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GM-C45175 H_TNFRSF9(4-1BB) Reporter Jurkat Cell Line SE6 Cells/mL
e PR AR A HE Ay
GM-C45175 H_TNFRSF9(4-1BB) Reporter Jurkat Cell Line 5E6 CellssmL 1%  -196°C
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4-1BB XK CD137 B¢ TNFRSF9, &l i TSk, J&T Mgt 1
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1BB WA 2 TR T SROE S E B i,  DLRH TIERYTT . 42 4-1BB I3
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FW2EY H TNFRSF9(4-1BB) Reporter Jurkat i 75 FE K40 &, &3 T 4-1BBL/4-1BB
IR —Fi Luciferase i 75 5 [ 41 & o 1240 B RS € %4 4-1BB % A & Luciferase i 7 2[4,
A THE R 4-1BB 1 EHTER IR T PEGUAR IR SN EOE ROR AR .

H_TNFRSF9(4-1BB) Reporter Jurkat Cell Line 7] it & H_FCGR2B CHO-KI Cell Line
(Genomeditech/GM-C16925) /], IR S FeyRIb SZAASZHRIS, 5 2R AN ILAE T,
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1. 4iffsEsR. RF. RHEAES

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. BAIFEHHEE
e
Reagent Specification Manufacturer/Catalogue No.
RPMI 1640 500 mL Gibco/C11875500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/GM-040401-1
96 well round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010
Urelumab (anti-TNFRSF9) 100 pg aladdin/Ab170654
Human 4-1BB Ligand/TNFSF9 Trimer 100 pg Kactus/BBL-HM141
Protein
Anti-H 4-1BB higG2 / Genomeditech/GM-26840AB
Antibody(Utomilumab)
H FCGR2B(CD32B) CHO-K1 Cell Line 1% (5E6 Cells/mL) Genomeditech/GM-C16925
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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R 75

37°CKURTRANST ARG FRE, IINTHE (1
HHRFREE SmL £ 15 mL &0 .

MR B R A7 40 i R IR RO 37°CHE
R B, K 20 M VR TR 28 /K T DA B R
ENfRTR, ERINIRIE GRS 2-3 2480 .
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1. BCiABEhi KA s

BRI TR AL, X FASSEEG, HE#E H TNFRSF9(4-1BB) Reporter Jurkat Cell Line
YHMIE Y 1 x 105 cells/FL. AVRSZE3 ] 4-1BBL (61.8 kDa) 1ENFAYEZG4). Conc.01 WKk E

N 1 pg/mL, 3 R FRE, Conc.01-Conc.09 43 HIHEA {E B2-B10, B11 4 0 yREEXT R, JA

FUIIA 100 uL PBS, PABG1EIAFLZE K .

FUBRHEAT 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
33333  111.11 37.04 12.35 4.12 1.37 457.25  152.42
4-1BBL PBS
pg/mL | ng/mL ng/mL ng/mlL ng/mlL ng/mlL ng/mL pg/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) kPR

a)  SEIOHT 1-2 h, B0UKEE H TNFRSF9(4-1BB) Reporter Jurkat Cell Line, LA Assay
Buffer SS40HE, HANMIE 7 F 20 TRHRAIIRIR L 2 2 x 106 cells/mL.
b) HFHILE 96 7L V AR & 23R
o) X TRAFEM, EH 4T (BT .
d) BHERCE
LR N it BER fic & 71
4-1BBL 0.5 mg/mL 0.05 mg/mL HU 2 uL fi#¥%+18 uL Assay Buffer
e) JHIA Assay Buffer, &fLIATRITER. @1 B2 fLH I 90 pL 1) Assay buffer, B3-
B11 A 60 uL f¥] Assay buffer.
0 ECRFEARFRI A IR S B, IMNE S — AR AL S Cln B2 PN 3.75

uL 4-1BBL) , &%),
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BRI BREERREAL, IR MATALIRI 30 uL, AIAKAL

Xt AL

1 2 3 4 5 6 7 8

11

12

3.75 uL 4-1BBL | A NS 60 puL 60 uL 60 uL 60 puL 60 puL 60 uL

60 uL 60 uL

g)  MEE—AFREERREAL (a0 B2) HIRAL 30 pL v, NI EE AR MR AL (i

B3) , FRA.
h)  DASKSHE, B2 9 MEEMELL (B10) .

i) & 96 Lk, MIEFLIRATR, MADE a fE& L7 H TNFRSF9(4-1BB) Reporter

Jurkat 4H/id 50 uL.
D) SRR EINGEER h A L B AR, AL 50 L.
k) i BRI, T 37°C CO, iM% 16 h.
1) R Luciferase.
2) HEERFRKN
S FE RIS 15

H_TNFRSF9(4-1BB) Reporter 0 pg/mL. 1 pg/mL 152.42 pg/mL
Jurkat Cell Line+4-1BBL 58395 3843464 61781
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3) WIFER

Luminescence (RLU)

H TNFRSF9(4-1BB) Reporter Jurkat Cell Line

4x105+
3x10°%+
2x10%+
1x10°4
0- T T 1
4 -3 -2 -1 0

Logig[4-1BBL] (ug/mL)

H_TNFRSF9(4-1BB) Reporter Jurkat
EC50 | 0.1173

Fig 2. Response to Recombinant Human 4-1BB Ligand/TNFSF9 Protein. The H. TNFRSF9(4-1BB) Reporter

Jurkat Cell Line (Cat. GM-C45175) at a concentration of 1ES cells/well (96-well format) was stimulated with

serial dilutions of Human 4-1BB Ligand/TNFSF9 Trimer Protein (Kactus/BBL-HM141) in assay buffer (RPMI

1640 + 10% FBS + 1% P.S) for 16 hours. The firefly luciferase activity was measured using the Luciferase

Reporter Assay Kit (Genomeditech). The maximum induction fold was approximately [65.8]. Data are shown by

drug mass concentration.

2. PifkEEhF Crosslink HiFsZLd

X FASZSG, i H TNFRSF9(4-1BB) Reporter Jurkat Cell Line 400 &4 1 x 105 cells/

FL,H _FCGR2B(CD32B) CHO-K1 Cell Line A1 CHO-K1 Cell Line 40l &4 1 x 10* cells/fL .

Anti-H_4-1BB hIgG2 Antibody(Utomilumab) (AT fij#54 Utomilumab; 150 kDa) fERAK

SEEGHIPUAR, Conc.01 Z9REEN 10 ug/mL, 2 f58EEEFiEE, Conc.01-Conc.09 43 #HEAR 7E B2-

B10 & C2-C10, B11 A1 C11 Ky 0 ¥RFEEXR . FEFLINA 100 uL PBS, ARG IEIIFLIERR .

FLBRHEAT QT
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
H FCGR2B CHO-K1
PBS
Cell Line+Utomilumab pg/mL | pg/mL  pg/mL | pg/mL ng/mlL ng/mL ng/mL  ng/mL ng/mL
CHO-K1 Cell
PBS
Line+Utomilumab
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
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1) ISR

a)

FESZIGHT 16-24 h, FHE4H H FCGR2B(CD32B) CHO-K 1 Cell Line 1 CHO-K1 Cell
Line MEFFRIR-F A A AL TR, DIOBHER% 97 5k d 240, A0S 71 R 28
OWCEEANNG,  FEDUB RS IR I U B A MR D 1 < 105 cells/mL.  LAHFFEAN 100 pL
Y/ FLE R iafL (FCGR2B CHO: B2-B10; CHO: C2-C10) . JAFERIFLIN 100 puL

PBS. i B, TR LR

b) SEIRHT 1-2h, MAHHURTFRIE T % H TNFRSF9(4-1BB) Reporter Jurkat Cell Line 4H
Moz 50 mL B0E T, THE MM S5 7T, LA Assay Buffer LR, HEE 2
x 106 cells/mL.

c) MEHITCH 96 FLERHES 2Pk .

d) XFARUEES, Al —47 (i B2-Bl1. C2-C11) .

e) TBRHMCE

LY RN Tt B (W= WARFS

Utomilumab 4.03 mg/mL 0.403 mg/mL HY 2 pL f#%#+18 puL Assay Buffer

f) A Assay Buffer, &L FE. 41 B2 fLFIIA 120 pL ) Assay buffer, B3-
B11 A 60 uL [ Assay buffer.

g) WA R A RE S BRI — MR MRS (I B2)

BERER BEEERRETL, MRIRMATFLIREL 60 uL, I IRAL X HEAL
1 2 3 4 5 6 7 8 9 10 11 12
| l I I
6.27 uL
PN 120 L 60 pL 60 uL 60 uL 60 uL 60 puL 60 puL 60 uL 60 uL 60 pL
Utomilumab
6.27 uL
" PN
Utomilumab
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h)  MEE—MEEERRFL (i B2) FRIREL 60 L AR, IINZIEE AR ERRESLH (i

B3) , RS
i) DAESSHE, EE 9 MEEMFL (1 B10) .
i) BPIR a WE R A AU ECE, LR 100 uL B 7R

K)  IANBEE b #EA L) H TNFRSF9(4-1BB) Reporter Jurkat Cell Line ZHf] 50 uL, 1 x

10° cells/fL
) CKPER MR I I PUAREE SRR R FL NN 50 pL.
m) @i DRGSR, T 37°C CO» RraRffih#Ess 16 h.
n) A R R RS IR B SRR Luciferase
2) WEHEFER
S At e RIS 8 B P

H_TNFRSF9(4-1BB) Reporter Jurkat Cell | 0 Hg/mL 10 pg/mL | 39.06 ng/mL
H_TNFRSF9(4-1BB) Reporter Jurkat Cell | 0 Hg/mL 10 pg/mL | 39.06 ng/mL
3) WF4E R
H TNFRSF9(4-1BB) Reporter Jurkat Cell Line EC50
-©- II_FCGR2B CHO-K1+Utomilumab  0.38358

4.5%107 -A- CHO-K 1+Utomilumab
= °
z
N 3)(107-
g
=
g
z
£ 1.5x1071
E
=
- )
1Y S S S W W O
-2 -1 0 1 2

Logig[Sample] (ug/mL)

Fig 3. Response to Anti-H_4-1BB hlgG2 Antibody(Utomilumab). H_ FCGR2B(CD32B) CHO-K1 Cell Line (Cat.
GM-C16925) and CHO-K1 Cell Line were seeded at a density of 1E4 cells/well in a 96-well plate and incubated

overnight. The next day, serial dilutions of the Anti-H_4-1BB hIgG2 Antibody(Utomilumab) (Cat. GM-26840AB)

were incubated with 1ES5 cells/well of the H TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Cat. GM-C45175) in a

96-well plate, and then added to the pre-seeded cells. The mixture was incubated for an additional 16 hours. Firefly

luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The results indicated

maximum fold of approximately [361.0]. Data are shown by drug mass concentration.

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd

AR F P BRI g, TR AR T ARIAST ! For research use only !

11/ 13



Order: 021-68455258/50432826/50432825

(/ Eiﬁiﬁaﬂ;a Genomeditech (Shanghai) Co.,Ltd.

Genomeditech Toll-free: 400 627 9288

Email: service@genomeditech.com

s 1 AL

Geometric Mean : R675-H

100 = SamplelD
] M| Jurkat anti-TNFRSFg+APC-2nd Ab

1039

H_TNFRSF9{4-1BB) Reporter Jurkat H_IgG+APC-2nd Ab
H_TNFRSF3(4-1BB) Reporter Jurkat anti-TNFRSF9+APC-2nd Ab

80 =

751
40512

60 7

40 =

Normalized To Mode

20

R675-H :: APC-H

Fig 4. H TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Cat. GM-C45175) was determined by flow cytometry

using Urelumab (anti-TNFRSF9) (aladdin/Ab170654).
fif % 2 BUFKIESELR:

H_TNFRSF9(4-1BB) Reporter Jurkat Cell Line

6x10°=
4x1( 6+

2x10%+

Luminescence (RLU)

0+ T T T
-4 -2 0 2 4
Logg[Urclumab] (pg/mL)

H TNFRSF9(4-1BB) Reporter Jurkat
EC50 | 0.1882

Fig 5. Response to Urelumab. The H TNFRSF9(4-1BB) Reporter Jurkat Cell Line (Cat. GM-C45175) at a

concentration of 1E5 cells/well (96-well format) was stimulated with serial dilutions of Urelumab (anti-TNFRSF9)

(Aladdin/Ab170654) in assay buffer (RPMI 1640 + 1% FBS + 1% P.S) for 16 hours. The firefly luciferase activity

was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [73.0].
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FE R

4-1BB

H_TNFRSF9(4-1BB) Reporter 293 Cell line
Cynomolgus TNFRSF9(4-1BB) CHO-K1 Cell Line
Anti-H_4-1BB hlgG2 Antibody(Utomilumab)
Cynomolgus TNFRSF9(4-1BB) Protein; His Tag

Human TNFSF9(4-1BBL) Protein; hFc Tag

H_TNFRSF9(4-1BB) Reporter Jurkat Cell line
H_TNFRSF9(4-1BB) CHO-K1 Cell Line

Human TNFRSF9(4-1BB) Protein; His Tag

CD3

Jurkat CD3-BsAb Reporter Cell Line

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

H CD3 HEK-293 Cell Line
H CD3(TCR V2) HEK-293 Cell Line
H CD3E KO Jurkat Cell Line

Mouse CD3 HEK-293 Cell Line

Anti-CD19xCD3  higGl Antibody[PIT-565(CD58
K34A)]

Anti-CD3 hlgG1 Antibody(CH2527)

Anti-CD3xFCRLS hlgG1 Bispecific
Antibody(cevostamab)

Anti-CD3ExDLL3 hlgGl Bispecific
Antibody(Tarlabio)

Anti-mouse CD3e mlgG2a Antibody(145-2C11)

Cynomolgus CD3 HEK-293 Cell Line
H_CD3 CHO-K1 Cell Line
H_CD3(TCR V2) CHO-K1 Cell Line

H_CD3D CD3E KO Jurkat Cell Line
H CD3E(Membrane Bound ECD) CHO-K1 Cell Line

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

Anti-CD3xCD20  hlgGl  Bispecific ~ Antibody
(Epcobio)

Anti-CD3ExBCMA  hlgG4 Reference Antibody
(Tecbio)

Anti-CD3ExMUC17 hlgG1 Bispecific
Antibody(Vepsitbio)

A5 FH#F AT B
RO RAE AR5, BIR DI BRI ¥ L T A6 AR

®  RZNM A IR TR R, AR AR TR M 3%

o APERTEE T ANKRESMR 2R, AR EEN T A

® U RN R R S5 ) H =05 AR LR AT AR 2 R BT FE A P AR R R AR, AR REAT 8, IR
AFEEFT AR SR CREESCBNLMD 205 W98, kel Al 7 2B i A kL .

°

WA A PR WY DA g, S sRa8 S B R (i) A IR A R -Fivr T,

TERIR RS W AR (B FIRAF
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https://www.genomeditech.com/cell-line/H_CD3-CHO-K1-Cell-Line
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https://www.genomeditech.com/cell-line/H_CD3E-KO-Jurkat-Cell-Line
https://www.genomeditech.com/cell-line/H_CD3E-Membrane-Bound-ECD-CHO-K1-Cell-Line
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https://www.genomeditech.com/antibody/Anti-CD3-hIgG1-Antibody-CH2527
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https://www.genomeditech.com/antibody/Anti-mouse-CD3%CE%B5-%20mIgG2a-Antibody-145-2C11

