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Abstract

The objective of this research was to investigate the anti-inflammatory effect of mahkota dewa (Phaleria
macrocarpa) fruit pericarp extract on COX-2 and B-catenin expression in mice colon induced by dextran
sodium sulphate (DSS). The anti-inflammatory activity was performed by DSS-induced colitis model through
assessment of COX-2 and B-catenin expression by immunohistochemistry assay at four different doses, i.e.
650 mg/kg, 1250 mg/kg, 2500 mg/kg and 5000 mg/kg. Swiss webster male mice weighing 25-30 g were used
for the study. The results of COX-2 optical density score in dose 625 mg/kg, 1250 mg/kg, 2500 mg/kg and 5000
mg/kg were 1.58, 1.52, 1.47, 1.33, respectively. This result was significantly different (p = 0.000) with DSS
group that was 2.46 Meanwhile f-catenin optical density score in dose 625 mg/kg, 1250 mg/kg, 2500
mg/kg and 5000 mg/kg were 1.46, 1.37, 1.41, 1.36, respectively. This result was significantly different (p =
0.000) with DSS group that was 2.34. Pericarp extract of P. macrocarpa fruit exhibited anti-inflammatory
activity in experimental model shown by suppressing expression of COX-2 and B-catenin.
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Introduction

The risk of colorectal cancer in ulcerative colitis
patients was increase with time of exposure to the
disease, i.e. 1.6% after 10 years, 8.3% after 20 years,
and 18.4% after 30 years. [1] The aetiology of
ulcerative colitis is not yet known, but there were
several factors that play a role in the development
of the disease, among others, genetic disorders that
cause T-cell responses become aggressive and
excessive to subset of commensal enteric bacteria,
environmental factors that can damage the mucosal
barium rapidly and stimulate immune response, and
enteric bacterial equilibrium disorders. Excessive
immune responses to the colon will cause
impairment of epithelial function and epithelial
response to pathogens. [2-4]

The current anti-inflammatory therapy aims to
control the cardinal signs of inflammation,
antagonizing or blocking key pro-inflammatory
mediators that are released at the beginning of an
acute inflammatory response. However, prolonged
use of many anti-inflammatory agents have serious
adverse reactions such as gastric intolerance and
bone marrow depression. [5] Hence, it is important
to search for substances that can promote
resolution of inflammation, homeostatic and
modulators efficient and which are tolerated by the
body. [6] The development of standardized herbal
medicines with proven efficacy and safety can be
considered as an important source for increasing
the access of people toward medicine and offers
new therapeutic options. [7] P. macrocarpa known
as mahkota dewa is a traditional medicinal plant in
Indonesia. Literature indicates in vitro anti-
inflammatory activity of P. macrocarpa fruit pericarp
extract. [8] Flavonoid content of P. macrocarpa has
proven to decrease expression of COX-2, an isoform
of the cyclooxygenase enzyme that will form during
inflammation and play role in the synthesis of
prostaglandin E2 which take part in all the processes
of the inflammation signs of such as redness,
swelling and pain. [9, 10] Flavonoid also inhibited B-
catenin transcriptional activity and decrease the (3-
catenin accumulation in the nucleus. [11] B-catenin
normally bound to E-cadherin as a complex of
adhesion, and then degraded by adenomatous
polyposis coli (APC), but it can accumulate in the
cytoplasm and then move to the nucleus due to

mutations. Increased accumulation of B-catenin may
be a factor of transcription and increase tumour
progression [12,13] This research was undertaken to
investigate in vivo anti-inflammatory activity of P.
macrocarpa fruit pericarp extract.

Methods

The adult male Swiss Webster mice (Veterinary
Laboratory of Research and Development Centre,
Ministry of Health, Jakarta) weighing 25-30 g were
maintained on a 12/12-h light/dark cycle of relative
humidity and temperature (25-28°C). Animals were
allowed free access to food and water and
acclimatized under laboratory conditions before
carrying out the experiments. Ethical approval has
obtained from The Health Research Ethics
Committee, Faculty of Medicine Universitas
Indonesia number 24/UN2.FI/ETIK/1/2017.

Dextran sodium sulphate (DSS) 2% purchased from
Regent Science Industry Ltd, Hongkong is given
through drinking water for 7 days and then
punctuated with 7 days without administration of
DSS. This cycle is then repeated up to 3 cycles. The
dosage of the test drug was designed based on
previous publication research [14, 15]. Forty two
experimental animals were divided into seven
groups with six animals in each group. Mice were
sacrificed at the end of week 7 by dislocation of the
neck, subsequently colon tissue put into 10%
formalin buffer solution. Then paraffin blocks are
made in accordance with standard Ilaboratory
procedures.

The immunohistochemical staining were performed
according to previous study [16] in brief After
deparaffination and rehydration, samples were
soaked by 3% of hydrogen peroxide to eliminate
endogenous peroxide and then with 0.01 M of
citrate buffer (pH 6.0) in microwave to returns the
structure of the antigen, and then spilled with by 5%
normal serum to block unspecific protein. The next
step were incubated the specimens with polyclonal
antibodies of COX-2 (1:1000 dilution) and B-catenin
(1:300 dilution) purchased from Abeam Inc,
Cambridge, MA, followed by appropriate secondary
antibody, HRP-conjugated streptavidin and 3,3'-
diaminobenzidine (DAB) subsequently. Next
counterstained with Harris haematoxylin,
dehydrated and mounting.
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Reading were taken at 400 times magnification and
every 5 representative field of view. The
interpretation of results were using image J profiler
software that will assess the percentage of colour
intensity as high positive, positive, low positive,
negative and then Optical Density Score (ODS)
calculated [17,18] by using the formula:

{(% high positive x 4) + (% positive x 3) + (% low
positive x 2) + (% negative x 1)}

100

Statistical analysis

The values were expressed as mean standard

deviation. P<0.05 was considered significant,

denoted by symbol (¥). The data was analysed by

one-way analysis of variance followed by Tukey

multiple comparison using SPSS 20 software.
Results

Normal group showed weak expression of COX-2 in
the cytoplasmic of epithelial cell crypt, in contrast to
the strong expression in DSS group. While COX-2
expression in P. macrocarpa extract doses 625
mg/kg and 1250 mg/kg and 2500 mg/kg, stronger
than doses 5000 mg/kg but weaker then DSS group,
as illustrated in figure 1.

The cytoplasmic [-catenin expression of the

epithelial cell crypt in normal group appears weak in

contrast to the strong expression in the DSS group.

The B-catenin expression in the aspirin group was

seen to be stronger than the (-catenin expression in

all group of P. macrocarpa pericarp extract.
Discussion

Previous studies showed that of Phaleria macrocarpa
pericarp contain flavonoid, which inhibit 63.4 % NO
production and classified as potentially moderate
anti-inflammation. [8,20] Flavonoid apparently
working through several mechanisms include
antioxidative effect, direct free radicals scavenger,
immobilization leucocyte, and interaction with
enzyme system. Flavonoid of P. macrocarpa
pericarp extract containing kaemferol, myricetin
grouped as flavone which working as antioxidant
through reaction with free radicals producing more
stable and less reactive compound [21]

P. macrocarpa pericarp extract doses 625, 1250, 2500
and 5000 mg/kg can decrease COX-2 and B-catenin

expression on colon tissue significantly different vs
DSS group. This is probably role of flavonoid of
pericarp extract such kemferol, rutin, naringin and
miricetin. Lee et al [22] reported that kaemferol can
suppress UVB-induced COX-2 expression. The
emphasis of COX-2 expression by rutin is also
reported in the research of Choi et al. [23] and Wen-
Jing et al. [24]reported that naringin can decrease
COX-2 expression in human cervical cancer cell line
and Lee et.al [25] reported that mirisetin may
decrease COX-2 expression through blockade To NF-
kB binding activity assessed using electrophoresis
mobility test.

Phaleria macrocarpa pericarp extract groups can
decrease B-catenin expression better then aspirin
group, caused by flavonoid content of pericarp
extract which not only inhibits activation of NFKB
and also directly to B-catenin, in addition kaemferol
interferes with the binding of the B-catenin complex
with specific DNA binding sides to decrease the
accumulation of B-catenin in the nucleus. [26] Li et al
[27] also proves that naringin can inactivate
pathways B-catenin signal on cell line.
Conclusion
All doses of P. macrocarpa pericarp extract can
decrease expression of COX-2 and B-catenin on mice
colon epithelial crypt induced by DSS compare to
DSS group (p=0.000).

Acknowledgments

We would like to thank for Directorate of Research

and Public Services Universitas Indonesia for PITTA

2017 Grand and Ministry of Research, Technology,

and Higher Education for PUPT 2016 grand
References

1. Zhigin W, Palaniappan S, Ali RAR. Inflammatory
bowel disease-related colorectal cancer in the
Asia-Pasific region: past, present, and future.
Intest Res 2014;12(3):194-204.

2. Waldner MJ, Neurath MF. Mechanisms of
immune signaling in colitis-associated cancer. Cell
Mol Gastroenterol Hepatol. 2015;1:6-16.

3. Sartor R. Mechanisms of disease: Pathogenesis of
Crohn’s disease and ulcerative colitis. Nature
Publishing  Group. Gastroenterol Hepatol.
2006;3(7):390-407.

4. Coskun M. Intestinal epithelium in inflammatory
bowel disease. Frontiersin Medicine.

http://pharmacologyonline.silae.it
ISSN: 1827-8620



PhOL Kusmardi, et al.

202 (pag 199-205)

Gastroenterology. 2014;1(24):1-5.

5. Triantafillidis JK, Merikas E, Georgopoulos F.
Current and emerging drugs for the treatment of
inflammatory bowel disease Drug Des Devel
Ther. 2011:5;185-210.

6. Serhan CN, Oliw E. Unorthodox routes to
prostanoid  formation: new  twists in
cyclooxygenase-initiated pathways. J Clin Invest
2001;107(12):1481-9.

7. Balunas MJ, Kinghorn AD. Drug discovery from
medicinal plants. Life Sci 2005;78:431-41.

8. Hendra R, Ahmad S, Oskoueian E, Sukari A,
Shukor MY. Atioxidant, anti-inflammatory and
cytotoxicity of Phaleria macrocarpa (boerl.)
scheff fruit. BMC Complement Altern Med.
2011;11:110.

9. Milatchkov L, Dikov T, Kioseva D, lvanova R,
Nikolov R. Oncogenic Signaling markers
expression (Cox-2, Inos And Igf-1r) in Bulgarian
Ibd patients: A pilot study. JCRS. 2016;4(2):53-60.

10.Ricciotti EF. Gerald GA. Prostaglandins and
inflammation. Arterioscler Thromb Vasc Biol.
2011;31(5): 986-1000.

1. Park S, Choi J. Inhibition of beta-catenin/Tcf
signaling by flavonoids. J Cell Biochem.
2010.;110(6):1376-85

12.Bienz M. p-Catenin: A Pivot between cell
adhesion and Wnt signalling. Curr Biol.
2005;15(2):64-7

13. Kusmardi, Priosoeryanto BP, Harlina E, Cornain S.
Inhibition activities of fish oil in dysplastic crypt of
mice induced by azoxymetane and dextran
sodium sulfate. Indones J Pharm Sci. 2014;12(2):
91-101

14.Syukri Y, Saepudin. Aktivitas antikarsinogenesis
ekstrak etanol daging buah mahkota dewa pada
mencit yang diinduksi 7,12-
dimetilbenz(a)antrasena. JIKF. 2008;6(2):63-7.

15. Suprapti T, Louisa M, Tedjo A, Kusmardi, Fadilah.
Antiinflammatory effect of mahkota dewa
(Phaleria macrocarpa (Scheff.) Boerl.) leaves
extract on colon carcinogenesis induced by
azoxymethane and dextran sodium sulphate:
Focus on the iNOS, p-catenin and COX-2
Expression. AJAS. 2014;2(4):511-27.

16.Amalia AW, Kusmardi, Elya B, Arsianti A.
Inhibition of carcinogenesis by seed and soybean
meal extract in colon of mice: apoptosis and

dysplasia. Asian J Pharm Clin Res. 2017;10(4):123-
28.

17. Roger R, Eastham-Anderson J, DeVoss J, Lesch J1
Yan D. Image analysis-based approaches for
Scoring Mouse Models of Colitis. Vet Pathol.
2015:1-11.

18.Jafari MS, Hunger RE. IHC optical density score: A
New practical method for quantitative
immunohistochemistry image analysis. AIMM.
2016: 1-2.

19.Varghese F, Bukhari AB, Malhotra R, De A. IHC
Profiler: an open source plugin for the
quantitative evaluation and automated scoring of
immunohistochemistry images of human tissue
samples. Plos One. 2014;9(5): 1-11.

20. Hendra R, Ahmad S, Sukari A, Shukor Y,
Oskoueian  E.  Flavonoid  analyses and
antimicrobial activity of various parts of Phaleria
macrocarpa (scheff.) boerl fruit. Int J Mol Sci.
2011;12:3422-31.

21. Nijveldt RJ, Nood E, EC van Hoorn, Boelens PG,
Norren K, Leeuwen PAM. Flavonoids: a review of
probable mechanisms of action and potential
applications. Am J Clin Nutr. 2001;74:418-25.

22.Wen-Jing Y, Lu W, Rui S. Effects of naringin on
growth and COX-2 expressions in human cervical
cancer Hela cell line. Chinese J of Immunol. 2016;
8:1.

23.Choi K, Kundu JK, Chun K, Kyung H. Rutin inhibits
UVB radiation-induced expression of COX-2 and
iNOS in hairless mouse skin: p38 MAP kinase and
JNK as potential targets. Archives of Biochem
and Biophysics 2014;559:38—-45

24. Lee KM, Kang NJ Han JH, Lee KW, Lee HJ.
Myricetin Down-Regulates Phorbol Ester-Induced
Cyclooxygenase-2 Expression in Mouse Epidermal
Cells by Blocking Activation of Nuclear Factor
Kappa B. J of agricultur and food chem.
2007;23(4): 9678-84,

25.Lee KM, Kang NJ Han JH, Lee KW, Lee HJ.
Myricetin Down-Regulates Phorbol Ester-Induced
Cyclooxygenase-2 Expression in Mouse Epidermal
Cells by Blocking Activation of Nuclear Factor
Kappa B. J of agricultur and food chem.
2007;23(4): 9678-84,

26. Park S, Choi J. Inhibition of beta-catenin/Tcf
signaling by flavonoids. J Cell Biochem.
2010.;110(6):1376-85

http://[pharmacologyonline.silae.it

ISSN: 1827-8620


https://www.ncbi.nlm.nih.gov/pubmed/?term=Park%20S%5BAuthor%5D&cauthor=true&cauthor_uid=20564233
https://www.ncbi.nlm.nih.gov/pubmed/?term=Choi%20J%5BAuthor%5D&cauthor=true&cauthor_uid=20564233
https://www.ncbi.nlm.nih.gov/pubmed/20564233
https://www.ncbi.nlm.nih.gov/pubmed/?term=Park%20S%5BAuthor%5D&cauthor=true&cauthor_uid=20564233
https://www.ncbi.nlm.nih.gov/pubmed/?term=Choi%20J%5BAuthor%5D&cauthor=true&cauthor_uid=20564233
https://www.ncbi.nlm.nih.gov/pubmed/20564233

PhOL Kusmardi, et al. 203 (pag 199-205)

27.Li H, Yang B, Huang J, Xiang T, Yin X. Naringin
inhibits growth potential of human triple-
negative breast cancer cells by targeting -catenin
signaling pathway. Toxicol Letters. 2013; 220:219—

http://pharmacologyonline.silae.it
ISSN: 1827-8620



PhOL

Kusmardi, et al. 204 (pag 199-205)

Figure 1: COX-2 expression on the mice colon tissue

A: healthy tissue from normal mice, B COX-2 expression of DSS group, C: expression of aspirin group, D-G: COX-2 expression
of P. macrocarpa pericarp extract group dose 652 mg/kg, 1250 mg/kg, 2500 mg/kg and 5000 mg/kg. Yellow arrow showing

COX-2 expression in the cytoplasm of epithelial cell crypt. IHC 400x

0D Score

=

n

250
* # »*
*
150 *
1.00
0.50
0.00
N DSS ASP EPMD 1 EPMD 2 EPMD 3 EPMD 4

Mean 149 246 158 158 152 147 133

Figure 2: Graph score of COX-2 expression in mice colon tissue, DSS = dextran sodium sulphate group, ASP = aspirin group,
EPMD = P. macrocarpa pericarp extract group A: healthy tissue from normal mice, B COX-2 expression of DSS group, C:

expression of aspirin group, D-G: COX-2 expression of P. macrocarpa pericarp extract group dose 652 mg/kg, 1250 mg/kg,

2500 mg/kg and 5000 mg/kg. Yellow arrow showing COX-2 expression in the cytoplasm of epithelial cell crypt. IHC 400x,

* p=0.000 compared to the DSS group
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Figure 3 : B-catenin expression on the mice colon tissue
A: healthy tissue from normal mice, B B-catenin expression of DSS group, C: f-catenin expression of aspirin group, D-G: -
catenin expression of P. macrocarpa pericarp extract group dose 652 mg/kg, 1250 mg/kg, 2500 mg/kg and 5000 mg/kg, yellow
arrow showing B-catenin expression in the cytoplasm of epithelial cell crypt. Red arrow showing -catenin expression in the
nucleus of epithelial cell crypt, IHC 400x
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Figure 4: Graph score of B-catenin expression in mice colon tissue, DSS = dextran sodium sulphate group, ASP = aspirin
group, EPMD = P. macrocarpa pericarp extract group, * p=0.000 compared to the DSS group

http://pharmacologyonline.silae.it
ISSN: 1827-8620




