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i 2 5 R R DMEM+10% FBS+1% P.S
MAE K B IR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+0.75 ug/mL Puromycin
2 B R A 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S

2. RAIFEMHEE

R

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
Puromycin 25 mg Genomeditech/GM-040401-1
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
Liothyronine sodium 10 mg MCE/HY-A0070

GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit 1000T

Genomeditech/GM-040513

AR
Equipment Manufacturer/Catalogue No.
Y A ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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E: ABRREITE, SRS 5 SR R I

HETE. RN RIS B RS MET, WHETHR

R, EMEFE-70T, BALE-70C FTHAFAR BN

PR,

Q) 37°CKMERTRIME TR B8, INANTRE A
P FEIE S mL & 15 mL B0 .

b) ARG E H VR A7 4 A R RE N 37°CHE R K
VR, K AN IR TS 2K TH DA R R RS R,
HEININIE L Gas 2-3 2450 .

c) I 70% & W AR VR AR A AN DA RR AT B L
o EAEY RSN BRI G O AR E R il
MERHEBEIS T ) MWEOES, BRERE,
176 xg, &5 5min, {F4HEyE, 7 Bib.

d) fiH 1 mL S5k g, w6 o A
S EL O BIEMM, EARE> 3 x 10°
cells/mL.

e) EILAMINE TRRE RN, AR A
#) 2-3 x10° cells/mL, HRHE AR AR, K
A e ) G 0E B RS R L

3. AR

a) ] 176 xg, 3 min & LU .

b) fs FH T4 40 B A7 (90% FBS + 10% DMSO)
FURAHML, AN Ry 5 =< 10° cells/mL,
E 1 mL 7R BN MR E .

¢) rEREET, EYbndE, BAEFEE TR
WEH, -80°CTRFEAD 1R, R 2
A

2. ZHpEAEAR (A 10 cm MHH))

T AREGFERLE 2R, FHERERE, AR

BhRER, BERASHEIERNEKERE.

Q)  dHMh bR AAE, WhEEAEK . B FRAE I E 16-
24 h J&, B N OLSEANGEERS DL, A P
LE| 80%, HEHATANMIAEAR. HEE AR
Ll 1:3-1:4, 2-3 RALAR. IHRORFR % EEA
i 80%, 75 U T i 2 DR 4 M 57 1455 1 i 5 50

b) CKFMECRE IR B R R &, 10 em MU 2
mL PBS JE%E 1 K.

c) FFPBS, il 1mL 0.25% Trypsin-EDTA JH4LTR,
37C 1k 30-60's, TiHEE T M.

d)  FPARARARE, SHAG IR B AA L, 4 U 4
Ji BREERY, N 2 mL AAAKE RIS
1EVHAL, K grfL N OIRET RO, 176 x<g iR &

L» 3 min.

ERFEW:

a) MMRIEF, RAREE, BTEEIAR £
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MR, MREKEEETRE.

b) ERRRE BT 80%, T MF 4 F4HH
R BB ET FBOS RS .

c) FBS & 56 T tn#k 30 53-8k, AT KiEEMaA
W E, EARERHRSHEKEFHH
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1. BIELK

BB R B AL, ST ASLE,, #E#E H THRP Reporter HEK-293 Cell Line 41 il &4

1.5 x<10%cells/fL. ARSLIGAHEH Liothyronine (43 &: 672.96 Da) {EANFHMEZG), Conc.01

W Ay 10 ng/mL, 3 1546 B . Conc.01-Conc.09 73 HIHEAR7E B2-B10, B11 4 0 W JE XA

JAEFLIN 100 uL PBS, LABG 1L FLEE K .

S BT
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
10.00 3.33 1.11 370.37 123.46 13.72 4.57
Liothyronine PBS
ng/mL  ng/mL | ng/mL | pg/mL pg/mL pg/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) Inke IR
a) TESCIGHT 16-24 h, H4uiffg ) FRi i, AR ORI TEE, SR
G IR A, RIS D, DA A R R A IR Y 1.5 %
105 cells/mL. PAHEAEHN 100 pL 4/ L2 H (A FL. S Bl LN 100 uL PBS. % B4R
i, TP E IR
b) AEFHGE 96 FL V ERHRIE % 25 B o
c) TR, 1T (B AT .
d tHEACE
FLYEZE N fith B [ WARFS
Liothyronine 6.73 ug/mL / ELEA AR
e) NN Assay Buffer, SFLIAFR I N2, 1 B2 FLH A 180 uL [ Assay buffer, B2-
B12 S 120 uL ) Assay Buffer.
) AN REMRFR RIS S BRI ZIEE — MBI SL (4 B2 I 0.27 ul

Liothyronine) -
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BRI BREERREAL, MU AL 60 uL IAKAL XHIEAL
1 2 3 4 5 6 7 8 9 10 11

12

0.27 uL

Liothyronine

JOAN | 180uL  120pL | 120l | 120 pL  120pL 120 pL 120 pl 120l 120 L | 120 uL

9) MEERERRSL (W1B2) FEL 60 uL WA, MR AMBEERLS (i

B2) , AR
h)y DAREHE, BEELE 9 MREMBIL (B1O) .
) KPR a W E LA AL, TFE B 100 pL.
i) K HTHER I B FERR BERAEFL NN 100 pL.
k) @5 BRI, T 37T CO, RipfhiissE 16 h.
) WK Luciferase.
2) WEEFRN
S AR B R I

. 0 ng/mL 10.00 ng/mL 1.52 pg/mL
H_THRp Reporter HEK-293 Cell Line
11075 5152307 13076
y
3) KFZE R
H_THRp Reporter HEK-293 Cell Line H_THRP Reporter HEK-293 Cell Line

6x1067 6x10%+
=) =
— -~
E ax10 B ax10¢
8 g
-] ]
2 g
g 2x10°4 g 2x10%4
£ g
E E}
[ (]

04 0
302 a0 1 2 32 a4 0 1 2
Log p[Liothyronine] (ng/mL) Log g[Liothyronine] (nM)
H_THRP Reporter HEK-293 H_THRp Reporter HEK-293
EC50 | 0.5524 EC50 | 0.8208
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GCGR
H_GCGR Reporter CHO-K1 Cell Line H_GCGR Reporter HEK-293 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)
GLP1R
H GLPIR Reporter CHO-K1 Cell Line H GLPI1R Reporter HEK-293 Cell Line
H_GLPIR Reporter HEK-293 DDX35TM Cell Line H_GLPIR B-Arrestin Reporter CHO-K1 Cell Line

Cynomolgus GLP1R GIPR CHO-K1 Cell Line Cynomolgus GLP1R HEK-293 Cell Line
H_GLPIR CHO-K1 Cell Line H_GLPIR GIPR CHO-K1 Cell Line
H_GLPIR HEK-293 Cell Line Mouse GLPIR GIPR CHO-K1 Cell Line

Mouse GLP1R HEK-293 Cell Line

Anti-GLP1R hlgG1 Antibody(mAb-36986) Anti-H GLP1R 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 RAMP1 CHO-K1 Cell Line

H CALCRL RAMP1 Reporter HEK-293 Cell Line

H_CALCRL RAMPI 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 hlgG1 Antibody(Bimagrumab) Anti-ACVR2B hlgG1 Antibody(Fab-17G05)
Anti-ACVR2B mlgG2a 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_GCGR-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GCGR-HEK-293-Cell-Line
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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-GIPR-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-GIPR-CHO-K1-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
https://www.genomeditech.com/cell-line/H_FGF21-Reporter-HEK-293-Cell-Line
https://www.genomeditech.com/protein/Human-FGF-21-Protein;-His-Tag
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

EEEALCR RAMP3(AMY3) Reporter CHO-K1 Cell H_CALCR Reporter CHO-K1 Cell Line
s ) X ) . H CALCR RAMP3(AMY3) p-Arrestin Reporter
Rat CALCR Reporter COS-7 Cell Line CHO-K1 Cell Line

H_CALCR B-Arrestin Reporter CHO-K1 Cell Line

MC4R
H_ MC4R Reporter HEK-293 Cell Line
ASGR1
H_ASGR1 CHO-K1 Cell Line H_ASGR1 HEK-293 Cell Line

158 F VAT s

FUESE R A A R 7™ A, BRI B BB M T DU T AR A BUR :

o RUMARS TR, AR TR R

® KPR NKBEMIBRSR, A EE AR

© P RS SS 1 5  RR (LATAE 2 R R A S AR T AR, AT 0,
RAGFFUTATIASENR CRFEBENLID 408 BI85, BEikaR Bl Al 7 IR 236 bR

© T KA T A U LA TR, AU IR R R (M) AR AR K B VT,

PRI AR T AR (i) HIRAR.
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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
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_CALCR-RAMP3%28AMY3%29-%CE%B2-Arrestin-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCR-RAMP3%28AMY3%29-%CE%B2-Arrestin-Reporter-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CALCR-%CE%B2-Arrestin-Reporter-CHO-K1-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

