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Identity (%)
TcdB R20291 SA10-050 C10-165 HMX-14S HSID-312 Hll\éli(-

R20291 94 94 94 92 92
SA10-050 94 100 94 91 91
C10-165 94 100 95 91 91
HMX-149 94 94 95 90 90
HSJID-312 92 91 91 90 100
HMX-152 92 S ik 90 100

S.Fig 1. Alignment and % identity of predicted TcdB sequences from Clade C-I
strains. The TcdB sequence of the Clade 2 strain R20291 was used as a
reference.
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S.Fig 2. Comparison of combined repetitive oligopeptides (CROPSs) from strains
R20291, MX-149, MX-152 and HSJD-312. A) Multiple sequence alignment of
amino acid sequences in the CROPs domain. Alignment positions are shown on
the bottom of each line. The motif predicted to be targeted by Bezlotoxumab
and evidencing differences among strains is underlined in red. Predicted
tridimensional structures for the protein aligned sections were modeled for B)
R20291, C) HMX-149, D) HMX-152 and E) HSJD-312. Amino acids underlined
in A) are colored in each structure with green for polar uncharged side chains
(asparagine and threonine, N and T, respectively) and purple for negatively
charged side chains (aspartic and glutamic acid, D and E, respectively)



Adaptor ADP-ribosyltransferase

CdrA R20291 e
CdtA_SA10-50 T T T | I
CdtA_C10-165 I i I 18 T 2 | T 1 | | B §
CdtA_HS|D-312 OO I T D T — 01 W— T X TT a1 ]
Cdm_MxJSz O T I 11 T I i T T T T T X T I 1 i |
Membrane insertion Oligomeri
Activation domain and pore formation sation Receptor binding
CaiBR20201 (T T T T S, T . - <£| — un:n:m S L nnu-n—m—-_nq
CdtB_SA10-50 [I T TITT T T T I WA 1 i 18 o |
cdrE_C‘\D-]GS T T T T i T T T I | . | I T i |
CdtB_HS|D-312 [T T TeTans I T T T ; TRV SIS T W18 ]
CdtB_MX-152 [X I T I i T IL I IT | WU I 8
% identity % identity
CdtA | R20291 | SA10-050 | C10-165 | HSID-312 | HMX-152 R02IT | SAI0050 | ICI0E16S || HSID:3TZ | HMKELS2
R20291 81 81 80 80
R20291 71 71 71 71
SA10-050 100 98 98
SA10-050 99 99 99
C10-165 71 100 100 C10-165 81 28 9
HSJD-312 71 99 HSID-312 80 98
HMX-152 71 99 HMX-152 80 98

S.Fig 3. Alignment and % identity of predicted CdtA and CdtB sequences from
Clade C-I strains. The CdtA and CdtB sequences of the Clade 2 strain R20291
were used as references.




S.Fig 4. Unedited images of the rapid immunochomatrographic test for
detection of the GDH antigen and TcdA/B (A) and the molecular test for
detection of a tcdA fragment (B) shown in Figure 1. (CQ)91: HMX-149; (CQ)92:
HSJD-152; (CQ)93: HSJD-312, Ctl+: NAP1 strain
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S.Fig 5. Unedited image of an agarose gel loaded with PCR-amplified cadtB,
tcdA, and tcdB fragments for HMX-149 (lane 5), HMX-152 (lane 6), HSJD-312
(lane 7), and a control NAP1 strain (lane 9). A 1 kb ladder appears in Lane 1.
Only lanes 5-7 and 9 were used in Figure 1.



S.Fig 6. Unedited images of agarose gels loaded with PCR-amplified tcdC and
tpi for HMX-152 and HMX-149 (A) or a control NAP1 strain and HSJD-312 (B).
A1 kb ladder appears in the first lane of both gels. Only lanes 7 (HMX-152) and
14 (HMX-149) from panel A and lanes 4 (NAP1) and 6 (HSJD-312) from panel B
appear in Figure 1.
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S.Fig 7. Unedited images of the SDS-PAGE (A) transferred to a PVDF
membrane (B) for detection of TcdB by Western Blotting in a control NAP1
strain, HMX-149, HMX-152, HSJD-312, and the reference strain 630 (from left
to right). These unedited images were used in Figure 5.
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S.Fig 8. Unedited chemiluminescense image of a PVDF membrane probed with
an anti-B-actin antibody as load control in the detection of glycosylated RhoA.
Lysates from HeLa cells were intoxicated with cell-free supernatants from a
NAPL1 strain (lane 2), HMX-149 (lane 3), HMX-152 (lane 4), and HSJD-312
(lane 5). Unintoxicated cells were tested in parallel as a control (Ctrl, lane 1).
Lanes 1-5 were used in Figure 5. The signal from anti-RhoA antibody is weaker
and must therefore be detected using film. The corresponding film was
damaged and is not available.



