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A B S T R A C T

4-methylesculetin is one of the coumarin derivatives with great anti-oxidant and anti-inflammatory activities.
Recent studies have shown that 4-methylesculetin has a promising potentiality to treat inflammatory diseases,
especially those related to reactive oxygen species, as inflammatory bowel disease. Based on this, the present
study aims to investigate the intestinal anti-inflammatory activity of 4-methylesculetin in dextran sulfate sodium
(DSS) model. For this purpose, mice received DSS 5% for 5 days followed by 2 days of filtered tap water. Treated
groups received orally 5 or 25 mg/kg of 4-methylesculetin daily since the first day. Macroscopic, microscopic
and biochemical parameters were evaluated. 4-methylesculetin (25 mg/kg) improved microscopic parameters,
decreased MPO activity, reduced the colonic levels of IL-6 and counteracted GSH depletion when compared with
DSS-control group. Our results show the intestinal anti-inflammatory activity of 4-methylesculetin in DSS model,
which is related to its antioxidant and anti-inflammatory properties. This way, 4-methylesculetin, is a new
potential compound for treatment of both types of IBD.

1. Introduction

Coumarins comprise a very large class of phenolic substances,
naturally found in plants or as synthetic compound, which are made of
fused benzene and α-pyrone rings, with different substitutes on the
basic molecule of coumarin. These substitutions seem to define the
diverse biological activities, such as, anti-inflammatory, antioxidant,
antinociceptive, hepatoprotective, antithrombotic, antiviral, anti-
microbial, antituberculosis, anti-carcinogenic, antidepressant, anti-
hyperlipidemic and anticholinesterase [1,2].

4-methylesculetin (6,7-Dihydroxy-4-Methylcoumarin) is one of the
coumarin derivatives with great anti-oxidant and anti-inflammatory
activities [3–6]. This molecule has been shown non-toxic effects [7] and
a promising potentiality to treat inflammatory diseases, especially those
related to reactive oxygen species (ROS) [5,6,8].

Inflammatory bowel disease (IBD) comprises mainly Crohn's disease
(CD) and ulcerative colitis (UC), and both are characterized by chronic

or relapsing immune activation and inflammation within the gastro-
intestinal tract. Several factors are believed to have a role in their de-
velopment, including dysregulated immune responses, host genotype
and environmental factors. Although etiology of IBD is not totally
elucidated, several studies had focused on reactive oxygen species
(ROS) as an important contributors to IBD development [9]. IBD pa-
tients show excessive oxidant activities and a decrease in antioxidant
defenses. This excess of ROS reacts with cell membrane fatty acids,
proteins and DNA permanently impairing their functions. These da-
mage caused by ROS can be reversed by restored in the antioxidant
balance [10]. Therefore, the administration of antioxidants compounds
with additional anti-inflammatory action may be potential in the
treatment of IBD [9].

Several studies have shown the beneficial effects of different natural
antioxidant compounds in experimental models of intestinal in-
flammation, including flavonoids such as quercitrin [11], rutoside [12],
morin [13], diosmin and hesperidin [14], isocoumarin [15] and
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coumarin derivatives as 4-hydroxycoumarin, coumarin [5,16–18] es-
culetin, 4-methylesculetin [5,6,17], scopoletin, scoparone, fraxetin, 4-
methylumbelliferone, esculin and daphnetin [18].

Based on this, the present study aims to investigate the intestinal
anti-inflammatory activity of 4-methylesculetin in intestinal in-
flammation induced by DSS in mice.

2. Material and methods

2.1. Material

All chemicals, including 4-methylesculetin (Fig. 1) and dextran
sulfate sodium (DSS) were purchased from Sigma Aldrich (São Paulo,
Brazil). The tested substances were dissolved in methylcellulose (1% w/
v) and were prepared daily and immediately before administration to
the animals.

2.2. Animals

Male Swiss albino mice (25–35 g) obtained from Anilab laboratory,
Paulinia - São Paulo State were housed in standard environmental
conditions (21 °C, 60–70% humidity) with a 12 h light/dark cycle and
air filtration. The animals had free access to water and food (Biobase,
São Paulo, Brazil) until the beginning of the experimental design. The
experimental protocols were conducted according to the “Guidelines of
Animal Experimentation” approved by the Commission of Ethics in
Animal Experimentation (Protocol number 2014/616-CEEA), Institute
of Biosciences, Universidade Estadual Paulista (UNESP).

2.3. Induction and assessment of the intestinal inflammatory process

Mice received sterile, filtered water containing 5% (w/v) DSS
(40 kDa; Sigma) ad libitum for 5 days, followed by 2 days of regular
filtered tap water. Oral administration of 4-ME or vehicle proceeded
daily since the first day. The following parameters were daily mon-
itored: food and DSS consumption, water intake, body weight, diarrhea
and rectal bleeding. Animals from all groups (n = 8) were killed on the
eighth day of experimentation by cervical dislocation.

The colonic segments were then obtained after laparotomy, placed
on an ice-cold plate, cleaned of fat and mesentery tissue, and blotted on
filter paper. The colon was weighted, and its length was measured
under a constant load (2 g) to the determination of colonic weight/
length ratio. The colon was subsequently divided longitudinally into
different pieces to be used for the biochemical and histological ana-
lyses.

2.4. Biochemical and immunological evaluation

Myeloperoxidase (MPO) activity and colon glutathione (GSH) con-
tent were quantified by the methodologies described by Krawisz [19]
and Anderson [20], respectively.

TNF-α, IL-17 and IL-6 levels were quantified by enzyme-linked
immunosorbent assay (ELISA) in colonic samples using DuoSet Kits

(R&D Systems, Inc., Minneapolis, Minnesota, USA) according to the
manufacturer's instructions.

2.5. Histological evaluation

A representative colon fragment was collected for histological slide
preparation and stained with haematoxylin and eosin (HE) for analysis
of the microscopic damage and was adapted and assigned on a 0–22
scale as described by Dieleman et al. [21], and Stucchi et al., [22].
Images were acquired using Zeiss Imager Axio Vision 4.8.2.0 software.

2.6. Statistical analyses

Parametric data are expressed in mean ± S.E.M. and were ana-
lyzed by one way analysis of variance (ANOVA) and post hoc least
significance tests. Nonparametric data are expressed as the median
(range) and were analyzed by Kruskal-Wallis test and post hoc least
significance tests. All statistical analyses were calculated by Graphpad
Prism 6.01® with p < 0.05 set as the lowest level of statistical sig-
nificance.

3. Results and discussion

Administration of DSS in drinking water of rodents results in colonic
inflammation and resembles clinical and histopathological character-
istics of human UC [23]. The exact mechanism by which DSS induces
intestinal inflammation is unknown, but a alteration of gut permeability
has been suggested [24]. A concentration-dependent mechanism with
direct cytotoxicity of DSS on colonocytes, which leads to alteration of
integrin-α4 and M290 subunit levels on epithelial cells [25] disrupting
their interaction with the γδ-intraepithelial T cells involved in mucosal
protection [26] has also been proposed. The breakdown of the intestinal
barrier defense was shown to increase invasion by antigens, leading to
continuous immune system stimulation with recruitment and activation
of inflammatory cells, upregulation of inflammatory mediators [23],
increase in ROS and decrease in colonic antioxidant defense [27].

On the present study, mice exposure to DSS for five days developed
an acute intestinal inflammatory response which was confirmed by
clinical symptoms such as diarrhea and rectal bleeding. DSS also trig-
gered an increase in inflammatory markers and histological alterations.
Concerning clinical parameters, the DSS-control group presented de-
crease in body weight and in food intake compared with the non-colitic
group; however treatments were not able to change these parameters
(Fig. 2).

Histologically, the DSS-control group was characterized by severe
inflammation, lesions throughout the mucosa, alteration of epithelial
structure, increase in leucocyte infiltration into the mucosa and sub-
mucosa, edema, vascularization and loss of crypts when compared to
the non-colitic group (Figs. 2D and 3). Compared to the DSS-control
group, the animals treated with 4-ME at the dose of 25 mg/kg showed
mild inflammation, areas of intact epithelium and fewer ulceration
spots, minor crypt damage, edema, infiltration of polymorphonuclear
cells in submucosal layer as show by Figs. 2D and 3. However the dif-
ference was not statistically significant, the treatment with 4-ME
avoided the development of intestinal inflammatory process, these
improvement in histological parameters were also confirmed by de-
creased colon weight/length ratio in 4-ME treated animals (Fig. 4A)
[28].

The colonic inflammation was associated with increased MPO ac-
tivity and IL-6 levels and depleted GSH content when compared to non-
colitic animals (Fig. 4). 4-ME administration at the dose of 25 mg/kg
reduced MPO activity (Fig. 4B), IL-6 levels (Fig. 4D) and counteracted
GSH depletion (Fig. 4C) induced by inflammatory process.

MPO activity has been widely used as a biomarker of intestinal in-
flammation; therefore, reduction of MPO enzymatic activity can be also
interpreted as a manifestation of anti-inflammatory property of a given

Fig. 1. Chemical structure of 4-methylesculetin (6,7-dihydroxy-4-methylcoumarin).
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Fig. 2. (A) Food consumption per group (g/number of mice per cage). (B) Consumption of DSS or water per group (mL/number of mice per cage). (C) Evolution of body weight of animals
(initial weight− final weight/initial weight × 100). (D) Histological score parameters, data expressed in median with interquartile range, analyzed by Kruskal-Wallis with Dunn post hoc
test, with *p< 0.05 and **p<0.01 compared to DSS-control (n = 8).

Fig. 3. Photomicrography of mice colon sub-
mitted to DSS-induced intestinal inflammation.
Full thickness histological sections stained with
hematoxylin and eosin.
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compound [19]. Furthermore, MPO enzyme is responsible for the
overproduction of reactive oxygen species, through catalyzation of
hypochlorous acid production from hydrogen peroxide and chloride
anion, consisting in one of the most cytotoxic compounds to bacteria
and other pathogens [29]. GSH is the main non-enzymatic free-radical
scavenger of toxic products of oxygen and other hydroperoxides. In
oxidized form, GSH is easily diffuse out of the cell which leads to de-
pletion in intracellular glutathione content, so the oxidative stress can
also be measured by GSH levels [30]. Since MPO activity is directly
proportional to neutrophils migration and it is also responsible for the
reduction in the antioxidant defenses of the intestinal epithelia [31],
the inhibition of MPO activity accompanied by GSH maintenance in
treated animals, confirms the intestinal antioxidant and anti-in-
flammatory effects of 4-methylesculetin. Besides, 4-ME is the most
potent inhibitory compound on the neutrophils oxidase metabolism,
inhibiting MPO and elastase enzymes activities and acting as HOCl
scavenger [32].

Several studies have demonstrated the antioxidant and anti-in-
flammatory properties of 4-ME. In the model of arthritis-induced oxi-
dative stress 4-ME displayed an anti-inflammatory activity by restoring
levels of superoxide dismutase, catalase, glutathione-S-transferase and
GSH and total thiols [8]. In TNBS intestinal inflammation induced by
TNBS in rats, 4-ME inhibited the MPO activity, reduced mal-
ondialdehyde colonic level, maintained the GSH content and amelio-
rated macro and microscopy parameters when administered at the dose
at 5 mg/kg [5,6].

Therapeutic potential of 4-methylesculetin observed in this and in
other studies could be attributed to its potent antioxidant and free ra-
dical scavenging properties previously described [4–6,8]. In intestinal
inflammation, ROS production activated neutrophils and macrophages
that exhibit massive intestinal mucosa infiltration with subsequent ROS
release in large amounts. The enhanced production of reactive oxygen
and nitrogen species is closely related to destructive effects on DNA,
proteins and lipids, contributing to initiation and progression of in-
testinal inflammation with increased production of cytokines such as
tumor necrosis factor (TNF-α), interleukins IL-6 and IL-1β [9,33].

Our results also showed the intestinal anti-inflammatory effect of 4-
ME was related to the inhibition of IL-6 production, since treatments
with 4-ME significantly reduced the levels of this cytokine when com-
pared with DSS-control group (Fig. 4D). This is relevant because IL-6
plays a pivotal role in inflammation and a monoclonal antibody against
IL-6 receptor has also been targeted in human IBD clinical trials with
promising results [34].

Our results showed that 4-ME did not reduce the colonic TNF-α
levels (Fig. 4F). Similar results were previously reported in the TNBS
model [5], indicating that the intestinal anti-inflammatory activity of 4-
ME was not related to a reduction of TNF-α levels in the local of in-
flammation. In this experimental conditions the IL-17 levels were not
altered in DSS-control group (Fig. 4E). In fact, studies showed that IL-17
is secreted by Th17 and CD8+ T cells during chronic inflammation,
with its production increases only from thirteenth day after DSS ad-
ministration [35].

No single model captures the complexity of human IBD, but each
model provides valuable insights into one or another major aspect of
disease [36]. The DSS (dextran sulfate sodium) model is characterized
by Th1 polarization in earlier stage of disease and a mixed Th1/Th2
profile at chronic phase, resembling UC [37], while TNBS (2,4,6-trini-
trobenzene sulfonic acid) model of intestinal inflammation has been
considered closely related to Th1 response with several features similar
to CD. The use of both model represents a much more reliable experi-
mental condition for evaluation of new potential drugs for the treat-
ment of IBD. Based on these, we can suggest that 4-ME is a new pro-
mising compound for both types of IBD, UC and CD. However, further
studies are still necessary for elucidating the mechanisms that could be
involved in this intestinal anti-inflammatory effect.

4. Conclusion

The present study demonstrates, for the first time, the intestinal
anti-inflammatory activity of 4-ME on DSS-induced intestinal in-
flammation in mice. Protective effects were related to antioxidant and
anti-inflammatory properties of 4-ME. Furthermore, the intestinal anti-

Fig. 4. Biochemical and immunological evaluation in colon mice submitted to DSS-induced intestinal inflammation. Data expressed in mean + S.E.M. analyzed by ANOVA with a Dunnett
post hoc test, with *p<0.05 and **p<0.01 compared to DSS-control (n = 8).

A. Witaicenis et al. Chemico-Biological Interactions 280 (2018) 59–63

62



inflammatory activity provided by 4-ME highlights the relevance of this
compound as a new complementary product for the treatment of both
types of IBD.
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