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Abstract
Gluten is only partially digested by intestinal enzymes and can generate peptides that can alter intestinal permeability, facilitating bacterial
translocation, thus affecting the immune system. Few studies addressed the role of diet with gluten in the development of colitis. Therefore,
we investigate the effects of wheat gluten-containing diet on the evolution of sodium dextran sulphate (DSS)-induced colitis. Mice were fed a
standard diet without (colitis group) or with 4·5% wheat gluten (colitis + gluten) for 15 d and received DSS solution (1·5%, w/v) instead of
water during the last 7 d. Compared with the colitis group, colitis + gluten mice presented a worse clinical score, a larger extension of colonic
injury area, and increased mucosal inflammation. Both intestinal permeability and bacterial translocation were increased, propitiating bacteria
migration for peripheral organs. The mechanism by which diet with gluten exacerbates colitis appears to be related to changes in protein
production and organisation in adhesion junctions and desmosomes. The protein α-E-catenin was especially reduced in mice fed gluten,
which compromised the localisation of E-cadherin and β-catenin proteins, weakening the structure of desmosomes. The epithelial damage
caused by gluten included shortening of microvilli, a high number of digestive vacuoles, and changes in the endosome/lysosome system. In
conclusion, our results show that wheat gluten-containing diet exacerbates the mucosal damage caused by colitis, reducing intestinal barrier
function and increasing bacterial translocation. These effects are related to the induction of weakness and disorganisation of adhesion
junctions and desmosomes as well as shortening of microvilli and modification of the endocytic vesicle route.
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Gluten is a protein complex composed of glutenins and pro-
lamins found naturally in the seed of many cereals such as
barley, rye and wheat. It is formed when the insoluble proteins
(glutenin and gliadin) are mixed in the presence of water,
becoming a viscoelastic mass(1). Studies have shown that gluten
is partially digested by enzymes in the gastrointestinal tract,
which could lead to the formation of immunogenic peptides as
gliadin, a prolamin that composes the gluten(2). Gliadin could
favour the proliferation of pathogenic bacteria(3), which sub-
stitutes the native microbiota. This dysbiosis is associated with
the reduction of intestinal barrier function, potentially facilita-
ting infection and inflammation(4–7). Besides, fractions of amy-
lase–trypsin inhibitors (ATI), a family of small homologous

proteins capable of triggering symptoms of sensitivity or allergy
which are naturally present in wheat can contaminate gluten
during the protein isolation process and may contribute to the
induction of inflammatory bowel response by increasing pro-
inflammatory cell and cytokine levels(8–10).

Adherence to a gluten-free diet is commonly recommended
for individuals with coeliac disease, non-coeliac gluten sensi-
tivity or wheat allergy. However, some experimental studies
suggest that gluten-free diets might also be useful to prevent or
treat rheumatoid arthritis, type 1 diabetes mellitus, obesity and
insulin resistance and inflammatory bowel disease (IBD), such
as Crohn’s disease, irritable bowel syndrome and ulcerative
colitis (UC)(11–15).

Abbreviations: 99mTc, 99mtechnetium: ATI, amylase–trypsin inhibitor: C, control: Col, colitis: Col +G, colitis + gluten: DSS, sodium dextran sulphate: IBD,
inflammatory bowel disease: TEM, transmission electron microscopy: UC, ulcerative colitis.
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UC is an idiopathic disease characterised by recurrent epi-
sodes of inflammation that predominantly affects the mucous
and submucosal layers of the colon, causing gastrointestinal
lesions, including ulcers and open wounds on the surface of the
lining, diarrhoea and haemorrhage(16,17). The clinical course is
characterised by periods of remission and exacerbation, which
may occur spontaneously or in response to treatment(18).
Although it may affect individuals in all age groups, UC is
usually diagnosed between late adolescence and early adult-
hood and affects both sexes equally(17,19).
In areas such as northern Europe and North America, the

incidence and prevalence of IBD, such as UC, are beginning to
stabilise. However, in low-incidence areas, such as southern
Europe, Asia, Oceania, and much of the developing world, they
continue to grow(19,20). The incidence has increased in newly
industrialised countries in Africa, Asia and South America since
1990(20) and is estimated that 2·2 million people in Europe and
1·4 million people in the USA suffer from these diseases(19).
Several mechanisms have been proposed to elucidate the

causes of UC, including abnormal immune response to dietary
antigens, such as gluten(12,15,21). However, few studies have
addressed the role of the diet containing wheat gluten and the
development of UC.
In this study, we evaluated the effect of the gluten-containing

diet on the evolution of UC as well as the morphological and
cellular changes in the intestinal mucosa in a model of experi-
mental colitis in C57BL/6 mice.

Methods

Animals and diet

This study was approved by the Ethics Committee on Animal
Use the Federal University of Minas Gerais (protocol 253/2015).
8-week-old female C57BL/6 mice were group housed (2–5
animals per cage) in a room with 12 h light cycles and con-
trolled temperature (26± 2°C). All mice received an AIN-93M
diet for 10 d before the start of the experiment (adaptation
period). After adaptation, mice were divided into four groups:
control (C), control + gluten (C +G), colitis (Col) and colitis +
gluten (Col +G). The C and Col groups received a gluten-free
AIN-93M diet. The C+G and Col +G groups received an
AIN-93M diet with 4·5% vital wheat gluten (Granotec). All diets
had the same composition (15·8% proteins, 74·2% carbo-
hydrates, 10·0% lipids and 11·54 kJ/g (2·76 kcal/g); online sup-
plementary Tables S1 and S2). The Col groups received sodium
dextran sulphate (DSS – molecular weight, 36 000–50 000Da;
MPBiomedicals) solution (1·5%, w/v) instead of drinking water
for the last seven experimental days. DSS was prepared as pre-
viously described and administered in aqueous solution(22). Diet
and water (or DSS solution) were provided ad libitum. Body
weight and food intake were evaluated weekly. At the end of the
experiment (15th day), all animals were anaesthetised and
euthanised for collection of blood and organs.
In the initial studies comparing healthy mice fed a diet with or

without gluten, gluten intake did not affect the clinical score,
intestinal inflammatory infiltrate (online Supplementary Fig. S1),
histopathological alterations (online Supplementary Fig. S2) and

intestinal permeability (online Supplementary Fig. S3). Since C
and C+G groups showed no differences in any result, we
believe that the contribution of the C+G group would be
modest in face of the number of mice that should be euthanised
and, due to ethical reasons, we continued our study using only
the C group to be compared with the Col groups.

Clinical score and colon inflammatory status

The clinical score was obtained by analysis of stool consistency
and presence of faecal blood detected using a Hemoccult kit
(InLab), as previously reported(22). The colon inflammatory
status was evaluated by colonic myeloperoxidase (MPO),
eosinophil peroxidase (EPO) and N-acetylglucosaminidase
enzymes present in neutrophils and eosinophils and macro-
phages, respectively, as previously described(23).

Histological analysis

Colons were collected, measured and fixed in Bouin solution
and then immersed in buffered formalin for 2 weeks before
inclusion in paraplast. After inclusion, the sections were coded
and stained with haematoxylin and eosin for further blind
analysis by a trained pathologist. The mucosa integrity was
evaluated for the depletion of goblet cells, the presence of
mucosal erosion or ulceration, inflammatory infiltrate and
oedema. These analyses were blinded and based on the scores
system, which ranged from 0 (no injury) to 3 (serious injury)
(adapted)(24). The results are presented as the sum of the score
obtained for each parameter. The extension of the area affected
by inflammation was filmed for analysis and then measured.

Intestinal permeability

The evaluation of intestinal permeability was performed 4 h
after gavage of 0·1ml of a solution of diethylene-
triamenepentaacetate acid (DTPA) labelled using 18·5MBq of
99mTechnetium (99mTc), as previously described(25). The radio-
activity was measured using a gamma counter (PerkinElmer
Wallac Wizard 1470-020 Gamma Counter; PerkinElmer Inc.).
Final results were expressed as a percentage of the adminis-
trated dose per gram of tissue or organ (%Dose/g).

Bacterial translocation

The culture, preparation and labelling of Escherichia coli were
performed as previously described(25). On the last day of the
experiment, animals received a suspension containing 99mTc-
labelled E. coli (108 cells) by gavage. At 45 and 120min after
gavage, mice were anaesthetised and placed in the supine
position under the camera range (Nuclide™ TH 22; Mediso). A
20% window centred at 140 kV and low-energy collimator were
used to direct the rays. The images were obtained for 5min and
stored in a matrix 256× 256 pixels. After that, mice were
euthanised and blood, mesenteric lymph nodes, liver, spleen
and lungs were collected for radioactivity count in an auto-
mated gamma counter (PerkinElmer Wallac Wizard 1470-020
Gamma Counter; PerkinElmer Inc.), as previously described(25).
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The same protocol was used to investigate bacteria translocation 4h
after 99mTc-E. coli administration, except for the image acquisition
that was not performed (only at 45min and 2h). The results of
radioactivity count were expressed as count/min per g of tissue.

Transmission electron microscopy

Sections of the colon (2 µm) were fixed in 2·5% glutaraldehyde
in phosphate buffer for 6 h. After fixation and processing, the
sections were used to select the area of analysis and were cut
into ultra-thin sections (60 nm) using an ultramicrotome. These
sections were placed on a Cu screen (200 or 300 mesh) con-
trasted with uranyl acetate and lead citrate, and images for
analysis were obtained using transmission electron microscopy
(TEM; Tecnai G2-12 – SpiritBiotwin EIF – 120 kV). About five
images of each animal were collected for measurement. The
number of microvilli was counted and divided by the tissue
length (nm). The number of vesicles of the endosome/lyso-
some system was divided by the tissue area (nm2). The width of
the joints and the diameter of the vesicles of the endosome/
lysosome system were considered the starting and ending
points of each delimiting membrane. Tissue processing and
staining were performed by the Acquisition and Image Pro-
cessing Centre (CAPI-ICB/UFMG), and a trained professional
performed analysis at the UFMG CM centre.

Western blotting

Colonic epithelial cells were separated from the muscle layer
and lysed in a solution of lysis buffer plus 0·3% Triton X-100,
0·5% SDS, and protease inhibitor cocktail (SigmaFAST; Sigma-
Aldrich). Protein was measured(26) and separated on the poly-
acrylamide gel. Proteins were transferred to a nitrocellulose
membrane (0·45 µm pore). After blocking, the membrane was
incubated overnight at 4°C with the primary antibodies anti-β-
catenin (rabbit monoclonal; Sigma-Aldrich) and anti-E-cadherin
(mouse monoclonal; BD Biosciences). After washing, the mem-
brane was incubated for 2 h with the anti-rabbit IgG-CFL 647 and
anti-mouse IgG-FITC (Santa Cruz Biotechnology). After the incu-
bation, the membranes were scanned (Typhoon™ FLA 9000
apparatus; GE Healthcare Bio-Sciences AB) and the band
intensity was evaluated by densitometry using ImageJ software.

Immunofluorescence

The adhesion junction proteins E-caderin, β-catenin and
α-E-catenin were analysed by immunofluorescence. The fol-
lowing primary antibodies were used: anti-β-catenin (rabbit
monoclonal), anti-α-E-catenin (rabbit polyclonal) and anti-E-
cadherin (mouse monoclonal). The secondary antibodies were
IgG-FITC (Santa Cruz Biotechnology) and anti-rabbit IgG-CFL
647 (Santa Cruz Biotechnology), which were diluted as indi-
cated by the manufacturers. All slides were mounted with
mounting medium containing DAPI (4′,6-diamidino-2-phenyl-
indole, dihydrochloride). The images were captured by a fluor-
escence microscope at 20 and 100× magnification. The
fluorescence intensity was measured using the Image-J image
analyser software.

Real-time quantitative reverse transcription-PCR

Total RNA from colon samples was extracted using TRizol
reagent for the C group and NucleoSpin® RNA Clean-up puri-
fication kits (MACHEREY-NAGEL GmbH & Co. KG) for the Col
groups, according to the manufacturer’s protocols. After
obtention of complementary DNA by reverse transcription,
samples were placed in the thermocycler at 72°C for 5min for
annealing, then 42°C for 3 h and 72°C for 15min for transcrip-
tion. The mRNA was determined using the SYBR Green reagent
and specific primers in the ABiPrism 7900HT Sequence
Detection System. Glyceraldehyde-3-phosphate dehydrogenase
(GAPDH) – forward (F): ACGGCCGCATCTTCTTGTGCA and
reverse (R): CGCCCAAATCCGTCCACACCGA; α-E-catenin – F:
TCTGAGTAGGCTGAAGTGCC and R: CAGCATCACAACA-
CACGAGC; vinculin – F: TCAGATGAGG TGACTCGGTTGG
and R: GGGTGCTTATGGTTGGGATTGG.

Gene expression was normalised to endogenous GAPDH,
and the results were expressed as fold increase over control
(2–ΔΔCT).

Statistical analysis

The sample calculation was performed considering 80% for the
power of the test and two-sided significance level (P< 0·05).
The results were evaluated for normal distribution by the
Kolmogorov–Smirnov test and the presence of outliers by the
ROUT test, a method based on robust non-linear regression and
the false discovery rate. Parametric data were submitted to the
one-way or two-way ANOVA test, followed by the Newman–
Keuls multiple post-test or Student’s t test for the comparison
of two groups. Non-parametric data were analysed by the
Kruskal–Wallis test, followed by Dunn’s multiple comparison
post-test or the Mann–Whitney test for comparison of two
groups. For the co-localisation analysis, the Pearson correlation
coefficient (r) was used and, after ANOVA, the Newman–Keuls
post-test. Statistical analyses were performed using GraphPad
Prism 5.0 software (GraphPad Software).

Results

Animals, diet, clinical score, inflammatory profile and
histological analysis

For the initial investigations, water intake, energy intake, weight
before and after DSS and clinical score were analysed. The
water intake and energy intake were similar between groups
and when comparing before or during the administration of
DSS (2·8ml/d and 33·05 kJ/d (7·9 kcal/d), respectively). Body
weight was similar (about 17·8 g) in all groups after the first
experimental week (before DSS administration) and lower in
the Col group during the period of DSS solution intake (Fig. 1(a)
and online Supplementary Fig. S1A). This result was already
expected since animals with DSS-induced colitis presented
lower weight gain or even weight loss when compared with
healthy animals(21,27).

Mice from both colitis groups presented a worse clinical
score. However, gluten-containing diet worsened this score

Gluten and intestinal barrier in colitis 363

https://doi.org/10.1017/S0007114518003422  Published online by Cam
bridge U

niversity Press

https://doi.org/10.1017/S0007114518003422


from the second until the last day of the DSS administration,
compared with the C and Col groups (Fig. 1(b) and online
Supplementary Fig. S1B). Only Col +G mice presented visible
rectal bleeding. In C +G group (online Supplementary
Fig. S1B), no change was observed, suggesting that changes in
the clinical score caused by the gluten-containing diet are
dependent on colitis and seem to have no relations with the
beginning of its signs.
The unfavourable clinical score was associated with infiltra-

tion of neutrophils and eosinophils, as suggested by the activity
of MPO and EPO, respectively, in both colitis groups, but, again,
this was more intense in gluten-supplemented group (Fig. 1(c)
and (d) and online Supplementary Fig. S1C and D). These
results suggest a possible performance of the gluten-containing
diet in the activation of neutrophils, predominant cells in
inflamed tissues, and a potential allergen of gluten, which can
aggravate inflammation in colitis(28–30). There was no difference
in macrophage infiltration among the groups (data not shown).
This result is compatible with others found by our group using

the same experimental model(21). Once again, we did not find
any parameter changes in the C +G group (online Supple-
mentary Fig. S1C and D), indicating that the gluten-containing
diet does not seem to influence healthy animals, considering
the analyses performed.

To investigate the worsening of the clinical score and
even rectal bleeding in the Col + G group, we investigated
the histopathological parameters. Colitis was associated
with histological findings, such as areas of erosion, goblet cell
depletion, intense inflammatory infiltrate, abscesses and
oedema, with the loss of typical architecture of the intestinal
mucosa. Although no difference was seen when the two
groups with colitis were compared regarding histological score
(Fig. 1(e) and online Supplementary Fig. S2), animals from the
Col +G group had a greater extension of inflamed colonic
mucosa compared with the Col group (Fig. 1(f)). There was no
change in histopathological parameters in the C +G group
(online Supplementary Fig. S2), which reinforces the results
found previously for this group.

20 a
b b

*
* *

*

* *

b

a

a

b b

b

a

c

a

a

b

6

4

2

0
0

0.020

0.015

0.010

0.005

0.000

80

60

40

20

0

1 2 3 4

Time (d)

5 6 7

Before DSS After DSS

15

W
ei

gh
t (

g)

To
ta

l c
lin

ic
al

 s
co

re
 b

lo
od

pr
es

su
re

 a
nd

 s
to

ol
 c

on
si

st
en

cy

H
is

to
lo

gi
c 

sc
or

e
C

on
ce

nt
ra

tio
n 

of
 M

P
O

/
m

g 
pr

ot
ei

n

C
on

ce
nt

ra
tio

n 
of

 E
P

O
/

m
g 

pr
ot

ei
n

%
 E

xt
en

si
on

 o
f c

ol
on

in
ju

ry

10

0

0.04
MPO activity (neutrophil) EPO activity (eosinophil)

0.03

0.02

0.01

0.00

20

15

10

5

0

C Col Col + G C Col Col + G

Col Col + GC Col Col + G

(a) (b)

(c) (d)

(e) (f)

Fig. 1. Clinical, inflammatory and histological parameters. (a) Body weight before and after sodium dextran sulphate (DSS). (b) Total clinical score. (c, d) Inflammatory
profile. (e, f) Histologic analysis. MPO, myeloperoxidase; EPO, eosinophil peroxidase. There was weight loss in both Colitis (Col and Col +G) groups, worsening of the
total clinical score, higher activity of neutrophils and eosinophils, and greater extension of inflamed colonic mucosa in animals of the Colitis +Gluten (Col +G) group.
Values are means, with their standard errors represented by vertical bars. One-way ANOVA (a, c–f) and two-way ANOVA (b) and Newman–Keuls post-test.
* Statistically different from Control (C) and Col groups and between Col and Col +G group. a,b,c Mean values with unlike letters were significantly different (P< 0·05,
n 4–6/group). (a) , C; , Col; , Col +G. (b) , C; , Col; , Col +G.

364 P. L. R. Menta et al.

https://doi.org/10.1017/S0007114518003422  Published online by Cam
bridge U

niversity Press

https://doi.org/10.1017/S0007114518003422


Effects of gluten-containing diet on intestinal permeability
and bacterial translocation

After showing a worse clinical score, increased neutrophils and
eosinophils infiltration and more extense colon involvement,
we next evaluated whether these inflammatory profiles affected
intestinal permeability and bacterial translocation. The influ-
ence of the gluten-containing diet on intestinal permeability
was evidenced by the increased blood radioactivity in those
mice performed after 4 h of gavage of 0·1ml of the suspension
containing 99mTc-DTPA (Fig. 2(a) and online Supplementary
Fig. S3). The permeability of C +G group was similar the C one
(online Supplementary Fig. S3). This result reinforces the idea
that the deleterious effects of the gluten-containing diet are
relevant only in the presence of colitis. For this reason, we
excluded C+G group in our further morphological and cellular
analyses.
Increased intestinal permeability resulted in increased bacterial

translocation. Scintigraphic images obtained 45 and 120min after
administration of suspension containing 99mTc-E. coli (108 cells)
showed the radioactivity located in the abdominal region and a
higher dispersion of this radioactivity in the Col +G group
compared with the others, suggesting a higher bacterial trans-
location in the Col +G mice (Fig. 2(c)).

The kinetics of distribution of the 99mTc-E. coli in different
body tissues showed that 2 h after the gavage of the suspension
containing 99mTc-labelled E. coli (108 cells), bacterial trans-
location is higher in the group receiving gluten-containing diet
compared with the Col group. A higher E. coli accumulation is
seen mainly in the liver and lung (Fig. 2(d)). After 4 h, the
total bacterial translocation was still more significant in the
Col +G group in all analysed organs, compared with the Col
group (Fig. 2(e)).

Effects of gluten-containing diet on the junctional complex,
microvilli and cytoplasmic structures of the colon

The permeability results were confirmed by TEM, showing the
weakness of the occlusion junctions of both Col groups.
The occlusion junction, adherent junction and desmosome
were analysed separately (Fig. 3). We found that colitis
induced a weakness of occlusion junctions without changing
adherent junctions and desmosomes compared with control
mice (Fig. 3(b), (e) and (h)). Nonetheless, gluten-containing
diet caused an alteration in both adherent junctions and
desmosomes, in addition to the changes in occlusion junction
(Fig. 3(c), (f) and (i)).
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Cell morphology was also analysed (Fig. 4). Mice from the
Col group presented cell organisation similar to that found in
the control mice, except for the number of microvilli that was
reduced in both Col groups. Gluten-containing diet was also
associated with a reduction in the length of microvilli and to a
larger number of vacuoles. Regarding the vesicles of the
endosome/lysosome system, gluten-containing diet was asso-
ciated with a smaller number of these vesicles but with larger
diameters, compared with the other groups (Fig. 4(g)–(i)).

Protein analysis of the junctional complex

Our next step was to investigate the junctional proteins that
could be involved in the changes of adherent junction and
desmosome. The occlusion junction protein occludin and the
adhesion junction protein E-cadherin were evaluated and were
less expressed in both the colitis groups (Fig. 5(a) and (b)).
Since the expression of E-cadherin was not responsible for the
loosening of the adherent junction, we investigated other
adhesion junction-related proteins, such as α-E-catenin and
vinculin, by real-time quantitative reverse transcription-PCR.

The α-E-catenin gene transcription was reduced in the Col +G
group compared with the Col group, and this was compared
with control one (Fig. 5(c)). The expression of the vinculin
gene was reduced in both the colitis groups (Fig. 5(d)) and was
not affected by the occlusion junction protein occludin. The
adhesion junction protein E-cadherin was less expressed in
both the colitis groups (Fig. 5(b)).

Immunofluorescence

Since the E-cadherin adhesion junction proteins were similarly
expressed in both the colitis groups, we investigated whether
these proteins might be displaced from their usual location.
Furthermore, we analysed the localisation of the E-cadherin,
β-catenin and α-E-catenin in the colon epithelium by immu-
nofluorescence. We confirmed the lower expression of the
E-cadherin protein and also found lower expression of
β-catenin in both the colitis groups. Although the expression of
these proteins was similar in both the groups, we found that they
are less co-located in the Col +G compared with the Col group
(Fig. 6). Furthermore, we observed lower expression of the
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errors represented by vertical bars. Test: one-way ANOVA and post-test Newman–Keuls. a,b Mean values with unlike letters were significantly different (P<0·05, number
of images=20–25/group, number of animals=4–5/group). Scale bar=500nm. The arrows highlight the evaluated structures.

366 P. L. R. Menta et al.

https://doi.org/10.1017/S0007114518003422  Published online by Cam
bridge U

niversity Press

https://doi.org/10.1017/S0007114518003422


α-E-catenin protein only in the Col +G group. These data were
confirmed by fluorescence intensity analysis (Fig. 7).

Discussion

In this study, we evaluate the effects of gluten as used in food
preparations. We did not intend to investigate the effect of
gluten peptides and its products of fermentation by intestinal
microbiota as well as the presence of ATI in our diet. Here, we
aimed to observe the effect of gluten-containing diet in the

severity of colitis symptoms rather than in the genesis of this
disease. Although some studies have observed some inflam-
matory effects of gluten in experimental colitis models with
ATI(8,9), to our knowledge, this study is a pioneer in assessing
the impact of wheat gluten-containing diet and some of its
possible mechanisms associated with the morphological and
cellular alterations in the colon, demonstrating that its ingestion
was able to influence the evolution of UC negatively.

We have demonstrated that gluten-containing diet intensifies
DSS-induced colitis, aggravating intestinal inflammation and
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increasing intestinal permeability and bacterial translocation.
These effects were associated with changes in the organisation
of adherent junctions and desmosomes as well as with a more
intense colonic mucosa damage. This damage was char-
acterised by a reduction in number and length of microvilli, an
increase in intracellular digestive vacuoles and alteration of the
endosome/lysosome system.
In DSS-induced colitis, visible rectal bleeding is more fre-

quent when DSS is given in higher concentrations (3–10%),
while it is uncommon at lower DSS concentrations, such as used
in the present study (1·5%)(21,22,31–33). We observed that there
was shortening of the colon length and worsening of the
histopathological score in the animals of both Col groups and,
although the intensity of the lesion was similar, the group that
received gluten-containing diet (Col +G) had a greater exten-
sion of the injury when compared with the exempt group (Col).
Both the worsening of the clinical score and the increased
extent of colonic mucosal inflammation in the Col +G group
may be due to hyperosmolarity or increased intestinal cell
permeability caused by colitis in combination with a gluten-
containing diet(2,34).
Fractions of ATI, potential contaminants of vital gluten during

the protein isolation process, may contribute to the severity of
inflammatory response by increasing the levels of pro-
inflammatory cells and cytokines(8). The presence of peptides
generated by the poor digestion of gluten could favour patho-
genic bacteria growth, dysbiosis and the consequent disruption
of the intestinal barrier; weakening the tight junctions and

increasing intestinal permeability(4,5,35–38). Besides the increase
in lipopolysaccharide production by unbalanced microbiota
activates several pro-inflammatory pathways contributing to the
severity of colitis(37). However, the action of gluten in intestinal
microbiota is still controversial and needs to be more
explored(7,39).

Moreover, many of the effects of gluten in the intestinal tract
are linked to the presence of gliadin in the intestinal lumen.
Gliadin is not completely digested by intestinal enzymes, and its
peptides could contribute to the increase in osmolarity and
intestinal fermentation. This fact can be accounted for by the
aggravation of diarrhoea and rectal bleeding after the intro-
duction of gluten-containing diet.

Gliadin is also related to zonulin release(40,41). Previous
studies showed that the link of gliadin in its (CXCR3) receptor
activates a signalling pathway culminating in zonulin release and
weakening the intestinal barrier function. This mechanism is
seen mainly in patients with gluten intolerance(40). The
mechanism with which zonulin increases intestinal permeability
seems to be related to the reorganisation of actin filaments and
expression of occlusion junction proteins(41,42). In our study,
increased permeability related to gluten intake was mainly
related to the adhesion junction rather than occlusion junction
when compared with the Col group. It suggests that the occlu-
sion junction is not the primary target of gluten effects and could
be the consequence of the inflammatory process itself.

Thus, zonulin increases intestinal permeability by changing
the expression of some tight junction proteins, which leads to
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rupture of the intestinal barrier and passage of immunogenic
molecules (including those derived from gliadin) forward sys-
temic circulation(42,43).
In our study, we observed enlargement of the tight junction

space in both colitis groups, which was associated with a lower
expression of occludin, as already described in patients with
IBD and coeliac disease(44–47). Although tight junctions were
similarly enlarged in both the Col groups, gluten-containing
diet also caused an adherent junction and desmosomes space in
Col +G animals. The main effect of the gluten-containing diet in
this junction was alteration in the organisational arrangement of
proteins. Adhesion junction proteins E-cadherin and β-catenin
were equally expressed in Col and Col + G groups, but
immunofluorescence analyses show that they were not
co-localised (as expected) in the C and Col groups. Studies
have shown that gliadin can alter the function of the epithelial
barrier by changing the expression of E-cadherin and occlu-
din(43,48). Decreased E-cadherin and β-catenin proteins were
also observed in patients with IBD and animal models of DSS-
induced colitis(49,50). We also found that α-E-catenin expression
was reduced only in the Col +G group, suggesting that the
reduction of this protein is associated with an increase in the
distance between the adhesion junctions and the misplaced

localisation of E-cadherin and β-catenin found in this group.
The α-E-catenin plays a crucial role in E-cadherin-mediated
adhesion by binding to β-catenin, actin and vinculin filaments,
and its dysfunction is linked to weakening of the adhesion
junction of epithelial cells and might be related to a higher
degree of inflammation and increased activity of IBD(51–53).
The α-E-catenin protein binds to E-cadherin by β-catenin and
binds to vinculin and actin filaments(54). It suggests that the
lower expression of α-E-catenin might have altered the locali-
sation of the E-cadherin and β-catenin proteins and, conse-
quently, caused the weakening of the adhesion junction.

On the other hand, the vinculin gene protein, which
binds α-E-catenin and actin filaments, was similarly expressed
in the Col +G compared with the Col group, which suggests
that the increase in the distance between the adhesion joints
should be related primarily to the reduction in α-E-catenin and
not to this actin filament-binding protein.

The α-E-catenin protein is also required for desmosome for-
mation and functions in its assembly into epithelial cells(55).
Furthermore, the specific localisation of the plakoglobin com-
plexes probably depends on their ability to bind α-E-catenin(56).
There is also evidence that a weakening of desmosomes occurs
due to defects in epidermal polarity and cell proliferation as a
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direct and specific consequence of the decrease of α-E-catenin(57).
In our study, the loosening of desmosomes was also higher in
the Col +G group, suggesting that the reduction in α-E-catenin
could be related to the desmosome alteration.
When analysing the results of bacterial translocation, we

observed that the Col +G group appears to have a translocation
profile both by the paracellular pathway (via the hepatic portal
system) and by the transcellular route (via mesenteric lymph
nodes)(44,58–60). The same is not observed in the Col group,
whose translocation profile seems to have been predominantly
paracellular, since there were more bacteria in the blood and
not in the organs at times evaluated. In addition, because of the
radiation dispersion pattern (greater gastric emptying) observed
in the images and because we found more bacteria present in
the organs at times analysed, it is possible that the translocation
of the bacteria occurred more rapidly in the Col +G group,
which may indicate a probable deleterious action of gluten-
containing diet in the inflamed colon and a possible explana-
tion for not finding high concentrations of bacteria in blood as
in the Col +G group.
The mechanism by which gluten worsens intestinal perme-

ability and increases bacterial translocation in colitis appears to
be related to increased transcellular and mainly paracellular
transport, especially at the adherent junction and desmosomes.
It is known that gliadin may lead to alteration of the occlusion
junction by a mechanism related to the release of zonulin and
reorganisation of actin filaments(43,61). In coeliac patients,
alteration of the mechanisms of paracellular and transcellular
transport may be related to gliadin. However, it has been pro-
posed that gliadin should first cross the occlusion junction

before being absorbed by the transcellular pathway(43). In our
study, we observed by TEM the increase between the occlusion
junctions in both Col groups. However, there was a significant
increase in the distance between adhesion joints and desmo-
somes in the animals of the Col +G group. We believe that the
damage imposed at the occlusion junction due to colitis allowed
for greater paracellular absorption of bacteria, molecules and
fragments of gliadin or gluten peptides, causing fragility of both
adhesion junction and desmosomes.

Antigens and bacteria can cross the epithelial barrier through
paracellular pathways regulated by occlusion junctions and,
alternatively, might pass through the transcellular layer by
endocytosis(62). It has been described that, in addition to the
effects of immunogenicity, gliadin might induce villous hypo-
trophy, which would lead to an increase in intracellular mole-
cule trafficking(63). After intracellular absorption, the contents of
the endocytic vacuole, which might contain fragments of gliadin
or micro-organisms, are degraded by lysosomes and then
released as amino acids or degradation products. Our results
agree with this study, since the number of vacuoles was higher
in the Col +G group, suggesting greater endocytic activity. The
lytic activity and formation of lysosomes at a later stage in that
group were also suggested by the increase in the diameter of
the vesicle of the endosome/lysosome system.

In conclusion, our results show that gluten-containing diet
has a deleterious effect on colitis, worsening the clinical score
(including the presence of rectal bleeding) and increasing
inflammation in the intestinal mucosa. One of the mechanisms
by which gluten-containing diet exacerbates colitis appears to
be related to changes in adhesion junction and desmosomes,
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especially α-E-catenin protein. These alterations compromise
the localisation and efficiency of E-cadherin, β-catenin and
desmosome functions, thus disrupting the junctional complex.
Added to this is the greater epithelial damage caused by gluten-
containing diet, with alteration of microvilli, a higher number of
digestive vacuoles and alteration of the endosome/lysosome
system. All these factors contribute to increased intestinal per-
meability and bacterial translocation, both by the paracellular
and by the transcellular pathways.
Therefore, our results show that wheat gluten-containing diet

exacerbates the mucosal damage caused by colitis, reducing
intestinal barrier function and increasing bacterial translocation.
These effects are related to the induction of weakness and
disorganisation of adhesion junctions and desmosomes as well
as shortening of microvilli and modification of the endocytic
vesicle route. Although we have demonstrated that gluten-
containing diet intensifies DSS-induced colitis, it is still neces-
sary to better clarify the mechanisms that may directly interfere
with colitis worsening, especially in those related to gluten
peptides, ATI and intestinal microbiota.

Acknowledgements

The authors would like to acknowledge Maria Helena Alves for
animal care, Gleydes Gambogi Parreira for helping in the ana-
lysis of images of TEM, all LABiN (Laboratório de Aterosclerose
e Bioquímica Nutricional) members for their contributions and
assistance, the Centre for Acquisition and Image Processing
(https://www2.icb.ufmg.br/capi/) and the Centre of Micro-
scopy at the Universidade Federal de Minas Gerais (http://
www.microscopia.ufmg.br) for providing the equipment and
technical support for experiments involving electron
microscopy.
P. L. R. M. designed and conducted the research, analysed the

data and prepared the manuscript. P. C. L. L. and E. C. A. helped
in conducting the research. M. E. R. A. and V. N. C. helped in
performing intestinal permeability and bacterial translocation
experiments. P. C. L. L., J. R. F. and M. T. S. D. helped in
performing cytokine ELISA assays and clinical score analysis.
D. C. C. helped in conducting the histological analysis. L. F. B.
assisted in the analysis of images of TEM. L. S. A. C. assisted in
the analysis of images of immunofluorescence. J. I. A.-L.
supervised, analysed the data and prepared the manuscript. All
authors read and approved the final manuscript.
This study is supported by PRPq (Pro-reitoria de Pesquisa of

UFMG), FAPEMIG (Fundação de Amparo à Pesquisa de Minas
Gerais), CNPq (Conselho Nacional de Desenvolvimento Cien-
tífico e Tecnológico) and CAPES (Coordenação de Aperfei-
çoamento de Pessoal de Nível Superior – Finance Code 001).
On behalf of all authors, the corresponding author states that

there is no conflict of interest.

Supplementary material

For supplementary material/s referred to in this article, please
visit https://doi.org/10.1017/S0007114518003422

References

1. Shewry PR, Halford NG, Belton PS, et al. (2002) The structure
and properties of gluten: an elastic protein from wheat grain.
Philos Trans R Soc Lond B Biol Sci 357, 133–142.

2. Shan L, Molberg Ø, Parrot I, et al. (2002) Structural basis for
gluten intolerance in celiac sprue. Science 297, 2275–2279.

3. Caminero A, Galipeau HJ, McCarville JL, et al. (2016) Duo-
denal bacteria from patients with celiac disease and healthy
subjects distinctly affect gluten breakdown and immunogeni-
city. Gastroenterology 151, 670–683.

4. Hawrelak JA & Myers SP (2004) The causes of intestinal dys-
biosis: a review. Altern Med Rev 9, 180–197.

5. de Lorgeril M & Salen P (2014) Gluten and wheat intolerance
today: are modern wheat strains involved? Int J Food Sci Nutr
65, 577–581.

6. Galipeau HJ, McCarville JL, Huebener S, et al. (2015) Intestinal
microbiota modulates gluten-induced immunopathology in
humanized mice. Am J Pathol 185, 2969–2982.

7. Sanz Y (2015) Microbiome and gluten. Ann Nutr Metab 67,
Suppl. 2, 28–41.

8. Zevallos VF, Raker V, Tenzer S, et al. (2017) Nutritional wheat
amylase–trypsin inhibitors promote intestinal inflammation via
activation of myeloid cells. Gastroenterology 152, 1100–1113.
e12.

9. Bellinghausen I, Weigmann B, Zevallos V, et al. (2018) Wheat
amylase–trypsin inhibitors exacerbate intestinal and airway
allergic immune responses in humanized mice. J Allergy Clin
Immunol (epublication ahead of print version 21 March 2018).

10. Junker Y, Zeissig S, Kim SJ, et al. (2012) Wheat amylase
trypsin inhibitors drive intestinal inflammation via activation
of toll-like receptor 4. J Exp Med 209, 2395–2408.

11. Biesiekierski JR, Newnham ED, Irving PM, et al. (2011) Gluten
causes gastrointestinal symptoms in subjects without celiac
disease: a double-blind randomized placebo-controlled trial.
Am J Gastroenterol 106, 508–514; quiz 515.

12. Hafström I, Ringertz B, Spångberg A, et al. (2001) A vegan diet
free of gluten improves the signs and symptoms of rheuma-
toid arthritis: the effects on arthritis correlate with a reduction
in antibodies to food antigens. Rheumatology 40, 1175–1179.

13. Mojibian M, Chakir H, Lefebvre DE, et al. (2009) Diabetes-
specific HLA-DR-restricted proinflammatory T-cell response to
wheat polypeptides in tissue transglutaminase antibody-
negative patients with type 1 diabetes. Diabetes 58,
1789–1796.

14. Soares FL, de Oliveira Matoso R, Teixeira LG, et al. (2013)
Gluten-free diet reduces adiposity, inflammation and insulin
resistance associated with the induction of PPAR-alpha and
PPAR-gamma expression. J Nutr Biochem 24, 1105–1111.

15. Herfarth HH, Martin CF, Sandler RS, et al. (2014) Prevalence of
a gluten-free diet and improvement of clinical symptoms in
patients with inflammatory bowel diseases. Inflamm Bowel
Dis 20, 1194–1197.

16. Abraham BP (2015) Symptom management in inflammatory
bowel disease. Expert Rev Gastroenterol Hepatol 9, 953–967.

17. Walton M & Alaunyte I (2014) Do patients living with
ulcerative colitis adhere to healthy eating guidelines? A cross-
sectional study. Br J Nutr 112, 1628–1635.

18. Kornbluth A, Sachar DB & Practice Parameters Committee of
the American College of Gastroenterology (2010) Ulcerative
colitis practice guidelines in adults: American College of
Gastroenterology, Practice Parameters Committee. Am J Gas-
troenterol 105, 501–523; quiz 524.

19. Loftus EV Jr (2004) Clinical epidemiology of inflammatory
bowel disease: incidence, prevalence, and environmental
influences. Gastroenterology 126, 1504–1517.

Gluten and intestinal barrier in colitis 371

https://doi.org/10.1017/S0007114518003422  Published online by Cam
bridge U

niversity Press

https://doi.org/10.1017/S0007114518003422
https://doi.org/10.1017/S0007114518003422


20. Ng SC, Shi HY, Hamidi N, et al. (2018) Worldwide incidence
and prevalence of inflammatory bowel disease in the 21st
century: a systematic review of population-based studies.
Lancet 390, 2769–2778.

21. Vieira EL, Leonel AJ, Sad AP, et al. (2012) Oral administration
of sodium butyrate attenuates inflammation and mucosal
lesion in experimental acute ulcerative colitis. J Nutr Biochem
23, 430–436.

22. Wirtz S, Neufert C, Weigmann B, et al. (2007) Chemically
induced mouse models of intestinal inflammation. Nat Protoc
2, 541–546.

23. Werner U & Szelenyi I (1992) Measurement of MPO activity as
model for detection of granulocyte infiltration in different tis-
sues. Agents Actions, Spec No., C101–C103.

24. MacPherson BR & Pfeiffer CJ (1978) Experimental production
of diffuse colitis in rats. Digestion 17, 135–150.

25. Andrade ME, Santos RD, Soares AD, et al. (2015) Pretreatment
and treatment with L-arginine attenuate weight loss and bac-
terial translocation in dextran sulfate sodium colitis. JPEN J
Parenter Enteral Nutr 40, 1131–1139.

26. Lowry O, Rosebrough NJ, Farr AL, et al. (1951) Protein mea-
surement with the Folin phenol reagent. J Biol Chem 193,
265–275.

27. Andrade MER (2013) Ação da arginina na permeabilidade
intestinal, translocação bacteriana e resposta imune local,
em modelo experimental de colite ulcerativa (Arginine
Action on Intestinal Permeability, Bacterial Translocation
and Local Immune Response in an Experimental Model of
Ulcerative Colitis), p. 88. Minas Gerais: Food Science
Department of Faculty of Pharmacy, Federal University of
Minas Gerais.

28. Lammers KM, Chieppa M, Liu L, et al. (2015) Gliadin induces
neutrophil migration via engagement of the formyl peptide
receptor, FPR1. PLOS ONE 10, e0138338.

29. Sangfelt P, Carlson M, Thorn M, et al. (2001) Neutrophil and
eosinophil granule proteins as markers of response to local
prednisolone treatment in distal ulcerative colitis and proctitis.
Am J Gastroenterol 96, 1085–1090.

30. Forbes E, Murase T, Yang M, et al. (2004) Immunopatho-
genesis of experimental ulcerative colitis is mediated by
eosinophil peroxidase. J Immunol 172, 5664–5675.

31. Yan Y, Kolachala V, Dalmasso G, et al. (2009) Temporal and
spatial analysis of clinical and molecular parameters in dextran
sodium sulfate induced colitis. PLoS ONE 4, e6073.

32. Oliveira LG, Cunha AL, Duarte AC, et al. (2014) Positive cor-
relation between disease activity index and matrix metallo-
proteinases activity in a rat model of colitis. Arq Gastroenterol
51, 107–112.

33. Okayasu I, Hatakeyama S, Yamada M, et al. (1990) A novel
method in the induction of reliable experimental acute and
chronic ulcerative colitis in mice. Gastroenterology 98,
694–702.

34. Schwartz L, Abolhassani M, Pooya M, et al. (2008) Hyper-
osmotic stress contributes to mouse colonic inflammation
through the methylation of protein phosphatase 2A. Am J
Physiol Gastrointest Liver Physiol 295, G934–G941.

35. Volta U, Caio G, Tovoli F, et al. (2013) Non-celiac gluten
sensitivity: questions still to be answered despite increasing
awareness. Cell Mol Immunol 10, 383–392.

36. Volta U, Pinto-Sanchez MI, Boschetti E, et al. (2016) Dietary
triggers in irritable bowel syndrome: is there a role for gluten.
J Neurogastroenterol Motil 22, 547–557.

37. Daulatzai MA (2015) Non-celiac gluten sensitivity triggers gut
dysbiosis, neuroinflammation, gut-brain axis dysfunction, and
vulnerability for dementia. CNS Neurol Disord Drug Targets
14, 110–131.

38. Tovoli F, Masi C, Guidetti E, et al. (2015) Clinical and diag-
nostic aspects of gluten related disorders. World J Clin Cases
3, 275–284.

39. De Palma G, Nadal I, Collado MC, et al. (2009) Effects of a
gluten-free diet on gut microbiota and immune function in
healthy adult human subjects. Br J Nutr 102, 1154–1160.

40. Fasano A, Not T, Wang W, et al. (2000) Zonulin, a newly
discovered modulator of intestinal permeability, and its
expression in coeliac disease. Lancet 355, 1518–1519.

41. Drago S, El Asmar R, Di Pierro M, et al. (2006) Gliadin, zonulin
and gut permeability: effects on celiac and non-celiac intest-
inal mucosa and intestinal cell lines. Scand J Gastroenterol 41,
408–419.

42. Lammers KM, Lu R, Brownley J, et al. (2008) Gliadin induces an
increase in intestinal permeability and zonulin release by
binding to the chemokine receptor CXCR3. Gastroenterology
135, 194–204.e3.

43. Sander GR, Cummins AG, Henshall T, et al. (2005) Rapid
disruption of intestinal barrier function by gliadin involves
altered expression of apical junctional proteins. FEBS Lett 579,
4851–4855.

44. Ménard S, Cerf-Bensussan N & Heyman M (2010) Multiple
facets of intestinal permeability and epithelial handling of
dietary antigens. Mucosal Immunol 3, 247–259.

45. Sapone A, Bai JC, Ciacci C, et al. (2012) Spectrum of gluten-
related disorders: consensus on new nomenclature and clas-
sification. BMC Med 10, 13.

46. Bruewer M, Samarin S & Nusrat A (2006) Inflammatory bowel
disease and the apical junctional complex. Ann N Y Acad Sci
1072, 242–252.

47. Shawki A & McCole DF (2017) Mechanisms of intestinal epi-
thelial barrier dysfunction by adherent-invasive Escherichia
coli. Cell Mol Gastroenterol Hepatol 3, 41–50.

48. Bidmon-Fliegenschnee B, Lederhuber HC, Csaicsich D, et al.
(2015) Overexpression of Hsp70 confers cytoprotection during
gliadin exposure in Caco-2 cells. Pediatric Res 78, 358–364.

49. Grill JI, Neumann J, Hiltwein F, et al. (2015) Intestinal E-cad-
herin deficiency aggravates dextran sodium sulfate-induced
colitis. Dig Dis Sci 60, 895–902.

50. Zhang C, Liu LW, Sun WJ, et al. (2015) Expressions of E-cad-
herin, p120ctn, beta-catenin and NF-kappaB in ulcerative coli-
tis. J Huazhong Univ Sci Technolog Med Sci 35, 368–373.

51. Vermeulen SJ, Bruyneel EA, Bracke ME, et al. (1995) Transi-
tion from the noninvasive to the invasive phenotype and loss
of alpha-catenin in human colon cancer cells. Cancer Res 55,
4722–4728.

52. Karayiannakis AJ, Syrigos KN, Efstathiou J, et al. (1998)
Expression of catenins and E-cadherin during epithelial resti-
tution in inflammatory bowel disease. J Pathol 185, 413–418.

53. Li J, Newhall J, Ishiyama N, et al. (2015) Structural determi-
nants of the mechanical stability of alpha-catenin. J Biol Chem
290, 18890–18903.

54. Thiery JP & Sleeman JP (2006) Complex networks orchestrate
epithelial–mesenchymal transitions. Nat Rev Mol Cell Biol 7,
131–142.

55. Taniguchi T, Miyazaki M, Miyashita Y, et al. (2005) Identifi-
cation of regions of alpha-catenin required for desmosome
organization in epithelial cells. Int J Mol Med 16, 1003–1008.

56. Choi SH, Estarás C, Moresco JJ, et al. (2013) α-Catenin interacts
with APC to regulate β-catenin proteolysis and transcriptional
repression of Wnt target genes. Genes Dev 27, 2473–2488.

57. Vasioukhin V, Bauer C, Degenstein L, et al. (2001) Hyper-
proliferation and defects in epithelial polarity upon condi-
tional ablation of α-catenin in skin. Cell 104, 605–617.

58. Matte U & Pasqualim G (2016) Lysosome: the story beyond
the storage. J Inborn Errors Metab Screen 4, 1–7.

372 P. L. R. Menta et al.

https://doi.org/10.1017/S0007114518003422  Published online by Cam
bridge U

niversity Press

https://doi.org/10.1017/S0007114518003422


59. Wiest R & Rath HC (2003) Gastrointestinal disorders of the
critically ill. Bacterial translocation in the gut. Best Pract Res
Clin Gastroenterol 17, 397–425.

60. Wang Q, Wang B, Saxena V, et al. (2018) The gut-liver axis:
impact of a mouse model of small-bowel bacterial over-
growth. J Surg Res 221, 246–256.

61. Hollon J, Puppa EL, Greenwald B, et al. (2015) Effect of
gliadin on permeability of intestinal biopsy explants from

celiac disease patients and patients with non-celiac gluten
sensitivity. Nutrients 7, 1565–1576.

62. Zimmermann C, Rudloff S, Lochnit G, et al. (2014) Epithelial
transport of immunogenic and toxic gliadin peptides in vitro.
PLOS ONE 9, e113932.

63. De Re V, Caggiari L, Tabuso M, et al. (2013) The versatile role
of gliadin peptides in celiac disease. Clin Biochem 46,
552–560.

Gluten and intestinal barrier in colitis 373

https://doi.org/10.1017/S0007114518003422  Published online by Cam
bridge U

niversity Press

https://doi.org/10.1017/S0007114518003422

	Wheat gluten intake increases the severity of experimental colitis and bacterial translocation by weakening of the proteins of the junctional complex
	Methods
	Animals and diet
	Clinical score and colon inflammatory status
	Histological analysis
	Intestinal permeability
	Bacterial translocation
	Transmission electron microscopy
	Western blotting
	Immunofluorescence
	Real-time quantitative reverse transcription-PCR
	Statistical analysis

	Results
	Animals, diet, clinical score, inflammatory profile and histological analysis

	Fig. 1Clinical, inflammatory and histological parameters. (a) Body weight before and after sodium dextran sulphate (DSS). (b) Total clinical score. (c, d) Inflammatory profile. (e, f) Histologic analysis. MPO, myeloperoxidase; EPO, eosinophil peroxidase. 
	Effects of gluten-containing diet on intestinal permeability and bacterial translocation
	Effects of gluten-containing diet on the junctional complex, microvilli and cytoplasmic structures of the colon

	Fig. 2Intestinal permeability and bacterial translocation. (a) Determination of intestinal permeability using 0&#x00B7;1&znbsp;ml of 99mtechnetium (99mTc) diethylenetriamenepentaacetate acid (DTPA); (b) a schematic figure representing the animal body refe
	Protein analysis of the junctional complex
	Immunofluorescence

	Fig. 3Evaluation of cell junctions by transmission electron microscopy. (a&#x2013;c) For the occlusion junction, we observed closeness of the junction membranes in the control group (a) and distancing of the membranes in the colitis and colitis�&#x002B;�g
	Discussion
	Fig. 4Evaluation of microvilli and cytoplasmic structures of the colon by transmission electron microscopy. (a&#x2013;c) For the microvilli, we noted the integrity of the microvilli in the control group (a), reduction in the number of microvilli&#x002F;ti
	Fig. 5Proteins of the junctional complex. (a) Occludin, (b) E-�cadherin, (c) &#x03B1;-E-catenin, (d) vinculin. Occludin and E-cadherin proteins and vinculin gene protein were similar in both colitis groups and were reduced in relation to the control group
	Fig. 6Expression of adhesion junction proteins by immunofluorescence: (a, a1) Expression of E-�cadherin (green) and &#x03B2;-catenin (in red) in groups. Fine arrows indicate normal co-localisation of proteins in the control and colitis groups and thick ar
	Fig. 7Expression of adhesion junction proteins by immunofluorescence intensity: the fluorescence intensity measurements of E-�cadherin (a) and &#x03B2;-catenin (b), their co-localisation (c) and &#x03B1;-E-catenin (d). The expression of E-�cadherin and &#
	Acknowledgements
	Supplementary material
	References


