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1. 4iffsEsR. RF. RHEAES

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
2R AT I 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BAIFEHHEE

e
Reagent Specification =~ Manufacturer/Catalogue No.
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 round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010
Recombinant Human, Mouse, Rat, Rhesus, 20 pg Sino Biological/10426-HNAE
Canine BMP-2 Protein
Human GDF-2 Protein, Tag Free 50 pg ACRO/GD2-H5211
Human Activin A Protein; His Tag / Genomeditech/GM-87616RP
Human latent GDF-8 Protein; His Tag / Genomeditech/GM-87733RP
Recombinant Human BMP4 Protein 25 ug Sinobiological/10609-HNAE2
Recombinant Human BMP-10 Protein 25 ng R&D/2926-BP-025/CF
Recombinant Human TGF-beta 1 10 pg Novoprotein/CA59
Anti-ACVR2B hlgG1 Antibody(Bimagrumab) / Genomeditech/GM-51148AB
GMOne-Step 2.0 Luciferase Reporter Gene 1000 T Genomeditech/GM-040513C
Assay Kit

AR
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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EAE DR, X T ASLES, 7 BRE Reporter 293 Cell Line 40 &N 1.5
x 10* Cells/fL. AR SLL{# ] Recombinant BMP-2 Protein (LA Ff&ii 3 A: BMP-2; 13 kDa)
YENBEYEZW), Conc.01 WKFEN 2 pg/mL, 3 f5EREHMFE, Conc.01-Conc.09 43 HIHEAR1E
B2-B10, B11 A 0 ¥REEXTHR. RN 100 uL PBS, LARjIbidfLAEK . 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
222.22 74.07 24.69 8.23 2.74 914.49 | 304.83
Human BMP-2 PBS
pg/mL | ng/mL | ng/mL ng/mlL ng/mlL | ng/mL ng/mL pg/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) PR

a) FESEIOHT 16-24 h, FAMMIMIEIRM P EGE, TEAE OUCEMIRYTE, RS
RRIRILE RN, RS SR P RL e R R R A IR B 1.5 %
10° cells/mL. VAHEFEIN 100 uL Z0AR/FL 2 A1 L. A FLI0 100 L PBS. 7 Bk
. TR E LR

b) A 1 ANTEHE 96 L U JERARHE & 25k .

¢ BN, EH—17 (I B2-B10) .

d) BHEECE

kY RS fi i 201 W & 52

BMP-2 0.25 mg/mL / ELEA R AETR

e) 96 L U AR, MIA Assay Buffer, %FLAFIIL 3K, 41 B2 FLAIA 163.68 uL Assay
Buffer, B3-B11 fL, A 110 pL Assay Buffer.
) WHUN FEARFR AR IR SRR, IO BIZE —/MER R AL (n B2 HhnA 1.32 uL

BMP-2) , V&%),
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g)  MEE 1 ABEERREAL B2 HIREL 55 uL, MIAFIE 2 ANEEEFRL B3, FR0IR

51,
h)y  DAURISHE, B 9 MHEEMBEL (B10) .
i)  KPIR a A I RSALBOIE, FEFLIRGE 100 pL Br Rkt
D MAZETHES L AR LB, &AL 100 pL.
k) # bW, T 37°C CO, B TR 6 he
) WRE, B 96 ALEERHR LA, K Luciferase.
2) & HEERN
SR LRI B A5

. 0 pg/mL 2 ug/mL 304.83 pg/mL
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Fig 2. Response to Recombinant Human, Mouse, Rat, Rhesus, Canine BMP-2 Protein. BRE Reporter 293 Cell

Line (Cat. GM-C37665) at a concentration of 1.5E4 cells/well (96-well format) was stimulated with serial

dilutions of Recombinant BMP-2 Protein (Sino Biological/10426-HNAE) in assay buffer (DMEM+1% FBS+1%
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P.S) for 6 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit

(Genomeditech).

1. BMP-2 7%, Bimagrumab #2516

B SRR, BT A28, HEFE BRE Reporter 293 Cell Line 40 &4 1.5 x 10*
Cells/fL . f# F§ Anti-ACVR2B hlgG1 Antibody(Bimagrumab) (A T & #% ¥ Bimagrumab;150 kDa)
YENFHYEZY), Conc.01 Z9RIEN 100 ug/mL, 5 F5#6E#BE, Conc.01-Conc.09 4 A HEA 7E

B2-B10, BI11 4 0 #REXTIE. JFI N 100 uL PBS, PABGIEIFLAE K -

FLBRAT 5 -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
6.4
Bimagrumab PBS PBS

PBS

pg/mL

PBS

pg/mL | pg/mL
PBS PBS

ng/mL

PBS

ng/mL
PBS

ng/mL

PBS

ng/mL | ng/mL

PBS

PBS PBS

1) PR

a) TESEIGHET 16-24 h, AT I, S OUBEERYTE, fHEET
R IR E SN, ARSI, DL e R TR AR R R LR Ry 1.5 %
10° cells/mL. PAFEFEAN 100 puL 4HAR/FLZ A El L. & B A FLIN 100 uL PBS. &% EAR

di, TR E SR

b) M 1 ANTEH 96 L U AR AE & PTAAMRE .

o) HFAFHNPLAE, H—4T (W1 B2-B10) .

d)  HERBER

ik RR fifi BEK B & 715
Bimagrumab 1.298 mg/mL / FLREAE AR
BMP-2 0.25 mg / B HAER

e) 96 fL U KM, I Assay Buffer, #FLIAFIIL TR, 41 B2 LI 58.16 uL

Assay Buffer, B3-B11 fL, fA 55 uL Assay Buffer.
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h) DAMESSHE, EHEZE 9 MEERRL (B10) .

i) BEE 2x BEF: 540 ng/mL BMP-2 (1.5 pL 0.25 mg/mL BMP-2 BHEAIIAZE] 693

uL Assay Buffer H1, JRAJE(EA) ©
D) KPR a W E IR AL, WRFE BT SRR INER AR R I BT,
FLINA 50 L ¥R21, 6 EREHURARE AT 1 h
k) 1 h FEHDE j WETIRA RN, ARSI 50 uL (1) BMP-2 2 H
W b RRER, 4RSEIEE 6 h.

) UFE, % 96 FLAEHR EML, I Luciferase.
2) wEEF RN
RS TR U B 4

BRE Reporter 293 Cell

Line

270 ng/mL BMP-2 + 0
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£ 5 £ 5
3 0% _ 370 ng/ml. BMP-2 2 2101 270 ng/ml. BMP-2
0 T T T 1 0 T T T 1
-4 -2 0 b4 4 -4 -2 0 2 4
Log g[Bimagrumab](ug/mL}) Log g Bimagrumab](nM}
BRE Reporter 293 Cell Line BRE Reporter 293 Cell Line
EC50 | 0.5089 EC50 | 3.392

Fig 3. esponse to Anti-ACVR2B hlgG1 Antibody(Bimagrumab). Serial dilutions of the Anti-ACVR2B hlgG1
Antibody(Bimagrumab) (Cat. GM-51148 AB) was incubated with 1.5E4 cells/well of the BRE Reporter 293 Cell
Line (Cat. GM-C37665) in a 96-well plate for 1 hour in assay buffer (DMEM + 1% FBS + 1% P.S). Subsequently,
the BMP-2 Protein (Sino Biological/10426-HNAE) at a concentration of 27 ng/well was added, and the coculture
proceeded for an additional 6 hours. Firefly luciferase activity is then measured using the Luciferase Reporter

Assay Kit (Genomeditech).
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BRE Reporter 293 Cell Line

EC50
10~ © CP4 0.06361
4 CPl4 0.07281
8- CP24 0.08096
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Fig 4. The passage stability of response to Recombinant BMP-2 Protein. The passage 4, 14, and 24 of BRE
Reporter 293 Cell Line (Cat. GM-C37665) at a concentration of 1.5E4 cells/well (96-well format) were stimulated
with serial dilutions of Recombinant BMP-2 Protein (Sino Biological/10426-HNAE) 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).

fff3% 2: GDF-2. Activin A, GDF-8 RHF45 R

BRE Reporter 293 Cell Line

EC50
3x105+ ©- GDF-2 0.02623
= A Activin A
é GDF-8
= 2x10°4
3
=
g
£ 1x10%-
£
=
-
0 :
5 -4 -3 2 -1 0

Log,o[Sample] (pg/mL)

Fig 5. Response to ligand protein. The BRE Reporter 293 Cell Line (Cat. GM-C37665) at a concentration of 1.5E4
cells/well (96-well format) was stimulated with serial dilutions of Human GDF-2 Protein (ACRO/GD2-H5211),
Human Activin A Protein (Cat. GM-87616RP) and Human latent GDF-8 Protein(Cat. GM-87733RP) in assay

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

12 / 15



Genomeditech (Shanghai) Co.,Ltd.

(/ EsaE!aﬂla Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288

Email: service@genomeditech.com

buffer (DMEM+1% FBS+1% P.S) for 6 hours. The firefly luciferase activity was measured using the Luciferase

Reporter Assay Kit (Genomeditech).

fff3% 3: BMP4, BMP10. TGF-p KiE4 R

BRE Reparter 293 Cell Line EC50
1.2x107+ © BMP4 4.540
= -4 BMPI10 11.92
é TGFb1
e 81006+
(]
b=
2
g 4x10%4
g
=
NS
04 —_————g—
2 -1 0 1 2 3

Logq [Sample] (nM)

Fig 6. Response to ligand protein. The BRE Reporter 293 Cell Line (Cat. GM-C37665) at a concentration of 1.5E4

cells/well (96-well format) was stimulated with serial dilutions of Recombinant Human BMP4 Protein
(sinobiological/10609-HNAE2), Recombinant Human BMP-10 Protein(R&D/2926-BP-025/CF) and Recombinant
Human TGF-B1 (MCE/CA59) 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). Data are shown by drug molar

concentration.
\ »
A)

s 4. WATIES R

100 = ‘ SamplelD Geometric Mean : FL11-H

] ‘l 293 anti-ACYR2B+APC-2nd Ab 33629
J \ BRE Reporter 293 H_IgG+APC-2nd Ab 1021

80 = ‘l BRE Reporter 293 anti-ACYR2B+APC-2nd Ab 20611
e J
(=]
z -
2 607
=
it
N
5 J
£ 407
5 J
=

20 7

0 Ll | | il | L B L | Lk DR |
2 6
10 10 10 10
FL11-H :: APC-H

Fig 8. BRE Reporter 293 Cell Line (Cat. GM-C37665) was determined by flow cytometry using Anti-ACVR2B

hlgG1 Antibody (Bimagrumab) (Cat. GM-51148AB).
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H_GCGR HEK-293 Cell Line

Anti-H GCGR hlgG2 Antibody(volagidemab)

H_GCGR Reporter HEK-293 Cell Line
H_GCGR CHO-K1 Cell Line
Mouse GCGR HEK-293 Cell Line

GLPIR

H GLPI1R Reporter CHO-K1 Cell Line

H GLPI1R Reporter HEK-293 DDX35TM Cell Line
Cynomolgus GLP1R HEK-293 Cell Line
H_GLPIR HEK-293 Cell Line

Anti-GLPIR higG1 Antibody(mAb-36986)

H GLPI1R Reporter HEK-293 Cell Line
Tango-H_GLPIR CHO-K1 Cell Line
H_GLPIR CHO-K1 Cell Line

Mouse GLP1R HEK-293 Cell Line
Anti-H_GLPIR hlgG1 Antibody(glutazumab)

FGF21:FGFR

H FGF21 Reporter HEK-293 Cell Line

CALCA(CGRP):

H CALCRL RAMP1 Reporter HEK-293 Cell Line
Cynomolgus CALCRL RAMP1 HEK-293 Cell Line
H CALCRL RAMP1 HEK-293 Cell Line
Anti-CALCRL RAMP1 hlgG2 Antibody(Erenumab)

CALCRL RAMP

H_CALCRL RAMPI1 Reporter HEK-293 DDX35TM
Cell Line

H CALCRL RAMPI CHO-K1 Cell Line

GIP:GIPR

H_GIPR Reporter CHO-K1 Cell Line

H_GIPR Reporter HEK-293 DDX35TM Cell Line
H_GIPR CHO-K1 Cell Line

Mouse GIPR HEK-293 Cell Line

Anti-H_GIPR hlgG1 Antibody(AMG-133)

H_GIPR Reporter HEK-293 Cell Line
Cynomolgus GIPR HEK-293 Cell Line
H_GIPR HEK-293 Cell Line

ACVR2A: ACTRIIB: Active A

ACVR2A KO HEK-293 Cell Line

H ACVR2A Reporter Cell Line

ACVR2B KO HEK-293 Cell Line

H_ACVR2B CHO-KI1 Cell Line

Anti-ACVR2B hlgG1 Antibody(Bimagrumab)
Anti-ACVR2B mlgG2a Antibody(Bimagrumab)
Biotinylated Human ACVR2A Protein; His-Avi Tag
Biotinylated Mouse ACVR2A Protein; His-Avi Tag
Human Activin A Protein; His Tag

Human ACVR2A Protein; hFc Tag

Human ACVR2B Protein; hFc Tag

Human latent GDF-8 Protein; His Tag

Activin A Reporter Cell Line

H_ ACVR2B Reporter Cell Line

H_ACVR2A HEK-293(ACVR2B KO) Cell Line
H_ACVR2B HEK-293(ACVR2A KO) Cell Line
Anti-ACVR2B hIgG1 Antibody(Fab-17G05)
Anti-H ACVR2B hlgG1 Reference Antibody(Bimbio)
Biotinylated Human ACVR2B Protein; His-Avi Tag
Biotinylated Mouse ACVR2B Protein; His-Avi Tag
Human Activin B Protein; His Tag

Human ACVR2A Protein; His Tag

Human ACVR2B Protein; His Tag

Mouse ACVR2B Protein; His Tag

AMY: CALCR RAMP
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