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TACR2 (JFKNK2R) FEMHEHIKZ A FIRMEZE LA, BT GERAMBKSZE (GPCR)
BE, FESMTHRME RS WIRGE. B & e A . R e R TR
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[l R R IR 20, IR G/ 11 B3 RS S0, SRS B R, A0 5E %
RNE PR TR S AL BN . TACR2AE 2 Mo B R Fh R OV E Y, A4 | 18 PEFH 281
filifi (COPD) SFWEIR 2 Ge i BV 1 LA 4 5 2ORESONE, i B S e AL il s U A
PAR ARSI AR FEAH SR IR 22 T S
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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. 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 FA¥i/1014010
96 well White Flat Bottom Polystyrene Not Treated 96-well Corning/3912
Microplate
Neurokinin A 1 mg MCE/HY-P0197
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit
A A
Equipment Manufacturer/Catalogue No.
AT A ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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H: AWREREAEER, NAEREIREYKE L

fRVRIE R IR IR . IR EI 40 )5 T BT

BHE TRERED, FEMFAE-70°C, BENTE-70°C

TEFERBUEEEE.

a)  37°C/KIBMATIINE FrRF 35, IMATRE MR
P FERE S mL & 15 mL B0 .

b) AR BCHS R A7 40 B IR TN 37°ClER 7K
R, PG MR TR KT DL R,
HEINIRIRL GBH 2-3 5480 .

o) H 70% & RAT B A LA BRAR TS 2L L
o EAEY RSN BRI G O AR E R il
MBI ) MO8, BRIRS,
176 x g, &0 3 min, {FHPITE, 7 EiE.

d) A 1 mL SorkEgRiE R, alHCH A
GG O BUE A, FEAE > 3 % 10°
cells/mL.

e) EILAMINE FRRE RN, AR A
1 2-3 % 10° cells/mL, A2 MR AUEAAAR, Kt
£ 0 e o ) 0@ ) B FR I

3. GG

a) fHH 176 x g, 3 min &5 -LUCEELHM .

b) A TA YA (90% FBS +10% DMSO)
HEYM, 4R LRy 5 < 106 cells/mL,
FE | mL 7 R BB RAEE .

o) FEHET, EUbLE, BEEEE TR
&, -80°CTMRFED 1 K, R ER
A

2. ZHAARAS (BL 10 em DL N4H1)

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

a) YA BRI, WiEEE K. BRI E 16-
24 h 5, BT OUERAMINGBENE L, a0
BH] 80%, ToEHHTAIMALAR . AN MALAR
EEo 1:3-1:4, 2-3 FALAC VR IRfr % AN
I 80%, 75 I T i 2 DR 4 M 52 1455 1 i 5 50

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

¢) FFPBS, Ml 1 mL0.25% Trypsin-EDTA VALK,
37°C 1k 30-60's, i T ML,

d)  FRAASE, dARRIE BRI, 5 0 NI 4G
FESRAERT, I 2 mL A4 AR KRR IR A 4
1BV, B4R/ OIRAT IR, 176 x g Eili &

> 3 mino

EEE:

a) WENIETS, RAREE, BTEEAR £
AERLSEWEEE, RERER, HRERH
MaaZd, MpEKEEETRE.

b) HERERFEEAEIT 80%, & NET AL F 40K
R B ET FBOE RIS -

¢) FBS MEFE 56°C mn#k 30 53-8, A RIERMERI
#WowE, ARRELMAEZHEKETFRH
B FiEH.
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BAE DT, WAL, HE#E H_TACR2(NK2R) Gq Reporter 293 Cell
Line &R 1.5 x 10* Cells/FL. AR5 4% A Neurokinin A fENBHTEZY);  Conc.01
ZREN 1 uM, 4 f5BRERRE, Conc.01-Conc.09 73 AHEAR7E B2-B10, B11 Ky 0 W EEXS

M. LI 100 uL PBS, LARjIEAFLEER

FLARAT S -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
Neurokinin A 244.14 61.04 15.26 PBS
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) ke IR
a)  SKIGET 16-24h, BOUCEE H TACR2(NK2R) Gq Reporter 293 Cell Line, PA5E 4k 973
RN, TR AN B RS 7, BRI e A B R AR Uy 2, AR F] 1.5 x
10°cells/mL, DAHEFEIN 100 pL 4HAR/FLZ A ElFL. & B FLAN 100 uL PBS. 7 B4R,
TR P E
b) EH 1 ANTEEE 96 FL VIR HE S 25 MR .
¢) BMEFNGUA, 1T (W B2-B10) .
d) BHERCE
FLYEZE N fifi BER W= WIRPS
Neurokinin A 1 mM 0.1 mM B 2 pL fi+18 pL Assay Buffer
e) 96 L VKRS, I Assay Buffer, &fLIAFIL TR, 41 B2 FLINA 158.4 uL Assay
Buffer, B3-B11 fL, /A 120 uL Assay Buffer.
) RECRFEARFRAORIIRE SRR, INNFBSE—AMBEREERRRESL T (i B2 HHIMA 1.6 uL

Neurokinin A) , JE%].
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FRERREAL, RIRMATFLIEL 40 uL, AOAIKFL

X AL

5 6

7 8 9 10

11

12

158.4
1.6 UL Neurokinin A | JIA

120 L | 120 L 120 L 120 pL  120pL | 120 pL 120 pL | 120 uL | 120 pL

ne

g)  MEBE—EREREEL B2 HIREL 40 pL, AIAENEE ANBRERREFL B3, FRA.
h)  DAEHE, B2 9 MEEMEL (B10) .

i) BUHIPER a AR g AL, FE LIS .
D N G AR ERR R, AEFL 100 pL.
k) @b, 4REEIEE 6 h.

) SRR &, WOREREIN Luciferase.

2) G HE R

AR TS I R

Line

H TACR2(NK2R) Gq Reporter 293 Cell

0 M

1.00 uM 15.26 pM
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18699 999

3) WIFER
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