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Epithelial-specific loss of Smad4 alleviates the fibrotic

response in an acute colitis mouse model
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Mucosal healing is associated with better clinical outcomes in

patients with inflammatory bowel disease. But the epithelial-

specific contribution to mucosal healing in vivo is poorly un-

derstood. We evaluated mucosal healing in an acute dextran

sulfate sodium mouse model that shows an alleviated colitis

response after epithelial-specific loss of Smad4. We find that

enhanced epithelial wound healing alleviates the fibrotic re-

sponse. Dextran sulfate sodium caused increased mesenchymal

collagen deposition—indicative of fibrosis—within a week in the

WT but not in the Smad4 KO colon. The fibrotic response cor-

related with decreased epithelial proliferation in the WT, whereas

uninterrupted proliferation and an expanded zone of prolifera-

tion were observed in the Smad4 KO colon epithelium. Further-

more, the Smad4 KO colon showed epithelial extracellular matrix

alterations that promote epithelial regeneration. Our data sug-

gest that epithelium is a key determinant of the mucosal healing

response in vivo, implicating mucosal healing as a strategy

against fibrosis in inflammatory bowel disease patients.
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Introduction

Mucosal healing is a prime treatment goal for IBD patients (1, 2). As

one of the most extensive epithelial linings in the body (3), the

intestinal epithelium provides a critical barrier between the mi-

croflora in the intestinal lumen and the gut-associated immune

cells (4). Hence, rapid resealing of the epithelial barrier after ep-

ithelial injury is essential to restore homeostasis and to prevent

inflammation (5, 6).

When the regenerative capacity of the epithelia is compromised

or does not suffice to meet the extent of injury, exposure of the

luminal contents to the underlying mesenchyme triggers an in-

flammatory response (7). When unchecked, the inflammatory re-

sponse can lead to fibrosis, which can lead to strictures, a common

complication in Crohn’s disease (CD) (8). Chronic inflammation can

also increase the predisposition to cancer in ulcerative colitis (UC)

and CD patients (9).

The DSSmousemodel is a well-established animalmodel to study

acute and chronic inflammatory responses in the intestine. DSS

administration in drinking water is thought to cause injury by

penetrating the epithelial membrane (10); the severity of the injury

and inflammation depends on the molecular weight of DSS, the

amount administered in the drinking water and the treatment period

(11). A restorative response to DSS-induced injury involves several

steps: hemostasis to seal breached vasculature, cell cycle arrest,

spreading of the epithelial cells to cover the denuded area, and

differentiation to restore the epithelial integrity (12). Parallelly, the

immune cells are activated to clear the infiltrated immunogens (13).

However, an unresolved injury because of compromised regenera-

tive capacity can cause fibrosis, a pathological wound-healing re-

sponse wherein fibroblasts and collagen replace the epithelium (14).

The healing process in chronic wounds causes systemic changes

that desensitize the immune cells, thereby creating an immuno-

suppressive milieu that permits the growth of neoplastic cells (14,

15). Loss-of-function mutation(s) in Smad4, a tumor suppressor (16,

17, 18, 19), is(are) one of the critical drivers of colon cancers (20).

Although Smad4 loss alone in the intestinal epithelium does not

affect the gross phenotype (21, 22), it increases colitis-associated

cancer in the chronic DSS mouse model (23, 24).

We used the acute DSSmodel to delineate the early wound-healing

response in the epitheliumwithout the confounding effects of chronic

inflammation. Smad4 was knocked out specifically in the intestinal

epithelium (Smad4IEC−KO), followed by DSS treatment. Epithelial-

specific transcriptional and molecular changes were assessed after

3 d of 2.5% DSS (3 d post-DSS). We chose the 3-d time point as the DSS-

induced loss of the colonic epithelial tissue is minimal at this time

point—enabling the collection of the sufficient quality of the epithelial

tissue for transcriptomic analysis at a time point when earlymolecular

responses are evident (25). Because the gross phenotypic change

manifests within 7 d of continuous DSS treatment in an acute colitis

model (18), we chose the 7-d time point to evaluate the gross phe-

notypic effects of DSS after 7 d of 2.5% DSS (7 d post-DSS).
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We find that the epithelial-specific loss of Smad4 has a

protective effect against the colitis response in the acute DSS

model. Most interestingly, Smad4 loss alleviated the fibrotic

response, which is characterized by the expansion of the mes-

enchymal tissue and collagen deposition in the mesenchyme (15,

16). Our findings reveal epithelial-specific ECM changes sup-

porting epithelial regeneration after DSS in the Smad4IEC−KO

mice.

Results

Epithelial-specific loss of Smad4 in the acute DSS mouse model

alleviates the colitis response

To determine the effect of epithelial-specific loss of Smad4 on

colitis response in an acute DSS mouse model, we first knocked

out Smad4 in the epithelium (Smad4IEC−KO) using the Villin

promoter–driven, tamoxifen-inducible, Cre-recombinase (17) (Fig

S1B) and assessed the colitis response to 2.5% DSS (40 kD) in

drinking water for 7 d. DSS caused weight loss and reduction in

colon length in both the WT and the Smad4IEC−KO mice. However,

the colitis-associated phenotype was significantly alleviated in

the Smad4IEC−KO mice (Fig 1A and B). Furthermore, histological

evaluation by hematoxylin and eosin (H&E) and quantification

revealed reduced tissue and crypt damage in the 7-d post-DSS

Smad4IEC−KO mouse colon (Fig 1C and D). These observations

collectively indicated a protective effect of Smad4 loss in the

intestinal epithelium against DSS in the acute DSS mouse model

of colitis.

Epithelial-specific loss of Smad4 promotes the regenerative

response in the epithelium

DSS triggers inflammation by causing epithelial breaches that

expose the colonic luminal contents to the underlying mesen-

chyme (18, 19). Hence, faster resealing of the breached epithelium

can minimize the DSS-induced inflammation and colitis. We first

assessed epithelial proliferation and migration, which are wound-

healing responses that reseal the breached epithelium to cover the

denuded areas (20, 21). DSS caused a significant reduction in the

epithelial proliferation in the WT colon within a week, but not in the

Smad4IEC−KO colon epithelium, suggesting the lack of the DSS-

induced proliferative arrest (22) in the Smad4IEC−KO colon (Fig 2A

and B).

We then assessed epithelial migration because we observed

an extended proliferative zone in the Smad4IEC−KO colon epi-

thelium after DSS (Fig S2D). To this end, we performed EdU (5-

ethynyl-29-deoxyuridine) and BrdU (bromodeoxyuridine) dual

pulse-chase assays for one and 6 h, respectively. First, we

measured the distance at which the top-most EdU-labeled and

BrdU-labeled cells were found relative to the crypt height,

consistent with the observations for Ki67 immunostaining (Fig

S2F). The EdU-labeled and BrdU-labeled cells were significantly

higher up in the crypts of the Smad4IEC−KO colon after 3 d of DSS

(Fig 2C–E). However, when the distance between the top-most

EdU- and the top-most BrdU-positive cells within the same crypt

was quantified, no significant difference between the 3-d DSS WT

and the 3-d DSS Smad4IEC−KO could be observed (Fig S2E), indi-

cating an expansion in the proliferative zone rather than in-

creased epithelial migration.

To further evaluate the early epithelial-specific transcriptional

changes that support the regenerative response, we performed

RNA-seq on the colonic epithelium of the 3-d DSS-treated mice,

followed by gene set enrichment analysis (GSEA). The colitis-

associated epithelial regenerative gene signature (23) was signif-

icantly enriched in the Smad4IEC−KO epithelium compared with WT

both before and after 3 d of DSS (Fig 2F), indicating epithelial-

specific transcriptional changes that promote epithelial regener-

ation in the Smad4IEC−KO colon.

Next, to investigate homeostasis restorative responses, we

probed for differentiation markers. The Smad4 KO epithelium

showed the increased expression of keratin 20 (Fig 2G) and

E-cadherin (Fig 2H) within 3 d of DSS, suggesting DSS-induced

responses that restore differentiation (24, 26) and epithelial in-

tegrity (27, 28) in the Smad4IEC−KO. These data collectively indicate

enhanced epithelial wound healing and homeostasis restorative

responses to DSS in the Smad4IEC−KO colon.

Epithelial-specific loss of Smad4 alleviates the fibrotic response

in the acute DSS mouse model

As the number of intact epithelial crypts remaining 7 d post-DSS

was significantly higher in the Smad4IEC−KO colon compared with

its WT counterpart (Fig 1C and D), we assessed the pathological

wound-healing response characterized by replacement of the

damaged tissue with the non-epithelial stromal tissue (29, 30).

Increased fibroblast activity and deposition of collagen-

containing ECM components in the stroma during pathological

wound healing lead to fibrosis (31, 32, 33). To determine the fi-

brotic response, we first assessed collagen deposition using

picrosirius red staining (Fig 3A) and quantified the collagen

proportionate area (34) in the mucosa. Collagen proportionate

area increased significantly after 7 d of DSS in the WT. However,

the collagen proportionate area was unaffected by DSS in the

Smad4IEC−KO colon (Fig 3B), suggesting epithelial-specific Smad4

loss protects against the fibrotic response in the acute DSS

mouse model.

We next probed for α-SMA (α-smooth muscle actin), a marker of

activated fibroblasts that promotes collagen deposition (35) in the

stroma (36, 37) and fibrosis. Immunoreactivity for α-SMA was

evident 7 d post-DSS in the regions lacking intact crypts in both

the WT and Smad4IEC−KO colon (Fig S3G). However, the stroma-only

region, that is, a mucosal region without intact crypts, was sig-

nificantly lower in the 7-d post-DSS Smad4IEC−KO colon when

compared to its WT counterpart (Fig 3D), suggesting increased

fibroblast activity in the stroma of the WT of the colon after DSS.

Surprisingly, the Smad4IEC−KO colon showed stronger α-SMA im-

munoreactivity in the pericryptal region lining of the crypt epi-

thelium when compared to its WT counterpart even before DSS

treatment (Figs 3C and S3H), suggesting altered crosstalk between

the epithelium and pericryptal fibroblasts after epithelial-specific

Smad4 loss (36, 38).
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The epithelial transcriptome in the 3-d DSS-treated Smad4IEC2KO

colon supports the wound-healing response

To investigate the early epithelial-specific transcriptional response

to DSS, we performedmRNA sequencing on the colon epithelia from

the WT and the Smad4IEC−KO mice. We used the 3-d post-DSS time

point as the molecular changes, without affecting the gross epi-

thelial morphology, are evident within 3 d of DSS (18, 39). ECM

organization, collagen components, and wound healing were

among the top-enriched GO (Gene Ontology) terms in the 3-d

post–DSS-treated Smad4 KO colon epithelium compared with its

WT counterpart (Fig 4A). Notably, the “ECM constituent” gene sig-

nature was significantly enriched in the Smad4 KO colon epithe-

lium, when compared to its WT counterpart within 3 d of DSS (Fig

4B). Several of the genes in the ECM constituent signature, such as

Ltbp1 (40), Prg4 (41), and Dcn (42), have been implicated in wound

healing. Interestingly, members of small leucine-rich repeat pro-

teoglycans (SLRPs), which are down-regulated during pathological

Figure 1. Smad4 loss in the epithelium alleviates the colitis response in the acute DSS mouse model.
(A) Loss in bodyweight (n = 35: 3 replicates/water-treated group, and 12 and 17 replicates for the WT and the Smad4IEC−KO mice treated with 2.5% DSS for a week). (B)
Reduction in colon length after a week of 2.5% DSS (n = 33: 6 replicates/WT, 8 replicates/Smad4IEC−KO, 10 replicates/7-d post-DSS WT, and 9 replicates/7-d post-DSS
Smad4IEC−KO). (C) Quantification of intact crypts after 7 d of 2.5% DSS (n = 3 replicates/group). (D) Representative images of the pathological histology, determined by
hematoxylin and eosin (n = 3 replicates/group). Scale bars, 100 μm. (C, D) All experiments in (C, D) were n = 3 independent experiments. In (A, B, C), data are presented as
themean ± SEM. Statistical significance was determined using an unpaired two-tailed t test. NS, not significant. *, **, ***, and **** denote P < 0.05, P < 0.01, P < 0.001, and P <
0.0001, respectively.
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Figure 2. Enhanced regenerative response in the Smad4 KO epithelium within 3 d of 2.5% DSS.
(A, B) Representative images and (B) quantification of the proliferative response to DSS, determined by IHC for the mitotic marker p-H3 (Ser10). (C, D, E) Representative
images of the expanded zone of proliferation, determined by the EdU and BrdU dual pulse-chase assay, and the distance relative to the crypt height at which (D) BrdU-
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progression of colitis (SLRPs) (43), were positively enriched in the

ECM signature, suggesting protective effects of the Smad4IEC−KO ECM

constituents. In addition, the transcript levels of genes encoding

the collagens implicated in wound healing (44) such as types I, II, IV,

and VI (29) were higher in the Smad4 KO colon epithelium (Fig 4C).

Because collagen in the ECM is a regulator of the various processes

involved in epithelial regeneration and homeostasis (45, 46, 47), we

probed for Col1a1, a type I collagen, by immunostaining (Fig 4D).

Type I collagen increased significantly in the Smad4IEC−KO peri-

cryptal epithelium after 3 d of DSS (Fig 4E), suggesting increased

collagen in the epithelial ECM. To further evaluate the functional

implication of the ECM-related gene signatures, specifically in the

epithelium, we performed Ingenuity Pathway Analysis (IPA) on the

differentially expressed genes (DEGs) in the 3-d post-DSS Sma-

d4IEC−KO colon epithelium versus its WT counterpart. Collagen-

mediated glycoprotein 6 (Gp6) signaling, which through platelet

aggregation (48) resolves vascular breaches, was among the most

enriched signaling pathways in the DSS-treated Smad4IEC−KO colon

(Fig S3A and C). No difference in Gp6 expression was observed,

however (Fig S3D). These observations in the Smad4IEC−KO colon

implicate the increased epithelial ECM collagen in mucosal healing.

Epithelial-specific loss of Smad4 attenuates the DSS-induced

inflammatory response in the acute DSS mouse model

After DSS-induced damage, the pattern recognition receptors in the

epithelium trigger inflammatory signaling (49). Hence, we first

determined the transcriptional changes affecting the DSS-induced

inflammatory response. The proinflammatory IFN-α and IFN-γ (50,

51) gene signatures were enriched in the WT colon epithelium after

3 d of DSS (Fig 5A) but not in the Smad4 KO epithelium (Fig S1C).

Consistent with this, the IFN-α and IFN-γ gene signatures were

negatively enriched in the 3-d post-DSS Smad4 KO epithelium

compared with its DSS-treated WT counterpart (Fig 5B), indicating

the attenuated DSS-induced inflammatory response in the

epithelium.

To investigate DSS-induced immune cell infiltration because of

Smad4 loss in the epithelium, we probed for iNOS (inducible nitric

oxide synthase) and CD206, the pro- and anti-inflammatory

markers of the innate immune response (52, 53). Decreased iNOS

immunoreactivity was detected in the Smad4IEC−KO colon 7 d post-

DSS compared with its WT counterpart, indicating a subdued

proinflammatory response to DSS in the Smad4IEC−KO colon (Fig 5C).

Conversely, immunoreactivity for the anti-inflammatory M2 mac-

rophage CD206 was higher in the 7-d post-DSS Smad4IEC−KO colon

comparedwith that in theWT colon (Fig 5D), suggesting suppression

of proinflammatory responses in the Smad4IEC−KO colon after DSS

treatment. To determine whether the pro- and anti-inflammatory

changes correlated with the level of inflammation, we next assayed

the C-reactive protein (CRP), an indicator of inflammation (54). A

significant increase in the CRP level was evident in the WT colonic

tissue after 7 d of DSS but not in the Smad4IEC−KO (Fig 5E), indicating

a dampened inflammatory response in the Smad4IEC−KO colon.

These data collectively suggest that epithelial-specific loss of

Smad4 attenuates the inflammatory response in the acute DSS

mouse model.

Discussion

Here, we show that epithelial-specific loss of Smad4 enhances

epithelial regeneration, effectively alleviating the fibrotic response

in the acute DSS mouse model. The regenerative response, which

includes DSS-induced expansion of the proliferative zone, paral-

leled epithelial retention and reduced accumulation of the mes-

enchymal tissue in the Smad4IEC−KO acute DSS model. The

transcriptional profile of the Smad4 KO epithelium also suggested

epithelial-specific ECM alterations that support wound healing in

the acute DSS mouse model.

Our studies are distinct from the previously reported tumori-

genic effect of Smad4 loss in mouse models of chronic inflam-

mation (55, 56, 57). Previous studies used haploinsufficiency (58) or

partial deletion (55) of Smad4 in the epithelium and showed that

Smad4 loss promotes colitis and colitis-associated cancer (55, 57).

However, given the role of Smad4 in genomic stability (59, 60, 61)

and tumor suppression (62, 63), tumorigenesis in the Smad4 KO

chronic DSS mouse model is not surprising, especially in the

presence of a DNA-damaging agent such as AOM (azoxymethane)

(55, 56, 57). Therefore, we expect tumorigenesis in the DSS-treated

Smad4IEC−KO colon, especially considering the immunosuppressive

milieu (Fig 5C and D) if a long-term DSS regimen for chronic colitis

was adopted. A striking observation in the Smad4IEC−KO colon was

the DSS-induced wound-healing response. A key factor ascribed to

DSS-induced colitis is the cell cycle arrest (22). Consistent with this,

the WT of the colon displayed a significant decrease in epithelial

proliferation within 7 d of DSS in Fig 2A and B. However, DSS did not

decrease epithelial proliferation in the Smad4IEC−KO colon (Fig 2B).

Furthermore, the transcriptional profile of the 3-d post-DSS Smad4

KO epithelium showed negative and positive enrichment for the

GO-term “Cell Cycle Arrest” (Fig S2A) and the pro-proliferative “Myc

target” gene signature (64) (Fig S2C), respectively. The decreased

Cdkn1a transcripts encoding the cell cycle inhibitor p21 (Fig S2B)

further indicated the lack of proliferative arrest in the Smad4IEC−KO

colon epithelium. The DSS-induced expansion of the proliferative

zone in the Smad4 KO epithelium is consistent with the epithelial

injury responses that support wound healing (47). In addition, Lgr5

transcript levels were significantly higher in the DSS-treated

Smad4IEC−KO colon epithelium (Fig S2H), consistent with the role

positive and (E) EdU-positive cells were found after the chase; the schematic depicts the timeline of BrdU and EdU pulse-chase (n = 3 replicates/group; scale bars,
50 μm). (F) Enrichment of the regenerative gene signature in the Smad4IEC−KO colon epithelium compared with its WT counterpart before and after 3 d of 2.5% DSS,
visualized by the GSEA plot and the corresponding heatmap of the core-enriched genes (n = 4 replicates/water-treated WT and 3 replicates/other groups). (G, H)
Representative images of improved epithelial differentiation and integrity, determined by (G) keratin 20 (n = 3 replicates/group; scale bars, 100 μm) and (H) E-cadherin
immunostaining (n = 3 replicates/group; scale bars, 10 μm). (A, B, C, D, E, G, H) All experiments in (A, B, C, D, E, G, H) were n = 3 independent experiments. In (B, D, E), data are
presented as the mean ± SEM. Statistical significance was determined using an unpaired two-tailed t test. NS, not significant. * and ** denote P < 0.05 and P < 0.01,
respectively.
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of Lgr5+ stem cells in the intestinal epithelial regeneration (65, 66).

Thus, the homeostatic responses and the enrichment of the re-

generative gene signatures (23) (Fig 2F) in the epithelium suggest

that Smad4 loss has a protective effect against the DSS-induced

colitis response.

Given that Smad4 is a transcriptional effector of TGF-β signaling,

our finding that Smad4 loss promotes epithelial regeneration is

intriguing. TGF-β promotes epithelial regeneration after ionizing

radiation (IR) through fetal reprogramming (67) and by suppressing

inflammation (68). However, the inflammatory response is minimal

after IR compared with DSS. The subdued inflammatory response

after IR is attributed to the phagocytic clearance of the apoptotic

cells (69, 70). On the contrary, the DSS-induced epithelial breach

exposes the luminal contents to the epithelium, thereby engaging

damage-associated molecular patterns on the epithelium (71),

which might trigger various lytic forms of cell death, which in turn

might prolong the inflammatory response.

Although the Smad4IEC−KO colon showed no increase in mes-

enchymal collagen deposition in the mucosa after DSS (Fig 3A and

B), the pericryptal collagen deposition was higher (Fig 4D) in the

Smad4IEC−KO colon. This is consistent with the context-dependent

functions of collagens. The fibrosis versus the wound-healing at-

tributes of various collagens depend on the source of collagen and

the site of its deposition. For example, fibroblast deposition of type I

Figure 3. Reduced fibrotic response in the acute DSS mouse model with epithelial-specific Smad4 deletion.
(A, B) Representative images of collagen deposition, determined by picrosirius red staining, and (B) collagen proportionate area, determined by the percentage of
collagen-positive pixels, after a week of 2.5% DSS. (C) Representative images of the increased fibroblast activity in the pericryptal fibroblast, determined by α-SMA-IHC; the
encircled are themagnified regions. (D) Relative proportion of the α-SMA–positive areas in the mucosal regions devoid of intact crypts (n = 3 replicates/group). Scale bars,
100 μm. All experiments in this figure were n = 3 independent experiments. In (B, D), data are presented as themean ± SEM. Statistical significance was determined using
an unpaired two-tailed t test. NS, not significant. * and **** denote P < 0.05 and P < 0.0001, respectively.
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Figure 4. Epithelial-specific ECM alterations reflective of wound-healing responses in the Smad4IEC-KO colon within 3 d of 2.5% DSS.
(A) ECM-related changes and wound healing among the top GO terms enriched in the 3-d post-DSS Smad4IEC−KO epithelial transcriptome compared with its WT
counterpart (n = 3 replicates/group). (B) Gene signature enrichment of the ECM component function in the Smad4IEC−KO, visualized by the GSEA plot and heatmap of the
core-enriched genes (n = 3 replicates/group). (C) Transcriptional increase in the genes encoding the collagens, Col1a1, Col1a2, Col3a1, and Col6a1, implicated in the wound-
healing response (n = 4 replicates/water-treated WT and 3 replicates/other groups). (D, E) Representative images of increased type I collagen in the Smad4IEC−KO

epithelial ECM, determined by Col1a1 IHC, and (E) quantification of the Col1a1 immunoreactive pixels in the epithelial ECM (n = 3 replicates/group). Scale bars, 50 μm. All
experiments in (D, E) were n = 3 independent experiments. In (C), the statistical significance is based on Padj. values from the DEG analysis. In (E), data are presented as the
mean ± SEM. Statistical significance was determined using an unpaired two-tailed t test. NS, not significant. *, **, ***, and **** denote P < 0.05, P < 0.01, P < 0.001, and P <
0.0001, respectively. NES = normalized enrichment score, FDR-q = false discovery rate q-value.
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Figure 5. Attenuated inflammatory response to DSS in the Smad4IEC-KO colon.
(A) Positive enrichment of the proinflammatory IFN-α and IFN-γ gene signatures after 3 d of 2.5% DSS in the WT colon epithelium, visualized by the GSEA plot and the
corresponding heatmap (n = 4 replicates/water-treated WT and 3 replicates/3-d post-DSS WT). (B) Negative enrichment of the proinflammatory IFN-α and IFN-γ gene
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and III collagens in the mesenchyme is attributed to fibrosis (72),

whereas type I and III collagens, when present in the epithelial ECM,

are associated with wound healing (73). Likewise, although type VI

collagen in the epithelial basement membrane is associated with

wound-healing processes (44, 74), an increase in type VI collagen

has been reported in the strictures of CD, and in collagenous colitis

(75). Type I collagen in the epithelial ECM promotes epithelial

proliferation (46), migration, and differentiation even when the

cell–cell contact is absent (45, 76). Because the denuded epithelium

resembles epithelial cells lacking the cell–cell contact, the in-

creased type I collagen in the pericryptal region (Fig 4D and E) might

restore faster homeostasis. In addition, the increase in the peri-

cryptal collagen might promote hemostasis by serving as a ligand

for the platelet-activating Gp6 signaling (77, 78) (Fig S3B). Although

no increase in Gp6 immunoreactivity was detected (Fig S3D), the

increased pericryptal collagen in the Smad4IEC−KO colon (Fig 4D and

E) might contribute to the wound-healing response (Fig S3F)

through Gp6 signaling (Fig S3A and C) by resealing the injured

vasculature (79).

Epithelial and the pericryptal fibroblast crosstalk can increase

collagen deposition and remodeling of the epithelial ECM

(80). Thus, the increased pericryptal collagen in the Smad4IEC−KO

colon (Fig 4D and E) could also be ascribed to the pericryptal

fibroblast activity (36, 38) (Figs 3C and S3H). This notion is

consistent with the higher expression of platelet-derived growth

factor alpha (Fig S3E), which encodes the ligand for the fibroblast

receptor, platelet-derived growth factor receptor alpha (81, 82).

However, additional studies are needed to understand the basis

for the differential activation of the pericryptal fibroblasts

and their contribution to epithelial homeostasis in the acute

DSS model.

Although the alleviated colitis response could be ascribed in

part to the epithelial restorative responses after injury, the

dampened inflammatory response (Fig 5B, C, and E) and infil-

tration of the anti-inflammatory M2 macrophages (83) after DSS

(Fig 5D) implicate epithelial-specific Smad4 loss in immuno-

modulation and suppression of the pathological inflammatory

response. This observation warrants further investigation, es-

pecially because anti-inflammatory immune infiltration nega-

tively regulates fibrosis (84). Our study underscores the

importance of epithelial restoration in alleviating the fibrotic

response to injury in the acute DSS mouse model. In this regard,

the differential role of the pericryptal and the mesenchymal

fibroblasts in epithelial restoration versus fibrosis warrants

further investigation. In conclusion, our study reveals that the

enhanced regenerative response in the Smad4IEC−KO is associ-

ated with epithelial–ECM changes and alleviated fibrosis. Hence,

exploiting the epithelial–ECM changes that promote epithelial

regeneration is a potential strategy against fibrosis in IBDs.

Materials and Methods

Materials

Antibodies and reagents are summarized in Tables S1, S2, and S3.

Animals and experimental protocol for inducing colitis

The animal experiments were conducted according to the protocol

approved by the IACUC of Stevens Institute of Technology and

Rutgers. All mice were kept under a 12-h light/dark cycle and

harvested around midday to prevent diurnal variations. To create

the Smad4 KO conditional mutant, the Villin-CreERT2 transgene (17)

was integrated into Smad4f/f (85) mouse conditional mutants and

controls. To induce epithelial-specific loss of Smad4, 0.05 g/kg

tamoxifen per day was injected intraperitoneally for four consec-

utive days. 2.5% DSS (40 kD) was administered in drinking water for

ad libitum drinking for three or seven consecutive days, depending

on the purpose of the experiment. The treatment regimen for

Smad4 deletion and DSS treatment is shown (Fig S1A). The animals

used were gender- and age-matched across the different treat-

ments. All animals used were between 8 and 14 wk of age.

Colon epithelial isolation for RNA extraction and sequencing

The freshly harvested colon was flushed with PBS, filleted open, and

cut into ~1-cm pieces, and the epithelia were separated from the

underlying mesenchyme using EDTA chelation as follows: the in-

testinal pieces were incubated with 5mM/liter EDTA/PBS for 50min

at 4°C and then shaken to separate the epithelium from the un-

derlying mesenchyme. The colonic crypt epithelium was isolated

after filtering through a 70-μm filter. The isolated crypts were

washed twice with ice-cold PBS by spinning at 200 rcf at 4°C for

2 min. Any remaining PBS was aspirated before solubilizing in TRIzol

and RNA extracted as per the manufacturer’s recommendation.

Protein extraction

The whole colonic tissue from the proximal colon was used for

protein extraction. After flushing the colon with cold PBS, the

proximal colon was minced into 1-cm pieces and flash-frozen in

liquid nitrogen and macerated using a pestle and mortar. The

macerated tissue was lysed in RIPA buffer (20 mM/liter Hepes, 150

mM/liter NaCl, 1 mM/liter EGTA (ethylene glycol-bis[β-aminoethyl

ether]-N, N,N9,N9-tetraacetic acid), 1% Triton X-100, and 1 mM/liter

EDTA) containing freshly added protease inhibitors (1x PI, 20 mM/

liter NaF, 1mM/liter Na3VO3, and 1mM/liter PMSF), rocked at 4°C for

309, and spun at 4°C to extract the solubilized protein. The protein

signatures in the 3-d post-DSS Smad4IEC−KO epithelium compared with its WT counterpart, visualized by the GSEA plot; the corresponding heatmap shows the relative
levels of the core-enriched genes (n = 3 replicates/group). (C, D) Representative images of the decreased proinflammatory response after 7 d of 2.5% DSS in the Smad4 IEC-
KO colon, determined by immunostaining for (C) the proinflammatory marker, iNOS (white arrowheads), and (D) the anti-inflammatory M2 macrophage marker, CD206
(black arrowheads) (n = 3 replicates/group). (E) Increased inflammation in the WT but not the Smad4IEC−KO colon, determined by CRP levels in colonic tissues after 7 d of
2.5% DSS (n = 3 replicates/group, except n = 5 for the water-treated WT and n = 4 for the 7-d post-DSS WT). Scale bars, 50 μm. All experiments in (C, D, E) were n = 3
independent experiments. In (E), data are shown as box-and-whisker plots. The boxes represent the interquartile range, the whiskers represent 1.5 * interquartile range,
and the individual point represents an outlier. NS, not significant. * denotes P < 0.05. NES = normalized enrichment score, FDR-q = false discovery rate q-value.
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concentration was determined using Bicinchoninic Acid Protein

Assay Kit.

ELISA for CRP

Six micrograms of the protein extract was used for the CRP assay

using a CRP assay kit. The flash-frozen protein extracts, after nor-

malizing the concentration, were used for the CRP assay. Standards

were prepared freshly, and the CRP assay was carried out as per the

manufacturer’s recommendation.

Histology, immunostaining, and image acquisition

The freshly isolated colon was flushed with PBS, opened longitu-

dinally, made into Swiss rolls, and fixed overnight at 4°C with 4% PFA

in PBS. The fixed tissues were dehydrated in alcohol series and

processed in xylene and paraffin before embedding them in paraffin.

5-μm sections of the paraffin-embedded tissue were used for his-

tological evaluation and immunostaining as previously described

(86). A summary of the antibodies and dilution used is summarized in

Tables S1, S2, and S3. Hematoxylin or methyl green was used as a

nuclear counterstain. Brightfield images were obtained using a Nikon

microscope (Model Eclipse Ci-L; cat. No. M568E) and a Nikon camera

(DS-Fi3; cat. No. 117837). Fluorescent images were obtained using a

Zeiss confocal microscope (LSM 880; Carl Zeiss Microscopy GmbH).

The same laser power and gain were maintained when obtaining

fluorescent images. Low-magnification (4X) fluorescent images were

obtained using a BioTek Lionheart FX microscope and camera.

Contrast and brightness, when adjusted for brightfield images, were

uniformly applied across the treatments being compared.

BrdU-EdU pulse-chase and fluorescent detection

Mice were injected with 1 mg of EdU and 1 mg of BrdU at one and 6 h,

respectively, before euthanizing the mice. Fluorescent immunohis-

tochemistry was used to detect the BrdU-incorporated cells; the EdU-

incorporated cells within the same tissue were codetected with a red

fluorescent marker as per the manufacturer’s recommendation. The

distance of migration was calculated by measuring the distance

between the top BrdU-positive and the EdU-positive cell relative to

the height of the crypt being accounted. The quantification was

performed on the images captured from the distal colon. At least 30

open crypts were accounted for each sample.

Picrosirius red staining and assessment of collagen

proportionate area

Five-micron sections of paraffin-embedded colons were hydrated

and stained for collagen using a Sirius Red/Fast Green kit as per

the manufacturer’s recommendation. Collagen deposition was

assessed only in the mucosae; that is, collagen in the submucosa,

mucosa, muscularis, and serosa were not accounted. Collagen-

positive pixels were quantified as described earlier (34). Briefly,

five 10x images from the distal colon were randomly selected for the

assessment. The images were then deconvoluted to visualize only

the collagen-positive pixels and quantified to obtain collagen-

positive pixels per unit area of the mucosa.

Quantification of intact crypts and crypt-less mucosal regions

Ten randomly selected 20x images of α-SMA immunostaining in the

distal colon were used. The number of intact crypts per unit area

only in the mucosa was counted manually. The same images were

used to quantify the crypt-less regions per unit area of the mucosa,

containing α-SMA–positive and α-SMA–negative cells.

Quantification of Col1a1 (type I collagen) in the pericryptal

epithelium

Ten 20x images of the distal colon immunostained for Col1a1 for each

replicate were used. Col1a1 immunoreactivity in the pericryptal ep-

ithelium of at least 50 open crypts for each replicate was quantified

as follows (Fig S2G): a rectangle was drawn around the pericryptal

epithelium to assign the total area accounted for each crypt. Using

ImageJ 1.53t and Zen 3.1 software, the Col1a1 immunoreactive region

in the pericryptal epithelium was outlined. The outlined Col1a1-

positive area per unit area of the rectangle was quantified.

Quantification of p-H3 (Ser10)–labeled cells to assess

proliferation

The p-H3 (Ser10) (histone H3 [p Ser10])–positive cells were detected

by p-H3 (Ser10) immunohistochemistry. p-H3 (Ser10)–positive cells

in at least 40 open and intact crypts per replicate of the distal colon

were enumerated.

Statistical analysis

Data visualization was performed in GraphPad Prism 8.0.2 for bar

graphs or in R (v 4.3.1) packages, ggplot2 (v 3.5.1) and ggprism (v

1.0.4), for a box-and-whisker plot. In all bar graphs, data aremeans ±

SEM from three independent experiments. Unpaired t tests were

used to compare the means of data between two groups. Statistical

significance was set at P ≤ 0.05. For the gene count data, Padj. values

obtained from DEG analysis were used to determine the statistical

significance. The statistical details for each graph, including the

number of independent experiments and statistical significance,

are indicated in the figure and/or figure legends.

RNA-seq library preparation and sequencing

Quality control, library preparation, and sequencing for the study

were conducted by Novogene Corporation Inc. RNA integrity was

initially assessed using RNA Nano 6000 Assay Kit of the Bioanalyzer

2100 system (Agilent Technologies), and only RNA samples with an

RIN value above 4 were selected for further processing. This process

involved the purification of mRNA and subsequent cDNA synthesis.

After adapter ligation, the cDNA underwent another purification

step. The prepared library’s quality was then evaluated using the

Agilent Bioanalyzer 2100 system. Finally, sequencing was performed

on an Illumina NovaSeq platform, generating 150-bp paired-end

reads. The raw sequencing reads, provided in a FASTQ format, were

processed by Novogene using their in-house Perl scripts to obtain

clean reads. These clean reads were then aligned to the mm9

mouse reference genome using Hisat2 (v2.0.5) (87). Subsequently,
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the aligned reads were quantified for gene expression levels using

featureCounts (v1.5.0-p3) (88).

Bioinformatics

Differential expression analysis for pairwise comparisons was

performed using the DESeq2 (v1.40.2) package (89) in R (v4.3.1) (90).

P-values were adjusted using the Benjamini–Hochberg method to

control the false discovery rate (91). Genes with an adjusted P-value

(Padj.) less than 0.05 were considered significantly differentially

expressed.

Gene Ontology (GO) (92) enrichment analysis was performed on

the significantly DEGs using the clusterProfiler (v4.9.4) R package

(93). P-values obtained from the hypergeometric test were adjusted

using the Benjamini–Hochberg method for multiple hypothesis

testing. GO terms with an adjusted P-value (Padj) less than 0.05

were deemed significantly enriched.

Normalized counts for GSEA were obtained using the counts (dds,

normalized = TRUE) function from DESeq2, and GSEA (v4.3.2) was

conducted using the Broad Desktop Application (94, 95). Mouse

Ensembl IDs were mapped to human gene symbols, and genes were

ranked using the Signal2Noisemetric. The analysis used theweighted

enrichment statistic and 10,000 gene set permutations, with gene

sets filtered by size (minimum 15, maximum 500). Gene sets with a

false discovery rate q-value below 0.05 were identified as signifi-

cantly enriched.

Gene sets were sourced from the Molecular Signatures Database

(MSigDB) (96). Heatmaps of core-enriched genes and UpSet plots

were generated using the ComplexHeatmap package in R (97).

UpSet plots were used to determine the uniquely enriched gene

sets across each pairwise comparison that was performed.

Ingenuity Pathway Analysis (IPA) (98) was performedwith the DEGs

identified in our study. DEGs with |Log2FoldChange| ≥ 0.584 were

uploaded to IPA for functional annotation and regulatory network

analysis.

Data Availability

Normalized transcript count data have been submitted to the

National Center for Biotechnology Information Gene Expression

Omnibus, GSE252864, and raw sequences to the Sequence Read

Archive. The code is archived on Zenodo: https://zenodo.org/doi/

10.5281/zenodo.13772322.

Supplementary Information

Supplementary Information is available at https://doi.org/10.26508/lsa.
202402935.
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Colombé M, Gascard P, Tlsty T, et al (2024) Extracellular matrix
orchestration of tissue remodeling in the chronically inflamed mouse
colon. Cell Mol Gastroenterol Hepatol 17: 639–656. doi:10.1016/
j.jcmgh.2024.01.003

44. Mereness JA, Bhattacharya S, Wang Q, Ren Y, Pryhuber GS, Mariani TJ
(2018) Type vi collagen promotes lung epithelial cell spreading and
wound-closure. PLoS One 13: e0209095. doi:10.1371/
journal.pone.0209095

45. Streuli CH, Bailey N, Bissell MJ (1991) Control of mammary epithelial
differentiation: Basement membrane induces tissue-specific gene
expression in the absence of cell-cell interaction and morphological
polarity. J Cell Biol 115: 1383–1395. doi:10.1083/jcb.115.5.1383

46. Katsuno-Kambe H, Teo JL, Ju RJ, Hudson J, Stehbens SJ, Yap AS (2021)
Collagen polarization promotes epithelial elongation by stimulating
locoregional cell proliferation. Elife 10: e67915. doi:10.7554/eLife.67915

47. Yui S, Azzolin L, Maimets M, Pedersen MT, FordhamRP, Hansen SL, Larsen
HL, Guiu J, Alves MRP, Rundsten CF, et al (2018) Yap/taz-dependent
reprogramming of colonic epithelium links ecm remodeling to tissue
regeneration. Cell Stem Cell 22: 35–49.e7. doi:10.1016/j.stem.2017.11.001

48. Rayes J, Watson SP, Nieswandt B (2019) Functional significance of the
platelet immune receptors gpvi and clec-2. J Clin Invest 129: 12–23.
doi:10.1172/jci122955

49. Kawasaki T, Kawai T (2014) Toll-like receptor signaling pathways. Front
Immunol 5: 461. doi:10.3389/fimmu.2014.00461

50. Ito R, Shin-Ya M, Kishida T, Urano A, Takada R, Sakagami J, Imanishi J, Kita
M, Ueda Y, Iwakura Y, et al (2006) Interferon-gamma is causatively
involved in experimental inflammatory bowel disease in mice. Clin Exp
Immunol 146: 330–338. doi:10.1111/j.1365-2249.2006.03214.x

51. Andreou NP, Legaki E, Gazouli M (2020) Inflammatory bowel disease
pathobiology: The role of the interferon signature. Ann Gastroenterol 33:
125–133. doi:10.20524/aog.2020.0457

52. Liu X, Ren X, Zhou L, Liu K, Deng L, Qing Q, Li J, Zhi F, Li M (2022) Tollip
orchestrates macrophage polarization to alleviate intestinal mucosal
inflammation. J Crohns Colitis 16: 1151–1167. doi:10.1093/ecco-jcc/jjac019

53. Wright PB, McDonald E, Bravo-Blas A, Baer HM, Heawood A, Bain CC,
Mowat AM, Clay SL, Robertson EV, Morton F, et al (2021) The mannose
receptor (cd206) identifies a population of colonic macrophages in
health and inflammatory bowel disease. Sci Rep 11: 19616. doi:10.1038/
s41598-021-98611-7

54. Sproston NR, Ashworth JJ (2018) Role of c-reactive protein at sites of
inflammation and infection. Front Immunol 9: 754. doi:10.3389/
fimmu.2018.00754

55. Means AL, Freeman TJ, Zhu J, Woodbury LG, Marincola-Smith P, Wu C,
Meyer AR, Weaver CJ, Padmanabhan C, An H, et al (2018) Epithelial smad4
deletion up-regulates inflammation and promotes inflammation-
associated cancer. Cell Mol Gastroenterol Hepatol 6: 257–276.
doi:10.1016/j.jcmgh.2018.05.006

56. Hanna DN, Smith PM, Novitskiy SV, Washington MK, Zi J, Weaver CJ,
Hamaamen JA, Lewis KB, Zhu J, Yang J, et al (2022) Smad4 suppresses
colitis-associated carcinoma through inhibition of ccl20/ccr6-mediated
inflammation. Gastroenterology 163: 1334–1350.e14. doi:10.1053/
j.gastro.2022.07.016

57. Liu L, Wang Y, Yu S, Liu H, Li Y, Hua S, Chen YG (2023) Transforming growth
factor Beta Promotes inflammation and tumorigenesis in smad4-
deficient intestinal epithelium in a YAP-dependent manner. Adv Sci
(Weinh) 10: e2300708. doi:10.1002/advs.202300708

58. Szigeti R, Pangas SA, Nagy-Szakal D, Dowd SE, Shulman RJ, Olive AP,
Popek EJ, Finegold MJ, Kellermayer R (2012) Smad4 haploinsufficiency
associates with augmented colonic inflammation in select humans and

mice. Ann Clin Lab Sci 42: 401–408. doi:10.1097/00054725-201112002-
00024

59. Gotovac JR, Kader T, Milne JV, Fujihara KM, Lara-Gonzalez LE, Gorringe KL,
Kalimuthu SN, Jayawardana MW, Duong CP, Phillips WA, et al (2021) Loss
of smad4 is sufficient to promote tumorigenesis in amodel of dysplastic
barrett’s esophagus. Cell Mol Gastroenterol Hepatol 12: 689–713.
doi:10.1016/j.jcmgh.2021.03.008

60. Zhao M, Mishra L, Deng CX (2018) The role of TGF-β/SMAD4 signaling in
cancer. Int J Biol Sci 14: 111–123. doi:10.7150/ijbs.23230

61. Najjar Sadeghi R, Saeedi N, Sahba N, Sadeghi A (2021) Smad4 mutations
identified in iranian patients with colorectal cancer and polyp.
Gastroenterol Hepatol Bed Bench 14: S32–S40. doi:10.22037/ghfbb.vi.1925

62. Bornstein S, White R, Malkoski S, Oka M, Han G, Cleaver T, Reh D,
Andersen P, Gross N, Olson S, et al (2009) Smad4 loss in mice causes
spontaneous head and neck cancer with increased genomic instability
and inflammation. J Clin Invest 119: 3408–3419. doi:10.1172/jci38854

63. Chen L, Toke NH, Luo S, Vasoya RP, Fullem RL, Parthasarathy A, Perekatt
AO, Verzi MP (2019) A reinforcing hnf4-smad4 feed-forward module
stabilizes enterocyte identity. Nat Genet 51: 777–785. doi:10.1038/s41588-
019-0384-0

64. Luiken S, Fraas A, Bieg M, Sugiyanto R, Goeppert B, Singer S, Ploeger C,
Warsow G, Marquardt JU, Sticht C, et al (2020) Notch target gene hes5
mediates oncogenic and tumor suppressive functions in
hepatocarcinogenesis. Oncogene 39: 3128–3144. doi:10.1038/s41388-
020-1198-3

65. Metcalfe C, Kljavin NM, Ybarra R, de Sauvage FJ (2014) Lgr5+ stem cells are
indispensable for radiation-induced intestinal regeneration. Cell Stem
Cell 14: 149–159. doi:10.1016/j.stem.2013.11.008

66. Gregorieff A, Liu Y, Inanlou MR, Khomchuk Y, Wrana JL (2015) Yap-
dependent reprogramming of lgr5(+) stem cells drives intestinal
regeneration and cancer. Nature 526: 715–718. doi:10.1038/nature15382

67. Chen L, Qiu X, Dupre A, Pellon-Cardenas O, Fan X, Xu X, Rout P, Walton KD,
Burclaff J, Zhang R, et al (2023) Tgfb1 induces fetal reprogramming and
enhances intestinal regeneration. Cell Stem Cell 30: 1520–1537.e8.
doi:10.1016/j.stem.2023.09.015

68. Huynh ML, Fadok VA, Henson PM (2002) Phosphatidylserine-
dependent ingestion of apoptotic cells promotes tgf-beta1 secretion
and the resolution of inflammation. J Clin Invest 109: 41–50. doi:10.1172/
jci11638

69. Pritchard DM, Potten CS, Korsmeyer SJ, Roberts S, Hickman JA (1999)
Damage-induced apoptosis in intestinal epithelia from bcl-2-null and
bax-null mice: Investigations of the mechanistic determinants of
epithelial apoptosis in vivo. Oncogene 18: 7287–7293. doi:10.1038/
sj.onc.1203150

70. Rock KL, Kono H (2008) The inflammatory response to cell death. Annu
Rev Pathol 3: 99–126. doi:10.1146/annurev.pathmechdis.3.121806.151456

71. Boyapati RK, Rossi AG, Satsangi J, Ho GT (2016) Gut mucosal damps in ibd:
From mechanisms to therapeutic implications. Mucosal Immunol 9:
567–582. doi:10.1038/mi.2016.14

72. Talbott HE, Mascharak S, Griffin M, Wan DC, Longaker MT (2022) Wound
healing, fibroblast heterogeneity, and fibrosis. Cell Stem Cell 29:
1161–1180. doi:10.1016/j.stem.2022.07.006

73. Shuai X, Kang N, Li Y, Bai M, Zhou X, Zhang Y, Lin W, Li H, Liu C, Lin H, et al
(2024) Recombination humanized type iii collagen promotes oral ulcer
healing. Oral Dis 30: 1286–1295. doi:10.1111/odi.14540
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