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2 5 S TR I F12K+10% FBS+1% P.S
I AR K B TR S F12K+10% FBS+1% P.S+4 ug/mL Blasticidin+4 pg/mL Puromycin
2 ML A7 90% FBS+10% DMSO
Assay Buffer: F12K+1% FBS+1% P.S
2. BAIFEMHEE
T HE
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
F12K 500 mL BOSTER/PYG0036
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
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
GLP-1(7-37) / MCE/HY-P0055
Anti-GLP1R hIgG1 Antibody(mAb-36986) / Genomeditech/GM-51168AB
A A
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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B P IRAT AR AL, R TASEES, HEFE H_GLPIR Reporter CHO-K1 Cell Line 4f
JiI £ 1.5 x 104 Cells/FL o AR 52568 F] GLP-1(7-37) (3355.67 Da)fF N BH %2454, Conc.01

WIEN 1 ug/mL, 3 f5FRERRE, Conc.01-Conc.10 73 AHEARAE B2-B11, B12 A 0 WK X}

f&. JE N 100 uL PBS, VARG 1EIAFLEEK -

FLBRAT 5 -
1 2 3 4 5 6 7 8 9 10 1 12

w

1235 412 137 45725 15242  50.81
GLP-1(7-37)

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

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
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1) EEPER
a) (ESCIGHT 16-24 h, KA EE MU, B ORI, EHER T
SRR RN, AR TG RO R IR B AR Y 1.5 x
10° cells/mL. VAFEFEIN 100 uL 20 A/FL &2 1A L. JARIFFLI0 100 uL PBS. 3 EAR
i, TR AR .
b) A 1 AT 96 fL U AR HE % 25 MR
c) HMFNLY), 17 (W B2-B1D) .

d) BHEACE

LY EZY fif iR BE LR
GLP-1(7-37) 10 mg/mL 0.1 mg/mL HY 2 uL fifi%+198 pL Assay Buffer

e) 96 fL U IR, MM Assay Buffer, &fLAFIIL T, W B2 fLANA 163.3 uL Assay
Buffer, B3-B12 fL, /A 110 uL Assay Buffer.
0 I FEARFR BIRFIAE SRR, TN BIEE — AR BB AL (i B2 H A 1.65 pL

GLP-1(7-37)) , R%].
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7 L

T QO 0 m g 0

g) M 1 ABREERREL B2 HHIREL 55 pL, IINEIE 2 MBEEERRAL B3, 7R
o
h)  DAMRSEHE, EEE 10 MEEERRBIL (B1D .
) KPR a AR RSB, BEFLIEE 90 L BRIk
D NG L S EEAR R, AL 100 L.
k) R, T 37°CCO, HFMPHEIFE 7 he
D Uik, = 96 FLAJEHR EHL, Al Luciferase.
2) W& FEEKM

S A ik AR I 15 B
H_GLPIR Reporter CHO-K1 0 pg/mL 1 pg/mL 16.94 pg/mL
Cell Line 331137 21976487 311211

3) WHFLER

PLOQL Reporidy CHO-K Cell Line IL GLPIR Reporter CLLO K1 Cell Line

2.5%107- 2.5x107
-~ -
= ; 3 .
z 2x1074 Z 2x1074
@@ ~
£ 1.5%1074 2 1.5x107
@ =
% 2
_g 1x1074 _E 1x1074
: :
2 5x10¢4 0 5x10°4
o T T T 0 @y T T T 1
-5 -4 -3 -2 -1 0 -2 -1 0 1 2 3
Log,olGLP-1(7-37) | (ug/mL) Logo[GGLP-1(7-37) | (nM)
H_GLP1R Reporter CHO-K1 H GLPIR Reporter CHO-K1
EC50 | 0.01235 EC50 | 3.681

Fig 2. Response to GLP-1(7-37). The H_ GLPIR Reporter CHO-K1 Cell Line (Cat. GM-C09150) at a
concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of GLP-1(7-37) (MCE/HY-
P0055) in assay buffer (F12K + 1% FBS + 1% P.S) for 7 hours. The firefly luciferase activity was measured using

the Luciferase Reporter Assay Kit (Genomeditech).
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BRI, X T AL, #E#E H_GLPIR Reporter CHO-K1 Cell Line 4

o EEA 1.5 x 10* Cells/FL. AR SLEfE F GLP-1(7-37) (3355.67 Da)fE NMaG 254 GG

AW NEEFL 10 ng/mL) LA Anti-GLPIR higGl Antibody (LA NfE#%Y Anti-GLPIR;

150 kDa) /£ block $ifA, Cone.01 A LA 100 pg/mL, 3 f5 46 BB, Conc.01-Conc.09

Iy B HGLE B2-B10, B11 2y 0 WkEEX I, Dy 100 uL PBS, LABG i FLAEK -

FLARAT J) «
1 2 3 4 5 6 7 8 9 10 11 12
PBS
1.23 411.52 137.17 45.72 15.24
Anti-GLP1R PBS
pg/mL  ng/mL  ng/mlL  ng/mL | ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) DR
a) FESCISHT 16-24 h, MM EEFREHEGH, HAE OREMMRITE, fHEET
R IR E SN, AR SRR, e e TR R IR Y 1.5 %
10° cells/mL. VAHEFEIN 100 uL 20 A/AL 2 1A L. JARIFFLI0 100 uL PBS. 3 EAR
. TR E IR A .
b) A 1 ANTEH 96 L U JEARAE % 2500 R .
c)  BAFRHNZA, fEH—47 (W B2-B10) .
d BHERE
LY RS fift il B (= WRrS
GLP-1(7-37) 10 mg/mL 0.01 mg/mL HY 2 pL fi%i%+1998 uL Assay Buffer
Anti-GLP1R 2.17 mg/mL / B AR
e) 96 fL U AR, I Assay Buffer, #fLAFAIL T, 41 B2 FLINA 74.9 uL Assay
Buffer, B3-B11 L, M 55 uL Assay Buffer.
D) WIS FERRR AR MRS SRR, I BEE — 6 R REAL . (n B2 R imA 7.6 uL

Anti-GLP1R) , &%),
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BRI | BRRERREAL, RV AT AL 27.5 pl, IAAL | x|
1 2 3 4 5 6 7 8 9 10 11 12
7.6 uL Anti-
55 55 uL 55 puL 55 uL 55 uL 55 puL 55 uL 55 uL 55 uL
GLPIR e I I I
g) M 1 ABRERREL B2 hIRAX 27.5 pL, IOANFIHE 2 MEEERREIL B3, 7o
s
h)y  DARISHE, B2 9 MEEMBEAL (B10) .
) KOPIR a A RALBO, BEALRGE 90 uL B FREE . I Z AT HER I AR
iR, RILS0OuL, 5 Bat, 7EXEFEAHIEE 1h.
j)  UEEECE RIS 25 GLP-1(7-37) (2 x WUEWRE) , 1.7 uL ¥R E 1IBRE, A
F| 823.4 uL f¥] Assay Buffer H', JB%],
k) 1h/a, ¥R 4 fLARE . I IR § FCE LF MBS 254, RRFL 50 L.
) i BAREE, T 37°C CO, Bi7fa 5597 6 ho
m) YCFE, #% 96 fLHJEM EHL, I Luciferase.

2) REZEFRN
B4 SR 04

GLP-1(7-37) + GLP-1(7-37) +
GLP-1(7-37) + No .
H GLPIR Reporter CHO-K1 100 pg/mL Anti- 15.24 ng/mL
) . Ab Control .
Cell Line+Anti-GLPIR GLPIR Anti-GLPIR
5734728 252093 5393917
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H_GLPIR Reporter CHO-K1 Cell Line H_GLPIR Reporter CHO-K1 Cell Line
8x10° 8x10°
=) =)
= =
Z 6x104 o E 6x10% °
@ 51
£ g
£ 4x1061 2 4x10°
& &
= 5
E g
E 2x105+ 5 2x10°
0 L] L] L} L} | 0 L] L] L] L} 1
-2 -1 0 1 2 -2 -1 0 1 2 3
Log o[ Anti-GLP1R] (pg/mL) Log,y[Anti-GLP1R] {nM)
H_GLPI1R Reporter CHO-K 1 H_GLP1R Reporter CHO-K1
1C50 | 0.8975 1C50 | 5.983

Fig 3. Response to Anti-GLP1R hIgG1 Antibody. Serial dilutions of the Anti-GLP1R higG1 Antibody (Cat. GM-
51168 AB) was incubated with 1.5E4 cells/well of the H_ GLP1R Reporter CHO-K1 Cell Line (Cat. GM-C09150)
in a 96-well plate for 1 hour in assay buffer (F12K + 1% FBS + 1% P.S). Subsequently, the GLP-1(7-37)
(MCE/HY-P0055) at a concentration of 1 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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HTRF cAmp Assay
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Fig 4. H GLPIR Reporter CHO-K1 cells were seeded at a density of 7500 cells per well in white 384-we
1l microplates (5 pL per well). Gradient-diluted human GLP-1 solutions were then added, and the cells were i
ncubated at room temperature for 30 minutes. The HTRF cAMP Gs Dynamic Detection Kit (Revvity, Cat. No. 6
2AMA4PEB) was used according to the manufacturer’s instructions. Fluorescence signals were measured usi

ng a Molecular Devices i3x multi-mode plate reader with excitation at340nm and emissions detected at616n

mand 665 nm. The data were expressed as the 665 nm/616 nm x 100,000 (HTRF Ratio) and used to calculate

fi% 2 AR

the EC50 value.

100 =

80

60 7

40

Normalized To Mode

20 7

R675-H :: APC-H

SamplelD

Geometric Mean : R675-H

CHOQ anti-GLP1R+APC-2nd Ab
H_GLP1R Reporter CHO H_lgG+APC-2nd Ab

1129
946

H_GLP1R Reporter CHO anti-GLP1R+APC-2nd Ab

36661

Fig 5. H GLP1R Reporter CHO-K1 Cell Line (Cat. GM-C09150) was determined by flow cytometry using Anti-
GLPIR hlgGl Antibody(mAb-36986) (Cat. GM-51168AB).
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H_GCGR CHO-K1 Cell Line
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H_GCGR Reporter HEK-293 Cell Line
Cynomolgus GCGR HEK-293 Cell Line
H_GCGR HEK-293 Cell Line

GLPIR

H GLPI1R Reporter HEK-293 Cell Line

H GLPIR B-Arrestin Reporter CHO-K1 Cell Line
Cynomolgus GLP1R HEK-293 Cell Line
H_GLPIR GIPR CHO-K1 Cell Line

Mouse GLPIR GIPR CHO-K1 Cell Line
Anti-GLP1R hlgG1 Antibody(mAb-36986)

H GLPI1R Reporter HEK-293 DDX35TM Cell Line
Cynomolgus GLP1R GIPR CHO-K1 Cell Line
H_GLPIR CHO-K1 Cell Line

H_GLPIR HEK-293 Cell Line

Mouse GLP1R HEK-293 Cell Line

Anti-H_GLPIR hlgG1 Antibody(glutazumab)

FGFRI1

H FGF21 Reporter HEK-293 Cell Line
Human FGF-21 Protein; His Tag

CALCA(CGRP):
H CALCRL RAMP1 Reporter HEK-293 Cell Line

Cynomolgus CALCRL RAMP1 HEK-293 Cell Line
H CALCRL RAMPI1 HEK-293 Cell Line
Anti-CALCRL RAMP1 hlgG2 Antibody(Erenumab)

CALCRL RAMP

H CALCRL RAMPI Reporter HEK-293 DDX35TM
Cell Line

H CALCRL RAMPI1 CHO-K1 Cell Line

GIP:GIPR

H_GIPR Reporter CHO-K1 Cell Line

H_GIPR Reporter HEK-293 DDX35TM Cell Line
Cynomolgus GIPR HEK-293 Cell Line

H_GIPR HEK-293 Cell Line

Mouse GIPR HEK-293 Cell Line

Anti-H GIPR hlgG1 Antibody(AMG-133)

H_GIPR Reporter HEK-293 Cell Line
Cynomolgus GIPR CHO-K1 Cell Line
H_GIPR CHO-K1 Cell Line

Mouse GIPR CHO-K1 Cell Line

ACVR2A: ACTRIIB: Active A

ACVR2A KO HEK-293 Cell Line

BRE Reporter 293 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(Bimagrumab)
Anti-ACVR2B mlIgG2a Antibody(Bimagrumab)
Biotinylated Human ACVR2A Protein; His-Avi Tag
Biotinylated Mouse ACVR2A Protein; His-Avi Tag
Human Activin A Protein; His Tag

Human Activin B Protein; His Tag

Human ACVR2A Protein; hFc Tag (Sotatercept)

Human ACVR2B Protein; hFc Tag

Activin A Reporter Cell Line

H_ ACVR2A Reporter Cell Line
ACVR2B KO HEK-293 Cell Line
H ACVR2B CHO-K1 Cell Line

Anti-ACVR2B hlgG1 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 A Protein; His Tag (CHO)

Human ACVR2A Protein; hFc Tag

Human ACVR2A Protein; His Tag

Human ACVR2B Protein; His Tag
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MC4R
H MCA4R Reporter HEK-293 Cell Line
ASGRI1
H_ASGR1 CHO-K1 Cell Line H_ASGR1 HEK-293 Cell Line

FAEYRE, (LD FHIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !

14 /15


https://www.genomeditech.com/protein/Human-latent-GDF-8-Protein-%20His-Tag
https://www.genomeditech.com/protein/Mouse-ACVR2A-Protein;-His-Tag
https://www.genomeditech.com/protein/Mouse-ACVR2B-Protein;-His-Tag
https://www.genomeditech.com/cell-line/H_CALCR-RAMP3-AMY3-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCR-RAMP3-AMY3-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCR-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Rat_CALCR-Reporter-COS-7-Cell-Line
https://www.genomeditech.com/cell-line/H_MC4R-Reporter-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_ASGR1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_ASGR1-HEK-293-Cell-Line

Genomeditech (Shanghai) Co.,Ltd.

Toll-free: 400 627 9288

C(/:) EiREIATE Order: 021-68455258/50432826/50432825

Genomeditech Email: service@genomeditech.com

(LERELINYINNE
PSS BRI R, BRI 1 IS R AR I A B

A F 7 R T R, SR TARM Rl i

AP A T NREEIER R, A BT A A OGS

PP Je o He ) 2 A 55 60 55 =07 7 B AN T R 20 58 BHIFE BBl AP A R A AT 2, IR
AFFATAT AR S CREECIBAIAD 2R 8. Hka UL A 7 SR it 5 il A= k).

IR AT i A BRI DASN R R, AU SE R B AE R (R AR A= 1w vrE T,

VR AR T AR (B AIRAR.

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !

15/ 15



