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AP AR —MGEABREZIE (GPCR) , EAMUlE ERE. e DS ZFliikss &,
{F 55 L (1) YR PE LA /2 Apeline Apelin/E HH Apelindi R 4mfd ff— R A K, XL LS5 AP)
ARG G IS T . ApelinfKITE X ZFE, A6 Apelin-36. Apelin-17f1Apelin-13%%.

M Apelinf K SAPIZARGE G, AR ARG, ZHREGER GEF ZGai/ofk )
SEFIEGEB .. BURGEA M LUl 2 Mg LB 5T, SiEE R IRIMulE (FF
fReAMP/KF)  BudBEREEC (PLC) T HIEAEEFC (PKC) MELE 75 58K .
APJZ AR Apelinfe .0 ME T RE . AR IRIG K B 7 AR HEEREH.
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i) PN 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. BAIFEMHEE
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 ExCell/FSP500
DMEM 500 mL gibco/C11995500BT
96 Well round Well culture plate 96-Well NEST/701001
96 L U JRANHHTRIR 96-well Fi¥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 / Genomeditech/GM-87770AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513
Kit
BB
Equipment Manufacturer/Catalogue No.
MM ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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E: NBRRERAER, ARG HIE LRI

SR MREREIMLE R RS, KEETH

B, PEBAEFEAE-70°C, BIRTE-70°C THETF S SBUR

RIS

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

b)  MIRE T E R A A0 R IR ISR 37°CHE IR K I
By, K AN BRI 20K T AN R RS, EEINI
NiRfL CRE 2-3 435D,

) H 70% LB AR S AR RIS Yo ) J 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) A 1 mL ZIpkE IR g, AT A & WHiE
P TSR, FEAIMI> 3 x 106 cells/mL.

e) EAMNE IR IRIERIEA, HEIR M LR 2-3
x 10° cells/mL, R4 4H A2 SRR, 440 M He b 3

FIERHFRILA

AR

a) {4/ 176 x g, 3 min B0 YCEEL.

b) E AU HARAF (90% FBS +10% DMSO) &
YHfE, ZHHEE RSN 5 < 106 cells/mL,
I3 e BN R A7

c) MEHET, EMAICE, WRAEE THERES T,
-80°C MIRFEZEA | R, RAREER WA .

% 1 mL

2. ZHAARAS (PL 10 em DL N4H0)

E: WREREN 1 E 2R, FASRERE FAKRR

SRR, BERANSEIERNEKERE.

a) ANy bR AN, WEEEA K. HFRAETEE 16-24 h
5, BN UGBS DL, 40 % REA E] 80%,
AT A ARAR HEFFAAE AR LB 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 MLEGEE SR A 5 SR FE 2S5 10 em TN 2 mL PBS
TEPE 1R

¢) 3 PBS, N 1mL0.25% Trypsin-EDTA 1L, 37°C
AL 30-60's, RAEL FULEE.

d) R faARIE , 2 R BT, 4 200 DI 4 v
BENF, 02 mL A A K SRR L L, K

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

ERE:
a) ZIMERIRTF, SEAREE, BTEFRASR SHES
HHREY, RERER, FRERARIED, H

MAEKEEBTRE.
b) ERRFEENET 80%, BUTTRELELHMZE
FAET FBEE MRS -

¢) FBS M5 56°C ANk 30 0%, wf KIFFMERERS
W, HEAREXWMALSHEKRETHHRETE
,ﬁo
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BRI, 0T ARSESS, #EFE H_APJ Reporter HEK-293 Cell Line 4l
BN 1.5%x 104 Cells/FL. ARSZHMEFH Apelin-13 TFA (1664.85 Da) /E AP Block T
& Conc.01 ZHRFEN 1 uM, 4 fEEREEFGRE, Conc.01-Conc.09 437l HEAi 7£ B2-B10,

Bl1 A0 WREXIE, FEFLIIA 100 uL PBS, PABHIEIIFLZEK .

FLARAT J) «
! 2 3 4 5 6 7 8 9 10 11 12
PBS
Apelin-13 TFA 24414 6104 1526 .
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS

1) ke IR
a)  SEIGET 16-24h, 004 H_APJ Reporter HEK-293 Cell Line, LA 5¢ 41597 5 5 240 i,
VAR R BE Sy, GBI AN e A B R IR 77 2, R IR EEE] 1.5 % 10° cells/mL,
PAFERE N 100 uL giff/fLz= oL JE LN 100 pL PBS. & bAEE, iAo
B
b) AEH 1 ANTEEE 96 FL V IRARHE S 25 MM
c) BMEFNGUA, 1T (W B2-B10) .
d) EHERCE
FLYEZE N fith Bl [ WARFS
Apelin-13 TFA 1 mM 0.1 mM BY 2 pL £ +18 pL Assay Buffer
forskolin 60.9 mM 6.09 mM BY 2 pL fi7+18 pL Assay Buffer
e) 96 L VEMRH, I Assay Buffer, &fLIAFIL TR, 40 B2 FJLINA 71.87 uL Assay

Buffer, B3-B11 L, A 55 uL Assay Buffer.
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) I RRAR A DAL S B, IMAZIEE — MR RESL R (0 B2 A 1.47 L

Apelin-13 TFA) , JB%].

BHRRL |

FREERREFL, RUNATFLIREL 18.33 L, JIAIKIL

| 3L |

2 3 4 5

6 7

9 10 11

1.47 pL Apelin-13
TFA

A

71.87

ne

55 uL 55 uL 55 uL

g)  ME—MRERRFL B2 TUREL 18.33 uL, AR ABEERRIL B3, 7RSI .
h) DAMESSHE, EHEE 9 MEERRL (B10) .

i) MCHE 2x #IEH), 6 uM forskolin (7.2 uL 6.09 mM forskolin BRI F] 7326 pL Assay

Buffer 1, WA5JEMEAD .
i) BB a W E A LR, W3E LI 100 pL.
k) SREINCGEER h A L OB EERR R, BEALIN S0 uL VRS, 5 LR AUBON B R AR Y

B 1h,

) 1h/EHEGHDER  MER IR, MARIPIR k 4 fLa A+, &FLIMA 50 uL 2251,
m) i bEEiR, KL E 16 he
n) A FHARE EEFEAIAT &, ORERS I Luciferase.
2) & EE R

S R U 1

H APJ Reporter HEK-
293 Cell Line

forskolin + 0 uM Apelin-

forskolin +

13 TFA 1 uM Apelin-13 TFA

forskolin +
15.26 pM Apelin-13 TFA

453953

124390

371282
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H_ APJ Reporter HEK-293 Cell Line
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H_APJ Reporter HEK-293 Cell Line
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Fig 4. H_APJ Reporter HEK-293 Cell Line (Cat. GM-C29525) was determined by flow cytometry using Anti-APJ
mlgG2a Antibody (Cat. GM-87770AB).
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NPRI1
H_NPRI1 Reporter Cell Line Cynomolgus NPR1 CHO-K1 Cell Line
Flag-Mouse NPR1 CHO-K1 Cell Line H NPR1 CHO-KI1 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 hlgG1 Reference Antibody (XX-16)
Anti-NPR1 higG4 Antibody(REGN-5381) Anti-NPR1 hlgG4 Reference Antibody (REGN-5381)
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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

