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Background. Small mothers against decapentaplegic (SMAD)4 and SMAD7 are key regulatory components in the
immunosuppressive transforming growth factor- (TGF-) β signaling pathway, which is defective in inflammatory bowel disease
(IBD). SMAD4 may play an important role in the pathogenesis of IBD as indicated in experimental models of colitis. Aims. To
examine the ileal expression levels of SMAD4 and to correlate these with CD disease activity. Methods. The material comprised
29 CD patients (13 with active disease, 16 in remission) and 9 asymptomatic patients referred for ileocolonoscopy as part of an
adenoma surveillance program serving as controls. Patients were examined with ileocolonoscopy. Corresponding ileal biopsies
were obtained for histological analysis and assessment of SMAD4 and SMAD7 protein expression by immunohistochemistry
(IHC). Results. The protein expression of SMAD4 was significantly downregulated in ileal tissue sections from CD patients
as compared to healthy controls (p < 0 001). Further, luminal SMAD4 expression was inversely correlated with endoscopic
(rs = −0 315; p = 0 05) and histopathological activity (rs = −0 40; p = 0 013). Conclusions. The SMAD4 epithelial protein level
was markedly downregulated in CD patients and inversely correlated with disease activity. This may contribute to defective
mucosal TGF-β signaling in active IBD.

1. Introduction

The disruption of the colonic epithelial barrier is associ-
ated with inflammatory bowel disease (IBD) [1], and
achievement of mucosal healing is an important treatment
goal [2], since it is associated with sustained steroid-free
clinical remission and reduced risk of surgery [3]. Once
the epithelial barrier is disrupted, commensal bacteria
and their products may cross the intestinal wall [4, 5]
and give rise to an inappropriate immune response, which
perpetuates chronic inflammation.

A key anti-inflammatory cytokine is transforming growth
factor- (TGF-) β [6], which is constitutively expressed in

the gut by intestinal epithelial cells (IECs), fibroblasts, and
lamina propria mononuclear cells (LPMCs) [7]. The TGF-β
level is elevated in IBD [8], but TGF-β signaling has been
proposed defective in IBD and thus counteracts the increased
TGF-β levels [9]. A phase 2 study showed that reduction of
the TGF-β signaling inhibitor SMAD7 by administration of
an antisense oligonucleotide (mongersen) resulted in a sig-
nificant improvement in Crohn’s disease (CD) activity com-
pared with placebo [10, 11]. Mongersen has also been shown
to improve Simple Endoscopic Score for Crohn’s Disease
(SES-CD) [12]. However, a recent phase 3 study has been
terminated early due to negative results in an interim analy-
sis. The downstream signaling protein SMAD4, a common
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SMAD, which is required for full activation of TGF-β signal-
ing, is the only mammalian common SMAD and may be
equally important in IBD. SMAD4 forms a multi-SMAD
complex with phosphorylated and thus activated SMAD2
and SMAD3. This complex translocates to the nucleus and
acts as a transcription factor complex on a variety of genes
[6]. Of note, Smad4+/− mice are more prone to develop acute
inflammation as seen in a chemically-induced colitis model
[13]. Mice carrying a deletion of the Smad4 gene selectively
in T cells develop strong gastrointestinal inflammation and
eventually cancer [14]. Hence, SMAD4 and SMAD7 have
opposing effects on the TGF-β signaling pathway; however,
little is currently known about the role of SMAD4 in patients
with IBD.

The primary aim of this study was to examine the protein
expression levels of SMAD4 in mucosal biopsies obtained
from the terminal ileum of patients with CD and to correlate
the expression levels with CD activity.

2. Materials and Methods

2.1. Patients. Patients referred for ileocolonoscopy at the
Copenhagen University Hospital Herlev and Gentofte were
prospectively enrolled in the study. Twenty-nine patients
with CD were included and comprised 16 in remission and
13 with active disease. Active disease was defined using
SES-CD score as described by Daperno et al. [15]. The
patients were classified as being in endoscopic remission, if
SES-CD< 3 in the terminal ileum and colon [15]. Relapse
was defined as need for treatment escalation or surgical
intervention during the follow-up period.

Further, histopathological changes as described by
D’Haens et al. [16] were scored blindly by an experienced
pathologist (LBR) and categorized as normal, with chronic
inactive inflammation or chronic active inflammation. The
control group consisted of 9 asymptomatic patients referred
for ileocolonoscopy as part of an adenoma surveillance pro-
gram, where biopsies were obtained from endoscopically
normal terminal ileum and confirmed by histology. Patients
below 18 years, pregnant or breastfeeding, and with impaired
renal function were excluded from the study. All patients
provided written informed consent to participate in the
study. The groups were equally distributed in terms of sex,
but the individuals in the control group were older than the
CD patients. Due to scarce biopsy material, only 11 patients
with active disease and 9 patients in remission were analyzed
for SMAD7 expression. Table 1 summarizes the patient
characteristics and medication of the CD patients. The study
was approved by the Scientific Ethics Committee of the Cap-
ital Region of Denmark (September 17, 2012, protocol num-
ber H-1-2012-089) and the Danish Data Protection Agency
(September 13, 2012, protocol number HEH.750.89-32) and
was registered in http://clinicaltrials.gov (NCT01684514).
The study protocol conforms to the ethical guidelines of the
1975 Declaration of Helsinki as reflected in a prior approval
by the institution’s human research committee.

2.2. Endoscopy. Ileocolonoscopy was performed with a white
light confocal laser endomicroscope (CLE) colonoscope

(EC-3837CILK, Pentax Medicals) due to a parallel study
on CLE in CD. SES-CD assessment was performed in
the terminal ileum and colon [15]. Biopsy specimens were
obtained at identical sites in the terminal ileum.

2.3. Immunohistochemistry (IHC). The biopsy specimens
were formalin fixed and paraffin-embedded (FFPE). From
each biopsy, 3μm sections were cut and stained with haema-
toxylin and eosin. The biopsy specimens were assessed in a
blinded manner by LBR and scored as described by D’Haens
et al. [16]. Sections from the FFPE terminal ileum biopsies
were pretreated by deparaffinization, rehydration, and
epitope retrieval in one step (high pH) by the use of “Pre-
treatment Module” (PT-link; Dako, Glostrup, Denmark)
according to the manufacturer’s instruction. IHC staining
was performed using the “Dako Autostainer Link” and with
the commercially available kit (EnVision Flex; Dako). Slides
were counterstained with Mayers haematoxylin before
viewing. The antibodies used were SMAD4 ((B-8) : sc7966,
dilution 1 : 1000; Santa Cruz Biotechnology) and SMAD7
((Z8-B) : sc-101152, dilution 1 : 100; Santa Cruz Biotechnol-
ogy). Ductal breast carcinoma tissue was used as positive
control for SMAD4 and SMAD7. Isotype controls were run
in parallel as negative controls. IHC was done in one proce-
dure for all sections to ensure equal staining. The laboratory
has been accredited according to the “Danish Healthcare
Quality Programme” and participates in NordicQC (Nordic
Immunohistochemical Quality Control).

The evaluation of the stained slides was performed by
semiquantitative scoring of the intensity of the staining on
the villi (luminal) and crypts (basal) for SMAD4. SMAD7
was given one score for the percentage of stained cells in
the lamina propria. The SMAD4 immunoreactivity was
graded from 0–3 according to the intensity: 0 for absent, 1
for weak, 2 for moderate, and 3 for strong staining. The
intensity scoring was performed blindly by LBR.

2.4. Statistics. Possible differences between the groups were
tested with one-way ANOVA (continuous variables) and
Fisher’s exact test (binary variables). The median with
interquartile range (IQR) was presented. Kruskal-Wallis test
was used to determine differences between the IHC scores
of SMAD4 and SMAD7 in active CD, remission CD, and
controls. Spearman’s rho rank test was used for correla-
tions between endoscopic SES-CD, histopathological score,
SMAD4, and SMAD7. A two-sided p value< 0.05 was con-
sidered significant. For all statistics, IBM SPSS Statistics 22
(SPSS, Chicago, USA) and GraphPad Prism version 7.02
(GraphPad Software Inc., California, USA) were used.

3. Results

3.1. SMAD4 Is Markedly Downregulated in Ileal Epithelial
Cells from CD Patients. Figure 1 shows representative
SMAD4 stainings on small bowel sections from CD patients
with active disease or in remission as well as from a control.
In active disease (Figure 1(a)), there is a pronounced down-
regulation of the SMAD4 protein expression in particular
on the apical epithelial surface (luminal SMAD4) compared
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with controls (Figure 1(c)). In contrary, SMAD4 staining is
moderate in remission but still decreased compared with
control (Figure 1(b)). Accordingly, the median luminal
SMAD4 protein expression level was significantly decreased
in sections from CD patients compared to controls (p <
0 0001) (Figure 1(d)). In contrast, basal SMAD4 expression
was moderately but significantly downregulated in the CD
patients compared to controls (p = 0 032) (Figure 1(e)).
Notably, the strongest staining for SMAD4 in the control
group was in the IECs, albeit immune cells in the lamina
propria also expressed SMAD4 (Figure 1(c)). In 3 (24%) of
the CD patients, luminal SMAD4 was completely absent both
in the IECs and LPMCs. SMAD7 was weakly to moderately
expressed in the epithelial cells in some patients but strongly
expressed in the LPMCs (Figures 2(a) and 2(b)). While there
was no significant upregulation of SMAD7 in patients with
active disease compared with controls, CD patients in remis-
sion had a significantly lower amount of SMAD7-positive
LPMCs compared with CD patients with active disease and
controls (p = 0 039) (Figure 2(d)). There was no significant
correlation neither between SMAD7 and luminal SMAD4

expression (rs = 0 312; p = 0 106) nor between SMAD7 and
basal SMAD4 expression (rs = 0 210; p = 0 284).

3.2. Luminal SMAD4 but Not SMAD7 Expression Is Inversely
Correlated to Disease Activity. When correlated to disease
activity, we found that luminal SMAD4 expression was
significantly inversely correlated to the severity of the disease
in terms of SES-CD and histopathological activity. Basal
SMAD4 expression was not correlated to SES-CD or histo-
pathological activity. Moreover, SMAD7 expression did not
correlate to SES-CD or histopathological activity (Table 2).

To summarize, luminal SMAD4 was downregulated in
CD patients and was inversely correlated to disease activity.
SMAD7 expression was not significantly changed in CD
patients compared with controls but was significantly down-
regulated in CD patients in remission.

During a mean follow-up of 71 weeks, 15 (54%) CD
patients relapsed after a mean period of 18 weeks. Seven
patients with relapse and 2 in remission were examined with
repeat ileocolonoscopy and collection of ileal biopsies during
the follow-up period. Interestingly, we observed an increased

Table 1: Patient characteristics.

Active CD Remission CD Controls p value

Number (%) 13 (34) 16 (42) 9 (24)

Female (%) 6 (46) 7 (44) 3 (33) 0.839

Age (median (IQR)) 38 (29.00–55.50) 44 (35.75–52.75) 75 (56.50–76.50) 0.001

Age at diagnosis

A1 (below 16 years) (%) 0 0 —

A2 (17–40 years) (%) 10 (77) 12 (75) —

A3 (above 40 years) (%) 3 (23) 4 (25) —

Location

L1 ileal (%) 10 (77) 4 (25) —

L2 colonic (%) 0 11 (69) —

L3 ileocolonic (%) 3 (23) 1 (6) —

Behavior

B1 nonstricturing, nonpenetrating (%) 2 (15) 10 (63) —

B2 stricturing (%) 10 (77) 2 (13) —

B3 penetrating (%) 1 (8) 4 (25) —

Previous intestinal resection related to CD

Small bowel (%) 0 0 —

Colorectal (%) 0 0 —

Small bowel and colon (%) 4 (29) 2 (10) —

Disease localization of active luminal CD (SES-CD> 2)

Small bowel (%) 10 (77) 0 —

Colorectal (%) 0 (0) 0 —

Small bowel and colon (%) 3 (23) 0 —

Ongoing medical treatment ∗

TNF inhibitors (%) 1 (7) 9 (56) —

Azathioprine (%) 4 (31) 9 (56) —

Corticosteroids (%) 2 (14) 1 (6) —

CD: Crohn’s disease; SES-CD: Simple Endoscopic Score for Crohn’s Disease. Montreal classification was used for classification of disease behavior. ∗In the aCD
group, 1 patient received both TNF inhibitors and azathioprine; in the rCD group, 4 patients received both TNF inhibitors and azathioprine, while 1 patient
received corticosteroids and azathioprine.
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Figure 1: Immunohistochemical staining of SMAD4 on ileal biopsies. The luminal SMAD4 protein expression (brown color) was decreased
in CD patients with active disease (aCD) (a, b) compared to CD patients in remission (rCD) (c, d) and healthy controls (e, f). Original
magnification ×20 (a, c, and e) and ×40 (b, d, and f). Luminal (g) and basal (h) SMAD4 was significantly downregulated in CD patients
compared to controls. Median and IQR are shown.
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Figure 2: Immunohistochemical staining of SMAD7 on ileal biopsies. The lamina propria mononuclear cell (LPMC) SMAD7 protein
expression (brown color) was similar in CD patients with active disease (aCD) (a, b) compared to controls (e, f). SMAD7 was
downregulated in CD patients in remission (rCD) (c, d). Original magnification ×20 (a, c, and e) and ×40 (b, d, and f). SMAD
downregulation in CD patients in remission was significant compared to controls and active CD (g). Median and IQR are shown.
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SMAD4 expression in the two patients in long-term remis-
sion (luminal score increased to 2) while SMAD4 expression
remained low in the seven patients who relapsed (luminal
score 0 or 1). This observation needs to be confirmed in a
larger group of patients but indicates that the SMAD4 level
is dynamic and related to disease activity.

4. Discussion

This is an explorative and hypothesis-generating study, with
the novel primary finding that ileal SMAD4 protein expres-
sion level is substantially decreased in patients with active
CD. Thus, our data point to an immunosuppressive defect
in CD patients, which may be reversed for patients in long-
term remission. We found the strongest expression of
SMAD4 in normal IECs, and the most pronounced downreg-
ulation on the apical (i.e., luminal) surface in CD patients
with active disease. Sixteen out of 29 (55%) CD patients were
in histopathological remission when endoscopy was per-
formed the first time. They still exhibited low (50%) or
moderate (50%) luminal SMAD4 expression. Thus, the
SMAD4 defect is not reversed with medical treatment includ-
ing anti-tumor necrosis factor- (TNF-) α antibodies, which
some patients received to obtain remission (Table 1). There
was no correlation between a low level of SMAD4 and the
time of relapse, but follow-up biopsies in nine patients
showed that the SMAD4 level was increased (luminal score
2) in the seven patients who stayed in remission but
remained low (luminal score 0 or 1) in the two who relapsed.
The major SMAD4 defect was shown in the luminal, fully
matured IECs as well as LPMCs. The IECs are functioning
not only as a simple barrier but also as the front line of
defense, orchestrating the immune response due to the ability
of IECs to produce a variety of molecules including cytokines
[17], antimicrobial peptides [18, 19], and proteinases [20].
The consequence of an impaired TGF-β signaling in the IECs
may influence not only repression of the immune response
but also healing of ulcers, as TGF-β has a prominent role in
wound healing [21].

We speculate that the SMAD4 decrease is an early
defect in CD, and it would be interesting to pinpoint when

and how early it occurs. The SMAD4 expression is regu-
lated by several microRNAs (miRNAs) [22–26] as well as
on a posttranslational level [27, 28]. A plausible explanation
on how the SMAD4 level is reduced could be that the acti-
vation of toll-like receptors on the epithelial cell surface by
intestinal bacteria induces a signaling cascade through
nuclear factor-kappa B, which in turn upregulates a variety
of miRNAs, and some of these may inhibit the production
of SMAD4 protein and thus induce a sustained SMAD4
downregulation [29]. In this context, it is interesting that
the existing transformed human IEC cell line models are
all either SMAD4 negative or TGF-β receptor II negative
[30]. The profound downregulation of TGF-β signaling in
human IEC cell lines may be explained by the fact that
TGFBRII mutations are highly represented in tumors with
microsatellite instability and SMAD4 is mutated in more
than half of colorectal tumors without microsatellite
instability [6].

Previous findings have demonstrated an upregulation
of SMAD7 especially in the LPMCs in active CD patients
[31]. We were unable to detect an increased SMAD7
expression level in CD patients with active disease com-
pared with controls. But interestingly, we observed a signifi-
cant downregulation in CD patients in remission compared
with patients with active disease. These findings support
the effects of mongersen therapy, as shown previously
[31]. One could speculate that the lack of effect of monger-
sen in the phase 3 study is due to a low level of SMAD4
that is still present in CD patients with active disease. A
combination of knockdown of SMAD7 as well as induction
of SMAD4 would be more efficient in the restoration of full
TGF-β signaling.

The limitations in this study include only a small cohort
was analyzed. Also, only the terminal ileum was investigated;
inclusion of the colon would be an interesting study in the
future. Most of the patients (69%) in remission had previous
disease activity in the colon, and the control group was signif-
icantly older than the CD patients. A study with an analysis
of the LPMC population, as well as inclusion of a larger
number of patients in the follow-up study, is warranted. Only
the semiquantitative analysis IHC was used. Quantitative
analyses (quantitative reverse transcriptase polymerase chain
reaction (qRT-PCR) and western blotting) have been per-
formed. However, the material analyzed was lysates of
cellular fractions (epithelial and intraepithelial cells) of the
whole biopsy. We found that SMAD4 downregulation was
mainly seen at the apical surface of the biopsy, which
accounts for a small area of the biopsy (Supplementary
Figure 1). Thus, biochemical analyses of the whole biopsy
do not reflect the finding seen by IHC (data not shown).
Future protocols should include qRT-PCR and proteomic
analysis on laser microdissected cells.

In conclusion, we have shown that the SMAD4 protein
level is markedly downregulated in particular in the mature
IECs from CD patients, and this is significantly and inversely
correlated with disease activity. The ileal SMAD7 protein
level was downregulated in CD patients in remission. This
may contribute to maintain chronic inflammation due to
insufficient TGF-β activity.

Table 2: Correlations.

p value Correlation coefficient rs
Luminal SMAD4

SES-CD 0.001 −0.530
Histopathological activity 0.013 −0.399

Basal SMAD4

SES-CD 0.190 −0.217
Histopathological activity 0.281 −0.179

SMAD7

SES-CD 0.143 0.284

Histopathological activity 0.294 0.205

Correlation of disease activity to SMAD4 and SMAD7. Spearman’s rho
correlation was made on the entire cohort.

6 Gastroenterology Research and Practice



Data Availability

The data used to support the findings of this study have not
been made publicly available.

Conflicts of Interest

John Gásdal Karstensen has received research funding from
the Arvid Nilssons Fond, Pentax Medicals, and Danish
Cancer Research Foundation. Pia Klausen, Mehmet Coskun,
and Adrian Saftoiu have received research funding from
the Lundbeckfonden. Peter Vilmann has received research
funding from Pentax Medicals. For the remaining authors,
no conflicts of interest were declared.

Authors’ Contributions

Pia Klausen, John Gásdal Karstensen, Mehmet Coskun, Jack
Bernard Cowland, and Lene Buhl Riis conceived the design
of the study. Pia Klausen, John Gásdal Karstensen, Mehmet
Coskun, Adrian Săftoiu, and Lene Buhl Riis acquired the
data. Pia Klausen, John Gásdal Karstensen, Mehmet Coskun,
Adrian Săftoiu, Jack Bernard Cowland, and Lene Buhl Riis
analyzed and interpreted the data. Pia Klausen, John Gásdal
Karstensen, Mehmet Coskun, Adrian Săftoiu, Peter Vilmann,
Jack Bernard Cowland, and Lene Buhl Riis drafted the article
and did the final approval of the version to be submitted.

Acknowledgments

The authors greatly appreciate the statistical feedback from
Tobias Wirenfeldt Klausen, the dedicated help from the
endoscopy nurses Hanne Høyrup Scherfig and Anja Piil
Rasmussen, and expert technical assistance from Ulla
Lange, Anne Mette Wenning, Krisztina Faludi, and Jette
Loefstroem. This work was supported by the Arvid Nilssons
Fond and Lundbeckfonden.

Supplementary Materials

Figure 1: immunohistochemical staining of SMAD4 on
an ileal biopsy from a rCD patient. Luminal and basal
part of the biopsy is separated by a black drawing.
(Supplementary Materials)

References

[1] L. Pastorelli, C. de Salvo, J. R. Mercado, M. Vecchi, and
T. T. Pizarro, “Central role of the gut epithelial barrier in
the pathogenesis of chronic intestinal inflammation: lessons
learned from animal models and human genetics,” Frontiers
in Immunology, vol. 4, 2013.

[2] A. Walsh, R. Palmer, and S. Travis, “Mucosal healing as a
target of therapy for colonic inflammatory bowel disease and
methods to score disease activity,” Gastrointestinal Endoscopy
Clinics of North America, vol. 24, no. 3, pp. 367–378, 2014.

[3] G. D'Haens, F. Baert, G. van Assche et al., “Early combined
immunosuppression or conventional management in patients
with newly diagnosed Crohn’s disease: an open randomised
trial,” The Lancet, vol. 371, no. 9613, pp. 660–667, 2008.

[4] R. Kiesslich, C. A. Duckworth, D. Moussata et al., “Local
barrier dysfunction identified by confocal laser endomicro-
scopy predicts relapse in inflammatory bowel disease,” Gut,
vol. 61, no. 8, pp. 1146–1153, 2012.

[5] J. G. Karstensen, A. Săftoiu, J. Brynskov et al., “Confocal
laser endomicroscopy: a novel method for prediction of
relapse in Crohn’s disease,” Endoscopy, vol. 48, no. 4,
pp. 364–372, 2016.

[6] J. Massague, “TGFβ signalling in context,” Nature Reviews
Molecular Cell Biology, vol. 13, no. 10, pp. 616–630, 2012.

[7] M.W. Babyatsky, G. Rossiter, and D. K. Podolsky, “Expression
of transforming growth factors alpha and beta in colonic
mucosa in inflammatory bowel disease,” Gastroenterology,
vol. 110, no. 4, pp. 975–984, 1996.

[8] A. Stadnicki, G. Machnik, E. Klimacka-Nawrot, A. Wolanska-
Karut, and K. Labuzek, “Transforming growth factor-β1 and
its receptors in patients with ulcerative colitis,” International
Immunopharmacology, vol. 9, no. 6, pp. 761–6, 2009.

[9] C. Fiocchi, “TGF-β/Smad signaling defects in inflammatory
bowel disease: mechanisms and possible novel therapies for
chronic inflammation,” Journal of Clinical Investigation,
vol. 108, no. 4, pp. 523–526, 2001.

[10] G. Monteleone, M. C. Fantini, S. Onali et al., “Phase I clinical
trial of Smad7 knockdown using antisense oligonucleotide in
patients with active Crohn’s disease,” Molecular Therapy,
vol. 20, no. 4, pp. 870–876, 2012.

[11] G. Monteleone, M. F. Neurath, S. Ardizzone et al.,
“Mongersen, an oral SMAD7 antisense oligonucleotide, and
Crohn’s disease,” New England Journal of Medicine, vol. 372,
no. 12, pp. 1104–1113, 2015.

[12] B. G. Feagan, B. E. Sands, G. Rossiter et al., “Effects of
mongersen (GED-0301) on endoscopic and clinical outcomes
in patients with active Crohn’s disease,” Gastroenterology,
vol. 154, no. 1, pp. 61–64.e6, 2018.

[13] R. Szigeti, S. A. Pangas, D. Nagy-Szakal et al., “SMAD4
haploinsufficiency associates with augmented colonic inflam-
mation in select humans and mice,” Annals of Clinical and
Laboratory Science, vol. 42, no. 4, pp. 401–408, 2012.

[14] B. G. Kim, C. Li, W. Qiao et al., “Smad4 signalling in T cells is
required for suppression of gastrointestinal cancer,” Nature,
vol. 441, no. 7096, pp. 1015–1019, 2006.

[15] M. Daperno, G. D'Haens, G. van Assche et al., “Development
and validation of a new, simplified endoscopic activity score
for Crohn’s disease: the SES-CD,” Gastrointestinal Endoscopy,
vol. 60, no. 4, pp. 505–512, 2004.

[16] G. R. D’Haens, K. Geboes, M. Peeters, F. Baert, F. Penninckx,
and P. Rutgeerts, “Early lesions of recurrent Crohn’s disease
caused by infusion of intestinal contents in excluded ileum,”
Gastroenterology, vol. 114, no. 2, pp. 262–267, 1998.

[17] H. C. Jung, L. Eckmann, S. K. Yang et al., “A distinct array of
proinflammatory cytokines is expressed in human colon
epithelial cells in response to bacterial invasion,” Journal of
Clinical Investigation, vol. 95, no. 1, pp. 55–65, 1995.

[18] A. E. Østvik, A. v. B. Granlund, S. H. Torp et al., “Expression
of Toll-like receptor-3 is enhanced in active inflammatory
bowel disease and mediates the excessive release of lipocalin
2,” Clinical & Experimental Immunology, vol. 173, no. 3,
pp. 502–511, 2013.

[19] A. Rahman, A. Fahlgren, C. Sundstedt, S. Hammarström,
Å. Danielsson, and M. L. Hammarström, “Chronic colitis
induces expression of β-defensins in murine intestinal

7Gastroenterology Research and Practice

http://downloads.hindawi.com/journals/grp/2018/9307848.f1.pdf


epithelial cells,” Clinical & Experimental Immunology, vol. 163,
no. 1, pp. 123–130, 2011.

[20] G. Pedersen, T. Saermark, T. Kirkegaard, and J. Brynskov,
“Spontaneous and cytokine induced expression and activity
of matrix metalloproteinases in human colonic epithelium,”
Clinical & Experimental Immunology, vol. 155, no. 2,
pp. 257–265, 2009.

[21] L. S. Beck, L. Deguzman, W. P. Lee, Y. Xu, L. A. McFatridge,
and E. P. Amento, “TGF-β1 accelerates wound healing:
reversal of steroid-impaired healing in rats and rabbits,”
Growth Factors, vol. 5, no. 4, pp. 295–304, 1991.

[22] M. Hager, C. C. Pedersen, M. T. Larsen et al., “MicroRNA-
130a-mediated down-regulation of Smad4 contributes to
reduced sensitivity to TGF-β1 stimulation in granulocytic
precursors,” Blood, vol. 118, no. 25, pp. 6649–6659, 2011.

[23] H. Ling, K. Pickard, C. Ivan et al., “The clinical and biological
significance of MIR-224 expression in colorectal cancer
metastasis,” Gut, vol. 65, no. 6, pp. 977–989, 2016.

[24] J. Liu, X. du, J. Zhou, Z. Pan, H. Liu, and Q. Li, “MicroRNA-
26b functions as a proapoptotic factor in porcine follicular
granulosa cells by targeting Sma-and Mad-related protein 4,”
Biology of Reproduction, vol. 91, no. 6, p. 146, 2014.

[25] Y. Huang, Y. Qi, J. Q. du, and D. F. Zhang, “MicroRNA-34a
regulates cardiac fibrosis after myocardial infarction by target-
ing Smad4,” Expert Opinion on Therapeutic Targets, vol. 18,
no. 12, pp. 1355–1365, 2014.

[26] Y. Zhang, K. J. Fan, Q. Sun et al., “Functional screening for
miRNAs targeting Smad4 identified miR-199a as a negative
regulator of TGF-β signalling pathway,” Nucleic Acids
Research, vol. 40, no. 18, pp. 9286–9297, 2012.

[27] M.Wan, Y. Tang, E. M. Tytler et al., “Smad4 protein stability is
regulated by ubiquitin ligase SCF beta-TrCP1,” Journal of
Biological Chemistry, vol. 279, no. 15, pp. 14484–14487, 2004.

[28] M. Datto and X. F. Wang, “Ubiquitin-mediated degradation a
mechanism for fine-tuning TGF-beta signaling,” Cell, vol. 121,
no. 1, pp. 2–4, 2005.

[29] S. R. Quinn and L. A. O'Neill, “A trio of microRNAs that
control Toll-like receptor signalling,” International Immunol-
ogy, vol. 23, no. 7, pp. 421–425, 2011.

[30] K. L. Woodford-Richens, A. J. Rowan, P. Gorman et al.,
“SMAD4mutations in colorectal cancer probably occur before
chromosomal instability, but after divergence of the microsat-
ellite instability pathway,” Proceedings of the National Acad-
emy of Sciences, vol. 98, no. 17, pp. 9719–9723, 2001.

[31] G. Monteleone, A. Kumberova, N. M. Croft, C. McKenzie,
H. W. Steer, and T. T. MacDonald, “Blocking Smad7 restores
TGF-beta1 signaling in chronic inflammatory bowel disease,”
Journal of Clinical Investigation, vol. 108, no. 4, pp. 601–
609, 2001.

8 Gastroenterology Research and Practice


	SMAD4 Protein Expression Is Downregulated in Ileal Epithelial Cells from Patients with Crohn’s Disease with Significant Inverse Correlation to Disease Activity
	1. Introduction
	2. Materials and Methods
	2.1. Patients
	2.2. Endoscopy
	2.3. Immunohistochemistry (IHC)
	2.4. Statistics

	3. Results
	3.1. SMAD4 Is Markedly Downregulated in Ileal Epithelial Cells from CD Patients
	3.2. Luminal SMAD4 but Not SMAD7 Expression Is Inversely Correlated to Disease Activity

	4. Discussion
	Data Availability
	Conflicts of Interest
	Authors’ Contributions
	Acknowledgments
	Supplementary Materials

