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LAG3.1 - Anti-LAG3 25F7 VH

53

108

163

2.7

271

325

V segment: 4-34
D segment: 5-12
J segment: JH5Db

Q vV ¢ L ¢ Q W ¢ &2 ¢ L L K P 5 E T L
CAG GTG CAG CTA CRG CAG TGG GGC GCA GGA CTG TTG ARG CCT TCG GAG ACC CTG

& L ™ ¢ A Vv Y €@ ¢ § F & D Y Y W K W
TCC CTC ACC TGC GCT GTC TAT GGT GGG TCC TIC AGT GAT TAC TAC TGG AAC TGO

~~~~~~~~~~~~~~~~~~~

I R ¢ P P G X 6 L E W I &6 E I N H N
ATC CGC CAG CCC CCA GGG AAG GGG CTG GAG TGG ATT GGG GAR ATC AAT CAT BAT

N s e e e

¢ ¥ T N 5 N P § L K 8§ R ¥V T L & L D
GGA AAC ACC BAC TCC ARC CCOS TCC CIC BAG AGT CGA GTC ACC CTA TCA CTA GAC

T § K N Q F &§ L K L R & Vv T A & D T
ACG TCC ARG AAC CAC TTC TCC CTG AAG CTG AGG TCT GTG ACC GCC GCG GAC ACG

N N e L

A Vv ¥y ¥y ¢ & F G Y & D Y E ¥ 8 W F D
GCT GTG TAT TAC TGT GCG TTT GGAR TAT AGT GAC TAC GAG TAC AAC TGG TIC GAC

CDR3

o

P W 6 ¢ ¢ T L v T ¥ § 8§
CCC TGGE GGC CAG GGA ACC CTG GTC ACT GTC TCC TCA

Fig. 1A
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LAG3.1 - Anti-LAG3 25F7 VK

1

55

109

163

217

271

V segmernt: La
J segment: JKZ2

E I v . T ¢ & P A T L 8 L 8 P & E R
GAA ATT GT3 TTG ACA CAG TCT CCA GCC ACC CTG TCT' TIG TCT CCA GGG GAA AGA

& ¢ L 8§ ¢ R A 8 ¢ & I 5 & ¥ L A W ¥
GCC ACC CTC TCC TGC AGG GCC AGT CAG AGT ATT AGC ACC TAC TTA GCC TGG TAC

o s o e b s s ok ik D P ok B3 RS

Q § K P G Q 2 P R L L I Y D A § N R
C2A CAG AAR CCT GGC CAG GCT COC AGG CTC CTC ATC TAT GAT GCAR TCC AAC AGG

i s s i A

&L T ¢ I P A RE F 5 G § ¢ & 6 T D F T
GCC ACT QG0 ATC CCA GCC AGG TTC AGT €GC AGT GGG TCT GGG ACA GAC TTC ACT

L T I § 8 L E-P E.D F A ¥V ¥ ¥ C Q @Q
CTC ACC ATC AGC AGC CTA GAG CCT GAA GAT TTT GCA GTT TAT TAC TGT CAG CAG

R & ¥ w P LT F G ¢ ¢ T N L E I K
CGT AGC AAC TGG CCT CTC ACT TIT GGC CAG GGG ACC AAC CTG GAG ATC AAA

Fig. 1B
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LAG3.5 - Anti-LAG VH

Pk ok P P8 0 P8 P R Pl N8 80 2 ot 0 B8
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LAG3.5 - Anti- LAG3 VK

V segment: L6
J segment: JK2

E I v L T ¢ & ¢ A T L & L & P G E R
1 GAA ATT GTG TTG ACA CAG TCT CCR GCC ACC CTG TCT TTG TCT CCA GGG GAA AGA

ot P o o b s o A o o b bk 8 P N8 kP ok N TS 8 P I T8 8 N 0 1 PP o0

A T L & ¢ R A 8 0 S5 I 8 & Y L A W ¥
55 GOCTRCC CTCTCC TGC AGE GCOC AGT CAG AGT ATT AGC AGC TAC TTA GCC TGG TAC

g ¢ X p 6 Q & P R L L I ¥ D A 5 N R
109  CRAA CAG AAA CCT GGC CAG GCT CCC AGE CTC CTC ATC TAT GAT GCA TCC AAC AGG

L T ¢ I P A R F & G S§ G &8 G T D F T
163 GCC ACT GGC ATC CCA GCC AGG TTC AGT GGC AGT GGG TCT GGG ACA GAC TTC ACT

~~~~~~~

L.T I 8§ § L ®E P E D F A V Y Y C Q 0
217  CTC ACC ATC AGC AGC CTA GAG CCT GAA GAT TTT GCA GTT TAT TAC TGT CAG CAG

L o8 L 8 02 N P ot g P e e e e g ok o

R & ¥ w p L T F G Q G T N L E I K
271  CGT AGC RAC TGG CCT CTC ACT TTT GGC CAG GGG ACC RAC CTG GAZ ATC ARA

Fig. 2B
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Cp (kcal/mole/°C)

Cp (kcalimale/°C)

Cp {kcal/mole/°C)

7115

LAG3.1
100+
|| Data: scan004DSC_cp
80| T.1 70,68 £0.13
60- T.2 7568 iQ.033
40~
20
0 T T T — T T T T T T
40 50 60 70 80 90
Temperature ( C)
Fig. 5A
1 LAG3.5
60+

1 | Data: scan005DSC_cp
50- [Model; MN2State
| tChi*2/{DoF = 2.566E6

T.1 70,51 £0.16
T.2 76.29 £0.036

40 50 80 70 80 90
Temperature { C)

Fig. 58

LAG3.6

50 |Data: scan006DSC _cp

T.167.78 4017
T.2 70.80 +0.075

0 50 6 70 8 90
Temperature ( C)

Fig. 5C
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LAG3.7

1|Data: scan007DSC_cp
1|Chir2/DoF = 1.193E6

Model: MN2State

T, 1 69.44 £0.12
T.2 73,52 £0.045

N 5 60 70 80 D0
Temperature ( C)

Fig. 5D

LAG3.8

Data: scan008DSC_cp

T 17030 2012
T,2 75.42 0,034

40 5 60 70 80 90
Temperature ( C)

Fig. 5E
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1007 Lag3.1 rescan 74°C

20% reversible/

5 5 60 65 70 75
Temperature (°C)

Fig. 6A

Cp (kcal/mole/°C)
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P |
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20| Lag3.5rescan747C
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°§ 2. 47% reversible
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E
£ 10]
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04

5 5 60 65 70 75
Temperature (°C)

Fig. 6B

607 Lag3.6 rescan to 74°C
501

40
30
201
10+
04
5 5 60 65 70 75
Temperature (°C)

Fig. 6C

0% reversible

Cp (kcal/mole/°C)




Cp {kcal/mole/°C}

Cp {kcal/mole/°C)

101

(oo )
1 .

10/15

Lag3.7 rescan 74°C

11% reversible

30

[£5]
e }
1

]
o
1

o
1

B
o
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—
o=

"4 50 60 70 80
Temperature (°C)

Fig. 6D

Lag3.8 rescan 74°C

26% reversible

50

55 60 65 70 715
Temperature (°C)

Fig. 6E
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Hu 4+ T cell Binding
Second Round Forced Stability Sample

EC50
LAG31-GAP 0.22
| LAG3.1-G4P; pH8 | 0.20
LAG3.5-G4P 0.46
LAG3.5-G4P,pH8 | 046
LAG3.8-GAP 0.24
LAG3.8-GAP:pH8 | 0.21

Donor WB1907
Acfivated CD4+ T cells
-0 LAG3.1-G4P

T~ LAG3.1-G4P; pH 8
-t | AG3.5-G4P

- LAG3.5-G4P;pH 8

0.0001

0.01

1 100

Ab Conc (nM) 0413-101711kt

Fig. 7
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Tosoh Ether-5PW column with ammonium sulfate gradient

0.045
0.040
0.0351
0.030+
0.0251
0.0201
0.0151
0.010
0.0051
0.0001

Set of Lag 3.5

SetofLag 3:1

high salt

Minutes

' Fig. 9

* low salt
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4°C
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l

0 Lag3. 1 @4°C
M Lag35@4°C
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Fig. 11B



