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Supplementary figure 1. Domain structures of TcdA and TcdB showing short repeats (green)
and long repeats (yellow) in the CROP domains.

Supplementary figure 2. Defective TcdB mutants are folded properly. a & b, Autoprocessing
activity of recombinant toxins. Recombinant TcdB variants were treated with 100 uM InsP6 (+)
or PBS (—) for 3 h and cleavage was visualized by coomassie staining. Bands were quantified
by ImagelJ software. Vertical lines denote splicing of the gel to exclude lanes between samples.
¢, GTD activity of recombinant toxins. GST-Rac1 was treated with recombinant toxins, and the
level of glucosylation was determined by Western blot analysis using Mab102 that recognizes
unglucosyated Racl (top) and an anti-Racl antibody to determine total Racl (bottom) .

d, pH-induced unfolding by TNS fluorescence. Defective mutants were all folded at neutral pH
and began unfolding at pH<5. Both mutants (Y 1824K and N1839K) show a similar unfolding
profile to WT TcdB.

Supplementary Figure 3. Alignment of short and long repeats within the CROP domain of
TcdB.
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GETIIDDRKNYYFNQSGVLQT
GVFSTEDGFKYFAPANTLDENLEGEAIDFT
GKLIIDENIYYFDDNYRGAVE
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GLNQIGDYKYYFNSDGVMQOK
GFVSINDNKHYFDDSGVMKV
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