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APISZARE—FIGHE FMEESZ K (GPCR) , fEAAR E3Rik. Bnl LS Z ML &,
{H 55 B 2L (1) VR PE AR 2 Apeline Apelind EHApelindi R 4mfs if— R A1 K, XLk T LIS AP)
TR G IHBEIEE . ApelinfKITENZFE, 4EApelin-36. Apelin-17F1Apelin-13%5 .

LApelinfK 5APIZ RS G, ZMKEMZREN, ZEE5GER GEW ZGoi/oEH)
SaFIEGEH .. BURGE A LUl 2 Mg LS5 S, SiEME IR IRIMulE (FF
fReAMPIK-F)  BudBEREEC (PLC) R THIEAEEFC (PKC) MELE 15 5 iEEK .
APIZ AR ApelinfE L MLVE ThEE . ABHTT. IRIG K & 77 i # 2] = Z A EH .

i EYH._APT Reporter HEK-293 Cell Lines& — i Luciferasef 75 3 K40 £, B ik 4h
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1. ZfEIr. . RGeS

2 S 5 a5 7 0 DMEM+10% FBS+1% P.S

I AR K B TR S DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+0.75 pg/mL Puromycin

2 ML A7 90% FBS+10% DMSO

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

2. IR ER

T HE

Reagent Specification Manufacturer/Catalogue No.

Blasticidin 10 mg Genomeditech/GM-040404-1

Puromycin 25 mg Genomeditech/ GM-040401-1

Pen/Strep 100 mL Thermo/15140-122

Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010

DMEM 500 mL gibco/C11995500BT

96 Well round Well culture plate 96-Well NEST/701001

96 L U JRANHHTRIR 96-well FA¥i/1014010

96 well White Flat Bottom Polystyrene Not Treated 96-well Corning/3912

Microplate

Forskolin 10 mg sigma/F6886

Apelin-13 TFA 1 mg MCE/HY-P1944A

Anti-APJ mIgG2a Antibody / In house

GMOne-Step Luciferase Reporter Gene Assay Kit 1000T Genomeditech/GM-040503C
B

Equipment Manufacturer/Catalogue No.

T ThermoFisher Scientific/Countess 3

AR Moleculardevices/SpectraMax L
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1. 4B

E: NHRRBERAEE, NAEREGFHRE LRI

SR, RN R RS, WEETH

B, PUBAEFEAE-70°C, BIATE-70°C TRETF S S BUR

RIS

a)  37°CKIEIATIRE 7 IR, I TG ) 2 75 8 5%
JESmL & 15mL BOE .

b)  AAVRZE H R VR A A O R AN 37°CHE IR K R
By, K AN BRI 20K T AN R RS, EEINI
NiRfL CRE 2-3 435D,

) H 70% BRI AR S AR RIS Yo ) L3 R AR
W2 A R B 5 TR R AR T 1 4 R R s B
SR ) KB DT, BEIRA, 176 x g, &0 3 min,
fEApEE, 7 Big.

d) fEH 1 mL ZIpkEIRE g, AT A & WHiE
P ORI, FEAIMI> 3 x 106 cells/mL.

e) MR IR, R A R E) 2-3
x 10° cells/mL, R4 4H A2 SRR, 440 M He b 3

FIERHFRILA

3. MG

a) f#/H 176 x g, 3 min B CYCEEL

b) i FA AR A (90% FBS +10% DMSO) &
YHAE, ZHMEFEIREES S x 100 cells/mL, 4 | mL
I3 e BN R A7

C) BT, EUbLE, BIAEEE THERRSE T,
-80°C MIRFEZEA | R, RAREER WA .

2. ZHpEAEAR (L 10 cm ML)

T AREREN 1 E 2R, FRERERE, AR

SR, BERANSEIERNEKERE.

a) ARy b Rcani, WhEEA K. HFRAETEE 16-24 h
oo B UGBS DL, 40 % A E] 80%,
AT A AR AR HERF AL AR Ly 1:3-1:4, 2-
3 RAEAR R ORRRE BT 80%, 500 AT it
0 52 355 1 10 3 B0 P o

b) R MLEHE IR AR FRESE 25, 10 cm MU0 2 mL PBS
TEPE 1R

¢) 3£ PBS, fil 1 mL0.25% Trypsin-EDTA #H{kiti, 37°C
AL 30-60's, RAEL FULEE.

d) FranpEASIE , oA I B A S, 05040 DI 4 25
BENF, 02 mL A4 KRR L I, K

JO/NCRFT IR, 176 x g IR E O 3 min.

ERE:
a) YMINIETF, SEAMBE, BTERIS, &8s
FHREY, RERER, FRERARIED, H

MAEKEEETRE.
b) HERFEEAED 80%, BN HEEMMRZE
BT B0 MR -

C) FBS MiETFE 56°C AN 30 0%, w KIFFMERERS>
W, EAREXWMALSHEKRETHHRE TE
.ﬁo
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1. IRAEsEIe
BRI, 0T ARSESS, #EFE H_APJ Reporter HEK-293 Cell Line 4l
N 1.5 <104 Cells/fL. AR SZEGA# ] Apelin-13 TFA (1664.85 Da) £ AFHME: Block it
f&;  Conc.01 Z4KFEN 1 uM, 4 fEEEFEREE, Conc.01-Conc.09 43 #ilHEfi /£ B2-B10,
B11 N O ¥RJEXIE. R FEFLINA 100 uL PBS, PABG1EIIFLA K .
FLARAT
1 2 3 4 5 6 7 8 9 10 11 12
PBS
Apelin—13 TEA 3.91 976.56 @ 244.14 61.04 PBS
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) InteeB R
Q)  SEIGET 16-24h, BOWTEE H_APJ Reporter HEK-293 Cell Line, LA 58 415 97 5L #2410 g,
THEL A0 M % B S 77, AN 5 A R 2R AR 7 2, AR IR B 2 1.5 <105 cells/mL,
DAHEAEIN 100 uL ZHAR/FLA P RIfL. FAERIFLIN 100 uL PBS. 76 FAkas, T i
B,
b) R 1/NTER 96 ALV RARAE & 25 VIR R .
¢ BAFUGUA, M 1T (1 B2-B10) .
d EREAECE
LSL RS fi i BEK Picl B 52
Apelin-13 TFA 1 mM 0.1 mM BX 2 pL fi+18 pL Assay Buffer
forskolin 60.9 mM 6.09 mM BY 2 pL fi+18 pL Assay Buffer
e) 96 1L V AR H, A Assay Buffer, &AM T~Z, w1 B2 fLINA 71.87 pL Assay

Buffer, B3-B11 fL, Ml 55 uL Assay Buffer.
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) WRECR R AR S BB IMANSIEE — MR MR LA (i B2 I 1.47 pL

Apelin-13 TFA) , %],

BRI | BREERRREAL, (RUCAAI LI 1833 L, AL | x|

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

us]

1.47 pL Apelin-13
TFA

55 uL 55 uL 55 uL 55 uL

I O m m O O

9) MEE—AERERRAL B2 hREL 18.33 uL, ANAEIEE “ANBEERRAL B3, MRS

h) CLSEHE, BES 9 MEEMBIL (B1O) .

i) FCHE 2 x BiGF, 6 uM forskolin (7.2 pL 6.09 mM forskolin FEEIIAZ] 7326 uL Assay
Buffer 1, JREEMEAD .

) BUHBER a W E IR AL, T LG 100 L.

K)  SRJEINND R h A& 0 (R AR BEVA TR, EFLINA 50 pL JRA), 75 b ai BUBON B 77 46 7
B 1lh,

) Lh/EECEDRR MR, ISR K MAIRILR S, BN 50 pL V821,

m) 5 B, kLR 16 h.

n) AR SRR ARG, WORERI Luciferase.

2) s HERI
S AR B DA I

forskolin + 0 uM Apelin- forskolin + forskolin +
H_APJ Reporter HEK- . .
i 13TFA 1 uM Apelin-13 TFA 15.26 pM Apelin-13 TFA
293 Cell Line
453953 124390 371282
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3) WiF4E R

Luminescence (RLU)

H_ APJ Reporter HEK-293 Cell Line

4x10°+
3x10°+
2x105+
o
1x10°4
+ 3 puM forskolin
0 ] ] ||
-6 -4 -2 0

Log g[Apelin-13 TFA J(uM)

H_APJ Reporter HEK-293

1C50

0.0008671

Fig 2. Bk #
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P 1 REMRIESR

H_APJ Reporter HEK-293 Cell Line

% Inhibition

Normalized To Mode

1C50
100+ -©- CP3 0.1166
50+ 4 CP13 0.1669
CP23 0.1141
60~ 5
404
20+
0+ + 3 uM forskolin
-20 T T T 1
-4 -2 0 2 4
Logg[Apelin-13 TFA] (nM)
Fig 3. T EMEIRIESS
B3R 2 MAKAES R
100 = ‘ SamplelD Geometric Mean : FL11-H
|H[ 293 anti-APJ+APC-2nd AD 1281
H ‘ H_APJ Reporter 293 Mouse_IgG+APG-2nd Ab 1494
80 = \I H_APJ Reporter 293 anti-APJ+APG-2nd Ab 303658
40 -
0 = RRALL BRRR L BRI B o B b B L LD B L B
FL11-H :: APC-H
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FASRT d

NPRI1
H_NPRI1 Reporter Cell Line Cynomolgus NPR1 CHO-K1 Cell Line
Flag-Mouse NPR1 CHO-K1 Cell Line H NPR1 CHO-K1 Cell Line
H NPR1 HEK-293 Cell Line Mouse NPR1 CHO-K1 Cell Line
Rat NPR1 CHO-K1 Cell Line
Anti-NPR1 hlgG1 Antibody(XX-16) Anti-NPR1 higG1 Reference Antibody (XX-16)
Anti-NPR1 hlgG4 Antibody(REGN-5381) Anti-NPR1 hlgG4 Reference Antibody (REGN-5381)

(COERILINYINNE

AR FLVE AT MR T R AL A L AT EELE AN AT AR VR BORCRIRE T 2 g AT
N EWEYPR R VE R AR, AR, TG BRSO PR A R A AL

FEF WA ANREF R 75 2 18], VPRI T AN v AR A7 VB &R . Bl T AR 2. ok i
L PR A AT SR AT AR, AR e seiR . BT WAL, BRRE. REEEEMEL
AR m) A5 =7 AR T ANV T N BIWE TS H BT A8

VRIS 5 E A R AL
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https://www.genomeditech.com/cell-line/H_NPR1-Reporter-Cell-Line
https://www.genomeditech.com/cell-line/Cynomolgus_NPR1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Flag-Mouse_NPR1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_NPR1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_NPR1-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_NPR1-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Rat_NPR1-CHO-K1-Cell-Line
https://www.genomeditech.com/antibody/Anti-NPR1-hIgG1-Antibody-XX-16
https://www.genomeditech.com/antibody/Anti-NPR1%20hIgG1%20Reference%20Antibody%20%28XX-16%29
https://www.genomeditech.com/antibody/Anti-NPR1-hIgG4-Antibody-REGN-5381
https://www.genomeditech.com/antibody/Anti-NPR1%20hIgG4%20Reference%20Antibody%20-REGN-5381

