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Abstract
The production of bacteriocins in response to worsening environmental conditions is one

means of bacteria to outcompete other microorganisms. Colicins, one class of bacteriocins

in Escherichia coli, are effective against closely related Enterobacteriaceae. Current re-
search focuses on production, release and uptake of these toxins by bacteria. However, lit-

tle is known about the quantitative aspects of these dynamic processes. Here, we

quantitatively study expression dynamics of the Colicin E2 operon in E. coli on a single cell

level using fluorescence time-lapse microscopy. DNA damage, triggering SOS response

leads to the heterogeneous expression of this operon including the cea gene encoding the

toxin, Colicin E2, and the cel gene coding for the induction of cell lysis and subsequent coli-

cin release. Advancing previous whole population investigations, our time-lapse experi-

ments reveal that at low exogenous stress levels all cells eventually respond after a given

time (heterogeneous timing). This heterogeneous timing is lost at high stress levels, at

which a synchronized stress response of all cells 60 min after induction via stress can be

observed. We further demonstrate, that the amount of colicin released is dependent on cel
(lysis) gene expression, independent of the applied exogenous stress level. A heteroge-

neous response in combination with heterogeneous timing can be biologically significant. It

might enable a bacterial population to endure low stress levels, while at high stress levels

an immediate and synchronized population wide response can give single surviving cells of

the own species the chance to take over the bacterial community after the stress has

ceased.

Introduction
Bacteria possess several mechanisms enabling them to respond to changing and unfavorable
environmental conditions or to outcompete other bacteria [1–5]. One particular mechanism is
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the production and the release of toxins such as bacteriocins. Colicins are the best characterized
group of bacteriocins [6–8] produced by Escherichia coli and active against closely related E.
coli bacteria or other members of the Enterobacteriaceae [5]. Experimental studies focus on
the mechanism of colicin release [9–11], colicin uptake by strains sensitive to the bacteriocin
[12, 13], or the evolutional and ecological importance of colicins [4, 5, 14, 15]. In contrast, the
majority of the theoretical investigations have been studying the interplay of colicin-producing
bacteria with bacteria that are sensitive to or resistant against the bacteriocin [16–21]. Toxins,
such as the bacteriocin Colicin E2 of this study, are plasmid encoded and expressed from oper-
ons under the control of an SOS promoter [8, 22, 23]. The Colicin E2 operon comprises three
genes: cea (the colicin activity gene), cei (the immunity gene) and cel (the lysis gene) (Fig. 1).
This operon is only expressed upon induction of the SOS response by e.g. DNA damage
[8, 24]. When the Colicin E2 operon is expressed, two different mRNA transcripts can be
found. The shorter transcript, which is transcribed at relatively high levels, includes the cea and
cei gene. The longer transcript comprising all three genes, is rarely expressed only when the
transcriptional terminator T1 can be overcome [8, 25]. For colicin E7 it was shown that

Fig 1. Gene regulation scheme for the original Colicin E2 system and pMO3. In the black box of the figure the original Colicin E2 operon of the plasmid
pColE2-P9 as described in Pugsley et al. [9] is presented. It includes three genes: cea encoding the colicin activity protein, cei the immunity protein, and cel
the lysis protein. The complete operon stands under the control of the SOS promoter (PSOS) and is only expressed after SOS induced cleavage of LexA from
the SOS box located next to PSOS. A second promoter, the constitutive Pcei responsible for cei expression, is located prior the cei gene. If LexA is released
from the SOS box, two different mRNAs are produced: a short mRNA encoding cea and cei is produced in abundance, and a long mRNA that is only
produced if the transcriptional terminator T1 can be overcome. This long mRNA is then post-transcriptionally regulated by the mRNA binding protein CsrA.
CsrA inhibits translation of the cel gene via binding to two CsrA binding sites present in the Shine Dalgarno sequence (SD) and the transcriptional terminator
T1 upstream of the cel gene. The grey box depicts the same Colicin E2 operon with cea and cel exchanged by fluorescent proteins (FP) YFP and CFP,
present on pMO3. Please note that while in strain EMO3-C both plasmids pColE2-P9 and pMO3 are present, strain EMO3 only carries pMO3.

doi:10.1371/journal.pone.0119124.g001
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translation of the cel gene is further regulated post-transcriptionally by the mRNA binding pro-
tein CsrA [25]. CsrA itself is further regulated by the sRNAs CsrB and CsrC. These sRNA bind
the CsrA protein and can thereby reduce the amount of free CsrA if sRNA expression is high
[26–28]. Since the operons of Colicin E2 and E7 show a high sequence homology [29, 30] and
all regulatory elements present in the colicin E7 operon are also present in the Colicin E2 oper-
on, it is assumed that CsrA is also inhibiting the translation of the lysis gene of the Colicin E2
operon. The co-expression of the colicin gene cea and the immunity gene cei is necessary, since
the immunity protein ensures inactivity of the colicin as long as the colicin-immunity protein
complex is present within the cell [8]. This colicin-immunity complex is highly stable [31] and
can only be secreted when the lysis gene is expressed [9–11], which leads to the subsequent
death of the bacterial cell, secreting the colicin [9]. Under exponential growth conditions coli-
cins are not or only rarely [32] synthesized since the colicin operon is repressed by the protein
LexA (transcriptional control [8]). Upon DNA damage, that can be induced by UV irradiation
or the addition of SOS-agents such as the chemical Mitomycin C [24, 33–35], the RecA protein
binds to ssDNA and forms active RecA nucleo-proteinfilaments [36]. In this active state, RecA
promotes auto-cleavage of LexA dimers [36]. Subsequently, the amount of free LexA dimers is
no longer sufficient to repress the Colicin operon and the toxin is expressed at high rates [37].
In consequence, a large fraction of cells is expressing the colicin. It was shown that genes regu-
lated by the E. coli SOS repressor LexA exhibit a heterogeneous expression [38, 39] upon nutri-
ent starvation that is primarily established by stochastic factors [38].

While whole population studies revealed the heterogeneous expression of several colicin op-
erons [24, 38, 39], still a detailed and quantitative analysis about the expression dynamics on
the single cell level is lacking. Knowledge of the heterogeneous expression dynamics is crucial
to gather information about the biological significance of the observed phenotypic heterogene-
ity. To address this question, we performed quantitative time-lapse fluorescence microscopy
under natural and stress-induced conditions. Using fluorescent reporter constructs, we thereby
discriminate between the expression of the colicin gene (cea) and the lysis gene (cel) necessary
for colicin release (Fig. 1), as we expect to observe differences in the heterogeneous expression
of these genes due to the additional post-transcriptional regulation of the cel gene. Interesting-
ly, we find both genes to be co-expressed in strain EMO3-C. While at low stress levels all cells
eventually respond with time, a phenomenon known as heterogeneous timing, this heteroge-
neous timing is lost at high stress levels in favor of a synchronized response of the whole popu-
lation. Furthermore, using a mutant strain unable to produce and release the colicin, we
demonstrate that the amount of colicin released into the surrounding environment is depen-
dent on cel gene expression and not due to a specific colicin concentration threshold.

Materials and Methods

Strains and plasmids used in this study
The strains and plasmids used in this study are listed in Table 1. To analyze expression of the
genes cea (colicin activity protein) and cel (lysis protein) of the Colicin E2 operon, we created a
mutant strain carrying the additional plasmid pMO3. This plasmid, pMO3, represents a double
reporter plasmid. It carries the complete Colicin E2 operon, but the genes cea and cel have been
replaced by genes coding for the fluorescence proteins (FP) mVenus (YFP) and mCerulean
(CFP), respectively (Fig. 1). Plasmid pMO3 was created as described in the following: We used
the synthetically created vector pEX-K-colicin (MWG Eurofins, Ebersberg) that harbors the
complete sequence of the Colicin E2 operon (NCBI M29885) with the exception of the cea
gene. In addition, slight sequence changes have been introduced into the Colicin E2 operon
present in pEX-K-colicin to enable further cloning with appropriate restriction sites. These
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changes were designed without altering the regulatory elements present in the original Colicin
E2 operon.

A ClaI—HindIII fragment of pEX-K-Colicin (Table 1) was ligated with the backbone of
pBAD24-GFP [40], to combine the modified Colicin E2 operon of pEX-K-Colicin with the
backbone of the multi copy pBAD24-GFP plasmid. The plasmid pBAD24-GFP has an average
copy number of 55 plasmids per cell [40] and a cell-to-cell variation of about 7.5 plasmids [40],
decreasing cell-to-cell variations in fluorescence intensity that might be due to variations in
plasmid copy number to a minimum. The resulting vector pMO1 includes now all regulatory
elements of the original Colicin E2 operon as well as the Ampicillin resistance and the ori of
pBAD24-GFP. In order to introduce the fluorescence protein mVenus at the site of the cea
gene into pMO1, we obtained this FP via PCR from pKES258 (unpublished, Table 1) using the
primer P1 and P2 (Table 2). This PCR fragment of pKES258, including the FP mVenus and ap-
propriate restriction sites EcoRI and SacI for integration in pMO1, was generated and subse-
quently integrated in pMO1. The resulting new vector pMO2 expresses instead of the original
bacteriocin Cea, mVenus, a YFP derivate fluorescent protein and can therefore be used as a re-
porter construct for the expression of cea-mRNA. To achieve a double reporter plasmid that
acts as a reporter for toxin as well as for lysis gene mRNA production, the cel gene of pMO2

Table 1. Strains and plasmids used in this study.

Name Description Referenz

BZB 1011
E2C

pColE2-P9 [17]

BZB 1011 Same as BZB 1011 E2C without the colicin plasmid [17]

EMO3-C BZB 1011 E2C pMO3 This study

EMO3-S BZB 1011 pMO3 This study

pEX-K-
Colicin

Commercially obtained vector pEX-K-Colicin (MWG Eurofins, Ebersberg)
harboring the complete Colicin E2 operon with the exception of cea. Slight
sequence changes have been incorporated to allow introduction of
necessary restriction sites.

This study

pColE2-P9 Native colicin plasmid with complete Colicin E2 operon comprising the cea,
cei and cel gene

[9]

pKES258 mVenus unpublished

pKEHB1 mCerulean (A206K) unpublished

pMO1 Ligation of ClaI—HindIII fragment of pEX-K-Colicin with the backbone of
pBAD24GFP

This study

pMO2 Ligation of pMO1 with a mVenus PCR fragment (restriction sites EcoRI and
SacI) of pKES258

This study

pMO3 Exchange of cel gene in pMO2 with a CFP PCR fragment (restriction sites
BamHI and AgeI) of pKEHB1

This study

doi:10.1371/journal.pone.0119124.t001

Table 2. Primers used in this study.

Name Sequence Purpose

P1 5´ atgcGAATTCatgagcaagggcga 3´ mVenus [fwd]

P2 5´ tagcGAGCTCttacttgtacagctcg 3´ mVenus [rev]

P3 5´ attaACCGGTatggtcagcaa gggcg 3´ mCerulean [fwd]

P4 5´ atgcGGATCCttacttgtacagctcg 3´ mCerulean [rev]

doi:10.1371/journal.pone.0119124.t002
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was exchanged with a AgeI—BamHI PCR product (primer P3 and P4, template pKEHB1 un-
published, Table 1 and Table 2) containing mCerulean, a CFP fluorescent protein. This new
plasmid was named pMO3 (Fig. 1) and represents the double reporter for cea (monitored via
YFP) and cel (monitored via CFP) expression. Correct construction of all plasmids was con-
firmed by sequencing. The plasmid pMO3 was than transformed into strain BZB 1011 E2C
(carrying the original colicin producing plasmid pColE2-P9, with a copy number of about
10–20 [8, 41]) and strain BZB 1011 lacking pColE2-P9 [17]. The resulting strains were named
EMO3-C (colicin producing) and EMO3-S (not able to produce the colicin) respectively
(Table 1).

Growth conditions
EMO3-C and EMO3-S were grown overnight at 37°C in M63 minimal medium supplemented
with 0.5% Glycerol as a carbon source, and with 100μg/ml Ampicillin (Carl Roth, Germany)
when needed. Overnight cultures were diluted to an OD600 of 0.05. The subsequent day-culture
was allowed to grow until it reached an OD600 of 0.2, which represents the beginning of the ex-
ponential growth phase. Bacteria were then induced with different concentrations of the SOS
agent Mitomycin C (Carl Roth, Germany) and used for the further investigations as indicated
in the main text.

Single cell time-lapse microscopy and image analysis
For single cell time-lapse microscopy Ibidi μ-slides VI0.4 (Ibidi GmbH, München) were coated
with 50μl Poly-L-Lysine (BIOCHROM, Berlin) for at least two hours. After that, the slides
were rinsed three times with water and two times with M63 minimal media. Bacteria were
grown and induced with Mitomycin C (MitC) as described above and diluted again, if neces-
sary, prior transfer to the microscopic slide to obtain optimal cell densities for single cell analy-
sis. 50μl of the diluted culture were allowed to attach to the surface of the slide for 7.5 minutes
at 37°C. Then the channel was rinsed with M63 minimal media for four times to remove bacte-
ria that had not attached to the surface. The microscopic slide was then transferred to an in-
verse microscope, Axiovert 200M (Carl Zeiss, Germany) equipped with an Andor camera and
a Zeiss EC Plan-Neofluar 100x/1.3 Oil immersion objective. For YFP detection a filterset with a
beamsplitter BS520, an excitation bandpass HC500/24 and an emission bandpass HC 542/27
was used. The filterset for CFP detection was a HC filterset with an emission filter 483/32, a
beamsplitter BS458 as well as an excitation filter 438/24. With mutant strains carrying either
the YFP or CFP reporter, exclusively, we confirmed that no cross-talk between the YFP and
CFP channel was present using the filter sets described above. To minimize fluorescence varia-
tions deriving from day to day deviations of the fluorescence lamp, the stability of the absolute
fluorescence values were verified daily using a microscope image intensity calibration kit (Invi-
trogen, FokalCheck fluorescence microscope test slide #3). The obtained data sets were cor-
rected accordingly. The micromanager, an open source program (version 1.3), was used for
image acquisition [42]. After the first image, the channel was flushed with media equipped
MitC in the appropriate concentration. Subsequently, an image was taken every 15 min. Images
were analyzed using the plugin Cell evaluator [43] of the freeware ImageJ. Only live cells that
were fully lying within the bright field image and were not in the process of cell division were
considered. For each time-point or MitC concentration at least 85 bacteria were analyzed. All
of our experiments have been performed in duplicates or triplicates on at least two different
days. General data analysis was performed using IgorPRO 6.22 and Adobe CS5 Software.
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Definition of Threshold
To quantify the amount of cells expressing the fluorescent proteins YFP or CFP (representing
the expression of the genes cea and cel of the Colicin E2 operon), respectively, we needed to set
a threshold to distinguish cells expressing a fluorescent protein at high levels from those not or
only weakly expressing the fluorescent protein. We defined the threshold as denoted in the fol-
lowing. For the mean fluorescence intensity (FI) value of the first three experimental time-
points we observe that no cell starts to express either YFP or CFP. Therefore, we take this mean
FI value as the basal fluorescence of the individual cell (S1 Fig.). Cells were defined as switching
into the ‘ON’ state, if their individual FI level is five times higher than their basal fluorescence.
These cells can then be clearly distinguished from cells in the ‘OFF’ state. The time-point t of
switching into the ‘ON’ state is defined as the time-point when cells overcome this switching
threshold (S1 Fig.).

Results

Similar expression dynamics of cea and cel gene expression in strain
EMO3-C
Several groups have studied the heterogeneous expression of colicin operons [38, 44], focusing
on population wide studies that reveal the average response of the whole population at a given
time-point [24, 32, 34, 45–47]. Here, we wanted to go a step further and analyze the expression
dynamics of one of these colicin operons, namely the Colicin E2 operon, using quantitative
fluorescence time-lapse microscopy. Furthermore, we wanted to investigate whether there are
differences in the heterogeneous expression of the cea (colicin) and cel (lysis) gene of this oper-
on. Cel gene expression was shown to be post-transcriptionally regulated by CsrA in the colicin
E7 operon [25], which is not the case for cea gene expression. Similar to the colicin E7 operon,
the Colicin E2 operon possesses CsrA binding sites in the cel gene Shine-Dalgarno sequence
(Fig. 1). Binding of CsrA to these sites could lead to cel translation inhibition. We therefore ex-
pected to find differences in the expression dynamics and the heterogeneous expression of the
cea and cel gene.

To study heterogeneous expression of the cea and cel gene we introduced the double reporter
plasmid pMO3 in addition to the original plasmid pColE2-P9 into E. coli strain BZB 1011 E2C
[17]. The resulting strain was named EMO3-C (Table 1). This double reporter plasmid carries
the complete Colicin E2 operon, but the genes cea and cel have been replaced by genes encoding
the fluorescence reporters YFP and CFP, respectively (Fig. 1, Materials andMethods). In this
double reporter plasmid, all regulatory elements for transcriptional, as well as for post-transcrip-
tional regulation are present. This includes the SOS box for LexA binding, the transcriptional ter-
minators T1 and T2, as well as the ribosome-binding site (RBS) of cel and CsrA binding sites.
Thus any regulatory mechanism, such as a probable colicin regulatory feedback [15, 41], should
not be affected in the double reporter plasmid, and the dynamics of fluorescent reporter expres-
sion may be assumed to directly reflect the dynamics of cea and cel gene expression.

Using fluorescence time-lapse microscopy, we studied the parallel expression of YFP and CFP
(representing cea and cel, respectively) in individual bacterial cells. Cells were taken in the early ex-
ponential phase and subsequently analyzed either under natural conditions or in the presence of
the SOS agent Mitomycin C (MitC) at various concentrations (Material and Methods). To ensure
that any differences in gene expression of the YFP and CFP reporter are not due to differences in
their maturation times, we measured the maturation times of these fluorescence reporters in our
strain EMO3-C (S1 Text), using a standard protocol [40, 48]. Both fluorescence proteins matured
similar fast with a maturation time of less than 12 min, which is comparable to literature values
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[49, 50] and below the experimental resolution time of 15 min. Despite our expectations, we
found the expression dynamics of the cea and cel gene to be very similar, if not identical in strain
EMO3-C (Fig. 2 A). This co-expression of the cea and cel gene could be observed for all applied

Fig 2. Percentage of cells in the ON state at a distinct time-point. A: Example time series of brightfield, YFP (cea expression) and CFP (cel expression)
fluorescence images acquired at the denoted time-points at a MitC concentration of 0.4 μg/ml. B: Percentage of cells in the ON state for cea expression
(black squares) as well as for cel expression (black circles) 75 min after induction with the SOS agent MitC. The data were fitted with a sigmoid function (solid
black line cea expression, dashed grey line cel expression, S3 Table), the errorbars denote the standard error.

doi:10.1371/journal.pone.0119124.g002
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MitC concentrations as well as for the un-induced (natural) case, indicating that a post-transcrip-
tional regulation that is only affecting cel gene expression did not occur or is not detectable under
the experimental conditions used in this study. To compare our time-lapse microscopy data with
previous whole population studies in a quantitative way, we introduced a threshold YFP or CFP
fluorescence value (cea or cel concentration) that separated non-expressing cells with only low
fluorescence intensities (FI) from highly expressing cells with high fluorescence values. These
highly expressing cells were then considered to be in the ‘ON’ state (Materials andMethods,
S1 Fig.). The percentage of cells in the ‘ON’ state (cea and cel gene expression) for various concen-
trations of the SOS agent MitC at 75min after induction with MitC is shown in Fig. 2B. This time-
point was chosen, as whole population studies performed with strain EMO3-C revealed (data not
shown) that for highMitC concentrations the maximum response could be observed at 75min
after induction with this SOS agent. This observation was in accordance with literature values that
stated that 60 to 90 min after stress induction the maximum average colicin expression could be
determined [8, 33, 47]. As seen in earlier studies [24, 33, 47], we found that the amount of cells in
the ‘ON’ state increases with the exogenous stress level, saturating at 75% and 68% for cea and cel
gene expression, respectively (S1 Table and S2 Table). An increase of MitC concentrations exceed-
ing 0.25 μg/ml does thereby not lead to a further increase in the fraction of cells in the ‘ON’ state.
Multidrug efflux pumps such as tolC [51] could thereby affect the MitC concentration at which
this saturation effect can be observed, as they reduce the intracellular MitC concentration [51, 52].
Again, we were not able to observe a significant difference in the fraction of cells in the ‘ON’ state
for cea and cel gene expression in strain EMO3-C. In the following, we therefore present cea
(YFP) gene expression data in the main manuscript. The equivalent data for cel (CFP) gene ex-
pression can be found in the supporting information.

Colicin E2 expression is characterized by heterogeneous timing at low
exogenous stress levels, a phenomenon that is lost at high exogenous
stress levels
As seen in whole population studies [24, 32, 33, 47], our single cell time-lapse microscopy re-
vealed that at a given time-point only a fraction of the cells actually responds to the applied
stressor MitC. The question remained elusive whether with time eventually all cells respond
and whether or not this takes place in a homogenous fashion with all cells responding with the
same intensity. In contrast to previous whole population studies, we could address this ques-
tion by the performance of single cell time-lapse microscopy. For uninduced (natural) condi-
tions, the analysis of cea (YFP) expression over time in single cells revealed, that in the
exponential growth phase only a few cells express cea (YFP), followed by a significantly higher
fraction of cells expressing cea with entry into the stationary growth phase (Fig. 3 A). With in-
creasing MitC concentration, more and more cells express cea (YFP) and do so at earlier time-
points (Fig. 3 B-F, equivalent data for cel gene expression can be found in S2 Fig.). Interestingly,
already at the very low MitC concentration of 0.05μg/ml, within the time-course of five hours,
nearly all cells start expressing cea, a phenomenon described as heterogeneous timing. While
for low MitC concentrations (0.05 and 0.1 μg/ml, Fig. 3B, C) cells start expressing cea over a
broad time-period, at high MitC concentrations cea expression occurs in a much shorter time-
window. We investigated this quantitatively and analyzed the number of cells switching into
the ‘ON’ state with time (Fig. 4 A-D) (for threshold definition, see Materials and Methods, the
equivalent data for cel gene expression are given in S3 Fig.). We find that both the time-point
of maximal switching as well as the time-period of switching (Fig. 4E) decrease exponentially
with increasing MitC concentration (Fig. 4F). At the lowest investigated MitC concentration
cells respond over a time-period of more than 200 min. The maximal response can be observed
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Fig 3. Single cell time traces of cea expressing cells. A—F Fluorescence intensity (FI) over time for single cells expressing YFP (depicts cea expression,
grey lines) as well as the mean fluorescence intensity (black circles) of all cells at each single time-point is shown, the errorbars denote the standard error of
the mean. A: no MitC added, B: 0.05 μg/ml MitC, C: 0.1 μg/ml MitC, D: 0.25μg/ml MitC, E: 0.4 μg/ml MitC, F: 0.7 μg/ml MitC. The corresponding data for cel
gene expression are given in S2 Fig.

doi:10.1371/journal.pone.0119124.g003
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at 101 ± 4 min. At 0.7 μg/ml MitC all cells respond within a time-window of less than 15 min
and the maximal response can already be observed at 60 ± 0.5 min (S3 Table). In summary,
our data reveal that the heterogeneous timing observed at low MitC concentrations is lost at
high exogenous stress levels, where a synchronized stress response can be observed.

The amount of colicin release is regulated by cel gene expression
Without MitC induction we observed a mean FI (cea expression) of cells in the ‘ON’ state of
about 2905 FU (S1 Table). This value significantly increased upon MitC induction and was
comparable for all MitC concentrations with values ranging from 4592 to 5138 FU (S1 Table),
indicating that the same amount of colicin is produced independently of the inducing MitC
concentration. The question remained how the achievement of this maximal colicin amount is
regulated. Is a specific cea threshold present that induces cell lysis and with it colicin release?

Fig 4. Determination of the switching window of cea expressing cells in dependence of different MitC
concentrations. A—D: Histograms of the number of cells switching into the ‘ON’ state at every time-point.
The histograms are given for different MitC concentrations (A: 0.0 μg/ml, B: 0.05 μg/ml, C: 0.25 μg/ml, D:
0.7 μg/ml) The black lines denote Gaussian fits to these histograms (S4 Table). Please note, due to the
small number of cells in the ‘ON’ state a Gaussian fit could not be applied for 0.0 μg/ml MitC. E: Close up of a
histogram of the number of cells switching to the ‘ON’ state at every time-point. Two parameters are of
interest: w, the FWHM of the applied Gaussian fit representing the time-period in which switching into the
‘ON’ state occurs and x0 the maximum of the fit, representing the time-point at which the maximal number of
cells responds to the stressor MitC. F: Time-point of maximal switching into the ‘ON’ state (x0, black circles) of
cea expression for different MitC concentrations, fitted by an exponential decay (black line, S5 Table).
Switching window of cea expression (w, grey squares) at different MitC concentrations, fitted by an
exponential function (grey line, S5 Table) The errorbars show the errors of the fits of the corresponding
histograms. The corresponding data for cel gene expression are given in S3 Fig.

doi:10.1371/journal.pone.0119124.g004
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To address this question, we transferred the pMO3 plasmid into a second strain lacking the
original pColE2-P9 plasmid. This strain, named EMO3-S (Materials and methods, Table 1),
was therefore not able to produce the colicin and the lysis protein. We found that cea expres-
sion was similar for EMO3-C and EMO3-S up to a specific time-point. This time-point coin-
cided with the time-point at which the maximal average fluorescence intensity could be
observed (Fig. 3, black dots), as well as the time-point of maximal switching of strain EMO3-C
(Fig. 4, S4 Table). While in the EMO3-C strain the mean YFP fluorescence decreased down to
zero after this time-point, due to cell lysis, in the EMO3-S strain that is not able to lyse, a fur-
ther increase of the mean YFP fluorescence was observed (Fig. 5, the equivalent data for cel
gene expression are given in S4 Fig.). This finding was independent of the applied MitC con-
centration. These data clearly show that the amount of colicin released into the surrounding
environment is not dependent on a particular colicin concentration, but is regulated by cel
gene expression leading to cell lysis.

Discussion
In this work, we present the first quantitative analysis of the expression dynamics of the Colicin
E2 operon in E. coli. Using single cell time-lapse microscopy, we thereby distinguished between
the expression dynamics of the cea gene encoding the toxin Colicin E2 and the cel gene respon-
sible for colicin release. As described in the introduction, two different types of mRNA can be
produced: long and short mRNA, but only the long mRNA also includes the cel gene. In addi-
tion, binding sites for the mRNA binding protein CsrA are present in the RBS of the cel gene,
introducing post-transcriptional regulation of cel gene expression via translation inhibition by
CsrA. By exchanging the cea and cel genes with fluorescent reporter genes while keeping all
regulatory elements, we were addressing two questions: a) is the heterogeneous gene expression
of cea and cel different and b) do we see differences in the onset of cea and cel gene expression.
In contrast to our expectations, we did not observe a significant difference in cea and cel gene
expression in strain EMO3-C. In addition, the onset of gene expression was similar for both
genes, indicating that post-transcriptional translation inhibition of the cel gene by CsrA did
not occur or was not detectable under the experimental conditions used in this study. Al-
though, CsrA has been described to be a high abundance protein [27, 53], the additional intro-
duction of our double reporter plasmid could lead to a titration of CsrA and thereby affect
inhibition of cel gene expression via CsrA in strain EMO3-C. Furthermore, two sRNAs, CsrB
and CsrC have been reported to bind CsrA [26]. Increased expression of these sRNAs could re-
duce the amount of free CsrA, which in turn could affect the time-point of colicin release. Nev-
ertheless, in agreement with previous whole population studies [24, 32, 47], our single cell
time-lapse microscopy data confirm that the cea and cel genes of the Colicin E2 operon are het-
erogeneously expressed in the stationary phase. Similarly, whole population studies [38, 39, 44]
of other colicins such as Colicin K revealed that these colicins are also heterogeneously express-
ed, indicating a common mechanism. With induction of the Colicin E2 operon by the SOS
chemical MitC, the fraction of cells expressing either cea or cel increased with the applied MitC
concentration and the cells’ response times decreased exponentially in dependence of the MitC
concentration, saturating at 60 min. These data suggested that even very low exogenous stress
levels can be sensed by individual cells, but cells are not able to produce and release the colicin
prior to 60 min after induction by MitC.

Interestingly, our single cell time-lapse microscopy data revealed that even at the lowest test-
ed MitC concentration nearly all cells started to express cea and cel, but did so within a time-
period of about five hours. This could be seen as a new strategy of cells dealing with externally
applied stress. At low stress levels only few cells produce the toxin and lyse in the beginning,
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Fig 5. Comparison of YFP (cea) expression in EMO3-C and EMO3-S. A-F Mean fluorescence intensities for YFP (cea) expression over time for different
MitC concentrations (A: 0.0 μg/ml, B: 0.05 μg/ml, C: 0.1 μg/ml, D: 0.25 μg/ml, E: 0.4 μg/ml and F: 0.7 μg/ml). EMO3-C harboring two plasmids (pMO3 and
colicinE2-P9) is depicted in black circles; EMO3-S (with pMO3 only) is displayed in grey squares. The errorbars denote the error of the mean. The
corresponding data for cel gene expression are given in S4 Fig.

doi:10.1371/journal.pone.0119124.g005
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while the remaining cells still have a chance to survive if the external stressor ceases. If at these
low stress levels the stress continues, then eventually all cells will produce the colicin and un-
dergo cell lysis. This behavior that eventually all cells respond with time, was previously ob-
served for the utilization of the sugar arabinose in E. coli cells and described as heterogeneous
timing [40]. Our data demonstrate that heterogeneous timing is characteristic for Colicin E2
expression at low exogenous stress levels.

Further increase of the MitC concentration and with it the applied stress level, lead to a loss
of the observed heterogeneous timing. Firstly, all cells responded to the external stressor and
heterogeneity (with one fraction of the population in the ‘ON’ state, while the other is remain-
ing in the ‘OFF’ state) was completely lost. Secondly, all cells responded within a time-window
of only 15min at high stress levels, leading to a synchronization of toxin production and release
within the whole population. Thus our data reveal a transition from one response type to an-
other at intermediate MitC concentrations. At low MitC concentrations, stochastic cell-to-cell
variations of proteins of the SOS response [54], DNA repair mechanisms [55] or multidrug ef-
flux pumps [51, 52] could cause the observed heterogeneous timing. These variations could be
lost at high MitC concentrations that maximally induce the SOS response [56]. This transition
between heterogeneous timing in favor of synchronization of colicin expression and release
makes sense in the natural context: at high stress levels all cells respond and lyse. Thereby, if
only one healthy cell survives, the chances of this cell to regrow a new population increase, as
now closely related bacteria are ‘murdered’ due to the extremely high toxin concentration se-
creted and enough nutrients being left to ensure the creation of a new and healthy
bacterial population.

The toxin concentration that is finally released into the surrounding environment does not
seem to be dependent on a particular colicin threshold concentration, but rather regulated by
the time-point of cell lysis due to cel gene expression. Although, we cannot exclude a small in-
fluence of the intracellular colicin concentration at this point. Interestingly, upon MitC induc-
tion we found the mean YFP fluorescence intensity values of cells expressing cea to be very
similar and independent of the applied MitC concentration. This indicates, that as soon as an
external stressor is sensed a fast response is favored, rather than the production of even higher
colicin concentrations. In contrast, the average YFP fluorescence intensity (representing the co-
licin amount produced) per cell stays constant (S1 Table), and the colicin is released at earlier
time-points at high exogenous stress levels. The intensity of the population wide response is
then increased by a higher fraction of cells producing and releasing the colicin. In summary,
we conclude that the level and kind of heterogeneity, in expression of the Colicin E2 operon, is
adaptable to the environmental situation.

Supporting Information
S1 Fig. Definition of a threshold for the “ON” state. a) Time course of a single cell for defini-
tion of the threshold showing a cell in the ‘OFF’ state. The FI does not reach a value higher
than five times the mean (indicated by the red dotted line) of the first three FI values (red
straight line) and is therefore defined as ‘OFF’. b) Time course of a single cell for definition of
the threshold showing a cell in the ‘ON’ state. The FI of this cell reaches at time-point t (vertical
red dotted line) a value equal to five times the mean of the first three FI values (horizontal red
dotted line). From that time-point t on, the cell is counted as a cell in the ‘ON’ state.
(EPS)

S2 Fig. Single cell time traces of cel expressing cells. A—F Fluorescence intensity (FI) over
time for single cells expressing CFP (depicts cel expression, grey lines) as well as the mean fluo-
rescence intensity (black circles) of all cells at each single time-point is shown, the errorbars
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denote the standard error of the mean. A: no MitC added, B: 0.05 μg/ml MitC, C: 0.1 μg/ml
MitC,D: 0.25μg/ml MitC, E: 0.4 μg/ml MitC, F: 0.7 μg/ml MitC.
(EPS)

S3 Fig. Determination of the switching window of cel expressing cells in dependence of
different MitC concentrations. A—D:Histograms of the number of cells switching into the
‘ON’ state at every time-point. The histograms are given for different MitC concentrations
(A: 0.0 μg/ml, B: 0.05 μg/ml, C: 0.25 μg/ml,D: 0.7 μg/ml) The black lines denote Gaussian fits
to these histograms (S6 Table). Please note, due to the small number of cells in the ‘ON’ state a
Gaussian fit could not be applied for 0.0 μg/ml MitC. E: Time-point of maximal switching into
the ‘ON’ state (x0, black circles) of cel expression for different MitC concentrations, fitted by an
exponential decay (black line, S7 Table). Switching window of cel expression (w, grey squares)
at different MitC concentrations, fitted by an exponential function (grey line, S7 Table). The
errorbars show the errors of the fits of the corresponding histograms.
(EPS)

S4 Fig. Comparison of CFP (cel) expression in EMO3-C and EMO3-S. A-FMean fluores-
cence intensities for CFP (cel) expression over time for different MitC concentrations (A:
0.0 μg/ml, B: 0.05 μg/ml, C: 0.1 μg/ml,D: 0.25 μg/ml, E: 0.4 μg/ml and F: 0.7 μg/ml). EMO3-C
harboring two plasmids (pMO3 and colicinE2-P9) is depicted in black circles; EMO3-S (with
pMO3 only) is displayed in grey squares. The errorbars denote the error of the mean.
(EPS)

S1 Text. Determination of the maturation times of the two fluorescent proteins .
(DOCX)

S1 Table. Overview of important data for cea expression of EMO3-C at different MitC con-
centrations.%ON75min = cells in the ‘ON’ state at time-point t = 75min; %ONmax = maximal
(cumulative) percentage of cells in the ‘ON’ state; Mean FIMaxON = mean maximal FI of all cells
in the ‘ON’ state.
(DOCX)

S2 Table. Overview of important data for cel expression of EMO3-C at different MitC con-
centrations.%ON75min = cells in the ‘ON’ state at time-point t = 75min; %ONmax = maximal
(cumulative) percentage of cells in the ‘ON’ state; Mean FIMaxON = mean maximal FI of all cells
in the ‘ON’ state.
(DOCX)

S3 Table. Fit parameter for the sigmoid fits given in Fig. 2B. These data were fitted by

y ¼ y0 þ max= 1þ exp xhalf�x
r

� �� �� �
with the y offset y0, the maximummax, the time-point

of (y0+max)/2 = xhalf and the rate r.
(DOCX)

S4 Table. Fit parameter for the Gaussian fits of the histograms given in Fig. 4 B–D. The

data were fitted by y ¼ y0 þ A � exp � x�x0
w

� �2n o
with the Amplitude A, the y offset y0, the

x offset x0 and the full width at half maximum (FWHM) w.
(DOCX)

S5 Table. Fit parameter for the single exponential fits given in Fig. 4F. These data were fitted
by y = y0 + A�e−τ�x with the Amplitude A, the y offset y0 and the rate τ.
(DOCX)
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S6 Table. Fit parameter for the Gaussian fits of the histograms given in S3 Fig. B–D. The

data were fitted by y ¼ y0 þ A � exp � x�x0
w

� �2n o
with the Amplitude A, the y offset y0, the x

offset x0 and the full width at half maximum (FWHM) w.
(DOCX)

S7 Table. Fit parameter for the single exponential fits given in S3 Fig. E. These data were fit-
ted by y = y0 + A�e−τ�x with the Amplitude A, the y offset y0 and the rate τ.
(DOCX)

Acknowledgments
For fruitful discussions and technical support we thank Prof. Dr. J. O. Rädler, S. Westermayer,
G. Poxleitner, E. Hebisch and the members of the seminar evolutionary dynamics. We thank
Prof. M. Riley for the kind gift of strains BZB 1011 and BZB 1011 E2C.

Author Contributions
Conceived and designed the experiments: MO EF. Performed the experiments: AM BB BE. An-
alyzed the data: MO SK AM BB BE. Contributed reagents/materials/analysis tools: KS. Wrote
the paper: MO AM.

References
1. Lopez D, Kolter R. Extracellular signals that define distinct and coexisting cell fates in Bacillus subtilis.

FEMSmicrobiology reviews. 2010; 34(2):134–49. doi: 10.1111/j.1574-6976.2009.00199.x PMID:
20030732

2. Schultz D, Wolynes PG, Ben Jacob E, Onuchic JN. Deciding fate in adverse times: sporulation and
competence in Bacillus subtilis. Proceedings of the National Academy of Sciences of the United States
of America. 2009; 106(50):21027–34. doi: 10.1073/pnas.0912185106 PMID: 19995980

3. Jordan S, Hutchings MI, Mascher T. Cell envelope stress response in Gram-positive bacteria. FEMS
microbiology reviews. 2008; 32(1):107–46. doi: 10.1111/j.1574-6976.2007.00091.x PMID: 18173394

4. Riley MA, Wertz JE. Bacteriocins: evolution, ecology, and application. Annual review of microbiology.
2002; 56:117–37. PMID: 12142491

5. Riley M. The ecology and evolution of bacteriocins. Journal of Industrial Microbiology. 1996; 17:151–8.

6. James R, Kleanthous C, Moore GR. The biology of E colicins: paradigms and paradoxes. Microbiology.
1996; 142 (Pt 7):1569–80. PMID: 8757721

7. Cursino L, Smarda J, Chartone-Souza E, Nascimento AMA. Recent updated aspects of colicins of
enterobacteriaceae. Brazilian Journal of Microbiology. 2002; 33:185–95.

8. Cascales E, Buchanan SK, Duche D, Kleanthous C, Lloubes R, Postle K, et al. Colicin biology. Microbi-
ology and molecular biology reviews: MMBR. 2007; 71(1):158–229. PMID: 17347522

9. Pugsley AP, Goldzahl N, Barker RM. Colicin E2 production and release by Escherichia coli K12 and
other Enterobacteriaceae. Journal of general microbiology. 1985; 131(10):2673–86. PMID: 3934329

10. Dekker N, Tommassen J, Verheij HM. Bacteriocin release protein triggers dimerization of outer mem-
brane phospholipase A in vivo. Journal of bacteriology. 1999; 181(10):3281–3. PMID: 10322034

11. van der Wal FJ, Luirink J, Oudega B. Bacteriocin release proteins: mode of action, structure, and bio-
technological application. FEMSmicrobiology reviews. 1995; 17(4):381–99. PMID: 8845188

12. Duché D. Colicin E2 Is Still in Contact with Its Receptor and Import Machinery When Its Nuclease Do-
main Enters the Cytoplasm. Journal of bacteriology. 2007; 189(11):4217–22. PMID: 17416663

13. Jakes KS, Cramer WA. Border crossings: colicins and transporters. Annual review of genetics. 2012;
46:209–31. doi: 10.1146/annurev-genet-110711-155427 PMID: 22934645

14. Riley MA. Positive selection for colicin diversity in bacteria. Molecular biology and evolution. 1993; 10
(5):1048–59. PMID: 8412648

15. Ghazaryan L, Soares MI, Gillor O. Auto-regulation of DNA degrading bacteriocins: molecular and eco-
logical aspects. Antonie van Leeuwenhoek. 2014; 105(5):823–34. doi: 10.1007/s10482-014-0136-1
PMID: 24558115

Heterogeneous Toxin Production in Escherichia coli

PLOSONE | DOI:10.1371/journal.pone.0119124 March 9, 2015 15 / 17

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0119124.s011
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0119124.s012
http://dx.doi.org/10.1111/j.1574-6976.2009.00199.x
http://www.ncbi.nlm.nih.gov/pubmed/20030732
http://dx.doi.org/10.1073/pnas.0912185106
http://www.ncbi.nlm.nih.gov/pubmed/19995980
http://dx.doi.org/10.1111/j.1574-6976.2007.00091.x
http://www.ncbi.nlm.nih.gov/pubmed/18173394
http://www.ncbi.nlm.nih.gov/pubmed/12142491
http://www.ncbi.nlm.nih.gov/pubmed/8757721
http://www.ncbi.nlm.nih.gov/pubmed/17347522
http://www.ncbi.nlm.nih.gov/pubmed/3934329
http://www.ncbi.nlm.nih.gov/pubmed/10322034
http://www.ncbi.nlm.nih.gov/pubmed/8845188
http://www.ncbi.nlm.nih.gov/pubmed/17416663
http://dx.doi.org/10.1146/annurev-genet-110711-155427
http://www.ncbi.nlm.nih.gov/pubmed/22934645
http://www.ncbi.nlm.nih.gov/pubmed/8412648
http://dx.doi.org/10.1007/s10482-014-0136-1
http://www.ncbi.nlm.nih.gov/pubmed/24558115


16. Reichenbach T, Mobilia M, Frey E. Mobility promotes and jeopardizes biodiversity in rock-paper-scis-
sors games. Nature. 2007; 448(7157):1046–9. PMID: 17728757

17. Kerr B, Riley MA, FeldmanMW, Bohannan BJ. Local dispersal promotes biodiversity in a real-life game
of rock-paper-scissors. Nature. 2002; 418(6894):171–4. PMID: 12110887

18. Frank SA. Spatial polymorphism of bacteriocins and other allelopathic traits. Evolutionary Ecology.
1994; 8:369–86.

19. Durrett R, Levin S. Allelopathy in Spatially Distributed Populations. Journal of theoretical biology. 1997;
185(2):165–71. PMID: 9344720

20. Chao L, Levin BR. Structured habitats and the evolution of anticompetitor toxins in bacteria. Proceed-
ings of the National Academy of Sciences of the United States of America. 1981; 78(10):6324–8.
PMID: 7031647

21. Weber MF, Poxleitner G, Hebisch E, Frey E, Opitz M. Chemical warfare and survival strategies in bac-
terial range expansions. Journal of The Royal Society Interface. 2014; 11(96).

22. Watson R, Visentin LP. Restriction endonuclease mapping of ColE2-P9 and ColE3-CA38 plasmids.
Gene. 1980; 10(4):307–18. PMID: 6253352

23. Cole ST, Saint-Joanis B, Pugsley AP. Molecular characterisation of the colicin E2 operon and identifica-
tion of its products. Molecular & general genetics: MGG. 1985; 198(3):465–72.

24. Ozeki H, Stocker BA, De Margerie H. Production of colicine by single bacteria. Nature. 1959; 184:337–
9. PMID: 14429601

25. Yang TY, Sung YM, Lei GS, Romeo T, Chak KF. Posttranscriptional repression of the cel gene of the
ColE7 operon by the RNA-binding protein CsrA of Escherichia coli. Nucleic acids research. 2010; 38
(12):3936–51. doi: 10.1093/nar/gkq177 PMID: 20378712

26. Romeo T, Vakulskas CA, Babitzke P. Post-transcriptional regulation on a global scale: form and func-
tion of Csr/Rsm systems. Environmental Microbiology. 2013; 15(2):313–24. doi: 10.1111/j.1462-2920.
2012.02794.x PMID: 22672726

27. Gudapaty S, Suzuki K, Wang X, Babitzke P, Romeo T. Regulatory Interactions of Csr Components: the
RNA Binding Protein CsrA Activates csrB Transcription in Escherichia coli. Journal of bacteriology.
2001; 183(20):6017–27. PMID: 11567002

28. Jonas K, Melefors Ö. The Escherichia coli CsrB and CsrC small RNAs are strongly induced during
growth in nutrient-poor medium. FEMSmicrobiology letters. 2009; 297(1):80–6. doi: 10.1111/j.1574-
6968.2009.01661.x PMID: 19538511

29. Ko T-P, Liao C-C, KuW-Y, Chak K-F, Yuan HS. The crystal structure of the DNase domain of colicin E7
in complex with its inhibitor Im7 protein. Structure. 1999; 7(1):91–102. PMID: 10368275

30. Chak KF, Safo MK, KuWY, Hsieh SY, Yuan HS. The crystal structure of the immunity protein of colicin
E7 suggests a possible colicin-interacting surface. Proceedings of the National Academy of Sciences.
1996; 93(13):6437–42. PMID: 8692833

31. Wojdyla JA, Fleishman SJ, Baker D, Kleanthous C. Structure of the ultra-high-affinity colicin E2 DNase-
Im2 complex. Journal of molecular biology. 2012; 417(1–2):79–94. doi: 10.1016/j.jmb.2012.01.058
PMID: 22342885

32. Hardy KG, Harwood CR, Meynell GG. Expression of colicin factor E2-P9. Molec Gen Genet. 1974; 131
(4):313–31. PMID: 4612334

33. Hardy KG, Meynell GG. “Induction” of Colicin Factor E2-P9 by Mitomycin C. Journal of bacteriology.
1972; 112(2):1007–9. PMID: 4563964

34. Durkacz BW, Kennedy CK, Sherratt DJ. Plasmid Replication and the Induced Synthesis of Colicins E1
and E2 in Escherichia coli. Journal of bacteriology. 1974; 117(3):940–6. PMID: 4591959

35. Ghazaryan L, Tonoyan L, Ashhab A, Soares MI, Gillor O. The role of stress in colicin regulation. Arch
Microbiol. 2014:1–12.

36. Butala M, Žgur-Bertok D, Busby SJW. The bacterial LexA transcriptional repressor. Cell Mol Life Sci.
2009; 66(1):82–93. doi: 10.1007/s00018-008-8378-6 PMID: 18726173

37. Gillor O, Vriezen JAC, Riley MA. The role of SOS boxes in enteric bacteriocin regulation. Microbiology.
2008; 154(6):1783–92. doi: 10.1099/mic.0.2007/016139-0 PMID: 18524933

38. Mrak P, Podlesek Z, van Putten JP, Zgur-Bertok D. Heterogeneity in expression of the Escherichia coli
colicin K activity gene cka is controlled by the SOS system and stochastic factors. Molecular genetics
and genomics: MGG. 2007; 277(4):391–401. PMID: 17216493

39. Kamensek S, Podlesek Z, Gillor O, Zgur-Bertok D. Genes regulated by the Escherichia coli SOS re-
pressor LexA exhibit heterogeneous expression. BMCmicrobiology. 2010; 10:283. doi: 10.1186/1471-
2180-10-283 PMID: 21070632

Heterogeneous Toxin Production in Escherichia coli

PLOSONE | DOI:10.1371/journal.pone.0119124 March 9, 2015 16 / 17

http://www.ncbi.nlm.nih.gov/pubmed/17728757
http://www.ncbi.nlm.nih.gov/pubmed/12110887
http://www.ncbi.nlm.nih.gov/pubmed/9344720
http://www.ncbi.nlm.nih.gov/pubmed/7031647
http://www.ncbi.nlm.nih.gov/pubmed/6253352
http://www.ncbi.nlm.nih.gov/pubmed/14429601
http://dx.doi.org/10.1093/nar/gkq177
http://www.ncbi.nlm.nih.gov/pubmed/20378712
http://dx.doi.org/10.1111/j.1462-2920.2012.02794.x
http://dx.doi.org/10.1111/j.1462-2920.2012.02794.x
http://www.ncbi.nlm.nih.gov/pubmed/22672726
http://www.ncbi.nlm.nih.gov/pubmed/11567002
http://dx.doi.org/10.1111/j.1574-6968.2009.01661.x
http://dx.doi.org/10.1111/j.1574-6968.2009.01661.x
http://www.ncbi.nlm.nih.gov/pubmed/19538511
http://www.ncbi.nlm.nih.gov/pubmed/10368275
http://www.ncbi.nlm.nih.gov/pubmed/8692833
http://dx.doi.org/10.1016/j.jmb.2012.01.058
http://www.ncbi.nlm.nih.gov/pubmed/22342885
http://www.ncbi.nlm.nih.gov/pubmed/4612334
http://www.ncbi.nlm.nih.gov/pubmed/4563964
http://www.ncbi.nlm.nih.gov/pubmed/4591959
http://dx.doi.org/10.1007/s00018-008-8378-6
http://www.ncbi.nlm.nih.gov/pubmed/18726173
http://dx.doi.org/10.1099/mic.0.2007/016139-0
http://www.ncbi.nlm.nih.gov/pubmed/18524933
http://www.ncbi.nlm.nih.gov/pubmed/17216493
http://dx.doi.org/10.1186/1471-2180-10-283
http://dx.doi.org/10.1186/1471-2180-10-283
http://www.ncbi.nlm.nih.gov/pubmed/21070632


40. Megerle JA, Fritz G, Gerland U, Jung K, Rädler JO. Timing and Dynamics of Single Cell Gene Expres-
sion in the Arabinose Utilization System. Biophysical journal. 2008; 95(4):2103–15. doi: 10.1529/
biophysj.107.127191 PMID: 18469087

41. Pugsley A. Autoinduced synthesis of colicin E2. Molec Gen Genet. 1983; 190(3):379–83. PMID:
6348478

42. Edelstein A, Amodaj N, Hoover K, Vale R, Stuurman N. Computer Control of Microscopes Using μMa-
nager. Current Protocols in Molecular Biology: JohnWiley & Sons, Inc.; 2010.

43. Youssef S, Gude S, Radler JO. Automated tracking in live-cell time-lapse movies. Integrative Biology.
2011; 3(11):1095–101. doi: 10.1039/c1ib00035g PMID: 21959912

44. Mulec J, Podlesek Z, Mrak P, Kopitar A, Ihan A, Žgur-Bertok D. A cka-gfp Transcriptional Fusion Re-
veals that the Colicin K Activity Gene Is Induced in Only 3 Percent of the Population. Journal of bacteri-
ology. 2003; 185(2):654–9. PMID: 12511512

45. Herschman HR, Helinski DR. Comparative Study of the Events Associated with Colicin Induction. Jour-
nal of bacteriology. 1967; 94(3):691–9. PMID: 5340680

46. Pugsley AP, Rosenbusch JP. Release of colicin E2 from Escherichia coli. Journal of bacteriology.
1981; 147(1):186–92. PMID: 6787024

47. Tyler J, Sherratt DJ. Synthesis of E colicins in Escherichia coli. Molecular & general genetics: MGG.
1975; 140(4):349–53. PMID: 1107805

48. Hebisch E, Knebel J, Landsberg J, Frey E, Leisner M. High Variation of Fluorescence Protein Matura-
tion Times in Closely Related Escherichia coli Strains. PLoS ONE. 2013; 8(10):e75991. doi: 10.1371/
journal.pone.0075991 PMID: 24155882

49. Nagai T, Ibata K, Park ES, Kubota M, Mikoshiba K, Miyawaki A. A variant of yellow fluorescent protein
with fast and efficient maturation for cell-biological applications. Nat Biotech. 2002; 20(1):87–90.

50. Kremers G-J, Goedhart J, van Munster EB, Gadella TWJ. Cyan and Yellow Super Fluorescent Proteins
with Improved Brightness, Protein Folding, and FRET Förster Radius. Biochemistry. 2006; 45
(21):6570–80. PMID: 16716067

51. Davidov Y, Rozen R, Smulski DR, Van Dyk TK, Vollmer AC, Elsemore DA, et al. Improved bacterial
SOS promoter::lux fusions for genotoxicity detection. Mutation Research/Genetic Toxicology and Envi-
ronmental Mutagenesis. 2000; 466(1):97–107.

52. Nikaido H. Antibiotic Resistance Caused by Gram-Negative Multidrug Efflux Pumps. Clinical Infectious
Diseases. 1998; 27(Supplement 1):S32–S41. PMID: 9710669

53. Yakhnin H, Yakhnin AV, Baker CS, Sineva E, Berezin I, Romeo T, et al. Complex regulation of the glob-
al regulatory gene csrA: CsrA-mediated translational repression, transcription from five promoters by
Eσ70 and EσS, and indirect transcriptional activation by CsrA. Molecular Microbiology. 2011; 81
(3):689–704. doi: 10.1111/j.1365-2958.2011.07723.x PMID: 21696456

54. Little JW, Mount DW. The SOS regulatory system of Escherichia coli. Cell. 1982; 29(1):11–22. PMID:
7049397

55. WengM-w, Zheng Y, Jasti VP, Champeil E, Tomasz M, Wang Y, et al. Repair of mitomycin C mono-
and interstrand cross-linked DNA adducts by UvrABC: a newmodel. Nucleic acids research. 2010; 38
(20):6976–84. doi: 10.1093/nar/gkq576 PMID: 20647419

56. Keller KL, Overbeck-Carrick TL, Beck DJ. Survival and induction of SOS in Escherichia coli treated with
cisplatin, UV-irradiation, or mitomycin C are dependent on the function of the RecBC and RecFOR
pathways of homologous recombination. Mutation Research/DNA Repair. 2001; 486(1):21–9. PMID:
11356333

Heterogeneous Toxin Production in Escherichia coli

PLOSONE | DOI:10.1371/journal.pone.0119124 March 9, 2015 17 / 17

http://dx.doi.org/10.1529/biophysj.107.127191
http://dx.doi.org/10.1529/biophysj.107.127191
http://www.ncbi.nlm.nih.gov/pubmed/18469087
http://www.ncbi.nlm.nih.gov/pubmed/6348478
http://dx.doi.org/10.1039/c1ib00035g
http://www.ncbi.nlm.nih.gov/pubmed/21959912
http://www.ncbi.nlm.nih.gov/pubmed/12511512
http://www.ncbi.nlm.nih.gov/pubmed/5340680
http://www.ncbi.nlm.nih.gov/pubmed/6787024
http://www.ncbi.nlm.nih.gov/pubmed/1107805
http://dx.doi.org/10.1371/journal.pone.0075991
http://dx.doi.org/10.1371/journal.pone.0075991
http://www.ncbi.nlm.nih.gov/pubmed/24155882
http://www.ncbi.nlm.nih.gov/pubmed/16716067
http://www.ncbi.nlm.nih.gov/pubmed/9710669
http://dx.doi.org/10.1111/j.1365-2958.2011.07723.x
http://www.ncbi.nlm.nih.gov/pubmed/21696456
http://www.ncbi.nlm.nih.gov/pubmed/7049397
http://dx.doi.org/10.1093/nar/gkq576
http://www.ncbi.nlm.nih.gov/pubmed/20647419
http://www.ncbi.nlm.nih.gov/pubmed/11356333


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


