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2N 5 5 TR DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pug/mL G418+0.75
pg/mL Puromycin
2N MR AT I 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. WM HER
e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 g Genomeditech/GM-040402-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell FSP500
DMEM 500 mL gibco/C11995500BT
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene Not 96-well Corning/3912
Treated Microplate
Human Oncostatin M (OSM) Protein 20 ug Acro/OSM-H5213
Anti-OSMR hlgG4 Reference Antibody / Genomeditech/GM-88055MAB
(Vixabio)
GMOne-Step 2.0 Luciferase Reporter Gene / Genomeditech/GM-040513
Assay Kit
HEAY A

Equipment Manufacturer/Catalogue No.

2 T A ThermoFisher Scientific/Countess 3

Al AR AX Moleculardevices/SpectraMax L
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1. 4HpREH

E: AR REEFER, REWRNREHN)ELE

FRVR I E IR IE SR . SRR )40 f J5 T B AR SRk A

BHETRERES, HEMFA-70C, FNE-70T

THFEITEERR.

a) 37°CIKIBIATIRE TR TR AL, INATRE R
HEEFEIE S mL & 15 mL B0 .

b)  MIBRZEUHH X H VR A A i R GE BN 37°CHE IR K
TR, K AN RIS 2K TH DA R R RS R
HENINIEL GBS 2-3 280 .

c) FH 70% Z B HER A7 SN DL AR TS B L
o EAEY RSN BRI G O A E R Al
MERHEBEIS T ) WEOES, BERE,
176 xg, &5 3 min, {F4HEyE, 7 Bib.

d) fH 1 mL So5EsRiksE g, w0 A
AW BOE A, EAIE> 3 x 10
cells/mL.

e) EAMINEFIEIREEAIL, R M
#) 2-3 x10° cells/mL, HRHE4HNER AR, K
A e ) G0 B RS R L

3. AR

a) ] 176 xg, 3 min B.LU LM .

b) fsf FH A ZH AR A7 (90% FBS + 10% DMSO)
YN, ZHH R A 5 < 108 cells/mL,
E 1 mL RN RAE .

¢ rEREET, E4bmdE, BAEEE TR
WEH, -80°CTRFEAD 1R, R 2
LR

2. ZHpEAEAY (BL 10 cm MHH))

H: GREAEN 1ZE 2R, FHEAERE, &
HHRSREE, BELATHERERNEKSESF
.

a) A bR AAE, WhEEAEK . B FRAE TR E 16-
24 hJ5, BT AUEEA M BERE L, A M A
IAF] 80%, THEMATAUMAEI. HEFEAAEAR
Loy 1:3-1:4, 2-3 FALAN. TR IRfr % AN
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50

b) CREILECREFRE P B R E %, 10 em LN 2
mL PBS ¥t 1 K.

c) 3 PBS, Ml 1mL 0.25% Trypsin-EDTA JH4LTR,
37C 1k 30-60's, TWiHEE T,

d)  FPAAARARE, SHAG IR BEAA L, 04 U 4
R EREERS, 2 mL 2 AR KR IR TR ) 4
IETHAE, RN IRET TR OR, 176 <g IR &

L» 3 min.

ERFEW:

a) MMRIEF, RAREE, BTEEIAR &
ABRSEVREFE, RE&BeRE, HRERH
ML, MREKEEETRE.

b) ERRRE BT 80%, T MF 4 F4HA
R BB ET FBOS RS .

c) FBS & 56 T n#k 30 53-8k, AT KiGEMaA
W E, EARERWRSHEKEFHH
NS e ey 8

sl AEEL (R BIRAF
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1. BIhmIUE LR

BRI TR AL, X FASEEG, HE#E H_OSMR Reporter 293 Cell Line ZHffi &N 1.5

G
-
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.
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=104 cells/FL. A<k Sz8& 4% H Human Oncostatin M (OSM) Protein (25.8 KDa; LA T f&j#% OSM
Protein) {ENBHTEZ4, Conc.01 #KE A 1 ug/mL, 4 586 #F, Conc.01-Conc.09 45l HE

it B2-B10, B11 7y 0 iRFEXS M. JEEEIFLIIA 100 uL PBS, LARj 1B fLZE K o

W

T O m m O O

ST AT
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
250 62.5 15.63 3.91 976.56 244.14 61.04
OSM Protein PBS
pg/mL | ng/mL ng/mL ng/mL ng/mL pg/mL pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) kP IR
a) TESEINHET 16-24 h, KA TR B, AL LRGeS R
BRI EE AN, A ARSI, FE A SE e R R AR IR Y 1.5 =
10%cells/mL. PAHEAEHN 100 pL AHfa/ L= F (A L. FFEIEFL 100 pL PBS. 7 EAR
w5, TR E SR .
b) A 1 ANTEH 96 fL V EARHE S 2R .

c) FEAFENZYY, 4T (41 B2-B10)

d EREACE
L YEZY fif iR BER A & 772
OSM Protein 200 pg/mL 20 pg/mL HY 2 pL fi##i+18 pL Assay Buffer

e) 96 fL VEMRH, A Assay Buffer, &FLAAFIIL N, 1 B2 FLAIA 160 pL Assay

Buffer, B3-B11 fL, N 120 uL Assay Buffer.
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) WRECA R AR St BB NS SE — MR EERRE FL (1 B2 A 8.42 L

OSM Protein) , &%

(o8]

BRI | BRISERVREL, (RO BIFLIRAEL 40 uL, AL | wsaL |
1 2 3 4 5 6 7 8 9 10 11 12
8.42 uL OSM

120l | 120pL 120pL  120pL 120 pL | 120l 120 pL 120 puL 120 puL

Protein

I O m m O O

0) ME—ABEEMEAL B2 I 40 uL, IIANEIEE AR EERMREIL B3, F/RA.
hy DUEHE, B2 9 MM (B10) .
i) CRDIR a i E IR, RFE IS
D) IMABREERRELFI 254, 4L 100 pL.
k) # EMEE, T 37°CCOx HEMHEFE 6 h.
) EH RS R E, B Luciferase.
2) MEZERKN
AR B R I 5 B

. 0 pg/mL 1.00 pg/mL | 15.26 pg/mL
H_OSMR Reporter 293 Cell Line
8893 101604 7753
N
3) WIEER
11_(SMR Reporter 293 Cell Line 11_(SMR Reporter 293 Cell Line
15x10%1 1,5%10%
E =)
= 1x10%4 g‘ 1x10%4
8 3
s s
g g
& 5x10% S s5x104
g g
= =
- -
0 T T 1 0 T T 1
-6 -4 -2 0 -4 -2 ()} 2
Loy y[OSM Protein] (ug/mL) Logy[OSM Protein] (nM)
H_OSMR Reporter 293 Cell Line H_OSMR Reporter 293 Cell Line
ECS0 | 0.008405 ECS50 | 0.3257
Fig 2. 3% K L4
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2. Block FifaHiii|scis

EEVE L IR TR AL, XA S2E, #EFE H_OSMR Reporter 293 Cell Line ZHffi &N 1.5
x 104 cells/fL. A Sz5& 1% H Human Oncostatin M (OSM) Protein (LA R fii#k OSM Protein)
YEREZ5%), Anti-OSMR hlgG4 Reference Antibody (Vixabio)fF A block $if& (150 kDa;
LA &R A Vixarelimab) . Conc.01 Z4¥K 5 h 30 pg/mL, 4 f54/ZH#F%, Conc.01-Conc.08 43

AHATTE B2-B9, B10 A 0 W BEEXTHE . A EIFLAINA 100 uL PBS, LAR1bifL7#& K& . FLARHEAG

/I
1 2 3 4 5 6 7 8 9 10 11 12
PBS
30.00 7.50 1.88 468.75  117.19 29.30 7.32 1.83
Vixarelimab PBS
pg/mL  pg/mL | pg/mL ng/mL ng/mL ng/mL ng/mL | ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
JIINETIL
a) FESEIOHT 16-24 h, g M IR, WAE ORI DTE, EHE R Y
R E SN, RIS IR, LS R IR AR R AN IR 1.5 %
105 cells/mL. PAHEAEHN 100 uL AHfa/ L= F A L. FFEIEFLIn 100 pL PBS. 7 EAR
i, T E IR
b) A 1 TEE 96 FL V EHRHE & 25 R .
c) BAMFNGUA, T (I B2-BY) .
d) #EREHR
LY/ EZpN fifi BB [ WARFS
Vixarelimab 6.17mg/mL 0.617mg/mL HY 2 pL fi##i+18 pL Assay Buffer
OSM Protein 200 pg/mL 20 pg/mL HY 2 pL fi##i+18 pL Assay Buffer

e)

96 fL V JE#R T, I Assay Buffer, &fLAFANL T3, 1 B2 fLA0A 160 uL

Assay Buffer, B3-B11 fL, M 120 uL Assay Buffer.
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)  RIA AR

uL Vixarelimab) , J&%].

URFIRE BRGNS —ADBEEERREALT (1 B2 A 8.18

g || BOISERREAL, ARVCMBIFLIREL 40 uL, IAIKIL B |
1 3 4 5 6 7 8 9 10 11 12
8.18 uL
. . PPN 160 pl. 120l | 120pL | 120l 120 pL 120 pl 120 L | 120 pL 120 uL
Vixarelimab

9) M EREREESL B2 UK 40 pL, JHABIEE —AMEEERBEAL B3, TR
h) DAL, EHEZ 8 MREMEEAL (B .
i) KPR a W E IR, FE B, AR h BRERRERISTA, 50 uL

B4, SYEMEE 1h.

D) EE 2> FEE7): 100 ng/mL OSM Protein (3.9 uL 20 ug/mL OSM Protein £ N

ANZ| 776 uL Assay Buffer #1, JREIEMEH]D
k) 1h/J5, RPRRi AL, DA ER j Bo B 41 OSM Protein, &EFLINA

50 pL.

) % EMEE, T 37°C COp B hRi9% 6 h,

m) A R FER ARSI AT &, A8 Luciferase.

1) HwEZFEEW
k| A=k TR ARER

H_OSMR Reporter

0 pg/mL Vixarelimab + 50
ng/mL OSM Protein

30 pg/mL Vixarelimab + 50
ng/mL OSM Protein

1.83 ng/mL Vixarelimab +
50 ng/mL OSM Protein

293 Cell Line
51744 6593 48387
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6x10%+

H_OSMR Reporter 293 Cell Line

610"
5 =y
2 ¢ 3 °
T 4x10° T 4x10%
o LE
-] ]
=2 =5
2 2
£ 2x1041 £ 2x1044
: :
| = 50 ng/mL OSM Protein = I 50 ngimL OSM Protcin
g T T T T 1 0 T T T T T 1
-3 -2 -1 1] 1 2 -3 -2 -1 1] 1 2 3
Logo[Vixarelimab] (ug/mL) Logo[Vixarelimab] (nM)
H_OSMR Reporter 293 Cell Line H_OSMR Reporter 293 Cell Line
IC50 | 1.199 IC50 | 7.991
Fig 3.4 &
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100 = SamplelD Geometric Mean : FL11-H
1 | 293 anti-OSMR+APC-2nd Ab 3593
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80 ™ B | H_OSMR Reporter 293 anti-OSMR+APC-2nd Ab 152069
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E 40"
5 J
P4
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AR B A FAAGILR, EIR IR £ IR LTI b B
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AP A T N KBRS, BAMS BT N R RS

FHP B Ry HER 2 A 55 1A 565 =7 AR R AT #E 249 58 RV L P9 A8 AR RE R AR, ANFHEAT 18 M6, TR
AFFEUEFT AR SR CRIERIBNLD 22k 8. Feab sl UL Al 77 S F 3 i A= M0 h ok .

TR AT S A B DA 38, UESE RS H bR (i) A IRA R I Ve,
TERIEIE AR E W AR (B FRAF
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