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ABSTRACT Enteroaggregative Escherichia coli (EAEC) causes diarrhea and intestinal
inflammation worldwide. EAEC strains are characterized by the presence of aggrega-
tive adherence fimbriae (AAF), which play a key role in pathogenesis by mediating
attachment to the intestinal mucosa and by triggering host inflammatory responses.
Here, we identify the epithelial transmembrane mucin MUC1 as an intestinal host
cell receptor for EAEC, demonstrating that AAF-mediated interactions between EAEC
and MUC1 facilitate enhanced bacterial adhesion. We further demonstrate that EAEC
infection also causes elevated expression of MUC1 in inflamed human intestinal tis-
sues. Moreover, we find that MUC1 facilitates AAF-dependent migration of neutro-
phils across the epithelium in response to EAEC infection. Thus, we show for the first
time a proinflammatory role for MUC1 in the host response to an intestinal patho-
gen.

IMPORTANCE EAEC is a clinically important intestinal pathogen that triggers intes-
tinal inflammation and diarrheal illness via mechanisms that are not yet fully under-
stood. Our findings provide new insight into how EAEC triggers host inflammation
and underscores the pivotal role of AAFs—the principal adhesins of EAEC—in driv-
ing EAEC-associated disease. Most importantly, our findings add a new dimension to
the signaling properties of the transmembrane mucin MUC1. Mostly studied for its
role in various forms of cancer, MUC1 is widely regarded as playing an anti-
inflammatory role in response to infection with bacterial pathogens in various tissues.
However, the role of MUC1 during intestinal infections has not been previously ex-
plored, and our results describe the first report of MUC1 as a proinflammatory factor fol-
lowing intestinal infection.
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Enteroaggregative Escherichia coli (EAEC) causes endemic and sporadic diarrheal
illness throughout the world (1–4). Several EAEC-associated disease outbreaks have

been reported (5–7), including a large food-borne outbreak caused by a Shiga toxin
(Stx)-producing EAEC strain in May 2011 in Germany leading to 3,842 confirmed cases
and 54 deaths (8, 9). Asymptomatic colonization by EAEC has been linked to subclinical
inflammation and growth retardation (10).

Orally ingested EAEC bacteria adhere to the intestinal mucosa and form biofilms,
thus allowing the bacteria to persistently colonize the intestinal tract (11). The specific
factors contributing to EAEC interaction with the intestinal mucosa are not fully
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understood. However, aggregative adherence fimbriae (AAF), the principal adhesins of
EAEC, are thought to play a crucial role. Their involvement in biofilm formation,
adherence to intestinal epithelial cells, and triggering of host inflammatory responses
has been well studied (12–15).

Five variants of the AAF major structural subunits have been described thus far:
AggA (AAF/I), AafA (AAF/II), Agg3A (AAF/III), Agg4A (AAF/IV), and Agg5A (16–19). The
AAFs are encoded on the large pAA virulence plasmid along with AggR, a transcription
factor regulating AAF biogenesis, and other putative EAEC virulence factors (11). The
AAFs belong to the Afa/Dr family of adhesins, which assemble via the usher/chaperone
pathway (20). The AAF structure comprises a major subunit (A) and a putative minor
subunit (B). The major subunits of different AAF variants share only ca. 25% amino acid
identity, but they are all positively charged, thus distinguishing them from other
members of the Afa/Dr family. This feature is thought to play a role in EAEC adhesion
(21).

EAEC does not invade the epithelial barrier, and so direct interactions between EAEC
and the intestinal epithelium are likely restricted to the apical surfaces of the cells. An
apically located cell receptor for EAEC has yet to be identified, although potential
binding partners have been found. The major pilin subunits of AAFs have been shown
to bind to extracellular matrix proteins, such as the glycoproteins fibronectin and
laminin, as well as cytokeratin 8 (22, 23). However, given that none of these compounds
are present at the apical surface of healthy epithelium, other as yet unidentified
receptors likely mediate initial bacterial contact.

In the healthy human intestine, the epithelial cells are separated from the commen-
sal microbiota by a thick mucous barrier, which serves as a first line of innate defense.
In the colon, the expanded outer mucus layer is rich in secreted mucins, which are large
glycoproteins that assemble into oligomeric structures. Mucins are heavily O-glycosylated,
decorated with sialic acid, galactose, fucose, N-acetylglucosamine (GlcNAc), and
N-acetylgalactosamine (GalNAc) glycans that vary in length and degree of branching.
These complex oligosaccharides serve as attachment sites and as a potential source of
nutrients for the microbiota (24). While the outer mucus layer entraps bacteria, the
inner mucus layer is thinner, and typically, bacteria do not penetrate this layer (25).
Transmembrane mucins are a key component of the inner mucus layer and consist of
a large extracellular O-glycosylated domain linked noncovalently to a cell membrane-
spanning domain, with a cytoplasmic tail that tethers the mucins to the epithelial
surface (26). Transmembrane mucins reach further out into the intestinal lumen than
any other membrane protein and are likely to be the first point of direct contact
between host cells and pathogens capable of penetrating the secreted mucus layer,
such as EAEC (27).

Like secreted mucins, transmembrane mucins may act as releasable decoy mole-
cules on the apical surface to limit bacterial adherence, infection, and inflammation (28,
29). The oligosaccharides are attached to tandem repeats of amino acids within the
mucin backbone and may also serve as ligands for microbial adhesins (30, 31). Addi-
tionally, transmembrane mucins serve as sensors and regulators of the external milieu
and transmit signals through posttranslational modifications of their cytoplasmic tails
(32, 33). Deregulated transmembrane mucin production and signaling have been
associated with numerous types of cancers and inflammatory disorders (34).

MUC1 is a transmembrane mucin expressed by all human glandular epithelial
tissues and throughout the gastrointestinal tract at low levels (35). This mucin received
extensive attention in cancer research due to its aberrant expression at high levels in
human carcinomas and in inflamed tissue (26, 28, 36–38). Furthermore, MUC1 has also
been shown to act as a cell receptor for various pathogenic organisms, including
Pseudomonas aeruginosa, Campylobacter jejuni, and Helicobacter pylori (28, 39, 40).

In this study, we show that transmembrane mucins are receptors for the AAF
adhesins of EAEC on the intestinal epithelium. Moreover, we demonstrate that the AAFs
elicit intestinal inflammation through MUC1-mediated host cell signaling.
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RESULTS
MUC1 is a cell receptor for EAEC. Previous studies have shown that EAEC strains

evoke host inflammation through AAF-mediated binding to the intestinal epithelial
surface (12, 13). We have shown that EAEC strain 042 induces transepithelial migration
of polymorphonuclear neutrophils (PMNs) across polarized T84 cell monolayers by
activating apical release of an eicosanoid-based PMN chemoattractant, which guides
PMNs across the intestinal epithelium (41). EAEC strains lacking AAF were unable to
trigger host cell inflammatory signaling, suggesting that this process is likely mediated
by binding of AAF to an unknown apical surface receptor (13).

We have previously reported that AAF adhesins induce hemagglutination; the
species-specific hemagglutination pattern differs among the fimbrial variants (17). We
have shown that AAF/II causes temperature-dependent hemagglutination of human
type A erythrocytes (42). Since some diarrheagenic E. coli adhesins recognize sialylated
receptors, we tested whether hemagglutination in AAF/II-producing strain 042 would
be reduced by treatment of the erythrocytes with neuraminidase. Treatment of eryth-
rocytes with neuraminidase for 20 min completely abolished the hemagglutination
phenotype (not shown).

As our data suggested that AAF/II binds to a sialylated receptor on erythrocytes, we
hypothesized that the AAF/II receptor on epithelial cells would be a sialylated glyco-
protein; the most abundant membrane-associated glycoproteins on human epithelial
cell surfaces are the transmembrane mucins. To further investigate the potential
involvement of mucins in mediating EAEC binding and/or inflammation, we focused
our attention on the transmembrane mucin MUC1, which acts as an adhesion target for
pathogens, including Pseudomonas aeruginosa, Campylobacter jejuni, and Helicobacter
pylori (28, 29, 39). To determine whether MUC1 could also serve as a receptor for EAEC,
we evaluated bacterial adhesion to healthy HEK293 cells that do not express MUC1
compared to HEK293 cells stably expressing human MUC1 (see Fig. S1 in the supple-
mental material). Both the wild-type EAEC 042 (wt 042) strain and the 042ΔaafA strain
expressed a green fluorescent protein (GFP) reporter, and bacterial adhesion was
quantified by fluorescence microscopy. We found that the 042 wt strain bound at
significantly higher levels to MUC1-positive HEK293 cells than to MUC1-negative cells,
whereas the 042ΔaafA strain failed to bind to either cell line (Fig. 1A and C). Moreover,
as shown in Fig. 1B, we observed colocalization of 042 wt strain with MUC1 on the
surfaces of MUC1-positive HEK293 cells.

MUC1 oligosaccharides carry terminal sialic acids (35). To determine the importance
of sialic acid residues on MUC1 for binding of EAEC, we pretreated MUC1-positive
HEK293 cells with neuraminidase for 1 h prior to infection with the 042 wt strain. As
shown in Fig. 1D, this treatment significantly reduced bacterial binding, suggesting that
sialic acid is required for recognition of MUC1 by AAF.

EAEC strain 042 expresses AAF variant II, one of five subtypes that share a low level
of similarity. We therefore examined whether the interaction with MUC1 was specific to
this fimbrial subtype. HEK293-MUC1 cells were infected with EAEC strains expressing
other AAF variants, including strains 17-2 (AAF/I), 55989 (AAF/III), and C1010-00 (AAF/
IV). The presence of MUC1 significantly enhanced binding of strains 17-2 and 55989 to
HEK293 cells (Fig. 1E). Surprisingly, the opposite effect was observed with strain
C1010-00.

Collectively, these findings demonstrate that MUC1 is a host cell receptor for EAEC
strains and that binding is mediated by specific AAFs. This binding is at least partially
dependent on MUC1 sialic acid residues.

EAEC binds to MUC1 on the surfaces of intestinal epithelial cells. We next
investigated whether these findings in a transfected cell line extended to bacterial
binding of native MUC1 expressed on the epithelial surface. Human colon cancer-
derived T84 cells produce mucins (including MUC1), polarize to form tight epithelial
barriers, and serve as a useful model of intestinal epithelia. EAEC bacteria adhere to the
apical surfaces of polarized T84 cells and can induce neutrophil transmigration in the
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physiologically relevant basolateral-to-apical direction (41). We were able to knock
down MUC1 expression in T84 cells using lentiviral short hairpin RNA (shRNA) con-
structs targeting MUC1. Of the five constructed MUC1 shRNA cell lines, we chose one
with a significant decrease in MUC1 expression at both the mRNA and protein levels
(Fig. S2) for further experimentation.

T84 MUC1 shRNA cells were infected with the different EAEC strains described above
as well as the AAF/I-expressing Stx-EAEC German outbreak strain cured of its Stx-
encoding phage (C227-11 �cu) (43). For a control, we also included diffusely adhering
E. coli strain IH11128. IH11128 expresses Dr fimbriae, which are related to AAF fimbriae
but bind specifically to decay-accelerating factor (DAF)/CD55 on the surfaces of T84
cells, and therefore should not be affected by the lack of MUC1 (44). The 042 strain
adhered significantly less to T84 MUC1 shRNA cells than to control T84 cells (Fig. 2). In
contrast, MUC1 knockdown did not significantly affect binding of strain C227-11 �cu,
55989, or C1010-00 or the diffusely adherent E. coli IH11128 strain.

EAEC-induced PMN migration is mediated by MUC1. Transmembrane mucins are
increasingly recognized for their involvement in host cell signaling cascades via their
cytoplasmic tails (34). MUC1 has been shown to play an anti-inflammatory role in
response to lung and gastric infections (33, 40, 45). However, its role in response to
intestinal infection has not been determined. Given that AAFs are critical for induction
of inflammation by EAEC, we sought to determine whether the interaction between
AAFs and MUC1 triggers EAEC-induced inflammation. T84 MUC1 shRNA cells were
infected with various EAEC strains, and the ability to induce neutrophil transepithelial
migration was measured.

Reduction of MUC1 expression profoundly reduced the ability of EAEC strains 042
and C227-11 �cu to induce PMN migration compared with infection of control cells

FIG 1 MUC1 is a cell receptor for EAEC. (A) HEK293 cells transfected with pcDNA3 or pcDNA3-MUC1 were infected
in suspension with EAEC strain 042 or with its isogenic fimbrial mutant (042aafA), each expressing a GFP reporter
and analyzed by fluorescence microscopy (FM). Cell membranes were stained with FM4-64FX, and DNA was stained
with DAPI. (B) Uninfected and EAEC 042-infected HEK293pMUC1 cells were stained with FITC-conjugated anti-
MUC1 MAb and DAPI and analyzed by FM. Bacteria were stained with M4-FX64. (C) HEK293-pcDNA-MUC1 cells
were infected in suspension as described above in panel A, and bacteria that adhered to cells were enumerated
microscopically. (D) HEK293-pcDNA3-MUC1 cells were treated with two concentrations (20 U and 40 U) of
neuraminidase (Neu) for 1 h before infection with strain 042 followed by quantification of bacterial adherence as
described above for panel C. (E) HEK293 cells not expressing or expressing recombinant MUC1 were infected with
EAEC strain 17-2 (which expresses AAF/I), 55989 (AAF/III), or C1010-00 (AAF/VI), followed by quantification of
bacterial adherence as described above for panel C. Bars represent the means of at least three independent
experiments, with the error bars indicating standard deviations (SD) (error bars). Values that are significantly
different (P � 0.05) are indicated by a bar and asterisk.

Boll et al. ®

May/June 2017 Volume 8 Issue 3 e00717-17 mbio.asm.org 4

http://mbio.asm.org


(Fig. 3A). When we infected MUC1 knockdown cells with EAEC type strains 55989 and
C1010-00, we observed reduced inflammatory migration similar to the phenotypes of
042 and C227-11 �cu (Fig. 3B). Collectively, these results indicate that MUC1 is involved
in EAEC-induced inflammation regardless of the AAF variant expressed.

In addition to MUC1, several other transmembrane mucins such as MUC3, MUC4,
and MUC13 are expressed in the gastrointestinal tract (34). MUC13 is highly expressed
in healthy colonic epithelium, where EAEC has been shown to bind abundantly (46, 47).
Moreover, MUC13 has been implicated in intestinal inflammation (33). We therefore
sought to determine whether MUC13 also acts as an inflammatory receptor for EAEC.
A T84 MUC13 shRNA cell line with greatly reduced MUC13 expression was generated
(Fig. S2). MUC1 expression was not altered in the T84 MUC13 shRNA cell line and vice
versa (data not shown). As shown in Fig. 3C, MUC13 knockdown did not affect the
ability of strain 042 or C227-11 �cu to trigger neutrophil transepithelial migration,
suggesting that the AAFs specifically trigger inflammation through MUC1.

Purified AAFs elicit MUC1-dependent inflammation in the presence of com-
mensal E. coli. Having shown that AAFs bind to MUC1 and that MUC1 contributes to
neutrophil infiltration, we next sought to establish a direct link between AAFs and
MUC1-induced inflammation. To this end, purified AAFs from EAEC strains C227-11 �cu
and 042 (expressing AAF/I and AAF/II, respectively) were assessed for their ability to
trigger inflammation. Both purified AAF/I and AAF/II alone failed to elicit neutrophil
transmigration in our model system (Fig. S3). However, when applied to T84 cells in
combination with E. coli K-12 strain MG1655, which alone does not induce transmigra-
tion, both types of AAF promoted PMN migration in a dose-dependent manner

FIG 2 EAEC binds to MUC1 on the surfaces of intestinal epithelial cells. Monolayers of scrambled control
(Scr. cont.) T84 cells or cells with MUC1 shRNA were infected with EAEC strain 042, C227-11 �cu (AAF/I),
55989, or C1010-00 or diffusely adherent E. coli (DAEC) strain IH11128. Cell-adhered bacteria were then
enumerated by plating. Bars represent the means of at least three independent experiments plus SD. ***,
P � 0.001.

FIG 3 MUC1 is involved in EAEC-induced PMN migration. (A to C) Monolayers of scrambled control T84 cells or cells with MUC1 shRNA
(A and B) or MUC13 shRNA (C) were infected apically with EAEC strains. HBSS� buffer (-) and the PMN chemoattractant N-formyl-
methionyl-leucyl-phenylalanine (fMLP) were included as negative and positive controls, respectively. The data are expressed as the
means plus SD for at least triplicate samples, and the data shown are from one representative experiment of at least three
independent experiments performed with similar results. ***, P � 0.001; **, P � 0.01; *, P � 0.05.
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(Fig. 4A). The same response was observed when AAFs were combined with laboratory
E. coli K-12 hybrid strain HB101 or the commensal E. coli strain F-18 (data not shown).
This suggests that AAFs are sufficient to confer an inflammatory phenotype onto
bacteria that are normally incapable of triggering inflammation in this model system.
Neither AAF variant was found to affect adhesion of the E. coli MG1655 strain to T84
cells (data not shown), suggesting that the inflammatory phenotype does not result
from increased binding of the bacteria.

In keeping with results using EAEC strains, the inflammation induced by trans-
expression of AAFs depended on MUC1 at the cell surface. As shown in Fig. 4D, MUC1
knockdown significantly reduced the ability of MG1655 to induce PMN migration in the
presence of AAFs. Taken together, these findings strongly support our hypothesis that
EAEC triggers inflammation through interactions between AAFs and MUC1.

Although purified AAFs alone were unable to induce PMN migration, it remains
possible that AAFs alone are capable of eliciting inflammation but that they need to
function in the spatial and structural context of a bacterial cell. In an attempt to mimic
the structure of AAFs bound to the bacterial surface, we coated beads (Polybead
polystyrene microspheres) with purified AAF/II and verified coating by immunoblot
analysis (Fig. S4). However, as shown in Fig. 4B, AAF-coated beads failed to induce PMN
migration. We next assessed whether AAFs require the presence of live E. coli to trigger
PMN migration. As shown in Fig. 4C, heat-killing E. coli MG1655 prior to mixing with
AAFs and infecting T84 cells abolished the inflammatory phenotype. This indicates that
live bacteria provide a second costimulatory signal required for triggering inflamma-
tion.

EAEC infection enhances MUC1 expression in human intestinal xenografts in
an AAF-dependent manner. In contrast to colon carcinomas, MUC1 is not present at

FIG 4 Purified AAFs elicit MUC1-dependent PMN transepithelial migration in the presence of commensal E. coli.
(A and C) T84 cell monolayers were infected with live or heat shock-killed commensal E. coli strain MG1655 in the
presence or absence (-) of AAF/I or AAF/II, respectively, and assessed for PMN transmigration. (B) T84 monolayers
were exposed to beads coated with purified AAF/II or coated with BSA as a negative control and assessed for PMN
migration. (D) Monolayers or scrambled control or MUC1 shRNA T84 cells were infected with live E. coli MG1655
in the presence of 10 �g AAF/II and assessed for PMN transmigration. The data are expressed as the means plus
SD for at least triplicate samples and represent one of at least three independent experiments performed with
similar results. ***, P � 0.001; **, P � 0.01; *, P � 0.05.
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significantly high levels in healthy human colon (48). However, infection of mice with
either Campylobacter jejuni or Citrobacter rodentium leads to increased MUC1 expres-
sion in inflamed intestines (26, 28). To investigate whether EAEC influences MUC1
expression in native intestinal tissues, we examined previously infected human intes-
tinal xenografts (13) for MUC1 expression. These grafts develop into morphologically
normal human intestine and secrete mucins (49). As shown in Fig. 5, staining with a
human MUC1-specific antibody revealed only minimal MUC1 expression in the grafts
treated with buffer or infected with the HB101 strain. In contrast, in grafts infected with
the wild-type 042 strain, MUC1 expression was highly elevated at the epithelial surface.
Infection with an HB101 strain expressing AAF/II-encoding genes also increased MUC1
expression, thus strongly suggesting that AAFs are sufficient to trigger elevated MUC1
expression on the intestinal epithelium.

DISCUSSION

EAEC has gained increasing attention in recent years with a rise in outbreaks and
recognition of its importance in multiple clinical settings. However, while much is
known about EAEC pathogenesis, a key missing step has been the lack of identification
of a host cell receptor on the surface of the intestinal epithelium. Here, we have
identified the transmembrane mucin MUC1 as one such receptor.

We demonstrate that binding of EAEC to MUC1 is mediated by the AAFs, which
serve multifunctional roles in the pathogenesis of this organism. Previous studies have
demonstrated binding of AAFs to other cell surface components, including the extra-
cellular matrix proteins fibronectin and laminin (21, 23). The major pilin subunits of
AAF/I and AAF/II are both highly positively charged at physiologic pH, and the
attachment of these two AAF variants to fibronectin is primarily based on electrostatic
interactions (21). This raises the question of whether the AAF-MUC1 interactions are of
a similar nature. The MUC1 glycans feature terminal sialic acids, which contribute
negative charge. We found that pretreatment of MUC1-expressing HEK293 cells with
neuraminidase (to release sialic acid) reduced binding of EAEC strain 042 to the cells.
However, residual binding was still observed, which could indicate that sialic acid is one
component of a larger oligosaccharide structure involved in EAEC binding.

Interestingly, we found that MUC1 is not the only transmembrane mucin to which
EAEC binds. Adherence of EAEC strains expressing AAF variant I, II or III to T84 cells was
attenuated when MUC13 expression was reduced (unpublished observations). In con-
trast, MUC1 reduction significantly attenuated binding of only the 042 strain (which

FIG 5 EAEC infection enhances MUC1 expression in human intestinal xenografts in an AAF-dependent manner.
Human fetal small intestinal xenografts were previously infected for 24 h with wild-type 042, an 042 isogenic AAF/II
mutant, E. coli strain HB101, HB101 carrying an AAF/II-encoding plasmid, or sterile HBSS� (13). Here, tissue sections
(shown in blue) were stained with DAPI, and MUC1 (shown in red) was stained using human MUC1 (VU4H5) MAb.
Photographs show representative tissues for each treatment.
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expresses AAF/II). Binding of the C1010-00 strain, expressing AAF/IV, was not affected
by reduction of either MUC1 or MUC13. It is possible that the more neutral surface
charge of the AAF/IV major pilin subunit makes this particular adhesin less adept at
binding mucins (17), or that redundancy prevented a single mucin knockdown from
affecting C1010-00 binding. Further studies will elucidate the exact nature of the
AAF-mucin interactions and the role of the oligosaccharide side chains.

In addition to potentially serving as decoys for microbes that penetrate the outer
mucus layer, transmembrane mucins are involved in complex biological processes,
including inflammatory signaling pathways (34). Previous work from our group has
demonstrated that EAEC induces AAF-dependent migration of PMNs across intestinal
epithelium (13). We have now identified MUC1 as a signaling surface receptor for AAFs
and have demonstrated that EAEC exploits MUC1 to trigger PMN migration. In fact,
reduced MUC1 expression attenuated the inflammatory response to EAEC strains
regardless of the AAF variant expressed. While other transmembrane mucins also have
signaling roles, reduced MUC13 expression did not impact EAEC-induced PMN migra-
tion in our model. This finding suggests that MUC1 plays a unique and critical role in
mediating host inflammatory responses to EAEC and may act as a sensor of bacterial
infection that triggers host cells to mount an inflammatory response.

Interestingly, we observed that purified AAFs combined with noninflammatory
commensal E. coli strains could also drive PMN migration in a MUC1-dependent
manner. Purified AAFs were unable to elicit inflammation by themselves, instead
requiring the presence of live bacteria. This implies that bacteria provide a costimula-
tory signal required for the AAFs to activate cellular signaling. The fact that boiling the
commensal E. coli prior to infection in the presence of AAFs abolished the inflammatory
phenotype suggests that the costimulatory signal is heat-labile, ruling out molecules
such as lipopolysaccharide (LPS) and peptidoglycan unless delivered via a mechanism
that requires live bacteria. We also considered the possibility that other bacterial
secreted compounds might provide a secondary signal required for AAFs to trigger the
inflammatory response. However, we did not detect PMN migration following exposure
of T84 cells to E. coli MG1655 supernatants in the presence or absence of AAF/II (data
not shown). Moreover, we have previously shown that the 042ΔfliC strain, which lacks
flagella, is equally capable as the 042 wt strain of inducing PMN migration, thereby
ruling out flagellin out as a candidate (13). Last, we examined whether type 1 fimbriae,
which bind to D-mannose residues on eukaryotic surfaces, could be involved. These
adhesins are highly common in both commensal E. coli, including MG1655, and
pathogenic E. coli and have been implicated in inflammation (50). Nevertheless, pre-
treatment with 1% mannose did not reduce the ability of the 042 wt or MG1655 strain
in the presence of AAF/II to drive PMN migration (data not shown). However, type 1
fimbriae could still prove to be the costimulatory inflammatory signal, e.g., by
mannose-independent host cell receptor recognition of the fimbriae. Further studies
are ongoing in an attempt to identify the exact nature of this costimulatory signal.

MUC1 has been implicated in numerous cell signaling pathways, including those
related to inflammation (32). MUC1 signaling can be mediated through phosphoryla-
tion of its cytoplasmic tail by growth factor receptors in response to external stimuli
such as hypoglycosylation or bacterial contact, which in turn may lead to phosphory-
lation of kinases anchored to the tail of the glycoprotein. For instance, P. aeruginosa
flagellin has been shown to bind to airway epithelial MUC1, leading to extracellular
signal-regulated kinase (ERK) activation (51). External stimuli may also cause the tail to
be cleaved and localized to the cell nucleus in complex with other proteins leading to
transcriptional activation of proliferative and inflammatory genes, including the MUC1
gene itself (32, 52).

Most studies linking MUC1 to inflammation suggest an anti-inflammatory function.
For instance, MUC1 inhibits nuclear factor NF-�B activity and interleukin-8 (IL-8) secre-
tion in gastric epithelium in response to H. pylori infection (53). MUC1 also downregu-
lates neutrophil influx in airway epithelium following P. aeruginosa infection (45). In
another study, MUC1 suppressed conjunctivitis in mice caused by Staphylococcus and
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Streptococcus species (54). Our results identifying a proinflammatory role for MUC1 in
response to an intestinal pathogen are novel and suggest that the role of MUC1 in
inflammation is complex and likely depends on a variety of factors, including the
specific pathogen and the site of infection. EAEC infection of epithelial cells triggers
AAF-dependent basolateral release of IL-8, the prototypical neutrophil-attracting chemo-
kine, facilitating recruitment of neutrophils out of the vasculature (12). We therefore
sought to determine whether MUC1 also plays a role in mediating this event. However,
no significant difference in IL-8 secretion was observed following EAEC 042 infection of
MUC1-reduced T84 cells compared to control cells (unpublished observations). Thus, it
appears that a distinct EAEC-activated host cell pathway is required for recruitment of
neutrophils to the basal membrane.

We have not yet determined how AAF binding to MUC1 drives intestinal inflamma-
tion, but our understanding of how EAEC infection induces neutrophil influx suggests
possible hypotheses. EAEC triggers epithelial synthesis of the PMN chemoattractant
hepoxilin A3 (HXA3) in a conserved manner also utilized by Salmonella enterica serovar
Typhimurium (41). In the case of S. Typhimurium, HXA3 is secreted through the apically
located efflux transporter MRP2, and localization of MRP2 to the apical surface is
mediated by the ERM (ezrin, radixin, and moesin) protein ezrin (55). Notably, ezrin has
been shown to colocalize with MUC1 in breast carcinomas (56). The MUC1 cytoplasmic
tail has also been shown to associate with protein kinase C-� (PKC-�), which we have
previously implicated in EAEC-induced PMN migration (41, 57). Further studies will
determine whether AAF binding to MUC1 is associated with changes in ezrin and PKC-�
localization or phosphorylation in a way that drives HXA3/MRP2 inflammation during
EAEC infection.

While MUC1 is found on all epithelial surfaces, it is sparse in the healthy human
intestine (48). However, MUC1 has been found to be upregulated in the inflamed
intestines of mice infected with enteric pathogens as well as in human patients with
ulcerative colitis (26, 28, 58). We found that infection with EAEC 042 strongly upregu-
lated epithelial MUC1 expression and that stimulation of MUC1 expression depended
on bacterial expression of AAFs. Thus, it is possible that EAEC is also capable of inducing
enhanced MUC1 expression in infected individuals and that the pathogen can exploit
this to its own advantage by inducing a proinflammatory neutrophil response that
promotes bacterial pathogenesis. In conclusion, we have identified MUC1 as a cellular
receptor for EAEC and demonstrated for the first time that MUC1 mediates a proin-
flammatory effect in response to an intestinal pathogen.

MATERIALS AND METHODS
Bacterial strains and growth conditions. The bacterial strains used in this study are listed in Table 1.

Bacteria were cultured in Luria-Bertani (LB) broth or agar. For immunofluorescent staining, EAEC
prototype strains 042, 042ΔaafA, C1010-00, 17-2, and 55989 were transformed with pEGFP (EGFP stands
for enhanced GFP) plasmid (Clontech), and carbenicillin-resistant clones were selected on LB medium.

Cell culturing. HEK293 cells stably expressing human MUC1 in the pcDNA3 vector (293MUC1) or
empty vector pcDNA3-HEK293 (293 cells) have been previously described (39). Cells were routinely
cultured in Dulbecco modified Eagle medium (DMEM), 10% heat-inactivated qualified fetal bovine serum
(FBS), antibiotics, and 200 �g/ml of G418 (Sigma).

TABLE 1 Bacterial strains used in this study

Strain Description Reference

042 Wild-type EAEC strain expressing AAF/II 59
17-2 Wild-type EAEC strain expressing AAF/I 60
JM221 Wild-type EAEC strain expressing AAF/I 19
55989 Wild-type EAEC strain expressing AAF/III 18
C1010-00 Wild-type EAEC strain expressing AAF/IV 17
042 aafA Strain 042 with TnphoA inserted into the aafA gene; previously designated mutant 3.4.14 42
C227-11 �cu EAEC strain C227-11 expressing AAF/I cured of the Stx2a-bearing phage 43
IH11128 Diffusely adherent E. coli strain 61
MG1655 Commensal E. coli strain 62
F-18 Commensal E. coli strain 63
HB101 Nonfimbriated E. coli strain 64
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T84 cells were cultured in DMEM with nutrient mixture F-12 (DMEM–F-12) (Invitrogen) containing
10% FBS, 100 U/ml penicillin, and 100 �g/ml streptomycin. Inverted polarized T84 cell monolayers were
constructed as previously described (13).

Lentiviral transduction of T84 cells with shRNA constructs against MUC1 or MUC13. Sequence-
verified short hairpin RNA (shRNA) lentiviral plasmids in pLKO.1-puromycin vector for MUC1 or MUC13
silencing in human cells were obtained from Open Biosystems through the RNAi (RNA interference) Core
Facility at University of Massachusetts Medical School. For production of lentiviral particles, three
components were transfected into HEK 293T cells: (i) pLKO.1 vector containing shRNA; (ii) a packaging
vector psPAX2 containing gag, pol, and rev genes; and (iii) envelope vector pMD.2G. For transfection, a
mixture of 12 �g plasmid with a gene coding for shRNA plus 9 �g packaging plasmid plus 3 �g envelope
plasmid combined with TransIT-293 transfection reagent (Mirus) in 1 ml Opti-MEM serum-free medium
was added to HEK 293T cells plated to 80% confluence in 10-cm petri dishes. Production of lentiviruses
was enhanced by replacement of the cell culture medium 24 h posttranfection. Twenty-four hours later,
the viral supernatants were harvested, passed through Whatman Puradisc 0.45-�m filters, and added
with 8 �g/ml Polybrene to T84 cells plated to 20% confluence in a six-well plate. After 24 h, the
transduction procedure was repeated. The next day, the T84 cells were passaged into T-25 25-cm2 flasks
containing regular T84 cell medium. Twenty-four hours later, selection for stable shRNA-containing cell
was initiated by replacing medium with fresh medium containing 5 �g/ml puromycin.

Binding assays. Adhesion of EAEC strains to HEK293 cells was performed by two procedures. In the
first procedure, HEK293 and HEK293MUC1 cells were grown on eight-well Millicell EZ glass slides
(Millipore) coated with poly-L-lysine (Sigma) and incubated at 37°C for 1 h with EAEC 042 previously
stained with the lipophilic probe FM4-64FX (Life Technologies, Inc.), which fluoresces upon binding to
plasma membranes (red fluorescence). Subsequently, cells were washed two times with Dulbecco’s
phosphate-buffered saline (PBS) (pH 7.4) and fixed with formalin for analysis by fluorescence microscopy.
In the second procedure, cells were grown on monolayers, detached and rounded with PBS containing
0.35 mM EDTA, and washed with PBS. A total of 2 � 106 cells in suspension were stained with FM4-64FX
for membranes and 4=,6=-diamidino-2-phenylindole (DAPI) for nucleus visualization for 5 min, followed
by incubation with EAEC expressing GFP at a multiplicity of infection (MOI) of 20 in DMEM without FBS
and antibiotics for 1 h at 37°C. The cells were then washed three times with HBSS and resuspended in
5% formalin for analysis.

Adhesion of E. coli strains to T84 cells was performed by plating and CFU determination as previously
described (13).

Immunofluorescence. Fixed HEK293 cells were blocked with PBS containing 2% FBS, incubated with
fluorescein isothiocyanate (FITC)-conjugated mouse anti-MUC1 monoclonal antibody (MAb) (BD) (diluted
1:200) for 1 h, and washed three times with PBS containing Tween 20. After the cells were washed, the
coverslips were mounted using ProLog antifade DAPI (Life Technologies) and PolyMount seller (Poly-
sciences, Inc.). The immunostaining was analyzed and photographed using epifluorescence microscopy
(Olympus BX51).

Coating of polystyrene beads with purified AAF fimbriae. AAF fimbriae from EAEC strains were
purified by the method of Izquierdo et al. (23). Forty microliters of Polybead polystyrene microspheres
(Polysciences Inc.) was suspended in 360 �l of 0.1 M borate buffer (pH 8.5) (Polysciences Inc.), spun down,
and resuspended in borate buffer three times. Purified AAF/II or bovine serum albumin (BSA) (negative
control) was then added to the beads in borate buffer (total volume of 400 �l) and incubated overnight.
The coated beads were then spun down, washed three times in Hank’s balanced salt solution (HBSS), and
finally resuspended in HBSS to a final volume of 400 �l.

For confirming proper coating, the final resuspensions were separated on a polyacrylamide gel and
immunoblotted using AafA Rab (23).

Histological procedures on human intestinal xenografts. Cryosections of previously infected
human intestinal xenografts mounted on glass slides (13) were fixed in 4% paraformaldehyde (in PBS),
washed, and blocked in 1% FBS and 0.1% Triton X-100 (in PBS), incubated overnight in blocking buffer
with MUC1 (VU4H5) MAb (Abcam, Inc.) (1:100), then washed, and incubated with Alexa Fluor 633. After
the slides were washed, the slides were mounted using DAPI-containing Vectashield solution (Vector)
and analyzed using a fluorescence microscope.

SUPPLEMENTAL MATERIAL
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V. 1996. Enteroaggregative Escherichia coli associated with an outbreak
of diarrhoea in a neonatal nursery ward. Epidemiol Infect 117:11–16.
https://doi.org/10.1017/S0950268800001072.

6. Itoh Y, Nagano I, Kunishima M, Ezaki T. 1997. Laboratory investigation of
enteroaggregative Escherichia coli O untypeable:H10 associated with a
massive outbreak of gastrointestinal illness. J Clin Microbiol 35:
2546 –2550.

7. Scavia G, Staffolani M, Fisichella S, Striano G, Colletta S, Ferri G, Escher M,
Minelli F, Caprioli A. 2008. Enteroaggregative Escherichia coli associated
with a foodborne outbreak of gastroenteritis. J Med Microbiol 57:
1141–1146. https://doi.org/10.1099/jmm.0.2008/001362-0.

8. Rasko DA, Webster DR, Sahl JW, Bashir A, Boisen N, Scheutz F, Paxinos EE,
Sebra R, Chin CS, Iliopoulos D, Klammer A, Peluso P, Lee L, Kislyuk AO,
Bullard J, Kasarskis A, Wang S, Eid J, Rank D, Redman JC, Steyert SR,
Frimodt-Møller J, Struve C, Petersen AM, Krogfelt KA, Nataro JP, Schadt
EE, Waldor MK. 2011. Origins of the E. coli strain causing an outbreak of
hemolytic-uremic syndrome in Germany. N Engl J Med 365:709 –717.
https://doi.org/10.1056/NEJMoa1106920.

9. Buchholz U, Bernard H, Werber D, Böhmer MM, Remschmidt C, Wilking
H, Deleré Y, an der Heiden M, Adlhoch C, Dreesman J, Ehlers J, Ethelberg
S, Faber M, Frank C, Fricke G, Greiner M, Höhle M, Ivarsson S, Jark U,
Kirchner M, Koch J, Krause G, Luber P, Rosner B, Stark K, Kühne M. 2011
German outbreak of Escherichia coli O104:H4 associated with sprouts. N
Engl J Med 365:1763–1770. https://doi.org/10.1056/NEJMoa1106482.

10. Steiner TS, Lima AA, Nataro JP, Guerrant RL. 1998. Enteroaggregative
Escherichia coli produce intestinal inflammation and growth impairment
and cause interleukin-8 release from intestinal epithelial cells. J Infect Dis
177:88 –96. https://doi.org/10.1086/513809.

11. Nataro JP. 2005. Enteroaggregative Escherichia coli pathogenesis. Curr
Opin Gastroenterol 21:4 – 8.

12. Harrington SM, Strauman MC, Abe CM, Nataro JP. 2005. Aggregative
adherence fimbriae contribute to the inflammatory response of epithe-
lial cells infected with enteroaggregative Escherichia coli. Cell Microbiol
7:1565–1578. https://doi.org/10.1111/j.1462-5822.2005.00588.x.

13. Boll EJ, Struve C, Sander A, Demma Z, Nataro JP, McCormick BA, Krogfelt
KA. 2012. The fimbriae of enteroaggregative Escherichia coli induce
epithelial inflammation in vitro and in a human intestinal xenograft
model. J Infect Dis 206:714 –722. https://doi.org/10.1093/infdis/jis417.

14. Boisen N, Hansen AM, Melton-Celsa AR, Zangari T, Mortensen NP, Kaper
JB, O’Brien AD, Nataro JP. 2014. The presence of the pAA plasmid in the
German O104:H4 Shiga toxin type 2a (Stx2a)-producing enteroaggrega-
tive Escherichia coli strain promotes the translocation of Stx2a across an
epithelial cell monolayer. J Infect Dis 210:1909 –1919. https://doi.org/10
.1093/infdis/jiu399.

15. Strauman MC, Harper JM, Harrington SM, Boll EJ, Nataro JP. 2010.
Enteroaggregative Escherichia coli disrupts epithelial cell tight junctions.
Infect Immun 78:4958 – 4964. https://doi.org/10.1128/IAI.00580-10.

16. Jønsson R, Struve C, Boisen N, Mateiu RV, Santiago AE, Jenssen H, Nataro
JP, Krogfelt KA. 2015. Novel aggregative adherence fimbria variant of
enteroaggregative Escherichia coli. Infect Immun 83:1396 –1405. https://
doi.org/10.1128/IAI.02820-14.

17. Boisen N, Struve C, Scheutz F, Krogfelt KA, Nataro JP. 2008. New adhesin
of enteroaggregative Escherichia coli related to the Afa/Dr/AAF family.
Infect Immun 76:3281–3292. https://doi.org/10.1128/IAI.01646-07.

18. Bernier C, Gounon P, Le Bouguénec C. 2002. Identification of an aggre-
gative adhesion fimbria (AAF) type III-encoding operon in enteroaggre-
gative Escherichia coli as a sensitive probe for detecting the AAF-
encoding operon family. Infect Immun 70:4302– 4311. https://doi.org/10
.1128/IAI.70.8.4302-4311.2002.

19. Nataro JP, Deng Y, Cookson S, Cravioto A, Savarino SJ, Guers LD, Levine
MM, Tacket CO. 1995. Heterogeneity of enteroaggregative Escherichia
coli virulence demonstrated in volunteers. J Infect Dis 171:465– 468.
https://doi.org/10.1093/infdis/171.2.465.

20. Busch A, Waksman G. 2012. Chaperone-usher pathways: diversity and
pilus assembly mechanism. Philos Trans R Soc Lond B Biol Sci 367:
1112–1122. https://doi.org/10.1098/rstb.2011.0206.

21. Berry AA, Yang Y, Pakharukova N, Garnett JA, Lee WC, Cota E, Marchant
J, Roy S, Tuittila M, Liu B, Inman KG, Ruiz-Perez F, Mandomando I, Nataro
JP, Zavialov AV, Matthews S. 2014. Structural insight into host recogni-
tion by aggregative adherence fimbriae of enteroaggregative Esche-
richia coli. PLoS Pathog 10:e1004404. https://doi.org/10.1371/journal
.ppat.1004404.

22. Farfan MJ, Inman KG, Nataro JP. 2008. The major pilin subunit of the
AAF/II fimbriae from enteroaggregative Escherichia coli mediates bind-
ing to extracellular matrix proteins. Infect Immun 76:4378 – 4384. https://
doi.org/10.1128/IAI.00439-08.

23. Izquierdo M, Navarro-Garcia F, Nava-Acosta R, Nataro JP, Ruiz-Perez F,
Farfan MJ. 2014. Identification of cell surface-exposed proteins involved
in the fimbria-mediated adherence of enteroaggregative Escherichia coli
to intestinal cells. Infect Immun 82:1719 –1724. https://doi.org/10.1128/
IAI.01651-13.

24. Li H, Limenitakis JP, Fuhrer T, Geuking MB, Lawson MA, Wyss M, Brugir-
oux S, Keller I, Macpherson JA, Rupp S, Stolp B, Stein JV, Stecher B, Sauer
U, McCoy KD, Macpherson AJ. 2015. The outer mucus layer hosts a
distinct intestinal microbial niche. Nat Commun 6:8292. https://doi.org/
10.1038/ncomms9292.

25. Johansson ME, Phillipson M, Petersson J, Velcich A, Holm L, Hansson GC.
2008. The inner of the two Muc2 mucin-dependent mucus layers in
colon is devoid of bacteria. Proc Natl Acad Sci U S A 105:15064 –15069.
https://doi.org/10.1073/pnas.0803124105.

26. Lindén SK, Florin TH, McGuckin MA. 2008. Mucin dynamics in intestinal
bacterial infection. PLoS One 3:e3952. https://doi.org/10.1371/journal
.pone.0003952.

27. Harrington SM, Sheikh J, Henderson IR, Ruiz-Perez F, Cohen PS, Nataro
JP. 2009. The Pic protease of enteroaggregative Escherichia coli pro-
motes intestinal colonization and growth in the presence of mucin.
Infect Immun 77:2465–2473. https://doi.org/10.1128/IAI.01494-08.

28. McAuley JL, Linden SK, Png CW, King RM, Pennington HL, Gendler SJ,
Florin TH, Hill GR, Korolik V, McGuckin MA. 2007. MUC1 cell surface
mucin is a critical element of the mucosal barrier to infection. J Clin
Invest 117:2313–2324. https://doi.org/10.1172/JCI26705.

29. Lindén SK, Sheng YH, Every AL, Miles KM, Skoog EC, Florin TH, Sutton P,
McGuckin MA. 2009. MUC1 limits Helicobacter pylori infection both by
steric hindrance and by acting as a releasable decoy. PLoS Pathog
5:e1000617. https://doi.org/10.1371/journal.ppat.1000617.

30. McGuckin MA, Lindén SK, Sutton P, Florin TH. 2011. Mucin dynamics and
enteric pathogens. Nat Rev Microbiol 9:265–278. https://doi.org/10
.1038/nrmicro2538.

31. Parker P, Sando L, Pearson R, Kongsuwan K, Tellam RL, Smith S. 2010.
Bovine Muc1 inhibits binding of enteric bacteria to Caco-2 cells. Glyco-
conj J 27:89 –97. https://doi.org/10.1007/s10719-009-9269-2.

32. Singh PK, Hollingsworth MA. 2006. Cell surface-associated mucins in

Fimbriae-Mediated Inflammation by EAEC through MUC1 ®

May/June 2017 Volume 8 Issue 3 e00717-17 mbio.asm.org 11

https://doi.org/10.1086/320756
https://doi.org/10.1086/320756
https://doi.org/10.1099/jmm.0.054262-0
https://doi.org/10.1086/380489
https://doi.org/10.1017/S0950268800001072
https://doi.org/10.1099/jmm.0.2008/001362-0
https://doi.org/10.1056/NEJMoa1106920
https://doi.org/10.1056/NEJMoa1106482
https://doi.org/10.1086/513809
https://doi.org/10.1111/j.1462-5822.2005.00588.x
https://doi.org/10.1093/infdis/jis417
https://doi.org/10.1093/infdis/jiu399
https://doi.org/10.1093/infdis/jiu399
https://doi.org/10.1128/IAI.00580-10
https://doi.org/10.1128/IAI.02820-14
https://doi.org/10.1128/IAI.02820-14
https://doi.org/10.1128/IAI.01646-07
https://doi.org/10.1128/IAI.70.8.4302-4311.2002
https://doi.org/10.1128/IAI.70.8.4302-4311.2002
https://doi.org/10.1093/infdis/171.2.465
https://doi.org/10.1098/rstb.2011.0206
https://doi.org/10.1371/journal.ppat.1004404
https://doi.org/10.1371/journal.ppat.1004404
https://doi.org/10.1128/IAI.00439-08
https://doi.org/10.1128/IAI.00439-08
https://doi.org/10.1128/IAI.01651-13
https://doi.org/10.1128/IAI.01651-13
https://doi.org/10.1038/ncomms9292
https://doi.org/10.1038/ncomms9292
https://doi.org/10.1073/pnas.0803124105
https://doi.org/10.1371/journal.pone.0003952
https://doi.org/10.1371/journal.pone.0003952
https://doi.org/10.1128/IAI.01494-08
https://doi.org/10.1172/JCI26705
https://doi.org/10.1371/journal.ppat.1000617
https://doi.org/10.1038/nrmicro2538
https://doi.org/10.1038/nrmicro2538
https://doi.org/10.1007/s10719-009-9269-2
http://mbio.asm.org


signal transduction. Trends Cell Biol 16:467– 476. https://doi.org/10
.1016/j.tcb.2006.07.006.

33. Sheng YH, Triyana S, Wang R, Das I, Gerloff K, Florin TH, Sutton P,
McGuckin MA. 2013. MUC1 and MUC13 differentially regulate epithelial
inflammation in response to inflammatory and infectious stimuli. Muco-
sal Immunol 6:557–568. https://doi.org/10.1038/mi.2012.98.

34. Andrianifahanana M, Moniaux N, Batra SK. 2006. Regulation of mucin
expression: mechanistic aspects and implications for cancer and inflam-
matory diseases. Biochim Biophys Acta 1765:189 –222. https://doi.org/
10.1016/j.bbcan.2006.01.002.

35. Patton S, Gendler SJ, Spicer AP. 1995. The epithelial mucin, MUC1, of
milk, mammary gland and other tissues. Biochim Biophys Acta 1241:
407– 423. https://doi.org/10.1016/0304-4157(95)00014-3.

36. Kufe D, Inghirami G, Abe M, Hayes D, Justi-Wheeler H, Schlom J. 1984.
Differential reactivity of a novel monoclonal antibody (DF3) with human
malignant versus benign breast tumors. Hybridoma 3:223–232. https://
doi.org/10.1089/hyb.1984.3.223.

37. Kirschenbaum A, Itzkowitz SH, Wang JP, Yao S, Eliashvili M, Levine AC.
1999. MUC1 expression in prostate carcinoma: correlation with grade
and stage. Mol Urol 3:163–168.

38. Ishikawa N, Hattori N, Yokoyama A, Tanaka S, Nishino R, Yoshioka K,
Ohshimo S, Fujitaka K, Ohnishi H, Hamada H, Arihiro K, Kohno N. 2008.
Usefulness of monitoring the circulating Krebs von den Lungen-6 levels
to predict the clinical outcome of patients with advanced nonsmall cell
lung cancer treated with epidermal growth factor receptor tyrosine
kinase inhibitors. Int J Cancer 122:2612–2620. https://doi.org/10.1002/
ijc.23411.

39. Lillehoj EP, Kim BT, Kim KC. 2002. Identification of Pseudomonas aerugi-
nosa flagellin as an adhesin for Muc1 mucin. Am J Physiol Lung Cell Mol
Physiol 282:L751–L756. https://doi.org/10.1152/ajplung.00383.2001.

40. McGuckin MA, Every AL, Skene CD, Linden SK, Chionh YT, Swierczak A,
McAuley J, Harbour S, Kaparakis M, Ferrero R, Sutton P. 2007. Muc1
mucin limits both Helicobacter pylori colonization of the murine gastric
mucosa and associated gastritis. Gastroenterology 133:1210 –1218.

41. Boll EJ, Struve C, Sander A, Demma Z, Krogfelt KA, McCormick BA. 2012.
Enteroaggregative Escherichia coli promotes transepithelial migration of
neutrophils through a conserved 12-lipoxygenase pathway. Cell Micro-
biol 14:120 –132. https://doi.org/10.1111/j.1462-5822.2011.01706.x.

42. Czeczulin JR, Balepur S, Hicks S, Phillips A, Hall R, Kothary MH, Navarro-
Garcia F, Nataro JP. 1997. Aggregative adherence fimbria II, a second
fimbrial antigen mediating aggregative adherence in enteroaggregative
Escherichia coli. Infect Immun 65:4135– 4145.

43. Zangari T, Melton-Celsa AR, Panda A, Boisen N, Smith MA, Tatarov I, De
Tolla LJ, Nataro JP, O’Brien AD. 2013. Virulence of the Shiga toxin type
2-expressing Escherichia coli O104:H4 German outbreak isolate in two
animal models. Infect Immun 81:1562–1574. https://doi.org/10.1128/IAI
.01310-12.

44. Bétis F, Brest P, Hofman V, Guignot J, Kansau I, Rossi B, Servin A, Hofman
P. 2003. Afa/Dr diffusely adhering Escherichia coli infection in T84 cell
monolayers induces increased neutrophil transepithelial migration,
which in turn promotes cytokine-dependent upregulation of decay-
accelerating factor (CD55), the receptor for Afa/Dr adhesins. Infect Im-
mun 71:1774 –1783. https://doi.org/10.1128/IAI.71.4.1774-1783.2003.

45. Lu W, Hisatsune A, Koga T, Kato K, Kuwahara I, Lillehoj EP, Chen W, Cross
AS, Gendler SJ, Gewirtz AT, Kim KC. 2006. Enhanced pulmonary clear-
ance of Pseudomonas aeruginosa by Muc1 knockout mice. J Immunol
176:3890 –3894. https://doi.org/10.4049/jimmunol.176.7.3890.

46. Williams SJ, Wreschner DH, Tran M, Eyre HJ, Sutherland GR, McGuckin
MA. 2001. Muc13, a novel human cell surface mucin expressed by
epithelial and hemopoietic cells. J Biol Chem 276:18327–18336. https://
doi.org/10.1074/jbc.M008850200.

47. Nataro JP, Hicks S, Phillips AD, Vial PA, Sears CL. 1996. T84 cells in culture
as a model for enteroaggregative Escherichia coli pathogenesis. Infect
Immun 64:4761– 4768.

48. Sheng YH, Hasnain SZ, Florin TH, McGuckin MA. 2012. Mucins in inflam-
matory bowel diseases and colorectal cancer. J Gastroenterol Hepatol
27:28 –38. https://doi.org/10.1111/j.1440-1746.2011.06909.x.

49. Savidge TC, Morey AL, Ferguson DJ, Fleming KA, Shmakov AN, Phillips
AD. 1995. Human intestinal development in a severe-combined immu-
nodeficient xenograft model. Differentiation 58:361–371. https://doi
.org/10.1046/j.1432-0436.1995.5850361.x.

50. Carvalho FA, Barnich N, Sivignon A, Darcha C, Chan CH, Stanners CP,
Darfeuille-Michaud A. 2009. Crohn’s disease adherent-invasive Esche-
richia coli colonize and induce strong gut inflammation in transgenic
mice expressing human CEACAM. J Exp Med 206:2179 –2189. https://doi
.org/10.1084/jem.20090741.

51. Lillehoj EP, Kim H, Chun EY, Kim KC. 2004. Pseudomonas aeruginosa
stimulates phosphorylation of the airway epithelial membrane glyco-
protein Muc1 and activates MAP kinase. Am J Physiol Lung Cell Mol
Physiol 287:L809 –L815. https://doi.org/10.1152/ajplung.00385.2003.

52. Ahmad R, Rajabi H, Kosugi M, Joshi MD, Alam M, Vasir B, Kawano T,
Kharbanda S, Kufe D. 2011. MUC1-C oncoprotein promotes STAT3 acti-
vation in an autoinductive regulatory loop. Sci Signal 4:ra9. https://doi
.org/10.1126/scisignal.2001426.

53. Park YS, Guang W, Blanchard TG, Kim KC, Lillehoj EP. 2012. Suppression
of IL-8 production in gastric epithelial cells by MUC1 mucin and perox-
isome proliferator-associated receptor-�. Am J Physiol Gastrointest Liver
Physiol 303:G765–G774. https://doi.org/10.1152/ajpgi.00023.2012.

54. Kardon R, Price RE, Julian J, Lagow E, Tseng SC, Gendler SJ, Carson DD.
1999. Bacterial conjunctivitis in Muc1 null mice. Invest Ophthalmol Vis
Sci 40:1328 –1335.

55. Agbor TA, Demma ZC, Mumy KL, Bien JD, McCormick BA. 2011. The ERM
protein, ezrin, regulates neutrophil transmigration by modulating the
apical localization of MRP2 in response to the SipA effector protein
during Salmonella Typhimurium infection. Cell Microbiol 13:2007–2021.
https://doi.org/10.1111/j.1462-5822.2011.01693.x.

56. Bennett R, Järvelä T, Engelhardt P, Kostamovaara L, Sparks P, Carpén O,
Turunen O, Vaheri A. 2001. Mucin MUC1 is seen in cell surface protru-
sions together with ezrin in immunoelectron tomography and is con-
centrated at tips of filopodial protrusions in MCF-7 breast carcinoma
cells. J Histochem Cytochem 49:67–77. https://doi.org/10.1177/0022
15540104900107.

57. Ren J, Li Y, Kufe D. 2002. Protein kinase C delta regulates function of the
DF3/MUC1 carcinoma antigen in beta-catenin signaling. J Biol Chem
277:17616 –17622. https://doi.org/10.1074/jbc.M200436200.

58. Longman RJ, Poulsom R, Corfield AP, Warren BF, Wright NA, Thomas MG.
2006. Alterations in the composition of the supramucosal defense bar-
rier in relation to disease severity of ulcerative colitis. J Histochem
Cytochem 54:1335–1348. https://doi.org/10.1369/jhc.5A6904.2006.

59. Nataro JP, Baldini MM, Kaper JB, Black RE, Bravo N, Levine MM. 1985.
Detection of an adherence factor of enteropathogenic Escherichia coli
with a DNA probe. J Infect Dis 152:560 –565. https://doi.org/10.1093/
infdis/152.3.560.

60. Nataro JP, Yikang D, Yingkang D, Walker K. 1994. AggR, a transcriptional
activator of aggregative adherence fimbria I expression in enteroaggre-
gative Escherichia coli. J Bacteriol 176:4691– 4699. https://doi.org/10
.1128/jb.176.15.4691-4699.1994.

61. Nowicki B, Moulds J, Hull R, Hull S. 1988. A hemagglutinin of uropatho-
genic Escherichia coli recognizes the Dr blood group antigen. Infect
Immun 56:1057–1060.

62. Blattner FR, Plunkett G, Bloch CA, Perna NT, Burland V, Riley M, Collado-
Vides J, Glasner JD, Rode CK, Mayhew GF, Gregor J, Davis NW, Kirkpatrick
HA, Goeden MA, Rose DJ, Mau B, Shao Y. 1997. The complete genome
sequence of Escherichia coli K-12. Science 277:1453–1462. https://doi
.org/10.1126/science.277.5331.1453.

63. Cohen PS, Rossoll R, Cabelli VJ, Yang SL, Laux DC. 1983. Relationship
between the mouse colonizing ability of a human fecal Escherichia coli
strain and its ability to bind a specific mouse colonic mucous gel protein.
Infect Immun 40:62– 69.

64. Boyer HW, Roulland-Dussoix D. 1969. A complementation analysis of the
restriction and modification of DNA in Escherichia coli. J Mol Biol 41:
459 – 472. https://doi.org/10.1016/0022-2836(69)90288-5.

Boll et al. ®

May/June 2017 Volume 8 Issue 3 e00717-17 mbio.asm.org 12

https://doi.org/10.1016/j.tcb.2006.07.006
https://doi.org/10.1016/j.tcb.2006.07.006
https://doi.org/10.1038/mi.2012.98
https://doi.org/10.1016/j.bbcan.2006.01.002
https://doi.org/10.1016/j.bbcan.2006.01.002
https://doi.org/10.1016/0304-4157(95)00014-3
https://doi.org/10.1089/hyb.1984.3.223
https://doi.org/10.1089/hyb.1984.3.223
https://doi.org/10.1002/ijc.23411
https://doi.org/10.1002/ijc.23411
https://doi.org/10.1152/ajplung.00383.2001
https://doi.org/10.1111/j.1462-5822.2011.01706.x
https://doi.org/10.1128/IAI.01310-12
https://doi.org/10.1128/IAI.01310-12
https://doi.org/10.1128/IAI.71.4.1774-1783.2003
https://doi.org/10.4049/jimmunol.176.7.3890
https://doi.org/10.1074/jbc.M008850200
https://doi.org/10.1074/jbc.M008850200
https://doi.org/10.1111/j.1440-1746.2011.06909.x
https://doi.org/10.1046/j.1432-0436.1995.5850361.x
https://doi.org/10.1046/j.1432-0436.1995.5850361.x
https://doi.org/10.1084/jem.20090741
https://doi.org/10.1084/jem.20090741
https://doi.org/10.1152/ajplung.00385.2003
https://doi.org/10.1126/scisignal.2001426
https://doi.org/10.1126/scisignal.2001426
https://doi.org/10.1152/ajpgi.00023.2012
https://doi.org/10.1111/j.1462-5822.2011.01693.x
https://doi.org/10.1177/002215540104900107
https://doi.org/10.1177/002215540104900107
https://doi.org/10.1074/jbc.M200436200
https://doi.org/10.1369/jhc.5A6904.2006
https://doi.org/10.1093/infdis/152.3.560
https://doi.org/10.1093/infdis/152.3.560
https://doi.org/10.1128/jb.176.15.4691-4699.1994
https://doi.org/10.1128/jb.176.15.4691-4699.1994
https://doi.org/10.1126/science.277.5331.1453
https://doi.org/10.1126/science.277.5331.1453
https://doi.org/10.1016/0022-2836(69)90288-5
http://mbio.asm.org

	RESULTS
	MUC1 is a cell receptor for EAEC. 
	EAEC binds to MUC1 on the surfaces of intestinal epithelial cells. 
	EAEC-induced PMN migration is mediated by MUC1. 
	Purified AAFs elicit MUC1-dependent inflammation in the presence of commensal E. coli. 
	EAEC infection enhances MUC1 expression in human intestinal xenografts in an AAF-dependent manner. 

	DISCUSSION
	MATERIALS AND METHODS
	Bacterial strains and growth conditions. 
	Cell culturing. 
	Lentiviral transduction of T84 cells with shRNA constructs against MUC1 or MUC13. 
	Binding assays. 
	Immunofluorescence. 
	Coating of polystyrene beads with purified AAF fimbriae. 
	Histological procedures on human intestinal xenografts. 

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

