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2 0 B2 5 B TR I DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418+125
pg/mL Hygromycin+0.75 pg/mL Puromycin
20 R A 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BAIFEH M
e
Reagent Specification Manufacturer/Catalogue No.
DMEM 500 mL Gibco/C11995500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 lg Genomeditech/GM-040402-1
Hygromycin lg Genomeditech/GM-040403-1
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
Cynomolgus GDF15 Protein 100 pg kactusbio/GDF-CE115-100pug
Anti-GDF15 hlgG1 Reference Antibody(Ponsbio) / Genomeditech/GM-87500MAB
Anti-H_GDF15 hlgG4 Antibody(CTL-002) / Genomeditech/GM-71274AB
Anti-GFRAL hIgG1 Antibody(NGM-120) / Genomeditech/GM-77399AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit
RS
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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1. BIELK

BRI AR, KT ASELES, H#EFE Cynomolgus GDF15 Reporter 293 Cell Line 4

fE N 1.5 x 10* cells/FL. AR S5 # H Cynomolgus GDF15 Protein (14.15 kDa; PL R fi#K

A Cyno

Conc.08

molgus GDF15) 1ERNFHYEZY), Conc.01 ¥RE N 1 ng/mL, 4 f5EEEMFE, Conc.01-

3 mHEATAE B2-B9, B10 A 0 ¥ FEXTHE . B FEIFLINA 100 uL PBS, PAR1EiFL7& K .
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FLYEZE N fifi BEK W= WIRPS
Cynomolgus GDF15 100 pg/mL / FLREAE AR
e) 96 L VJEM, M Assay Buffer, #fLIAFRILNEE, 1 B2 fLAIA 160 uL Assay

Buffer, B2-B10 fL, A 120 uL Assay Buffer.
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Fig 2. Response to Cynomolgus GDF15 Protein. The Cynomolgus GDF15 Reporter 293 Cell Line (Cat. GM-
C49777) at a concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of
Cynomolgus GDF15 Protein (kactusbio/GDF-CE115-100pg) in assay buffer (DMEM+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 [8.2]. Data are shown by drug mass concentration.

2. Pk ki
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Ponsegromab;#] 150 kDa){E NFHPEZ4), Cone.01 29K 58 30 ug/mL, 3 546 E #iFE, Conc.01-

Conc.10 73 BIHEA#E B2-B11, B12 0 {RFEEXIE . FE Y 100 uL PBS, ARG IEIIFLIEK .

= Q@ m m g Q0

FLARAT -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
10 3.33 . 370.37 12346 | 41.15 13.72 4.57 1.52
Ponsegromab PBS
pg/mL | pg/mL | pg/mL  pg/mL ng/mL ng/mL | ng/mL ng/mL ng/mL ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
AR (Rl BIRAF Genomeditech (Shanghai) Co., Ltd

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

9 /15



Genomeditech (Shanghai) Co.,Ltd.

((/‘ Es&i*aﬂia Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

1) EEP R
a) FESEIOHT 16-24 h, KA ARG TP B, AL B ORI CE, Al R e
AR IR EEANL, ARG IR, DO AR IR R AR 1.5 %
10° cells/mL. VAHEFEIN 100 L 4HAE/FLEH I FL. J& B AFLIN 100 uL PBS. i FAR
i, TR LR
b) M 1 AN 96 LV RARHE FTURFFE .
c) BN, H—1T (W B2-B1D) .

d) HERBER

ik FR fifi BER [ WARrS
Ponsegromab 4 mg/mL / EEA AR
Cynomolgus GDF15 100 pg/mL / ELAEAE A
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Buffer, B3-B12 fL, A 60 uL Assay Buffer.
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m) i bR, ARZEEE 16 ho

n) YCFEREI Luciferase.
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Cynomolgus GDF15 Reporter 293 0 pg/mL 30 pg/mL 1.52 ng/mL
Cell Line 6305931 867014 6094548
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Fig 3. Inhibition of Cynomolgus GDF15 Protein-induced reporter activity by Anti-GDF15 hlgG1 Reference
Antibody(Ponsbio). Serial dilutions of Anti-GDF15 hlgG1 Reference Antibody(Ponsbio) (Cat. GM-87500MAB)
was incubated with 60 ng/mL of Cynomolgus GDF15 Protein (kactusbio/GDF-CE115-100pg) for 1 hour in assay

buffer (DMEM+1% FBS+1% P.S). After pre-incubation, add the mixture to the Cynomolgus GDF15 Reporter

293 Cell Line (Cat. GM-C49777) at a density of 1.5E4 cells/well in a 96-well format, and incubate for 16 hours.
Firefly luciferase activity was then measured using the Luciferase Reporter Assay Kit (Genomeditech) (left Y -axis,
relative luminescence units), with inhibition percentages shown on the right Y-axis. Data are shown by drug mass

concentration.
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Fig 4. Cynomolgus GDF15 Reporter 293 Cell Line (Cat. GM-C49777) was determined by flow cytometry using
Anti-GFRAL hIgG1 Antibody(NGM-120) (Cat. GM-77399AB).
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Fig 5. The mRNA expression levels of Cyno_RET in the Cynomolgus GDF15 Reporter 293 Cell Line (Cat. GM-
C49777) were determined by RT-qPCR.
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Fig 6. The mRNA expression levels of Cyno GFRAL in the Cynomolgus GDF15 Reporter 293 Cell Line (Cat.
GM-C49777) were determined by RT-qPCR.

fit % 3: ThEEKE

Cynomolgus GDF15 Reporter 293 Cell Line
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3 ° 80
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-
- - 0
[+]
0 L] o L] L] L] '20
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Log,[Anti-GDF15(CTL-002)] (ug/mL)

Fig 7. Inhibition of Cynomolgus GDF15 Protein-induced reporter activity by Anti-H_GDF15 higG4
Antibody(CTL-002). Serial dilutions of Anti-H_GDF15 hlgG4 Antibody(CTL-002) (Cat. GM-71274AB) was
incubated with 60 ng/mL of Cynomolgus GDF15 Protein (kactusbio/GDF-CE115-100ug) for 1 hour in assay
buffer (DMEM+1% FBS+1% P.S). After pre-incubation, add the mixture to the Cynomolgus GDF15 Reporter
293 Cell Line (Cat. GM-C49777) at a density of 1.5E4 cells/well in a 96-well format, and incubate for 16 hours.
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Firefly luciferase activity was then measured using the Luciferase Reporter Assay Kit (Genomeditech) (left Y-axis,
relative luminescence units), with inhibition percentages shown on the right Y-axis. Data are shown by drug mass

concentration.

Cynomolgus GDF15 Reporter 293 Cell Line

2.8x10°- =100
=)
- 80
-
=3 2.1x106- =
@ B =
g % s
[<F] -
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EH -40 S
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1C50=0.1237 ng/mL
E 7x105 ¥ 20
L] L] 1 L] 0
-6 4 2 0 2 4

Logo[Anti-GFRAL(NGM-120)] (ug/mL)

Fig 8. Inhibition of Cynomolgus GDF15 Protein-induced reporter activity by Anti-GFRAL hlgGl
Antibody(NGM-120).Serial dilutions of the Anti-GFRAL hlgG1 Antibody(NGM-120) (Cat. GM-77399AB) were
incubated with 1.5E4 cells/well of the Cynomolgus GDF15 Reporter 293 Cell Line (Cat. GM-C49777) in a 96-
well plate for 1 hour in assay buffer (DMEM + 1% FBS + 1% P.S). Subsequently, the Cynomolgus GDF15 Protein
(kactusbio/GDF-CE115-100pg) at a density of 60 ng/mL was added, and the coculture proceeded for an additional
16 hours. Firefly luciferase activity was then measured using the Luciferase Reporter Assay Kit (Genomeditech)
(left Y-axis, relative luminescence units), with inhibition percentages shown on the right Y-axis. Data are shown

by drug mass concentration.
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H_GDF15 Reporter 293 Cell Line H_GDF15 Reporter 293 Cell Line (High Basal)
H_GDF15 Reporter 293 DDX35TM Cell Line Mouse GDF15 Reporter 293 Cell Line
H_GDF15 MC38 Cell Line H_GFRAL CHO-K1 Cell Line
H GFRAL HEK-293 Cell Line Membrane Bound H GDF15 CHO-K1 Cell Line
Anti-GDF15 hlgG1 Reference Antibody(Ponsbio) Anti-GDF15 hlgG4 Reference Antibody (Visubio)
Anti-GFRAL hlgG1 Antibody(NGM-120) Anti-H GDF15 hlgG4 Antibody(CTL-002)

Anti-H GFRAL hIgG4 Antibody(QUEL-0301)

Biotinylated Human GFRAL Protein; His-Avi Tag Cynomolgus GFRAL Protein; His Tag
Human GDF15 Protein; His Tag Human GFRAL Protein; hFc Tag
Human GFRAL Protein; His Tag Human pro-GDF15 Protein; His Tag
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