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2 0 B2 5 B TR I DMEM+10% FBS+1% P.S
AR R B TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+0.75 pg/mL Puromycin
2R AT I 90% FBS+10%DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BAIFEHHEE
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
Puromycin 25 mg Genomeditech/GM-040401-1
96 well round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010
Human Relaxin-2 Recombinant Protein 25 ug Thermofisher/130-15-25UG
ML-290 1 mg MCE/HY-112606
AZD5462 1 mg Bidepharm/BD01590549
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit
EIRIVE
Equipment Manufacturer/Catalogue No.
4 B T E A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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B SBERTREAL, W T ACSEEG, #E#E H RXFPI Reporter 293 Cell Line ZH i &N 1.5
x 10* cells/FL . AP35 {# ] Human Relaxin-2 Recombinant Protein (6 kDa; LA T fj#i Relaxin-
2) YENBATEZ#, Cone.01 ¥R 2 ug/mL, 8 f58f BEFiRE, Conc.01-Conc.10 43 il HEA 7E B2-
Bil, B12 4 0 BN, J& FElFLINA 100 pL PBS, AR5 1B FLZEK .
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o3
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1) hnkEB IR

a) FESEIGHT 16-24 h, A4 NS IR, AR QBRI ITE, HER T
AR IR L EOE AN, AP D, 1 DA TE A SR R IR D 1.5 %
10° cells/mL. VAHEFEIN 100 uL Z0AR/FL 2 AL, A FLI0 100 L PBS. # Bk
W, TR AR

b) A 1 ANTCH 96 FLIRHES 2HiRE .

¢ BAMFMNZY), 1T (W B2-B1D) .

d) EHERCE
23R fifi BRI W= WIRPS

Relaxin-2 200 pg/mL / B HAER

e) 96 1L V MRS, MM Assay Buffer, &fLIAFIL T, W B2 fLANA 137.1 uL Assay

Buffer, B3-B12 fL, A 120 uL Assay Buffer.
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Fig 2. Response to Human Relaxin-2 Recombinant Protein. The H RXFP1 Reporter 293 Cell Line (Cat. GM-
(C42543) at a concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Human
Relaxin-2 Recombinant Protein (Thermofisher/130-15-25UG) in assay buffer (DMEM+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 [68.5].

(Right panel: Data plotted after conversion of drug concentrations from mass concentration to molar

concentration.)
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EC50 | 0.8054

Fig 3. Response to ML-290. The H RXFP1 Reporter 293 Cell Line (Cat. GM-C42543) at a concentration of 1.5E4
cells/well (96-well format) was stimulated with serial dilutions of ML-290 (MCE/HY-112606) in assay buffer
(DMEM+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 [52.8].

3% 2 AZD5462 BiEIE 4 B
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2.5%10°4
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Luminescence (RLU)
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EC50 | 0.5799

Fig 3. Response to AZD5462. The H_ RXFP1 Reporter 293 Cell Line (Cat. GM-C42543) at a concentration of

1.5E4 cells/well (96-well format) was stimulated with serial dilutions of AZD5462 (Bidepharm/BD01590549)
in assay buffer (DMEM+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 [51.9].
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Fig 4. The mRNA expression levels of H RXFP1 in the H RXFP1 Reporter 293 Cell Line (Cat. GM-C42543)
were determined by RT-qPCR.
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