S1 Table: Strains used in this study
	Strain
	Characteristics 
	Source

	General Strains – C. difficile

	R20291
	C. difficile ribotype 027 strain isolated during an outbreak at Stoke Mandeville hospital, UK in 2006.
	[1]

	R20291∆PaLoc
	R20291 with the entire pathogenicity locus (tcdD, tcdB, tcdE, tcdA, tcdC), except the first codon of tcdC, deleted.
	This study

	R20291∆PaLocΔmutSL
	R20291∆PaLoc with the entire mutSL locus (mutS, mutL), except the first codon of mutS and the last 2 codons of mutL, deleted.
	This study

	General Strains – E. coli

	CA434
	E. coli conjugative donor. HB101 carrying R702.
	[2]

	NEB5α
	fhuA2 Δ(argF-lacZ)U169 phoA glnV44 Φ80Δ (lacZ)M15 gyrA96 recA1 relA1 endA1 thi-1 hsdR17.
	New England Biolabs

	Barcoded Strains

	R20291∆PaLoc pyrE::barcode 1
	R20291∆PaLoc with a 218 bp insertion between CD0188 (pyrE) and CD0189, including 9 bp Barcode 1 (AAGTCCTCG)
	This study

	R20291∆PaLoc pyrE::barcode 2
	R20291∆PaLoc with a 218 bp insertion between CD0188 (pyrE) and CD0189, including 9 bp Barcode 2 (TCTTGACCG)
	This study

	R20291∆PaLoc pyrE::barcode 3
	R20291∆PaLoc with a 218 bp insertion between CD0188 (pyrE) and CD0189, including 9 bp Barcode 3 (AACAACACC)
	This study

	R20291∆PaLoc pyrE::barcode 4
	R20291∆PaLoc with a 218 bp insertion between CD0188 (pyrE) and CD0189, including 9 bp Barcode 4 (AACAGGTGG)
	This study

	R20291∆PaLoc pyrE::barcode 5
	R20291∆PaLoc with a 218 bp insertion between CD0188 (pyrE) and CD0189, including 9 bp Barcode 5 (ACCGATTAG)
	This study

	R20291∆PaLocΔmutSL pyrE::barcode 7 
	R20291∆PaLocΔmutSL with a 218 bp insertion between CD0188 (pyrE) and CD0189, including 9 bp Barcode 7 (CCTCCAACT)
	This study

	R20291∆PaLocΔmutSL pyrE::barcode 8
	R20291∆PaLocΔmutSL with a 218 bp insertion between CD0188 (pyrE) and CD0189, including 9 bp Barcode 8 (CGAGGACAT)
	This study

	R20291∆PaLocΔmutSL pyrE::barcode 9
	R20291∆PaLocΔmutSL with a 218 bp insertion between CD0188 (pyrE) and CD0189, including 9 bp Barcode 9 (CTGGTTCTA)
	This study

	R20291∆PaLocΔmutSL pyrE::barcode 10
	R20291∆PaLocΔmutSL with a 218 bp insertion between CD0188 (pyrE) and CD0189, including 9 bp Barcode 10 (GGATGTTGG)
	This study

	R20291∆PaLocΔmutSL pyrE::barcode 11
	R20291∆PaLocΔmutSL with a 218 bp insertion between CD0188 (pyrE) and CD0189, including 9 bp Barcode 11 (GTCACCAGT)
	This study

	Evolved Strains

	Bc1
	R20291∆PaLoc pyrE::barcode 1 isolated after 60 days of vancomycin selection pressure.
	This study

	Bc2
	R20291∆PaLoc pyrE::barcode 2 isolated after 60 days of vancomycin selection pressure.
	This study

	Bc3
	R20291∆PaLoc pyrE::barcode 3 isolated after 60 days of vancomycin selection pressure.
	This study

	Bc4
	R20291∆PaLoc pyrE::barcode 4 isolated after 60 days of vancomycin selection pressure.
	This study

	Bc5
	R20291∆PaLoc pyrE::barcode 5 isolated after 60 days of vancomycin selection pressure.
	This study

	Bc7
	R20291∆PaLocΔmutSL pyrE::barcode 7 isolated after 60 days of vancomycin selection pressure.
	This study

	Bc8
	R20291∆PaLocΔmutSL pyrE::barcode 8 isolated after 60 days of vancomycin selection pressure.
	This study

	Bc9
	R20291∆PaLocΔmutSL pyrE::barcode 9 isolated after 60 days of vancomycin selection pressure.
	This study

	Bc10
	R20291∆PaLocΔmutSL pyrE::barcode 10 isolated after 60 days of vancomycin selection pressure.
	This study

	Bc11
	R20291∆PaLocΔmutSL pyrE::barcode 11 isolated after 60 days of vancomycin selection pressure.
	This study

	Engineered Mutant Strains

	Bc1∆dacJ
	Evolved endpoint isolate Bc1 with the entire dacJ ORF, except for the first and last codon, deleted.
	This study

	R20291∆PaLoc∆dacRS
	R20291∆PaLoc with the complete ORFs for dacR and dacS deleted.
	This study

	R20291∆PaLoc dacSc.548T>C
	R20291∆PaLoc with dacS 548T>C point mutation identified in Evolved R20291∆PaLocΔmutSL pyrE::barcodes 8 and 9.
	This study

	R20291∆PaLoc dacSc.714G>T
	R20291∆PaLoc with dacS 714G>T point mutation identified in Evolved R20291∆PaLoc pyrE::barcode 1.
	This study

	R20291∆PaLoc dacSc.714G>T vanSc.367_396dup
	R20291∆PaLoc with the dacS 714G>T point mutation and the vanS 30 bp duplication identified in Evolved R20291∆PaLoc pyrE::barcode 1.
	This study

	R20291∆PaLoc dacSc.714G>T vanSc.367_396dup 1,197,357_1,197,400del
	R20291∆PaLoc with the dacS 714G>T point mutation, the vanS 30 bp duplication and the intergenic 44 bp deletion identified in Evolved R20291∆PaLoc pyrE::barcode 1.
	This study

	R20291∆PaLoc dacSc.714G>T 1,197,357_1,197,400del
	R20291∆PaLoc with the dacS 714G>T point mutation and the intergenic 44 bp deletion identified in Evolved R20291∆PaLoc pyrE::barcode 1.
	This study

	R20291∆PaLoc vanSc.367_396dup
	R20291∆PaLoc with the internal vanS 30 bp duplication identified in Evolved R20291∆PaLoc pyrE::barcode 1.
	This study

	R20291∆PaLoc vanSc.367_396dup 1,197,357_1,197,400del
	R20291∆PaLoc with the vanS 30 bp duplication and the intergenic 44 bp deletion identified in Evolved R20291∆PaLoc pyrE::barcode 1.
	This study

	R20291∆PaLoc 1,197,357_1,197,400del
	R20291∆PaLoc with the intergenic 44 bp deletion identified in Evolved R20291∆PaLoc pyrE::barcode 1.
	This study
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