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1. giffsEsR. K. RAEFES

Y 5T D5 B R 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
M AR AR 90% FBS+10% DMSO

Assay Buffer: DMEM+1% FBS+1% P.S

2. WIIFEMHER

R
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
Cell Culture Dish 10 cm NEST/704001
96 well White Flat Bottom Polystyrene Not 96-well Corning/3912
Treated Microplate
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit
Glucagon (Human, Rat, Mouse, Porcine, Bovine, / PHOENIX/028-02
Canine)
Glucagon (1-29), bovine, human / MCE/HY-P0082
EREV €
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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37°C/KIB TS IR B TR, I TRIE I E 555 %
A 5mL % 15 mL B.0%E

NV 2R R L R A 4 B R RN 37°CE IR K
By, AR IR 2K DL N RS AR, EEINI
MRt GEE 2-3 7380 .

HI 70% S 5ARRA7 8 AN LRGS0 J LA A A
W2 A EGR G R R AR E 40 SR B B
AR ) MELE T, BRIES, 176 xg, B0 3min,
fEApEE, 7RG,

A 1 mL SR E R, WU S i
GO ORI, TEANH> 3 x 106 cells/mL.
AN T E IR IR, A % B R 2-3
x10° cells/mL, R4 4 M2 ST, 440 47k 3]

FIE R FR L

20 IR A7

i 176 xg, 3 min B.OICEELN.

1 FH VA 40 LR 777 (90% FBS +10% DMSO) &
YN, ZHMRE RN 5 < 108 cells/mL, %% 1 mL
BB RRAAAE .

PR, 1 MR KRR B TR E R A,
-80°C M RAFEAD 1R, R EWET .

2.

AL (BL 10 cm MRE)D

T MRETER L E 2R, EREFERE, F4RR
DRERTEARESMEE, BEHRNSHHERKE
KIFRE.

a)
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Ny LR, MR, BiRM T E 16-24 h
5, B UGS DL, 40 % KT 80%,
RIAT AT A AE A R AN AR AR LBy 1:3-1:4, 2-
3 RAEAR.

W I EER FR R ARG FRE5E 25, 10 om LN 2 mL PBS
TEBE 1K,

% PBS, /1 1 mL 0.25% Trypsin-EDTA W1k, 37<C
HAk 30-60's, AMEE FUEE.

FrAfMa AR IR, 20 M A B B S5, 08 400 R P it s 6
BEIF, Jn2mL ZEAAKEFRRSZIEHEN, KA
M/NOIRFT IR, 176 xg ZiE B0 3 min.

7 B3E, st AR R EE R, AR AT
JH0 %5 P 43 R 1 7 ML I ARURI 40 ff 85 8 oH B, AR AR
RN E DY 30-40%) .
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1. BUEFBAE SR

79 1.5%10% cells/fL.. AIRSLE: S Glucagon 1EAFHPEZ Y (4rF&: 3482.82Da) , Conc.01

RN 300 ng/mL, 5 5L EEHFE, Conc.01-Conc.09 437 HEAi7E B2-B10, B11 A4 0 &%}

B SRR, X T A2, i H_GCGR Reporter HEK-293 Cell Line 4 i &

f& . FEIFLIA 100 uL PBS, LARFIEBFLEEK

ST AT
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
2.4
Glucagon PBS
ng/mL | ng/mL ng/mL ng/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) kP IR

a) TESCIOHT 16-24 h, KM ARG IR ECH, TEA B ORI, EHER S
ARG IR RGN, R L DL A R R IR A R Ry 1.5
10° cells/mL. PAHEAEHN 100 pL 4 fR/FLZ R 10 ASFL. FEEIFIFLIN 100 uL PBS.
w AR, TR A R .

b) AEA L ANTCE 96 FL V AR AE & 2R .

c) BARHNZY), fH—4T (W1 B2-B10) .

d) BHEACE

LY EZY fif iR BER P & 772
Glucagon 2 mg/mL 0.02 mg/mL {5 F 2 uL fifi+198 uL Assay Buffer

e) 96 fL VMR, MIA Assay Buffer, SFLAFIIL 3K, 41 B2 FLANA 135.44 uL Assay

Buffer, B3-B11 fL, JIA 110 uL Assay Buffer.
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) WRECA R AR St BB NS SE — MR EERRE FL (1 B2 A 2.06 L

Glucagon) , JR%J.

BRI | BRIERREAL, (RO AIFLIRIE 275 L, AL | x|
1 2 3 4 5 6 7 8 9 10 11 12
B 2.06 uL
110 pL | 110pL  110pL  110pL  110pL  110pL  110pL  110pL | 110 pL
Glucagon

9) MEE—EREERMRETL B2 FIEL 27.5 L, IINFIE AR SL B3, e TR A

h) DAESRHE, BHES 9 MREEMES (B10) .
i) CREPIR a WE RSB, FEFLIGST 100 pL B 772

D) A ZRTHER S IR AR, AL 100 pL.

k) % MG, T 37°C CO 57t iE3% 16 h.

I) WA Luciferase.

2) G EERN
B SR B P

H_GCGR Reporter HEK-293 Cell 0 ng/mL 300 ng/mL

768 fg/mL

Line 1100928 38092553

2192885

3) WIFER

Luminescence (RLU)

-©- H_GCGR Reporter HEK-293 Cell Line

-©- H_GCGR Reporter HEK-293 Cell Line

5.0x107+ 5.0x107+
4.0x107 S 4.0x107
&
3.0x107+ 8 3.0x1074
8
2.0x1074 & 2.0x1074
=
1.0x1074 g 1.0x1074
-
0 T T T 1 0 T T T 1
-4 -2 0 2 4 -4 -2 0 2 4
Logio[Glucagon] (ng/mL) Logio[Glucagon] (nM)
H_GCGR Reporter HEK-293 H_GCGR Reporter HEK-293
EC50 1.267 EC50 0.3639
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ik 1 Fase LR

H GCGR Reporter HEK-293 Cell Line

50- EC50
- CP7 09171
40+ A & CP17 0.8933
CP27 0.8753
= 30-
=]
= 204
10+
0 T T T ]
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Fig 3. H_GCGR Reporter HEK-293 Cell Line (Genomeditech/GM-C31698) i Glucagon (1-29), bovine,
human (MCE/HY-P0082) Fa i P 4e ik 45 5

M3 2 cAMP A&

HTRF cAmp Assay
H GCGR Reporter HEK-293 Cell Line

2)(105. ECSO
g Glucagon(1-29) 0.07275
= 1.5%10°
%

&

= 1x10%4

g

= 4

E 5x10

H

=
0 | | n 1
-10 -5 0 5

Logig[Glucagon(1-29})] {ng/mL)

Fig 4. # H_GCGR Reporter HEK-293 4l L 7500 cells/FLAI%E BE BT (3 5 384 FLISLR (5 pl/AL)

W BEJE I INEREERE RN Glucagon (1-29) ¥, JHFEEE TWE 30min. ZR/5H HTRF cAMP Gs

Dynamic Detection Kit C(revvity/62AMAPEB) 18 i Ui BAH A7 R: M, 187 Molecular Devices i3x £ T))

AEEARA, EL 340 nm WUR G £ 616 nm A1 665 nm K FllE ZHMES. (55ELL 665n1m/616 nm *1000
00 (HTRF Ratio) ¥7~, FHT1H5E EC501H.
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FESRT= i

GCGR
H_GCGR Reporter CHO-K1 Cell Line H_GCGR Reporter HEK-293 DDX35TM Cell Line
Cynomolgus GCGR HEK-293 Cell Line H_GCGR CHO-K1 Cell Line
H_GCGR HEK-293 Cell Line Mouse GCGR HEK-293 Cell Line
Anti-H GCGR hlgG2 Antibody(volagidemab)
GLPIR
H GLPI1R Reporter CHO-K1 Cell Line H GLPI1R Reporter HEK-293 Cell Line

H GLPI1R Reporter HEK-293 DDX35TM Cell Line H GLPIR B-Arrestin Reporter CHO-K1 Cell Line

Cynomolgus GLP1R HEK-293 Cell Line H_GLP1R CHO-K1 Cell Line

H_GLPIR GIPR CHO-K1 Cell Line H_GLPI1R HEK-293 Cell Line

Mouse GLP1R HEK-293 Cell Line

Anti-GLP1R hIgG1 Antibody(mAb-36986) Anti-H_GLPIR hlgG1 Antibody(glutazumab)
FGFR1

H FGF21 Reporter HEK-293 Cell Line

Human FGF-21 Protein; His Tag

CALCA(CGRP): CALCRL RAMP

H CALCRL RAMPI Reporter HEK-293 DDX35TM
Cell Line

Cynomolgus CALCRL RAMP1 HEK-293 Cell Line H CALCRL RAMPI1 CHO-K1 Cell Line

H CALCRL RAMP1 Reporter HEK-293 Cell Line

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

GIP:GIPR
H_GIPR Reporter CHO-K1 Cell Line H_GIPR Reporter HEK-293 Cell Line
H_GIPR Reporter HEK-293 DDX35TM Cell Line Cynomolgus GIPR CHO-K1 Cell Line
Cynomolgus GIPR HEK-293 Cell Line H_GIPR CHO-K1 Cell Line
H GIPR HEK-293 Cell Line Mouse GIPR CHO-K1 Cell Line

Mouse GIPR HEK-293 Cell Line
Anti-H_GIPR hlgG1 Antibody(AMG-133)
ACVR2A: ACTRIIB: Active A

ACVR2A KO HEK-293 Cell Line Activin A Reporter Cell Line
BRE Reporter 293 Cell Line H_ACVR2A Reporter Cell Line
H_ACVR2B Reporter Cell Line ACVR2B KO HEK-293 Cell Line
H ACVR2A HEK-293(ACVR2B KO) Cell Line H ACVR2B CHO-K1 Cell Line

H ACVR2B HEK-293(ACVR2A KO) Cell Line

Anti-ACVR2B higG1 Antibody(Bimagrumab)
Anti-ACVR2B hlgG1 Antibody(Fab-17G05) Anti-ACVR2B mlIgG2a Antibody(Bimagrumab)
Anti-H ACVR2B hlgG1 Reference Antibody(Bimbio)
Biotinylated Human ACVR2A Protein; His-Avi Tag Biotinylated Human ACVR2B Protein; His-Avi Tag
Biotinylated Mouse ACVR2A Protein; His-Avi Tag Biotinylated Mouse ACVR2B Protein; His-Avi Tag
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https://www.genomeditech.com/cell-line/H_GLP1R-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-Reporter-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-Reporter-HEK-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-%CE%B2-Arrestin-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_GLP1R-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GLP1R-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GLP1R-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-GLP1R-hIgG1-Antibody-mAb-36986
https://www.genomeditech.com/antibody/Anti-H_GLP1R-hIgG1-Antibody-glutazumab
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https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-Reporter-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-Reporter-HEK-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-Reporter-HEK-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_CALCRL-RAMP1-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-CALCRL-RAMP1-hIgG2-Antibody-Erenumab
https://www.genomeditech.com/cell-line/H_GIPR-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GIPR-Reporter-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GIPR-Reporter-HEK-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_GIPR-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GIPR-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GIPR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GIPR-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-H_GIPR-hIgG1-Antibody-AMG-133
https://www.genomeditech.com/cell-line/ACVR2A-KO-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Activin-A-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/BRE-Reporter-293-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2A-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2B-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/ACVR2B-KO-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2A-HEK-293-ACVR2B-KO-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2B-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2B-HEK-293-ACVR2A-KO-Cell-Line
https://www.genomeditech.com/antibody/Anti-ACVR2B-hIgG1-Antibody-Bimagrumab
https://www.genomeditech.com/antibody/Anti-ACVR2B-hIgG1-Antibody-Fab-17G05
https://www.genomeditech.com/antibody/Anti-ACVR2B-mIgG2a-Antibody-Bimagrumab
https://www.genomeditech.com/antibody/Anti-H_ACVR2B-hIgG1-Reference-Antibody-Bimbio
https://www.genomeditech.com/protein/Biotinylated-Human-ACVR2A-Protein-His-Avi-Tag
https://www.genomeditech.com/protein/Biotinylated-Human-ACVR2B-Protein;-His-Avi-Tag
https://www.genomeditech.com/protein/Biotinylated-Mouse-ACVR2A-Protein;-His-Avi-Tag
https://www.genomeditech.com/protein/Biotinylated-Mouse-ACVR2B-Protein;-His-Avi-Tag
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Human Activin A Protein; His Tag Human Activin A Protein; His Tag (CHO)
Human Activin B Protein; His Tag Human ACVR2A Protein; hFc Tag
Human ACVR2A Protein; hFc Tag (Sotatercept) Human ACVR2A Protein; His Tag
Human ACVR2B Protein; hFc Tag Human ACVR2B Protein; His Tag
Human latent GDF-8 Protein; His Tag Mouse ACVR2A Protein; His Tag

Mouse ACVR2B Protein; His Tag

AMY: CALCR RAMP

H _CALCR RAMP3(AMY3) Reporter CHO-K1 Cell

Line H_CALCR Reporter CHO-K1 Cell Line
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https://www.genomeditech.com/protein/Human-Activin-A-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-Activin-A-Protein;-His-Tag-%28CHO%29
https://www.genomeditech.com/protein/Human-Activin-B-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-ACVR2A-Protein;-hFc-Tag
https://www.genomeditech.com/protein/Human-ACVR2A-Protein-hFc-Tag-%28Sotatercept%29
https://www.genomeditech.com/protein/Human-ACVR2A-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-ACVR2B-Protein;-hFc-Tag
https://www.genomeditech.com/protein/Human-ACVR2B-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-latent-GDF-8-Protein-%20His-Tag
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