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GM-C09468 H_TNFRSF9(4-1BB) Reporter Jurkat Cell Line 5E6 Cells/mL
ZH R 7Y

LR IETE=E g HE
GM-C09468  H_TNFRSF9(4-1BB) Reporter Jurkat Cell Line SE6 CellssrmL 1%  -196°C

—. B, sREEF

1 MR TKisk, —196T LT (KAERE R D) KA
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4-1BB X FKy CD137 =t TNFRSF9, &l i MLk, J& T Mgt 1
SZAREE IR, T A, BRJMIINK)ARRM SR G i b 4 %ik. 4-1BB 5
4-1BB BCiR(4-1BBL)MIAHE AR, AW fe kAl s se . fFinMAnpa e 7=k, HArshxt 4-
1BB HIZGW0T A 1 2R -l TR IT RAEEE & e,  LAAH THRAENRYT . B2 4-1BB M
BRBURTEIRYT SO S e TR E N, $05 4-1BB A1 G 2 i 25 i s AL 1
(YA 7 100 R S SR K T AR 1

A H_TNFRSF9(4-1BB) Reporter Jurkat 7 #53E R4 &, 25T 4-1BBL/4-1BB
Fe 3 ) — 7 Luciferase #5 7 2 K 410 5% i 40 IS € 335 4-1BB £ K & Luciferase fit i £ 4],
AT 4-1BB 1 ST VA T EBUAR R SN EOE BCR VR

H_TNFRSF9(4-1BB) Reporter Jurkat Cell Line " it & H_FCGR2B CHO-K1 Cell Line
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v MIREE
1. giffsEsR. K. RAEFES

2 0 B2 5 B TR I RPMI 1640 +10% FBS +1% P.S
AR A TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin+0.75 pg/mL Puromycin
IR A7 B TR A FBS+10% DMSO
Assay Buffer: RPMI 1640 +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
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
RPMI-1640 medium 500 mL Biological Industries/01-100-1ACS

H FCGR2B(CD32B) CHO-K1 Cell S5E6 cells/mL Genomeditech/GM-C16925

Line

Anti-TNFRSF9(4-1BB) higG4 / Genomeditech/GM-87876MAB
Reference Antibody (Urelbio)
4-1BBL 100 pg Sino Biological/15693-HO1H
CD40L 50 pg Sino Biological/10239-HOSE
Anti-H 4-1BB higG2 / Genomeditech/GM-26840AB
Antibody(Utomilumab)
GMOne-Step 2.0 Luciferase Reporter 1000T Genomeditech/GM-040513C
Gene Assay Kit

EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
Al AR AX Moleculardevices/SpectraMax L
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a)

R 75

37°C/KIB IR TIINE 385 755, IATIRAE IR
RIS ML & 15 mL B,

2.

AHAEAR

T MRETER L E 2R, ERAEFERE, FAER
SRER, BERATHIAERNEKEFRE.

b) MR P L R A7 4 R TEON 37°CHE R 7K a) UbACAME IR, BiRAK.

W, R A0 TR 2K TH DA B R S AR R by EIREHJE, £ 48-72h Al AT —IRLAR, 1k

ELEININI A GEH 2-3 7080 . UALAR G 20 M 5 IR B T I R O s b AR &= i A
c) H 70% L EE SR A7 E A B DA BRAR TS G )L KHEFREE . #7548 h RIEA, HEVGEH4MNE IR

o FEAY LA BGEE & TR R A R4 B IRdk, ARSI A

B ERELTR O MELET, BRERE, C) YL FFIAF] 1.5-2 x<10° cells/mL, 1 1% 3,

176 xg, B0 3 min, {E4fLyiiE, # EBiF. W 2-3 RIKSAEM, AZALHERE 2 <108
d) fiH 1 mL So5ssRiksE g, a0 H cells/mL, HEFE{EFH T25 AT LA F%

G Wy W g T BT A M, A > 3 < 108 d ZAHMNETFANN, AU (R RR

cells/mL. 1) X ARRSBONA R AARR AT DLE £217]
e) EIEAMNEIREFREIE, YA A B oA i A KB IR A, SRR KA R IRAT Y

| 4-6 x10° cells/mL, AN MLE BT, K SRR T25 B rh 4k 215 9%

MM R A 1-2 A4S T25 1 (3-5 mL &

BEIFEE TR -

N ERFEW:

3. BAMIYAT a) ZHMNEEEONEUR, R, ARAEER
a) f#H] 176 xg, 3 min B, R A B T .
b) LI BUAAMMARAFR (90%FBS+10%DMSO) 1y HyfefRIIE RS, AT 5 0 F5E 2

B, IR 5 < 100 cells/mL, S T T

R LmL 7p 3 SRR BT ¢) FBS L% 56°C Nk 30 46, ATRIEHMAR
¢ R, EUMidE, BIRTEEE TEER HAEE, (B 52 B £ 5 K T R4

BEF, -80°CTFRIFZEAD 1R, RIFER R W R T

A
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Ny R
1. PUiEBEhFRIE LS

AR AT, ST ASLE, HEFE H_TNFRSF9(4-1BB) Reporter Jurkat 2 ffil &y
1 %105 cells/FL. AV 524l Fl Anti-TNFRSF9(4-1BB) higG4 Reference Antibody (Urelbio) (L
N EFR N Urelbios 150kDa) EAFH ik, LA Urelbio #%1, Conc.01 k¥4 100 pg/mL, 3
{5 BEFERRRE, Conc.01-Conc.11 73 MIHEAi 7E B1-B11, B12 Jy O ¥ EEXIIE. A EEFLINA 100 pL
PBS, LABii-ifLA K.

FUARHAG AR T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS
33.33 11.11 1.23 41152 | 137.17  45.72 15.24 5.08 1.69
Urelumab 0
pg/mL  pg/mL | pg/mL | pg/mL uﬂ/mL ng/mL | ng/mL ng/mL ng/mL | ng/mL | ng/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) kP IR
a)  SEIGET 1-2h, BO0EE H_TNFRSF9(4-1BB) Reporter Jurkat Cell Line, LA Assay
Buffer FSMy, MMAAE /I THEL AR Z 2 2 <108 cells/mL.
b) EFITCE 96 FL VMU & 2R R .
c) XTRAMEEM, EH—4T.
d) EBHERCE
23R fith BB fic B 75

Urelbio 5.9 mg/mL / HER AR

e) JNA Assay Buffer, &SLAFAN % Wi BL L0 90 uL [#) Assay buffer, B2-
B12 i\ 60 uL [#] Assay buffer.

f)  WRHL 3.16 puL FRIEERBER, IINBISE — A EMBfLH (W BL) .

R | BARERREETL, UCHRTALIIL 30 uL, MAIKAL HEAL
1 2 3 4 5 6 7 8 9 10 11 12
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3.16 puL Urelbio 90 uL ‘ 60 uL ‘ 60 uL 60 uL ‘ 60 uL 60 uL 60 uL 60 uL 60 uL 60 uL

I @ mm oo W >

0) ME—AEREEMEAL (a0 BL) FUREC 30 pl A, IIAEIEE ZANERERRESL T (o
B2) , FIR .
hy DAERHE, B2 11 MEERBIL (B1D .
i) T 96 [ ALAR , ARIEFLARAT 7, I AP B8 a v £ 47 1Y) H_TNFRSF9(4-1BB) Reporter
Jurkat 4 /it 50 pL/AL.
i) CKDER h R LB AR AL NN 50 uL.
k) @ BAlbREE, T 37T CO. BraRffHh 3% 7h,
) A R FE IR S SORE A I Luciferase .
2) MEZERKN
S At e RIS I 8 B

H_TNFRSF9(4-1BB) Reporter 0 pg/mL 100 pg/mL 1.69 ng/mL

Jurkat Cell line 2601 70393 2784

3) WiFgR

H_TNFRSH9(4-1BB) Reporter Jurkat Cell line H_TNFRSF9(4-1BB) Reporter Jurkat Cell line
8x1044 8x104n
=) =
=)
g 6x1041 = 6x104
z
é g
g 410y g 4x10'
z
E 2¢104 T 2x104
3 3
04 0
4 2 0 2 4 4 ) " 2 4
Log g[Urelbio] (ng/mL} Logp[Urelbio] (nM)
H TNFRSEY{4-1BB) Reporter Jurkat | IH TNFRSF9(4-1BB) Reporter Jurkat I
EC50 | 27.56 [ EC30 | 1833 |
Fig 2. ThREIIESS R

CH IR U HEAT o B9 BN B ZR R FBE PR B i 22 1)
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2. BCARBEh 5L St

BT AL, ST AL, i H_ TNFRSF9(4-1BB) Reporter Jurkat 4 il &y
1 x10°cells/FL. AWSLEAE ] 4-1BBL (47.9kDa) {FE NBHEZ4. Conc.01 # % 4 300 nM,
8 f5BHEFFE, Conc.01-Conc.09 43 HiIHEAi7E B2-B10, B11 24 0 yREEXTHE. I FEIFLINA 100

uL PBS, LABIEifLZAEK .

FUBRHAT a0 T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
585.94  73.24 143.05 @ 17.88
4-1BBL PBS PBS
pM pM fM fM
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) hnkeBER
a)  SZIGET 1-2 h, B.OEE H_TNFRSF9(4-1BB) Reporter Jurkat Cell Line, L. Assay
Buffer HUE4HML, AL MG AR L 2 2 < 108 cells/mL.
b) AT 96 FL V AR ME & 2R .
c) XTAAFES, R 4T (BT .

d) FHERE

kYRS fili i BRK LN =WARFS

4-1BBL 0.25 mg/mL(5.21 pM) / A AR

e) JNA Assay Buffer, %fLIARIL T, Wi B2 fLH N 55.6 pL ] Assay buffer, B3-
B11 JinA 55 uL [#] Assay buffer.
) WU RARR AR AL S B, IRANBEE — DB EMREAL T (dn B2 HmA 7.24

ul 4-1BBL) , V&%),
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BRI FEEERREAL, AR MBI LRI 7.86 ub, HHAIRFL ot HE L
1 2 3 4 5 6 7 8 9 10 11

12

7.24 L 4-1BBL | hnA L 55 pL 55 pL 55 uL 55 uL 55 uL 55 uL

55 uL

55 uL

g) MEE—/MEREERREIL (W1 B2) HHIRHEL 7.86 pL WV, AIAEEE ANES EERREAL

(I B3) , 7.

h) DAESRHE, B2 9 MREMES (B10) .

i) R 96 FLMR, RIEILAT G, AP ER a HER LTI H_TNFRSF9(4-1BB) Reporter

Jurkat ZHiffd 50 uL.
) ARETEMAER h R LFIOBE BERRR I, A4 50 pl.
k) KIS, T 37CCO, I HEFE 7h.
) WREASI Luciferase.
2) R HEEA
SRR R B

H_TNFRSF9(4-1BB) Reporter 0nM 300 nM 17.88 fM
SR (Rl BIRAF Genomeditech (Shanghai) Co., Ltd
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3) WirgER

I[I TNFRSF9(4-1BB) Reporter Jurkat Cell line I1 TNFRSF9(4-1BB) Reporter Jurkat Cell line
3x10% 31054
=) =)
= =
g 2x10°4 E; 2%1()54
] c
g g
£ 1x105 £ 1x105
£ £
= =
= =
0 T T T T 1 0 T T T T 1
-6 -4 -2 1] 2 4 -8 -6 -4 -2 0 2
Log g[4-1BBL] (nM) Logyp[4-1BBL] (pg/mL)
H_TNFRSF9(4-1BB) Reporter Jurkat H_TNFRSF9(4-1BB) Reporter Jurkat
EC50 | 2.725 EC50 | 0.1308

Fig 3.2) LB 11 45 5t
i PR LA B P VBV 0 22 )
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3. PuEBEhFA Crosslink I6E S246

K ASEE, HE%F H_ TNFRSF9(4-1BB) Reporter Jurkat Cell line 40l &y 1 x 10° cells/

4L, H_FCGR2B CHO-K1 Cell Line #1 CHO-K1 Cell

Line 4H i1 & %~ 1.5 <104 cells/fL. Anti-

H_4-1BB h1gG2 Antibody(Utomilumab) ( EAF ##%4 Utomilumab; 150 kDa) 1F AR 5256 1)

Pif, Conc.01 k4 100 pg/mL, 5 {5tk EMEE, Conc.01-Conc.09 437 HEAi /£ B2-B10,

B11 4 O yKRFEXTHR . FIHIFLINA 100 uL PBS, LA 1EIAFLEE K -
FUBRHEA T W R
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
H_FCGR2B CHO-
160 32 6.4
K1 Cell PBS PBS
pg/mL | pg/mL | pg/mL ng/mL ng/mL ng/mL ng/mL
Line+Utomilumab
CHO-K1 Cell
PBS PBS
Line+Utomilumab
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) ke IR

a) (ESZIGHT 16-24h, F#E4HM1 H_ FCGR2B CHO-K1 Cell Line Al CHO-K1 M4 753

TPANEATR R, DB ERs IR B A, RIS AR . O,

PR R IR I B ARy 1 = 10° cel

Is/mL. PAHEFEIN 100 pl 40 f/FL 2 A a)

FL (FCGR2B CHO: B2-B10; CHO: C2-C10) . FREIKI4Lin 100 uLPBS. i EHR

i, TR EER.

b) SZIGHT 1-2h, MAHMERE IR H_TNFRSFI(4-1BB) Reporter Jurkat Cell line 4

M1 50 mL BCE Y, THE AN LG 7). DL Assay Buffer H A, AR 2

%106 cells/mL.

c) fEHITEH 96 L V JERBRAE & 25 RE .

d) XTREAES, fEH—4T (0B 47, SEE ALK 6 M) .

s ERE (R AIRAF
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e) THERE
2 FR it BE [ WRES
Utomilumab 3.07 mg/mL / B AR
f) W Assay Buffer, #FLIAFIILNK. 41 B2 FLA I 64.3 uL [¥] Assay buffer, B3-
B11 i 55 uL 1) Assay buffer.
0)  WRHCAEARFIAF RS SRR, IR — AR R ILE (i B2)
BRI FEEERREAL, AR AT FLIR AN 13.8 ub, IIAIRAL X HE AL
1 2 3 4 5 6 7 8 9 10 11 12
T T
4.5 L
. 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL
Utomilumab
4.5 uL
Utomilumab

h)

)
k)

m)

n)

MEE—ANBERERREAL (1 B2) rPHY 13.8 uL Ak, INNEIEE AR AL
(1 B3) , FE/MR .

CLIRSRIE, EHERZ 9 MM (1B10) .

KD UR a W B A RO 4R AL, A SLE 90 pL BERdE

TN b %451 H_TNFRSF9(4-1BB) Reporter Jurkat 28/ 50 pL, 1 <10 cells/

L.

Ko DB 0 e I A PUARBE B BB AL N 50 pL.

# BRI, T 37T CO, At 6h.

A8 AT 7 25 DRTASE 00 30 S SRR AL Luciferase

HiAEYRE, (B ARAH Genomeditech (Shanghai) Co., Ltd
A F P ABRM g, TR AEH T ANRIAIT Y For research use only !
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2) REEFKN
S 4 SRR 011

H_TNFRSF9(4-1BB) Reporter Jurkat Cell | O ng/mL 100 pg/mL | 256 pg/mL
H_TNFRSF9(4-1BB) Reporter Jurkat Cell | O Hg/mL 100 pg/mL | 256 pg/mL
line+Utomilumab+CHO 10829 18061 11356
3) WIELR
H TNFRSF9(4-1BB) Reporter Jurkat Cell line
2x10%1
=) EC50
21,5104 -0 H_FCGR2B CHO-K1+Utomilumab 0.5758
Py -4~ CHO-K 1+Utomilumab
=
g 1x10°4
E
E sx10°-
-
0 i, .
-4 -2 0 2 4
Logg[Sample] {ug/mL)
H_TNFRSF9(4-1BB) Reporter Jurkat Cell line
2106+
=) EC50
= 1.5x10% - 1_FCGR2B CHO-K I+ Utomilumab 3.839
It -4 CHO-K1+Utomilumab
=
2 1x10%4
2
E sx10%-
—
0-
-4 -2 0 2 4

Log;o[Sample] (nM)

Fig 4. ThREI0 RS,

CT B PR HEAT 57 9 BN B ZR R E PR 5 i 2 1)

HAEIRE (B AIRAH
AT PRI S, T4 T A iRST !
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FE R

4-1BB
H_TNFRSF9(4-1BB) Reporter 293 Cell line Cynomolgus TNFRSF9(4-1BB) CHO-K1 Cell Line
H_TNFRSF9(4-1BB) CHO-K1 Cell Line
Anti-H_TNFRSF9(4-1BB) hlgG4

Anti-H_4-1BB hlgG2 Antibody(Utomilumab) Antibody(Urelumab)

Anti-TNFRSF9(4-1BB) hlgG4 Reference Antibody
(Urelbio)

CD3
H_CD3D CD3E KO Jurkat Cell Line Jurkat CD3-BsAb Reporter Cell Line

Cynomolgus CD3E(Membrane Bound ECD) CHO-
K1 Cell Line

H_CD3 CHO-K1 Cell Line H_CD3 HEK-293 Cell Line

Cynomolgus CD3 HEK-293 Cell Line

H CD3E(Membrane Bound ECD) CHO-K1 Cell Line  Mouse CD3 HEK-293 Cell Line

Anti-CD3  epsilon hIgGl  Antibody [OKT-3
(muromonab)]

Anti-mouse CD3¢ mIgG2a Antibody(145-2C11)

Anti-CD3 hlgG1 Antibody(CH2527)

A58 FVF AT B

JUIK BAE A G R e, BIRYIGE R B RS2 sy DU A A BUR

®  RYNNLER IR T R, AR T AL TR

® R EAE T ARSI S, WA T A AR S

© JHP B BURIR R S5 1 8 =y AR B AR LR 9 B AR BETAR, AT 208,
RAFEEMHA S RN AP B8, Sk st AL 7 ARG A bR

©  INTAAT T A I LSO G, AU PR R (L) AR R AT VT

PERIEI AR S AR (B FIRAF

SR (i) AR AH] Genomeditech (Shanghai) Co., Ltd
A F P ABRM g, TR AEH T ANRIAIT Y For research use only !
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https://www.genomeditech.com/cell-line/Cynomolgus_TNFRSF9-4-1BB-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_TNFRSF9-4-1BB-CHO-K1-Cell-Line
https://www.genomeditech.com/antibody/Anti-H_4-1BB-hIgG2-Antibody-Utomilumab
https://www.genomeditech.com/antibody/Anti-H_TNFRSF9-4-1BB-hIgG4-Antibody-Urelumab
https://www.genomeditech.com/antibody/Anti-H_TNFRSF9-4-1BB-hIgG4-Antibody-Urelumab
https://www.genomeditech.com/antibody/Anti-TNFRSF9-4-1BB-hIgG4-Reference-Antibody-Urelbio
https://www.genomeditech.com/antibody/Anti-TNFRSF9-4-1BB-hIgG4-Reference-Antibody-Urelbio
https://www.genomeditech.com/cell-line/H_CD3D-CD3E-KO-Jurkat-Cell-Line
https://www.genomeditech.com/cell-line/Jurkat-CD3-BsAb-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_CD3-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_CD3E-Membrane-Bound-ECD-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_CD3E-Membrane-Bound-ECD-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CD3-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CD3-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_CD3E-Membrane-Bound-ECD-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_CD3-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-CD3-epsilon-Antibody-OKT-3-muromonab
https://www.genomeditech.com/antibody/Anti-CD3-epsilon-Antibody-OKT-3-muromonab
https://www.genomeditech.com/antibody/Anti-CD3-hIgG1-Antibody-CH2527
https://www.genomeditech.com/antibody/Anti-mouse-CD3%CE%B5-%20mIgG2a-Antibody-145-2C11

