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Fig 2. #4 H_GDF-15 BA BRI 3277 16-24 h il E H_GDF15 Reporter 293 DDX35™ Cell Line

(Genomeditech/# GM-C28579) , FLAIJEIE: 1.5%10% 4. B AT HI40MT, SR ISR 1)
H_GDF-15, 5 16 h j5#: Luciferase ${&, {# /1 GraphPad RSt T HIE M, PALIREEH AR, 45
REIR, ARARKEMMGER, EC50 HHFE .
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Fig 3. #4% H_GDF-15 B MR #2717 16-24 h it & H_GDF15 Reporter 293 DDX35™ Cell Line
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H_GDF-15. 3 5 4l, W& 16 h j5Auill Luciferase %({t, fli/H GraphPad RZHEATHIE /34, NALFREEHR Ky
fER, gRER, P35 P30 fE%H. EC50 HHAEE .

H AR (L) BIRAH Genomeditech (Shanghai) Co., Ltd
AR F P AR S, TRAEH T NREYT ! For research use only !

5/11



Genomeditech (Shanghai) Co.,Ltd.

C(/‘ Eiﬁiﬂam}a Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

h. MRHER
1. SR, R7F. ERlAHES

A R I IR DMEM +10% FBS+1% P.S
eSS e = DMEM+10% FBS+1% P.S+1.5 pug/mL Blasticidin+400 pg/mL G418+125 pg/mL
Hygromycin+0.75 pg/mL Puromycin
ML A7 90% FBS+10% DMSO
2. IR ER
T HE
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 Cegrogen biotech/A0500-3010
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 GDF-15 (Human 10 pg Rndsystems/8146-GD-010/CF
Cell-expressed) Protein
Anti-H_GFRAL Antibody(QUEL-0301) / Genomeditech/GM-71276AB
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503C
Assay Kit
LAY A
Equipment Manufacturer/Catalogue No.
T A ThermoFisher Scientific/Countess 3
Al AR AX Moleculardevices/SpectraMax L
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Genomeditech
N HRET. EFR. HF
1. Z4EEH

E: ABRBREFTE, SAERERAF 45 SR R I

BT RN EI M )E H RS, HHETHR

R, EEFE-70T, BALE-70C FTHAS BN

PR,

Q) 37°C/AKMHR TR I IR, ARG A
P FEIE S mL & 15 mL B0 .

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

c) FH 70% Z B HERR A7 AN DL R AR TS B L
o EAEY RSN BRI G O AR E R il
MERHEBEIS T ) MWEOES, BRERE,
176 xg, £5.0 3 min, {F4HMIyCE, 7 Bib.

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

e) EAMINEFIEIREEAIL I, VR M
#) 2-3 x10° cells/mL, HRHE AR AR, K
A e ) G 0E B RS R L

3. MG

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. ZHpEAEAY (BL 10 cm MHH))

T AREGFERLE 2R, FHERERE, AR

BhRER, BERASHEIERNEKEFRE.

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 £
WE (K1 BLEA REHUERE, RERE
G, HBRERARSED, AREKEEET
FRE .

b) FEREEEEARBIL 80%, BN RS R4
R B|FE T FBOE TS .

c) FBS & 56 T n#k 30 438k, Al KiGEMaA
WOWE, EARERHRSHEKEFHH
MR FiEtE.
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1. Assay KiFsELs
AR L BRI AR S s AL, X T AR SESS, #EFF H_GDF15 Reporter 293
DDX35™ Cell Line Ziiffi & A 1.5%10% cells/fL. AR sL56 4% ] Recombinant Human GDF-
15 (Human Cell-expressed) Protein (12 kDa; LA R #i#% H_GDF-15) 1£ A FH 42454, Conc.01
W N 500 ng/mL, 4 {5 B PR, Conc.01-Conc.09 437l HEAi7E B2-B10, B11 A 0 #KJE
SR FEFLINN 100 L PBS, PABH1EIIFLZE K .
FLARAT -
1 2 3 4 5 6 7 8 9 10 11 12
PBS
125 31.25 7.81 1.95 48828 122.07 3052 7.63
H_GDF-15 PBS
ng/mL | ng/mL 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) InkeDER

a) TESCIGHT 16-24 h, AN IEFRM P ECE, BOUCEAIIRYTE, RS e AR
FRAE RN, R ARREYE JD T, LS R SRR R B R By 1.5 < 108
cells/mL. DAHEFEAIN 100 uL 40 /L& Rl L. J& Bl FL N 100 uL PBS. % b ARG
TR E A

b) AEH 1A 96 FL V JRERAE & 2R

c) MU, 17 (W B2-B11) .

d) BRI

kYR fili B BRK W B 7%

H GDF-15 250 pg/mL / B AER

e) 96 fLVIEMF, MM Assay Buffer, #FLAFIL TR, B2 fLINA 145.17 uL

Assay Buffer, B3-B11 L, Ml 110 uL Assay Buffer.
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) AR AR S BRI SIEE — MR EEMREFL (i B2 A 0.29

uL H_GDF-15) , &%,

BRI | BEEERRFEAL, VA ATILIRIN 36.67 uL, BIAIKAL | xman
1 2 3 4 5 6 7 8 9 10 11 12
0.29 L
110 pL | 110 pL | 120 L 110pL 110wl  110pL 110l 110pL 110 pL
H_GDF-15

9) ME—MRRAL B2 HIEL 36.67 uL, MIAZIZE —/MHREFL B3, MRS
h)y LLREHE, EEH 9 MREMEL (B1O) .

) RPER a W E SRR, R B

) IABEERRELFRI 254, 100 pL &L

K) 5 EWRGEE, T 37°C CO 83 4a 9% 16 h.

) RS IR &, #I Luciferase.

2) HGEFERN

S A A B ]
H_GDF15 Reporter 293 0 pg/mL 500 ng/ml 7.63 pg/ml
DDX35™ Cell Line 501 21641 591

3) WiIEER

-~ H_GDF15 Reporter 293 DDX35™ Cell Line -6 H_GDF15 Reporter 293 DDX35™ Cell Line
2.5x10% 2.5x104
=S 2.0x1044 ° = 2.0x10% °
& &
g 1.5x104 3 1.5x10
= =
g 3
% 1.0x1044 g 1.0x10%4
£ £
£ s0x104 £ s0x104
- -
0 i T r 1 0+ r .
-4 2 0 2 4 -4 2 0 2
Logio[H_GDF-15] (ng/mL) Logio[H_GDF-15] (nM)
H_GDF15 Reporter 293 DDX35TM H_GDF15 Reporter 293 DDX35TM
EC50 4.008 EC50 0.3340

Fig 4. H_GDF-15 IGHEZR Ch DR 25 AT o7 ik FBE R BE R WK FE OB S Jm 261D
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FASRT i

GDF15 GFRAL
H_GDF15 Reporter 293 Cell Line Mouse GDF15 Reporter 293 Cell Line
Membrane Bound H GDF15 CHO-K1 Cell Line

Anti-GDF15 hIgG1 Reference Antibody(Ponsbio) Anti-GDF15 hlgG4 Reference Antibody (Visubio)
Anti-H_GDF15 hIgG4 Antibody(CTL-002) Anti-H GFRAL hlgG4 Antibody(QUEL-0301)
Biotinylated Human GFRAL Protein; His-Avi Tag Human GDF15 Protein; His Tag

Human GFRAL Protein; His Tag Human pro-GDF15 Protein; His Tag
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