[bookmark: _Hlk124493680][bookmark: _Hlk124493655]Table S1. MIC values (µg/mL) of antibiotics from different structural families in the final populations (1 to 4) of the nfxB defective clinical strains of P. aeruginosa after 15 days of ALE in antibiotic-free environments, in the absence or presence of 10 μg/mL of dequalinium chloride (DC) and their parental strains.
	[bookmark: _Hlk124493720]Strain
	CIP
	TOB
	IPM
	CAZ
	ATM
	FOF

	258
	0.75
	1.5
	1.5
	1
	3
	6

	258. 1
	0.19
	1.5
	1
	1
	3
	6

	258. 2
	0.125
	2
	1.5
	1.5
	3
	4

	258. 3
	0.19
	1.5
	1.5
	1
	2
	6

	258. 4
	0.19
	1
	2
	1
	3
	4

	258. 1 DC
	0.125
	2
	1.5
	1.5
	2
	6

	258. 2 DC
	0.094
	2
	1
	1.5
	3
	6

	258. 3 DC
	0.094
	2
	1
	1
	3
	4

	258. 4 DC
	0.19
	1.5
	1
	1.5
	2
	6

	296
	1
	0.38
	1
	1.5
	4
	32

	296. 1
	0.125
	0.75
	1
	2
	4
	12

	296. 2
	0.094
	1
	1
	1.5
	3
	12

	296. 3
	0.064
	1.5
	1
	2
	2
	32

	296. 4
	0.094
	0.75
	1.5
	1.5
	3
	24

	296. 1 DC
	0.094
	1.5
	1
	1.5
	3
	32

	296. 2 DC
	0.094
	1.5
	0.75
	1.5
	3
	32

	296. 3 DC
	0.094
	1.5
	1
	1.5
	4
	32

	296. 4 DC
	0.094
	1.5
	1.5
	2
	4
	32

	357
	0.75
	0.75
	6
	1
	1
	256

	357. 1
	0.25
	0.75
	4
	1.5
	0.38
	192

	357. 2
	0.25
	0.5
	4
	1.5
	0.5
	256

	357. 3
	0.38
	0.75
	4
	2
	1.5
	256

	357. 4
	0.38
	0.5
	4
	1.5
	0.38
	256

	357. 1 DC
	0.75
	0.5
	4
	1.5
	0.5
	256

	357. 2 DC
	0.75
	0.75
	4
	1.5
	0.38
	192

	357. 3 DC
	0.75
	0.5
	4
	1
	0.38
	192

	357. 4 DC
	0.75
	0.5
	6
	0.75
	0.25
	192

	76
	1.5
	1
	0.25
	1
	0.75
	24

	[bookmark: _Hlk144210046]76. 1
	0.125
	1.5
	0.5
	3
	4
	48

	76. 2
	0.25
	4
	0.5
	3
	4
	48

	76. 3
	0.19
	2
	0.5
	3
	4
	64

	76. 4
	0.19
	2
	0.5
	3
	4
	64

	76. 1 DC
	0.125
	1.5
	0.5
	2
	3
	64

	76. 2 DC
	0.19
	1.5
	0.5
	3
	4
	64

	76. 3 DC
	0.25
	1.5
	0.5
	2
	3
	64

	76. 4 DC
	0.094
	1.5
	0.5
	2
	6
	64

	316
	1
	1.5
	1
	6
	16
	24

	316. 1
	1
	2
	1.5
	6
	16
	24

	316. 2
	0.75
	2
	1.5
	6
	12
	24

	316. 3
	1
	1.5
	1
	6
	16
	24

	316. 4
	0.75
	1.5
	1.5
	6
	16
	24

	316. 1 DC
	1
	2
	1
	6
	32
	24

	316. 2 DC
	1
	2
	0.75
	6
	24
	24

	316. 3 DC
	1
	2
	1
	6
	16
	24

	316. 4 DC
	0.75
	2
	1
	6
	24
	24

	225
	0.75
	2
	1.5
	8
	4
	64

	225. 1
	0.38
	2
	1.5
	6
	4
	64

	225. 2
	0.25
	2
	1
	4
	4
	64

	225. 3
	0.38
	2
	1
	4
	4
	48

	225. 4
	0.5
	1.5
	1
	4
	4
	96

	225. 1 DC
	0.38
	2
	1.5
	8
	4
	64

	225. 2 DC
	0.25
	2
	1.5
	8
	4
	64

	225. 3 DC
	0.25
	3
	1.5
	6
	4
	64

	225. 4 DC
	0.38
	2
	1.5
	8
	8
	96

	398
	1
	1.5
	0.5
	3
	4
	24

	398. 1
	0.38
	1.5
	0.5
	3
	4
	24

	398. 2
	0.5
	1
	0.75
	3
	3
	24

	398. 3
	0.25
	1.5
	0.5
	3
	4
	24

	398. 4
	0.25
	1
	0.75
	3
	4
	24

	398. 1 DC
	0.25
	2
	0.5
	3
	4
	24

	398. 2 DC
	0.25
	3
	0.5
	2
	4
	24

	398. 3 DC
	0.38
	2
	0.5
	3
	4
	24

	398. 4 DC
	0.38
	2
	0.5
	3
	4
	24

	79
	0.75
	2
	0.19
	2
	1.5
	32

	79. 1
	0.5
	2
	0.25
	1.5
	1.5
	32

	79. 2
	0.75
	3
	0.19
	2
	2
	32

	79. 3
	0.75
	2
	0.25
	1.5
	2
	48

	79. 4
	0.75
	2
	0.25
	2
	2
	32

	79. 1 DC
	0.5
	3
	0.19
	2
	1
	48

	79. 2 DC
	0.75
	3
	0.25
	2
	1
	32

	79. 3 DC
	0.75
	2
	0.25
	2
	1.5
	32

	79. 4 DC
	0.75
	3
	0.25
	2
	1
	48


DC: dequalinium chloride, CIP: ciprofloxacin, TOB: tobramycin. CAZ: ceftazidime, ATM: aztreonam, IPM: imipenem, FOF: fosfomycin


Table S2. Compensatory mutations responsible for the decline of ciprofloxacin resistance observed in populations (1 to 4) of the nfxB defective clinical strains of P. aeruginosa and of the nfxB177 PA14 strain after 15 days of ALE in antibiotic-free environments, in the absence (LB) or presence of 10 μg/mL of dequalinium chloride (DC).
	
	
	Genetic variation

	Condition
	Strain / Population
	mexD
	mexC
	Intergenic
	nfxB

	
	258 (DK35)
	-
	-
	-
	c.del59-69ACCGCCCGCGA (100%)

	DC
	1
	-
	c.565G>T (75%)
	-
	c.del59-69ACCGCCCGCGA (100%)

	
	2
	-
	c.565G>T (78%)
	-
	c.del59-69ACCGCCCGCGA (100%)

	
	3
	-
	c.565G>T (100%)
	-
	c.del59-69ACCGCCCGCGA (100%)

	
	4
	-
	c.565G>T (100%)
	-
	c.del59-69ACCGCCCGCGA (100%)

	LB
	1
	-
	c.565G>T (100%)
	-
	c.del59-69ACCGCCCGCGA (100%)

	
	2
	-
	c.565G>T (58%)
	-
	c.del59-69ACCGCCCGCGA (100%)

	
	3
	-
	c.565G>T (56%)
	-
	c.del59-69ACCGCCCGCGA (100%)

	
	4
	-
	c.565G>T (79%)
	-
	c.del59-69ACCGCCCGCGA (100%)

	
	296 (DK06)
	-
	-
	-
	c.77T>C (100%)

	DC
	1
	-
	5155025 to 5156441 1.4 kb del (100%)
	5155025 to 5156441 1.4 kb del (100%)
	5155025 to 5156441 1.4 kb del (100%)

	
	2
	-
	5155025 to 5156441 1.4 kb del (100%)
	5155025 to 5156441 1.4 kb del (100%)
	5155025 to 5156441 1.4 kb del (100%)

	
	3
	-
	5155025 to 5156441 1.4 kb del (100%)
	5155025 to 5156441 1.4 kb del (100%)
	5155025 to 5156441 1.4 kb del (100%)

	
	4
	-
	5155025 to 5156441 1.4 kb del (100%)
	5155025 to 5156441 1.4 kb del (100%)
	5155025 to 5156441 1.4 kb del (100%)

	LB
	1
	-
	c.400C>T (50%)
	-
	c.77T>C (100%)

	
	2
	-
	c.400C>T (100%)
	-
	c.77T>C (100%)

	
	3
	-
	c.400C>T (100%)
	-
	c.77T>C (100%)

	
	4
	-
	5155025 to 5156441 1.4 kb del (99%)
	5155025 to 5156441 1.4 kb del (100%)
	5155025 to 5156441 1.4 kb del (100%)

	
	357 (DK40)
	-
	-
	-
	c.del101-119GCGTAAGCAAGGCCACCCT (100%)

	DC
	1
	c.32C>G (70%)
	-
	-
	c.del101-119GCGTAAGCAAGGCCACCCT (100%)

	
	2
	c.32C>G (81%)
	-
	-
	c.del101-119GCGTAAGCAAGGCCACCCT (100%)

	
	3
	c.32C>G (80%)
	-
	-
	c.del101-119GCGTAAGCAAGGCCACCCT (100%)

	
	4
	c.32C>G (76%)
	-
	-
	c.del101-119GCGTAAGCAAGGCCACCCT (100%)

	LB
	1
	c.32C>G (74%)
	-
	-
	c.del101-119GCGTAAGCAAGGCCACCCT (100%)

	
	2
	c.32C>G (70%), c.1995-2009delCCGTTGATCGGTGG (21%)
	-
	-
	c.del101-119GCGTAAGCAAGGCCACCCT (100%)

	
	3
	c.32C>G (16%), c.1818delC (30%)
	-
	5155458 G>C (22%)
	c.del101-119GCGTAAGCAAGGCCACCCT (100%)

	
	4
	c.32C>G (25%), c.1T>G (29%)
	-
	5155458 G>C (35%)
	c.del101-119GCGTAAGCAAGGCCACCCT (100%)

	
	76 (DK09)
	-
	-
	-
	c.del366-375GGACGCCTTC (100%)

	DC
	1
	-
	c.85C>T (29%), c.132delT (66%)
	-
	c.del366-375GGACGCCTTC (100%)

	
	2
	-
	c.85C>T (100%)
	-
	c.del366-375GGACGCCTTC (100%)

	
	3
	5159813 to 5152497 7.3 kb del (80%)
	c.85C>T (20%); 5159813 to 5152497 7.3 kb del (80%)
	5159813 to 5152497 7.3 kb del (80%)
	c.del366-375GGACGCCTTC (20%); 5159813 to 5152497 7.3 kb del (80%)

	
	4
	-
	c.85C>T (88%)
	-
	c.del366-375GGACGCCTTC (100%)

	LB
	1
	-
	c.85C>T (100%)
	-
	c.del366-375GGACGCCTTC (100%)

	
	2
	-
	c.85C>T (10%)
	-
	c.del366-375GGACGCCTTC (100%)

	
	3
	-
	c.85C>T (75%)
	-
	c.del366-375GGACGCCTTC (100%)

	
	4
	-
	c.85C>T (59%)
	-
	c.del366-375GGACGCCTTC (100%)

	
	225 (DK32)
	-
	-
	-
	c.199C>T (100%)

	DC
	1
	-
	-
	5155462 A>G (100%)
	c.199C>T (100%)

	
	2
	-
	-
	5155431 delGAAT (83%)
	c.199C>T (100%)

	
	3
	c.3C>G (73%)
	c.18insC (20%)
	-
	c.199C>T (100%)

	
	4
	-
	c.18insC (87%)
	-
	c.199C>T (100%)

	LB
	1
	-
	-
	5155431 delGAAT (36%)
	c.199C>T (100%)

	
	2
	-
	-
	5155431 delGAAT (100%)
	c.199C>T (100%)

	
	3
	c.2140-2159delCTTCGGCCAGTCCTTCCAT (83%)
	-
	-
	c.199C>T (100%)

	
	4
	-
	-
	-
	c.199C>T (100%)

	
	398 (DK06)
	-
	-
	-
	c.564A>C (100%)

	DC
	1
	-
	-
	-
	c.564A>C (100%)

	
	2
	-
	-
	-
	c.564A>C (100%)

	
	3
	-
	-
	-
	c.564A>C (100%)

	
	4
	-
	-
	-
	c.564A>C (100%)

	LB
	1
	-
	c.207-208delGC (35%)
	-
	c.564A>C (100%)

	
	2
	-
	-
	-
	c.564A>C (100%)

	
	3
	-
	c.209-210delGC (66%)
	-
	c.564A>C (100%)

	
	4
	-
	c.207-208delGC (13%)
	-
	c.564A>C (100%)

	
	nfxB177
	-
	-
	-
	c.530T>C (100%)

	DC
	1
	-
	c.205-206delCG (100%)
	-
	c.530T>C (100%)

	
	2
	-
	c.205-206delCG (100%)
	-
	c.530T>C (100%)

	
	3
	-
	c.205-206delCG (100%)
	-
	c.530T>C (100%)

	
	4
	-
	c.205-206delCG (100%)
	-
	c.530T>C (100%)

	LB
	1
	-
	
	-
	c.530T>C (100%)

	
	2
	-
	c.205-206delCG (100%)
	-
	c.530T>C (100%)

	
	3
	-
	c.205-206delCG (18%)
	-
	c.530T>C (100%)

	
	4
	-
	c.205-206delCG (100%)
	-
	c.530T>C (100%)


Percentages in parenthesis indicate the detected frequency of genetic variations in each population. For long chromosomal deletions the percentage in the population was estimated based on the loss of coverage of the deleted region respect to the surrounding area.


[bookmark: _GoBack]Supplementary Table 3. Relative fitness of the final populations (1 to 4) of the nfxB-defective clinical strains of P. aeruginosa that suffered a decline of ciprofloxacin resistance after 15 days of ALE in antibiotic-free environments, in the absence (LB) or presence of 10 μg/mL of dequalinium chloride (DC), respect to their parental strains.
	Population
	Relative fitness LB
	Relative fitness DC

	258. 1
	1.00734989
	0.92838303

	258. 2
	1.02405376
	0.93650334

	258. 3
	1.04006601
	0.88683887

	258. 4
	0.99853687
	0.86284116

	296. 1
	0.92935126
	0.8691458

	296. 2
	0.91861232
	0.84979597

	296. 3
	0.88505983
	0.89124653

	296. 4
	1.0404075
	0.93683612

	357.1
	0.80111318
	0.97367595

	357.2
	0.86287423
	1.0420647

	357.3
	0.91995881
	0.95470215

	357.4
	0.84711879
	0.90244531

	76. 1
	1.26581999
	1.26519627

	76. 2
	1.21410008
	1.36948906

	76. 3
	1.33711722
	1.30687028

	76. 4
	1.12909444
	1.33685904




Supplementary Table 4. Relative fitness of the nfxB-mutated clinical strains of P. aeruginosa used in this study respect to the strain 357.
	Population
	Relative fitness 

	258
	0.73391516

	296
	0.84257974

	76
	0.53430304



