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Table 1. Luciferase assay-experimental step

Step Method
e Clone the promoter.regulatory element of target genes to the upstream

1. Production of (5" region) of reporter gene
reporter vector | e Transform the vector to FE.coli, increase the amount, and purify the

plasmid DNA
e CHO-KI1 cell line (DMEM-F12, 10% FBS, 1% PEST)

¢ 1.0x10° cell/well in 24-well plate, 24hr
e co—-transfection

2. Cell seeding

- Vector 1-consist of LXRE with luciferase gene in the downstream
3. Transfection - Vector 2-consist of LXR-alpha or LXR-beta

e use hilymax for the transfection reagent (Dojindo)
® DNA (¢g):hilymax(x0)=1:3, 24hr

e treat the positive control (22R-HC)

e treat with the target single compound in 3 different concentations,
4. Treatment duplicate working concentration, 24hr

- 04pg/mb, 2ug/ml, 10pg/mé (extracts)

- 5uM, 10uM, 50uM (single compound)
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5. Harvesting

e discard previous medium, wash with cold PBS
e lysis buffer (80 ul/well)

e scrape, then centrifuge (13000rpm, 15min, 4C)
e take the supernatant not disturbing the pellet

6. Measurement

e used luciferase assay kit according to its protocol

e measure with multiable plate reader

e protein normalization
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