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1. 4iffsEsR. RF. RHEAES

AN Iy H IR 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 96-well PakGent/CL-PT096
96-well White Opaque Plate 96-well Thermo/236108
96-well U-bottom Plate 96-well Saining/1014010
Androgen Receptor (D6F11) Rabbit Monoclonal Antibody / CST/5153
11-Ketodihydrotestosterone 1 mg MCE/HY-135794
Metribolone 1 mg GLPBIO/GC19800
Bicalutamide 50 mg MCE/HY-14249
Enzalutamide 5mg MCE/HY-70002
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit 1000 T Genomeditech/GM-040513A
B
Equipment Manufacturer/Catalogue No.
i INAR eI ThermoFisher Scientific/Countess 3
BEEFRAX Moleculardevices/SpectraMax L
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B SRR, ST A SEEG, HEFE H AR Reporter 293 Cell Line ZHfiEH 1.5 x
10 cells/fLo AR SLE# F 11-Ketodihydrotestosterone (304.42 Da; LA F#&#K 11-KDHT) Fl
Metribolone (411.65 Da) {ENFHPEZG%, 11-KDHT ) Conc.01 ¥ 4 300 nM, 3 f584/EH
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Metribolone 10 mM 10 uM

HY 2 uL 3 +18 uL Assay Buffer, ELEFRE 3 K

d) 96 fL U fLBRH, I Assay Buffer, ZfLIAFIIL TR, a1 B2 FL A0 180 uL
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Fig 2. Response to 11-Ketodihydrotestosterone and Metribolone. The H_AR Reporter 293 Cell Line (Cat. GM-
C45341) at a density of 1.5E4 cells/well (96-well format) were stimulated with serial dilutions of 11-
Ketodihydrotestosterone(MCE/HY-135794) and Metribolone (GLPBIO/GC19800) in assay buffer (DMEM + 1%
FBS + 1% P.S) for 6 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit
(Genomeditech). The maximum induction fold was approximately [33.8] and [28.0]. Data are shown by drug

molar concentration.
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Fig 3. Inhibition of 11-Ketodihydrotestosterone induced reporter activity by Bicalutamide. Serial dilutions of the
Bicalutamide(MCE/HY-14249) was incubated with 1.5E4 cells/well of the H_AR Reporter 293 Cell Line (Cat.
GM-C45341) in a 96-well plate for 1 hour in assay buffer (DMEM +1% FBS+1% P.S). Subsequently, the 11-
Ketodihydrotestosterone (MCE/HY-135794) was added to each well at a final concentration of 3 nM,, and the
coculture proceeded for an additional 6 hours. Firefly luciferase activity is then measured using the Luciferase
Reporter Assay Kit (Genomeditech)(left Y-axis, relative luminescence units), with inhibition percentages shown

on the right Y-axis.
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Fig 4. Inhibition of 11-Ketodihydrotestosterone induced reporter activity by Enzalutamide. Serial dilutions of the
Enzalutamide(MCE/HY-70002) was incubated with 1.5E4 cells/well of the H_AR Reporter 293 Cell Line (Cat.
GM-C45341) in a 96-well plate for 1 hour in assay buffer (DMEM +1% FBS+1% P.S). Subsequently, the 11-
Ketodihydrotestosterone (MCE/HY-135794) was added to each well at a final concentration of 3 nM,, and the
coculture proceeded for an additional 6 hours. Firefly luciferase activity is then measured using the Luciferase
Reporter Assay Kit (Genomeditech)(left Y-axis, relative luminescence units), with inhibition percentages shown

on the right Y-axis.
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Fig 4. The protein expression levels of AR in the H_AR Reporter 293 Cell Line(Cat. GM-C45341 were
determined by Western blotting (WB).
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