2 |
< -
OO——v—v—'—r‘r—*ﬂ*Ar—r—rw—Aq“——‘—-—l—r“ﬂ-[—‘—‘—!—l—r‘-hT—A T |"rrr|'—~A. T 1‘1_«I'T]
10-2 10-1 100 107 102 103
Antibodies (nM)
- 2C8igG1 -A- |sotype control

Figure 10



10/16 Stimulation via PHA-P and CD80
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