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ABSTRACT The presence of emerging biological pollutants in treated wastewater
efﬂuents has gained attention due to increased interest in water reuse. To evaluate
the effectiveness of the removal of such contaminants by the conventional wastewater treatment process, the fate and decay kinetics of NDM-1-positive Escherichia coli
strain PI7 and its plasmid-encoded antibiotic resistance genes (ARGs) were assessed
in microcosms of anaerobic and aerobic sludge. Results showed that E. coli PI7 decayed at a signiﬁcantly lower rate under anaerobic conditions. Approximate half-lives
were 32.4 ⫾ 1.4 h and 5.9 ⫾ 0.9 h in the anaerobic and aerobic microcosms, respectively. In the aerobic microcosms, after 72 h of operation, E. coli PI7 remained detectable, but no further decay was observed. Instead, 1 in every 10,000 E. coli cells
was identiﬁed to be recalcitrant to decay and persist indeﬁnitely in the sludge. ARGs
associated with the E. coli PI7 strain were detected to have transferred to other native microorganisms in the sludge or were released to the liquid fraction upon host
decay. Extracellular DNA quickly degraded in the liquid fraction of the aerobic
sludge. In contrast, no DNA decay was detected in the anaerobic sludge water matrix
throughout the 24-h sampling period. This study suggests an increased likelihood of environmental dispersion of ARGs associated with anaerobically treated wastewater efﬂuents and highlights the potential importance of persister cells in the dissemination of E.
coli in the environment during reuse events of treated wastewater.
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IMPORTANCE This study examines the decay kinetics of a pathogenic and antibiotic

resistant strain of Escherichia coli in microcosms simulating biological treatment units
of aerobic and anaerobic sludge. The results of this study point at a signiﬁcantly
prolonged persistence of the E. coli and the associated antibiotic resistance gene in
the anaerobic sludge. However, horizontal transfer of the plasmid encoding the antibiotic resistance gene was detected in the aerobic sludge by a cultivation method. A
subpopulation of persister E. coli cells was also detected in the aerobic sludge. The
ﬁndings of this study suggest potential areas of concern arising from pathogenic
and antibiotic-resistant E. coli during both anaerobic and aerobic sludge treatment
processes.
KEYWORDS persister cells, bacterial decay, extracellular DNA decay, antibiotic
resistance genes, horizontal gene transfer, wastewater treatment

I

n most wastewater treatment plants (WWTPs), aerobic activated sludge processes are
conventionally used as the main biological unit to achieve removal of organic
materials from wastewater but such systems incur a large energy cost (1). Anaerobic
digesters are increasingly being considered for use as an alternative process for
wastewater treatment due to their various advantages (2). Energy can be recovered
from the wastewater in the form of methane produced from anaerobic fermentation of
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the organic carbon, and the amount of sludge produced from anaerobic processes is
lower than that from aerobic processes (1).
However, municipal wastewater often contains subtherapeutic levels of antibiotic
residues, and the continuous exposure to antibiotics can select for antibiotic-resistant
bacteria (ARB) within both aerobic and anaerobic sludge processes. In recent years,
WWTPs had been shown to be potential hot spots for ARB and antibiotic resistance
gene (ARG) propagation (3). Despite having undergone treatment, the treated municipal wastewater can still contain signiﬁcant amounts of ARB and ARGs. For example, an
earlier study showed that treated efﬂuents that ultimately would be intended for reuse
or discharged into receiving water bodies carried about 106 to 1011 heterotrophic CFU
per cubic meter (4, 5), from which 16 to 28% corresponded to ARB (5). In another study,
107 to 109 copies of diverse tetracycline resistance genes were found in each cubic
meter of chlorinated efﬂuents (4). To further compound this problem, genes that
confer resistance to carbapenems (i.e., blaNDM-1), which are antibiotics used as a last
line of defense against multidrug-resistant infections (6, 7), were also detected at
alarming levels in ﬁnal efﬂuents, approaching 109 copies per cubic meter of treated
wastewater (8).
This problem is of particular concern in water-scarce countries with pressing needs
to reuse the treated wastewater. The incidence of bacterial pathogens carrying ARGs
that confer resistance to antibiotics of last resort (e.g., blaNDM-1-positive pathogenic
Escherichia coli) requires particular attention, as the reuse of such treated wastewater
efﬂuents might pose a potential risk to the public health if disseminated into the
environment during reuse events (4). As a ﬁrst step to assess the risk associated with
wastewater reuse, it is necessary to understand the differential fates and persistence of
ARB and ARGs in the main biological treatment unit of anaerobic and aerobic wastewater treatment systems. Few studies comparing differential aerobic/anaerobic ARG
removal have been performed and showed conﬂicting information. Molecular studies
by Diehl and LaPara (9) and Burch et al. (10) found that ARGs tend to be removed more
efﬁciently under anaerobic conditions. However, other studies suggest that combined
anaerobic-aerobic (11) or, in contrast, completely aerobic conditions are more efﬁcient
at removing ARGs and ARB from wastewater (12).
Although informative, these earlier studies relied purely on molecular-based detection and did not examine the factors potentially shaping the decay or persistence of the
ARG and the ARB host in the sludge. The formation of specialized persister cells is a
strategy adopted by different types of bacteria, such as E. coli, to endure harsh
environmental conditions (13). These cells are dormant variations of vegetative cells
that occur at low frequencies within the bacterial population and are commonly known
for their capacity to withstand supralethal concentrations of antibiotics (13–15). The
contribution of persisters to the establishment of chronic infections due to several
pathogens is well documented (16–18). However, little is known about the contribution
of persisters to ARB survival in aerobic and anaerobic sludge. The earlier studies also did
not examine the factors shaping the decay or persistence of the ARGs associated with
the antibiotic-resistant host in anaerobic and aerobic sludge. These factors include the
stability and persistence of ARGs as extracellular DNA and the potential for horizontal
gene transfer (HGT) events when the ARG is encoded on a conjugative plasmid.
In this study, Escherichia coli strain PI7 was used as a model bacterium to examine
the existing knowledge gaps associated with the fate and persistence of ARB and ARGs
in anaerobic and aerobic sludge. This bacterium was previously isolated from wastewater and carries an extensive repertoire of ARGs, including a copy of blaNDM-1, in a
plasmid of the IncF family identiﬁed earlier as pKOX_NDM1 (19). In the last decade,
blaNDM-1 has undergone a pandemic spread among clinically relevant bacteria (20, 21).
It has also been detected at alarming levels in different environmental compartments,
including water (22, 23), soil (24), and wastewater (8, 19). Given the importance of
wastewater in the environmental mobilization of ARB and ARGs, we aimed to evaluate
the fate and persistence of our model bacterium E. coli PI7 and its associated IncF
plasmid in anaerobic and aerobic sludge microcosms under various trace antibiotic
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FIG 1 blaNDM-1 decay kinetics in nontreated (black circles) and PMA-treated (white circles) biomass fractions under anaerobic (a) and
aerobic (b) conditions at 0 g/liter of meropenem (n ⫽ 3). Plasmid stability under anaerobic (c) and aerobic (d) conditions was evaluated
by comparing the blaNDM-1 (white circles) and uidA (white triangles) decay rates in PMA-treated biomass fractions (n ⫽ 3). Arrows in panel
d indicate sampling points at which transconjugants were recovered by plating techniques.

concentrations. Using molecular tools, this study evaluated plasmid stability, host
persistence, and HGT events under anaerobic and aerobic conditions. Chromosomal
and plasmidic decay rates were measured by quantitative PCR (qPCR) coupled with
propidium monoazide (PMA) to discriminate between dead cells or extracellular DNA
and cells with intact cell membranes. In addition, the potential stability of extracellular
DNA in the liquid fraction of anaerobic and aerobic sludge was also evaluated.
RESULTS
Differential decay of blaNDM-1 in anaerobic and aerobic sludge microcosms.
Under anaerobic conditions, blaNDM-1 decayed following a ﬁrst-order decay kinetic
model (R2 ⬎ 0.935) (Fig. 1a). After 360 h of operation, blaNDM-1 copy numbers decreased
by 2.5 log from 108 to 106 copies/g biomass. This decrease in the blaNDM-1 copy
numbers corresponded to average ﬁrst-order decay rates of ⫺0.021 ⫾ 0.002 h⫺1
(t1/2 ⫽ 32.9 ⫾ 2.8 h) and ⫺0.021 ⫾ 0.001 h⫺1 (t1/2 ⫽ 32.3 ⫾ 1.7 h) for the nontreated
biomass (NTB) and PMA-treated biomass (PTB) fractions, respectively (Fig. 1a, Table 1).
Under aerobic conditions, blaNDM-1 decay in the biomass fraction showed a biphasic
behavior (Fig. 1b). An initial 4-log decrease in copy numbers from 108 to 104 copies/g
biomass during the ﬁrst 72 h of reactor operation was observed. Phase I ﬁts a ﬁrst-order
decay kinetic model (R2 ⬎ 0.83), with average decay rates of ⫺0.1049 ⫾ 0.019 h⫺1
(t1/2 ⫽ 6.6 ⫾ 1.2 h) and ⫺0.1196 ⫾ 0.014 h⫺1 (t1/2 ⫽ 5.8 ⫾ 0.7 h) (Fig. 1b, Table 1) for
the NTB and PTB fractions, respectively. Similar to results observed under anaerobic
conditions, differences in the blaNDM-1 decay rates of the two fractions were not
July 2017 Volume 83 Issue 13 e00640-17
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TABLE 1 Decay rates of blaNDM-1 in PMA-treated biomass fractions of anaerobic and
aerobic sludge microcosms under different trace meropenem concentrations
Microcosm
Anaerobic sludge

Replicate
run
1
2
3

Aerobic sludge

1

3

k (hⴚ1)b
⫺0.0202
⫺0.0223
⫺0.0219
⫺0.0213
⫺0.0223
⫺0.0205

t1/2 (h)
34.3
31.1
31.7
32.5
31.1
33.8

Control
1
10
100
Control
1
10
100
Control
1
10
100

⫺0.1361
⫺0.1460
⫺0.1436
⫺0.1386
⫺0.1107
⫺0.1095
⫺0.0993
⫺0.0923
⫺0.1119
⫺0.1253
⫺0.1095
⫺0.1133

5.1
4.7
4.8
5.0
6.3
6.3
7.0
7.5
6.2
5.5
6.3
6.1

P valuec
0.33
0.15
NA
0.98

0.77
0.82
0.94
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2

Meropenem concentration
(g/liter)a
Control
100
Control
100
Control
100

0.70
0.71
0.46
0.49
0.85
0.96

corresponds to 0 g/liter of meropenem.
values for the aerobic microcosms correspond to phase I decay.
cP values correspond to the comparison of each decay curve derived from meropenem-spiked microcosms
(i.e., 1, 10, and 100 g/liter meropenem), with the decay model obtained in the respective control
microcosms (0 g/liter). No signiﬁcant differences were observed in their blaNDM-1 decay at the different
meropenem concentrations tested. P value corresponds to the testing of Ho: kcontrol ⫽ kXi g/liter.
aControl
bk

statistically signiﬁcant (P ⫽ 0.92). After 72 h of aerobic exposure, decay was then
followed by a plateau in phase II, with NTB and PTB average decay rates of ⫺0.007 ⫾
0.005 h⫺1 (R2 ⫽ 0.917) and ⫺0.005 ⫾ 0.012 h⫺1 (R2 ⫽ 0.917), respectively. No
statistically supported differences were observed between NTB and PTB decay rates,
suggesting that most of the detected blaNDM-1 is harbored within cells with intact cell
membranes. PTB decay rates (associated with cells with intact membranes) were
statistically undistinguishable from a decay of zero (P ⫽ 0.26). Instead, blaNDM-1
abundance stabilized at 105 copies/g biomass.
Decay of blaNDM-1 correlates with E. coli PI7 chromosomal decay. Due to the
plasmidic origin of blaNDM-1, the decay kinetics of this ARG might be explained by (i)
plasmid loss or (ii) cellular decay of the bacterial host. To determine which of these two
factors mainly explained the blaNDM-1 decay observed in the microcosms, we compared
the PTB decay rates of blaNDM-1 (indicative of plasmid decay rates) with the PTB decay
rates of a chromosome-carried gene (uidA). In the anaerobic microcosms, the two target
genes decayed at the same rate (P ⫽ 0.32) (Fig. 1c). Similarly, under aerobic conditions,
phase I and plateau blaNDM-1 and uidA decay rates were statistically indistinguishable
among all tested trace antibiotic concentrations (0.19 ⬎ P ⬎ 0.50) (Fig. 1d). uidA was
initially spiked in the microcosm experiments at a frequency of 109 copies/g biomass
and stabilized at 105 copies/g biomass during the plateau phase. These results suggest
the presence of a recalcitrant subpopulation of E. coli cells, occurring at a frequency of
10⫺4 (plateau uidA copies/initial uidA spiking). The occurring frequency of recalcitrant
uidA copies coincides with the frequency of persister cells of E. coli PI7 in pure culture
(Fig. 2).
Trace antibiotic concentrations do not inﬂuence the persistence of E. coli PI7 or
its associated ARGs. The results from the previous section suggest that blaNDM-1 decay
is mainly explained by the cellular decay of the E. coli PI7 host. As residual antibiotics
are commonly found in wastewater (25), there is a latent possibility that such trace
antibiotic concentrations might provide a selective advantage to E. coli PI7 in the
sludge, and consequently prolong the persistence of blaNDM-1. To evaluate this possibility, the decay of blaNDM-1 and uidA was assessed in the anaerobic microcosms at 0
July 2017 Volume 83 Issue 13 e00640-17
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FIG 2 E. coli PI7 cell count before (t ⫽ 0 min) and after (t ⫽ 180 min) meropenem challenge at 640 g/ml
(n ⫽ 4). The persister cell frequency is expressed as the ratio of the cell count at t ⫽ 180 min and the
cell count at t ⫽ 0 min, which corresponded to a frequency of 3.14 ⫻ 10⫺4 ⫾ 1.5 ⫻ 10⫺4 (n ⫽ 4).

and 100 g/liter of meropenem and at 0, 1, 10, and 100 g/liter of meropenem in the
aerobic microcosms. None of the selected meropenem concentrations inﬂuenced
blaNDM-1 or uidA decay kinetics under either anaerobic or aerobic conditions (see Fig.
S1 and S2 in the supplemental material). NTB and PTB decay rates (Table 1) at the
different antibiotic concentrations were also not statistically different from their respective controls (i.e., reactors without antibiotic; P ⬎ 0.15).
Activated sludge as a reservoir for ARGs upon E. coli PI7 decay. Due to the
plasmidic origin of blaNDM-1, the sludge biomass might act as a sink for this gene
through plasmid conjugation. Accordingly, HGT was assessed by culture-based methods. After 72 h of operation, transconjugants were recovered from the aerobic microcosm at three sampling points (Fig. 1d) at an average frequency of 103 to 104 CFU/g of
biomass (see Text SI-1 in the supplemental material). Subsequent Sanger-based sequencing revealed that the transconjugants were blaNDM-1-positive isolates of Enterobacteriaceae belonging to Shigella and Citrobacter genera. No HGT events were detected by culture-dependent methods in the anaerobic microcosms.
Differential decay of colloidal DNA between anaerobic and aerobic liquid
fractions. Upon E. coli PI7 cellular decay, blaNDM-1 was detected in the supernatant
fraction of the microcosm experiments by endpoint PCR (data not shown). To evaluate
the potential persistence of extracellular DNA in liquid fractions of anaerobic and
aerobic sludge fractions, a separate experiment was carried out. Naked plasmidic DNA
was spiked in a dialysis cassette and its decay was tracked by qPCR and electroporation
assays in TOP10 E. coli cells. As sequence-dependent DNA ﬂexibility determines the
cleave rate mediated by DNase I (26), the decay rate of the cloning vector does not
necessarily represent the decay rate of the blaNDM-1 plasmid. Speciﬁcally, given the
larger size of the blaNDM-1 plasmid (ca. 110 kbp), it may be more inclined to degrade
faster than the smaller clone vector. Although the substitution of the clone vector may
overestimate the persistence of the actual plasmid decay, this experiment is informative
about the persistence potential of DNA/ARGs in anaerobic and aerobic liquid fractions.
No decay was detected by qPCR or electroporation assays for plasmids spiked into the
anaerobic liquid fraction (P ⫽ 0.5) (Fig. 3a and b). In contrast, in the aerobic liquid
fraction, plasmid decay was detected by both qPCR and electroporation assays at
rates of ⫺0.036 ⫾ 0.005 h⫺1 (t1/2 ⫽ 19.4 ⫾ 2.8 h) and ⫺0.278 ⫾ 0.03 h⫺1 (t1/2 ⫽ 2.5 ⫾
0.25 h), respectively. Decay rates estimated by electroporation assays in the aerobic
liquid fraction were signiﬁcantly higher than those quantiﬁed by qPCR (P ⬍⬍ 0.05).
July 2017 Volume 83 Issue 13 e00640-17
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DISCUSSION
The removal of ARB from wastewater, particularly strains that are resistant to new
classes of antibiotics, is required to protect public health during reuse events (4). Both
aerobic- and anaerobic-based wastewater treatment systems are utilized for the treatment of municipal wastewater. However, a key parameter to consider when implementing these systems is the decay rates of ARB and ARGs in the associated sludge and
in the treated wastewater efﬂuents.
Using blaNDM-1-positive E. coli PI7 isolated from wastewater as a model bacterium,
it was observed that the decay rate of this bacterium was 1 order of magnitude higher
in the aerobic sludge than in the anaerobic sludge microcosms. The longer persistence
of E. coli PI7 observed under the anaerobic condition coincides with earlier microcosm
studies comparing the differential anaerobic/aerobic survival of E. coli in diluted
fermenter sludge (27), manure, manure slurry (28, 29), drinking water (30), and activated sludge (31). These studies provide evidence that oxygen is a key factor driving
decay of E. coli in the secondary habitat, and partly explain the longer persistence of E.
coli PI7 in anaerobic microcosms. Endogenous reactive oxygen species (ROS) are
formed as byproducts during aerobic metabolism (32). ROS are highly oxidative molecules that can react with cellular components and lead to cytotoxic (32–34) and
mutagenic defects in the cells (35). Several detoxiﬁcation mechanisms have evolved in
aerobic and facultative organisms in order to cope with the deleterious effects of ROS
(32, 36). Even though E. coli possesses several of those detoxiﬁcation mechanisms (32),
it is possible that the cells experiencing oxidative stress undergo a decrease in ﬁtness
and hence decayed faster in the aerobic microcosms.
However, the presence of oxygen is most likely not the only factor driving the decay
of E. coli PI7 in the microcosms, since decay was also observed in the anaerobic
microcosms. In addition to ROS, the microbial community has been reported to play an
important role in the decay of E. coli within the environment (37). The longer persistence of E. coli PI7 could also be partially explained by the fact that microbial
communities in the gut and the anaerobic sludge tend to be more similar to each other,
as exempliﬁed by the predominance of Firmicutes and Bacteroidetes in both ecosystems
(38), than are the gut microbiota and aerobic sludge (39–41). Due to these similarities
in the microbial communities, E. coli PI7 might have acclimated better and decayed
more slowly in the anaerobic sludge than aerobic sludge.
It was further observed that the decay kinetics of E. coli PI7 followed a biphasic
decay behavior in the aerobic microcosms. This biphasic decay behavior has been
documented extensively for E. coli and other fecal indicator bacteria (42, 43). After the
July 2017 Volume 83 Issue 13 e00640-17
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FIG 3 Decay of extracellular colloidal DNA in anaerobic (white diamonds) and aerobic (black diamonds) sludge liquid fractions measured by qPCR (a) and
electroporation (b) assays.
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initial spiking event, blaNDM-1 and uidA were detected in the aerobic reactors at an
average frequency of 109 copies/g biomass. After 72 h, no further decay was observed,
and both gene copy numbers plateaued at an approximate frequency of 105 copies/g
biomass (Fig. 1b). As only one copy of blaNDM-1 or uidA is present per E. coli PI7 cell,
these results indicate that 1 in 10,000 cells may be recalcitrant to decay (see Text SI-2
in the supplemental material). Previous studies on pure cultures of E. coli suggest this
pattern resulted from heterogeneity within the bacterial population (44). We further
hypothesized that the bacterial subpopulation responsible for the plateau phase
phenotype corresponds to persister cells, a phenotypical variant of vegetative cells that
exhibit improved tolerance to antimicrobials and other stressful environmental conditions (13). Indeed, the same E. coli PI7 was observed to upregulate transcriptional
responses of genes related to persister cell formation upon solar irradiation (45),
suggesting that E. coli PI7 adopts this strategy to facilitate its persistence during
stressful conditions. Persisters typically occur at a ﬁxed frequency between 10⫺4 and
10⫺6, depending on the E. coli strain (14). Consequently, in all aerobic microcosms (n ⫽
12), the E. coli PI7 populations consistently stabilized at a frequency of 105 cells/g
biomass after a 4-log cell density decline (Fig. 1). A further evaluation of the frequency
of persister cell formation in pure cultures of E. coli PI7 revealed that for every 10,000
vegetative cells, 1 persister cell is formed (frequency of 10⫺4) (Fig. 2), coinciding with
the persisting cell numbers obtained in the decay experiments. Further evidence
supporting the presence of persister cells in the aerobic sludge is the fact that even
though uidA was consistently detected in PTB fractions at a frequency of 105 copies/g
sludge until the end of the decay experiments, E. coli PI7 was no longer recovered from
the sludge by culture-based methods after 96 h of microcosm establishment (data not
shown). These data suggest that E. coli PI7 possibly transitioned to a viable but
nonculturable (VBNC) state that is consistent with the persister cell hypothesis.
Persister cells had been studied in clinical settings, as this dormant state allows
antibiotic-susceptible bacterial populations to survive antimicrobial treatments (14). To
the best of our knowledge, there is only one report of environmental incidence of a
dormant but infective state of the ﬁsh pathogen Pasteurella piscicida (46). However, the
importance of these specialized cells for the survival and dissemination of E. coli in the
environment, particularly in the wastewater treatment system, has been overlooked
(47). The occurrence of persisters of pathogenic strains in the sludge (such as E. coli PI7)
has implications for the management and disposal of the sludge originating from
WWTPs and their respective treated efﬂuents. As this subpopulation of bacteria exhibits
high tolerance to antimicrobials, this raises the question of whether our current
disinfection practices are effective at fully inactivating persisters of pathogenic bacteria
that remain in the treated wastewater. This can raise potential concerns when treated
wastewater is intended for reuse, as improper inactivation might represent a direct risk
to the public health.
An earlier study in reactors treating wastewater suggested that as a general trend,
ARGs are removed more efﬁciently under anaerobic conditions (9). However, in a study
by Diehl and LaPara (9), the anaerobic reactors were operated at a longer retention time
than the aerobic reactors. This difference in the operational parameters of the systems
makes it difﬁcult to determine whether the improved ARG removal corresponded to
factors related to the anaerobic/aerobic condition or to differences in the retention
times of the two types of systems. Nonetheless, it is important to highlight that Diehl
and LaPara (9) observed that some particular ARGs showed prolonged persistence
under the anaerobic condition, suggesting that the differential ARG decay is dependent
on each particular ARG. In agreement with this observation, Burch and collaborators
(10) concluded that the removal rates of ARGs vary substantially depending on the
speciﬁc ARG. In a more detailed study, Rysz and collaborators (48) indicated that the
effect of oxygen availability on the maintenance of tetracycline resistance genes is also
dependent on the host cell or, more speciﬁcally, on the particular plasmid-host pair.
Anaerobic conditions led to complete loss of a plasmid carrying the tetracycline
resistance gene (the RP1 plasmid) in Pseudomonas aeruginosa, while E. coli retained its
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tetracycline resistance plasmid (pSC101) for more than 500 generations. The pSC101
and blaNDM-1 plasmids harbored by E. coli PI7 (pKOX_NDM-1) carry a toxin-antitoxin
system that might improve their retention in the E. coli host. Moreover, these two
plasmids belong to the IncF family, which shows high stability in Enterobacteriaceae
(49–52). These two characteristics shared by pSC101 and pKOX_NDM-1 might have
accounted for their retention under energy-deprived anaerobic conditions. As the
particular interaction of pKOX_NDM-1 and E. coli PI7 is highly stable, cellular decay of
E. coli PI7 is the main factor driving the decay kinetics of blaNDM-1 in our microcosm
experiments.
In a complex microbial community where competition for resources takes place (42),
we expected that the addition of meropenem would have resulted in increased ﬁtness
of E. coli PI7 in the anaerobic and aerobic sludge. On the contrary, such antibiotic
concentrations did not provide an evident selective advantage to E. coli PI7 that
resulted in prolonged persistence. It is important to highlight that blaNDM-1 is fully
functional in E. coli PI7, with an MIC of 64 g/ml (19), suggesting that the possible
adaptive advantage imposed by the meropenem addition might be negligible compared to the other negative pressures experienced by E. coli in the sludge environment.
Although we did not detect any effects of trace antibiotic concentrations on the
survival of E. coli PI7 or on blaNDM-1 persistence, other studies suggested that exposure
to sublethal antibiotic and disinfectant concentrations stimulate plasmid conjugation
rates in activated sludge (53) and in water (54). Indeed, transconjugants were recovered
from the aerobic microcosms. As IncF plasmids are unique to Enterobacteriaceae (55), all
transconjugants isolated fall within this taxonomical unit, which includes many genera
associated with waterborne pathogens, such as Salmonella, Yersinia, Klebsiella, Shigella,
Citrobacter, etc. (56, 57). In contrast, no transconjugants were recovered from the
anaerobic microcosms, most likely because such HGT events took place with fastidious
bacteria highly prevalent in anaerobic environments (58), and these bacteria cannot be
easily cultivated. Similarly, after 120 h of aerobic microcosm establishment, transconjugants were no longer recovered from the aerobic sludge (Fig. 1d). Lower plasmid
stability of the new host-plasmid interaction is a plausible explanation for the loss of
transconjugant recovery. However, IncF plasmids are highly stable in the Enterobacteriaceae (49–52), and such stability is likely improved by the toxin-antitoxin system (19).
Due to the phylogenetic proximity of Shigella and Citrobacter spp. to E. coli (59), it is
speculated that this plasmid might also be stable in these hosts. Hence, an alternative
explanation for the lack of transconjugant recovery is the loss of culturability of such
bacteria, since the progression to a viable but nonculturable (VBNC) state is a survival
strategy common among diverse groups of bacteria (60).
The contribution of HGT and the factors affecting the dissemination of plasmids in
activated sludge under laboratory conditions have been well documented. These
factors include plasmid host range (61), sludge retention times (62), stressful environmental conditions (53), and host/donor phylogenetic afﬁliations (63). Signiﬁcant enrichment of the ratios of multiple ARGs compared to 16S rRNA genes throughout the
wastewater treatment process conﬁrms the potential for mobility and proliferation of
ARGs within the activated sludge microbial communities in full-scale treatment systems
(64). blaNDM-1 HGT events involving activated sludge microorganisms and soil bacteria
had also been reported (8). In agreement with these studies, our results emphasize the
role of activated sludge as an environmental reservoir of plasmid-carried ARGs, as well
as its potential role in mediating the dissemination of ARGs into the environment and
to other Enterobacteriaceae.
Subsequently, upon cellular decay of E. coli PI7 and the previously identiﬁed
transconjugants, blaNDM-1 can be released to the nonsettleable or colloidal fraction of
the sludge. The plasmid DNA (pDNA) decay experiments showed that although the
decay at the gene level is considerably slower (measured by qPCR), the fragmentation
process of naked DNA in the liquid aerobic fraction leads to rapid decay in the
replicative structure of the plasmid (measured by electroporation assays). Circular
plasmids replicate by rolling-circle, strand displacement, or theta replication. In these
aem.asm.org 8

Decay of NDM-1-Positive E. coli

Applied and Environmental Microbiology

Downloaded from http://aem.asm.org/ on May 9, 2021 by guest

three replication mechanisms, the circular structure of at least one DNA strand must be
maintained in order to complete the replication cycle (65). A single double-strand break
would linearize the plasmid, resulting in the disruption of the replication process by any
of these mechanisms. Ultimately, the lack of replicative functions would compromise
the ability of the plasmid to be disseminated and maintained in the transformed
bacterial host.
DNA degradation in the environment is a complex multifactorial process involving
chemical and biological aspects (66). DNase-mediated degradation is the main biological process driving the decay of extracellular DNA in the environment (67, 68), while
low temperatures, high salinity, high levels of organic matter, and anoxic environments
are some of the physicochemical factors that contribute to the preservation of environmental DNA (66, 69). Determining the factors inﬂuencing the persistence of DNA in
sludge liquid fraction is outside the scope of this study. However, it was determined
that DNA persisted for a longer time in the liquid fraction of the anaerobic sludge than
in that of the aerobic sludge, ultimately increasing the probability of subsequent
blaNDM-1 uptake and ﬁxation by environmental bacteria. In a previous study, it was
found that membranes of 100 kDa and smaller could achieve signiﬁcant removal of
ARGs, attaining up to 4.5-log removal of colloidal DNA (70). Hence, coupling membrane
separation with the activated sludge process can serve to mitigate microbial risk
associated with the presence of persisters and extracellular DNA in the treated efﬂuent.
In summary, the results from this study highlight the higher potential of dissemination of E. coli PI7 and ARGs associated with prolonged host and extracellular DNA
persistence in anaerobic sludge. In the aerobic sludge, this study demonstrates
transconjugation of plasmids encoding ARGs to compatible bacteria within the sludge,
highlighting the likelihood of potential horizontal gene transfer events. Furthermore,
this study emphasizes the potential importance of persister cells in the survival and
dissemination of enteric pathogens into the natural environment and suggests a
certain extent of indirect and direct risk to public health imposed by the presence of
persister cells of pathogenic strains remaining in the sludge and efﬂuents of WWTPs.
MATERIALS AND METHODS
Microcosm preparation. Two sets of microcosm experiments, representing anaerobic and aerobic
biological reactors, were established in 1-liter sterile Pyrex bottles. Anaerobic and aerobic microcosms
were seeded with 800 ml of sludge (mixed liquor suspended solids [MLSS] of 4 to 5 g/liter) from a lab
scale anaerobic bioreactor (38) and an aerobic full-scale WWTP, respectively. The sludge in the anaerobic
bioreactor was comprised of camel feces and anaerobic sludge from an industrial WWTP in Riyadh, and
the anaerobic bioreactor had been in operation for more than 3 years (38, 71, 72). The full-scale WWTP
was located at King Abdullah University of Science and Technology in Thuwal, Saudi Arabia, and had a
capacity of 1,600 m3/day. Hydraulic retention time (HRT) and sludge retention time (SRT) in the activated
sludge tank were 2.5 h and 40 days, respectively. The sludge tanks were operated at an average
temperature of 33°C with 1 to 2 mg/liter of dissolved oxygen at pH 7 to 8. Sludge for each replicate run
(n ⫽ 3) was recovered at three different time points scattered along a 1-year period for both
anaerobic and aerobic seed sludge. Prior to the E. coli PI7 spiking event, the seed sludge was
acclimated for 10 days and screened for the presence of blaNDM-1 or uidA. No blaNDM-1 or uidA copies
were detected in anaerobic and aerobic sludge by either endpoint PCR or cultivation methods
before E. coli PI7 spiking.
Decay experiments. The E. coli PI7 inoculum to be spiked into the microcosms was grown in LB
broth at 37°C for 8 h to an optical density at 600 nm (OD600) of 0.7. Once this cell density was reached,
100 ml of culture were spiked into each microcosm, resulting in a ﬁnal volume of 900 ml per microcosm.
The addition of this large quantity of E. coli PI7 cells into each individual microcosm, albeit not
representative of actual conditions in WWTPs, was similar to approaches undertaken in earlier studies (73,
74). The high cell density spiked into the microcosm was required to ensure ﬁnal cell density upon decay
remained within the limits of detection by qPCR, and also to allow detection of subpopulations (e.g.,
persister cells) that generally occur in low cell densities. Decay experiments were performed at different
trace antibiotic concentrations. In the anaerobic microcosms, decay was evaluated at 0 and 100 g/liter
of meropenem (n ⫽ 2 per replicate run) (Sigma-Aldrich, St. Louis, MO, USA). In the aerobic microcosm,
concentrations of 0, 1, 10, and 100 g/liter of meropenem were tested (n ⫽ 4 per replicate run).
Anaerobic microcosms were not tested with 1 and 10 g/liter meropenem because of low sludge
production from the anaerobic bioreactor, and this restricted the number of microcosms that could be
set up. Concentrations were chosen to represent the concentration range of organic micropollutants
commonly reported in municipal wastewater (75, 76). Three independent replicate runs for each aerobic
and anaerobic set-up were performed, comprising a total of 6 and 12 anaerobic and aerobic microcosms,
respectively. Microcosms were operated as sequencing batch reactors at a constant temperature of 37°C.
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TABLE 2 Primers and probes used in this study
Primer or probe
Primers
NDM154-Fb
NDM154-Rb
uidA159-Fc
uidA159-Rc
NDM640-F
NDM640-R
11F
1492R

uidA-23c

Amplicon
size (bp) Sequencea

blaNDM-1 154
uidA

159

blaNDM-1 640

16S

1481

blaNDM

uidA

Cycling conditions

ATTAGCCGCTGCATTGAT
50°C ⫻ 2 min; 95°C ⫻ 20 s; 40 cycles of 95°C
CATGTCGAGATAGGAAGTG
and 60°C ⫻ 20 s
CGAATCCTTTGCCACGCAAG 50°C ⫻ 2 min; 95°C ⫻ 20 s; 40 cycles of 95°C
TCACAGCCAAAAGCCAGACA
and 60°C ⫻ 20 s
TAGTGCTCAGTGTCG
95°C ⫻ 3 min; 35 cycles of 95°C ⫻ 30 s, 60°C
CATTAGCCGCTGCA
and 72°C ⫻ 1 min; ﬁnal elongation 72°C ⫻
GTTYGATYCTGGCTCAG
GGYTACCTTGTTACGACTT

56-FAM/AGACATTCG/ZEN/
GTGCGAGCTGGCGGA/
3IABkFQ
56-FAM/TCGCCCTTC/ZEN/
ACTGCCACTGACCG/
3IABkFQ

Use
⫻1s

qPCR

⫻1s

qPCR

⫻ 30 s
5 min

Sequencing
(transconjugant
screening)
95°C ⫻ 5 min; 35 cycles of 95°C ⫻ 1 min, 45°C ⫻ 45 s Sequencing
and 72°C ⫻ 2 min; ﬁnal elongation 72°C ⫻ 10 min
(transconjugant
identity)

As described for primer pair

qPCR

As described for primer pair

qPCR

aFAM,

6-carboxyﬂuorescein.
pair NDM-154 and NDM-22 qPCR ampliﬁcation efﬁciency was 98%.
cPrimer-pair uidA159 and uidA-23 qPCR ampliﬁcation efﬁciency was 102%.
bPrimer-probe

The aerobic microcosms were aerated with atmospheric air at 250 ml/min, while the anaerobic microcosms were established in airtight bottles and mechanically stirred at 250 rpm. To prevent oxygen
intrusion, anaerobic microcosms were established and sampled in a vinyl anaerobic chamber (Coy Lab
Products, MI). After each feeding/sampling event, anaerobic microcosms were purged with 99.9%
nitrogen for 15 min. MLSS and pH were measured every 24 h for all microcosms, and pH was maintained
at 7.2 ⫾ 0.4 using HEPES buffer at a ﬁnal concentration of 25 mM. Daily, 100 ml of liquid was removed
from the aerobic and anaerobic microcosms and replaced with synthetic wastewater (38) that had the
corresponding concentration of antibiotic, achieving a food-to-microorganism ratio (F/M) of 0.2. Biomass
was separated from the nonsettleable liquid fraction by centrifugation at 9,800 ⫻ g for 20 to 30 min in
a sterile ultracentrifuge bottle, and reintroduced into the respective microcosm.
Sample processing. At each sampling event, 14 ml of sludge was collected from each microcosm
and a subset was used for (i) total biomass DNA isolation (2 ml), (ii) sludge exposure to propidium
monoazide (PMA) (0.5 ml), and (iii) detection of horizontal gene transfer (HGT) events by culture-based
methods (0.5 ml). Sludge exposure to PMA was performed as previously described (77). Given that PMA
can be limited in its accuracy to differentiate between cells with compromised and intact cell membranes, more details on PMA exposure protocol and validation are given in Text SI-3 and Table S1 in the
supplemental material.
Sludge samples for total DNA isolation and PMA-treated samples were centrifuged at 10,000 ⫻ g for
5 min and the supernatant fraction was discarded. The remaining biomass pellet was immediately frozen
at ⫺80°C, and subsequently lyophilized using the Alpha 1-2 LDplus freeze dryer (Martin Christ GmbH,
Germany). After completion of the drying cycle, dry biomass weights were recorded and samples were
ready for DNA extraction.
Horizontal gene transfer detection by culture-based methods. To detect potential conjugation
events, the remaining 0.5 ml of the initial 14 ml sludge sample were serially diluted and plated on
MUG-EC medium (Sigma-Aldrich, St. Louis, MO) with 1.5% (wt/vol) agar and 8 g/ml meropenem.
MUG-EC allows the rapid screening of E. coli isolates, as MUG (methylumbelliferyl-␤-glucuronide)
cleavage by the glucuronidase enzyme leads to the formation of colonies that exhibit blue ﬂuorescence
under UV (78). Nonﬂuorescent colonies were selected as potential transconjugants, and subsequently
conﬁrmed by colony PCR using blaNDM-1-speciﬁc primers as shown in Table 2. Strain identity was
determined by 16S rRNA gene sequencing using the 11F/1492R primer pair (79). The detection limit of
culture-based methods performed in this study was determined to be 104 CFU/g sludge (see Text SI-4
in the supplemental material).
Colloidal DNA decay. E. coli PI7 carries a 110-kbp plasmid encoding NDM-1 (19). Plasmid integrity
was determined by electroporation into Invitrogen TOP10 electrocompetent cells (Thermo Fisher Scientiﬁc, Carlsbad, CA, USA). Due to the low electroporation frequencies of this large plasmid, decay
experiments were carried out using the pCR2.1 cloning vector (Thermo Fisher Scientiﬁc, Carlsbad, CA,
USA) that harbors a 640-bp blaNDM-1 gene insertion (i.e., a total plasmid vector size of ⬃4.6 kbp). Decay
experiments for the plasmid were performed in the liquid fraction of either aerobic or anaerobic sludge
collected from a local WWTP and a lab scale anaerobic membrane bioreactor (AnMBR), respectively. The
sludge liquid fraction was separated from the biomass by centrifugation at 10,000 ⫻ g for 20 min.
Supernatant was recovered and ﬁltered with cheesecloth to further remove biomass in suspension.
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Subsequently, 1.6 ml of plasmidic DNA (1010 copies/l) were dosed into a Float-A-Lyzer G2 dialysis device
with a molecular mass cutoff of 100 kDa (Spectrum Laboratories, Rancho Dominguez, CA), and the device
was submerged in the liquid fraction of either aerobic or anaerobic sludge for a period of 24 h. Anaerobic
decay experiments were performed under anaerobic conditions in a vinyl anaerobic chamber with an
atmosphere of 95% nitrogen and 5% hydrogen (Coy Lab Products, MI, USA). A total of 50 l samples were
taken from the dialysis device at each sampling point, and used for (i) plasmidic DNA quantiﬁcation with
qPCR and (ii) plasmid integrity quantiﬁcation by electroporation in TOP10 cells (see Text SI-5 in the
supplemental material).
DNA extraction. Lyophilized PMA-treated sludge and non-PMA-treated sludge fractions were subjected to DNA extraction using the PowerSoil DNA extraction kit (Mo Bio) with slight modiﬁcations to the
manufacturer’s protocol, as previously described (4).
Gene quantiﬁcation and statistical tests. The uidA and blaNDM-1 genes were used as the chromosomal and plasmidic markers, respectively. ␤-D-Glucuronidase (uidA) was selected as the chromosomal
marker since only one copy of this gene is present per E. coli genome (19). Differences in the decay of
the chromosomal and plasmidic material of E. coli PI7 were therefore assessed by comparing PMAtreated biomass (PTB) decay rates of uidA and blaNDM-1 genes, respectively. blaNDM-1 and uidA copy
numbers were determined by absolute quantiﬁcation on an Applied Biosystems 7900HT Fast real-time
PCR system (Thermo Fisher Scientiﬁc, Carlsbad, CA, USA). PCR primers and TaqMan probe sequences are
listed in Table 2. MLSS measurements were fairly stable in the microcosm experiments during the whole
length of the experiment (see Fig. S3 in the supplemental material), suggesting stability of both aerobic
and anaerobic microbial communities in the microcosms. Gene copy numbers were normalized by dry
weight of biomass. Decay rates were expressed as ln(N/No), where N corresponds to the copy numbers
at t ⫽ Xi, and No corresponds to the copy numbers at t ⫽ 0. Half-life was calculated using a ﬁrst-order
decay kinetic model. Linear regressions were performed using the least-squares method and the
signiﬁcance of the slopes of the regression models (␤ ⫽ 0) was evaluated using the t test. Decay curves
were compared using the model Yi ⫽ ␤0 ⫹ ␤1Xi1 ⫹ ␤2Xi2 ⫹ ␤3Xi1Xi2 (80). All statistical analysis was done
using StatPlus at 95% conﬁdence unless otherwise stated.
Determination of persister cell frequency in pure cultures of E. coli PI7. Persister cells are
dormant variations of vegetative cells that can withstand harsh environmental conditions, including
exposure to supralethal concentrations of antibiotics. This resistance to antibiotics is not encoded in the
chromosome but is rather a consequence of their dormant phenotype. The frequency of persister cells
in this study was determined using a modiﬁed protocol described by Keren et al. (15). Modiﬁcations were
made to the type of antibiotic used and the working concentration. As E. coli PI7 exhibits extremely high
tolerance to ampicillin, the antibiotic challenge was performed with meropenem, a carbapenem exhibiting a similar mode of action (7). E. coli PI7 was challenged with a supralethal meropenem concentration
of 640 g/ml, corresponding to a 10-fold increase of the MIC and a 5-fold increase of the lethal
meropenem concentration reported for this strain (19). In summary, overnight cultures of E. coli PI7 were
diluted 1:1,000 in LB broth without meropenem and incubated at 37°C and 200 rpm to a ﬁnal OD600 of
0.2. To provide a baseline cell count (t ⫽ 0), 10 ml of culture from each ﬂask (n ⫽ 4) were pooled and
placed at 4°C. Subsequently, cell cultures were challenged with meropenem (640 g/ml), and incubated
at 37°C and 200 rpm for 180 min. Cell counts were determined by serial dilution and plating in MUG-EC
agar plates. Persister cell frequency was expressed as the ratio of the cell count at t ⫽ 180 min to the
cell count at t ⫽ 0.
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K, Brennan RG. 2015. HipBA-promoter structures reveal the basis of
heritable multidrug tolerance. Nature 524:59 – 64. https://doi.org/10
.1038/nature14662.
LaFleur MD, Kumamoto CA, Lewis K. 2006. Candida albicans bioﬁlms
produce antifungal-tolerant persister cells. Antimicrob Agents Chemother 50:3839 –3846. https://doi.org/10.1128/AAC.00684-06.
Mantilla-Calderon D, Jumat MR, Wang T, Ganesan P, Al-Jassim N, Hong
P-Y. 2016. Isolation and characterization of NDM-positive Escherichia coli
from municipal wastewater in Jeddah, Saudi Arabia. Antimicrob Agents
Chemother 60:5223–5231. https://doi.org/10.1128/AAC.00236-16.
Johnson AP, Woodford N. 2013. Global spread of antibiotic resistance:
the example of New Delhi metallo-beta-lactamase (NDM)-mediated carbapenem resistance. J Med Microbiol 62:499 –513. https://doi.org/10
.1099/jmm.0.052555-0.
Nordmann P, Poirel L, Walsh TR, Livermore DM. 2011. The emerging
NDM carbapenemases. Trends Microbiol 19:588 –595. https://doi.org/10
.1016/j.tim.2011.09.005.
Ahammad ZS, Sreekrishnan TR, Hands CL, Knapp CW, Graham DW. 2014.
Increased waterborne blaNDM-1 resistance gene abundances associated
with seasonal human pilgrimages to the upper Ganges River. Environ Sci
Technol 48:3014 –3020. https://doi.org/10.1021/es405348h.
Walsh TR, Weeks J, Livermore DM, Toleman MA. 2011. Dissemination
of NDM-1 positive bacteria in the New Delhi environment and its
implications for human health: an environmental point prevalence
study. Lancet Infect Dis 11:355–362. https://doi.org/10.1016/S1473
-3099(11)70059-7.
Wang B, Sun D. 2015. Detection of NDM-1 carbapenemase-producing
Acinetobacter calcoaceticus and Acinetobacter junii in environmental
samples from livestock farms. J Antimicrob Chemother 70:611– 613.
https://doi.org/10.1093/jac/dku405.
Michael I, Rizzo L, McArdell C, Manaia C, Merlin C, Schwartz T, Dagot C,
Fatta-Kassinos D. 2013. Urban wastewater treatment plants as hotspots
for the release of antibiotics in the environment: a review. Water Res
47:957–995. https://doi.org/10.1016/j.watres.2012.11.027.

Applied and Environmental Microbiology

Decay of NDM-1-Positive E. coli

46.

47.

48.

49.

50.

52.
53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

July 2017 Volume 83 Issue 13 e00640-17

63. De Gelder L, Vandecasteele FP, Brown CJ, Forney LJ, Top EM. 2005.
Plasmid donor affects host range of promiscuous IncP-1beta plasmid
pB10 in an activated-sludge microbial community. Appl Environ Microbiol 71:5309 –5317. https://doi.org/10.1128/AEM.71.9.5309-5317.2005.
64. Mao D, Yu S, Rysz M, Luo Y, Yang F, Li F, Hou J, Mu Q, Alvarez PJ. 2015.
Prevalence and proliferation of antibiotic resistance genes in two municipal wastewater treatment plants. Water Res 85:458 – 466. https://doi
.org/10.1016/j.watres.2015.09.010.
65. del Solar G, Giraldo R, Ruiz-Echevarría MJ, Espinosa M, Díaz-Orejas R.
1998. Replication and control of circular bacterial plasmids. Microbiol
Mol Biol Rev 62:434 – 464.
66. Corinaldesi C, Beolchini F, Dell’Anno A. 2008. Damage and degradation
rates of extracellular DNA in marine sediments: implications for the
preservation of gene sequences. Mol Ecol 17:3939 –3951. https://doi.org/
10.1111/j.1365-294X.2008.03880.x.
67. Blum SAE, Lorenz MG, Wackernagel W. 1997. Mechanism of retarded
DNA degradation and prokaryotic origin of DNases in nonsterile soils.
Syst Appl Microbiol 20:513–521. https://doi.org/10.1016/S0723
-2020(97)80021-5.
68. Dell’Anno A, Corinaldesi C. 2004. Degradation and turnover of extracellular DNA in marine sediments: ecological and methodological considerations. Appl Environ Microbiol 70:4384 – 4386. https://doi.org/10.1128/
AEM.70.7.4384-4386.2004.
69. Willerslev E, Cappellini E, Boomsma W, Nielsen R, Hebsgaard MB, Brand
TB, Hofreiter M, Bunce M, Poinar HN, Dahl-Jensen D. 2007. Ancient
biomolecules from deep ice cores reveal a forested southern Greenland.
Science 317:111–114. https://doi.org/10.1126/science.1141758.
70. Breazeal MV, Novak JT, Vikesland PJ, Pruden A. 2013. Effect of wastewater colloids on membrane removal of antibiotic resistance genes. Water
Res 47:130 –140. https://doi.org/10.1016/j.watres.2012.09.044.
71. Wei C-H, Harb M, Amy G, Hong P-Y, Leiknes T. 2014. Sustainable organic
loading rate and energy recovery potential of mesophilic anaerobic
membrane bioreactor for municipal wastewater treatment. Bioresour
Technol 166:326 –334. https://doi.org/10.1016/j.biortech.2014.05.053.
72. Harb M, Wei C-H, Wang N, Amy G, Hong P-Y. 2016. Organic micropollutants in aerobic and anaerobic membrane bioreactors: changes in
microbial communities and gene expression. Bioresour Technol 218:
882– 891. https://doi.org/10.1016/j.biortech.2016.07.036.
73. Oliver DM, Haygarth PM, Clegg CD, Heathwaite AL. 2006. Differential E.
coli die-off patterns associated with agricultural matrices. Environ Sci
Technol 40:5710 –5716. https://doi.org/10.1021/es0603249.
74. Jenkins MB, Fisher DS, Endale DM, Adams P. 2011. Comparative die-off
of Escherichia coli O157:H7 and fecal indicator bacteria in pond water.
Environ Sci Technol 45:1853–1858. https://doi.org/10.1021/es1032019.
75. Yang S, Cha J, Carlson K. 2005. Simultaneous extraction and analysis of
11 tetracycline and sulfonamide antibiotics in inﬂuent and efﬂuent
domestic wastewater by solid-phase extraction and liquid
chromatography-electrospray ionization tandem mass spectrometry. J
Chromatogr A 1097:40 –53. https://doi.org/10.1016/j.chroma.2005.08
.027.
76. Teerlink J, Hering AS, Higgins CP, Drewes JE. 2012. Variability of trace
organic chemical concentrations in raw wastewater at three distinct
sewershed scales. Water Res 46:3261–3271. https://doi.org/10.1016/j
.watres.2012.03.018.
77. Bae S, Wuertz S. 2009. Discrimination of viable and dead fecal Bacteroidales bacteria by quantitative PCR with propidium monoazide. Appl
Environ Microbiol 75:2940 –2944. https://doi.org/10.1128/AEM.01333-08.
78. Feng P, Hartman PA. 1982. Fluorogenic assays for immediate conﬁrmation of Escherichia coli. Appl Environ Microbiol 43:1320 –1329.
79. Weisburg WG, Barns SM, Pelletier DA, Lane DJ. 1991. 16S ribosomal DNA
ampliﬁcation for phylogenetic study. J Bacteriol 173:697–703. https://
doi.org/10.1128/jb.173.2.697-703.1991.
80. Neter J, Kutner MH, Nachtsheim CJ, Wasserman W. 1996. Applied linear
statistical models, 4th ed. McGraw-Hill/Irwin, Chicago, IL.

aem.asm.org 13

Downloaded from http://aem.asm.org/ on May 9, 2021 by guest

51.

erichia coli DSM1103 strains and their gene expression upon solar
irradiation. Environ Sci Technol 51:3649 –3659. https://doi.org/10.1021/
acs.est.6b05377.
Magarinos B, Romalde J, Barja J, Toranzo A. 1994. Evidence of a dormant
but infective state of the ﬁsh pathogen Pasteurella piscicida in seawater
and sediment. Appl Environ Microbiol 60:180 –186.
van Elsas JD, Semenov AV, Costa R, Trevors JT. 2011. Survival of Escherichia coli in the environment: fundamental and public health aspects.
ISME J 5:173–183. https://doi.org/10.1038/ismej.2010.80.
Rysz M, Mansﬁeld WR, Fortner JD, Alvarez PJ. 2013. Tetracycline resistance gene maintenance under varying bacterial growth rate, substrate
and oxygen availability, and tetracycline concentration. Environ Sci
Technol 47:6995–7001. https://doi.org/10.1021/es3035329.
Ohtsubo H, Ryder TB, Maeda Y, Armstrong K, Ohtsubo E. 1986. DNA
replication of the resistance plasmid R100 and its control. Adv Biophys
21:115–133. https://doi.org/10.1016/0065-227X(86)90018-3.
Nordström K. 2006. Plasmid R1—replication and its control. Plasmid
55:1–26. https://doi.org/10.1016/j.plasmid.2005.07.002.
Silver L, Chandler M, de la Tour EB, Caro L. 1977. Origin and direction of
replication of the drug resistance plasmid R100.1 and of a resistance
transfer factor derivative in synchronized cultures. J Bacteriol 131:
929 –942.
Kline BC. 1985. A review of mini-F plasmid maintenance. Plasmid 14:
1–16. https://doi.org/10.1016/0147-619X(85)90027-7.
Kim S, Yun Z, Ha UH, Lee S, Park H, Kwon EE, Cho Y, Choung S, Oh J,
Medriano CA, Chandran K. 2014. Transfer of antibiotic resistance plasmids in pure and activated sludge cultures in the presence of environmentally representative micro-contaminant concentrations. Sci Total
Environ 468 – 469:813– 820. https://doi.org/10.1016/j.scitotenv.2013.08
.100.
Zhang Y, Gu AZ, He M, Li D, Chen J. 2017. Subinhibitory concentrations
of disinfectants promote the horizontal transfer of multidrug resistance
genes within and across genera. Environ Sci Technol 51:570 –580.
https://doi.org/10.1021/acs.est.6b03132.
Carattoli A. 2009. Resistance plasmid families in Enterobacteriaceae. Antimicrob Agents Chemother 53:2227–2238. https://doi.org/10.1128/AAC
.01707-08.
Maynard C, Berthiaume F, Lemarchand K, Harel J, Payment P, Bayardelle
P, Masson L, Brousseau R. 2005. Waterborne pathogen detection by use
of oligonucleotide-based microarrays. Appl Environ Microbiol 71:
8548 – 8557. https://doi.org/10.1128/AEM.71.12.8548-8557.2005.
Abbott SL. 2011. Klebsiella, Enterobacter, Citrobacter, Serratia, Plesiomonas, and other Enterobacteriaceae, p 639 – 657. In Versalovic J, Carroll K,
Funke G, Jorgensen J, Landry M, Warnock D (ed), Manual of clinical
microbiology, 10th ed. ASM Press, Washington, DC.
Mori K, Kamagata Y. 2014. The challenges of studying the anaerobic
microbial world. Microbes Environ 29:335–337. https://doi.org/10.1264/
jsme2.ME2904rh.
Paradis S, Boissinot M, Paquette N, Bélanger SD, Martel EA, Boudreau DK,
Picard FJ, Ouellette M, Roy PH, Bergeron MG. 2005. Phylogeny of the
Enterobacteriaceae based on genes encoding elongation factor Tu and
F-ATPase ␤-subunit. Int J Syst Evol Microbiol 55:2013–2025. https://doi
.org/10.1099/ijs.0.63539-0.
Li L, Mendis N, Trigui H, Oliver JD, Faucher SP. 2014. The importance of
the viable but non-culturable state in human bacterial pathogens. Front
Microbiol 5:258. https://doi.org/10.3389/fmicb.2014.00258.
von Wintersdorff CJ, Penders J, van Niekerk JM, Mills ND, Majumder S,
van Alphen LB, Savelkoul PH, Wolffs PF. 2016. Dissemination of antimicrobial resistance in microbial ecosystems through horizontal gene
transfer. Front Microbiol 7:173. https://doi.org/10.3389/fmicb.2016
.00173.
Tsutsui H, Anami Y, Matsuda M, Inoue D, Sei K, Soda S, Ike M. 2010.
Transfer of plasmid pJP4 from Escherichia coli and Pseudomonas putida
to bacteria in activated sludge developed under different sludge retention times. J Biosci Bioeng 110:684 – 689. https://doi.org/10.1016/j.jbiosc
.2010.07.009.

Applied and Environmental Microbiology

