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1. ZfEIr. . RHRGnEE

UM S TR R TR F12K+10% FBS+1% P.S

A ARG TR F12K+10% FBS+1% P.S+4 ug/mL Blasticidin+100 ug/mL Hygromycin+4 pg/mL
Puromycin

Y HLRAT I - 90% FBS+10% DMSO

Assay Buffer: F12K+1% P.S

2. WFIFEM %

R HE %
Reagent Specification Manufacturer/Catalogue No.
F12K 500 mL BOSTER / PYG0036
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 deep well plate 96-well Thermo/278743
96 well White Flat Bottom Polystyrene Not Treated 96-well Corning/3912
Microplate
1-Oleoyl lysophosphatidic acid sodium 1 mg MCE/HY-107614
Anti-LPAR1 hIgG1 Antibody(h309-4-A-BP1) / Genomeditech/GM-87978 AB
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit 1000T Genomeditech/GM-040513C
B
Equipment Manufacturer/Catalogue No.
MM ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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37°CKIRTRANST ARG FRIE, IS (1
HHRFREE SmL £ 15 mL &0%8 .

MR B R A7 40 i R IR O 37°CHE
TR /K VR, K A0 VA T I 22 /K T DA B i
ENfRTR, ERINIRIEA GRS 2-3 580,
H 70% C B R A7 AN LA BRI TS B L
o ARV A B G TSRS P
MBI RE R ) MBSO, BERIE
5], 176 xg, B0 5min, H4HIE, 3L
e

i 1 mL iR ER, I E
M e iER OB, M= 3 < 10°
cells/mL.

RN TR B IR 2, R A
FEF] 2-3 x 10° cells/mL, R4 4 A BB A
KA M B A IS s R L

AR

i 176 x g, 3 min 2O

8 FH TP A8 M R A7 W (90% FBS + 10%
DMSO) E&4Mf, A EIH%E) 5 = 10°
cells/mL, B 1 mL 703 B E
FRET, EAbil)E, KRS E T
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EWEN
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24 h J5, Bi NSNS L. a iRy
FERT 60%, BPnl b Tanfufe Q. HEE4MR
FEAR LB A 1:4-1:5, 2-3 KA,

W L BLEE TR (RS 7R3 25, 10 em LA 2
mL PBS ¥ 1 K.

#£ PBS, M1 1 mL 0.25% Trypsin-EDTA 41k
W, 37°C Wtk 2-3 min, G FAEE.
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1. BuEER

PRS0, 6T ACSESG, #EFF Tango-H_LPAR1 CHO-K1 Cell Line il &R
1 x10% cells/fL.. A<k sz4# ] 1-Oleoyl lysophosphatidic acid sodium (LA R fEi#R LPA; 731
& 458.50 Da) 1ENBHIEZ Y, Conc.0l iREZN 6.75 ug/mL, 1.5 f5HEFiF. Conc.01-

Conc.10 7 HIHEA#E B2-B11, B12 4 0 ikEXTIE . I E LA 100 L PBS, LABH1EIIFLA

Ko
FUBRHEAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS
6.75 1.33 888.89 59259 & 395.06 263.37 175.58
LPA PBS
pg/mL ng/mL = ng/mL | ng/mL  ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) nEeD IR

a) fESCEGRT 16-24 h, KA MR IR ECE, AR ORI RYTE, EAE R
AR IR AL A, RIS IR TR DA A SR R B A IR B 1 <108
cells/mL. DAHERE AN 100 uL 40 f/fLZE i) L. JE LI 100 uL PBS. 7% iR,
THREAE A LR

b) EAITEE 96 LV JERARAE & 25 RE

c) XFTREMEES, EH—1T (B4 .

d) BEEACHE

kY B fiti MR (530 W B 7%

LPA 0.25 mg/mL / BT AR

e) A Assay Buffer, &FLIAMIL TR, 1 B2 LA 360 uL i Assay buffer, B2-

B12 fiHA 120 uL f#) Assay Buffer.
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LPA) .

BERIR | BRISERREL, MRV FLIIR 240 WL IIAIKAL
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12

9.99 uL LPA A

360 L

120 pL | 120 pL 120 pL 120pL 120pL 120pL | 120 pl 120 pL

120 pL

120 uL

9) M ABREFRESL (nB2) HHVURER 240 pL itk, NS A B RG AL
(tn B3) , AR .

hy DIERHE, B2 10 MEERBIL (B1D) .

) KPER a W E SRS, R B

)RR L AR AR R A FL NN 100 pL.

K) 5 FREREE, T 37T CO. KM hiE 16 h.

I)  YSREAEI Luciferase.

2) RN
S HAR 1 ST AT B

0 pg/mL

Tango-H_LPAR1 CHO-K1 Cell Line

6.75 ng/mL

175.58 ng/mL

3217759

46734331

3644393

3) WIFZS R

Tango-H LPARI CHO-K1 Cell Line
6x107

4x1074

2x1074

Luminescence (RLU)

T L]
-L0 0.5 0.0 0.5 1.0
Log g[LPA] (ug/mL)

Tango-H LPARIL CHO-K| Cell Line
EC50 | 2.593

Luminescence (RLU)
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