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Abstract
Uropathogenic Escherichia coli (UPEC) strains live as commensals in the digestive tract of

the host, but they can also initiate urinary tract infections. The aim of this work was to deter-

mine how a host detects the presence of a new UPEC strain in the digestive tract. Mice

were orally challenged with UPEC strains 536 and CFT073, non-pathogenic strain K12

MG1655, and ΔPAI-536, an isogenic mutant of strain 536 lacking all 7 pathogenicity islands

whose virulence is drastically attenuated. Intestinal colonization was measured, and cyto-

kine expression was determined in various organs recovered frommice after oral challenge.

UPEC strain 536 efficiently colonized the mouse digestive tract, and prior Enterobacteria-

ceae colonization was found to impact strain 536 colonization efficiency. An innate immune

response, detected as the production of TNFα, IL-6 and IL-10 cytokines, was activated in

the ileum 48 hours after oral challenge with strain 536, and returned to baseline within 8

days, without a drop in fecal pathogen load. Although inflammation was detected in the

ileum, histology was normal at the time of cytokine peak. Comparison of cytokine secretion

48h after oral gavage with E. coli strain 536, CFT073, MG1655 or ΔPAI-536 showed that

inflammation was more pronounced with UPECs than with non-pathogenic or attenuated

strains. Pathogenicity islands also seemed to be involved in host detection, as IL-6 intestinal

secretion was increased after administration of E. coli strain 536, but not after administration

of ΔPAI-536. In conclusion, UPEC colonization of the mouse digestive tract activates acute

phase inflammatory cytokine secretion but does not trigger any pathological changes,
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illustrating the opportunistic nature of UPECs. This digestive tract colonization model will be

useful for studying the factors controlling the switch from commensalism to pathogenicity.

Introduction
Urinary tract infections (UTIs) are among the most common infections worldwide, affecting
one in two women [1]. Escherichia coli is responsible for 50–90% of all UTIs [2].

Classically, three major E. coli phenotypes are distinguished: non-pathogenic E. coli, intesti-
nal pathogenic (InPEC) and extra-intestinal pathogenic E. coli (ExPEC) [3]. Non-pathogenic
E. coli strains show no virulence ability in any animal model, and are not usually isolated out-
side of the gastrointestinal tract from sick immunocompetent patients. They also express no or
very few virulence factors. InPECs are responsible for several types of diarrhea [4], and are cur-
rently a leading cause of mortality in children worldwide [5]. ExPECs are responsible for dis-
eases outside of the digestive tract, including urinary tract infections (due to the subgroup of
uropathogenic E. coli (UPEC) strains), newborn meningitis, visceral abscesses, and septicemia
[3]. Interestingly, this observational classification has evolutionary foundations [6]. Virulence
is linked to phylogeny in E. coli species, with ExPEC predominantly belonging to phylogenetic
groups B2 and D, while commensal and InPEC are found mainly in groups A and B1.

However, the boundaries between these phenotypic groups are often tenuous. For example,
non-pathogenic phylogroup A E. coli strains have been isolated from bloodstream infections of
immunocompromised patients [7]. The Shiga toxin-producing E. coli (STEC) strain O157:H7
is a non-pathogenic commensal of cattle [8], but causes bloody diarrhea in humans (for this
reason it is considered an InPEC) [9], and has been isolated from urinary tract infections in
patients with or without uremic and hemolytic syndrome (but not frequently enough to be
classified within the ExPEC) [10, 11].

One common characteristic of all E. coli strains is that their primary habitat is the lower
digestive tract of vertebrates. It has been suspected for several decades [12, 13]–and now, well
documented [14]–that before reaching extra-intestinal sites, such as the urinary tract, ExPEC
first must integrate as part of the gut microbiota. Some individuals harbor potentially extra-
intestinal virulent E. coli strains in their digestive tract, and are therefore considered “healthy
carriers” of ExPEC [15]. These strains often belong to B2 or D phylogenetic groups, can express
many virulence factors, and are lethal when injected subcutaneously to mice [16]. Whether
and when these intrinsically virulent commensal strains are going to be responsible for an
extra-intestinal infection remains unknown, as no prospective study on extra-intestinal infec-
tion kinetics has been reported. Worldwide spread of clonal group A, which belongs to phy-
logroup D, is an illustration of this continual alternation between a commensal life in a healthy
colon and an extra-intestinal pathogenic phase; it has been isolated from the urine of women
suffering from community acquired UTI in the US [17, 18], from the blood of septicaemic
patients in Europe [19], and from the feces of healthy individuals in several locations in the US
[20]. An oro-fecal mode of transmission has even been suggested in some community UTI out-
breaks [17].

Assuming ExPEC can lead a commensal life, the determinants of the commensalism-to-
pathogenicity switch remain largely unknown. Understanding the factors (depending on the
host, the bacterium and the environment) that trigger an extra-intestinal infection in a healthy
ExPEC carrier is of importance as it could lead to new preventive strategies.
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Based on these observations, it reasons that intestinal colonization is the first step of any
extra-intestinal infection. Therefore, allowing a potentially pathogenic strain to colonize the
gut is a potential threat for the host, while keeping a pathogen-free intestine ensures subse-
quent health.

The main goal of this work was to determine how the establishment of a UPEC strain as a
commensal in the digestive tract was detected by the host, and whether the detection was in
relation to virulence status of the incoming strain. To address these questions, we developed a
new mouse model to study digestive tract colonization by E. coli. This model did not involve
antibiotic treatment and thereby avoided disruption of the resident microbiota, as antibiotic-
induced alterations in the gut microbiota influence host immunity [21, 22].

Material and Methods

Bacterial strains
Uropathogenic E. coli strain 536 was isolated from the urine of a German patient suffering
from acute pyelonephritis [23]. It belongs to the B2 phylogenetic group, sub-group III, STc127
[24], and harbors an O6 serogroup [25]. Its genome has been completely sequenced [26]. This
strain is naturally resistant to streptomycin.

ΔPAI-536 is an isogenic mutant of E. coli strain 536 in which all 7 pathogenicity islands
have been deleted [27]. The virulence of this mutant is drastically decreased [28].

Strain K-12 MG1655 is a laboratory-derived commensal E. coli strain. It belongs to the A
phylogenetic group, harbors serogroup O16 and has no antibiotic resistance or virulence fac-
tors. Strain CFT073 is a uropathogenic E. coli strain [29], that belongs to the B2 phylogenetic
group, sub-group II, STc73 and harbors serogroup O6.

Ethics statement
All animal experiments were performed in strict accordance with the guidelines of the Univer-
sity of British Columbia Animal Care Committee and the Canadian Council on the Use of Lab-
oratory Animals. The protocol was approved by the UBC Animal Care Committee (Certificate
number: A09-0168). Mice were monitored once daily by the experimenter and once daily by
the animal facility staff throughout the experiment. An early endpoint (weight loss>15%) was
used to euthanize severely ill animals prior to the experimental endpoint. No animal died prior
to the experimental endpoint, and no animal ever reached the early endpoint. The mice were
euthanized by CO2 asphyxiation and all efforts were made to minimize suffering.

Mice
All experiments were performed on 6-week old C3H/HeOuJ or C57BL/6J mice (Jackson Labo-
ratory, Bar Harbor, ME, specific and opportunistic pathogen free upon arrival), housed in the
specific pathogen-free animal facility at the University of British Columbia (UBC). Mice were
fed standard chow (Laboratory Rodent Diet 5001, Purina Mills, St. Louis, Missouri) ad libitum
throughout experiments, and had free access to sterile water. Prior to any treatment, one
fecal pellet (minimum weight: 20 mg) was collected from each mouse. Fecal samples were
resuspended in 1 mL of sterile phosphate-buffered saline (PBS) with a MM 301 mixer mill
(Retsch, Newtown, PA), for 3 min at 25 Hz, and 100 μL of the fecal suspension were plated on
MacConkey and on MacConkey+streptomycin (30 μg/mL) agar plates. The limit of detection
was 500 CFU/g of feces, i.e. 2,7 log10 (CFU/g feces). All C57BL6/J mice were free of Enterobac-
teriaceae (no growth on MacConkey agar upon arrival and until the day mice were used
for oral gavage). In contrast upon arrival, some cages harbored C3H/HeOuJ mice who all

Intestinal Inflammatory Response during Colonization by Escherichia coli

PLOSONE | DOI:10.1371/journal.pone.0153034 April 20, 2016 3 / 14



contained Enterobacteriaceae, while other cages harbored only Enterobacteriaceae-free C3H/
HeOuJ mice. However, no C3H/HeOuJ mice contained streptomycin-resistant Enterobacteria-
ceae upon arrival in the mouse facility and until mice were used for oral gavage.

E. coli oral challenge
A single colony of E. coli strains 536, ΔPAI-536, MG1655 or CFT073 was inoculated in 5 ml
of lysogeny broth at 37°C, overnight under constant shaking (200 rpm). The following day, 1
mL of culture was spun down (6 min at 6000 x g), and washed twice in PBS. Mice received
oral gavage with a 100 μL suspension containing 107 colony forming units (CFU). For each
experiment, the inoculum was checked by plating serial dilutions on MacConkey agar plates.
E. coli strain 536 was indifferently administered to mice colonized with or free of Enterobac-
teriaceae, whereas Enterobacteriaceae-free mice only were used to administer ΔPAI-536,
MG1655 or CFT073. Fecal pellets were collected every day or every other day after mice were
individually placed in isopropanol-washed plastic jars. After weighing, a small fecal sample
was resuspended in 1 mL of PBS. Ten-fold serial dilutions were plated on MacConkey
(MG1655 or CFT073) or on MacConkey+streptomycin 30 μg/mL (E. coli strain 536 and
ΔPAI-536) agar plates. Each experiment was repeated at least twice, with at least 4 mice in
each tested condition.

Organ supernatant preparation
Mice were euthanized by cervical dislocation following CO2 asphyxiation at the desired time
point. Bladders, kidneys, spleens, livers, and mesenteric lymph nodes were collected in 250 μL–
1000 μL of PBS + 2X Complete1 EDTA-free proteinase inhibitor (Roche™, 1 tablet for 25 mL
of PBS). Segments of ileum, caecum and colon were collected in 1 mL of PBS + 2X Complete1

EDTA-free proteinase inhibitor + 0.01% soybean trypsin inhibitor (Sigma). Upon collection,
all samples were kept at 4°C throughout sample processing, and subsequently frozen at -80°C.
All organs were collected in 2 mL safe-lock1 tubes containing one autoclaved 5 mm tungsten
bead. Samples were resuspended by shaking (mixer-mill, 3 min, 25 Hz), and centrifuged (5
min 14,000 g). Supernatants were transferred to fresh tubes and frozen at -80°C.

Simultaneous multiple cytokine measurements in organ supernatants
Monocyte Chemotactic Protein 1 (MCP-1), Interleukin (IL) 1β, IL-4, IL-5, IL-6, IL-10, IL-12,
IL-13, IL-17, IL-21, Interferon (IFN) γ, and Tumor Necrosis Factor (TNF) α were simoulta-
neously measured in multiple samples using BD bioscience™ Cytometric Bead Array (CBA flex
set multiplex) according to manufacturer’s instructions. Organ supernatants were thawed at
4°C, and 50 μL were used for the cytokine screen. Cytokine concentrations were normalized by
the sample weight.

ELISA
Organ supernatants were thawed at 4°C, and 100 μL were used for IL-6, IL-10, and TNF-α
enzyme-linked immunosorbent assays (ELISAs) (OptEIA1, BD biosciences™) according to
manufacturer’s instructions. Cytokine concentrations were normalized by the sample weight.

Histopathology
Ileum samples were fixed in 10% neutral buffered formalin overnight and then placed in 75%
ethanol. Fixed tissues were embedded in paraffin and cut into 5 μm sections. Tissues were
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stained with haematoxylin and eosin, using standard techniques by Wax-it Histology Services
(Vancouver, BC, Canada).

Statistical analyses
Series of homoscedastic data (Brown-Forsythe’s and Barlett’s tests) with a normal distribution
(Kolmogorov-Smirnov test) are expressed as means ± standard deviation and compared by t-
tests or one-way ANOVA with Bonferroni’s correction for multiple comparisons, as appropri-
ate. Series of non-Gaussian data are represented as median and interquartile range or box and
whiskers (median, interquartile range and minimum-maximum values), and compared by
Mann-Whitney U test or Kruskal-Wallis test with Dunn’s correction for multiple comparisons,
as appropriate. The proportion of mice who cleared E. coli were compared by Χ² test. The test
that was used is specified in the result section and in the legend of each figure.

All statistics were performed using Prism1 6.05 (GraphPad Software Inc).

Results

UPEC strain 536 efficiently colonizes the mouse digestive tract
An inoculum of 107 CFU of E. coli strain 536 was orally administered to C3H/HeOuJ mice and
intestinal colonization was assessed by plating fecal samples on MacConkey+streptomycin
(30 μg/mL) agar plates daily or every second day for 8 days. E. coli strain 536 is naturally resis-
tant to streptomycin, facilitating selection. Mice were free of streptomycin resistant Enterobac-
teriaceae upon arrival in the animal facility (see Material and Methods). Additionally, 50 fecal
clones were randomly selected on MacConkey plates and tested for E. coli phylogenetic group
and B2 sub-group by quadriplex and specific PCR, respectively [30, 31]. Only B2 sub-group III
clones were isolated, which corresponds to E. coli strain 536 group and sub-group.

After a single oral challenge, inter-individual digestive tract colonization was variable but
high, ranging from 5.0 to 9.9 log10 (CFU/g of feces) (Fig 1A). The mean bacterial count was 6.9
±1.1 log10 (CFU/g of feces) and remained greater than 5.9 log10 (CFU/g of feces) throughout
the experiment. The mean fecal concentration of E. coli was not statistically different from day
1 through day 8 after oral challenge (p = 0.1 by one-way ANOVA), indicating stable coloniza-
tion on the short term. Interestingly, each mouse maintained their initial (day 1) level of E. coli
throughout the experiment (until day 8), i.e. mice with the highest/lowest E. coli fecal burden
kept a high/low burden throughout the experiment. Colonization of caecum and ileum paral-
leled fecal concentrations (data not shown).

Colonized mice showed no overt sign of disease. They did not suffer from diarrhea, and
their weight remained stable throughout the experiment (data not shown).

In order to ensure that E. coli strain 536 colonization capacity was not restricted to C3H/
HeOuJ mice, the same inoculum was orally administered to C57BL6/J mice. Similar coloniza-
tion properties were observed (Fig 1B). Mean fecal concentration in C57BL6/J mice did not sig-
nificantly decrease during the first four days after oral gavage (p = 0.15 by one-way ANOVA).
As the purpose of this work was to study the very initial phase of intestinal colonization, fecal
bacterial concentration in C57BL6/J mice was not assessed after day 4.

Pre-colonization with Enterobacteriaceae drastically affects subsequent
E. coli strain 536 intestinal colonization
Upon arrival at the animal facility, a fecal sample was taken from each mouse and plated on
MacConkey agar. Some C3H/HeOuJ mice showed intestinal colonization with Enterobacteria-
ceae (possibly non-pneumoniae Klebsiella, as indicated by the provider). Others were free of
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Enterobacteriaceae based on plating on MacConkey agar. However, no mice showed intestinal
colonization with streptomycin-resistant Enterobacteriaceae as indicated by the absence of
bacterial growth on MacConkey+streptomycin agar plates. Fig 1C shows pooled E. coli fecal
counts from day 1 to day 8 post gavage as a function of Enterobacteriaceae pre-colonization.
Enterobacteriaceae-colonized mice showed significantly lower colonization over 8 days after a
single oral challenge than Enterobacteriaceae-free mice. Median fecal bacterial count of Entero-
bacteriaceae-free mice was 6.3 log10 (CFU/g of feces) while median fecal bacterial count of
Enterobacteriaceae-colonized mice was 5.7 log10 (CFU/g of feces)(p<0.01 by t-test). This indi-
cates that intestinal colonization by an incoming strain can be affected by resident phylogeneti-
cally related bacteria.

E. coli strain 536 establishment in the mouse digestive tract triggers an
innate immunity response in the ileum
To determine whether intestinal colonization of a UPEC strain was detected by the host
through inflammation, we measured cytokine production. We used a cytometric bead assay
screen to simultaneously measure expression of 13 cytokines in 7 organs of 3 groups of 4 mice.
The measured cytokines were: MCP-1, IL-1β, IL-12, IL-6, TNFα (in order to explore acute
phase and innate immunity), IFNγ, (and again TNFα, Th1 inflammatory response), IL-4, IL-5,
IL-6, IL-13 (Th2 inflammatory response), IL-17, IL-21 (Th17 inflammatory response) and IL-
10 (Treg activation). These cytokines were measured in homogenates of bladder, spleen, kid-
ney, mesenteric lymph nodes, ileum, caecum, and distal colon. Cytokines were measured in
mice sacrificed 2 or 8 days after an oral challenge with E. coli strain 536 or PBS (controls). This
screen showed elevated levels of IL-6, TNFα and IL-10 secretion in the ileum 2 days after oral
challenge, but not of the other cytokines (data not shown). In order to confirm this result, spe-
cific ELISAs were performed on supernatants of ileum, colon or caecum homogenates (Fig 2).
Control mice were sacrificed 2 days after PBS oral gavage, while test mice were sacrificed either
2 or 8 days after a single oral challenge with 107 CFU E. coli strain 536. At day 2, median
TNFα, IL-6, and IL-10 concentrations increased 2.9, 5.0, and 3.8 fold respectively, in the ileum
of E. coli-challenged mice compared to control mice. By day 8 post-infection, cytokine secre-
tion in the ileum returned to a level that was not statistically different from control mice

Fig 1. Intestinal colonization after a single oral challenge with 107 CFU of UPEC strain 536. Fecal pellets were individually collected from C3H/HeOuJ
(A) or C57BL6/J (B) mice every day or every other day after oral challenge. E. coli strain 536 CFUs were enumerated in the feces by serial dilution on
MacConkey+streptomycin (30 μg/mL) agar plates and expressed as log10 (CFU/g feces). Mean bacterial loads were not significantly different over time (Fig
1A and 1B, one-way ANOVA with Bonferroni’s correction for multiple comparisons). C: Some C3H/HeOuJ mice provided by Jackson Laboratory were
colonized by Enterobacteriaceae and others were not. Here, fecal counts on days 1 to 8, from Fig 1A are pooled, and represented according to the presence
or absence of Enterobacteriaceae prior to oral gavage with E. coli strain 536. The line indicates a significant difference with p<0.01 (t-test). Bars and whiskers
represent means ± standard deviation (Fig 1A and B) or median and interquartile range (Fig 1C).

doi:10.1371/journal.pone.0153034.g001
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(Fig 2A). In contrast, TNFα, IL-6 and IL-10 secretion was indistinguishable between orally-
challenged and control animals at day 2 in the caecum and the distal colon (Fig 2B and 2C).

The cytokine secretion profile and timing is consistent with an acute phase inflammatory
response in the ileum. Because no inflammatory response was found in any other portion of
the intestine, the ileum may be the specific site of recognition of this potentially harmful extra-
intestinal pathogen after oral ingestion.

E. coli strain 536 does not induce enteritis after oral challenge
Because acute phase cytokines were detected in the ileum 2 days after oral challenge with E. coli
strain 536, histologic analysis was performed to look for enteritis. Hematoxylin and eosin stains
were performed on ileum sections of mice sacrificed 2 days after oral challenge. These sections
showed no sign of inflammation (Fig 3). There was no detectable degree of mucosal edema or
hemorrhage, leucocyte infiltrate, intestinal epithelial cell necrosis, or epithelial cell debris

Fig 2. TNFα, IL-6, and IL-10 cytokine ELISAmeasurements in the ileum (A), caecum (B) and colon (C) 2 days after oral gavage with 100 μL of PBS
(controls), and 2 or 8 days after oral gavage with 107 CFU of E. coli strain 536. Box and whiskers represent medians and interquartile ranges. Lines
indicate significant differences with p<0.01 (Mann-Whitney U test).

doi:10.1371/journal.pone.0153034.g002
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shedding in the lumen. Crypt organization was always conserved. All the sections were optically
normal.

This indicates that even though E. coli strain 536 elicits the production of inflammatory
cytokines in the ileum, this inflammation remains subclinical. Thus E. coli strain 536 is an
extra-intestinal pathogen that is not capable of inducing clinical enteritis in this model.

UPEC strains 536 and CFT073 induce a more pronounced ileal innate
immunity response than non-pathogenic E. coli strains MG1655 and
ΔPAI-536
E. coli strain 536 is recognized as a highly virulent strain in the E. coli species. Deletion of all 7
pathogenicity islands (PAIs) is required to dramatically reduce its virulence [28]. In order to
assess whether the ileal innate immune response observed after 536 oral administration was in
relation with its intrinsic virulence, ileal cytokine concentrations were compared after oral
gavage of C3H/HeOuJ mice with strain ΔPAI-536, which is an isogenic mutant of E. coli strain
536 in which all 7 PAIs have been deleted[27], and whose pathogenicity is drastically attenu-
ated, non-pathogenic strain MG1655, and two UPEC strains (CFT073 and E. coli strain 536).
Two days after oral challenge, IL-6 concentrations were increased in mice challenged with 536
(positive control) and CFT073 compared to the mice that received PBS (Fig 4A; Kruskal-Wallis
test with Dunn’s correction for multiple comparisons, p = 0.005). In addition, IL-10 and TNFα
concentrations were higher after oral gavage with CFT073 than after oral gavage with PBS
(Kruskal-Wallis test with Dunn’s correction, p = 0.009 and p = 0.01, respectively). To complete
the analysis, the same cytokine concentration measurements were pooled in 3 groups: PBS,
non-pathogenic or attenuated strains (MG1655 and ΔPAI-536) and UPECs (E. coli strain 536
and CFT073). Overall, at day 2, the innate immunity response was higher after oral challenge
with UPEC than with non-pathogenic or attenuated strains (p ranging between 0.002 and 0.06
for all the comparisons, Fig 4B). Mice who received non-pathogenic or attenuated E. coli strains
tended to have a higher IL-10 ileal production than control mice.

Interestingly, while all mice showed a high intestinal colonization as measured by E. coli
fecal concentration at day 1 after oral gavage (Fig 4C, no difference between groups of mice), a

Fig 3. A, and B: Hematoxylin and eosin stain of an ileum section of a mouse 2 days after oral challenge with 107 CFU of E. coli strain 536. A: 10X
magnification. B: 40X magnification.

doi:10.1371/journal.pone.0153034.g003
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few mice challenged with ΔPAI-536 and most mice challenged with MG1655 had cleared the
E. coli strain at the time of sacrifice for cytokine measurement (day 2). At day 2, when mice
who showed no E. coli in their feces were assigned an arbitrary E. coli concentration of 102.7

CFU/g of feces (which corresponded to the limit of detection of our method), the colonization
of mice was lower with MG1655 than with E. coli 536 (p = 0.02, Kruskal-Wallis test with
Dunn’s correction for multiple comparisons). The proportion of mice who cleared E. coli was

Fig 4. A: TNFα, IL-6, and IL-10 cytokine ELISAmeasurements in the ileum 2 days after oral gavage with 100 μL of PBS (controls), or 107 CFU of ΔPAI-536,
MG1655, CFT073 or E. coli strain 536. Box and whiskers represent medians and interquartile ranges. Lines indicate significant differences (p<0.05 by
Kruskal-Wallis test with Dunn’s correction for multiple comparisons). B: the same measurements are represented in 3 groups: PBS (controls), non-
pathogenic or attenuated strains (pooled data from ΔPAI-536 and MG1655) and UPEC strains (pooled data from CFT073 and E. coli strain 536). Box and
whiskers represent medians and interquartile ranges. Lines indicate significant differences (Mann-Whitney U tests). C: E. coli fecal concentration one and
two days (time of the sacrifice for cytokine measurement) after oral gavage. Bars and whiskers represent medians and interquartile ranges. Mice who cleared
E. coli were assigned a bacterial load of 500 CFU g/feces, i.e. 2.7 log10 (CFU/g of feces), which was the limit of detection in our model. The line indicates a
significant difference (Kruskal-Wallis tests with Dunn’s correction for multiple comparisons). Enterobacteriaceae-free C3H/HeOuJ mice only were used for
this experiment. E. coli CFUs were enumerated in the feces by serial dilution on MacConkey agar plates and expressed as log10 (CFU/g feces). Each dot
represents one E. coli fecal count.

doi:10.1371/journal.pone.0153034.g004
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also higher after oral gavage with MG1655 or Δ-PAI536 than after oral gavage with E. coli
strain 536 or CFT073 (p<10−6 for the global comparison, and p<10−3 for comparisons 2 by 2
by Χ² tests). However, no correlation between E. coli fecal concentrations and cytokine levels
were found.

Discussion
The aim of this work was to study the integration of a UPEC strain into the digestive tract of a
murine host as it models the first step in an extra-intestinal infection. We also wanted to assess
whether host detection was modified by the virulent status of the strain.

Most of the previously published models of E. coli intestinal colonization include antibiotic
pretreatment [27, 32, 33]. However, we have shown that it is possible to colonize mice effi-
ciently with various E. coli strains without the use of antibiotics, at least in the short term. Anti-
biotics are often useful to increase colonization yield or to reinforce virulence of intestinal
pathogens [32], but are not necessary when colonization is the goal. Indeed, in streptomycin-
treated mice orally inoculated with E. coli strain 536, its fecal concentration was between 109

and 1010 CFU/g of feces [27], a non-physiological level for commensal E. coli [15]. Avoiding
the use of antibiotics is of value in studying pathogen colonization as antibiotic pretreatment
modifies host gut microbiota [34], therefore impacting any subsequent analysis of pathogen-
microbiota specific interactions. Furthermore, antibiotic-induced alterations of microbiota
drastically affect host immunity [21, 22, 35], another limiting step in many pathogen-host
interaction studies. An alternative method has been recently proposed where pregnant female
rats were treated with streptomycin and inoculated with streptomycin-resistant E. coli. The
commensal E. coli strains are transmitted to the offspring and persistently colonized the gut
at a level of 106 CFU/g of feces after weaning without any antibiotic [36]. The model that we
describe here is simpler, and could be used to study the gut as a reservoir of ExPEC.

E. coli strain 536 is a known human extra-intestinal pathogen [23] and its high intrinsic viru-
lence has been established in various animal models [26, 28], as well as by the description of its
many virulence factors [26]. We have shown that E. coli strain 536 elicited a transient innate
immunity response in the ileum 48 hours after oral administration. However, intestinal histology
of colonized mice at 48 hours post oral challenge was normal, and E. coli 536 fecal colonization
did not drop. In addition, we have shown that CFT073, another UPEC strain, also elicited a tran-
sient innate immunity response in the ileum. To the contrary, non-pathogenic strain MG1655
and an isogenic mutant of 536 which lacked all 7 PAIs elicited a lower inflammatory response
than what was triggered by UPEC strains. Only ileal IL-10 production tended to be higher in
mice who received a non-pathogenic or attenuated E. coli strain than in control mice. Of impor-
tance, IL-6 ileal synthesis was not significantly higher after oral administration of ΔPAI-536 than
after gavage with PBS, while in contrast it was higher after oral gavage with E. coli 536 than in
control mice. This is a direct demonstration that virulence factors condition the host’s response.

The 7 PAIs of E. coli strain 536 [26] and the 9 PAIs of CFT073 [37, 38] contain many viru-
lence factors, some of which could constitute “Pathogen Associated Molecular Patterns”
(MAMPs) and be recognized by the innate immunity machinery. For example, capsule anti-
gens (kpsK15 harbored on PAI V536 [39] or kpsK12 harbored on PAI ICFT073 [38]) or Antigen 43
[40] (PAI III536 [26] and PAI ICFT073 [38]) are hypothetical candidates for this role. Further-
more, we showed that non-pathogenic strains Δ-PAI536 and MG1655 were inefficient coloni-
zators of the digestive tract compared to ExPEC strains 536 and CFT073. Again, some
virulence factors contained on PAIs could contribute to this observation. In particular, adhe-
sion molecules such as fimbriae of type P (PAI II536 [26], PAI ICFT073 [41], and PAI IICFT073
[42]), S (PAI III536 [26]), F17 (PAI I536 [39]), F1C (PAI-SerXCFT073 [38]) and CS12 (PAI I536
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[39]) could be involved. Consistently, it has been demonstrated that wild-type E. coli strain 536
was able to outcompete ΔPAI-536 in the streptomycin mouse model of intestinal colonization
[27]. Being an ExPEC, i.e. belonging to the B2 phylogroup and possessing numerous virulence
factors, may allow better intestinal colonization, based on epidemiological [43, 44], and experi-
mental [27, 45–47] data. This implies that depending on the environment, the same molecule
could act as a fitness element (for example when colonizing the digestive tract) or a virulence
factor (for example, when colonizing the urinary tract [37]). Pathogenicity appears to be a by-
product of commensalism[48].

Our work is an illustration of the physiological role of inflammation in detecting and con-
trolling an incoming potential pathogen. There is abundant literature about the deleterious
effects of inflammation in the context of disease. Inflammation leads to fibrotic scars, which
can interfere with normal functioning of the affected organ. In extreme cases, excessive inflam-
mation can lead to host death, such as the cytokine storm which occurs in septic shock [49].
This is also the reason why there is a danger in over responding to a pathogen [50]. Conversely,
what was observed was likely the response of a normally functioning host. While the host
seems to be “blind” to many gut bacteria [51] (here MG1655 and ΔPAI-536 merely triggers
cytokine secretion), UPEC strains 536 and CFT073 represent a threat and are therefore
detected as such in the ileum. However, activation of innate immunity did not result in a
decrease of strain 536 fecal abundance nor result in any visible disease in the host. This obser-
vation is an experimental demonstration of the opportunistic nature of ExPEC. Whether the
healthy carrier mice have an increased risk for subsequent extra-intestinal infection is not
known. This key question is difficult to explore as no model of spontaneous extra-intestinal
infection with a high incidence currently exists. Similarly, in human medicine prospective stud-
ies on urinary tract infections are lacking. The exact kinetics between the intestinal acquisition
of a UPEC strain and the development of a UTI, as well as the triggering factors are unknown.

Conclusion
Extra-intestinal virulence appears to be an extremely complex phenomenon, and is the result
of a network of interactions. Most of the scientific effort has been focused on the sequence of
gene activations controlled by the host and/or the pathogen during the infectious processes.
Upstream phenomena, such as host colonization by potential pathogens should also be
explored as this could open the door to new preventive strategies.

Acknowledgments
J.T. received funding from “Fondation Recherche Médicale”, “Société de Néphrologie”, and
Novartis pharma1. B.P.W. is supported by the Canada Research Chairs program. Work in
BBF’s laboratory is funded by the Canadian Institutes of Health Research (CIHR). BBF is the
University of British Columbia Peter Wall Distinguished Professor.

Author Contributions
Conceived and designed the experiments: JT BPWND. Performed the experiments: JT BPW
MC ND SD SW. Analyzed the data: JT BPW ED BBF. Contributed reagents/materials/analysis
tools: ED BBF. Wrote the paper: JT BPWMC ND ED BBF.

References
1. Russo TA, Johnson JR. Medical and economic impact of extraintestinal infections due to Escherichia

coli: focus on an increasingly important endemic problem. Microbes Infect. 2003; 5(5):449–56. Epub
2003/05/10. S1286457903000492 [pii]. PMID: 12738001.

Intestinal Inflammatory Response during Colonization by Escherichia coli

PLOSONE | DOI:10.1371/journal.pone.0153034 April 20, 2016 11 / 14

http://www.ncbi.nlm.nih.gov/pubmed/12738001


2. Foxman B. The epidemiology of urinary tract infection. Nat Rev Urol. 2010; 7(12):653–60. Epub 2010/
12/09. doi: 10.1038/nrurol.2010.190 PMID: 21139641.

3. Kaper JB, Nataro JP, Mobley HL. Pathogenic Escherichia coli. Nature reviews Microbiology. 2004; 2
(2):123–40. Epub 2004/03/26. doi: 10.1038/nrmicro818 PMID: 15040260.

4. Croxen MA, Law RJ, Scholz R, Keeney KM, Wlodarska M, Finlay BB. Recent advances in understand-
ing enteric pathogenic Escherichia coli. Clin Microbiol Rev. 2013; 26(4):822–80. doi: 10.1128/CMR.
00022-13 PMID: 24092857; PubMed Central PMCID: PMC3811233.

5. Kotloff KL, Nataro JP, Blackwelder WC, Nasrin D, Farag TH, Panchalingam S, et al. Burden and aetiol-
ogy of diarrhoeal disease in infants and young children in developing countries (the Global Enteric Mul-
ticenter Study, GEMS): a prospective, case-control study. Lancet. 2013; 382(9888):209–22. Epub
2013/05/18. doi: 10.1016/s0140-6736(13)60844-2 PMID: 23680352.

6. Escobar-Paramo P, Clermont O, Blanc-Potard AB, Bui H, Le Bouguenec C, Denamur E. A specific
genetic background is required for acquisition and expression of virulence factors in Escherichia coli.
Mol Biol Evol. 2004; 21(6):1085–94. Epub 2004/03/12. doi: 10.1093/molbev/msh118 PMID: 15014151.

7. Lefort A, Panhard X, Clermont O, Woerther PL, Branger C, Mentre F, et al. Host factors and portal of
entry outweigh bacterial determinants to predict the severity of Escherichia coli bacteremia. J Clin
Microbiol. 2011; 49(3):777–83. Epub 2010/12/24. doi: 10.1128/jcm.01902-10 PMID: 21177892;
PubMed Central PMCID: PMC3067752.

8. Mead PS, Griffin PM. Escherichia coli O157:H7. Lancet. 1998; 352(9135):1207–12. Epub 1998/10/20.
doi: 10.1016/s0140-6736(98)01267-7 PMID: 9777854.

9. Tarr PI, Gordon CA, Chandler WL. Shiga-toxin-producing Escherichia coli and haemolytic uraemic syn-
drome. Lancet. 2005; 365(9464):1073–86. Epub 2005/03/23. doi: 10.1016/s0140-6736(05)71144-2
PMID: 15781103.

10. Chiurchiu C, Firrincieli A, Santostefano M, Fusaroli M, Remuzzi G, Ruggenenti P. Adult nondiarrhea
hemolytic uremic syndrome associated with Shiga toxin Escherichia coli O157:H7 bacteremia and uri-
nary tract infection. Am J Kidney Dis. 2003; 41(1):E4. Epub 2002/12/25. doi: 10.1053/ajkd.2003.50022
PMID: 12500215.

11. Gadea Mdel P, Deza N, Mota MI, Carbonari C, Robatto M, D'Astek B, et al. Two cases of urinary tract
infection caused by Shiga toxin-producing Escherichia coli O157:H7 strains. Rev Argent Microbiol.
2012; 44(2):94–6. Epub 2012/09/25. PMID: 22997767.

12. Gruneberg RN. Relationship of infecting urinary organism to the faecal flora in patients with symptom-
atic urinary infection. Lancet. 1969; 2(7624):766–8. Epub 1969/10/11. PMID: 4186020.

13. Kallenius G, Mollby R, Svenson SB, Helin I, Hultberg H, Cedergren B, et al. Occurrence of P-fimbriated
Escherichia coli in urinary tract infections. Lancet. 1981; 2(8260–61):1369–72. Epub 1981/12/19.
PMID: 6171697.

14. Moreno E, Andreu A, Pigrau C, Kuskowski MA, Johnson JR, Prats G. Relationship between Escheri-
chia coli strains causing acute cystitis in women and the fecal E. coli population of the host. J Clin Micro-
biol. 2008; 46(8):2529–34. Epub 2008/05/23. doi: 10.1128/jcm.00813-08 PMID: 18495863; PubMed
Central PMCID: PMC2519474.

15. Tenaillon O, Skurnik D, Picard B, Denamur E. The population genetics of commensal Escherichia coli.
Nature reviews Microbiology. 2010; 8(3):207–17. Epub 2010/02/17. doi: 10.1038/nrmicro2298 PMID:
20157339.

16. Picard B, Garcia JS, Gouriou S, Duriez P, Brahimi N, Bingen E, et al. The link between phylogeny and
virulence in Escherichia coli extraintestinal infection. Infection and immunity. 1999; 67(2):546–53. Epub
1999/01/23. PMID: 9916057; PubMed Central PMCID: PMC96353.

17. Manges AR, Johnson JR, Foxman B, O'Bryan TT, Fullerton KE, Riley LW. Widespread distribution of
urinary tract infections caused by a multidrug-resistant Escherichia coli clonal group. N Engl J Med.
2001; 345(14):1007–13. Epub 2001/10/06. doi: 10.1056/NEJMoa011265 PMID: 11586952.

18. Johnson JR, Manges AR, O'Bryan TT, Riley LW. A disseminated multidrug-resistant clonal group of
uropathogenic Escherichia coli in pyelonephritis. Lancet. 2002; 359(9325):2249–51. Epub 2002/07/10.
doi: 10.1016/S0140-6736(02)09264-4 PMID: 12103291.

19. Skjot-Rasmussen L, Olsen SS, Jakobsen L, Ejrnaes K, Scheutz F, Lundgren B, et al. Escherichia coli
clonal group A causing bacteraemia of urinary tract origin. Clinical microbiology and infection: the offi-
cial publication of the European Society of Clinical Microbiology and Infectious Diseases. 2013; 19
(7):656–61. Epub 2012/07/13. doi: 10.1111/j.1469-0691.2012.03961.x PMID: 22784317.

20. Johnson JR, Menard ME, Lauderdale TL, Kosmidis C, Gordon D, Collignon P, et al. Global distribution
and epidemiologic associations of Escherichia coli clonal group A, 1998–2007. Emerging infectious dis-
eases. 2011; 17(11):2001–9. Epub 2011/11/22. doi: 10.3201/eid1711.110488 PMID: 22099087.

Intestinal Inflammatory Response during Colonization by Escherichia coli

PLOSONE | DOI:10.1371/journal.pone.0153034 April 20, 2016 12 / 14

http://dx.doi.org/10.1038/nrurol.2010.190
http://www.ncbi.nlm.nih.gov/pubmed/21139641
http://dx.doi.org/10.1038/nrmicro818
http://www.ncbi.nlm.nih.gov/pubmed/15040260
http://dx.doi.org/10.1128/CMR.00022-13
http://dx.doi.org/10.1128/CMR.00022-13
http://www.ncbi.nlm.nih.gov/pubmed/24092857
http://dx.doi.org/10.1016/s0140-6736(13)60844-2
http://www.ncbi.nlm.nih.gov/pubmed/23680352
http://dx.doi.org/10.1093/molbev/msh118
http://www.ncbi.nlm.nih.gov/pubmed/15014151
http://dx.doi.org/10.1128/jcm.01902-10
http://www.ncbi.nlm.nih.gov/pubmed/21177892
http://dx.doi.org/10.1016/s0140-6736(98)01267-7
http://www.ncbi.nlm.nih.gov/pubmed/9777854
http://dx.doi.org/10.1016/s0140-6736(05)71144-2
http://www.ncbi.nlm.nih.gov/pubmed/15781103
http://dx.doi.org/10.1053/ajkd.2003.50022
http://www.ncbi.nlm.nih.gov/pubmed/12500215
http://www.ncbi.nlm.nih.gov/pubmed/22997767
http://www.ncbi.nlm.nih.gov/pubmed/4186020
http://www.ncbi.nlm.nih.gov/pubmed/6171697
http://dx.doi.org/10.1128/jcm.00813-08
http://www.ncbi.nlm.nih.gov/pubmed/18495863
http://dx.doi.org/10.1038/nrmicro2298
http://www.ncbi.nlm.nih.gov/pubmed/20157339
http://www.ncbi.nlm.nih.gov/pubmed/9916057
http://dx.doi.org/10.1056/NEJMoa011265
http://www.ncbi.nlm.nih.gov/pubmed/11586952
http://dx.doi.org/10.1016/S0140-6736(02)09264-4
http://www.ncbi.nlm.nih.gov/pubmed/12103291
http://dx.doi.org/10.1111/j.1469-0691.2012.03961.x
http://www.ncbi.nlm.nih.gov/pubmed/22784317
http://dx.doi.org/10.3201/eid1711.110488
http://www.ncbi.nlm.nih.gov/pubmed/22099087


21. Round JL, Mazmanian SK. The gut microbiota shapes intestinal immune responses during health and
disease. Nat Rev Immunol. 2009; 9(5):313–23. Epub 2009/04/04. doi: 10.1038/nri2515 PMID:
19343057; PubMed Central PMCID: PMC4095778.

22. Willing BP, Russell SL, Finlay BB. Shifting the balance: antibiotic effects on host-microbiota mutualism.
Nat Rev Microbiol. 2011; 9(4):233–43. Epub 2011/03/02. doi: 10.1038/nrmicro2536 PMID: 21358670.

23. Hacker J, Knapp S, Goebel W. Spontaneous deletions and flanking regions of the chromosomally
inherited hemolysin determinant of an Escherichia coli O6 strain. J Bacteriol. 1983; 154(3):1145–52.
Epub 1983/06/01. PMID: 6343344; PubMed Central PMCID: PMC217585.

24. Wirth T, Falush D, Lan R, Colles F, Mensa P, Wieler LH, et al. Sex and virulence in Escherichia coli: an
evolutionary perspective. Mol Microbiol. 2006; 60(5):1136–51. Epub 2006/05/13. doi: 10.1111/j.1365-
2958.2006.05172.x PMID: 16689791; PubMed Central PMCID: PMC1557465.

25. Berger H, Hacker J, Juarez A, Hughes C, Goebel W. Cloning of the chromosomal determinants encod-
ing hemolysin production and mannose-resistant hemagglutination in Escherichia coli. J Bacteriol.
1982; 152(3):1241–7. Epub 1982/12/01. PMID: 6754701; PubMed Central PMCID: PMC221631.

26. Brzuszkiewicz E, Bruggemann H, Liesegang H, Emmerth M, Olschlager T, Nagy G, et al. How to
become a uropathogen: comparative genomic analysis of extraintestinal pathogenic Escherichia coli
strains. Proc Natl Acad Sci U S A. 2006; 103(34):12879–84. Epub 2006/08/17. 0603038103 [pii] doi:
10.1073/pnas.0603038103 PMID: 16912116; PubMed Central PMCID: PMC1568941.

27. Diard M, Garry L, Selva M, Mosser T, Denamur E, Matic I. Pathogenicity-associated islands in extrain-
testinal pathogenic Escherichia coli are fitness elements involved in intestinal colonization. J Bacteriol.
2010; 192(19):4885–93. doi: 10.1128/JB.00804-10 PMID: 20656906; PubMed Central PMCID:
PMCPMC2944530.

28. Tourret J, Diard M, Garry L, Matic I, Denamur E. Effects of single and multiple pathogenicity island dele-
tions on uropathogenic Escherichia coli strain 536 intrinsic extra-intestinal virulence. Int J Med Micro-
biol. 2010; 300(7):435–9. doi: 10.1016/j.ijmm.2010.04.013 PMID: 20510652.

29. Mobley HL, Green DM, Trifillis AL, Johnson DE, Chippendale GR, Lockatell CV, et al. Pyelonephrito-
genic Escherichia coli and killing of cultured human renal proximal tubular epithelial cells: role of hemo-
lysin in some strains. Infect Immun. 1990; 58(5):1281–9. PMID: 2182540; PubMed Central PMCID:
PMCPMC258621.

30. Clermont O, Christenson JK, Daubie AS, Gordon DM, Denamur E. Development of an allele-specific
PCR for Escherichia coli B2 sub-typing, a rapid and easy to perform substitute of multilocus sequence
typing. Journal of microbiological methods. 2014; 101:24–7. doi: 10.1016/j.mimet.2014.03.008 PMID:
24685601.

31. Clermont O, Christenson JK, Denamur E, Gordon DM. The Clermont Escherichia coli phylo-typing
method revisited: improvement of specificity and detection of new phylo-groups. Environ Microbiol Rep.
2013; 5(1):58–65. Epub 2013/06/13. doi: 10.1111/1758-2229.12019 PMID: 23757131.

32. Kaiser P, Diard M, Stecher B, Hardt WD. The streptomycin mouse model for Salmonella diarrhea: func-
tional analysis of the microbiota, the pathogen's virulence factors, and the host's mucosal immune
response. Immunological reviews. 2012; 245(1):56–83. Epub 2011/12/16. doi: 10.1111/j.1600-065X.
2011.01070.x PMID: 22168414.

33. Myhal ML, Laux DC, Cohen PS. Relative colonizing abilities of human fecal and K 12 strains of Escheri-
chia coli in the large intestines of streptomycin-treated mice. Eur J Clin Microbiol. 1982; 1(3):186–92.
Epub 1982/06/01. PMID: 6756909.

34. Sekirov I, Tam NM, Jogova M, Robertson ML, Li Y, Lupp C, et al. Antibiotic-induced perturbations of the
intestinal microbiota alter host susceptibility to enteric infection. Infection and immunity. 2008; 76
(10):4726–36. Epub 2008/08/06. doi: 10.1128/IAI.00319-08 PMID: 18678663; PubMed Central
PMCID: PMC2546810.

35. Wlodarska M, Finlay BB. Host immune response to antibiotic perturbation of the microbiota. Mucosal
Immunol. 2010; 3(2):100–3. Epub 2009/12/18. doi: 10.1038/mi.2009.135 PMID: 20016473.

36. Payros D, Secher T, Boury M, Brehin C, Menard S, Salvador-Cartier C, et al. Maternally acquired geno-
toxic Escherichia coli alters offspring's intestinal homeostasis. Gut Microbes. 2014; 5(3):313–25. doi:
10.4161/gmic.28932 PMID: 24971581; PubMed Central PMCID: PMC4153768.

37. Lloyd AL, Henderson TA, Vigil PD, Mobley HL. Genomic islands of uropathogenic Escherichia coli con-
tribute to virulence. J Bacteriol. 2009; 191(11):3469–81. doi: 10.1128/JB.01717-08 PMID: 19329634;
PubMed Central PMCID: PMCPMC2681901.

38. Lloyd AL, Rasko DA, Mobley HL. Defining genomic islands and uropathogen-specific genes in uro-
pathogenic Escherichia coli. J Bacteriol. 2007; 189(9):3532–46. doi: 10.1128/JB.01744-06 PMID:
17351047; PubMed Central PMCID: PMCPMC1855899.

39. Schneider G, Dobrindt U, Bruggemann H, Nagy G, Janke B, Blum-Oehler G, et al. The pathogenicity
island-associated K15 capsule determinant exhibits a novel genetic structure and correlates with

Intestinal Inflammatory Response during Colonization by Escherichia coli

PLOSONE | DOI:10.1371/journal.pone.0153034 April 20, 2016 13 / 14

http://dx.doi.org/10.1038/nri2515
http://www.ncbi.nlm.nih.gov/pubmed/19343057
http://dx.doi.org/10.1038/nrmicro2536
http://www.ncbi.nlm.nih.gov/pubmed/21358670
http://www.ncbi.nlm.nih.gov/pubmed/6343344
http://dx.doi.org/10.1111/j.1365-2958.2006.05172.x
http://dx.doi.org/10.1111/j.1365-2958.2006.05172.x
http://www.ncbi.nlm.nih.gov/pubmed/16689791
http://www.ncbi.nlm.nih.gov/pubmed/6754701
http://dx.doi.org/10.1073/pnas.0603038103
http://www.ncbi.nlm.nih.gov/pubmed/16912116
http://dx.doi.org/10.1128/JB.00804-10
http://www.ncbi.nlm.nih.gov/pubmed/20656906
http://dx.doi.org/10.1016/j.ijmm.2010.04.013
http://www.ncbi.nlm.nih.gov/pubmed/20510652
http://www.ncbi.nlm.nih.gov/pubmed/2182540
http://dx.doi.org/10.1016/j.mimet.2014.03.008
http://www.ncbi.nlm.nih.gov/pubmed/24685601
http://dx.doi.org/10.1111/1758-2229.12019
http://www.ncbi.nlm.nih.gov/pubmed/23757131
http://dx.doi.org/10.1111/j.1600-065X.2011.01070.x
http://dx.doi.org/10.1111/j.1600-065X.2011.01070.x
http://www.ncbi.nlm.nih.gov/pubmed/22168414
http://www.ncbi.nlm.nih.gov/pubmed/6756909
http://dx.doi.org/10.1128/IAI.00319-08
http://www.ncbi.nlm.nih.gov/pubmed/18678663
http://dx.doi.org/10.1038/mi.2009.135
http://www.ncbi.nlm.nih.gov/pubmed/20016473
http://dx.doi.org/10.4161/gmic.28932
http://www.ncbi.nlm.nih.gov/pubmed/24971581
http://dx.doi.org/10.1128/JB.01717-08
http://www.ncbi.nlm.nih.gov/pubmed/19329634
http://dx.doi.org/10.1128/JB.01744-06
http://www.ncbi.nlm.nih.gov/pubmed/17351047


virulence in uropathogenic Escherichia coli strain 536. Infect Immun. 2004; 72(10):5993–6001. doi: 10.
1128/IAI.72.10.5993-6001.2004 PMID: 15385503; PubMed Central PMCID: PMCPMC517556.

40. van der WoudeMW, Henderson IR. Regulation and function of Ag43 (flu). Annu Rev Microbiol. 2008;
62:153–69. doi: 10.1146/annurev.micro.62.081307.162938 PMID: 18785838.

41. Kao JS, Stucker DM, Warren JW, Mobley HL. Pathogenicity island sequences of pyelonephritogenic
Escherichia coli CFT073 are associated with virulent uropathogenic strains. Infect Immun. 1997; 65
(7):2812–20. PMID: 9199454; PubMed Central PMCID: PMCPMC175396.

42. Rasko DA, Phillips JA, Li X, Mobley HL. Identification of DNA sequences from a second pathogenicity
island of uropathogenic Escherichia coli CFT073: probes specific for uropathogenic populations. J
Infect Dis. 2001; 184(8):1041–9. doi: 10.1086/323602 PMID: 11574920.

43. Nowrouzian F, Wold AE, Adlerberth I. P fimbriae and aerobactin as intestinal colonization factors for
Escherichia coli in Pakistani infants. Epidemiol Infect. 2001; 126(1):19–23. PMID: 11293677; PubMed
Central PMCID: PMC2869668.

44. Nowrouzian FL, Adlerberth I, Wold AE. Enhanced persistence in the colonic microbiota of Escherichia
coli strains belonging to phylogenetic group B2: role of virulence factors and adherence to colonic cells.
Microbes Infect. 2006; 8(3):834–40. doi: 10.1016/j.micinf.2005.10.011 PMID: 16483819.

45. Adlerberth I, Hanson LA, Svanborg C, Svennerholm AM, Nordgren S, Wold AE. Adhesins of Escheri-
chia coli associated with extra-intestinal pathogenicity confer binding to colonic epithelial cells. Micro-
bial pathogenesis. 1995; 18(6):373–85. PMID: 8551941.

46. Herias MV, Midtvedt T, Hanson LA, Wold AE. Role of Escherichia coli P fimbriae in intestinal coloniza-
tion in gnotobiotic rats. Infect Immun. 1995; 63(12):4781–9. PMID: 7591136; PubMed Central PMCID:
PMC173685.

47. Herias MV, Midtvedt T, Hanson LA, Wold AE. Escherichia coli K5 capsule expression enhances coloni-
zation of the large intestine in the gnotobiotic rat. Infect Immun. 1997; 65(2):531–6. PMID: 9009309;
PubMed Central PMCID: PMC176092.

48. Le Gall T, Clermont O, Gouriou S, Picard B, Nassif X, Denamur E, et al. Extraintestinal virulence is a
coincidental by-product of commensalism in B2 phylogenetic group Escherichia coli strains. Mol Biol
Evol. 2007; 24(11):2373–84. doi: 10.1093/molbev/msm172 PMID: 17709333.

49. Giamarellos-Bourboulis EJ. What is the pathophysiology of the septic host upon admission? Int J Anti-
microb Agents. 2010; 36 Suppl 2:S2–5. Epub 2010/12/07. doi: 10.1016/j.ijantimicag.2010.11.003
PMID: 21129934.

50. Sansonetti PJ. To be or not to be a pathogen: that is the mucosally relevant question. Mucosal Immu-
nol. 2011; 4(1):8–14. Epub 2010/12/15. doi: 10.1038/mi.2010.77 PMID: 21150896.

51. Sansonetti PJ, Medzhitov R. Learning tolerance while fighting ignorance. Cell. 2009; 138(3):416–20.
Epub 2009/08/12. doi: 10.1016/j.cell.2009.07.024 PMID: 19665961.

Intestinal Inflammatory Response during Colonization by Escherichia coli

PLOSONE | DOI:10.1371/journal.pone.0153034 April 20, 2016 14 / 14

http://dx.doi.org/10.1128/IAI.72.10.5993-6001.2004
http://dx.doi.org/10.1128/IAI.72.10.5993-6001.2004
http://www.ncbi.nlm.nih.gov/pubmed/15385503
http://dx.doi.org/10.1146/annurev.micro.62.081307.162938
http://www.ncbi.nlm.nih.gov/pubmed/18785838
http://www.ncbi.nlm.nih.gov/pubmed/9199454
http://dx.doi.org/10.1086/323602
http://www.ncbi.nlm.nih.gov/pubmed/11574920
http://www.ncbi.nlm.nih.gov/pubmed/11293677
http://dx.doi.org/10.1016/j.micinf.2005.10.011
http://www.ncbi.nlm.nih.gov/pubmed/16483819
http://www.ncbi.nlm.nih.gov/pubmed/8551941
http://www.ncbi.nlm.nih.gov/pubmed/7591136
http://www.ncbi.nlm.nih.gov/pubmed/9009309
http://dx.doi.org/10.1093/molbev/msm172
http://www.ncbi.nlm.nih.gov/pubmed/17709333
http://dx.doi.org/10.1016/j.ijantimicag.2010.11.003
http://www.ncbi.nlm.nih.gov/pubmed/21129934
http://dx.doi.org/10.1038/mi.2010.77
http://www.ncbi.nlm.nih.gov/pubmed/21150896
http://dx.doi.org/10.1016/j.cell.2009.07.024
http://www.ncbi.nlm.nih.gov/pubmed/19665961

