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Supplementary Figure S1: Performance of dual column setup. Representative MRM 

chromatograms of BA standards run in parallel using our dual column set up (Column A, 

Column B). Each BA is represented by a different color. Near identical readouts and 

column performance was seen throughout study. Zoomed image of a 6 min window on 

Column B highlights high retention time, reproducibility, and separation fidelity. 
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Supplementary Figure S2: Fecal BA abundance and composition. (A)Total fecal BA levels of 

35 detected BA (ng BA/g wet fecal matter) from participant samples. (B) Percent abundance of 

primary and secondary BA of baseline patients (each row) broken down by conjugation status 

and dehydroxylation (7-H), hydroxylation (7-OH), or oxidation (7=O) of the 7-carbon.  
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Supplementary Figure S3: Enriched secondary BAs in baseline patients are separated by 

single biochemical steps. Secondary BA enriched in baseline patients are separated by single 

biochemical steps such as epimerization, dehydroxylation, and dehydrogenation that can be 

carried out by microbiota. BAs in red are elevated in some baseline rCDI patients.    
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