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S3 Fig. Appearance of smooth, circular (SC) and rough, filamentous (RF)
colony morphotypes. C. difficile R20291 spores were plated on BHIS agar
supplemented with taurocholate to obtain single colonies. After 24 hours, individual
colonies were suspended in media and spotted onto fresh BHIS plates. Every 24
hours for four days, colony spots were suspended, serially diluted, and plated on
BHIS to enumerate colonies based on their morphologies. (A) We observed two
distinct colony morphologies based on colony texture and edge— a smooth, circular
(SC) morphotype, and a rough, filamentous (RF) morphotype. (B) The percentage of
RF colonies increased, and the percentage of SC colonies decreased over time.
Using the asymmetric PCR-digestion assay to determine the orientation of the
flagellar switch in SC and RF colonies after 96 hours, colony morphology and switch
orientation were determined to be unlinked. 72% of bacteria in the SC colonies had
the flagellar switch in the published orientation, and 64% in the RF colonies had the
switch in the inverse orientation. (C,D) Bacteria from SC and RF colony morphology
maintained their respective characteristic morphologies after passaging.



