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1. ZfEIr. . RHRGnEE

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+125 pg/mL Hygromycin+0.75
pg/mL Puromycin
LR 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
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 White Flat Bottom Polystyrene Not Treated 96-well Corning/3912
Microplate
Atrial Natriuretic Peptide (ANP) (1-28), human, 500 pg GLPBIO/GC34025
porcine Acetate
BNP (1-32), human 1 mg GLPBIO/GP10071
Anti-NPR1 hIgG1 Antibody(XX-16) / Genomeditech/GM-87696AB
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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. HRET. BR HFE
MR 5

37°C/AKH R TR B 720, I TG 1 &
TR s mL £ 15 mL B0 .

IR HH B VR A7 20 P R GE BN 37°CHE R K
TR, K A TR S K IH UL T R P SRR
HE NIt GEE 2-3 7% .

FI 70% £ I #4475 A1 38 LA B AT 41 L
o (EAEY) R AN U G T R AR R
MRS R O FELET, BRRIRY,
176 xg, £50 3 min, {F4HlEyE, 7 Bib.
A 1 mL B8R E R, R
B g T R AR, TR > 3 x 108
cells/mL.

AN F R IR R R T R, YRR A A
F) 2-3 x10° cells/mL, HRHE4HNLER A, K
A e B S E B RS R L

AR

/1 176 <g, 3 min BT

15 F T4 4R B R A7 (90% FBS + 10% DMSO)
HURAHML, AR Ry 5 =< 10° cells/mL,
B 1 mL /AR AR

FFRET, EUAMCE, BRAAE E TR
W, -80°CFRMFR/D 1R, RIVEREW
A

2.

M HAEA (L 10 cm ML)

T MREFER L E 2R, EREFEFRE, F4RR
SRER, BERATHIAERNEKERE.

a)

b)

c)

d)

AN bR A, WEEEAE K. REFRAE IR E 16-
24 hJ5, B OUSEANMIEEG L, A0
KT 80%, ENFTHEATAUMIAEIR. HEFELHMAEAR
ety 1:3-1:4, 2-3 RAEAR.

W sl B TR P B R 3T &%, 10 em I 2
mL PBS JE¥E 1 K.

%% PBS, M1 1 mL 0.25% Trypsin-EDTA 4L,
37C 1k 30-60's, TiHEE T M.
TR AR IR, A A TR BB S, 554040 DI - 43
Ji BHEERY, I 2 mL A A AKE RIS
1EVHAL, K gi N OIRET RO, 176 x<g iR
L»> 3 min,

i HiE, diiiE A KRR EER, R
AR 0 25 P88 434 R 5 577 LT AR 4 i %
FETHEL, ARACS 400 2 30-40%)

EBEMR:

HRNIRTR, SEHEERE, BRTIEFAR, &
HESEHRERE, RERER, £AREH
&AL, dREKEREBTRE.
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1. ANP BuEszI6

BRIl AL, WA SEEG, #EFE H_NPR1 Reporter Cell Line 41 g5y 1.5 <10

cells/FL. Vx5 1% Atrial Natriuretic Peptide (ANP) (1-28), human, porcine Acetate ( BL R fai Rk

ANP; 3140.5Da) 1ENFHMEZ W), Conc.01 IKEZ N 2nM, 3 15EBEEFikE. Conc.01-Conc.09

S MHEA(E B2-B10, B11 4 0 ¥REEXTHE . A FElFLANA 100 uL PBS, LAB ik FLZE A

LR AT I 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
666.67 22222 = 7407 2469 823 274 91449  304.83
ANP PBS ALY 0 PBS
pM pM pM pM pM pM fM fM
PBS | PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) EEPR
Q) TESLERAT 16-24 h, KA MEE TR, SO BEEATTE, DR ek R E
AU, AN R O ), AN e AR TR AR R U7 2, A IR 1.5
105 cells/mL. PAHEAEHN 100 pL 40/ L2 H (A FL. S Bl LN 100 uL PBS. % B4R
i, TIEAEH R E LA .
b) TG 96 L V IRHRIE & 250 FE .
¢) X TARRFEM, 47 (B AT .
d BHERE
FLYEZ N it B [{W=ARPS
ANP 25 ug/mL (7.96 uM) 0.25 pg/mL (79.6 nM) HY 2 uL fif%+198 pL Assay Buffer
e) A Assay Buffer, &fLIAFN T, a1B2 fLH N 160.86 pL 1¥) Assay buffer,
B3-B11 fiNA 110 puL ¥] Assay Buffer.
) RECAFERRR AR IS S B IR EE —MER R REAL T (1 B2 Wi 4.14 uL

ANP) .
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BRI BEEERREAL, MR ETFLIRIEN 55 uL AR AL ot HE L
1 2 3 4 5 6 7 8 9 10 11 12

(o8]

4.14 uL. ANP 110 pL | 110 pL  110pL  110pL 110wl 110pL 110l  110pL | 110 puL
L

T O m m O O

9) ME—AERERBEIL (0 B2) FRIRI 55 uL WA, IIABIE ZAERERILE (o
B3) , 7.
h)y LLREHE, EEH 9 MREMEL (B1O) .
i) RDER a i E IR AL, FF B3 100 pL.
j)  CRUER AT IOBR R BRI LN 100 pL.
K) 5 FRiREE, T 37T CO. KiFrfhhiFR 6 h.
) YSFER I Luciferase.
2) s HEERN
S A R R I 3 B

0nM 2nM 304.83 fM
88421 6794471 88219

H_NPR1 Reporter Cell Line

3) WiEER

H NPRI1 Reporter Cell Line
sx'l“()-

6x10°4
4x10°4

2x105+

Luminescence (RLU)

-4 -3 -2 -.l lll ;
Log o[ ANP](nM)

IT_ NPR1 Reporter Cell Line
EC50 | 0.09680

Fig.2 ThALIELE
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2. BNP BuESEL

BRIl AL, WA SEEG, #EFE H_NPR1 Reporter Cell Line 41 g5y 1.5 <10

cells/fL . AR 525648 A BNP (1-32), human (UL T &% BNP; 3464.04 Da) /A FH £ 2454, Conc.01

TREELN 54nM, 3 5L EEFEFE - Conc.01-Conc.09 43 FIHEAT 7E B2-B10, B11 1y 0 ¥R EE X} IR,

JAEFLIN 100 uL PBS, LABG 1L FLE K .

FUBCHAG IR -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
666.67  222.22 74.07 24.69
BNP PBS
pM pM pM
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) e R
Q) {ESKIRHT 16-24 h, KA FHR P, SEOREMRITE, DR eI iEE
i, THEANNRE L ), AN e A IR U7 2, TR BRI T Y 1.5
105 cells/mL. DAHEFEIN 100 pL i/l 2 (A L. J& L0 100 uL PBS. % FAi
i, TP TR
by EHTCE 96 FL V EARE % 2P0 FE -
¢)  XITAREEM, A4 (B AT .
d tHEACE
FLYEZ N fifi BEK LR
BNP 25 ug/mL (7.2 uM) 2.5 ug/mL (721.7 nM) HX 2 uL fi#i+18 uL Assay Buffer

e) M Assay Buffer, ZFLIAFIIL TR, a1 B2 FLHINA 152.65 ul ) Assay buffer,

B3-B11 A 110 pL ) Assay Buffer.

) AR

uL BNP)

URFIURE S BB IINEIER —BEEERRE LR (n B2 HnA 12.35

TR EY AR (L) AIRA
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BRI FEEERREAL, MR ETFLIRIN 55 ul AIAIRAL ot HE L
1 2 3 4 5 7 8 9 10 11 12

12.35 uL BNP 110pL | 110l 110 puL
L

110puL  110pL  110pL @ 110pL  110puL | 110 pL

9) MEE—AEEERBAL (1 B2) FIREL 55 pL Ak, IINEEE AERERFLR (i

B3) , 7.

h) LASLEHE, B2 9 MREMELL (B10) .

) CREDIR e E R AL, FF i 100 L.

) CREHERR I R EERRERCREFL NN 100 pLo

k) @& BEbREE, T 37T CO, BraRffH 557 6 h.

) UKEEASI Luciferase.

2) RN
B HAR ST A B

\ 0nM 54nM 8.23 pM
H_NPR1 Reporter Cell Line
116210 7741045 106500
3) WiE%R
H_NPR1 Reporter Cell Line
1x1071
= 8x106-
e
& 6x10°+
=
g
£ 4x1094
£
g 2x109+
-
0+ T T 1
3 =2 -1 0 1
Log g[BNP](nM)

H_NPRI Reporter Cell Line

EC50 | 1.999

Fig.3 DIREIRIESS

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd

AAT] PRI IE, PR T A RIRT

10 / 14

For research use only !




w

I O m m O o

Genomeditech (Shanghai) Co.,Ltd.

Order: 021-68455258/50432826/50432825
Toll-free: 400 627 9288

Email: service@genomeditech.com

((/; oo LTl

Genomeditech

3. XX-16 Piikisid ki

BB R AT B AL, KT ACSES, HEFE H_NPR1 Reporter Cell Line ZH i &y 1.5 <10
cells/fl.. AR f# I Anti-NPR1 hlgG1 Antibody(XX-16) (150 KDa; LL R f&j#k XX-16) 1EN
FHYEZG%), Conc.01 IREEZ N 15 pg/mL, 3 f5EREEMFE. Conc.01-Conc.09 73 Jil A 7t B2-

B10, B11 4y 0 yRFEEXTIE, JEFEFLINA 100 uL PBS, ARG 1EAFLAER o

FUARHEAT A0 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
1.67 555,56  185.19  61.73 20.58 6.86
XX-16 PBS
pg/mL  pg/mL | pg/mL | ng/mL  ng/mL ng/mL | ng/mL | ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) PR

Q) {ESKIRHT 16-24 h, KA FIR P, OB RITE, DR aiiIRaEE
B, THE AN B RS 7y, B AMIN e AR IR 7 X, TR IR By 1.5%
105 cells/mL. PAHEAEHN 100 pL /L2 A A FL. S IR FLIn 100 L PBS. 75 EAR
%, TP EER.

b) {HFHTCH 96 FL V JEHHES 25 4H RS .

c) X TAFNEES, MH—AT (BT .

d BHEACE

bk /BN feli 201 P 7 1%

LA A

XX-16 2.277 mg/mL /

e) M Assay Buffer, ZFLIAFIL TR, 1 B2 FLH N 163.91 uL ) Assay buffer,
B3-B11 A 110 pL ) Assay Buffer.
) A FERRR AR IRE S B, IR EE —MER R REAL T (1 B2 Him A 1.09 uL

XX-16) -
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BRI BREERREAL, IR MATALIRI 55 ul A IRAL Xt HEAL
1 2 3 4 5 6 7 8 9 10 11 12
1.09 uL. XX-16 L 11opL | 110pL  110pL  110pL  110pL  110pL | 110pL  110uL | 110 pL
9) MEAERERRAL (W1B2) FREL 55 uL Wik, MR ZABRERLS (i
B3) , 7.
h) DAMCSRHE, BEZH 9 MREMEIL (B10) .
) KPR a i E R4 LR, 57 BT 100 uL.
) CREHERR I R EERRERCREFL NN 100 pLo
K) 5 FRiREE, T 37T CO. KiFrfhhiFR 6 h.
) WEEASI Luciferase.
2) &R
AR T DA I B
0 pg/mL 15 pg/mL 2.29 ng/mL
H_NPR1 Reporter Cell Line s Hem J
158147 5459534 139885
3) WIELR
H_NPRI Reporter Cell Line H_NPR1 Reporter Cell Line
6%10°7 6x10%4
=) =)
%‘ 4x10%4 %’ 4%10%
é 2x10%4 g 2x10%+
g g
3 3
0 T T T 1 0 T T T 1
-3 -2 -1 0 1 2 -2 -1 0 1 2 3
Log o[ XX-16](ug/mL) Log o[ XX-16](nM)
H_NPRI Reporter Cell Line H_NPRI Reporter Cell Line
EC50 | 0.55%6 EC50 | 3.731

Fig.4 DJReIRiEss R
A B TR T AT I 8 A P58 R B R A J3E 1) i B )5 &)
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ik 1. MAKIESER

SamplelD Geometric Mean : FL11-H

M | Null anti-NPR1+APC-2nd Ab 2718
H_NPR1 Reporter H_IgG+APC-2nd Ab 1926

[ ] H_NPR1 Reporter anti-NPR1+APC-2nd Ab 23408

Normalized To Mode

FL11-H :: APC-H

Fig 5. H_NPR1 Reporter Cell Line Ziifif# i} Anti-NPR1 hlgG1 Antibody(XX-16) (Genomeditech/ GM-
87696AB) i IR IEL

fF 2: REHBRIESER

H NPR1 Reporter Cell Line EC50

©- CP5 0.08101
A CP15 0.09691
CP25 0.09028

100~

Fold

Log g ANP] (nM)

Fig 6. H_NPR1 Reporter Cell Line 4iiJ{f{i /f] Atrial Natriuretic Peptide (ANP) (1-28), human, porcine
Acetate(GLPBIO/GC34025) %4 & ML F 45
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B A DAL T AR R R AR eI . BT BTAEHL . BRRE. K2sUEMIRG
AR w5 =7 AR T ANV T N BIWE T H BT A6

PRGBS 5 A R

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !

14 | 14



