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NPR2 Z5 1 (Natriuretic Peptide Receptor B, K Guanylate Cyclase B, GC-B) & —#f
PSR AZ AR A, B NPR2 N 4fY, & T 1AV 6 S ERIAMLEE (guanylyl cyclase) K.
ZEATENS C BAHIK (C-type natriuretic peptide, CNP) (1115 5% S4EH . NPR2 £
ORI b, AR A A S S A R DX P P S T R AL Bl A 45
Ik, 24 CNP 5HEEEI, NPR2 feWgfifk GTP A NI SIFR (cGMP) , Jfillid cGMP
WIS Sl B P B « AT, UG S S 2 P A I R . R TR
HAMI S BB E K, NPR2/CNP (5 SRS CBIEH: HIgER w5 RERKEA
Ay E IR P B 43 SR B PR AR E B DDA G o

A4 H_NPR2 Reporter 293 Cell Line 2l 2 /&5 T #6 5 N 75 Sl B A 2 1)
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v MIREE
1. giffsEsR. K. RAEFES

AN Iy H IR DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+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. WM HER
e
Reagent Specification = Manufacturer/Catalogue No.
DMEM 500 mL Gibco/C11995500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
Hygromycin lg Genomeditech/GM-040403-1
Puromycin 25 mg Genomeditech/GM-040401-1
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 96-well Corning/3912
Treated Microplate
C-Type Natriuretic Peptide (CNP) (1-22), human 20 ug Genomeditech/HY-P1237
GMOne-Step Luciferase Reporter Gene Assay Kit 1000 T Genomeditech/GM-040513C
A A
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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1. ZREH

E: ABRREITE, SAEREIRAF 45 SR R I

HETE. RN R MG F RS T, WHETHR

R, EMEFE-10T, BALE-70C AR SBUR

PR,

a) 37°CIKIBIATIRE TR TR AL, INATRE R
T FREE 5 mL & 15 mL B0

b) ARG E H VR A7 4 A R RE N 37°CHE R K
TR, K AN RIS 2K TH DA R R RS R
HEININIGEL Gas 2-3 2450 .

c) I 70% & W AR VR AR A AN DA RR AT B L
o EAEY RSN BRI G O A E R Al
MERHEBEIS T ) WEOES, BERE,
176 xg, &5 5min, {F4HEy0E, 7 Bib.

d) fH 1 mL So5EsRiksE g, w0 A
BM R T SR AN, FEAT > 3 x 10°
cells/mL.

e) EILAMINE IR RN, ARG R
#) 2-3 x10° cells/mL, HRHE4HNER AR, K
A e ) G0 B RS R L

3. MG

a) ] 176 xg, 3 min B.LU LM .

b) fsf FH A ZH AR A7 (90% FBS + 10% DMSO)
YN, ZHH R A 5 < 108 cells/mL,
E 1 mL RN RAE .

¢ rEREET, E4bmdE, BAEEE TR
WEH, -80°CTRFEAD 1R, R 2
LR

2. ZHpEAEAY (BL 10 cm MHH))

T AREGFERLE 2R, FHERERE, AR

BhRER, BERASHEIERNEKEFRE.

a)  dHMh bR AAE, WhEEAEK . B FRAE IR E 16-
24 hJ&, B N LSEANGEERS DL, A P
IAF] 80%, FHEMATAMAEIN. HEFEAAEAR
Ll 1:3-1:4, 2-3 RALAR. IR ORFR % BEA
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50

b) CKFMEREFRE B R R L, 10 em MU 2
mL PBS ¥t 1 K.

c) 3 PBS, il 1mL 0.25% Trypsin-EDTA YLK,
37C 1k 30-60's, TWiMEE F M.

d)  FPARARARE, SHAEIRI AR L, 4 B T 4R
Ji BOHEERY, N 2 mL A AKE RIS
IETHAE, RN IRET TR OR, 176 <g IR &

L» 3 min.

ERFEW:

a) MMRIEF, RAREE, BTEEIAR £
ABSEYREFE, R&BeRE, HRERH
MR, MREKEEETRE.

b) ERFRFEEAEIT 80%, 7N fE4 F40H
R BB ET FBOS RS .

c) FBS 7% 56<T in#k 30 4+4h, W RIEFMEFITES
PE, EREEYRASHERKETFRHRE
TiEtk.
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1. Assay HiFsEL

BRI TR AL, X FASSEEG, HE#E H_NPR2 Reporter 293 Cell Line ZHiffi &N 1.5
=104 cells/FL . =7 S256{# Fif C-Type Natriuretic Peptide (CNP) (1-22), human ( BA F f#i#% CNP)
YERBATEZ5Y), Conc.01 ¥4 150 nM, 3 f5HEEEFEE, Conc.01-Conc.09 43 il HEfifE B2-

B10, B11 40 ¥REXHE. JEEFLINA 100 uL PBS, PARGIEIAFLIEK o

FUBRHAT U0 T -
1 2 3 4 5 6 7 8 9 10 11 12
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS
15000 50.00  16.67 617.28 20576 6859
CNP PBS PBS

nM nM nM pM pM pM

PBS PBS PBS PBS PBS PBS PBS PBS PBS

PBS

1) PR

FESEIOHT 16-24 h, K40 A EE TR B, VAL RS WS AT e, A 58 AR R
FHEBAM, WIINE /I8, RLSE R IR R AN B0 1.5 %108 cells/mL. DA
HeAen 100 pL ZH/AL 2 1A 10 ASfL. A EIRFLIN 100 uL PBS. # Bk, TS S
R -

a) ] 1/NETE 96 FL VOB % 25 MR .

b) ARG, 4T (0 B2-B10) .

c) BHEACE

FLYEZ N fift il BER Hic B 772
CNP 1 mM 0.01 mM HY 2 uL fi#¥%+198 pL Assay Buffer

d) 96 1LV fLHRH, SN Assay Buffer, #FLAAFRIL TR, 41 B2 fL4r7mA 180 uL

Assay Buffer; B3-B10 L, Z3#lfiiA 120 uL Assay Buffer.
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e) I FRMRARIAF AL S B, IMAEIEE —EREEM R AL (0 B2 N 2.74

uL CNP) , V&%,

B | BRISERVREL, ARVOMBIFLIRAEL 60 uL, IARKAL | el |
1 2 3 4 5 6 7 8 9 10 11 12
2.74 uL CNP 120 uL. | 120 pL 120 pL 120 pL 120 pL 120 puL 120 puL

f) MW —ABEERRAL B2 T EL 60 L, ANARIE —ANERERAL B3 1, 1AL
g) DLBESHE, BEES 9 MEEERMEIL (B10) .

h) KBIE 1 BRI AL, AL 100 pL HiFEAE.

a) AN HTHER LFRR REM R, AL 100 L.

b) 5 EWREE, T 37°C CO, 85455 16 h.

c) i R A&, M Luciferase.

2) G EERN
B SR S P

H_NPR2 Reporter 293 Cell Line

0nM 150.00 nM

22.86 pM

71240 13846063

76166

3) WIFER

H NPR2 Reporter 293 Cell Line

1.5x107+
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g
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0 T T T 1
-2 -1 0 1 2
Logo[CNP] (nM)
H NPR2 Reporter 293 Cell Line
EC50 | 4.036
Fig 2. WOGIHIESS
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(EEERZLIN7INE
AR BAE AR, BIR IO IR 30 DL T ISt AT BUE:

YR R SR TR IR, SRR T R L A E

A7 R T N SRE B AR 2 h, AR EE M T AR R SR .

FP B O R 2 A 55 1A 565 = D7 7 BT A PT AR 20 %€ BTV BB A FHASRERE SR, AMIEAT 181, 1
AFEUEFT AR SR CREESCBNLIAD 28k 498 Fikal bl HAd 77 2R il A= kL .

AR AT i T A B DA 38, TS5E e 5 e R () A IRA R IS Ve,

PERRIER RS W AR (B AIRAF.
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