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Table S1: Bacterial Strains

Strain

Clostridioides Erythromycin-sensitive Hussain, Roberts,

difficile 630Aerm derivative of C. difficile 630, Mullany. J. Med. Micro.
ribotype 012 2005.%4

Clostridioides 2003-2005 UK epidemic strain, | Stabler et al. Genome

difficile R20291 ribotype 027 Biol. 2009.65
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Figure S1: HPLC and mass spectrometry of the P1 peptide. (A) A representative chromatogram
of crude P1 is shown. It was obtained on a Waters XBridge C18 preparative column. The HPLC
solvents included acetonitrile and water, both acidified with 0.1% trifluoroacetic acid. The method,
which was executed at ambient temperature, included running isocratic conditions (85%/15%
acetonitrile/water) for 5 minutes, before running a gradient that increased the amount of
acetonitrile at a pace of 1.0%/min for 16 minutes, and then 0.50%/min for the following 7 minutes.
The main fraction, which eluted at ~32% acetonitrile in the run shown here (blue arrow), was
collected and analyzed by mass spectrometry to confirm the isolation of purified P1. (B) P1 was
subjected to electrospray ionization mass spectrometry on a Thermo LCQ-DECA instrument. A
representative spectrum, which was acquired for ®*N-G13-P1 (MW 2572), is shown. It displays
the peaks 644.0, 858.4 and 1286.9, corresponding to m/z adducts having z values of +4, +3, and
+2, respectively. The small peak detected at 1343 arises from the cationic peptide (z = +2) bound
to the anionic trifluoroacetate ion. As indicated in the method, the lyophilized peptide is washed
with dilute HCL and dialysis is performed. These steps ensure that the trifluoroacetate ion is
removed before performing amino acid analysis (AAA) and biological assays. AAA further
confirmed the amino acid content of the peptide and determined the sample concentration. (C)
The analytical HPLC chromatogram of a representative P1 sample prepared for AAA is
displayed. It was collected on a Waters SunFire C18 analytical column using a gradient similar to
that used for the preparative run.
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Figure S2: HPLC and mass spectrometry of the P3 peptide. (A) A representative
chromatogram of crude P3 is shown. It was obtained on a Waters XBridge C18 preparative
column. The HPLC solvents included acetonitrile and water, both acidified with 0.1%
trifluoroacetic acid. The method, which was executed at ambient temperature, included running
isocratic conditions (85%/15% acetonitrile/water) for 5 minutes, before running a gradient that
increased the amount of acetonitrile at a pace of 1.0%/min for 16 minutes, and then 0.50%/min
for the following 7 minutes. The main fraction, which eluted at ~33% acetonitrile in the run
shown here (blue arrow), was collected and analyzed by mass spectrometry to confirm the
isolation of purified P3. (B) P3 was subjected to electrospray ionization mass spectrometry on a
Thermo LCQ-DECA instrument. A representative spectrum, which was acquired for >N-G13-P3
(MW 2492), is shown. It displays the peaks 624.2, 831.7 and 1246.7, corresponding to m/z
adducts having z values of +4, +3, and +2, respectively. The peak appearing at 1303 arises
from the cationic peptide (z = +2) bound to the anionic trifluoroacetate ion. As indicated in the
method, the lyophilized peptide is washed with dilute HCI and dialysis is performed. These
steps ensure that the trifluoroacetate ion is removed before performing amino acid analysis
(AAA) and biological assays. AAA further confirmed the amino acid content of the peptide and
determined the sample concentration. (C) The analytical HPLC chromatogram of a
representative P3 sample prepared for AAA is displayed. It was collected on a Waters SunFire
C18 analytical column using a gradient similar to that used for the preparative run.




