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1. 4iffsEsR. RF. RHEAES

2 0 B2 5 B TR I DMEM+10% FBS+1% P.S
AR R B TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+0.75 pg/mL Puromycin
2R AT I 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BAIFEHHEE
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
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 Treated 96-well Corning/3912
Microplate
Urelumab (anti-TNFRSF9) / Aladdin/Ab170654
Human 4-1BB Ligand/TNFSF9 Trimer Protein 100 pg kactus/BBL-HM 141
Anti-H_4-1BB hIgG2 Antibody(Utomilumab) / Genomeditech/GM-26840AB
H FCGR2B(CD32B) CHO-K1 Cell Line / Genomeditech/GM-C16925
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040513C
A A
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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B BERREAAL, W T ACSEEG, #E H TNFRSF9(4-1BB) Reporter 293 Cell Line ]
FE N 1.5 % 104 cells/fL . AV SLEAE ] Urelumab (anti-TNFRSF9) (LA R f&#K A Urelumab)
YENBAYES AR, Conc.01 MKFE 15 pg/mL, 3 fi5EREERFE, Conc.01-Conc.10 735l HFAG7E B2-
Bil, B12 4 0 BN, J& FElFLINA 100 pL PBS, AR5 1B FLZEK .

FULBCHEAT 40

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

vs)

5 1.67 555.56  185.19 61.73 20.58 2.29 762.08
Urelumab

pg/mL | pg/mL  pg/mL ng/mlL ng/mlL ng/mlL  ng/mL ng/mL | pg/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
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1) hnkEB IR
a) FESEIOHT 16-24 h, A4 NI, WS OWCEEAIDE, SR
B R E RN, RIAH IS T, T SE AR SRR R IR 1.5
105 cells/mL. CAHEFS N 100 uL 4HAR/FL 2 (8] 10 A~FL. JEEFFL0 100 uL PBS.
i bk, TR E R .
b) EH 1 ANTEHE 96 FL VR HE % 25 MM R
¢ BAMFIMGUA, T (1 B2-B10) .

d) BRARE

ik RR fifh B W= WIRPS
Urelumab 10.63 mg/mL | 1.063 mg/mL | H{ 2 uL &% +18 pL Assay Buffer

e) 96 fL V H1, JMA Assay Buffer, &fLAFRI T, W1 B2 FLIMA 180 uL Assay

Buffer, B3-B12 L, A 120 pL Assay Buffer.
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Fig 2. Response to Urelumab. The H_ TNFRSF9(4-1BB) Reporter 293 Cell line (Cat. GM-C04832) at a
concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Urelumab (anti-
TNFRSF9) (Aladdin/Ab170654) in assay buffer (DMEM + 1% FBS + 1% P.S) for 6 hours. The firefly luciferase
activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [18.3].
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X FASEEy, #E#E H TNFRSF9(4-1BB) Reporter 293 Cell Line 4Hfi 4 1.5 x 104 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 hlgG2 Antibody(Utomilumab) (LA R {&#%A Utomilumab; 150 kDa) fE A4 IR
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a) fESZISHT 16-24h, ¥4 H FCGR2B(CD32B) CHO-K 1 Cell Line £ CHO-K1 Cell
Line MIEFE 0 nlEAG ok, DI Fe ik S 2 4i i, Al 40 v 0 ok 4. B8
OSBRSS TR AL AR E N 1 % 10° cells/mL.  DAEMEIN 100 pL
Yif/fLE R afL (FCGR2B CHO: B2-B10; CHO: C2-C10) . JAFEHIFLIN 100 uL
PBS. # b, THfE i E .

b)  SEEGHET 1-2h, MANAE:FEEH 4 F2 H_ TNFRSF9(4-1BB) Reporter 293 Cell line 4 fiig
£ 50 mL EOEH, TR R IS /1. DL Assay Buffer BEZA, R 3 x
10° cells/mL.
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L YIEZY i it BRK fic B 792
Utomilumab 2.327 mg/mL / ELEA AR

f) M Assay Buffer, #&FUAFIIL K. 01 B2 JLAHFINA 71.4 uL ) Assay buffer, B3-
B11 A 55 uL 1] Assay buffer.
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i) DABZEHE, B2 9 MEEMBSL (W B10)
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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 1.5E4 cells/well of the H TNFRSF9(4-1BB) Reporter 293 Cell line (Cat. GM-C04832) in a

96-well plate, and then added to the pre-seeded cells. The mixture was incubated for an additional 6 hours. Firefly
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luciferase activity is then measured using the Luciferase Reporter Assay Kit (Genomeditech). The results indicated
maximum blocking folds of approximately [10.4]. Data are shown by drug mass (top panel) and molar (bottom

panel) concentration.
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Fig 4. H TNFRSF9(4-1BB) Reporter 293 Cell line (Cat. GM-C04832) was determined by flow cytometry using
Anti-TNFRSF9(4-1BB) hlgG4 Reference Antibody.

PR 2 AR e IR IE S R

SamplelD Geometric Mean : FL11-H

M| 293 anti-4-1BB+APG-2nd Ab 1618

‘ H_TNFRSFS(4-1BB) Reporter 293 H_IgG+APC-2nd Ab 1314

‘I H_TNFRSF9(4-1BB) Reporter 293 anti-4-1BB+APG-2nd Ab GP3 57548

H_TNFR5F8(4-1BB) Reporter 293 anti-4-1BB+APG-2nd Ab CP13 49097

- M| H_TNFRSFg(4-1BB) Reporter 293 anti-4-1BB+APC-2nd Ab CP23 61550

FL11-H .. APC-H

Fig 5. The passage stability of the H_ TNFRSF9(4-1BB) Reporter 293 Cell line (Cat. GM-C04832) was determined
by flow cytometry using Anti-TNFRSF9(4-1BB) hlgG4 Reference Antibody.
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Fig 6. Response to Human 4-1BB Ligand/TNFSF9 Trimer Protein. The H_ TNFRSF9(4-1BB) Reporter 293 Cell

line (Cat. GM-C04832) at a density of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of

Human 4-1BB Ligand/TNFSF9 Trimer Protein (kactus/BBL-HM141) in assay buffer (DMEM + 1% FBS + 1%
P.S) for 6 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit
(Genomeditech). The maximum induction fold was approximately [6.0]. Data are shown by drug mass

concentration.
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