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Structures of P450 1A2 Inhibitors Used for Alignment Study  
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Alamar Blue Cell Viability Assay 

HepG2 cells were plated onto 96-well plates in 100 μL/well at 1.2×105 cell/mL in 

DMEM with 10% FBS, and grew until they reached confluency for 72 h. The media was replaced 

with 100 μL of serum-free media for another 24 h. After that, 10 μL of Alamar Blue Dye 

(Invitrogen, cat#DAL1180) were added to each well of 96-well plates and incubated for 2 h at 

37 °C in CO2-incubator, and fluorescence 560Ex/590Em base reading was taken using Synergy 

H1 multiplate deader (BioTeck). Then, the media was removed, and 1 μL of the compound 

solution in DMSO were added to 100 μL of free serum-free media for each well. After 72 h, 

another Alamar Blue Dye florescence reading was taken. If the ratio of the second reading to the 

base reading for untreated cells was equal to 1 (within 10% error), the assay was considered valid, 

and calculations to normalize the toxicity of compounds were made. Figure S1 shows twice 

independent cell viability assay data. The results indicate that up to 10-5 M compound 4TF78PC 

is not toxic to HepG2 cells. 
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