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OO0O010 OJO0O0OClaudinl18.20 00 0000-0D0000D00O0ODOO
OoO-00b00O0b0-0O0FACSODODOODODOCIaudinl18.20000000-000000
ooooooogooooooooooooooobobbbOHEK293T-Claudin18.120 0
oooooooooooooooooobobbboopBSO3000001%BSA0 OPBS
00000000000 D096000VOOO-0010000003%x 10°0000000
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-jdoopo0ogooogoposo0pgeg/mMLOO0O0DCDODOODOODO4001 hODODODO-OO
ooO0oOoopPBSO30000D0O0O01I0DO000D01 pLOOODODDOODODOAPCORBIOIEeg
end-4107120 0PEOBioLegend-410708000004000.5 h0DD0D0O0O0O-00
oooogopBsO3tooooooooooooobbobbo-0b0b00O0-0-000000
ooooogoogogogddclaudinlig8. 10000000 OODODODOD-200000000
-20 00000000000 OC0DODODODODODOODDOI1I-30HEK293T-Claudinlig8. 10
oooooooooooooooooooooboboobooboboboDbO-0o0000000
13A6D20 000000 -200015C12A20000000-2000000
gooooaon
ooooooogosoooooobono2b3A11-HZ102D3A11-HZ20 25C7A5-HZ1
O025C7A5-Hz2000000D0Claudinl8.1000000C0OCO0O0O0OO
oooogad

%8 PiClaudin18.2 & MEFUIAD IR Bt H

ik HALAPCH > 7 B [ TEHAPCHE Y 7T Vi R (%)
2D3A11-HZ1 033 281 0.69
2D3A11-HZ2 329 382 1

Bor P St B 4- 1 726 979 16.2

k4 HAPEEEY 7Vl [TPHIPE®R S 7 U |BER (%)
25C7A5-HZ1 504 583 0.54
25C7A5-HZ2 471 559 0.55

REs et R 42 1055 1231 6.78
FatEXTREFLE (NC) [385 448 0.32

oooooao

00011 0dO00Claudinl8.20 00 0000-00000000DOOODOOCODOOORDO
O0ODO0OADCCOODODOO
0dooo0ooDoooo-0-000000000O0Claudinl8.20000000-0000
OADCCODODODOODORhAhinogenDOO0ODO0OUOBiIio-Glory One-Step Firefly Luc
iferase Assayd 0O 0ODODOSuzhou Ruian Biotechnologyd RA-GL0O40O OO O O
0o0-0-00000000C0000OOD0DO0OD0OD0ODU0DO0DD0DODUOO0DDODO0DOO0DDOO0OHEK293T
-Claudinl8. 200 00000000 0ODODODOODOODOODODODMEM+1%FBSO OO O
0do0oDo0o0ooODOo0oi1000o0DOooOos500000000000-000000Jurkat-NFAT-C
Dleal 00000000 0O0OOOL1640+1%FBSO DD ODDODDODDODDODOOOOI1IOODODO
gpoilioo0o0000000DbOOD-000DbU0ODDbO0OU0ODUODDUODUODOUODUODODODbDOSB37O
O5 h00000-000100000050 pLOBiIio-Glory One-Step0 00 D0O0O-0O
0oooooDoooDooDoD-00d-0-0MDOSpectraMax i3xO0OOOODOOOOODODO
gooogoao

000000005000 000002D3A11-HZ1025C7A5-HZ10 0 25C7A5-HZ
200 00 00000ADCCO0DO0ODODODDOECS0000D0047.91 ng/mL0O46.49
ng/mLOO48.75 ng/mLO0O OO0

gooogod

00012 0D0O0OClaudinl8.20 00 0000-00000000DODO0DOODOOCDC
gooaoad

000000000 DO0DO0OO0DO0DOO0ODClaudinl8.20000000-00000OCDC
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Ooo0Oo0oo0ooDO0O0o0DO0DO0o0DDOD0DO0O0DDO0DO0OO0DHEK293T-Claudinlig.200
ocoooooOO0oOoobOOoOooDbDOoO0ooDbODO0D1000b000D0Ob5000000000000-000
oooooogogoogooooooi1000o0o0o0100 pLODMEM+20%0 00 00O 0O
O Beijing Berseed BM361YODODDODOUOODOODOODODOOODOODODOOS370065
hOOOOO-000100000020 p LOCCK8OUOUOSuzhou Ruian Biotechnol
ogyd QbY-003-DO00O00DO010004000000D0D0O00O00O0DODO0O-00-0-0450n
mOOODOOOO

oooooao
ooooooogoeddO0O0O0O0O0OO2D3A11-HZ10 25C7A5-HZ10 0 25C7A5-HZ
200 0000000CDbCOO0DODODODODDOODOECS0000001904 ng/mLO3137
ng/mLO0O3283 ng/mLOOOOO

oooooao

Oo0O013 000Claudinl18.20000000-0000D000CDODO0OO0-0D00000O0O
OoOO0-00000Db-0FACSODOOODOCIaudinl8.20000000-00000
oooooto-o0oo0o0ouooooooooooooooooob0Db0b0bb0b0OHEK293T-
Claudinl8.20 00 00000CDOO0OOCDOOCOCDOO10uwg/mMLOOOCODOODODOGO
40010000000 -D0Q0PBSO3DUUUUODMEM+1I0O%FBSO OO OOOOOO
0400000000370000102040000000-000PBSO3000O0DOO0OO0
1 pLODODDDODDODBIolegendd 4107120 00004000.5 h0000O00O0-00
opBSO33000C0DO0O0OCDOOOODODOOODODOODODOODODOOOCODOO-ODOO00%
ocoboi1-000O0O0ODO0O0O0ODODOOODODODODODDODO-ODODO0O0OODODODODOOODOOD
I I o W S Y 0
oooooooooboOoooOoOoOo-000O0ODO0DO0OO0DDODDODODODDODODODODDOODODDOODOGD

gooao

goooad

Oooooogofg25C7A5-HzZz100 25C7A5-HZ220000000000-0000
goobo40000000000-00000D0000D012%90 000000000000
ooooad

00014 0OO00OClaudinl18.200000000CDOOO0OO
OoODo0oooDO0oOPBSOpHO 7. 40000000000000004.7 mg/mLOAD0O
oooooouooooooogs3rooono3n0roi1400bDDDODODOD-8000400 8
oooooooooooooboooboboSEC-HPLCOOOOCE-SDSOOOOOOO
Oo0ooogoggdclaudinl1lg8. 2000 0000-000000000000000¢0O3

o000 UoooooooUooUoUUoUoDUODODODOoDOoODDDODDDODDODDODDODDODODODODOODODOOO
Oad

ooooag

SEC-HPLCOOODODUODUODODODUODUODUOGOooood

O 0O Waters Alliance e2695 HPLCO

OO00OThermo MabPac SEC-105 pmQOd 7.8x 300 mmO

000061l mmol/L Na2HPO40 39 mmol/L NaH2P0O40 200 mmol/L NaClO 5
%IPAO

Jdd0d0d-000d00U0g0oOos8uUuooooOoOo300000O0O0.5 MmL/minOd0 O OO0
20 pg0ODODDODODODDO280 NMODODDODDODDODDODDODDODDOOODOS30 mind

oooooad

OCE-SDSOO00O0O0O0OOOODOODDODODDDODDODDDODDDODODO4 mg/mLODODDODODODODAO
25p L0 000000000075 pLOODDODOOOODOOSDS Sample buffer+0O -0
0o0o0oooooooooooooooiloo000 ghblOo0oDO0oDOoDOoODODDODDODODY70OOSB00
0000000 ooooooooooooil10000 gbl100D0ODODODDODDODDDODDODODOODODOO
Joodoooooooogoad

oooooad
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OSCIEXOPAS8OO plusO OO0 D0O-00000DO0O0ODODOO0DDODDODODDDODODDODOO
o-ooooooooooooao

goobooo-030.2cmx 50 uyumO0O0000-0000000020 ¢cm
ooooo-oooogog2s50000000004250

goooobo220 nmO0OO0O0O0DO004 HzDO

oooogad
ooooooooooooo25Cc7AS00 000D D000 oo o oo oooooao
oooooooooogsSeECO00DO0OooOo9swOOonocCE-sbSOOOOOOo90%»w0OOOcC
E-SDSO O OO0D0OOS»U00D00O0DO0O00O0OO0O0Dn

gooooao

OO0O015 000Claudinl18.200 0 00000CDOO0DOOCDOOOODOOOODOOO

OoODO0O0O0ODODO0O0ODb0DDbDO0OOClaudinl8.200000000000000DO0DO0DODODOORDO
OCoO0O0oDoODO0O0oo0DO0OO0OO0IMAB3620 00000300000 00Chengdu Dossy
OD0D10 mg/kg0 0 00D0000CDOOOOCDOOOODO30 mMinO1 hO2 hO6 hO 24
hD48 hdJ96 hd0168 hO O OJOODDODOOOOOL929-Claudinl18.20 0ELISAODO
ooooos3soouoooooooooooooooooobobobbobODoODbODbODbODbODnO?25C7
AS5000000D00O0O0O0IMAB36200 0000000 DOO0OODOODOODOOGO

goboooobod

goodaoan

ool oo-oooob-0o0b0bO000O0O0O0O0O0AO
oooi1o0000O0O00-0000ADCODODOAO
gdodl.i0000o-o0oo0-oo0oo0oooooooooooooooao

oooooad
goooi1.i1.200S0-7-000-7-00000-14-03-00000000D00O0-10,13

-0o0oob-114H-01,300000004,5-g0 00003, 4'06,7000000001,
2-b00000-8,1107HO-0000A1000O00O
gooogad

10% H,S04
110°C, 48 h

75%H2S04, FeSO4
HQOQ, 0 OC to rt, 3h

goooaoaad

a
oooooiigooso-7y-ooo-7-00OO0O0-14-03-00000000-120,123-000
0-11H-01,30 0000004, 5-gO000003",4'06,7000000001,2-b0O0O
oood-8,1107HO0-0000A1BOODOAO
gooooooobogobso-7-000-7-00000-10,13-0000-121H-01,30
ocooooo4,5-g000003"4'06,7000000001,2-bO0DO0O0OCDO-8,12207
HO-O0ODODOA1AOCas No.0O0151636-76-90500 mgOO75%000005 mLO
oooooolnnoooooos7romgO000O0O0NNIOD0O0D0D0DO0r mLOODDODODODODOO
4,4-000000000CO0OO00S.89 g0 ODODOOoO300b0b0o0oooobOOOO
goobD29%w02.5 mLOODODODODODOOODODOoOODOSOOO0ODODOODODODOODDO
oooos3sgogooooooooooobobobobobobosomLO0b0O0O0O0OOOODODDODODRDO
gbo8o mLx 200000000000 O0ODODO0OODOODODODO0OODODODODDOODOOD
ocoooooOooobDO0oOoobooooboboOocec1ispoooOoOoOooODOoO/o0.05%90000
UdsS%wdeowOoOOOOOODDODDODDODDODDODDAlIBOOOOOOOOO400 mgOOQOGOG6
7%0 0O
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LCMS (ESI) [M+H]*0 468.90

1H NMR (400 MHz, DMSO-d6) 8 7.65 (s, 1H), 7.51 (s, 1H), 7.24 (s, 1H),
6.50 (s, 1H), 6.30 (s, 2H), 5.42 (s, 2H), 5.26 (s, 2H), 3.81 (d, J = 5.9 H
z, 2H), 3.22 (s, 2H), 1.98 (d, J = 6.7 Hz, 4H), 0.88 (t, J = 7.2 Hz, 3H)O
gooogod
ooooo200s8s0-7-000-7-00000-14-03-0000000000-10,13-0
0ooo-11H-01,300000004,5-g0000O03",4'06,7000000001,2-b
0O0000-8,1107HO-0000A10000O
gooooso-7-0obo-7y-0obbobobbb-14-03-00000bbbb-120,13-0000-1
1H-01,300000004,5-g000003",4'06,7000000001,2-b0000
0-8,1107HO0-0000100 mgO0.213 mmolO DO 10%0 005 mLOODOOOAO
gooodlio00480 00000000 D0O0OD0DDODDODO0ODDODODODOS30 mLOO
000000000000 10 mLx50000000000000000000OD00O0
gogoooogooobobobobodoooooooobobobooboboooo-0o0o0ooao
oooooo/0.0590000000000S8S0O0-7-000-7-00000-14-03-0
oooooooob-10,13-0000-11H-01,300000004,5-g0000b00a3',4
'de6,7000000001,2-b000O0O0O-8,1107H0-0000A101.78 mgO OO
aad

LCMS (ESI) [M+H]*O451.00

1H NMR (400 MHz, DMS0O-d6) & 7.63 (s, 1H), 7.50 (s, 1H), 7.24 (s, 1H),
6.48 (s, 1H), 6.28 (s, 2H), 5.47 - 5.37 (m, 2H), 5.32 - 5.19 (m, 2H), 3.5
1-3.46 (m, 2H), 3.17 - 3.13 (m, 2H), 1.92 - 1.76 (m, 4H), 0.90 - 0.84
(m, 3H)O

gooooao
ooo1.2.200S80-2-000-N-003-07-000-7-00000-8,212-0000-7,
8§,11,13-0 00000 -10H-01, 300 0000DA4,5-g00O0O0O03",4'06, 7000
oooodol1,2-b00000-14-00000000000O0D0O0O0OO0DO0OODODOB1IODOO
O

Oo0o0oo

I [ |

Dooooao
000001000 00B1AOOCas No.01599440-06-80368 mgO O OOO0OA
100440 mg0OO0p-0000000O000O000O000PPTSOO25 mgOOO0ODO
D0O00020mLOO00OO0O0200000000000000000000000000
000000000000 O0OO0O0O0OO0O0O0OO0O0D0DO0OO0OOO0OOO0O0DOoOoOooooooan
00000000-000000000000-0010/1000000000000000
0O0O0B1BO 240 mgO OO OO

LCMS (ESI) [M+H]*0759.50

Dooooao

0000020B1B0 240 mgd ODMFOS5 mLOODOOODODOODOOO0OO1 mLOOO
000000200 000000000000000000000000000O0000O
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0000000000000 0000O0DO0DO0DDODO0ODDO0O0D-00000D000/0.0
5%FAODOO0OS5%050%»000000000000000B10O00O0O

ESI-MS (m/z): 537.4 [M+H]*O

1H NMR (400 MHz, DMSO-d6) 8 9.13 (t, 1H), 8.04 (br, 2H), 7.58(s, 1H),
7.51(s, 1H), 7.25(s, 1H), 6.29(s, 2H), 5.43(S, 2H), 5.21(s, 2H), 4.65(d,

2H), 3.63(m, 2H), 3.53(m, 2H), 3.11(m, 2H), 1.87(m, 4H), 0.88(t, 3H)O

oooooo

O00D01.1.30NS N6-OD0DO-N2-006-02-000000000000000-5-0

0oo0000-5-00000-L-0000-L-0000C10

googao
e
HzNj:y(N\)LOH

O

\\ //

C1A /
Q\Slp N \J\A)\
- HOBT, EDCI, TEA, DMF
oS \)LOH

N~ o i, 16 h

: A

C1 N

-

4

~

oooooao
06-02-000000000000000O0-5-000000-5-0000268 mgO Cas
N0.2356229-58-60 0 0 00C1A0328 mgOlOOODDODODDODOOD322 mgdON,
N-OOOOOOO0OO0ODDD0ODDODS5 mLOOODDODDODDODOOOO1-00000000000OO -
0O0HOBTOD162 mgO O0D01-03-000000000000-3-0000000000
O0OO0OO0OEDCIO?229 mgODODOODOOOO0OODODDODODOD160000000000000
c180 000000000000 0O0.05%90000000000000000D0O0O0ONS®
N6-ODOO0OO-N2-006-02-000000000000000-5-000000-5-00
00O0-L-0000-L-0000C1000000327 mgooooano

LCMS (ESI) [M+H]*0524.40

1H NMR (400 MHz, ) 8 9.13 (s, 2H), 7.95 (t, J = 8.8 Hz, 2H), 4.21 (dd,
J=28.8,6.9 Hz, 1H), 4.08 - 4.03 (m, 1H), 3.41 (s, 3H), 2.55 (t, J = 7.0
Hz, 2H), 2.42 - 2.32 (m, 4H), 2.27 (s, 6H), 1.98 (dd, J = 13.6, 6.8 Hz, 1
H), 1.86 - 1.77 (m, 2H), 1.74 - 1.55 (m, 2H), 1.47 - 1.37 (m, 2H), 1.31 -
1.23 (m, 2H), 0.85 (dd, J = 12.8, 6.8 Hz, 6H)0O

oooooo

O00D01.1.40NS N6-O0DDOO0O-N2-006-02-000000000000000-5-0
Oo0O0O0O0-5-00000-L-0000-L-0000¢C20
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lo) H
H Chz. X(
N
CbZ‘Nj;(N\./lkOH H
H 3 B (o]

C2A NH, c2B er c2¢ |/ j

Q
o, By
OI\I P o NNgZ \\ [0} H O
H H
. o}
c2 H
Ooooogoao

0000010

00O0C2A05.0 gd12.05 mmolO Cas No.01872-06-80 00000000010
OmLOODOOOOOOOODOOOOODOOODO03.2¢g072.3 mmol00O0O00O00O0O01
0000000000000 O0D0O0OO0O0OO0OODO0OO0OODO0OO0OO0O0O0D0O0O0D0O0D0D012.8 gO6
0.25 mmolJO0OODOOODOOODOCOD100000000000O0LCMSOOOOO
000000000000 0DO0O0D0DO0ODDO0ODDOO0ODOOO0OOO0DO0ODD100000
000000000000 00000C180000000000000O000O00O00O
0000.0540000005%055%00000000C2B04.57 g0 0082.0%00
0000000000

LCMS (ESI) [M+H]* = 436.4;

1H NMR (400 MHz, DMS0O-d6) & 7.70 (d, J = 7.0 Hz, 1H), 7.41 (d, J = 9.
0 Hz, 1H), 7.38 - 7.26 (m, 5H), 5.08 - 4.99 (m, 2H), 4.00 (dd, J = 12.6,
6.5 Hz, 1H), 3.86 (dd, J = 8.6, 6.8 Hz, 1H), 2.74 (dd, J = 14.0, 6.9 Hz,
4H), 2.64 - 2.54 (m, 2H), 2.05 - 1.94 (m, 1H), 1.72 - 1.52 (m, 2H), 1.52
- 1.38 (m, 2H), 1.38 - 1.18 (m, 2H), 1.04 (t, J = 7.1 Hz, 6H), 0.87 - 0.8
1 (m, 6H)O

Dooooao

0000020

000D0O0O0D0C2BO01.6 g03.68 mmolOODODODO-0080 mLOOOODOCOOOO
D00O0D0DO0Pd/CO0.16 g0 0000D00O0O0O0O0DOOO012000000000000
LCMSOOOODODODOOODOODODOOODODOODODODODOOODOODODOOOOOOOOOOOn
0D0O0O0C2C0900 mgdOO82%00000000000000O00O0

1H NMR (400 MHz, DMSO-d6) & 8.04 (br s, 1H), 4.02 - 3.99 (m, 1H), 3.
10 (d, J = 4.5 Hz, 1H), 2.65 (q, J = 7.1 Hz, 4H), 2.55 - 2.51 (m, 2H), 2.
06 - 1.93 (m, 1H), 1.73 - 1.54 (m, 2H), 1.47 - 1.38 (m, 2H), 1.30 - 1.21
(m, 2H), 1.01 (t, J = 7.1 Hz, 6H), 0.89 (d, J = 6.9 Hz, 3H), 0.79 (d, J =
6.8 Hz, 3H)O

Dooooao

0000030
0006-02-000000000000000-5-000000-5-0000268 mgO1
mmolJODMFOS8 mLOOODOOOHATUDO 380 mgO1l mmolJOOODOCOODOODO
00322 mgd2.5 mmolJO0ODOODOODODO2000000000000C2CcO301
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mgd1l mmol0OODDOOD30000000000LCMSOODDDODODDODODDOOO
000000000 C180000000000O0000O0.0500000000000

00000000 Cc20280 mgO0O051% 000000000000

LCMS (ESI) [M+H]* = 552.30

1H NMR (400 MHz, DMSO-d6) & 9.13 (s, 2H), 7.95 (d, J = 8.9 Hz, 1H),

7.86 (d, J = 7.2 Hz, 1H), 4.18 (dd, J = 8.8, 6.8 Hz, 1H), 4.02 (dd, J = 1
2.8, 7.2 Hz, 1H), 3.41 (s, 3H), 2.74 - 2.69 (m, 4H), 2.62 - 2.52 (m, 4H),
2.44 - 2.29 (m, 2H), 2.04 - 1.94 (m, 1H), 1.86 - 1.77 (m, 2H), 1.72 - 1.
54 (m, 2H), 1.51 - 1.39 (m, 2H), 1.33 - 1.23 (m, 2H), 1.02 (t, J = 7.2 H
z, 6H), 0.87 - 0.82 (m, 6H)D

oooooo

O0D01.1.50N% N6-0-n-0000-N2-006-02-000000000000000
-5-000000-5-00000-L-0000-L-0000¢C30

oooogao

o) z
C3 \H

000
0010

C2A05.0 g0 12 mmolD0DOCOODOCOOOO100 mLOODOOODOOODOOn-
0-004.2 g072.3 mmol000000001000000000000000
00000000000 00000012.8g060.25 mmolDOOOODODOOO
01000000000000LCMSOO00O0D0OO0OOO0O0O0OO0OOOO0O0O0DOO
000000000000 00O00100000000000000000000¢0
0p0Cc18000000000000C000000000000.05%0000005%05
5000 000000C3A04.57 g0 0082.0%000000000000

LCMS (ESI) [M+H]* = 464.00

1H NMR (400 MHz, DMSO-d6) 8 7.81 (d, J = 7.3 Hz, 1H), 7.38 - 7.28 (m
, 5H), 5.04 (d, J = 1.7 Hz, 2H), 4.12 - 4.02 (m, 1H), 3.94 - 3.82 (m, 1H)
, 2.65 - 2.52 (m, 6H), 2.06 - 1.94 (m, 1H), 1.76 - 1.64 (m, 1H), 1.64 - 1
.53 (m, 1H), 1.52 - 1.40 (m, 6H), 1.34 - 1.18 (m, 2H), 0.92 - 0.80 (m, 12H)0O
Oooo0o0o

Ooo0O0020

O00O0O0O0O0O0C3A02.0g04.32 mmolJOOODD-0080 mLOOOODOODOODO
O0O0O0O0Pd/CO0.16 g0 0000000000000 12000000000000
LcMSOODODODOOODODODDOODOODOODODOOOOODOODDOOOODOODOOOOODOOOO
00O0C3BO01.2 g0 0085.5%9000000000000

O 0OooQ0ooooao
OO0 oooao
OO0 oooo
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oooooao
O0o0Qoas3o
0o00e6-02-0000000000D0D00O00-5-000000-5-00001100 mgQO
0.373 mmolOON,N-O0000D0D0O0COC0O001l mLOODOOOOODODODOHATUD 14
2 mgDo0.373 mmolOOON,N-0 00000000 D0DDODO0O0120 mgd0.93 mmo
000000000300 000000000000C3BO122 mgdo0.371 mmolO
0000000000010 000000LCMSODDDOOOOOOO0DODDODDODOOO
00o0c180000000000D000DO0.05%0000000000000000O0
OON® N6.-O-n-0D000-N2-006-02-000000000000000-5-000
000-5-00000-L-0000-L-0000C3050 mglO0028%00000000
oooogao

LCMS (ESI) [M+H]* = 580.00

1H NMR (400 MHz, DMSO-d6) &8 8.24 (s, 2H), 7.98 - 7.93 (m, 2H), 4.24
-4.16 (m, 1H), 4.10 (d, J = 5.2 Hz, 1H), 3.41 (s, 3H), 2.79 - 2.64 (m, 6
H), 2.55 (t, J = 7.1 Hz, 2H), 2.45 - 2.26 (m, 2H), 2.06 - 1.91 (m, 1H), 1
.89 - 1.78 (m, 2H), 1.76 - 1.66 (m, 1H), 1.64 - 1.57 (m, 1H), 1.57 - 1.4

2 (m, 6H), 1.37 - 1.24 (m, 2H), 0.93 - 0.78 (m, 12H)O
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LCMS (ESI) [M+H]* = 1098.60

1H NMR (400 MHz, DMSO-d6) 3 9.10 (s, 2H), 9.03 (s, 1H), 8.64 (t, J =

6.4 Hz, 1H), 8.19 (t, J = 5.9 Hz, 1H), 8.08 (d, J = 7.4 Hz, 1H), 7.92 (d,

J = 8.5 Hz, 1H), 7.59 (s, 1H), 7.51 (s, 1H), 7.24 (s, 1H), 6.49 (s, 1H), 6
.29 (s, 2H), 5.42 (s, 2H), 5.24 (s, 2H), 4.66 - 4.52 (m, 2H), 4.31 - 4.21
(m, 1H), 4.19 - 4.10 (m, 1H), 3.74 (d, J = 5.5 Hz, 2H), 3.49 - 3.48 (m, 2
H), 3.40 (s, 3H), 3.15 - 3.06 (m, 2H), 3.02 - 2.95 (m, 6H), 2.59 - 2.52 (
m, 3H), 2.41 - 2.29 (m, 2H), 2.05 - 1.90 (m, 2H), 1.91 - 1.77 (m, 6H), 1
.63 - 1.57 (m, 6H), 1.31 - 1.29 (m, 2H), 0.92 - 0.80 (m, 15H)0
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LCMS (ESI) [M+H]* = 1042.5;

1H NMR (400 MHz, DMSO-d6) & 9.28 (s, 1H, TFA), 9.10 (s, 2H), 8.64 (b
rs, 1H), 8.19 (br s, 1H), 8.09 (d, J = 6.4 Hz, 1H), 7.92 (d, J = 7.8 Hz,
1H), 7.59 (s, 1H), 7.51 (s, 1H), 7.24 (s, 1H), 6.50 (s, 1H), 6.29 (s, 2H),
5.43 (s, 2H), 5.24 (s, 2H), 4.67 - 4.52 (m, 2H), 4.30 - 4.10 (m, 2H), 3.7
4 (br s, 2H), 3.50 (br s, 2H), 3.41 (s, 3H), 3.17 - 3.07 (m, 2H), 3.04 - 2
.91 (m, 2H), 2.75 (s, 6H), 2.46 - 2.24 (m, 3H), 2.04 - 1.66 (m, 9H), 1.63
-1.46 (m, 3H), 1.32 - 1.29 (m, 2H), 0.87 - 0.82 (m, 9H)O
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ALAIE = Bl el
1 25C7AS-HZ1 E 4 7 | QVQLVQSGAEVKKPGSSVKVSCKASGYTFTINYW
JE5E (VH) LHWVRQAPGQGLEWMGMMHPISGSSNYAQKFQ
GRATLTVDKSTSTAYMELSSLRSEDTAVYYCARGL
LSAMDYWGQGTLVTVSS
2 25C7AS- EIVLTQSPATLSLSPGERATLSCKASENVKTYVSW

HZ1/25C7AS5-HZ2 #%
FEP AR (VL)

YQQKPGQSPRLLIYEASNRYTGVPARFSGSGSATD
FTLTISSLEPEDFAVYFCGQTYSFPPTFGQGTKVEIK

25C7A5-HZ2 B 84 7]
ZrEiEk (VH)

QVQLVESGAEVKKPGSSVKVSCKASGYTFTNYW
LHWVRQAPGQGLEWMGMMHPISGSSNYAQKFQ
GRATLTVDKSTSTAYMELSSLRSEDTAVYYCARGL
LSAMDYWGQGTLVTVSS

b MgGlESHTFE
7l

ASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPE
PVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVT
VPSSSLGTQTYICNVNHKPSNTKVDKKVEPKSCD
KTHTCPPCPAPELLGGPSVFLFPPKPKDTLMISRTP
EVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKT
KPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCK
VSNKALPAPIEKTISKAKGQPREPQVYTLPPSRDEL
TKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYK
TTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSV
MHEALHNHYTQKSLSLSPGK

t | Kappa#® 88 & &
TEIEL S

RTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPRE
AKVQWKVDNALQSGNSQESVTEQDSKDSTYSLS
STLTLSKADYEKHKVYACEVTHQGLSSPVTKSFN
RGEC

25C7A5 IMGT E 84
CDRI1
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25C7A5 IMGT HEH #4
CDR3

ARGLLSAMDY

25C7A5 IMGT #% $4
CDRI1

ENVKTY

10

25C7A5 IMGT % #4
CDR2

EAS

11

25C7A5 IMGT #
CDR3

GQTYSFPPT

12

25C7A5 Kabat T $4
CDRI1

NYWLH

13

25C7A5-HZ1/2 Kabat
EHCDR2

MMHPISGSSNYAQKFQG

14

25C7A5 Kabat T 4
CDR3

GLLSAMDY

15

25C7A5 Kabat B¢ #4
CDR1

KASENVKTYVS

16

25C7A5 Kabat 4% $4
CDR2

EASNRYT

17

25C7A5 Kabat 4% $4
CDR3

GQTYSFPPT

18

25C7A5-HZ1 & #{ 5%
el

QVOQLVQSGAEVKKPGSSVKVSCKASGYTFTNYW
LHWVRQAPGQGLEWMGMMHPISGSSNYAQKFQ
GRATLTVDKSTSTAYMELSSLRSEDTAVYYCARGL
LSAMDYWGQGTLVTVSSASTKGPSVFPLAPSSKS
TSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVH
TFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNH
KPSNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPS
VFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVK
FNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLT
VLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKG
QPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDI
AVEWESNGQPENNYKTTPPVLDSDGSFFLYSKLTV
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DKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSP
GK

19

25CTA5-HZ2 & #4 52

Exiedl

QVQLVESGAEVKKPGSSVKVSCKASGYTFTNYW
LHWVRQAPGQGLEWMGMMHPISGSSNYAQKFQ
GRATLTVDKSTSTAYMELSSLRSEDTAVYYCARGL
LSAMDYWGQGTLVTVSSASTKGPSVFPLAPSSKS
TSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVH
TFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNH
KPSNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPS
VFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVK
FNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLT
VLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKG
QPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDI
AVEWESNGQPENNYKTTPPVLDSDGSFFLYSKLTV
DKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSP
GK

20 25C7A5- EIVLTQSPATLSLSPGERATLSCKASENVKTYVSW
HZ1/25C7A5-HZ2 #% | YQQKPGQSPRLLIYEASNRYTGVPARFSGSGSATD
B BB FTLTISSLEPEDFAVYFCGQTYSFPPTFGQGTKVEIK
RTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPRE
AKVQWKVDNALQSGNSQESVTEQDSKDSTYSLS
STLTLSKADYEKHKVYACEVTHQGLSSPVTKSFN
RGEC
21 25CTAS B 85 7 25 8 | EVOLQQPGAELVKPGTSVKLSCKASGYTFTNYWL
% (VH) EAl HWVRQRPGQGLEWIGMMHPISGSSNNNERFKSK
ATLTVDKSSTTAYMQLSRMTSEDSAVYYCARGLL
SAMDYWGQGTSVTVSS
22 25CTAS 44 7T 25 48 | CIVLTQSPKSMSMSVGERVTLSCKASENVKTYVS
% (VL) &% WYQQRPEQSPKLLIYEASNRYTGVPDRFTGSGSAT

VFTLTISSVQTEDLANYFCGQTYSFPPTFGSGTKLE
IK

23

2D3A11 B 68 7] A E
I (VH) B%1

EVQLQQSGPELVKPGASVRMSCKASGYTFTSYVV
HWVKQKPGQGLEWIGYINPYNADSKYNERFKGK
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ATLTSDKSSNSAYMELSSLTSEDSAVYYCSRSYYG

NSFDVWGAGTTVTVSS
24 2D3A11 %% 84 7] 2 $8 | DIVMTQSPSSLTVTTGEKVTMSCKSSQSLLNSGNQ
% (VL) ES KNYLTWYQQKPGQSPKLLFFWASTRQSGVPDRFT
GSGSGTYFTLTISSVQAEDLAVYYCQNDY YFPFTF
GTGTKLEIK
25 25C7A5 Kabat & 44 | MMHPISGSSNNNERFKS
CDR2
26 2D3Al1l Kabat & #4 | SYVVH
CDR1
27 2D3Al11 Kabat & 44 | YINPYNADSKYNERFKG
CDR2
28 2D3Al1l Kabat & #{ | SYYGNSFDV
CDR3
29 2D3A11 IMGT = #4 | GYTFTSYV
CDR1
30 2D3A11 IMGT E #4 | INPYNADS
CDR2
31 2D3A1l IMGT = #i | SRSYYGNSFDV
CDR3
32 2D3A11 Kabat 8% 44 | KSSQSLLNSGNQKNYLT
CDR1
33 2D3Al11 Kabat i 45 | WASTRQS
CDR2
34 2D3A11 Kabat/IMGT | QNDYYFPFT
X HHCDR3
35 2D3A11 IMGT % #4 | QSLLNSGNQKNY
CDR1
36 2D3A11 IMGT #% 84 | WAS
CDR2
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37

2D3A11-HZ1/2 Kabat
HEEHCDR2

YINPYNADSKYSQEFQG

38

2D3A11-HZ1 & 84 nJ
i (VH)

QVQLVQSGAEVKKPGASVKVSCKASGYTFTSYV
VHWVRQAPGQGLEWMGYINPYNADSKYSQEFQ
GRATLTSDKSASTAYMELSSLRSEDMAVYYCSRSY
YGNSFDVWGQGTLVTVSS

39

2D3Al11-
HZ1/2D3A11-HZ2 #%

AR (VL)

DIVMTQSPDSLAVSLGERATINCKSSQSLLNSGNQ
KNYLTWYQQKPGQSPKLLFFWASTRQSGVPDREFS
GSGSGTDFTLTISSLQAEDVAVYYCQNDY YFPFTF
GQGTKVEIK

40

2D3A11-HZ2 5 84 7]
AR (VH)

QVQLVESGAEVKKPGASVKVSCKASGYTFTSYVV
HWVRQAPGQGLEWMGYINPYNADSKYSQEFQG
RATLTSDKSASTAYMELSSLRSEDMAVYYCSRSYY
GNSFDVWGQGTLVTVSS

41

2D3A11-HZ1 = $4 52
2FEF

QVQLVQSGAEVKKPGASVKVSCKASGYTFTSYV
VHWVRQAPGQGLEWMGYINPYNADSKYSQEFQ
GRATLTSDKSASTAYMELSSLRSEDMAVYYCSRSY
YGNSFDVWGQGTLVTVSSASTKGPSVFPLAPSSKS
TSGGTAALGCLVKDYFPEPVTVSWNSGALTSGVH
TFPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNH
KPSNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPS
VFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVK
FNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLT
VLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKG
QPREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDI
AVEWESNGQPENNYKTTPPVLDSDGSFFLYSKLTV
DKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSP
GK

42

2D3A11-HZ2 IE 84 5=
ESnedl

QVQLVESGAEVKKPGASVKVSCKASGYTFTSYVV
HWVRQAPGQGLEWMGYINPYNADSKYSQEFQG
RATLTSDKSASTAYMELSSLRSEDMAVYYCSRSYY
GNSFDVWGQGTLVTVSSASTKGPSVFPLAPSSKST
SGGTAALGCLVKDYFPEPVTVSWNSGALTSGVHT

10

20

30

40

50



(90) JP 2024-535637 A 2024.9.30

FPAVLQSSGLYSLSSVVTVPSSSLGTQTYICNVNHK
PSNTKVDKKVEPKSCDKTHTCPPCPAPELLGGPSV
FLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKF
NWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTV
LHODWLNGKEYKCKVSNKALPAPIEKTISKAKGQ
PREPQVYTLPPSRDELTKNQVSLTCLVKGFYPSDIA
VEWESNGQPENNYKTTPPVLDSDGSFFLYSKLTV
DKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSP
GK

43 2D3A11- DIVMTQSPDSLAVSLGERATINCKSSQSLLNSGNQ
HZ1/2D3A11-HZ2 #% | KNYLTWYQQKPGQSPKLLFFWASTRQSGVPDRFS
5= A mO B GSGSGTDFTLTISSLQAEDVAVYYCQNDY YFPFTF

GQGTKVEIKRTVAAPSVFIFPPSDEQLKSGTASVVC
LLNNFYPREAKVQWKVDNALQSGNSQESVTEQD
SKDSTYSLSSTLTLSKADYEKHKVYACEVTHQGL
SSPVTKSFNRGEC

44 SH11A10TE #4 71248 | QVQLKESGPVLVAPSQSLSITCTVSGFSLTNYGVH
% (VH) B WVRQPPGKGLEWLGVIWSGGRTNYNSALMSRLSI

SKDNSKSQVFLKMNSLQTDDTAMYYCAKRDGIY
GDYWGQGTSVTVSS

45 SHI1A104% 44 7] 2548 | DIVETQSPSSLTVTAGEKVTMSCKSSQSLLNSGNQ

B (VL) EA KNYLTWYQQKPGQSPKLLIY WASTRESGVPDRFT
GSGFGTDFTLTISSVQAEDLAVYYCQNDYIYPLTF
GAGTKLELK

46 1A6G10 = 84 7] Z 48 | QVQLKESGGGLVKPGGSLKLSCAASGFTFSSYAM

% (VH) ES) SWVRQTPEKRLEWVAAIHSNGGSTYNSDTMRDR
FTISRDHAKNTLYLQMSSLRSEDTALYYCGRQSFG

NALDYWGQGTSVTVSS
47 1A6G10 8 84 7] 2 $8 | DIQMTQSPSSLTVTAGEKVTLTCKSSQSLLNSGNQ

i (VL) B

KNYLTWYQQKPGQPPKLLIYWASTRESGVPDRFT
GSGSGTFFTLTISSVQAEDLAVYFCQNDYVYPFTF
GAGTQLELK
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48 23F2F2EE S ] 2 48T | QVQLKESGGGLVQPGGSMKLSCAASGFTFSDAW
(VH) EF MNWVRQSPEKGLEWVAEIRNKADYHATHY VESV
TGRFTISRDDSKSSVYLQMNRLRAEDTGIYYCTRN
YGSRFDYWGQGTTLTVSS
49 23F2F2ik 4 Al &5 4Eds | DIVETQSPSSLTVTAGEKVTMSCKSSQSLLNSGNQ
(VL) E% RNYLTWYQQKPGHPPKLLIY WASTRESGVPDRFT
GSGSGTDFTLTVTSVQAEDLAVYYCQNDYFYPLA
FGTGTKLELK
50 40G11H 5 84 7 2 48 | EVQLQQSGAELARPGASVKLSCKASGYTETSYGI
% (VH) B RWVKQRTGQGLEWIGEIYPRGGNTYYDEKFKGK
ATLTADKSSSTAYMGLRSLTSEDSAVYFCARADYG
NSFAYWGQGTLVTVSA
51 40G11H % 84 7] 75 48 | DIVMTQSPSSLTVTAREKVTMSCKSSQSLLNSGNQ
% (VL) Bi5l KNYLTWYHQKPGQPPKLLIY WASTRESGVPDRFT
GSGSGTDFTLTISSVQAEDLAVYFCQNAYFYPFTF
GTGTKLEIK
52 32F7A6 84 7] Z 68 | QIQLVQSGPELRKPGETVKISCKASGYTFTAY TMG
% (VH) BiF WVKQAPGKGLEWMAWINTYSGVPTYAADFKGR
FAFSLETSASTAYLLINNLKNEDTATYFCARGVRG
NSMDYWGQGTSVTVSS
53 32F7 A6 4% 44 7] 75 48 | DIVETQSPSSLTVTVGERVTLSCKSSQSLLNSGNQR
B (VL) Eosl NYLTWSQQKPGQPPKLLIY WASTRESGVPNRFTG
GGSGTYFTLTISSVQVEDLAVYYCQNTYSFPFTFG
TGTKLEIK
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gooooboag

INTERNATIONAL SEARCH REPORT Tnternational application No.
PCT/CN2022/121776

A, CLASSIFICATION OF SUBJECT MATTER
AG1P 35/00(2006.01)i; AGIK 47/68(2017.01%

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

B. FIELDS SEARCHED

Minimwmn documentation searched (classification system followed by classification symbols)

AB1P,AGLK

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

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

CNTXT, CNABS, ENTXT, CNKI, VEN, 575, WANFANG, PubMed, GenBank, IST web of knowledge: 70, B,
Clandin18.2, EHT# %, FL118, ADC, SEQ ID NO: 140

C. DOCUMENTS CONSIDERED TO BE RELEVANT

Category* Citation of document, with indication, where appropriate, of the relevant passages Relevant to claim No.
A CN 111867630 A (L&L BIOPHARMA, CO., LTD.) 30 October 2020 (2020-10-30} 1-28
claims 1-34
A CN 111110862 A (L&L BIOPHARMA, CQ., LTD.) 08 May 2020 (2020-05-08) 1-28
entire document
A WO 2020228806 Al (QILU PHARMACEUTICAL CO., LTD.) 19 November 2020 1-28
(2020-11-1%9)
entire document
A WO 2020147321 Al (BEDING MABWORKS BIOTECH CO., LTD.) 23 Tuly 2020 1-28
(2020-07-23)

entire document

A CN 112237634 A (SHANGHAI FUDAN-ZHANGITANG BIO-PHARMACEUTICAL CO., 1-28
LTD.) 19 Jannary 2021 (2021-01-19)
entire document

A CN 111433188 A (REMEGEN LTID.) 17 July 2020 (2020-07-17) 1-28
entire document

D Further documents are listed in the continmation of Box C. See patent famnily annex.

¥  Special categories of cited documents: =T later document published efter the international filing date or priority
“A" document defining the general state of the art which iz not considered date and not in conflict with the application but cited to understand the
to be of particular relevance principle or theory nnderlying the invention
«g= earlier application ot patent but published on or after the international  «%* decument of particular relevance; the claimed invention cannot be
filing date considered novel or cannot be considered to involve an inventive step
“L” document which may throw doubts on priority claim(s) or which is when the document is taken alone
cited o establish the publication date of another citation or other «y» document of partieuler relevance; the claimed invention cannot be
special reason {as specified) . e considered to involve an inventive step when the document is
“Q” document referring to an oral disclosure, use, exhibition or other combined with one or mere other such decuments, such combination
means being obvious to a person skilled in the art
P documnent published prior to the international filing date but later than < g - i
1he priority date claimo & decument member of the same patent family
Date of the actual completion of the international search Date of mailing of the international search report
(6 December 2022 16 December 2022
Name and mailing address of the ISA/CN Authorized officer
China National Intellectual Property Administration (ISA/
CN)
No. 6, Xitucheng Road, Jimengiao, Haidian District, Beijing
100088, China
Facsimile No. (86-10)62019451 Telephone No.

Form PCT/ISA210 (second sheet) (January 2015)
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INTERNATIONAL SEARCH REPORT Tnternational application No.
PCT/CN2022/121776
Box No. I Nucleotide and/or amino acid sequence(s) (Continuation of item 1.c of the firsi sheet)

1. With repard to any nncleotide and/or amino acid sequence disclosed in the intemational application, the international search was
carried out on the basis of a sequence listing:
a. forming part of the international application as filed:

in the form of an Annex C/8T.25 text file.

D on paper or in the form of an image file.

b. D furnished together with the intemational application under PCT Rule 13zer.1(a} for the purposes of intemnational search
ouly in the form of an Annex C/ST.25 text file,

C. D furnished subsequent to the international filing date for the purposes of international search only:
D in the form of an Annex C/ST.25 text file (Rule 13ter.1(a)).
D on paper or in the form of an image file (Rule 13zer.1(b) and Administrative lnstructions, Section 713).

2. D In addition, in the case that more than one version or copy of a sequence listing has been filed or furnished, the required
staternents that the information in the subsequent or additional copies is identical to that forming part of the application as
filed or does not go beyond the application as filed, as appropriate, were furnished.

3. Additional comments:

[1] The actually submitted sequence table is an XML file of the standard ST.26.

Form PCT/ISA/210 (continuation of first sheet) (Tannary 2015)
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INTERNATIONAL SEARCH REPORT Tnternational application No.
PCT/CN2022/121776
Box No. I Ohservations where certain claims were found unsearchable (Continunation of item 2 of first sheet)

L. Claims Nos.: 26-27

pharmaceutical composition”.

2. D Claims Nos.:

3 D Claims Mos.:

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

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

[1] Claims 26-27 relate to a method for treatment or diagnosis of a living human or animal body,
belonging to the cases listed in PCT Rule 39.1( IV) for which no international search is required.
The present report relates to performing a search on the basis of a "use in the preparation of a

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

becanse they are dependent claims and are not drafied in accordance with the second and third sentences of Rule 6.4(a).
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