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KSR 15 (GDF15)Z F kA KR F(TGF)-b FIR T s K 51, & FiLL 25 kDa
TR AIEA R W EE . ER MR TRERAAKET pOBZIENEAR. EIEFEN
N, GDF-15 fE RZH#E TREIE, T B O FSEES B 1 ik B

P I R 40 R AT AL A 2 92K 1 (glial-cell line-derived neurotrophic factor, GDNF)
KM GFRAL SN GDF15 KIME—524k. GDFI15 LLFER 11454 GFRAL, {HR5 GDNF %%
RF IR AR S 456, 11 GFRAL AN 254 GDF1S 1 ANgs G AF i HiAth GDNF AHCHEC 4
GFRAL 7E454 GDF15 J5 S5%BI52 4k RET 45 &M E &1, Gt 423 GDNF Z %I AY (1)
YiMf55, 5 RET. AKT. ERK Ml PLC-yl FIBEERILAHE.

H_GDF15 Reporter 293 Cell Line (fIRFE:Al7E R A%, Genomeditech/#GM-C06718,
AIEHC SpectraMax L &5& F AL 7 ROGEEHRCET D) 5 H_GDF15 Reporter 293 Cell Line
(High Basal) (bt R BT, Genomeditech#GM-C43937, & T SpectraMax MS5.
i3x S5 5 LHE AR R BEFRAUE D 59T RET-ERK {55 1l B A4 g 1) 28 e R AR
ERNMMAR. 24 GDF15 52k GFRAL 45 & G4k 582k RET 45 &R E &1,
fd RET BRIk . 30— 20 ERK BERRIL, 0% ELK1. ELK1 AZBUE 7 £ (Luciferase)
(1215 . Luciferase S RIS 5@ E MWIE 2GR, I al T GDF15 AHICZG A 148
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2 0 B2 5 B TR I DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+1.5 pg/mL Blasticidin+400 pg/mL G418+125
pg/mL Hygromycin+0.75 pg/mL Puromycin
2N MR AT I 90% FBS+10%DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BAIFEH M
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 Not Treated 96-well Corning/3912
Microplate
Human GDF15 Protein; His Tag / Genomeditech/GM-87627RP
Anti-GDF15 hlgG1 Reference Antibody(Ponsbio) / Genomeditech/GM-87500MAB
Anti-H _GFRAL hIgG4 Antibody(QUEL-0301) / Genomeditech/GM-71276AB
Anti-H_GDF15 hlgG4 Antibody(CTL-002) / Genomeditech/GM-71274AB
Anti-GFRAL hlgG1 Antibody(NGM-120) / Genomeditech/GM-77399AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit
AR
Equipment Manufacturer/Catalogue No.
IR eI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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H: AWREREAEER, NAEWREIREYKE L

fRVRIE R IR IR . IR B4 5 T E SR

BHETRERED, FEMFAE-70°C, BNTE-70°C

THFEITEERR.

a) 37°C/KIRMTIRE 3G, IMATREE
P FERE S mL & 15 mL B0 .

b) AR BCHS R A7 40 B IR TN 37°ClER 7K
TR, PG MR TR S KT DL R R R R,
HPINIRIELL GEH 2-3 580 .

o) H 70% & RAT B A LA BEAR TS 2L L
o EAEY RSN BRI G O A E R Al
BB RIS O EOES, RERE,
176 x g, &0 3 min, FAMIYLRE, 7+ LiG.

d) A 1| mL S5 IR, U A
BM IR AT BRI, FEAT > 3 x 10°
cells/mL.

e) JEILAMINE TRREFRIEMIL A, ARG
F) 2-3 x 10 cells/mL, HRHE4HNLER AR, K
N B R B A& [ B IR LA

3. GG

a) fHH 176 x g, 3 min 25 /0UCEELHM .

b) AEHTA AAEAE (90% FBS + 10% DMSO)
HEMM, MR 5 x 10 cells/mL,
[ 1 mL 7 R B4R

o) FEmT, EUCE, BIRAEETHER
BE, -80°C MR ED 1 K, RYFEREWR
&b

2. ZHBAEAR (BL 10 em MAH)

H: GREAEN 1 Z 2R, FHEARERE, &
HHRSREE, BELATHERERNEKSESF
.

a)  HMCH B AAE, WEEEAEK . BRI E 16-
24 h 5, BT OUERAMIMGEENS L, A0
BH] 80%, ToEHHTAIMALAR . AN MALAR
Eo 1:3-1:4, 2-3 FALAC TR fRfr AN
i 80%, 75 U] i 2 DR 40 M 52 1457 1 i 5 50

b) CHILELEFFRMA R B FRST 25, 10 em LN 2
mL PBS JE%% 1 K.

¢) 3 PBS, Ml 1 mL0.25% Trypsin-EDTA ALK,
37°C 1k 30-60's, TiHEE T WM.

d)  FRAAARARIE, SHAG IR AA L, 4 T 4
L EREER, 0 2 mL A AT K IR BRS¢
1EVHAL, B4R/ OIRET IR, 176 x g Eili &

> 3 mino

EBEMR:

a) AMNIRR, FEARERE, BTEEIR, &
B (Y1 AELA) SAYRERE, RERE
G, IUERARSED, AREKERET
FERE o

b) EERIFEENEL 80%, 5N < F4HH
R ENFET FBOEVERES -

¢) FBS & 56°C fn# 30 434, W RKIEFMEFIE S
W, EAREFMARLSHERETMARE
TiEHE.
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1. BIELK

BRI TR AL, X FACSEE, #E#E H GDF15 Reporter 293 Cell Line il & 1.5

x 104 cells/FL o A<V 525644 Bl Human GDF15 Protein; His Tag (13 kDa; PA R féii#% 5 H_GDF15)

YENFHYEZY), Conc.01 IRIEAN 4 pg/mL, 4 f5E6EEMFE, Conc.01-Conc.09 43 7SI HEAR7E B2-

B10, B11 A0 WEEXTHE . I EIFLINA 100 uL PBS, LARiEiiFLAE K .

FUBRHEAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
62.5 15.63 3.91 976.56 244.14  61.04
H_GDF15 PBS
pg/mL  pg/mL  ng/mL ng/mL ng/mL ng/mlL pg/mL pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a) FESEIOHT 16-24 h, AN MIEFRM P, TEAE O UCEAIIRYTE, RS RS
A REIRILE AL, RS IR Bl AR R R IR B 1.5 %
10° cells/mL. VAHEFEIN 100 uL Z0AR/FL 2 AL, A FLI0 100 L PBS. # Bk
#i, TWHE T E AR .

b) A 1 ANTCHE 96 LV RARHE & 25 R

o)  BAFRNZY, {EH—1T (41 B2-B10) .

d) BHERCE

FLYEZE N fifi BEK W= WIRPS
H_GDF15 0.4 mg/mL / FLREAE AR
e) 96 1L V MRS, MM Assay Buffer, &fLIAFIIL T, W B2 fLAINA 145.2 uL Assay

Buffer, B2-B11 4L, JHIA 110 uL Assay Buffer.
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) IO FRAR A DA S BRI ZIEE — MR RESL R (i B2 A 1.47 uL

H GDF15) , &%l

BRI ‘ BREEMREAL, MK MATALIRI 36.67 uL, IIAIKAL

| AL

4 5

6 7

8

9 10 11

12

1.47 uL
H_GDFI5

110 uL

110 uL | 110 pL

110l 110l 110 pL

110yl 110 L 110 pL

g)  MEB—AFREERREAL B2 HIREL 36.67 uL, MIAZIEE —ABEEEMBIL B3, R

/N
~J o

h) DAMESSHE, EHE 9 MEERRL (B10) .
i) KPR aEE R FLRIE, LS 100 pL B
J) AN HTHER LB FE R RE,  AFFL 100 pL.

k) 5 EWEE, T 37°CCO, BT R9E 16 he

) RN, I Luciferase.

2) FEE R
SRS FE ARSI 1R 15

H_GDF15 Reporter 293 Cell

Line

0 pg/mL
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61.04 pg/mL
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5529

386
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H GDFI5 Reporter 293 Cell Line
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Fig 2. Response to Human GDF15 Protein; His Tag. The H GDF15 Reporter 293 Cell Line (Cat. GM-C06718) at
a concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Human GDF15
Protein; His Tag (Cat. GM-87627RP) in assay buffer (DMEM+1% FBS+1% P.S) for 16 hours. The firefly
luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum

induction fold was approximately [14.0]. Data are shown by drug mass concentration.

2. HUARINH] LI

B AL, ST AS2Se, HEFE H GDFI15 Reporter 293 Cell Line 40 & 1.5
x 10* Cells/fL . f# | Anti-GDF15 hlgG1 Reference Antibody(Ponsbio) (P4 T & #K 4 Ponsegromab;
21150 kDa){E NFHYEZ W), Conc.01 ZKJE N 30 pg/mL, 3 f5BRE#MiFE, Conc.01-Conc.10 73
SIHEATTE B2-B11, BI12 4 0 WKEXTIE. JFEFEA 100 uL PBS, PABF1EiAFLAER .

FLARAT J) «

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

oe]

10 . . 37037 12346 @ 41.15 13.72 4.57 1.52
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1) EEP R
a) FESEIOHT 16-24 h, KA ARG TP B, AL B ORI CE, Al R e
AR IR EEANL, ARG IR, DO AR IR R AR 1.5 %
10° cells/mL. VAHEFEIN 100 L 4HAE/FLEH I FL. J& B AFLIN 100 uL PBS. i FAR
i, TR LR
b) M 1 AN 96 LV RARHE FTURFFE .
c) BN, H—1T (W B2-B1D) .

d) HERBER

ERL Y i fifi BER P B 1%
Ponsegromab 4 mg/mL / EEA AR
H_GDF15 0.4 mg/mL 0.04 mg/mL HU 2 uL fi#¥i+18 uL Assay Buffer

e) 96 fL VMR, M Assay Buffer, SfLIAFUL TR, 41 B2 FLANA 90 uL Assay
Buffer, B3-B12 fL, A 60 uL Assay Buffer.
D) WIS FERR AR DUAE S BRI B — MR FER RS (B2 FRIA 1.37 uL

Ponsegromab) , &%),

BEBIRX ‘ BREEARRESL, AR FLIRI 30 uL, IIAIKAL PUBGE(R

1 2 3 4 5 6 7 8 9 10 11 12

o3

1.37 uL
PN 90 L 60 pulL 60 uL 60 pulL 60 pulL 60 uL 60 pulL 60 uL 60 ulL 60 ulL 60 puL
Ponsegromab

T O ™ mJd 0

g)  ME—EERBESL B2 FIREL 30 uL, IIANEIE AERERREIL B3, RS .
h)  DLRHE, BHES 10 MEEEREIL (Bl .
i) HE 2x BEEF, 80ng/mLH GDF15 (3.6 uL 0.04 mg/mL H GDF15 RGN

1800 uL Assay Buffer #, JBZIEEH) -
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P KRS E L BRI AR R LA, LN 60 pL YRS, L EEBUBON
B E 1h.

k) 1h JEEUHPER a MANMTFLAL, T3 HiE.

) REIMALIR | W EFRREH, 4L 100 uL.

m) i bR, ARZEEE 16 ho

n) YCFEREI Luciferase.
2) & E R
S HE R U 1

0 pg/mL 30 pg/mL 1.52 ng/mL
1921 205 2633

H_GDF15 Reporter 293 Cell Line

3) WirgR

H_GDF 15 Reporter 293 Cell Line

4x10°1

=)

2 3x10°4 90

P o

g 2x10'

s

=

g 1x10%-

3 ~ 40 ng/mL H_GDF15
0 T T T — T 1
3 2 -1 0 1 2

Logg[Ponsegromab] (pg/ml)

H GDF15 Reporter 293 Cell Line
1C50 | 0.09281

Fig 3. Response to Anti-GDF15 hlgG1 Reference Antibody(Ponsbio). Serial dilutions of Anti-GDF15 hlgGl
Reference Antibody(Ponsbio) (Cat. GM-87500MAB) was incubated with 4 ng/well of Human GDF15 Protein
(GM-87627RP) for 1 hour in assay buffer (DMEM+1% FBS+1% P.S). After pre-incubation, add the mixture to
the H GDF15 Reporter 293 Cell Line (Cat. GM-C06718) at a density of 1.5E4 cells/well in a 96-well format, and
incubate for 16 hours. Firefly luciferase activity was then measured using the Luciferase Reporter Assay Kit
(Genomeditech). The results indicated maximum blocking folds of approximately [9.4]. Data are shown by drug

mass concentration.
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H_GDF15 Reporter 293 Cell Line

EC50
25+ o CP3 0.05977
A CP16 0.04412
20+ CP30 0.05706
= 15-
=
= 10-
5-
0 S | T T 1
-6 -4 -2 0 2

Logo[H_GDF15] (ug/mL)

Fig 4. The passage stability of response to Human GDF15 Protein; His Tag. The passage 3, 16, and 30 of
H_GDF15 Reporter 293 Cell Line (Cat. GM-C06718) at a concentration of 1.5E4 cells/well (96-well format) were
stimulated with serial dilutions of Human GDF15 Protein; His Tag (Cat. GM-87627RP) in assay buffer
(DMEM+1% FBS+1% P.S) for 16 hours. The firefly luciferase activity was measured using the Luciferase

Reporter Assay Kit (Genomeditech). Data are shown by drug mass concentration.

fii% 2. WARIUESR

100 7 plelD Geometric Mean : FL11-H
M | 293 anti-GFRAL+APC-2nd Ab 1683
H_GDF15 Reporter 293 H_IgG+APC-2nd Ab 1573
80 = | H_GDF15 Reporter 293 anti-GFRAL+APC-2nd Ab 6362
=
o
=
2 607
hel
[
N
©
E 407
o
z
20 7
0
L BARALL B BARAL M L B IS IR |
10 10 10 10 10
FL11-H :: APC-H

Fig 5. H_GDF15 Reporter 293 Cell Line (Cat. GM-C06718) was determined by flow cytometry using Anti-
H_GFRAL hlgG4 Antibody(QUEL-0301) (Cat. GM-71276AB).
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Fig 6. The mRNA expression levels of H RET in the H GDF15 Reporter 293 Cell Line (Cat. GM-C06718) were
determined by RT-qPCR.

fit % 4: ThEEKE

H _GDF15 Reporter 293 Cell Line

2.5x103=
= - 100
= 2x10°
& -80 -
L 3 E
r_=) 1.5x10 60 E
: =
1) 1x103+ 40 S
= 3
E +40 ng/mL Human GDF15 i
= 5x10°+ 1C50-0.04132 ug/mLf 2
— o)

0 Ll Ll T T 0
-6 -4 -2 0 2 4

Log;o[Anti-H_GDF15(CTL-002)] (ug/mL)

Fig 7. Inhibition of Human GDF15 protein-induced reporter activity by Anti-H GDF15 higG4 Antibody(CTL-
002). Serial dilutions of Anti-H GDF15 hIlgG4 Antibody(CTL-002) (Cat. GM-71274AB) was incubated with 40
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ng/mL of Human GDF15 Protein (Cat. GM-87627RP) for 1 hour in assay buffer (DMEM+1% FBS+1% P.S).
After pre-incubation, add the mixture to the H_ GDF15 Reporter 293 Cell Line (Cat. GM-C06718) at a density of
1.5E4 cells/well in a 96-well format, and incubate for 16 hours. Firefly luciferase activity was then measured using
the Luciferase Reporter Assay Kit (Genomeditech) (left Y-axis, relative luminescence units), with inhibition

percentages shown on the right Y-axis. Data are shown by drug mass concentration.

H GDF15 Reporter 293 Cell Line

2.8x1031
-
2 2.1x1031 a0 _
g =
=60 T

T 1.4x10°7 =
A o
= 40 S
E +40 ng/mL Human GDF15 c\c
= 24 1C50=0.07266 pg/mL
= 7%x10 A .0
it

0 T - T T T '0

-6 -4 2 0 2

Logo[Anti-GFRAL(NGM-120)] (ug/mL)

Fig 8. Inhibition of Human GDF15 protein-induced reporter activity by Anti-GFRAL hlgG1 Antibody(NGM-
120).Serial dilutions of the Anti-GFRAL hlgG1 Antibody(NGM-120) (Cat. GM-77399AB) were incubated with
1.5E4 cells/well of the H_ GDF15 Reporter 293 Cell Line (Cat. GM-C06718) in a 96-well plate for 1 hour in assay
buffer (DMEM + 1% FBS + 1% P.S). Subsequently, the Human GDF15 Protein; His Tag (Cat. GM-87627RP) at a
density of 40 ng/mL was added, and the coculture proceeded for an additional 16 hours. Firefly luciferase activity
was then measured using the Luciferase Reporter Assay Kit (Genomeditech) (left Y-axis, relative luminescence

units), with inhibition percentages shown on the right Y-axis. Data are shown by drug mass concentration.
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GDF15 GFRAL

H_GDF15 Reporter 293 DDX35TM Cell Line Mouse GDF15 Reporter 293 Cell Line

Membrane Bound H GDF15 CHO-K1 Cell Line

Anti-GDF15 hlgG1 Reference Antibody(Ponsbio)

Anti-H _GDF15 hlgG4 Antibody(CTL-002) Anti-H GFRAL hlgG4 Antibody(QUEL-0301)
Biotinylated Human GFRAL Protein; His-Avi Tag Human GDF15 Protein; His Tag
Human pro-GDF15 Protein; His Tag Human GFRAL Protein; His Tag
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A R T NRESRR 26, AR RN T A .

P e R i Al 55 (0 28 =07 7R B e AT AE 240 5 RHIEVE BB 9 A8 A RORE R L 1A, ANEEEAT 81, R
AFUEFT AR SR CREESCBNLID 23k 498, Fikal bl HAh 77 SRR il A= h kL .
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https://www.genomeditech.com/cell-line/H_GDF15-Reporter-293-DDX35TM-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_GDF15-Reporter-293-Cell-Line
https://www.genomeditech.com/cell-line/Membrane-Bound-H_GDF15-CHO-K1-Cell-Line
https://www.genomeditech.com/antibody/Anti-GDF15-hIgG1-Reference-Antibody-Ponsbio
https://www.genomeditech.com/antibody/Anti-H_GDF15-hIgG4-Antibody-CTL-002
https://www.genomeditech.com/antibody/Anti-H_GFRAL-Antibody-QUEL-0301
https://www.genomeditech.com/protein/Biotinylated-Human-GFRAL-Protein;-His-Avi-Tag
https://www.genomeditech.com/protein/Human-GDF15-Protein;-His-Tag
https://www.genomeditech.com/protein/Human-pro-GDF15-Protein-His-Tag
https://www.genomeditech.com/protein/Human-GFRAL-Protein;-His-Tag

