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ABSTRACT

Intraperitoneal adhesion is consequences of surgery in the abdomen and result in infertility,
intestinal obstruction and pelvic pain. Luteolin (LUT) is a natural product that has anti-
inflammatory, anti-oxidant, anti-angiogenic effects and its effects were evaluated as anti-adhesive
in animal model. 30 male rats assigned in to 5 groups (6 animals in each group) of LUT 10, 25
and 50 mg/kg and normal saline as a control group and intact animals. Animal anesthetized and
peritoneal injury was conducted and seven days following to surgery, they scarified. Microscopic,
macroscopic, lipid peroxidation changes and TNF-a plasma concentration were evaluated. LUT
reduced microscopic and macroscopic injury and lipid peroxidation significantly. Plasma
concentrations of TNF-a didn’t show any changes. LUT reduces lipid peroxidation, adhesion
band formation in microscopic and macroscopic scale but no change in the serum levels of TNF-
alpha
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1. INTRODUCTION

The consequences of abdominal adhesion that occur after surgery are intestinal obstruction,
primary and secondary infertility, pelvic pain and increasing the burden of heathcare resources
[1]. The mechanism of intraabdominal adhesion still is to be elucidated but after injury of
peritoneum, mesothelium and endothelium activate [2]. Following the activation, inflammatory
cytokines including tumor necrosis factor (TNF-a) and other cytokines release into the
peritoneum cavity [2-4]. TNF-a which is produced via activated macrophage is a cytokine that
increase in the early phase of wound healing [5]. Then neutrophils, macrophages and eosinophils
recruit in the location and start to release fibrinous exudates [2]. In addition, stress oxidative and
lipid peroxidation starts and leads to formation of nascent exudates [2]. Until now many drugs
and natural products were used to decrease adhesion formation but a satisfactory approach to this
problem has yet to be found. The products used for this purpose not enough good to reduce the
formation of adhesion or problem in using in the place or their effects are not good [6, 7].

Natural products are famous for their anti-oxidant, anti-inflammatory and protective effects on
multiple organs [8, 9]. One of them is Luteolin (3,4,5,7-tetra-hydroxylflavone) (LUT) that is
found in celery, green pepper, perillaleaf and seed, chamomile tea, and Lonicera japonica [10].
It poses divers effects including anti-cancer, anti-oxidant, anti-inflammatory, cardioprotective
and neuroprotective effects. It is apotent inhibitor of lipopolycachasid-induced TNF-a and IL-6
production, as well as nitric oxide expression. It has been elucidated that LUT attract researchers’
attraction for its effects and many investigations were done in it. Histopathological examination
indicated that Lut alleviated infiltration of inflammatory cells and synovial hyperplasia as well as
protected joint destruction in animal model[11]. Furthermore, it can potentiate pain killing effects
by inhibition of COX enzymes especially COX 2 and due to anti-inflammatory effects [12, 13].
As the literature survey shows that Lut may pose anti-inflammatory activity, therefore the
objective of the present study was to determine the efficacy of Lut in the post-operative

intraperitoneal band formation.

2. MATERIAL AND METHOD

2.1. Materials

LUT were synthesized by Iranshahi in the Mashhad University of Medical Sciences. TNF-a kit
were purchased from RayBiotech Co [14].
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2.2. Animals

A total 30 male Wistar rats between 9 to 10 weeks age (about 200-250 g) obtained from Zabol
University of Medical Sciences, were used in this study. The animals were housed in the normal
condition (free access to food and water, 12h/12h dark, light circadian rhythm). All experimental
procedure was under Helsinki guidance and was accepted by ethics committee of Zabol
University of Medical Sciences.

2.3. Surgical procedure

Animals were anesthetized, using an intraperitoneal [15] injection of ketamine 100 mg/kg and
xylazine 10 mg/kg. After shaving and preparation of the site of surgery with acohol and iodine
solution, 3 cm laparotomy was performed to gain access to the abdominal cavity. Using
technique of Peritoneal Button Creation (PBC), which is considered the most consistent and
reproducible technique, induction of adhesion performed [14]. For formation of four peritoneal
buttons barbed 2.0 polypropylene sutures in a chain alignment were used. Each suture
encapsulated approximately 2 cm of parietal peritoneum; the diameter of the tied sutures were
approximately 5 mm. LUT in concentrations 10, 25 and 50 mg/kg were injected peritonea and
then the peritoneum was sutured. They were kept in the recovery room for five days. After 7
days, animals were sacrificed after they anesthetized using ketamine 100 mg/kg and xylazine 10
mg/kg. Then, the rats underwent a laparotomy and peritoneal samples were sent for a
histopathology evaluation and adhesion formation intensity was recorded based on Adhesion
Scoring System (ASS). Furthermore, peritoneal samples harvested for lipid peroxidation and
histopathological examinations. Blood samples were obtained to determine plasma TNF-a
concentration.

2.4. Statistics

The results were expressed as mean = SD. One-way ANOVA and T tests were performed, using
SPSS version 16 (SPSS Inc., Chicago, Illinois, United States). The Kruskal-Wallis test was
performed to identify the differences in the adhesion grades among the groups. P-values less than

0.05 were accepted as significant.

3.RESULTS
3.1. Measurement of macroscopic adhesion degree
Macroscopic adhesion divided in to 5 grades based on Yilmaz HG et a [16] as follow: Grade O;

No fibrosis grade 1; thin bunches of a cellular fibrosis grade 2; wide areas of fibrosis with
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reduced vascularization grade 3; areas of fibrosis formed by thick bunch of collagen, 4; two areas
of fibrosis and 5; more than two areas of fibrosis (figure 1). The results showed significant
reduction in the severity of adhesion formation in LUT groups in comparison to NS groups
(p<0.05).
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Fig.1. Comparison of the effects of LUT on peritoneal macroscopic adhesionsin different groups
of Wistar rats. Numbers of rats based on adhesion severity scoresin LUT (10, 25, 50 and mg/kg)

and control [15] groups are shown (*P< 0.05 and **P< 0.01was considered significant for each

group)

3.2. M easurement of microscopic adhesion degree

In the evaluation of microscopic adhesion, pathologist checked adhesion with respect to
inflammation, fibrosis and neovascularization (Fig.2). Based on Yilmaz et a [16] microscopic
scales divided into four scores of, 1; fibrin aggregation and neutrophil infiltration, score 2;
edema, granulation, infiltration and migration of connective tissue, score 3; formation of
collagen and score 4; formation of fibrous. Microscopic adhesion in the treatment groups were

significantly decreases in comparison to NS group (p<0.05).
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Fig.2. Adhesion band scores based on ASS method: A: score 1, single, filmy adhesion, B: score
2, more than filmy adhesion; C: score 3, single, dense adhesion band; D & E: score 4 single,
dense adhesion band with surface adhesion and score 5, more than one dense adhesion band; A
and B arerelated to LUT and C, D & E arerelated to the NS group
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Fig.3. Comparison of the effects of LUT on peritoneal microscopic adhesions in different groups
of Wistar rats. Numbers of rats based on microscopic findingsin LUT (10, 25 and 50 mg/ml) and
control (NS) groups are shown in the figure (** P<0.01 and * P< 0.05 was considered significant)
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3.3. Measurement of lipid peroxidation

Results of lipid peroxidation showed that LUT in three doses (10, 25 and 50 mg/kg) decreased
lipid peroxidation in comparison to NS (*** p<0.001 between groups in comparison to intact
animals, ### p<0.001 in comparison to NS group).
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Fig.4. comparison of the effects of Luteolin (10, 25 and 50 mg/kg) on lipid peroxidation in the
rats. (*** showed p< 0.001 in comparison to negative control, ## showed p<0.01 in comparison

to normal saline)

3.4. Elisaassay of TNF-a in blood
There were not showed any significant differences between treatment and control groups. The
blood samples collected from animals after two weeks following the beginning of procedure.
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Fig.5. Comparison of changesin TNF-a serum concentrations in different groups of LUT (10, 25
and 50 mg/kg) in comparison to control group (NS) of Wistar rats. In the intact group in
comparison to NS group, changes was significant (*P< 0.05) but LUT didn’t reduce the amount

of plasma TNF-a levels (P>0.05)

4. DISCUSSION

Any kind of abdominal surgery result in adhesion and clinical, economica and legal outcome. Up
to know thereis no cure for it and prevention of adhesion formation is one of the greatest demand
of surgeons worldwide. Unlike using many compounds including natural products and drugs with
the properties of anti-inflammatory, anti-oxidant, COX inhibitors and anti-adhesion there were
not showed any advances in prevention of adhesion formation [6, 7, 13, 17]. In this study the
effects of LUT on prevention of post-operative adhesion formation was evauated. The results
showed that LUT (10, 25 and 50 mg/kg) decreased adhesion formation in microscopic and
macroscopic scale. Furthermore, there are decrement in lipid peroxidation in the treatment groups
in comparison to NS group and there were not shown any significant decreasing in blood levels
of TNF-a in treatment groups in comparison to NS.

Infiltration of fibrinous exudates outside of vessel is the consequences of vessdl dilation
following to peritoneal mesothelium cells injury that is made of fibroblasts and extracellular

matrix that leads to sediment scar formation [4]. Moreover, aggregation of macrophagesin the
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location can be potentiated by inflammatory factors including plasminogen, TNF-a, IL-1, IL-6
and [18] which led to the adhesion of peritoned site.

LUT has divers beneficia effects including anti-cancer, anti-oxidant, anti-inflammatory,
cardioprotective and neuroprotective [12]. Although the anti-adhesive mechanisms of LUT are
not completely understood, anti-angiogenic and anti-inflammatory effects are possibly the main
reasons for LUT effects. Immunosuppressants, corticosteroids and COX-2 inhibitors can reduce
post-operative adhesion formation in anima models [2, 13, 19]. One of the mechanism that LUT
can affects is COX inhibition. COX-2 is an inducible enzyme that inhibitors of this enzyme
reduce adhesion formation [13, 20]. Our study is in consistent with them in a way that it can
inhibit INOS expression and COX-2 activity [12, 21]. Furthermore, antagonist of TNF-alpha can
diminish adhesion formation in animals’ models [19]. Past studies confirmed that LUT can
inhibit production of pro inflammatory cytokinesincluding TNF-apha, IL-1 and IL-6.

LUT can inhibit activity of COX-2 and as a consequence, PGE2 production. PGE2 pose strong
inflammatory effects in vitro as well as increasing COX-2 expression and iNOS activation [21,
22]. Inhibition of COX-2 result in PGE2 decrement and it is likely one of the mechanism that
LUT can decrease band formation following to adhesion induction in animal model. Past studies
confirmed that COX inhibitors can aleviate post-operative adhesion formation in animal model.
Altogether, the current study showed that LUT decreased adhesive bands but did not reduce
serum level of TNF-a in the treated group. Explanation for the observed results might include a)
given the loca administration of LUT (instead of its systemic application), local content
(peritoneal exudates content) level of biomarkers need to be evaluated. If LUT were
administered intravenously, serum levels of TNF-a might have significantly changed. Previous
study was done by cheong et al showed that peritoneal exudate concentrations of cytokines are
different from their serum levels [3]. They showed that adhesion formation within 12h after
surgery was correlated with IL-1 and IL-6 intra-peritoneal concentration [3]; b) other adhesive,
angiogenic and pro-inflammatory factorsin the formation of postoperative adhesion bands may
have a role; c¢) significant changes in the serum levels of biomarkers depends on the

pathophysiology of adhesion bands due to the involvement of many factors in their formation.
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5. CONCLUSION
In the present study, it was confirmed that LUT decreased the formation of  postoperative
adhesive bands at microscopic and macroscopic levels as well as lipid peroxidation but there

were not showed any significant differences between plasmalevels of TNF-a.
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