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1. ZfEIr. . RHRGnEE

IR IR TR RPMI 1640+10% FBS+1% P.S+ 2 ng/mL GM-CSF
Y ff A R R R RPMI 1640+10% FBS+1% P.S+2 ng/mL GM-CSF+3 pg/mL Blasticidin
2 ML A7 90% FBS+10%DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. IR ER
T HE
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
GM-CSF 10 g novoprotein/C003
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
RPMI 1640 500 mL gibco/C11875500BT
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well White Flat Bottom Polystyrene Not Treated 96-well Corning/3912
Microplate
H TNFSF15(TL1A) CHO-K1 Cell Line 5E6 CellssmL  Genomeditech/GM-C19170
Anti-TNFRSF25(DR3) higG1 Antibody(PTX-35) / Genomeditech/GM-58913AB
Anti-H TNFSF15(TL1A) higG1 Antibody / Genomeditech/GM-58915AB
(Tulisokibart. PRA-023)
Anti-H TNFSF15(TL1A) hlgG1 Antibody(PF-06480605) / Genomeditech/GM-59479AB
GMOne-Step Luciferase Reporter Gene Assay Kit 1000T Genomeditech/GM-040503C
A A
Equipment Manufacturer/Catalogue No.
il g ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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Genomeditech
. AmET. BR. BF
Y L 2 75

37°C/AKIB TS IR B TR, I TRRE I E 555 %
A 5mL % 15 mL B.0%E .

RNV 2R R L R A 4 B R RN 37°CE IR K I
By, KA BRI TR 20K T DA T R AR R SRR, EEINI
MRt GEE 2-3 7380 .

FH 70% Z B VR AZ B A0 LARRAIGTS G 1) J L3R AE A
W2 AR R R AR TR A S e AR BB — D
#HEOE T, BRIES, 176 g, &0 5min, ff
pITE, 7.

B AMNE PRI, RS 2 R 4-6
x10° cells/mL, L4 4 i 2o SRR, 4 i Bl
FiEE 1-2 4~ T25 1 (3-5mL, HEFREIR 25cm2) , &

HHETR o

LR

{$FH 176 <g, 3 min 25O

18 FA A 4L 777 (90% FBS + 10% DMSO) i
AL, A B A%y 3 > 108 cells/mL, &8 1 mL
SR BIH R E T

FFRET, ESARLE, BIRAE B T E R G,
-80°C M RFFEAD 1R, RIERERE T .

2. ZHAAEAR

T BRENE, % 48-72h ATEATE AR, HkiE

R M3 SR T VRO NP A R A KSR

Q) AN REMUHEAN, MO, BiFE
Ko

by BRI, A BN A0 % KRR
FERE TR P A L BRI

C)  UEFEIAF] 1-1.2 <108 cells/mL, 1 1% 2-11% 3,
F L RRRAER, BRS VAR R OIRBALHE, AL
FB P 1.2 <106 cells/mL, HEF {3 T25 AT 44
REEFR, B THEEE R A AR . BOVE .
AR W DL E BRI B TR I A KIS IR, R
HMLRFT 3951 JE RGBT T25 3578 gk 835 7%

ERFEM:

DR/ AR BRURL IR B, AR A B 1-1.2 < 100
cells/mL i, 55 BElf— REAT A AR AT 25
B0 IF S HIE IR, W R I ) 4 P P A A Y R T
FE, AT RE A HOA 5 HO T e A A
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N~ FERAE
1. FPSELe

AT 1 %< 10° cells/Well ) H_TNFSF15(TL1A) Reporter Cell Line 1 1 x 10
cells/Well /) H_TNFSF15(TL1A) CHO-K1 Cell Line (3535 1) #E47 5256

i Anti-H_TNFSF15(TL1A) higG1 Antibody(Tulisokibart. PRA-023) (DL K f&ifk N PRA-
023;150 kDa). Anti-H_TNFSF15(TL1A) hlgG1 Antibody(PF-06480605) (LA T f& #X & PF-
06480605;150 KDa){E A FHPEZ W), ALlaZ % (Conc.01)h 30 pg/mL, 3 fEBLEMiRE, PRA-
023 [ Conc.01-Conc.09 437 HEAT £ B2-B10, B11 4 0 ¥k EEXTHE; PF-06480605 ff] Conc.01-

Conc.09 7 HHEAAE C2-C10, C11 4 0 RFEXSIE. JEAFEA 100 uL PBS, PAPjibifLA& K .

FLAR A -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
3.33 111 370.37
PRA-023 PBS PBS
pg/mL | pg/mL | pg/mL  pg/mL  ng/mL
30 10 3.33 111 370.37 | 123.46 | 41.15 13.72 4.57
PF-06480605 PBS 0 PBS
pg/mL | 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 PBS

1) InEeD IR

Q) SZIGHT 1624 h, WALEOULEE H_ TNFSF15(TL1A) CHO-K1 Cell Line 41, &
BSE AR IR AL R, RIS IR DL R R AR AR AR IR 1
x10° cells/mL, VAFEMEHD 100 uL 28 AR/SLZ F a1 L, & R$L0 100 uL PBS, &% k-
W, TR P A .

b) SZEGET 1-2 h, 2.0 H_TNFSF15(TL1A) Reporter Cell Line, LA Assay Buffer
UM, vk S g R RE RS 0, Gd AN Assay Buffer 197 R, i B
H_TNFSF15(TL1A) Reporter Cell Line £ 2 <108 cells/mL.

c) fEH LANGH 96 £l V RIRAE & HUIAFRE .

d) BAFRUUER, FH—47 (1 B2-B10)
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e) IHEREHI

BN i it BER [ WARES
PRA-023 4.724 mg/mL / HAE MR
PF-06480605 1.904 mg/mL / HAE MR

f) 96 LV JEM T, M Assay Buffer, &FLIAFIN T2, B2 fLINA 81.45 uL
Assay Buffer. C2 LI 79.9 uL Assay Buffer; B3-B11. C3- C11 L&A 55 uL
Assay Buffer.

0)  RHUR FMRFR A RRIIRE SRR, INNBSE— AR RERR R FL (i B2 him A 1.05

uL PRA-023. C2 #JNA 2.6 uL PF-06480605) , i&%].

BRI | BRIERREL, (KO AIFLIRIR 275 L, AL | x|

1 2 3 4 5 6 7 8 9 10 11

1.05 uL PRA-023 JIIPN 55puL 55puL 55 uL 55puL 55puL 55 uL 55 uL 55 uL
2.6 uL PF- 79.9
N SSuL | S5uL | S5uL | S5uL | S5uL | S5pL | S5uL | 55uL | S5uL
06480605 uL

I G m m O

hy ME—ABEEEMRESL B2, C2 F&WHEL 27.5 uL, HOAFIEE —AMBEFERMRESL B3,
C2, 7875

i) DASESRHE, EEE 9 MREMBEAL (B10. C10) .

i) EUH B a #ER LT H_TNFSF15(TL1A) CHO-K1 Cell Line 4Hfa LA, "3F Eifs
100 pL; ZRJEHPHR | MR A 259 & U 50 pL, IMAFPER a 1Y
H_TNFSF15(TL1A) CHO-K1 Cell Line 40 fLI+, & 1h,

K) 1h /58558 b #ES1F1 H_TNFSF15(TL1A) Reporter Cell Line ZHfgH¢ i, WRHX 50
uL AN 3R | B LR A h, 55 BREAR, 4KZEEE 6 h.

) fiF RS R EAENF &, #I Luciferase.
2) REEFRN
S 1A FE RSN 5 B 1
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Luminescence (RLU)

4% 0 pg/mL 30 pg/mL 4.57 ng/ml
PRA-023 278112 60777 300648
PF-06480605 256410 58993 247295
3) WiELE
H TNFSFI5(TLIA) Reporter Cell Line H TNFSFI5(TL1A) Reporter Cell Line
H TNFSF15(TL1A) CHO-K1 Cell Line H TNFSF15(TL1A) CHO-K1 Cell Line
4.0:10% 1C50 4.0:10%
€ PRA-023 0.1801 - € PRA-023
3.0x 10 -& PF-06480605 0.09413 E 3.0x 10 & PF-06480605
2.0x 105 é 2.0x 105
1.0x10° 'é 1.0x10°
0 0+
-3 -2 -1 [3 1 2 -

Logjy[Sample] (pg/mL)

CH DR AR AT 57 Rk J3E R B ZIR A P PR 88 B i 221D

-1

Logjo[Sample] (nM)

Fig 2. IS I I 44 5
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100 = SamplelD Geometric Mean : FL11-H
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Fig 3. H_TNFSF15(TL1A) Reporter Cell Line 411 ] Anti-TNFRSF25(DR3) higG1 Antibody(PTX-35)
(Genomeditech/GM-58913AB) i X I&iIF 45
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Fig 4. H_TNFSF15(TL1A) Reporter Cell Line (Genomeditech/GM-C30289) [f] P3. P13 41455 2 {5 #)%
F#FE ) H_TNFSF15(TL1A) CHO-K1 Cell Line (Genomeditech/GM-C19170) 3tE53%; M5 7h; WEERII.
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