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GM-C43374 H_LPARI1 Reporter CHO-K1 Cell Line 5E6 Cells/mL 1% -196°C

. BF. BRLkEF

1 A s TUKizk, —196°C LUN  (UKARERA D K17

2. FEf AR TR IR SOL R B TONIRAEIRES, —196°C AR (UKARER
AR KA

3. KRR Assay, MIAE CEY) R A W BUEY 7 R i kAT

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

3/12



Genomeditech (Shanghai) Co.,Ltd.

@ Eiﬁi!ﬁﬁ“ﬁ Order: 021-68455258/50432826/50432825

Email: service@genomeditech.com

= HmiER

LPARI1Z£[A (Lysophosphatidic Acid Receptor 1) Zwht— & T G (It 3Z & (GPCR)
FIRMEIRE A, REIMBEIRE (Lysophosphatidic acid, LPA) %2k —. %2 kREHE A
FLPATEZHM A fil & 1) 2 S 5% 2 384%, f45Rho. Ras. PLC. PIBKFIMAPK %5 Tl i,
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JriZERE, REEWERG. OIE RGN BN BB REAKT. SRS E R ER,
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o BIE, LPARIAMURET FEAMAE 55 S BT+, WA R 2R 1E 1 if 7 i
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1. 4. . RHRGnEE

i) PN F12K+10% FBS+1% P.S

I AR K B TR S F12K+10% FBS+1% P.S+4 ug/mL Blasticidin+4 pg/mL Puromycin
B R A 90% FBS+10% DMSO

Assay Buffer: F12K+1% FBS+1% P.S

2. WSFEMHER

T 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
Puromycin 25 mg Genomeditech/GM-040401-1
96-well U-bottom Plate 96-well Saining/1014010
96-well White Opaque Plate 96-well Thermo/236108
96 well round cell culture plate Plate PakGent/CL-PT096
1-Oleoyl lysophosphatidic acid sodium 1 mg MCE/HY-107614
Anti-LPAR1 hIgG1 Antibody(Ab17) / Genomeditech/GM-88355AB

GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit 1000T

Genomeditech/GM-040513C

B
Equipment Manufacturer/Catalogue No.
T ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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a)

b)

d)

e)

. HRET. BR HFE
MR 5

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 O BSOS, M= 3 < 100
cells/mL.

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

AR

fHFH 176 x g, 3 min B0

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
PRl &, -80°C M RFFED 1 R, RIREF
BEWAEN

2. ZHAARAS (BL 10 em DL N4H1)

T WREGFER 1R 2R, FREGERE, FHARR

BhRER, BERASHEIERNEKERE.

a) ULAHMLEARR, WEEEAEK . B PIEE 16-
24 h J5, Bi NSNS L. a iRy
JERT 60%, BIATBEAT4uffLAt. T 400
FEAR LB A 1:4-1:5, 2-3 KA,

b) CRILERE IR T R FREGE 25, 10 em LN 2
mL PBS % 1 K.

¢) & PBS, Ml 1 mL 0.25% Trypsin-EDTA 41k
Wi, 37°C Wtk 2-3 min, SAUCEE T

d) FRAMARE, SRR, A BRI
ARG BIMBERS, 0 2 mL A A4 KEFRER
SIZARHEA, BN OIRIT TR, 176 x g
20 3 min.

e) L, MMyl AAEKEFREER, WRiE
FEARHT 20 M FE Ay A (R 5 2% L T AR A 48
M BT, ARSI RN 20-30% ).

FERFE:

a) HfRABREER, HRERAREED, 4
AKEEETRE, @SS, Kk
.

b) FBS IMi&E 7 56°C MM# 30 738h, W RKIEHMA
M EE, (HARZERmAZHEKRE T
ARVt PR
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VAN

91 x 10% cells/fLo AR S48 Fi] 1-Oleoyl lysophosphatidic acid sodium (LA R fii#K LPA; 4

- 458.50 Da) 1ENBHIEZY), Conc.01 IREZZN 60 uM,

R GRBD
1. BoEsER

PRSI AR, 0T ACSESG, #E# H LPARI Reporter CHO-K1 Cell Line Ziiffil &

2 fERAEHMiFE. Conc.01-Conc.8

S MHEATE B2-B9, B10 4 0 WREEXTHR . J& FFLANA 100 uL PBS, LABGIEIAIFLAE K -

FLBHRAT U T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
60.00 30.00 15.00 937.50 = 468.75
LPA PBS PBS
uM uM uM
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) JiFELR

a) TESEIGHT 16-24 h, KA AR FHE A, AL B ORI IBTE, (FAERT
BRI AL BN, R4 B D TR, DA SE A IR AR T R A IR A 1 % 10
cells/mL. DAHEFEIN 100 uL i /AL 2 (AL . J& B FLIN 100 uL PBS. & FAR &5,

TR O
b) AEHITEH 96 FL U AR AER 25 IMi ke .

¢) XFAFMEEA, 1T CBAT) .

d) BHARE

Yy AT

feli

BER

W & 52

LPA

5 mM

/

HRAE AR

e) MM Assay Buffer, &FLAFIIL TR, @ B2 fLHIIA 240 uL 1 Assay buffer, B2-

B12 JI 120 uL ] Assay Buffer.

) HCAFRER

LPA) .

DAF AL S B NN BZE — B R REFL A (o B2 HFnN 2.91 uL
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BB B EERREAL,  HUCAHTFLIR I 120 pL AR AL PORCE(R
8 9 10 11 12

1 2 3 4 5 6 7

2.91 pL LPA AN 240pL 120l | 120pL 120pL | 120pL 120pL 120pL | 120 pL 120 pL
1
g) MEBE—MBEMRBIL (W B2) ThIREL 120 L A, IS ZASBREA AL
(W B3) , WA

h)  DAMREHE, EEE 10 MERERRBTL (BY) .
) KRR a W E R AL, TR i
D) B ATHER L BB AR B AL NN 100 pL.
k) @ BRI, T 37°C COy B3 RESE 16 ho
) WkE, B2 96 ALAERM LN, K Luciferase.

2) EEERN
S AR B R I

H_LPARI Reporter CHO-K1 Cell 0 uM 60 uM 468.75 uM

Line 1057259 4356097 902232

3) WiIFER

H_LPARI1 Reporter CHO-K1 Cell Line

2.0

5.4x10°+
=)
=
E’ 3.6x10°+
=
@
2
)
£ 1.8x105%
E
=
S|
0 L] L] L} L) 1
-0.5 0.0 0.5 1.0 L5
Logo[LPA] (uM)
H _LPARI Reporter CHO-K 1
EC350 | 12,95

Fig. 2 Response to 1-Oleoyl lysophosphatidic acid sodium. The H_ LPAR1 Reporter CHO-K1 Cell Line (Cat. GM-

C43374) at a concentration of 1E4 cells/well (96-well format) was stimulated with serial dilutions of 1-Oleoyl

lysophosphatidic acid sodium (MCE/HY-107614) in assay buffer (F12K + 1% FBS + 1% P.S) for 16 hours. The

firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum

induction fold was approximately [4.1]. Data are shown by drug molar concentration.
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2. IS

BEVE BRIk, X T ASEES, #E# H LPARI Reporter CHO-K1 Cell Line ZH il &
A 1% 10* cells/FL o AXVRSLEE 43 748 FH 1-Oleoyl lysophosphatidic acid sodium ( LA R f&ij#% LPA)
VE NG 254 GEW 15 uM) , Anti-LPAR1 higG1 Antibody(Ab17)/E A block $ifk (LR &
FRA Anti-LPAR1D) . Conc.01 Z5REE 514 2 pg/mL, 3 f5FRFEMFE, Conc.01-Conc.9 43l

HEAT7E B2-B10, B11 A4 0 WREXHE. FEEFLINA 100 uL PBS, LABG1EAFLAEK .

S BT
1 2 3 4 5 6 7 8 9 10 11 12
PBS
Anti- 2.00 666.67 | 222.22 74.07 24.69 . 2.74 914.49 | 304.83
LPARI1 pg/mL  ng/mL | ng/mL | ng/mL ng/mL ng/mL | ng/mL pg/mL pg/mL Fps
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) kbR
a) {ESCIGHT 16-24 h, KANMMEE T AU, MBI, EHER T
G IRk SR A, AT RS T 1 DA A SR R AR IR D 1 % 10°
cells/mL. LAHEFEIN 100 uL A /AL 2 (AL . J& B FLI0 100 uL PBS. % FAR &5,
ToEAE b A AT
b) A 1 AT 96 fL U AR HE % 25 MR .
c) MRS, 1T (W B2-B1D) .

d) HERBER

LR fifi BE [RRCWIRA
Anti-LPAR1 2.84 mg/mL / IERE RN AL

e) 96 fL UK, I Assay Buffer, #fLIAFIIL TR, 41 B2 A 90 uL Assay
Buffer, B3-B11 L, M 60 uL Assay Buffer.
D) WIS FERRR R IIAE S BRI B — B R REAL Y (4l B2 N 0.13 pL

Anti-LPAR1) , &%),

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

9/ 12




os)

T Q@ m m g QO

Genomeditech (Shanghai) Co.,Ltd.

==
( n)ﬁiﬂﬂﬁ Order: 021-68455258/50432826/50432825
5} Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com
RERER BEEMREAL, MRINATFLIRIR 30 uL, A IRAL XTHEZH
2 3 4 5 6 7 8 9 10 11 12
T T
0.13 pL Anti- ) ) ) ) ) )
ARI PN 90 uL 60 pL 60 pL 60 pL 60 pL 60 pL 60 uL 60 uL 60 uL 60 uL
LPAR

g)

h)

)

k)

D

MEE—MEREERRREFL B2 HHIH 30 pL, AOAEIEE AL B3, AR
PASEIHE, B 22 9 DML (B10) .

KPR a WA LR MFLBIR S, WoF LiE. IR h BREEMRR LR P, oL
50 uL, 5 EREA, ARG FRAETEEE 1 h.

Bt BIOE 2590 LPA (2 x MOEWKE) , 30 uyM LPA (7.24 uL 5 mM LPA BRE DA
F| 1.20 mL Assay Buffer #1, JE2JEM@A) .

Lh /5, Kb3R i ML, InACGEER j #ES U s 259, 4940 50 L.

# AR, T 37°C CO, HiaRAfThHEFR 15 he

WE, % 96 FLEERM AL, A Luciferase.
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2) MEEFN
525 4 i B R 0 BE 43 <

H_LPARI Reporter CHO-K1 LPA+Opg/mL | LPA+2pg/mL | LPA +304.83
Cell Line+Anti-LPAR1 hIgG1 Ab17 Ab17 pg/mL Abl17

Antibody(Ab17) 4991218 1735122 4983512

3) WIES R

H_LPARI1 Reporter CHO-K1 Cell Line

6x106- = 100

= - 80

2 4x100- 3

) = 60 s

= g

¥ =3

g =40 S

£ 2x10°+ 2

E =

= N . - 20

IS +15 pM 1-OJéoyl lysophosphatidic acid sodium
IC50=0.02031 pg/mL

0 | ] n L] 0
-4 -3 -2 -1 0 1

Logyo[Ab17] (ug/mL)

Fig 3. Inhibition of 1-Oleoyl lysophosphatidic acid sodium-induced reporter activity by Anti-LPAR1 hlgG1

Antibody(Ab17). Serial dilutions of the Anti-LPAR1 hlgG1 Antibody(Ab17) (Cat. GM-88355AB) were incubated
with 1E4 cells/well of the H LPAR1 Reporter CHO-K1 Cell Line (Cat. GM-C43374) in a 96-well plate for 1 hour
in assay buffer (F12K + 1% FBS + 1% P.S). Subsequently, the 1-Oleoyl lysophosphatidic acid sodium (MCE/HY -

107614) at a density of 15 uM was added, and the coculture proceeded for an additional 6 hours. Firefly luciferase

activity was then measured using the Luciferase Reporter Assay Kit (Genomeditech) (left Y-axis, relative
luminescence units), with inhibition percentages shown on the right Y-axis. Data are shown by drug mass

concentration.
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