Table S1. Oligonucleotides and plasmids used in this study.

	Primer or plasmid
	Sequencea
	Use in this study
	Source or reference

	Gene Replacement primers

	Pre-gyrAS83
	5´-CGGGATCCCGAGCGATCTCTTCGTGGTCTACG-3´
	Partial gyrA amplification for cloning
	[11]

	Post-gyrAS83
	5´-CGGGATCCCGCCTGATACGGAATTTCGTGGAC-3´
	Partial gyrA amplification for cloning
	[11]

	Pre-parCS80
	5´-CGGGATCCCGGACCGCGATAGCGTTGTCTTCCG-3´
	Partial gyrA amplification for cloning
	[11]

	Post-parCS80
	5´-CGGGATCCCGCAGATCGGTGGTAGCGAAGAGGTG-3´
	Partial gyrA amplification for cloning
	[11]

	Pre-Int-gyrA
	5´- CGCCACAACCGACATCGAGCA -3´
	Cointegration testing
	[11]

	Post-Int-gyrA
	5´- GAGCACAACTTCACCGACCGCAT -3´
	Cointegration testing
	[11]

	Pre-Int-parC
	5´- GACGACGTTCGATGAACTGCAA -3´
	Cointegration testing
	[11]

	Post-Int-parC
	5´- GAGGATATGCAGGCGCTTGAGGA -3´
	Cointegration testing
	[11]

	ST76-1
	5´- CGACTCACTATAGGGAGACCG -3´
	Cointegration testing
	[15]

	ST76-2
	5´- TGCCTGCAGGTCGACTCTAGAG -3´
	Cointegration testing
	[15]

	QRDRb sequencing primers

	GyrA-1
	5´-AAATCTGCCCGTGTCGTTGGT-3´
	Sequencing
	[11]

	GyrA-2
	5´-GCCATACCTACGGCGATACC-3´
	Sequencing
	[11]

	ParC-A
	5´-CTGAATGCCAGCGCCAAATT-3´
	Sequencing
	[11]

	ParC-B
	5´-GCGAACGATTTCGGATCGTC-3´
	Sequencing
	[11]

	
	Plasmids
	
	

	pCR-BluntII-TOPO
	
	Cloning vector
	Invitrogen

	pST76C
	
	Gene replacement/

suicide vector
	[15]

	pUC19RP12
	
	Gene replacement/ resolution vector
	[15]


aUnderlined nucleotides correspond to the BamHI site used for cloning.

bQRDR, quinolone resistance-determining region.

Primer were design accordin to the Escherichia coli str. K-12 substr. MG1655 genome (NC_000913.3).

Table S2. Genotypes, fluoroquinolone susceptibility and characteristics of strains used in this study.
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	Straina
	gyrA1
	gyrA2
	parC1
	parC2
	NA
	CIP
	LVX
	MXF
	NFX
	OFX
	
	
	
	
	Source or reference

	ATCC 25922
	-
	-
	-
	-
	1 (S/S)
	0.004 (S/S)
	0.008 (S/S)
	0.004 (ND/S)
	0.03 (ND/S)
	0.06 (ND/S)
	
	
	
	
	

	EC02
	S83L
	-
	-
	-
	>256 (R/R)
	0.06 (S/S)
	0.125 (S/S)
	0.06 (ND/S)
	0.5 (ND/S)
	0.5 (ND/I)
	
	
	
	
	[11]

	EC04
	S83L
	-
	S80R
	-
	>256 (R/R)
	0.25 (S/S)
	0.25 (S/S)
	0.25 (ND/S)
	2 (ND/R)
	1 (ND/R)
	
	
	
	
	[11]

	EC06
	S83L
	D87N
	-
	-
	>256 (R/R)
	0.06 (S/S)
	0.06 (S/S)
	0.06 (ND/S)
	0.125 (ND/S)
	0.25 (ND/S)
	
	
	
	
	[11]

	EC80
	S83L
	D87G
	-
	-
	>256 (R/R)
	0.06 (S/S)
	0.125 (S/S)
	0.06 (ND/S)
	0.25 (ND/S)
	0.25 (ND/S)
	
	
	
	
	This study

	EC81
	S83L
	-
	S80I
	-
	>256 (R/R) 
	0.25 (S/S)
	0.25 (S/S)
	0.25 (ND/S)
	2 (ND/R)
	2 (ND/R)
	
	
	
	
	This study

	EC82
	S83L
	
	S80I
	E84V
	>256 (R/R)
	2 (R/R)
	1 (I/I)
	1 (ND/R)
	4 (ND/R)
	8 (ND/R)
	
	
	
	
	This study

	IncF plasmids used from ST131 clinical strain donors

	E. coli strain
	Inc group
	Plasmid number
	IncF subtype
	fimH
	Resistance genes
	Plasmid addition systems
	
	
	

	1250
	F, FIA
	1
	F11:A1:B-
	30
	blaCTX-M-15, blaOXA-1, aac(6´)-Ib-cr 


	PemK, CcdA, ParD, VagC, Hok
	
	
	

	1997
	F, FIA
	1
	F2:A1:B-
	54
	blaCTX-M-15, blaOXA-1, aac(6´)-Ib-cr


	PemK, CcdA, ParD, VagC, Hok
	
	
	

	2190
	F, FIA
	2
	F4:A1:B-
	30
	blaCTX-M-15, blaOXA-1, blaTEM-1, aac(6´)-Ib-cr 


	PemK, CcdA, ParD, VagC, Hok
	
	
	

	2914
	F, FIA
	1
	F2:A1:B-
	30
	blaCTX-M-15, blaOXA-1, aac(6´)-Ib-cr 


	PemK, CcdA, ParD, VagC, Hok
	
	
	

	4559
	F, FIB, N
	2
	F2:A-:B1
	22
	blaCTX-M-32, blaTEM-1


	PemK, CcdA, ParD, Hok
	
	
	

	4646
	F, FIA
	1
	F2:A1:B-
	30
	blaCTX-M-15, blaOXA-1, blaTEM-1
	PemK, CcdA, ParD, VagC, Hok
	
	
	


aGenotype. Strains are isogenic to E. coli ATCC 25922 and carry only the chromosomal modification shown.

bMIC (mg/L) of nalidixic acid (NA), ciprofloxacin (CIP), levofloxacin (LVX), moxifloxacin (MXF), norfloxacin (NFX) and ofloxacin (OFX). CC means Clinical Category according to CLSI and EUCAST, respectively [13, 17].

For EC80, EC81 and EC82 genetic variants, mutations into gyrA and parC genes were obtained by amplification form clinical strains encoding these substitutions (S83L+D87G into GyrA from E. coli 22041 [24], S80I into ParC from E. coli 32.05 and S80I+E84V into ParC from E. coli 07.03 [19].
