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v MIREE
1. giffsEsR. K. RAEFES

AN Iy H IR DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418+0.75 pg/mL
Puromycin+125 pg/mL Hygromycin
2N MR AT I 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. WM HER
e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 lg Genomeditech/GM-040402-1
Hygromycin lg Genomeditech/GM-040403-1
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
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene 96-well Corning/3912
Not Treated Microplate
Recombinant Human FGF-21 25 ng R&D SYSTEMS/2539-FG/CF
Anti-Human CD331/FGFR1 Antibody 50 pg antibodysystem/FHC88110
(A08)
RG7992 (anti-Klotho Beta) 100 pg Aladdin/Ab177889
Human FGFa (140AA) 10 pg Novoprotein/C049
Human FGFb (157AA) 10 g Novoprotein/C046
GMOne-Step 2.0 Luciferase Reporter / Genomeditech/GM-040513
Gene Assay Kit
AR
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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E: AR REEFER, REWRREHN)ELE

FRVR I E IR IESR . SRR 140 f J5 T QR Sk AT

BHETRERES, PEMEFA-70C, FNE-70T

THFEITEERR.

a) 37°CIKIBIATIRE TR TR AL, INATRE R
HEEFEIE S mL & 15 mL B0 .

b)  MIBRZEUHH X H VR A A i R GE BN 37°CHE IR K
TR, K AN RIS 2K TH DA R R RS R
HEININIGEL Gas 2-3 2450 .

c) FH 70% Z B HER A7 SN DL AR TS B L
o EAEY RSN BRI G O A E R Al
MERHEBEIS T ) WEOES, BERE,
176 xg, &5 3 min, {F4HEyE, 7 Bib.

d) fH 1 mL So5EsRiksE g, w0 A
AW BOE A, EAIE> 3 x 10
cells/mL.

e) EAMINEFIEIREEAIL, R M
#) 2-3 x10° cells/mL, HRHE4HNER AR, K
A e ) G0 B RS R L

3. MG

a) ] 176 xg, 3 min B.LU LM .

b) fsf FH A ZH AR A7 (90% FBS + 10% DMSO)
YN, ZHH R A 5 < 108 cells/mL,
E 1 mL RN RAE .

¢ rEREET, E4bmdE, BAEEE TR
HEH, -80°CFIRMFRAD 1R, RIVER W
LR

2. ZHpEAEAY (BL 10 cm MHH))

H: GREAEN 1ZE 2R, FRHEAERE, &
HHRSREE, BELATHERERNEKSESF
.

a) A bR AAE, WhEEAEK . B FRAE TR E 16-
24 hJ5, BT AUEEA M BERE L, A M A
IAF] 80%, THEMATAUMAEI. HEFEAAEAR
Loy 1:3-1:4, 2-3 FALAN. TR IRfr % AN
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50

b) CREILECREFRE P B R E %, 10 em LN 2
mL PBS ¥t 1 K.

c) 3 PBS, Ml 1mL 0.25% Trypsin-EDTA JH4LTR,
37C 1k 30-60's, TWiHEE T,

d)  FPAAARARE, SHAG IR BEAA L, 04 U 4
R EREERS, 2 mL 2 AR KR IR TR ) 4
IETHAE, RN IRET TR OR, 176 <g IR &

L» 3 min.

ERFEI:

a) BRI, RAREE, BTFEEIR, £
WEIHEYRIFE, RERERF, #RERH
MR, MREKEEETRE.

b) ERFRFEEAEIT 80%, 7N fE4 F40H
R BB ET FBOS RS .
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1. FGF-21 BUEYEsY:

BRVE DRI, XS T ACSEES, #E#E H_FGF21 Reporter HEK-293 Cell Line 4

BN 1.5 <104 cells/fL. Ak s256{# | Recombinant Human FGF-21 (20.2kDa) (VAR

fii#k N H_FGF21) {EAFHYEZY), Conc.01 iRE N 3 ng/mL, 4 f5EEFERFE, Conc.01-

Conc.08 73 A HEAA7E B2-B9, B10 2y 0 yKEEXTHE . FFElFL A 100 uL PBS, LAR5 1k fL

FLBAT A
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
1875 4688 1172 293 73242 18311
H_FGF21 | PBS PBS
ng/mL ng/mL ng/mL ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) 20
a) TESCEGHT 16-24 h, AN MBS TR, AL B OWCEREITE, EADE RS
R IR E BN, RIS 1R, RS e TR R R AR T 1.5 <
105 cells/mL. DAHEFEAN 100 uL AHAR/SLZH1E 9 NFL. JAFEIFFLAN 100 uL PBS.
ARG, TR E SR
b) fEH 1 ATEHE 96 FL V RARME & 25 R .
¢ BRI, fEH—4T (41 B2-B9) .
d BREEACE
ESLYEZY S it BRI Hic B 77
H FGF21 100 pg/mL / BT AER
e) 96 4LV, MA Assay Buffer, &SLIAIN T, w1 B2 fLINA 142.27 pL Assay

Buffer, B3-B10 fL, I 110 uL Assay Buffer.
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) IS FEARAR A IR S B RIS — MR RESLF (i B2 FHANA 4.40
uL H_FGF21) , &%,
BRI | BARERRETL, HCUCMNRITLIRIN 36.67 pL, AL B
1 2 3 4 5 6 7 8 9 10 11

12

4.4 uL
H_FGF21

110 uL 110 pL

110 uL

110 uL

110 uL

110yl 110 puL 110 pL

9)
h)
i)
)
k)

)

M — ARl B2 I EL 36.67 uL, MIAFZE —NFRFL B3, iR,
DAL, HES 8 MEEMBEIL (BD .

Kb

TN Z BT HE 25 4 (KB EERRE, - AFFL 100 Lo

& PR S, T 37°C CO, BFfarhis9% 16 h.

A5 FH i 2 JE PRSI &, A Luciferase.

2) WEEREREN
S 4 35 LR 0 5 B 45

W% a i H R FLBRICE, REFLIST 100 uL 5772k

H_FGF21 Reporter HEK-293
Cell Line

0 pg/mL

3 pg/mL 183.11 pg/mL

5180

8302395 4779

3) WIFER

Luminescence (RLU)
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2. FGFa. FGFb BiERFLH
BRVE DRI, X ASEES, HE#E H_FGF21 Reporter HEK-293 Cell Line 41
fiE Y 1.3 <104 cells/fL. A VK S256 48 F Human FGFa (140AA) (16 kDa) (LA Rfai#Fx N
FGFa) . Human FGFb (157AA) (17.4Kda) (LA RfEFRA FGFb) 1EARHMEZ54,
Conc.01 ¥ /&4 500 ng/mL, 5 f5#EEMEE, UL FGFa Afil: Conc.01-Conc.9 73 HIHEAR7E
B2-B10, B11 Jy O ¥REEXSME. J& FEIFLINA 100 L PBS, AR5 1ELFLZK
FUARAT S «
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
FGFa PBS PBS
ng/mL | ng/mL
500 100 20 4 800 160 40 8 1.6
FGFb PBS 0 PBS
ng/mL | ng/mL | ng/mL | ng/mL | pg/mL | pg/mL pg/ml pg/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) ZHffrES

a) TESEIGHT 16-24 h, KA MEEFHE A, THAL B ORI IYTE, ([FAE R
ARG E BN, KA RS I, FEDASE AR SR AR R A IR O 1.3 %
10°cells/mL. PAHEAEHN 100 uL 4 /L2 H L. FFEIFIFL 100 pL PBS. & EAR

., T s R .
b) fEH 1 AT 96 FL V MR HE S 2R R .
c) BAMFNZY), EH—1T (W B2-B10) -

d) BHERE

LY RN it B Wi & 7772
FGFa 0.1 mg/mL 0.01 mg/mL HY 2 pL fiifi+18 uL Assay Buffer
FGFb 0.1 mg/mL 0.01 mg/mL HY 2 pL fififi+18 uL Assay Buffer

e) 96 FLV 1, SN Assay Buffer, #FLAFIIL TR, W B2. C3 fL47InA 130.63

uL Assay Buffer, B3-B11. C3-C11 4L, JIA 110 uL Assay Buffer.
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) RO R ARIRE S BB INSSE — MR EERREFL (i B2 A 6.88

uL FGFa; C2 # A 6.88 uL FGFb) , 1&%].

RO | BRIERREAL, (RO AIFLIRIR 275 L, AL | 3

1 2 3 4 5 6 7 8 9 10 11

130.63

6.88 uL FGFa JIIPN L 110puL | 110 pL | 110 L 110pL  110pL  110pL | 110pL  110pL 110 pL
130.63

6.88 uL FGFb A L 110 pL | 110 L | 110 pL | 110 pL | 110 L | 110 pL | 110 L | 110 uL | 110 pL
n

9) MEE—AFREFL B2, C2 PIREL 27.5 uL, MIAFIE - AFEIL B3, C3, 7R
e
hy DUEHE, B2 9 MEEMBESL (B10) .
i) CRDIR a i E IR, BEFLIRST 100 pL BRIk
D) IO TR I RS BRI, REFL 100 pL.
k) 5 bW, T 37°C CO, B+ #59% 6 h,
) AEH RS R &, Al Luciferase.
2) MEZERKN
S A s i RS I 5 B

29 0 pg/mL 500 ng/mL 1.6 pg/mL
H_FGF21 Reporter HEK-293 Cell Line + FGFa 2272 284261 1752
H_FGF21 Reporter HEK-293 Cell Line + FGFb 1646 271646 1914
AR (Rl BIRAF Genomeditech (Shanghai) Co., Ltd
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3) WiIF4ER

H_FGF21 Reporter HEK-293 Cell Line

4.0x105- EC50
- - FGFa (FGF-1) 12.19
= 3.0105- & FGFb (FGF-2) 13.41
=1
S 2.0x105
3
2
£ 1.0x105-
£
3
0.
4 2 0 > 4

Logy[Sample] (ng/mL)

Fig 3. FGFa. FGFb #ugitirs £
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sk 1. R

H _FGF21 Reporter HEK-293 Cell Line

EC50
800- ©- CP8 0.06717
A CP18 0.05680
6004 CP28 0.07249
=
S 4004
=
200+
0+ T 1
-0 -4 -2 0 2

Logo[FGF-21 ] (ng/mL)

Fig 4. FasE MRS,

HAKHES R

100 7

80 7

80 7

40 7

Normalized To Mode

20 7

FL11-H :: APC-H

SamplelD Geometric Mean : FL11-H
| HEK-293 Anti-H_FGFR1+APC-2nd Ab 2199
H_FGF21 Reporter M_IgG+APC-2nd Ab 1213
] H_FGF21 Reporter Anti-H_FGFR1+APC-2nd Ab 71297

Fig 5. H_FGF21 Reporter HEK-293 Cell Line (Genomeditech/GM-C19834) £/ Human CD331/FGFR1
Antibody (A08) (atagenix/FHC88110) it L& IIELS

HAEIRE (B AIRAH
AAT AL BRI i,

TEREH T AR For research use only !
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100 = SamplelD G ric Mean : FL11-H
7 | 293 anti-KLB+APC-2nd Ab 1388

[ |H_FGF21 Reparter 293 H_IgG+APC-2nd Ab 1874

| | H_FGF21 Reporter 293 anti-KLB+APC-2nd Ab 217354

Normalized To Mode

FL11-H :: APC-H

Fig 6. H_FGF21 Reporter HEK-293 Cell Line (Genomeditech/GM-C19834) {#H] Human CD331/FGFR1
Antibody (A08) (atagenix/FHC88110)i 56 iIF 44

FESRT= i

GCGR
H_GCGR Reporter CHO-K1 Cell Line H_GCGR Reporter 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 GLPIR Reporter CHO-K1 Cell Line H GLPIR Reporter HEK-293 Cell Line

H GLPIR Reporter HEK-293 DDX35TM Cell Line Cynomolgus GLP1R HEK-293 Cell Line

H GLPIR CHO-K1 Cell Line H GLPIR HEK-293 Cell Line

Mouse GLP1R HEK-293 Cell Line

Anti-GLP1R hIgG1 Antibody(mAb-36986) Anti-H GLP1R hlgG1 Antibody(glutazumab)
CALCA(CGRP): CALCRL RAMP

H CALCRL RAMP1 Reporter HEK-293 Cell Line Cynomolgus CALCRL RAMP1 HEK-293 Cell Line

H_CALCRL RAMPI CHO-KI 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 HEK-293 Cell Line
H_GIPR CHO-K1 Cell Line H_GIPR HEK-293 Cell Line

Mouse GIPR HEK-293 Cell Line
Anti-H_GIPR hIgG1 Antibody(AMG-133)
ACVR2A: ACTRIIB: Active A
ACVR2A KO HEK-293 Cell Line Activin A Reporter Cell Line
H ACVR2A Reporter Cell Line H ACVR2B Reporter Cell Line

TR () BIRAF Genomeditech (Shanghai) Co., Ltd
AR F PR ABERM R, TR AEH T ANRIAIT Y For research use only !
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https://www.genomeditech.com/cell-line/H_GCGR-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_GCGR-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GCGR-HEK-293-Cell-Line
https://www.genomeditech.com/antibody/Anti-H_GCGR-hIgG2-Antibody-volagidemab
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/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-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
https://www.genomeditech.com/cell-line/H_CALCRL-RAMP1-Reporter-HEK-293-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-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-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/H_ACVR2A-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/H_ACVR2B-Reporter-Cell-Line
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H_ACVR2B HEK-293(ACVR2A KO) Cell Line ACVR2B KO HEK-293 Cell Line
H_ACVR2A HEK-293(ACVR2B 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)
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