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With few novel antimicrobials in the pharmaceutical pipeline, resistance to the current selection of antibi-
otics represents a significant therapeutic challenge. Microbial persistence in subinhibitory antibiotic environ-
ments has been proposed to contribute to the development of resistance. Pseudomonas aeruginosa cultures
pretreated with subinhibitory concentrations of ciprofloxacin were found to exhibit an adaptive resistance
phenotype when cultures were subsequently exposed to suprainhibitory ciprofloxacin concentrations. Microar-
ray experiments revealed candidate genes involved in such adaptive resistance. Screening of 10,000 Tn5-
luxCDABE mutants identified several mutants with increased or decreased ciprofloxacin susceptibilities,
including mutants in PA1803, a close homolog of the ATP-dependent lon protease, which were found to exhibit
=4-fold-increased susceptibilities to ciprofloxacin and other fluoroquinolones, but not to gentamicin or imi-
penem, as well as a characteristic elongated morphology. Complementation of the lon mutant restored
wild-type antibiotic susceptibility and cell morphology. Expression of the lon mutant, as monitored through a
luciferase reporter fusion, was found to increase over time in the presence of subinhibitory ciprofloxacin
concentrations. The data are consistent with the hypothesis that the induction of Lon by ciprofloxacin is

involved in adaptive resistance.

Fluoroquinolones are broad-spectrum antimicrobials used
clinically to treat a range of gram-positive and gram-negative
infections, including chronic Pseudomonas aeruginosa infec-
tions in cystic fibrosis (CF) patients (20). They target the bac-
terial enzymes DNA gyrase and topoisomerase IV, which are
essential for maintenance of the appropriate DNA topological
state for replication and transcription (17). As with other
antimicrobials, however, extensive fluoroquinolone use and
misuse have led to increasing quinolone resistance among bac-
terial pathogens. Resistance to fluoroquinolones by gram-neg-
ative pathogens such as P. aeruginosa is often mediated by
mutations in the target enzymes and/or up-regulation of efflux
pump expression, coupled with intrinsically low outer mem-
brane permeability (20, 27). Quinolone exposure is also known
to induce transient adaptive resistance responses, which are
reversible upon removal of the antibiotic stressor (5, 20, 27).
Moreover, fluoroquinolone resistance is often associated with
cross-resistance to other quinolones as well as to nonquinolone
agents (48), making the development of fluoroquinolone resis-
tance a major clinical problem.

To combat the further development of resistance, a number
of pharmacokinetic and pharmacodynamic parameters (e.g.,
mutant prevention concentrations) used to predict the emer-
gence of fluoroquinolone resistance are being reevaluated and
instituted (16, 51). In addition, more-comprehensive studies on
the mechanisms of action of fluoroquinolones and other anti-
microbials (3, 9, 13, 18, 43) are being pursued so as to better
understand the interaction and responses of microbes to these
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antibiotics. We and others have studied transcriptional re-
sponses to ciprofloxacin exposure and demonstrated that even
at subinhibitory concentrations, the expression of hundreds of
genes is altered (9, 10, 44). It has been proposed that these
gene expression changes involve adaptive responses to the
inhibition of the antibiotic target as well as resistance mecha-
nisms induced in an attempt by the bacterium to evade the
lethal action of the antibiotic (10).

These functional genomic studies have also indicated that
SOS stress responses can be evoked by fluoroquinolones (and
other agents acting on replication mechanisms), even at sub-
inhibitory concentrations (9, 44). Triggering of this response
can subsequently result in an increased genome-wide mutation
rate, enhancing the possibility of mutations in resistance genes.
Subinhibitory concentrations of antibiotics are also being
recognized for their role in microbial persistence and the
development of antimicrobial resistance (4, 23). As such,
subinhibitory concentrations of antibiotics represent a ther-
apeutically important selective environment. This study uti-
lized high-throughput genomic approaches to characterize
the effects of ciprofloxacin on P. aeruginosa and to identify
candidate genes important in mediating adaptive resistance
to fluoroquinolones.

MATERIALS AND METHODS

Bacterial strains and growth conditions. The bacterial strains used in this
study are described in the tables. P. aeruginosa PAO1 strain H103 was used as the
wild type. In all experiments, overnight aerobic cultures were grown with agita-
tion in Luria-Bertani (LB) broth (1.0% tryptone, 0.5% yeast extract, 5% NaCl;
Difco Laboratories, Detroit, MI) at 37°C and were then used to inoculate 50 ml
of LB broth in 500-ml Erlenmeyer flasks. Cultures were either left untreated or
treated with 0.1X, 0.3X, or 1X MIC (0.01 pg/ml, 0.03 pg/ml, or 0.1 pg/ml)
ciprofloxacin and were then grown to the mid-logarithmic phase (optical density
at 600 nm [ODy], 0.5 to 0.6). Ciprofloxacin was obtained from Bayer (United
Kingdom), and solutions were made fresh daily.
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Adaptive resistance assay. The ability of ciprofloxacin to induce adaptive
resistance was evaluated using a modified time-kill assay. Briefly, P. aeruginosa
PAOL1 strain H103 was grown to mid-logarithmic phase (ODg, 0.5 to 0.6) in the
presence or absence of ciprofloxacin (0.1X or 0.3X MIC). At mid-logarithmic
phase, cells were pelleted by centrifugation. Supernatants were discarded and
pellets washed in 10 ml of phosphate-buffered saline (pH 7.4; Invitrogen Co.)
that had been prewarmed to 37°C. Cells were again pelleted by centrifugation
and the supernatant decanted. Pellets were resuspended in 50 ml LB broth
(prewarmed to 37°C) containing ciprofloxacin at 2X MIC (0.2 wg/ml) and were
transferred to new 500-ml Erlenmeyer flasks for incubation with shaking at 37°C.
Samples were taken every 15 to 20 min for 2 h and were plated at various
dilutions onto LB agar plates for colony counts. Plates were incubated at 37°C
overnight and CFU counted the next day. All assays were repeated in four
independent experiments, and representative results are presented.

MIC determinations. The MICs of antibiotics against the various P. aeruginosa
strains were measured using the broth microdilution technique (2). Antimicro-
bials were made fresh daily. Norfloxacin and nalidixic acid were obtained from
Sigma, imipenem from Merck, and gentamicin from ICN Biomedicals Inc. (Au-
rora, OH). Growth was scored after 24 h of incubation at 37°C. Assays were
repeated in quadruplicate, and the modes are presented.

Mutant library resistance and susceptibility screening. A P. aeruginosa mini-
Tn5-luxCDABE mutant library (30) was screened for altered ciprofloxacin sus-
ceptibility. Bacteria were grown overnight as described above in 96-well plates
containing LB broth and were diluted 1:1,000 in LB broth as for MIC determi-
nations. A 48-pin replicator was then used to replicate stamp diluted cultures
onto plates containing LB agar alone or with ciprofloxacin at 0.2 pg/ml, 0.1
pg/ml, 0.05 pg/ml, 0.03 pg/ml, or 0.01 wg/ml. LB plates were scored for the
absence of growth after a 24-h incubation period at 37°C. The MICs for more
highly resistant and susceptible mutants were examined more precisely by the
broth microdilution assay.

Light microscopy. Microscope slides were inoculated with a loopful of bacteria
taken from adaptive resistance assay cultures containing either untreated strain
H103 or strain H103 pretreated with either 0.01 pg/ml, 0.03 pg/ml, or 0.1 pg/ml
ciprofloxacin. Samples were taken before and after the phosphate-buffered saline
wash and every 15 min thereafter throughout the assay exposure to 0.2 pg/ml
ciprofloxacin. Samples were also taken from cultures of H1105 (lon::lux) and its
complemented derivative H1105/lon™ grown in the presence and absence of the
respective 0.3X MIC ciprofloxacin concentrations. Cells were heat fixed, Gram
stained, and examined at X1,000 magnification. The lengths of 10 random cells
were measured manually in micrometers.

Microarray processing and data analysis. Microarray studies were performed
as previously described (9) and are described in outline below. All microarray
experiments were performed on three independent cultures and were repeated
at least twice per culture sample. RNA was isolated using QMIDI RNeasy
columns (Qiagen, Inc.) and freed of contaminating DNA using a DNA-free kit
(Ambion, Inc.). cDNA probes were generated with Superscript II reverse trans-
criptase using random primers annealed to total RNA (10 pg) and to five
exogenous transcripts (ATCC 87482, ATCC 87483, ATCC 87484, ATCC 87485,
and ATCC 87486) (130 pM) to incorporate amino-allyl dUTP (Ambion, Inc.).
Residual RNA was removed by alkaline treatment followed by neutralization,
and ¢cDNA was salt-ethanol precipitated at —70°C. Precipitated cDNA was
resuspended in 0.2 M NaHCO; (pH 9.0) and labeled with monoreactive Cy3/Cy5
dyes in dimethyl sulfoxide according to the manufacturer’s instructions (Amer-
sham Pharmacia).

Labeled sample pairs from mid-logarithmic-phase cultures that were either
left untreated or treated with ciprofloxacin at 0.1X, 0.3X, or 1X MIC were
combined and purified using a QIAquick PCR purification kit (Qiagen, Inc.), and
the labeled cDNA sample was salt-ethanol precipitated and resuspended in
hybridization buffer 2 (Ambion, Inc.). Custom in-house P. aeruginosa microarray
slides (ArrayIT superamine slides) containing 400- to 600-bp PCR amplicons for
5,376 of the 5,570 P. aeruginosa genes were prepared for hybridization as de-
scribed previously (9), hybridized with denatured labeled cDNAs, applied to a
prepared microarray, overlaid with a coverslip, and hybridized overnight at 45°C
in a hybridization chamber (Corning Inc.). Microarrays were scanned on a
ScanArray Express scanner (Perkin-Elmer), and images were analyzed using
ImaGene (version 5.0; BioDiscovery, Inc.). Background correction and normal-
ization were performed using R program scripts (28). All genes in the cipro-
floxacin treatment groups were compared to those in the untreated group using
two sample ¢ statistics and permutation P values to determine statistical signifi-
cance, as well as GeneSpring (version 5.5; Silicon Genetics). Genes exhibiting
permutation P values of =0.05 were considered differentially expressed.

Luminescence assay. Changes in luminescence as indicators of gene expres-
sion changes were analyzed by measuring luminescence from H1105 as described
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FIG. 1. Survival ability of P. aeruginosa in ciprofloxacin at 2X MIC
following growth in subinhibitory concentrations of ciprofloxacin. Cul-
tures of P. aeruginosa strain H103 were grown in the presence ([, 0.01
pg/ml; A, 0.03 wg/ml) or absence (@) of subinhibitory concentrations
of ciprofloxacin to mid-logarithmic phase; then they were washed and
exposed to 0.2 wg/ml ciprofloxacin. CFU were counted every 15 min
for 2 h. Results from a representative data set of four independent
experiments are shown.

previously (30). Luminescence was monitored over time using a SPECTRAFlu-
orPlus luminometer (Tecan, San Jose, CA). Cells were grown overnight and
diluted 1:1,000 in fresh LB broth alone or supplemented with 0.3 MIC cipro-
floxacin (0.0075 pg/ml). Triplicate samples from each culture were evaluated.
Luminescence was corrected for growth by simultaneously monitoring the ab-
sorbance at 620 nm. The assay was repeated in triplicate.

RESULTS

Subinhibitory ciprofloxacin concentrations induce adaptive
resistance. To determine whether subinhibitory ciprofloxacin
concentrations contribute to microbial persistence and the de-
velopment of resistance, the survival in 2X MIC ciprofloxacin
of P. aeruginosa cultures pretreated with subinhibitory cipro-
floxacin concentrations was determined. Cultures pretreated
with 0.03 pg/ml ciprofloxacin (0.3X MIC, based on a MIC of
0.1 pg/ml) consistently exhibited enhanced survival by approx-
imately 1 log unit when exposed to 0.2 wg/ml ciprofloxacin (2X
MIC); pretreatment with 0.1X MIC ciprofloxacin did not elicit
appreciable survival advantages (Fig. 1). These results indicate
the ability of this ciprofloxacin concentration to elicit adaptive
resistance mechanisms in P. aeruginosa. Similar findings have
been reported for cultures pretreated with 0.5X MIC and then
exposed to 100X MIC ciprofloxacin (25).

Since ciprofloxacin, like other DNA-damaging agents, is a
known inducer of SOS-mediated DNA repair mechanisms and
cell filamentation (22, 40, 50), ciprofloxacin-exposed cultures
were Gram stained and examined under a light microscope to
discern the extent of cell division inhibition and whether this
inhibition could have contributed to the adaptive resistance
assay observations. Inhibition of cell division would result in an
underestimation of the extent of survival, since a cell filament
of 2 to 4 cell lengths would be recorded as a single surviving
cell rather than two to four independent survivors. Examina-
tion of cultures immediately prior to exposure to 0.2 pg/ml
ciprofloxacin revealed that P. aeruginosa cultures pretreated
with inhibitory ciprofloxacin concentrations were moderately
elongated (cell lengths, 3.0, 3.6, and 6.5 pm for 0.1X, 0.3X, and
1x MIC ciprofloxacin) relative to untreated cultures (2.8 um)

Areigi eiquinjod ysihug Jo Alsiaaiun ayl Ag £T0Z ‘g 1snbny uo /B1o°wse-oee//:dny woiy papeojumoq


http://aac.asm.org/

4278 BRAZAS ET AL.

Ix-MIC
0. 3x-MIC
0. Ix-MIC

- |
I
| =
e
e
e
—
[ ————
—

0 & repair

Chemotaxis ([l

Cell division

Carbon catabolism

Energy

Adaptation. protection
Biosynthesis of cofactors
Cell wall / LFS / capsule

Central

AA bicsynth
Chaperones & Heat shock proteins

Antibiotic resistance & susceptibility

N A replication, modif

Faipl

ANTIMICROB. AGENTS CHEMOTHER.

— 50

30

=20

=10

Transcription, RNA processing & U

Percentage of Genes Altered per Category (%)

L. §

metabolism

Hypothetical i [
Membrane proteins ol
— —
Protein screfionfexport apparatus Lo |

Putative enzymes

Matility & Antachment
Transeriptional regulators

Phage, transposon, or plasmid
Transport of small molecules
Two-component regulaory systems

Secreted Factors (toxins, alginate)
Translation, modification, degradation

Nucleotide bioaynit

Functional Categories

FIG. 2. Percentage of genes in each of the gene functional categories exhibiting expression changes after growth of P. aeruginosa in subin-
hibitory and inhibitory concentrations of ciprofloxacin. A.A., amino acid; FA, fatty acid.

(data not shown). Examination of cultures 1.5 h following
exposure to 0.2 pg/ml ciprofloxacin found that cultures were
elongated in a manner proportional to the initial pretreatment
elongation, i.e., 4.8, 5.4, and 7.0 wm for untreated cultures and
cultures pretreated with ciprofloxacin at 0.1X and 0.3X MIC,
respectively (data not shown). Ciprofloxacin-pretreated cultures
were not mucoid in appearance, an observation consistent with
previous studies examining the effects of subinhibitory cipro-
floxacin concentrations on mucoidy (44).

Subinhibitory ciprofloxacin concentrations alter the expres-
sion of many chaperone and heat shock proteins. Previously,
DNA microarray technology was used to globally investigate
the influence of subinhibitory (0.03 pg/ml [0.3X MIC]) and
inhibitory (0.1 pwg/ml [1X MIC]) concentrations of ciprofloxa-
cin on the transcriptome of P. aeruginosa, demonstrating the
induction of a phage-pyocin operon that determined suscepti-
bility to ciprofloxacin at the MIC (9). These studies were ex-
tended here by the addition of microarrays for cultures treated
with 0.1X MIC (0.01 pg/ml), and the combined data were
analyzed to discern which open reading frames (ORFs) were
likely contributors to the adaptive response of P. aeruginosa to
subinhibitory ciprofloxacin concentrations.

Analysis of the microarray data with respect to functional
classification found that 17% of the ORFs in the “Chaperones
& Heat shock proteins” category were altered by subinhibitory
ciprofloxacin concentrations (0.1X and 0.3X MIC) (Fig. 2).
This percentage increased to 33% for cultures exposed to 1X
MIC ciprofloxacin, highlighting SOS responses in the reaction
of P. aeruginosa even to subinhibitory ciprofloxacin concentra-
tions. ORFs categorized as related to a “Phage, transposon, or
plasmid” were also highly affected by subinhibitory ciprofloxa-
cin concentrations (Fig. 2) and previously led to the discovery

of a fluoroquinolone susceptibility determinant (9). These ob-
servations are consistent with the known DNA replication in-
terference and mutagenic activity of ciprofloxacin, activity that
elicits an SOS DNA repair response (32, 39). Another func-
tional class more strongly induced by ciprofloxacin at 0.3X
MIC (26%) than at 0.1X MIC (12%) was the “Translation,
modification, degradation” category (Fig. 2). PA1803, a close
homolog (84% similarity) of the Escherichia coli Lon protease,
is a member of this class.

Screening of a transposon library for mutants with altered
susceptibilities. To further investigate the ORFs within the P.
aeruginosa genome that are important in the response to cip-
rofloxacin, a mini-Tn5-luxCDABE mutant library (30) was
screened for mutants exhibiting either increased susceptibility
or increased resistance to ciprofloxacin, since mutation of a
potential resistance ORF would result in increased suscepti-
bility and mutation of a potential resistance regulatory ORF
would elicit increased resistance. Mutants were replica plated
onto various concentrations of ciprofloxacin. Of approximately
10,000 mutants, a total of 81 and 23 mutants, respectively, were
found to display a fourfold decrease or twofold increase in the
ciprofloxacin MIC on the plate assay. Of these mutants, 35
were sequenced and their insertion positions mapped in the P.
aeruginosa genome (Tables 1 and 2). Striking among the cip-
rofloxacin-supersusceptible mutants was the number of mu-
tants with alterations in PA1803 (lon), a close homolog of a
DNA heat shock protein important in degrading SulA, an
inhibitor of cell separation in E. coli (42). Other noteworthy
supersusceptible mutants included those with alterations in
penicillin binding protein 1B and various components of the
DNA replication and repair machinery (Table 1), including
mrcB, sbcB, xseA, recA, recN, and recG, all of which exhibited
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TABLE 1. Sequenced and mapped P. aeruginosa luxCDABE mutant strains exhibiting at least twofold-increased ciprofloxacin susceptibility”

Strain Allele ORF Gene name Description

H1101 15_H4 PA0353 ilvD Dihydroxyacid dehydrogenase

H1102 74_G10 PA0836 Probable acetate kinase

H1104 31_C9 PA1803 lon Lon protease

H1105 74_D9 PA1803 lon Lon protease

H1106 24_A2 PA1803 lon Lon protease

H1107 50_F11 PA3082 gbt Glycinebetaine transmethylase
H1108 73_E4 PA3294 Hypothetical protein

H1109 69_C12 PA3617 recA DNA recombinase RecA

H1110 76_E9 PA3777 xseA Exodeoxyribonuclease VII large subunit
H1111 14_E7 PA3965 Probable transcriptional regulator
H1112 S51_E8 PA4163 Hypothetical protein

H1113 82_F7 PA4316 sbcB Exodeoxyribonuclease I

H1114 98_C2 PA4316 sbcB Exodeoxyribonuclease I

H1115 81_B12 PA4422 Conserved hypothetical protein
H1116 43_C12 PA4466 Probable phosphoryl carrier protein
H1117 22 C1 PA4700 mrcB Penicillin binding protein 1B

H1118 73_D6 PA4700 mrcB Penicillin binding protein 1B

H1119 75_D3 PA4756 carB Carbamoylphosphate synthetase large subunit
H1120 81_D2 PA4763 recN RecN DNA repair protein

H1121 6_G1 PA4961 Hypothetical protein

H1122 80_B7 PA5016 aceF Dihydrolipoamide acetyltransferase
H1123 22 C5 PA5208 Hypothetical protein

H1124 53_F11 PA5279 Hypothetical protein

H1125 16_G12 PA5345 recG ATP-dependent DNA helicase RecG

“ As assayed by an antibiotic plate screen. Mutant alleles in our Tn5-/ux library are described online at http:/pseudomutant.pseudomonas.com/ and in reference 30.

increased expression following ciprofloxacin exposure, as as-
sayed by microarrays (9). Prominent among the ciprofloxacin-
resistant mutants were those with mutations of nfxB, the
known transcriptional regulator for MexCD-Opt]J, one of the
major multidrug efflux proteins contributing to fluoroquin-
olone resistance (Table 1) (41), and rnt, the altered expression
of which was also identified by microarray analysis (9).

MICs for a number of the supersusceptible and resistant
mutants identified by the plate assay were confirmed by the
broth microdilution method (Table 3). Among the confirmed
mutants, all displayed consistent changes in susceptibilities to
ciprofloxacin, norfloxacin, and naladixic acid but not to other
antibiotics (Table 3). Subsequent studies were directed to fur-
ther characterization of Lon.

Fluoroquinolone MICs are lower for lon mutants. Among
the confirmed supersusceptible mutants, ciprofloxacin MICs
for lon mutants were found to be fourfold decreased from that
for wild-type P. aeruginosa (Table 3). lon mutants were also
found to be at least twofold more sensitive to norfloxacin and

twofold more sensitive to nalidixic acid (Table 3). Slight dif-
ferences in the MICs of fluoroquinolones for the various lon
mutants correspond with differences in their insertion points,
whereby H1104 and H1106 have Tn5-lux inserts at nucleotides
1958047 and 1958055, respectively, more than 450 nucleotides
downstream from the insertion site for H1105 at nucleotide
1957592 (30). The imipenem and gentamicin MICs were un-
changed, and fluoroquinolone MICs were restored to wild-type
levels by complementation of the H1105 (lon::lux) mutant (Ta-
ble 3), suggesting that the hypersusceptibility observed follow-
ing the disruption of lon was specific to fluoroquinolones.
However, expression of the lon gene, as assessed by lumines-
cence of the lon::lux (H1105) transcriptional fusion, increased
in cultures grown in subinhibitory ciprofloxacin concentrations
(0.3X MIC; 0.0075 pg/ml) relative to expression in cultures
grown without ciprofloxacin (Fig. 3).

The importance of lon in eliciting adaptive resistance was
reexamined for H1105 (lon::lux) in the adaptive resistance as-
say. When the appropriate strain-specific ciprofloxacin concen-

TABLE 2. Sequenced and mapped P. aeruginosa luxCDABE mutant strains exhibiting at least twofold-increased ciprofloxacin resistance”

Strain Allele ORF Gene name Description

H1126 51_C1 PA0393 proC Pyrroline-5-carboxylate reductase

H1127 75_F2 PA0413 Probable chemotactic signal transduction system
H1128 41_C11 PA3115 fimV/ Motility protein FimV

H1129 70_H3 PA3528 rnt RNase T

H1130 51_E1 PA3761 Probable phosphotransferase system protein
H1131 50_D4 PA3823 tgt Queuine tRNA-ribosyltransferase

H1132 50_D5 PA4556 pilE Type IV fimbrial biogenesis protein PilE
H1133 63_H5 PA4600 nfxB Transcriptional regulator NfxB

H1134 50_C11 PA4695 ilvH Acetolactate synthase isozyme III subunit
H1135 47_BS5 PA5117 typA Regulatory protein TypA

H1136 75_F11 PA5455 Hypothetical protein

“ As assayed by an antibiotic plate screen. Mutant alleles in our Tn5-lux library are described online at http://pseudomutant.pseudomonas.com/ and in reference 30.
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TABLE 3. MICs of different antimicrobials for various strains of P. aeruginosa grown in LB medium

MIC (pg/ml)® of:

Strain Allele” Mutation
CIP NOR NAL IMI GM
Sensitive strains
H103 Wild type 0.1 0.3 256 1 2
H1104 31_C9 lon::lux 0.025 0.15 128 1 2
H1105 74 _D9 lon::lux 0.025 0.075 128 1 2
H1106 24 A2 lon::lux 0.025 0.15 128 1 2
H1109 69_C12 recA::lux 0.05 0.075 256 1 2
H1121 6_G1 PA4961::lux 0.05 0.075 128 1 2
H1124 53_F11 PAS5279::lux 0.05 0.15 128 1 2
H1125 16_G12 recG::lux 0.025 0.15 128 1 2
H1105/lon™¢ lon::lux/lon™ 0.1 0.3 256 1 —
Resistant strains
H103 Wild type 0.1 0.3 256 1 2
H1129 70_H3 rat::lux 0.4 >0.6 512 1 2
H1133 63_HS5 nfxB::lux 0.8 >0.6 512 1 2
H1136 75_F11 PAS5455::lux 0.4 >0.6 512 1 2

“ Mutant alleles in our Tn5-/ux library are described online at http:/pseudomutant.pseudomonas.com/ and in reference 30.
b Results are modes from four independent experiments. CIP, ciprofloxacin; NOR, norfloxacin; NAL, nalidixic acid; IMI, imipenem; GM, gentamicin.
€ H1105 (lon::lux) complemented with the Lon-expressing plasmid pBBR1-MCS5::lon* (33).

4 Not measurable, because this resistance marker was on the cloning plasmid.

trations (0.3X MIC; 0.03 pg/ml for H103 and 0.0075 p.g/ml for
H1105) were used, no survival of H1105 cultures in supra-
inhibitory ciprofloxacin concentrations was observed, in con-
trast to the results in Fig. 1 for ciprofloxacin-pretreated wild-
type cultures. Microscopic analysis of cell lengths for the
H1105 mutant grown in the absence or presence of ciprofloxa-
cin at 0.3X MIC showed that these H1105 cells were excep-
tionally elongated (Fig. 4). In E. coli, the hypersusceptibility of
lon mutants is due both to fluoroquinolone induction of the
cell separation inhibitor SulA and the subsequent accumula-
tion of SulA, which contributes to quinolone killing by inhib-
iting cell division (49). Similar mechanisms likely contribute to
the diminished capacity of P. aeruginosa lon mutants to survive
ciprofloxacin exposure, given the elongated cell morphology of
such mutants. Complementation of the lon mutant (H1105/
lon™) was found to restore cell division, as assessed on the
basis of cell morphology (Fig. 4).
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FIG. 3. Induction of the lon::luxCDABE fusion (H1105) with 0.3X
MIC ciprofloxacin (shaded bars) over expression in untreated H1105

cultures (open bars). Results are modes from four independent exper-
iments.
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DISCUSSION

Accumulation of single-stranded DNA regions at transcrip-
tion or replication forks following DNA-damaging events stalls
the polymerase machinery and necessitates repair of the lesion
if the DNA molecule is to continue to serve as the template for
transcription or replication. The SOS system functions mainly
in the repair of such DNA damage. However, the SOS re-
sponse to DNA damage has also recently been shown to pro-
mote the horizontal dissemination of antibiotic resistance
genes (6). Others have similarly shown induction of prophages
in E. coli (29, 45), Staphylococcus aureus (21), and P. aeruginosa

H103 H1105 (lon::lux) HI1105/1on*

Untreated

+ 0.3x-MIC

FIG. 4. Gram-stained P. aeruginosa strains grown for 3 h in the
presence or absence of subinhibitory ciprofloxacin concentrations. As
evident from the Gram stain images of cells grown in the absence or
presence of 0.3X MIC ciprofloxacin [0.03 pg/ml for H103 and H1105/
lon™; 0.0075 pg/ml for H1105 (lon::lux)], cell division of P. aeruginosa
mutants with alterations in the Lon protease homolog [H1105
(lon::lux)] was inhibited relative to that of wild-type H103 cells.
Complementation of the lon mutant (H1105/lon™) restored cell divi-
sion. All micrographs are at X1,000 magnification.
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(9), likewise implying that stress conditions such as antibiotic
treatment can promote lateral gene transfer through induction
of the SOS system, thereby accelerating the acquisition and
spread of antibiotic resistance. These findings have important
implications for the use of antibiotics, because the nonlethal
use of many antibiotics, particularly DNA-damaging agents
such as ciprofloxacin, can induce the SOS response and poten-
tially enhance the transmission of resistance (10, 26). Of even
greater concern is recent evidence demonstrating the capacity
of sublethal concentrations of fluoroquinolones to also medi-
ate SOS-independent recombination (31). These findings fur-
ther highlight our naive comprehension of the full spectrum of
antibiotic-microbe interactions and effects.

To address these deficiencies, recent antimicrobial research
has focused on induction of the SOS response by antibiotic
environments and the role that SOS responses play in resis-
tance development. In addition to the well-characterized role
of inhibitory concentrations, subinhibitory concentrations of
antibiotics may also be critical in this context. Sublethal con-
centrations are particularly concerning because, as Baquero
(4) argues, poor compliance, poor absorption, selective com-
partments, and biofilms, among other factors, all contribute to
engendering suboptimal antibiotic concentrations. We have
expanded on findings about the effects of inhibitory concen-
trations of antibiotics by examining the response of P. aerugi-
nosa to subinhibitory concentrations of the DNA gyrase inhib-
itor ciprofloxacin and the role such nonlethal concentrations
play in inducing the SOS response and antibiotic resistance.
Ciprofloxacin at 0.3X MIC was found to enhance the ability of
pretreated cultures to survive under 2X MIC ciprofloxacin
conditions (Fig. 1). Such a survival phenomenon has been
noted in many bacterial species and has been termed adaptive
resistance (which may be related to persistence), since the
fraction of cells that survive antibiotic challenge have not ac-
quired antibiotic resistance through genetic mutation or resis-
tance gene acquisition. Rather, the fraction of cells that survive
have the capacity to switch on a mechanism that allows the cell
to survive antibiotic challenge, without the concomitant fitness
cost of a genetically encoded resistance mechanism (34, 35).
Similar phenotypic tolerance or adaptive resistance findings
have been made previously for inhibitory concentrations of
ciprofloxacin (24, 47) and aminoglycosides (5, 14). Both sub-
inhibitory and inhibitory concentrations of ciprofloxacin,
therefore, have the ability to select for such resistance.

The mechanisms behind adaptive resistance, however, are
poorly understood. Drenkard and Ausubel reported that anti-
biotic treatment of P. aeruginosa CF infections selects for a
transient resistance phenotype and that the regulator PvrR is
important in eliciting this phenotypic variation (since overex-
pression of PvrR results in a reduction in the frequency of
resistant variants) (15). In our previous studies, microarray
analysis was used to examine the effects of subinhibitory cip-
rofloxacin concentrations on global gene expression in P.
aeruginosa (9), and this was expanded here using 0.1X MIC
ciprofloxacin concentrations. Interestingly, the expression of
pvrR (PA3947) was down-regulated in 0.3X MIC ciprofloxacin,
consistent with the suggestion of Drenkard and Ausubel (15)
that lack of pvrR expression may contribute to the observed
adaptive resistance phenotype.

Other mechanisms related to intrinsic resistance may also
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result in adaptive resistance. Walsh and colleagues demon-
strated that plasmid expression of the P. aeruginosa lipopoly-
saccharide kinase genes waaP and wapP in a Salmonella en-
terica serovar Typhimurium strain carrying a chromosomal
mutation in waaP resulted in a substantial increase in resis-
tance to the DNA gyrase inhibitor novobiocin (46). These
genes are important in phosphorylation of the inner core of P.
aeruginosa lipopolysaccharide, and thus they are important in
contributing to the intrinsic drug resistance of this organism.
Expression levels of both waaP (PA5009) and wapP (PA5008)
were significantly increased with ciprofloxacin concentrations
of 0.3 MIC (1.4- and 1.5-fold, respectively) and 1X MIC (1.8-
and 1.9-fold, respectively) (9), demonstrating that adaptive
resistance to subinhibitory ciprofloxacin concentrations may
also result from enhanced intrinsic resistance mechanisms.

Subinhibitory ciprofloxacin concentrations were also found
to activate the SOS system. Microarray studies showed that
expression of recA, the principal regulator of the SOS re-
sponse, was significantly up-regulated with increasing cipro-
floxacin concentrations (9). Analysis of the expression profiles
based on functional classification of the ORFs further sup-
ported this observation (Fig. 2). The effects of both 0.1X and
0.3X MIC ciprofloxacin concentrations on ORFs belonging to
the “Chaperones and heat shock proteins” category again em-
phasize the importance of the SOS system in the response of P.
aeruginosa to even sublethal antibiotic challenge. These find-
ings highlight the importance of even sublethal concentrations
of antibiotics, particularly ciprofloxacin, in provoking the SOS
response (although stimulation of intrachromosomal recombi-
nation by subinhibitory levels of ciprofloxacin in E. coli has also
been shown to occur independently of this response [31]). This
SOS response is already known to promote horizontal gene
transfer (6) and increased mutation rates (7, 34, 36), both of
which are possible mechanisms by which antibiotic resistance
can be acquired. Indeed, Fung-Tomc et al. (19) noted an in-
crease in the mutation rate and resistance level of P. aeruginosa
following exposure to subinhibitory ciprofloxacin concentra-
tions, whereby the rate of resistance development depended on
the concentration and the duration of exposure. Prolonged
exposure to subinhibitory ciprofloxacin concentrations was also
found to promote the development of low-level resistance to
structurally unrelated antimicrobial agents (19).

Because the microarray studies, therefore, seemed to suggest
that a combination of mechanisms, rather than a solitary mech-
anism, mediated adaptive resistance, a mini-Tn5-uxCDABE mu-
tant library (30) was screened in order to better characterize
some of the factors responsible for resistance to ciprofloxacin.
Many of the mutants identified as exhibiting increased sensi-
tivity to ciprofloxacin (Table 1) had alterations in genes be-
longing to the “DNA replication, modification, and repair”
class as well as being components of the SOS DNA repair
system. For example, xseA4, along with xseB, encodes exonucle-
ase VII, which degrades single-stranded DNA (11). The cip-
rofloxacin hypersusceptibility of an xse4 mutant correlates well
with the ability of fluoroquinolone antimicrobials to produce
DNA breaks (17). Likewise, the ciprofloxacin hypersuscepti-
bility of a recN mutant agrees well with its role as an SOS-
inducible protein important in repairing double-stranded DNA
breaks (38). Conversely, resistance to ciprofloxacin was also
observed to increase (Table 2) for mutants with alterations in
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nfxB, the negative regulator of the MexCD-Opr]J efflux pump,
which is known to be involved in fluoroquinolone resistance
(41).

Of interest in determining the mechanisms responsible for
the adaptive resistance response to ciprofloxacin were the su-
persusceptible mutants identified. Among these mutants, lon
mutants were found to be fourfold more susceptible to cipro-
floxacin than the wild-type strain (Table 3). Lon protease is a
DNA heat shock protein important in cell separation (42) and,
interestingly, is classified under “Translation, modification,
degradation,” the category of ORFs highly affected by subin-
hibitory ciprofloxacin concentrations (Fig. 2). Our observation
of a phenotype of hypersusceptibility to fluoroquinolones for
the lon mutants was in agreement with previous findings for E.
coli (49). No similar hypersusceptibility phenotypes were ob-
served for imipenem or gentamicin (Table 3), although a mod-
erate decrease in the gentamicin MIC was previously noted
(33). Although evaluation of lon overexpression would confirm
its role in ciprofloxacin resistance, previous studies have shown
genetic overexpression of lon to be lethal (12). Expression of
lon was thus monitored from its luciferase transcriptional fu-
sion and was found to increase when bacteria were grown in
subinhibitory ciprofloxacin concentrations (Fig. 3), indicating
that lon plays a role in the response of P. aeruginosa to cipro-
floxacin exposure. Interestingly, Marr et al. (33) have shown
that the expression of lon increases upon exposure to amino-
glycosides at sub-MIC concentrations and that the mutant is
defective in biofilm formation and swarming motility, findings
that indicate that Lon protease may play a larger role in the
pathogenesis of Pseudomonas.

Based on the extreme filamentation observed for lon mu-
tants grown alone or in the presence of subinhibitory cipro-
floxacin concentrations (Fig. 4) and on the wild-type suscepti-
bility of lon mutants to other antimicrobials (Table 3), it is
hypothesized that increased fluoroquinolone sensitivity is due
to abnormal cell elongation. Indeed, Yamaguchi et al. demon-
strated the suppression of lon hypersusceptibility in E. coli by
subsequent disruption of sulA, the cell division inhibitor (49).
If cell elongation is a contributing mechanism in fluoroquin-
olone killing, this would explain the inability to repeat the
adaptive resistance phenotype (Fig. 1) with the lon mutants,
since exposure to suprainhibitory ciprofloxacin concentrations
would occur after cells had already achieved a filamentous
state. Two sul4 homologs (PA0671 and PA3008) in P. aerugi-
nosa have been described (1). Of these, only PA3008, which
lies adjacent to the SOS response transcriptional repressor
LexA, showed increases in expression by microarray analysis
(2.8-, 5.2-, and 6.5-fold increases for 0.1, 0.3X, and 1X MIC
ciprofloxacin, respectively) across all ciprofloxacin concentra-
tions (9). Together, these findings indicate that PA1803 is
likely to be the Lon ATP-dependent protease and that it might
be a potential therapeutic antimicrobial target to combat fluo-
roquinolone resistance in P. aeruginosa.

Subinhibitory concentrations of antimicrobials, particularly
of SOS response-inducing agents such as ciprofloxacin, thus
play an important role in eliciting antibiotic resistance. Recent
work by Blazquez et al. similarly showed that exposure of P.
aeruginosa to subinhibitory concentrations of ceftazidime, a
PBP3 inhibitor, also elicits an SOS response, resulting in in-
creased mutagenesis and up-regulation of antibiotic resistance
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and adaptation genes (8). Interestingly, ceftazidime was also
found to antagonize the activity of ciprofloxacin (8), a finding
that bears particular relevance to the treatment regimens of
CF patients. Subinhibitory concentrations of antimicrobial
peptides have also been found to induce the pmrAB two-com-
ponent regulator, leading to adaptive resistance (37). As our
knowledge of the effects of subinhibitory and inhibitory con-
centrations of antibiotics on bacterial responses continues to
grow, it is becoming increasingly evident that this knowledge
should be considered in choosing antibiotic therapies and dos-
ing regimens.

ACKNOWLEDGMENTS

Funding from the Canadian Cystic Fibrosis Foundation (CCFF) to
R.E.W.H. is gratefully acknowledged. M.D.B. was the recipient of a
scholarship from CCFF. J.O. was the recipient of postdoctoral fellow-
ships from CCFF and the Alexander von Humboldt Foundation.
R.E.W.H. was the recipient of a Canada Research Chair.

REFERENCES

1. Abella, M., L. Erill, M. Jara, G. Mazon, S. Campoy, and J. Barbe. 2004.
Widespread distribution of a lex4-regulated DNA damage-inducible multi-
ple gene cassette in the Proteobacteria phylum. Mol. Microbiol. 54:212-222.

2. Amsterdam, D. 1991. Susceptibility testing of antimicrobials in liquid media,
p. 72-78. In V. Lorian (ed.), Antibiotics in laboratory medicine. Williams &
Wilkins, Baltimore, MD.

3. Bandow, J. E., H. Brotz, L. I. Leichert, H. Labischinski, and M. Hecker.
2003. Proteomic approach to understanding antibiotic action. Antimicrob.
Agents Chemother. 47:948-955.

4. Baquero, F. 2001. Low-level antibacterial resistance: a gateway to clinical
resistance. Drug Resist. Updat. 4:93-105.

5. Barclay, M. L., E. J. Begg, S. T. Chambers, P. E. Thornley, P. K. Pattemore,
and K. Grimwood. 1996. Adaptive resistance to tobramycin in Pseudomonas
aeruginosa lung infection in cystic fibrosis. J. Antimicrob. Chemother. 37:
1155-1164.

6. Beaber, J. W., B. Hochhut, and M. K. Waldor. 2004. SOS response promotes
horizontal dissemination of antibiotic resistance genes. Nature 427:72-74.

7. Bjedov, 1., O. Tenaillon, B. Gerard, V. Souza, E. Denamur, M. Radman, F.
Taddei, and I. Matic. 2003. Stress-induced mutagenesis in bacteria. Science
300:1404-1409.

8. Blazquez, J., J. M. Gomez-Gomez, A. Oliver, C. Juan, V. Kapur, and S.
Martin. 2006. PBP3 inhibition elicits adaptive responses in Pseudomonas
aeruginosa. Mol. Microbiol. 62:84-99.

9. Brazas, M. D., and R. E. W. Hancock. 2005. Ciprofloxacin induction of a
susceptibility determinant in Pseudomonas aeruginosa. Antimicrob. Agents
Chemother. 49:3222-3227.

10. Brazas, M. D., and R. E. W. Hancock. 2005. Using microarray gene signa-
tures to elucidate mechanisms of antibiotic action and resistance. Drug
Discov. Today 10:1245-1252.

11. Chase, J. W., B. A. Rabin, J. B. Murphy, K. L. Stone, and K. R. Williams.
1986. Escherichia coli exonuclease VII. Cloning and sequencing of the gene
encoding the large subunit (xse4). J. Biol. Chem. 261:14929-14935.

12. Christensen, S. K., G. Maenhaut-Michel, N. Mine, S. Gottesman, K. Gerdes,
and L. Van Melderen. 2004. Overproduction of the Lon protease triggers
inhibition of translation in Escherichia coli: involvement of the yefM-yoeB
toxin-antitoxin system. Mol. Microbiol. 51:1705-1717.

13. Cirz, R. T., B. M. O’Neill, J. A. Hammond, S. R. Head, and F. E. Romesberg.
2006. Defining the Pseudomonas aeruginosa SOS response and its role in the
global response to the antibiotic ciprofloxacin. J. Bacteriol. 188:7101-7110.

14. Daikos, G. L., G. G. Jackson, V. T. Lolans, and D. M. Livermore. 1990.
Adaptive resistance to aminoglycoside antibiotics from first-exposure down-
regulation. J. Infect. Dis. 162:414-420.

15. Drenkard, E., and F. M. Ausubel. 2002. Pseudomonas biofilm formation and
antibiotic resistance are linked to phenotypic variation. Nature 416:740-743.

16. Drlica, K. 2000. The future of fluoroquinolones. Ann. Med. 32:585-587.

17. Drlica, K., and X. Zhao. 1997. DNA gyrase, topoisomerase 1V, and the
4-quinolones. Microbiol. Mol. Biol. Rev. 61:377-392.

18. Freiberg, C., H. P. Fischer, and N. A. Brunner. 2005. Discovering the mech-
anism of action of novel antibacterial agents through transcriptional profiling
of conditional mutants. Antimicrob. Agents Chemother. 49:749-759.

19. Fung-Tomc, J., B. Kolek, and D. P. Bonner. 1993. Ciprofloxacin-induced,
low-level resistance to structurally unrelated antibiotics in Pseudomonas
aeruginosa and methicillin-resistant Staphylococcus aureus. Antimicrob.
Agents Chemother. 37:1289-1296.

20. Gibson, R. L., J. L. Burns, and B. W. Ramsey. 2003. Pathophysiology and

Areigi eiquinjod ysihug Jo Alsiaaiun ayl Ag £T0Z ‘g 1snbny uo /B1o°wse-oee//:dny woiy papeojumoq


http://aac.asm.org/

VoL. 51, 2007

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34,

35.

36.

management of pulmonary infections in cystic fibrosis. Am. J. Respir. Crit.
Care Med. 168:918-951.

Goerke, C., J. Koller, and C. Wolz. 2006. Ciprofloxacin and trimethoprim
cause phage induction and virulence modulation in Staphylococcus aureus.
Antimicrob. Agents Chemother. 50:171-177.

Gottfredsson, M., H. Erlendsdottir, A. Sigfusson, and S. Gudmundsson.
1998. Characteristics and dynamics of bacterial populations during postan-
tibiotic effect determined by flow cytometry. Antimicrob. Agents Chemother.
42:1005-1011.

Gould, I. M., and F. M. MacKenzie. 2002. Antibiotic exposure as a risk factor
for emergence of resistance: the influence of concentration. J. Appl. Micro-
biol. 92(Suppl.):78S-84S.

Gould, I. M., K. Milne, G. Harvey, and C. Jason. 1991. Ionic binding,
adaptive resistance and post-antibiotic effect of netilmicin and ciprofloxacin.
J. Antimicrob. Chemother. 27:741-748.

Gould, I. M., K. Milne, and C. Jason. 1990. Concentration-dependent bac-
terial killing, adaptive resistance and post-antibiotic effect of ciprofloxacin
alone and in combination with gentamicin. Drugs Exp. Clin. Res. 16:621-
628.

Hastings, P. J., S. M. Rosenberg, and A. Slack. 2004. Antibiotic-induced
lateral transfer of antibiotic resistance. Trends Microbiol. 12:401-404.
Hooper, D. C. 1999. Mechanisms of fluoroquinolone resistance. Drug Resist.
Updat. 2:38-55.

Huber, W., A. Von Heydebreck, H. Sultmann, A. Poustka, and M. Vingron.
2002. Variance stabilization applied to microarray data calibration and to the
quantification of differential expression. Bioinformatics 18:596-S104.
Jerman, B., M. Butala, and D. Zgur-Bertok. 2005. Sublethal concentrations
of ciprofloxacin induce bacteriocin synthesis in Escherichia coli. Antimicrob.
Agents Chemother. 49:3087-3090.

Lewenza, S., R. K. Falsafi, G. Winsor, W. J. Gooderham, J. B. McPhee,
F. S. L. Brinkman, and R. E. W. Hancock. 2005. Construction of a mini-
TnS-luxCDABE mutant library in Pseudomonas aeruginosa PAO1: a tool for
identifying differentially regulated genes. Genome Res. 15:583-589.

Lopez, E., M. Elez, 1. Matic, and J. Blazquez. 2007. Antibiotic-mediated
recombination: ciprofloxacin stimulates SOS-independent recombination of
divergent sequences in Escherichia coli. Mol. Microbiol. 64:83-93.
Mamber, S. W., B. Kolek, K. W. Brookshire, D. P. Bonner, and J. Fung-
Tome. 1993. Activity of quinolones in the Ames Salmonella TA102 mutage-
nicity test and other bacterial genotoxicity assays. Antimicrob. Agents Che-
mother. 37:213-217.

Marr, A. K., J. Overhage, M. Bains, and R. E. Hancock. 2007. The Lon
protease of Pseudomonas aeruginosa is induced by aminoglycosides and is
involved in biofilm formation and motility. Microbiology 153:474-482.
Massey, R. C., and A. Buckling. 2002. Environmental regulation of mutation
rates at specific sites. Trends Microbiol. 10:580-584.

Massey, R. C., A. Buckling, and S. J. Peacock. 2001. Phenotypic switching of
antibiotic resistance circumvents permanent costs in Staphylococcus aureus.
Curr. Biol. 11:1810-1814.

Matic, L., F. Taddei, and M. Radman. 2004. Survival versus maintenance of
genetic stability: a conflict of priorities during stress. Res. Microbiol. 155:
337-341.

Lon

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

PROTEASE AND CIPROFLOXACIN RESISTANCE 4283

McPhee, J. B., S. Lewenza, and R. E. W. Hancock. 2003. Cationic antimi-
crobial peptides activate a two-component regulatory system, PmrA-PmrB,
that regulates resistance to polymyxin B and cationic antimicrobial peptides
in Pseudomonas aeruginosa. Mol. Microbiol. 50:205-217.

Meddows, T. R., A. P. Savory, J. L. Grove, T. Moore, and R. G. Lloyd. 2005.
RecN protein and transcription factor DksA combine to promote faithful
recombinational repair of DNA double-strand breaks. Mol. Microbiol. 57:
97-110.

Michel-Briand, Y., and C. Baysse. 2002. The pyocins of Pseudomonas aerugi-
nosa. Biochimie 84:499-510.

Phillips, L., E. Culebras, F. Moreno, and F. Baquero. 1987. Induction of the
SOS response by new 4-quinolones. J. Antimicrob. Chemother. 20:631-638.
Poole, K., N. Gotoh, H. Tsujimoto, Q. Zhao, A. Wada, T. Yamasaki, S.
Neshat, J. Yamagishi, X. Z. Li, and T. Nishino. 1996. Overexpression of the
mexC-mexD-oprJ efflux operon in nfxB-type multidrug-resistant strains of
Pseudomonas aeruginosa. Mol. Microbiol. 21:713-724.

Schoemaker, J. M., R. C. Gayda, and A. Markovitz. 1984. Regulation of cell
division in Escherichia coli: SOS induction and cellular location of the SulA
protein, a key to lon-associated filamentation and death. J. Bacteriol. 158:
551-561.

Shaw, K. J., N. Miller, X. Liu, D. Lerner, J. Wan, A. Bittner, and B. J.
Morrow. 2003. Comparison of the changes in global gene expression of
Escherichia coli induced by four bactericidal agents. J. Mol. Microbiol. Bio-
technol. 5:105-122.

Trancassini, M., M. L. Brenciaglia, M. C. Ghezzi, P. Cipriani, and F. Filadoro.
1992. Modification of Pseudomonas aeruginosa virulence factors by sub-
inhibitory concentrations of antibiotics. J. Chemother. 4:78-81.

Walker, D., M. Rolfe, A. Thompson, G. R. Moore, R. James, J. C. Hinton,
and C. Kleanthous. 2004. Transcriptional profiling of colicin-induced cell
death of Escherichia coli MG1655 identifies potential mechanisms by which
bacteriocins promote bacterial diversity. J. Bacteriol. 186:866-869.

Walsh, A. G., M. J. Matewish, L. L. Burrows, M. A. Monteiro, M. B. Perry,
and J. S. Lam. 2000. Lipopolysaccharide core phosphates are required for
viability and intrinsic drug resistance in Pseudomonas aeruginosa. Mol. Mi-
crobiol. 35:718-727.

Wiuff, C., R. M. Zappala, R. R. Regoes, K. N. Garner, F. Baquero, and B. R.
Levin. 2005. Phenotypic tolerance: antibiotic enrichment of noninherited
resistance in bacterial populations. Antimicrob. Agents Chemother.
49:1483-1494.

Wuy, Y. L, E. M. Scott, A. L. Po, and V. N. Tariq. 1999. Development of
resistance and cross-resistance in Pseudomonas aeruginosa exposed to sub-
inhibitory antibiotic concentrations. APMIS 107:585-592.

Yamaguchi, Y., T. Tomoyasu, A. Takaya, M. Morioka, and T. Yamamoto.
2003. Effects of disruption of heat shock genes on susceptibility of Esche-
richia coli to fluoroquinolones. BMC Microbiol. 3:16.

Ysern, P., B. Clerch, M. Castano, I. Gibert, J. Barbe, and M. Llagostera.
1990. Induction of SOS genes in Escherichia coli and mutagenesis in Salmo-
nella typhimurium by fluoroquinolones. Mutagenesis 5:63-66.

Zhao, X., and K. Drlica. 2001. Restricting the selection of antibiotic-resistant
mutants: a general strategy derived from fluoroquinolone studies. Clin. In-
fect. Dis. 33(Suppl. 3):S147-S156.

Areigi eiquinjod ysihug Jo Alsiaaiun ayl Ag £T0Z ‘g 1snbny uo /B1o°wse-oee//:dny woiy papeojumoq


http://aac.asm.org/

