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Supplementary Information 

Included Supplementary Material:  

Supplementary Figures 1-3 
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Supplementary figure S1. Titration of bile acid toxicity in PHH and HepaRG spheroids. 

The toxicity of the BA mixture, concentrated according to the respective concentration of 
each BA in human plasma, was titrated in PHH spheroids (A) and HepaRG spheroids (B) 
after 8 days of repeated exposure. The maximal non-toxic concentration of the BA mixture 
was determined to be 30-50x for PHH and 50x for HepaRG spheroids, respectively. The BA 
mixture remained non-toxic after 14 days of repeated exposure. 
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Supplementary figure S2. ATP and albumin as toxicity read-outs have similar 
sensitivity in determining the cholestatic risk of compounds. 

PHH spheroids were repeatedly exposed to chlorpromazine or tetracycline for 8 days in the 
presence or absence of the BA mixture. Cholestatic risk classification of both compounds was 
compared using cellular ATP content (A) or albumin secretion (B) as toxicity read-outs. 
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Supplementary figure S3. DR5 expression profile of PHH spheroids exposed to toxic 
concentrations of chlorpromazine or bile acids. 

PHH spheroids were repeatedly exposed to a toxic concentration of chlorpromazine or BAs. 
After 8 days, viability was assessed by measuring cellular ATP content (A) and expression 
levels of DR5 (B) were evaluated by RT-qPCR and normalized to the expression of the 
housekeeping gene GAPDH. 

 


