Table S2. Strains and plasmids used in this study

Strain
#

Strain name

C. difficile strains — 630Aerm

756
846
849
925
950
1075
1084
1611
1617
1677
1686
1689
1692
1695

E. coli strains

41

531

892

1338
1375
1539
1604
1617

1660
1662
1747
1933
1941
1944
1969
1970
2045
2072

630AermApyrE
630Aerm-p

630Aerm Aspo0OA-p
630Aerm AsleC-p
630Aerm AgerSApyrE
630Aerm AgerS-p
630Aerm AgerS/gerS*
630Aerm ApdaAApyrE
630Aerm AcwlDApyrE
630Aerm AgerS/gerS
630Aerm AcwlD-p
630Aerm ApdaA-p
630Aerm AcwID/cwID
630Aerm ApdaA/pdaA

DH5a
HB101/pRK24

BL21 (DE3)
pET22b-pdaA
pET28a-cspBA+TAA
pMTL-YN3
pET29a-A22-gerS
pET22b-empty vector + pET29a-
A22-gerS+TAA
pPMTL-YN3-AsleC
pMTL-YNIC
pMTL-YNIC-gerS*
pMTL-YNI1C-gerS
pPMTL-YN3-AcwID
pPMTL-YN3-ApdaA
pMTL-YNIC-cwID
pMTL-YNI1C-pdaA
pET22b-A25-cwID-Hisg

pET22b-A25-cwID-Hiss + pET29a-

empty vector

Relevant genotype or features

erm-sensitive derivate of 630 with a deletion in pyrE
erm-sensitive derivate of 630 with pyrFE restored
630AermAspo0A with pyrE restored
630AermAsleC with pyrE restored

630AermApyrE with gerS deleted (CD630_34640)
630AermAgerS with pyrE restored

630AermAgerS with gersS in the pyrE locus
630AermApyrE with pdaA deleted (CD630_14300)
630AermApyrE with cwlD deleted (CD630_01060)
630AermAgerS with gerS-alr2 in the pyrE locus
630AermAcwlD with pyrE restored
630AermApdaAd with pyrE restored
630AermAcwlD with cwlD in the pyrE locus
630AermApdaAd with pdaA in the pyrE locus

F~ ®80lacZAM15 A(lacZYA-argF) U169 recAl endAl hsdR17 (K-, mK") phoA
supE44 \—thi-1 gyrA96 reldl

F~ mcrB mrr hsdS20(rB mB") recA13 leuB6 ara-13 proA2 lavYI galK2 xyl-6
mtl-1 rpsL20 carrying pRK24

F ompT hsdSB(rB'mB") gal dem (DE3)

pET22b-pdaA in BL21(DE3)

pET28a-cspBA including its stop codon in DH5a

pMTL-YN3 in DH5a

pET29a-gerS (deletion of N-terminal 26 aa) in DHS5a

Co-expression of pET22b empty vector with pET29a-gerS+TAA (untagged
deletion of N-terminal 26 aa) in BL21(DE3)

pPMTL-YN3-AsleC in HB101/pRK24

pMTL-YNIC in HB101/pRK24

pMTL-YNI1C-gerS in HB101/pRK24

pPMTL-YNI1C-gerS-alr2 in HB101/pRK24

pPMTL-YN3-AcwID in HB101/pRK24

pPMTL-YN3-ApdaA in HB101/pRK24

pMTL-YNI1C-cw/D in HB101/pRK24

pMTL-YNI1C-pdaAd in HB101/pRK24

pET22b-cwiD (deletion of N-terminal 25 aa with Hise tag) in BL21(DE3)
Co-expression of pET22b-cwiD (deletion of N-terminal 25 aa with Hisg tag)
with pET29a-empty vector in BL21(DE3)

Source/reference

[1]
(2]
(2]
(2]
This study
This study
[3]
This study
This study
This study
This study
This study
This study
This study

D. Cameron
C. Ellermeier

C. Ellermeier
This study
This study
[1]

[3]

This study

(2]

[1]

This study
This study
This study
This study
This study
This study
This study
This study



2073 pET22b-A25-cwID-Hiss + pET29a- Co-expression of pET22b-cwiID (deletion of N-terminal 25 aa with Hisg tag) This study

A22-gerS +TAA with pET29a-gerS (untagged deletion of N-terminal 26 aa) in BL21(DE3)

2074 pET22b-A25-cwID-Hiss + pET28a- Co-expression of pET22b-cwiID (deletion of N-terminal 25 aa with Hisg tag) This study
cspBA+TAA with pET28a-cspBA (untagged) in BL21(DE3)

Plasmids Relevant features
pET22b amp Novagen
pET28a kan Novagen
pET29a kan Novagen

pK424 Tra" Mob'; bla, tet C. Ellermeier
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