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Development and selection of low-
level multi-drug resistance over an 
extended range of sub-inhibitory 
ciprofloxacin concentrations in 
Escherichia coli
Carly Ching1 & Muhammad H. Zaman1,2 ✉

To better combat bacterial antibiotic resistance, a growing global health threat, it is imperative 
to understand its drivers and underlying biological mechanisms. One potential driver of antibiotic 
resistance is exposure to sub-inhibitory concentrations of antibiotics. This occurs in both the 
environment and clinic, from agricultural contamination to incorrect dosing and usage of poor-quality 
medicines. To better understand this driver, we tested the effect of a broad range of ciprofloxacin 
concentrations on antibiotic resistance development in Escherichia coli. We observed the emergence of 
stable, low-level multi-drug resistance that was both time and concentration dependent. Furthermore, 
we identified a spectrum of single mutations in strains with resistant phenotypes, both previously 
described and novel. Low-level class-wide resistance, which often goes undetected in the clinic, may 
allow for bacterial survival and establishment of a reservoir for outbreaks of high-level antibiotic 
resistant infections.

Antibiotic resistant infections can undermine effective treatments on which we typically rely on. It is thus critical 
to understand how bacteria develop resistance to better design appropriate interventions. While focus is often 
given to genetic determinants and mechanisms associated with high-level and clinically-relevant antibiotic resist-
ance during lethal selection1, bacteria are also often exposed to lower, sublethal concentrations of antibiotics. This 
occurs in the environment during agricultural activities and wastewater treatment2,3. It also occurs in the clinic 
due to low-dose prophylactic treatment, incorrect dosing, poor patient adherence and use of poor quality or 
substandard medicines, which often do not have the stated amount of active pharmaceutical ingredient (API)4,5. 
This prevalent, and often inadvertent, exposure of bacteria to sub-inhibitory levels of antibiotics may serve as an 
important driver of antibiotic resistance6.

When exposed to an antibiotic at levels below the minimum inhibitory concentration (MIC), bacteria survive 
and are under selective pressure to gain resistance6. Recent work has shown that there may be different resistance 
mechanisms induced by sub-inhibitory antibiotic exposure compared to lethal selection. In Salmonella enterica, 
sub-inhibitory concentrations of streptomycin selected for high-level resistance through multiple small-effect 
resistance mutations, whereas lethal selection led to specific target mutations7. Similarly, resistant mutants from 
sub-inhibitory fluoroquinolone exposure do not always have causative changes in the target quinolone resistance 
determining region (QRDR)8–11.

We systematically reviewed the literature on sub-inhibitory fluoroquinolone antibiotic exposure and resist-
ance (in preparation &12). Briefly, we found that, to date, studies largely have investigated exposure concentrations 
at or below half the MIC. Many experiments also examined resistance development with passage of bacteria in 
continually increasing sub-inhibitory concentrations13–16. It is less clear what happens upon repeated exposure 
to a range of constant sub-inhibitory antibiotic concentrations. This is relevant as substandard antibiotics have 
been found to have a wide distribution of API content17–19. Our aim was to determine the role of exposure to 
different sub-lethal antibiotic concentrations on bacterial antibiotic resistance development. We focused on the 
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fluoroquinolone ciprofloxacin which is used worldwide in both human and animal sectors, and therefore has both 
clinical and environmental effects20–23.

In this study, we investigated the impact of a wide range of sub-inhibitory concentrations of ciprofloxacin, from 
0% to 110% of the MIC, on stable antibiotic resistance acquisition in Escherichia coli. After exposure, we observed 
low-level resistance to both ciprofloxacin and other classes of antibiotics in a time- and concentration-dependent 
manner. We identified a spectrum of single mutations conferring intermediate multi-drug resistance phenotypes. 
These include both the reported clinically relevant mutation V29G in the efflux regulator acrR24 as well as muta-
tions I534S in gyrA and L75R in the efflux regulator marR that are not reported in the literature, to the best of our 
knowledge.

Overall, our findings add to evidence that low-level antibiotic exposure and low-level resistances prime bacte-
ria for further survival and high-level multi-drug resistance development. We find, specifically, that this can occur 
at a broad range of sub-inhibitory ciprofloxacin concentrations. Notably, while low-level resistant bacteria have 
stable genetic changes, they may not be phenotypically classified as clinically resistant based on change in MIC. 
This has broad health implications, from agriculture to poor quality antibiotic usage, as this may result in strains 
of bacteria that are pre-disposed to evolve further resistances.

Results
Survival decreased sharply with exposure to increasing sub-inhibitory ciprofloxacin concen-
trations.  To test the impact of a broad range of sub-inhibitory concentrations of ciprofloxacin API on cell 
survival, we first determined the MIC of ciprofloxacin for the parental E. coli MG1655 strain using a standard 
broth microdilution. Based on growth, it was found that 0.078 µg/ml was the MIC. Bacteria were then exposed 
to increasing concentrations of ciprofloxacin, ranging from 0–110% MIC, in 10% increments. The cultures were 
treated for 48 hours (hrs), with a passage into fresh medium containing the same concentration of ciprofloxacin 
after 24 hrs of treatment and viable cells were enumerated. Survival of E. coli cells decreased sharply after exposure 
to concentrations greater than 10% MIC, with viable cells typically remaining detectable until about 90% MIC 
exposure (Fig. 1). This confirmed our defined inhibitory range within 10–20% of the set 100% MIC value.

Low-level ciprofloxacin resistance occurred after 20–30% MIC exposure.  The MIC of the exposed 
cells to ciprofloxacin was determined after a single outgrowth in drug-free media. An increase in MIC relative to 
the MIC of the drug-free control was observed after bacteria were exposed to 20–90% MIC ciprofloxacin (Fig. 2). 
Exposure to 10% MIC, despite causing a large reduction in survival (~75%, Fig. 1), resulted in no increase in 
resistance at both time points. Increases in MIC ranged from ~2–16 fold, with no obvious relationship to MIC 
concentration directly after antibiotic exposure between three independent lineages.

Mutant strains demonstrated stable low-level resistance which increased with exposure con-
centration and time.  To test whether the resistance changes were stable, treated cells were passaged on 
drug-free media for 5 days. After passage, the increase in MIC stabilized to a maximum of 4-fold, with changes 
observed after ≥30% MIC exposure (Fig. 3). These strains were named by their time of treatment and % MIC 
exposure. For example, strain 24–10 was treated for 24hrs with 10% MIC ciprofloxacin. After drug-free transfer, 
we noted that resistance increased with increased exposure concentration and time. We performed a Wilcoxon 
ranked sum test to determine whether the mutants’ resistance profile were representative of a non-identical pop-
ulation compared to the drug-free control. We found that increases in MIC for mutants 48-40, 48–50, 48–60 and 
48–70 were significant (P values <0.05, Fig. 3), such that they would not be due to technical error or chance. 
Strong growth defects were observed in strains 24–90 and 48–90 while strains 24–50, 48–30 and 48–50 had a 
slight growth defect at 37 °C (Fig. S1).

Figure 1.  Survival decreased sharply with exposure to increasing sub-inhibitory ciprofloxacin concentrations. 
Percent survival (relative to no drug treatment) plotted against ciprofloxacin (Cip) concentration (% MIC noted 
below) after (a) 24 hr exposure and (b) 48 hr exposure. Error bars represent the standard deviation of the mean 
of 3 independent experiments. For better resolution of small values, inset shows survival at ≥20% MIC Cip 
exposure, when survival is less than 20%. The growth observed at 100% and 110% (~50–100 CFU/ml) at 24 hrs 
was from 1 experiment. Inset is on a log scale, and thus values of 0 are not plotted.
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Ciprofloxacin-selected mutants demonstrated increased multi-drug resistance.  To investi-
gate whether the resistant mutants had developed multi-drug resistance, we determined the MIC of each stable 
mutant to antibiotics from 4 different classes (ampicillin, kanamycin, tetracycline, chloramphenicol) (Fig. 4). 
Interestingly, cross-resistance increased up to 4-fold, similar to increases in resistance to ciprofloxacin. In general, 
cells from prolonged exposure (48 hrs) had increased resistance to chloramphenicol, ampicillin and tetracycline 
(P-values < 0.05; Fig. 4b–d, right) but did not show resistance to kanamycin. Cells isolated after 90% MIC expo-
sure (24–90 & 48–90) demonstrated increased sensitivity to all four antibiotics. These data demonstrate that not 
only does resistance to the primary treatment antibiotic (ciprofloxacin, in this case) develop, but resistance to 
unrelated classes of antibiotics as well.

Ciprofloxacin-selected mutant strains had mutations in gyrA, marR and acrR.  To identify genetic 
changes in the 48-hr exposed mutants, we performed whole genome sequencing (WGS) after sequentially passag-
ing the strains on drug-free media. The results are summarized in Table 1. Notably, we identified only one non-
synonymous mutation in each strain with altered antibiotic resistance. Among the induced mutations, we found 
a propensity for T:A > G:C transversions (8/9 mutations identified). This mutational signature preference for 
ciprofloxacin was also observed in Salmonella typhimurium25. Additionally, we detected four nucleotide changes 
in our WT parental strain compared to the MG1655 reference genome, listed in Table S1. The sequence mapping 
analysis was unable to identify possible gene duplications. All mutant strains and the drug-free control also had 
these same changes.

Figure 2.  Low-level increases in resistance develop after 20–30% MIC exposure. Fold change increase (relative 
to drug-free control) in MIC of ciprofloxacin (Cip) plotted against ciprofloxacin concentration treatment (as 
% MIC) after (a) 24 hr exposure and (b) 48 hr exposure. Error bars represent the standard deviation of the 
mean of 3 independent experiments. Experiments with no detectable cells were not included in calculation. A 
fold change of 1 indicates no change. A value of 0 indicates that there were no detectable cells from the initial 
treatment. The MIC of the drug-free control matched the MIC of WT parental cells.

Figure 3.  Mutant strains after passage in drug-free medium have low-level resistance, fold change in resistance 
increases with % MIC. Cells were passaged on drug-free media for 5 days and the MIC to ciprofloxacin was 
tested. Each strain name (#-#) corresponds to exposure time-ciprofloxacin concentration (% MIC). Fold change 
(relative to drug-free control) in MIC of ciprofloxacin is plotted against ciprofloxacin treatment concentration 
(as % MIC) for mutant from (a) 24 hr exposure or (b) 48 hr exposure. Error bars represent the standard 
deviation of the mean of 3 replicate measurements. A fold change of 1 indicates no change. Drug-free control 
matched MIC of parental WT cells and conditions with no growth during purification were not plotted. All 
non-synonymous genetic changes identified in sequencing are shown below strain name. *P value < 0.05.
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Figure 4.  Mutants demonstrate increased multi-drug resistance which increase with concentration and time. 
MIC of different classes of antibiotic were determined for stable mutants. For 24 and 48 hr exposure mutants, 
the fold change in MIC relative to drug-free control was measured for 4 different antibiotics, (a) kanamycin 
(KAN, MIC = 16 ug/ml), (b) chloramphenicol (CHL, MIC = 8ug/ml) (c) ampicillin 1 (AMP, MIC = 8 ug/ml) 
and (d) tetracycline (TET, MIC = 2ug/ml). Error bars represent the standard deviation of the mean of 3 replicate 
measurements. A fold change of 1 indicates no change. The MIC of the drug-free control matched the MIC of 
WT parental cells. Conditions with no growth after exposure were not plotted. All nonsynonymous genomic 
changes identified in sequencing are shown below mutant name. *P value < 0.05.

Strain 
Number

Ref Position 
(NC_000913) Type Ref Change

Overlapping 
annotations

Coding region 
change

Amino acid 
change

Mean Fold Change 
in MIC (relative to 
drug-free control)

48-0 ND

48-10 1013401 SNP T G Gene: pqiB T143 > G I48S 1

48-20 ND 1

48-30 462776 SNP G T Gene:ppiD G862 > T E288to STOP 1.7

2999250 SNP A G Gene:ygeR T642 > C T214T

48-40 485846 SNP T G Gene: acrR T86 > G V29G 2*

48–50 2337820 SNP A C Gene:gyrA T1601 > G I534S 4*

48–60 1619343 SNP T G Gene:marR T224 > G L75R 4*

3219799 SNP T G Gene:patA T306 > G V102V

48–70 1619343 SNP T G Gene:marR T224 > G L75R 4*

48–90 3442012 SNP G T Gene: rpsK C87 > A N29K 1.7

Table 1.  Mutations identified in strains from 48 hr sub-inhibitory ciprofloxacin exposure, after passage on 
drug-free media. Ref = reference, SNP = single nucleotide polymorphism, ND = no differences to WT parental 
strain. *P value less than 0.05.
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The drug-free control and strain 48–20 had no additional mutations compared to the parental strain. The 
mutant strain 48-10 had a single nucleotide polymorphism (SNP) leading to a nonsynonymous mutation in 
the intermembrane transport protein, pqiB, which is involved in cell envelope homeostasis. A previous study 
found that a pqiB mutant did not show strong phenotypes to different growth conditions26. Mutant 48-30 had a 
synonymous mutation in the lipoprotein gene ygeR and a nonsynonymous mutation in peptidyl-prolyl cis-trans 
isomerase D, ppiD, which has been shown to have a minor role in the maturation of outer membrane proteins27. 
This mutant had a slight growth defect (Fig. S1).

Fluoroquinolones act by binding to DNA gyrase and/or DNA topoisomerase IV to inhibit DNA unwinding 
and supercoiling28,29. Typically, mutations in the fluoroquinolone binding site of DNA gyrase and topoisomerase 
IV lead to resistance30. Strain 48–50, which displayed a 4-fold increase in MIC (P-value = 0.01267), had a muta-
tion in the gyrase gene, gyrA, of Isoleucine-534 to Serine. This mutation was predicted to be in the C-terminal 
domain31, outside of the conserved QRDR involved in drug binding32,33. The gyrA(I534S) mutant had ~2-fold 
changes in resistance to chloramphenicol, tetracycline and ampicillin (P-values < 0.05, Fig. 4) and a slight growth 
defect (Fig. S1).

Mutations in genes involved in drug efflux pathways may lead to decreased ciprofloxacin accumulation in 
the cell and, moreover, decrease accumulation of other unrelated antibiotics. One of the main efflux systems in 
E. coli is the AcrAB-TolC pump which has wide substrate specificity34,35. The acrAB operon, which encodes the 
AcrAB-TolC efflux pump, is negatively regulated by the transcriptional repressor AcrR and positively regulated 
by the transcriptional regulator protein MarA36,37. Overexpression of marA leads to multi-drug resistance38 and 
MarR is a transcriptional repressor of marA39,40. In strain 48-40, which had a 2-fold increase in MIC (P-value 
= 0.01267), Valine-29 was mutated to Glycine in acrR. Based on the crystal structure of acrR, V29 is predicted 
to be in the tetR-type helix-turn-helix motif41(Fig. S4). This mutation was previously identified in high-level 
levofloxacin-resistant clinical strains and had also been reported in in vitro-selected high-level carbapenem resist-
ant isolates24,42. The acrR(V29G) mutant displayed some changes in resistance to chloramphenicol and ampicillin, 
but with P values > 0.05 (Fig. 4).

Strains 48–60 and 48–70, which had 4-fold increases in ciprofloxacin MIC (P-value =0.01267), both had 
the same mutation in marR of Leucine-75 to Arginine. Mutant 48–60 also had a synonymous mutation in the 
aminotransferase patA. Leu-75 is predicted to be in the DNA-binding helix-turn-helix regions (Fig. S5), spe-
cifically in H3 (α4, recognition helix) of MarR43–45. For E. coli, changes in residues 66, 70 and 77–79 of MarR 
have previously been described in clinical and in vitro selected fluoroquinolone resistant isolates carrying other 
mutations46–48, but we could not find mutations in Leu-75 reported within the compiled literature49. Interestingly, 
in a study of marR mutations, it was found that most marR alleles of clinical isolates had missense amino acid 
substitutions in marR that conferred lower levels of resistance (1.5–4-fold changes in MIC) and lower fitness 
growth costs than other types of mutations from in vitro selection49. The marR(V29G) mutant had the strongest 
multi-drug resistant phenotypes for chloramphenicol, ampicillin and tetracycline of ~4-fold (P values < 0.05, 
Fig. 4). Similarly, the marR V84E mutation had a small increase in MIC to ciprofloxacin, ampicillin, chloram-
phenicol, and tetracycline48.

Strain 48–90, had a nonsynonymous mutation in the ribosomal protein rpsK(30S ribosomal subunit protein 
S11) which is essential50. Matching its slow growth phenotype (Fig. S1), these cells also have a small colony phe-
notype which does not revert back to WT physiology after passage on drug-free media (Fig. S2). Cells with the 
rpsK mutation are likely very sick due to a mutated ribosomal protein, which supports its increased sensitivity to 
other antibiotics (Fig. 4).

Based on these results, we hypothesized that these single point mutations not only confer low-level increases 
in resistance, but may also allow for growth and further accumulation of new mutations for increased levels of 
resistance during prolonged selective pressure. Indeed, when cells were passaged for 10 days in corresponding 
sub-inhibitory concentrations and subsequently passaged on drug-free medium for 5 days, cells became up to 16 
to 32-fold more resistant (Fig. S3), likely from accumulation of new resistance mutations.

Discussion
In this study, we investigated whether antibiotic exposure to a broad range of sub-lethal concentrations led to 
differences in antibiotic resistance profiles. The results showed low-level multi-drug resistance development after 
exposure to sub-inhibitory ciprofloxacin concentrations as low as 30% MIC (Figs. 3 & 4). We identified a spec-
trum of mutations in the multi-drug resistant mutants, including some that have not been previously described 
(Table 1). Our data suggest that exposure to sub-inhibitory levels of antibiotics selects for first-step mutations 
that confer stable low-level resistance from both ciprofloxacin target mutations and efflux mechanisms. These 
may then allow for cells to survive further treatment and gain additional mutations. For drug efflux, the muta-
tion V29G in acrR has been reported in clinically resistant isolates24 and developed to carbapenems42, while the 
mutation L75R in marR has not been implicated in resistance prior to this study. Both mutations are predicted to 
disrupt DNA-binding to its target promoters (Figs. S4 & S5). We also found that during exposure to lower anti-
biotic concentrations, two cell envelope maintenance genes, ppiD and pqiB26,27, had nonsynonymous mutations.

Understanding the evolutionary trajectories of bacteria after exposure to antibiotics is critical for developing 
strategies that prevent emergence of antibiotic resistance from the start51. For example, a recent paper discov-
ered that antibiotic tolerance after exposure to a single antibiotic promotes the future development of resistance 
under combination therapy52. While it has been demonstrated that multiple mutations are required to achieve 
high-level clinical resistance, it has been hypothesized that mutations that result in low-level resistance are the 
first step to the development of high-level resistance46,53–55. Mutations which impact class-wide resistance, such 
as those observed here in efflux, can allow for survival, which leads to a reservoir of bacteria that are more prone 
to develop resistance given another selective pressure (including different classes of antibiotics)56. However, the 
identification and contribution of relevant single nucleotide changes can be difficult to analyze. Resistant isolates 
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often have multiple mutations and it can be difficult to determine true differences in a clinical isolate with an 
unknown parental strain. Moreover, high-level multi-drug resistant clinical isolates are often tested for mutations 
in distinct gene clusters specific to various antibiotics57,58, which may miss single nucleotide changes outside 
these regions which are related to broader, non-specific mechanisms of resistance. It is also possible that first-step 
mutations which allow for additional mutations for increased resistance or fitness are lost during selection at high 
treatment levels. Different types of mutations in acrR and marR have been observed to evolve at different times 
under different levels of fluoroquinolones48,51,59,60. This suggests that there may be a different trajectory or spec-
trum of first-step mutations with different initial treatment levels of antibiotics.

This study has important implications for global public health. A key observation of our work is the presence 
of low-level resistance against several important antibiotics after short term sub-inhibitory ciprofloxacin exposure 
(Figs. 3 & 4). As described by Hughes and Andersson (2012), it is important to understand the significance of 
individual mutations selected at low-levels of antibiotics, as weak resistance mutations are traditionally disre-
garded1. It is noteworthy that low-level resistances are often disregarded due to statistical significance thresh-
olds or classified as clinically relevant based on CLSI MIC breakpoints. Indeed, based on the current clinical 
breakpoint for ciprofloxacin (1 µg/ml), clinical resistance was not achieved in our experiment61. However, while 
mutants may not be classified as resistant by clinical standards, low-level resistance should not be disregarded, 
especially because the underlying mutations may confer broad resistance to other classes of antibiotics (Table 1). 
This could lead to an undetected, under-reported, and pervasive problem spanning from agricultural settings, 
in which farmers use intentionally-low doses of antibiotics, to the clinical settings in which there may be a high 
prevalence of poor-quality medicines which have lower API concentrations than what is stated. Examples include 
ciprofloxacin eye drops in India, which had API content 16% to 36% below the acceptable range17 and ciproflox-
acin oral suspensions in Ghana, which only had 67% and 72% API content18. A recent study from Laos found 
that the percent API of antibiotics tested, including ciprofloxacin, spanned a range between 75% and 125%19. 
Substandard antibiotics may also have other issues than low API content such as impurities, poor-quality excip-
ients, or degradation products which all may serve as their own stressors and impact the cells’ response and 
development of resistance.

Thus, our data demonstrates that in the case of ciprofloxacin, practices and situations that lead to 
sub-inhibitory antibiotic exposure such as during poor-quality antibiotic usage or agricultural activities, could 
lead to low-level multi-drug resistance which may go undetectable in clinical settings. We found that increased 
exposure to the same sub-inhibitory levels led to higher levels of resistance (Fig. S3), further suggesting that these 
low-level resistances can serve as a gateway to higher levels of resistances and, importantly, class-wide multi-drug 
resistances54. Increased surveillance and reporting of low-level resistances is therefore important to consider. Our 
data also suggest that changes in drug efflux are a major mechanism upon pressure from sub-lethal ciprofloxacin 
exposure in E. coli. This is an important area for deeper study; concentration-dependent responses are relevant 
as they underly different anthropic drivers of resistance. This extends beyond changes in resistance genes, as 
community behavior may also change in response to different concentrations of antibiotics62. Overall, antibiotic 
resistance is a complex process, and should be viewed from a systems perspective, taking into consideration the 
social drivers, scientific outcomes and cellular mechanisms altogether.

Methods
Strains and culture conditions.  E. coli MG1655 (ATCC 700926) was used for all experiments. All cul-
tures were routinely grown in LB medium and incubated at 37 °C with shaking at 180 rpm for liquid cultures. 
Ciprofloxacin (MP Biomedical) was added to the medium as indicated.

Ciprofloxacin treatment and susceptibility and survival measurements.  For Ciprofloxacin treat-
ment, saturated liquid cultures were diluted 1:100 in 4 mL of LB broth and grown to exponential phase for 2 hrs 
(~5 × 108 CFU/ml). Cells were then added at a 1:1000 dilution into 4 mL of LB broth containing 0–110% (10% 
increments) of the Ciprofloxacin MIC (MIC = 0.039–0.078 µg/ml, top of range used) for 24 hrs. After 24 hrs, 4 µl 
of cells from each exposure condition was added to 4 mL of fresh media containing the corresponding initial 
treatment (i.e, cells treated with 10% MIC were sub-cultured into fresh media containing 10% MIC) for another 
24 hrs (48 hr total exposure). Cultures directly after exposure were frozen with 50% glycerol. Experiments were 
performed independently, in triplicate. For longer exposure times (Fig. S3), the same protocol was followed, with 
transfer to fresh media with the corresponding concentration each day (24 hr time period).

To determine the MIC of cells after 24 and 48 hr drug exposure, cells were outgrown in drug-free media over-
night and subsequently used in a standard broth microdilution MIC in a 96-well plate using LB media63.

To determine survival after 24 and 48 hr drug exposure, bacteria were diluted and plated on LB agar plates. 
After overnight incubation at 37 °C in a static incubator, colony forming units (CFU) were enumerated. Survival 
was calculated by dividing the CFU/ml of the sample by the CFU/ml of the drug-free control.

Drug-free passaging & growth measurements.  Mutant strains were inoculated onto LB agar using 
an inoculation loop. To ensure the MIC of the population, individual colonies were tested for growth in the new 
MIC. A resistant isolate for each concentration and time combination was transferred daily on drug-free media 
for 5 days. A single colony was cultured overnight in drug-free media and frozen with 50% glycerol. An MIC for 
these mutants was performed for Ciprofloxacin, Ampicillin (Sigma-Aldrich), Chloramphenicol (Sigma-Aldrich), 
Tetracycline (Sigma-Aldrich) and Kanamycin (Sigma-Aldrich).

To monitor growth, O.D. 600 was measured every 5 minutes using a Biotek plate reader with shaking in 
between each measurement. Wells were seeded with exponential phase cells such that the starting O.D. 600 of 
each well was ~0.08–0.09. To avoid condensation at 37 °C we made the plate cover hydrophilic as previously 
described64.
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Statistical analysis.  All fold changes in MIC were expressed relative to the drug-free control, which 
matched the MIC of WT parental cells in all experiments. MIC measurements do not follow normal distributions 
assumed for parametric statistical tests65. Therefore, we performed a one-tailed Wilcoxon ranked sum test to 
determine whether the MIC of stains after treatment were statistically significantly higher compared to the MIC 
of the drug-free control sample.

Whole genome sequencing.  DNA was extracted using the Qiagen Blood and Tissue Extraction Kit 
according to manufacturer’s protocol. Paired-end whole genome sequencing was performed at the Broad Institute 
(Cambridge, MA) using the Illumina Novaseq 6000 platform and the Illumina Novaseq S4 flow cells. The Illumina 
Nextera XT DNA library prep kit was used to prepare DNA libraries according to the manufacturer’s protocol 
using ~60 ng of DNA at 2 ng/uL. The target insert size was 300 bp–1.5 kb. Data processing was performed using 
CLC Genomics Workbench (Qiagen). Sequencing reads from unaligned BAM files, which is a generic format for 
storing large nucleotide sequence alignments, were aligned to the reference E. coli MG1655 genome FASTQ file 
(NC_ 000913) downloaded from NCBI. Detection of SNPs and insertions and deletions was performed using 
CLC Genomics Workbench (Qiagen). The average depth of sequencing coverage for each sample is provided 
in Table S2. A negative control (water) as well as two types of positive controls (mixed microbial sample, and a 
bacterial isolate control from ZymoBIOMICS) were run in parallel. These controls were included in extraction, 
library construction and through sequencing to confirm data quality. The sequencing reads were deposited in the 
NCBI SRA database under BioProject accession number PRJNA611936.

Received: 2 December 2019; Accepted: 30 April 2020;
Published: xx xx xxxx

References
	 1.	 Hughes, D. & Andersson, D. I. Selection of resistance at lethal and non-lethal antibiotic concentrations. Curr. Opin. Microbiol. 15, 

555–560 (2012).
	 2.	 Wei, R., Ge, F., Chen, M. & Wang, R. Occurrence of ciprofloxacin, enrofloxacin, and florfenicol in animal wastewater and water 

resources. J. Environ. Qual. 41, 1481–1486 (2012).
	 3.	 Sukul, P. & Spiteller, M. Fluoroquinoloe Antibiotics in the Environment. in Reviews of Environmental Contamination and 

Toxicology 131–162 (2007).
	 4.	 Fisher, H. et al. Continuous low-dose antibiotic prophylaxis for adults with repeated urinary tract infections (AnTIC): a randomised, 

open-label trial. Lancet Infect. Dis. 18, 957–968 (2018).
	 5.	 Kelesidis, T. & Falagas, E. Substandard / Counterfeit Antimicrobial Drugs. 28, 443–464 (2015).
	 6.	 Andersson, D. I. & Hughes, D. Microbiological effects of sublethal levels of antibiotics. Nat. Rev. Microbiol. 12, 465–478 (2014).
	 7.	 Wistrand-Yuen, E. et al. Evolution of high-level resistance during low-level antibiotic exposure. Nat. Commun. 9 (2018).
	 8.	 Bai, H. et al. Analysis of mechanisms of resistance and tolerance of Escherichia coli to enrofloxacin. Ann. Microbiol. 62, 293–298 

(2012).
	 9.	 Boos, M. et al. In vitro development of resistance to six quinolones in Streptococcus pneumoniae, Streptococcus pyogenes, and 

Staphylococcus aureus. Antimicrob. Agents Chemother. 45, 938–942 (2001).
	10.	 Browne, F. A. et al. Single and multi-step resistance selection study in Streptococcus pneumoniae comparing ceftriaxone with 

levofloxacin, gatifloxacin and moxifloxacin. Int. J. Antimicrob. Agents 20, 93–99 (2002).
	11.	 Davies, T. A., Pankuch, G. A., Dewasse, B. E., Jacobs, M. R. & Appelbaum, P. C. In vitro development of resistance to five quinolones 

and amoxicillin-clavulanate in Streptococcus pneumoniae. Antimicrob. Agents Chemother. 43, 1177–1182 (1999).
	12.	 Ching, C., Orubu, E. S. F., Wirtz, V. J. & Zaman, M. H. Bacterial antibiotic resistance development and mutagenesis following 

exposure to subminimal inhibitory concentrations of fluoroquinolones in vitro: a systematic literature review protocol. BMJ Open 
1–6. https://doi.org/10.1136/bmjopen-2019-030747 (2019)

	13.	 Aldridge, K. E. et al. Lomefloxacin, a new fluoroquinolone. Studies on in vitro antimicrobial spectrum, potency, and development of 
resistance. Diagn. Microbiol. Infect. Dis. 12, 221–233 (1989).

	14.	 Avrain, L. et al. Selection of quinolone resistance in Streptococcus pneumoniae exposed in vitro to subinhibitory drug 
concentrations. J Antimicrob Chemother 60, 965–972 (2007).

	15.	 Barry, A. L. & Jones, R. N. Cross-resistance among cinoxacin, ciprofloxacin, DJ-6783, enoxacin, nalidixic acid, norfloxacin, and 
oxolinic acid after in vitro selection of resistant populations. Antimicrob. Agents Chemother. 25, 775–777 (1984).

	16.	 Jonas, D. et al. Development and mechanism of fluoroquinolone resistance in Legionella pneumophila. J. Antimicrob. Chemother. 
51, 275–280 (2003).

	17.	 Weir, R. et al. Variability in the content of Indian generic ciprofloxacin eye drops. 1094–1096, https://doi.org/10.1136/
bjo.2004.059519 (2005)

	18.	 Frimpong, G. et al. Quality Assessment of Some Essential Children’s Medicines Sold in Licensed Outlets in Ashanti Region, Ghana. 
2018 (2018).

	19.	 Tabernero, P. et al. A random survey of the prevalence of falsified and substandard antibiotics in the Lao PDR. J. Antimicrob. 
Chemother. 74, 2417–2425 (2019).

	20.	 Kim, E. S. & Hooper, D. C. Clinical importance and epidemiology of quinolone resistance. Infect. Chemother. 46, 226–238 (2014).
	21.	 McEwen, S. A. & Fedorka-Cray, P. J. Antimicrobial Use and Resistance in Animals. Clin. Infect. Dis. 34, Supplement (2002).
	22.	 Acar, J. F. & Goldstein, F. W. Trends in Bacterial Resistance to Fluoroquinolones. Clin. Infect. Dis., 24 (1999).
	23.	 Dalhoff, A. Global Fluoroquinolone Resistance Epidemiology and Implictions for Clinical Use. Interdiscip. Persepctives Infect. 

Dsiseases 2012 (2012).
	24.	 Zayed, A. A. F., Essam, T. M., Hashem, A. G. M. & El-Tayeb, O. M. ‘Supermutators’ found amongst highly levofloxacin-resistant E. 

coli isolates: A rapid protocol for the detection of mutation sites. Emerg. Microbes Infect. 4 (2015).
	25.	 Clerch, B., Bravo, J. M. & Llagostera, M. Analysis of the ciprofloxacin-induced mutations in Salmonella typhimurium. Environ. Mol. 

Mutagen. 27, 110–115 (1996).
	26.	 Isom, G. L. et al. MCE domain proteins: Conserved inner membrane lipid-binding proteins required for outer membrane 

homeostasis. Sci. Rep. 7, 1–12 (2017).
	27.	 Matern, Y., Barion, B. & Behrens-Kneip, S. PpiD is a player in the network of periplasmic chaperones in Escherichia coli. BMC 

Microbiol. 10 (2010).
	28.	 Mustaev, A. et al. Fluoroquinolone-gyrase-DNA complexes two modes of drug binding. J. Biol. Chem. 289, 12300–12312 (2014).
	29.	 Hooper, D. C. Emerging mechanisms of fluoroquinolone resistance. Emerg. Infect. Dis. 7, 337–341 (2001).
	30.	 Van Der Putten, B. C. L. et al. Quantifying the contribution of four resistance mechanisms to ciprofloxacin MIC in Escherichia coli: 

A systematic review. J. Antimicrob. Chemother. 74, 298–310 (2019).

https://doi.org/10.1038/s41598-020-65602-z
https://doi.org/10.1136/bmjopen-2019-030747
https://doi.org/10.1136/bjo.2004.059519
https://doi.org/10.1136/bjo.2004.059519


8Scientific Reports |         (2020) 10:8754  | https://doi.org/10.1038/s41598-020-65602-z

www.nature.com/scientificreportswww.nature.com/scientificreports/

	31.	 Corbett, K. D., Shultzaberger, R. K. & Berger, J. M. The C-terminal domain of DNA gyrase A adopts a DNA-bending β-pinwheel 
fold. Proc. Natl. Acad. Sci. USA 101, 7293–7298 (2004).

	32.	 Weigel, L. M., Steward, C. D. & Tenover, F. C. gyrA mutations associated with fluoroquinolone resistance in eight species of 
Enterobacteriaceae. Antimicrob. Agents Chemother. 42, 2661–2667 (1998).

	33.	 Willmott, C. J. R. & Maxwell, A. A single point mutation in the DNA gyrase A protein greatly reduces binding of fluoroquinolones 
to the gyrase-DNA complex. Antimicrob. Agents Chemother. 37, 126–127 (1993).

	34.	 Du, D. et al. Multidrug efflux pumps: structure, function and regulation. Nat. Rev. Microbiol. 16, 523–539 (2018).
	35.	 Yu, E. W., Aires, J. R. & Nikaido, H. AcrB multidrug efflux pump of Escherichia coli: Composite substrate-binding cavity of 

exceptional flexibility generates its extremely wide substrate specificity. J. Bacteriol. 185, 5657–5664 (2003).
	36.	 Okusu, H., Ma, D. & Nikaido, H. AcrAB efflux pump plays a major role in the antibiotic resistance phenotype of Escherichia coli 

multiple-antibiotic-resistance (Mar) mutants. J. Bacteriol. 178, 306–308 (1996).
	37.	 Ma, D., Alberti, M., Lynch, C., Nikaido, H. & Hearst, J. E. The local repressor AcrR plays a modulating role in the regulation of acrAB 

genes of Escherichia coli by global stress signals. Mol. Microbiol. 19, 101–112 (1996).
	38.	 Gambino, L., Gracheck, S. J. & Miller, P. F. Overexpression of the marA positive regulator is sufficient to confer multiple antibiotic 

resistance in Escherichia coli. J. Bacteriol. 175, 2888–2894 (1993).
	39.	 Cohen, S. P., Hachler, H. & Levy, S. B. Genetic and functional analysis of the multiple antibiotic resistance (mar) locus in Escherichia 

coli. J. Bacteriol. 175, 1484–1492 (1993).
	40.	 Goldman, J. D., White, D. G. & Levy, S. B. Multiple antibiotic resistance (mar) locus protects Escherichia coli from rapid cell killing 

by fluoroquinolones. Antimicrob. Agents Chemother. 40, 1266–1269 (1996).
	41.	 Li, M. et al. Crystal Structure of the Transcriptional Regulator AcrR from Escherichia coli. J. Mol. Biol. 374, 591–603 (2007).
	42.	 Adler, M., Anjum, M., Andersson, D. I. & Sandegren, L. Combinations of mutations in envZ, ftsI, mrdA, acrB and acrR can cause 

high-level carbapenem resistance in Escherichia coli. J. Antimicrob. Chemother. 71, 1188–1198 (2016).
	43.	 Alekshun, M. N., Levy, S. B., Mealy, T. R., Seaton, B. A. & Head, J. F. The crystal structure of MarR, a regulator of multiple antibiotic 

resistance, at 2.3 Å resolution. Nat. Struct. Biol. 8, 710–714 (2001).
	44.	 Duval, V., McMurry, L. M., Foster, K., Head, J. F. & Levy, S. B. Mutational analysis of the multiple-antibiotic resistance regulator 

marR reveals a ligand binding pocket at the interface between the dimerization and DNA binding domains. J. Bacteriol. 195, 
3341–3351 (2013).

	45.	 Alekshun, M. N., Kim, Y. S. & Levy, S. B. Mutational analysis of MarR, the negative regulator of marRAB expression in Escherichia 
coli, suggests the presence of two regions required for DNA binding. Mol. Microbiol. 35, 1394–1404 (2000).

	46.	 Lindgren, P. K., Karlsson, Å. & Hughes, D. Mutation rate and evolution of fluoroquinolone resistance in Escherichia coli isolates from 
patients with urinary tract infections. Antimicrob. Agents Chemother. 47, 3222–3232 (2003).

	47.	 Kern, W. V., Oethinger, M., Jellen-Ritter, A. S. & Levy, S. B. Non-target gene mutations in the development of fluoroquinolone 
resistance in Escherichia coli. Antimicrob. Agents Chemother. 44, 814–820 (2000).

	48.	 Lázár, V. et al. Genome-wide analysis captures the determinants of the antibiotic cross-resistance interaction network. Nat. 
Commun. 5 (2014).

	49.	 Alzrigat, L. P., Huseby, D. L., Brandis, G. & Hughes, D. Fitness cost constrains the spectrum of marR mutations in ciprofloxacin-
resistant Escherichia coli. J. Antimicrob. Chemother. 72, 3016–3024 (2017).

	50.	 Shoji, S., Dambacher, C. M., Shajani, Z. & Williamson, J. R. Systemic Deletion of Ribosome Assembly Genes in E. Coli. 413, 751–761 
(2013).

	51.	 Huseby, D. L. et al. Mutation Supply and Relative Fitness Shape the Genotypes of Ciprofloxacin-Resistant Escherichia coli. Mol. Biol. 
Evol. 34, 1029–1039 (2017).

	52.	 Liu, J., Gefen, O., Ronin, I., Bar-Meir, M. & Balaban, N. Q. Effect of tolerance on the evolution of antibiotic resistance under drug 
combinations. Science 367, 200–204 (2020).

	53.	 Oethinger, M., Podglajen, I., Kern, W. V. & Levy, S. B. Overexpression of the marA or soxS regulatory gene in clinical topoisomerase 
mutants of Escherichia coli. Antimicrob. Agents Chemother. 42, 2089–2094 (1998).

	54.	 Baquero, F. Low-level antibacterial resistance: A gateway to clinical resistance. Drug Resist. Updat. 4, 93–105 (2001).
	55.	 Morgan-Linnell, S. K., Boyd, L. B., Steffen, D. & Zechiedrich, L. Mechanisms accounting for fluoroquinolone resistance in 

Escherichia coli clinical isolates. Antimicrob. Agents Chemother. 53, 235–241 (2009).
	56.	 Szili, P. et al. Rapid Evolution of Reduced Susceptibility against a Balanced Dual-Targeting Antibiotic through Stepping-Stone Mutations. 

63, 1–15 (2019).
	57.	 Ahmed, A. M., Miyoshi, S. I., Shinoda, S. & Shimamoto, T. Molecular characterization of a multidrug-resistant strain of 

enteroinvasive Escherichia coli O164 isolated in Japan. J. Med. Microbiol. 54, 273–278 (2005).
	58.	 Paniagua-Contreras, G. L. et al. Whole-genome sequence analysis of multidrug-resistant uropathogenic strains of Escherichia coli 

from Mexico. Infect. Drug Resist. 12, 2363–2377 (2019).
	59.	 Komp Lindgren, P., Marcusson, L. L., Sandvang, D. & Hughes, D. Biological Cost of Single and Multiple Norfloxacin Resistance 

Mutations in. Antimicrob Agents Chemother 49, 2343–2351 (2005).
	60.	 Suzuki, S., Horinouchi, T. & Furusawa, C. Prediction of antibiotic resistance by gene expression profiles. Nat. Commun. 5, 1–12 

(2014).
	61.	 Chantell, C., Humphries, R. M. & Lewis, J. S. Fluoroquinolone Breakpoints for Enterobacteriaceae and Pseudomonas aeruginosa 

CLSI rationale document MR02 Oregon Health and Science University. (2019).
	62.	 Wang, Q. et al. Enhancement of biofilm formation by subinhibitory concentrations of macrolides in icaADBC-positive and -negative 

clinical isolates of Staphylococcus epidermidis. Antimicrob. Agents Chemother. 54, 2707–2711 (2010).
	63.	 Andrews, J. M. Determination of minimum inhibitory concentrations. J. Antimicrob. Chemother. 5–16 (2001).
	64.	 Brewster, J. D. A simple micro-growth assay for enumerating bacteria. J. Microbiol. Methods 53, 77–86 (2003).
	65.	 Shakeri, H. et al. Establishing statistical equivalence of data from different sampling approaches for assessment of bacterial 

phenotypic antimicrobial resistance. Appl. Environ. Microbiol. 84, 1–16 (2018).

Acknowledgements
We thank Kevin Carrick of the US Pharmacopeial Convention (USP) for serving as a research mentor and the 
USP Quality Institute for financial support.

Author contributions
M.H.Z. and C.C. initiated work. C.C. performed experiments. C.C. and M.H.Z. wrote manuscript.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https://doi.org/10.1038/s41598-020-65602-z.

https://doi.org/10.1038/s41598-020-65602-z
https://doi.org/10.1038/s41598-020-65602-z


9Scientific Reports |         (2020) 10:8754  | https://doi.org/10.1038/s41598-020-65602-z

www.nature.com/scientificreportswww.nature.com/scientificreports/

Correspondence and requests for materials should be addressed to M.H.Z.
Reprints and permissions information is available at www.nature.com/reprints.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2020

https://doi.org/10.1038/s41598-020-65602-z
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Development and selection of low-level multi-drug resistance over an extended range of sub-inhibitory ciprofloxacin concent ...
	Results

	Survival decreased sharply with exposure to increasing sub-inhibitory ciprofloxacin concentrations. 
	Low-level ciprofloxacin resistance occurred after 20–30% MIC exposure. 
	Mutant strains demonstrated stable low-level resistance which increased with exposure concentration and time. 
	Ciprofloxacin-selected mutants demonstrated increased multi-drug resistance. 
	Ciprofloxacin-selected mutant strains had mutations in gyrA, marR and acrR. 

	Discussion

	Methods

	Strains and culture conditions. 
	Ciprofloxacin treatment and susceptibility and survival measurements. 
	Drug-free passaging & growth measurements. 
	Statistical analysis. 
	Whole genome sequencing. 

	Acknowledgements

	Figure 1 Survival decreased sharply with exposure to increasing sub-inhibitory ciprofloxacin concentrations.
	Figure 2 Low-level increases in resistance develop after 20–30% MIC exposure.
	Figure 3 Mutant strains after passage in drug-free medium have low-level resistance, fold change in resistance increases with % MIC.
	Figure 4 Mutants demonstrate increased multi-drug resistance which increase with concentration and time.
	Table 1 Mutations identified in strains from 48 hr sub-inhibitory ciprofloxacin exposure, after passage on drug-free media.




