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ABSTRACT

Leaves and stems of Oryza sativa L. were extracted and fractionated to

get polyphenols.

The polyphenol fraction inhibited the induction of NO by inhibition of
the expression of MRNA of iNOS and proteininduced by L PS. With ELISA
analysis, the polyphenol fraction was found to inhibit the expression ex-
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tra-cellular inflammatory cytokines, I1L-1p, 1L-6, TNF-a as well as their
mRNAs. This anti-inflammatory activity of polyphenols was proved by
blocking the MAPK pathway by inhibition of phosphorylation of ERK 1/

2, INK, p38.

INTRODUCTION

Oryza sativa L. has been used as the major food
resource in Asia. Only asmall part of Oryza sativa
L. hasbeen used asrice, the seed or seed core. Other
parts, however, have been wasted as fertilizer or
used for traditional purposes. Scientific researches
for other parts of rice, leaf, stem and root of Oryza
sativa L. have been required to develop the pos-
sible use of huge natural resources wasted.

Recently Oryza sativa L. has been reported it
has various bi oactive compounds. It has antioxidant
activity™, antitumor activity!¥, antimicrobial activ-
ity tyrosinaseinhibition activuity for skin whiten-
ing>%7. Some bioactive compounds from the rice
were reported as steroids®, terpenoids, and aka
loids. Some of compounds were extracted from the
seed coat. l-tetratriacontanol, B-sitosterol,
momilactone A, momilactone B, tricin were sepa-
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rated. Among them, momilactone B wasreported its
anticancer activitieg®101,

Polyphenol s have been known as strong anti oxi-
dantg?. Antioxidants containing polyphenolic sub-
structure are known more than 4,000 distinct spe-
cies. They have strong antioxidant activity in vitro
aswell asinvivo. They may also affect cell-to-cell
signaling, receptor sensitivity, inflammatory enzyme
activity.

This study was carried out to evaluate the anti-
inflammatory efficacy of OryzasavitaL.Aeria parts
of Oryza savita L. was extracted and fractionated to
get the polyphenol fraction. MTT assay was con-
ducted to identify the toxicity of the fraction. After
that, nitrate deducing activity was analyzed with
mouse macrophage cell (Raw 264.7). Expressions
of INOS, COX-2 proteins were finaly analyzed to
eval uate the anti-inflammatory activity of polyphe-
nol fraction of Oryza savita L.
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EXPERIMENTAL

Materials

Oryza sativa L. used in this research was Ko-
rean ChuJdung rice. It was collected in August 2012
from Ichon-city Korea. Silicagel for column chro-
matography was Kiesel gel 60(Merck, Darmstadit,
Germany). Octadecyl silica gel(ODS) was
Lichroprep RP-18(Merck). Thin layer
chromatographywas done with TLC silica gel 60
F254(Merck) and TLC silica gel 60 RP-18
F254S(Merck). Infrared(IR) spectrum was made
with Perkin model 599B (Buckinghamshire, En-
gland). Fast atom bombardment (FAB) mass
spectrumwas madewith IMSAX 700(JEOL).

Extraction and Fractionation

8.35kg of leavesand stem of Oryzasatival.. was
extracted with 80% MeOH for 24 hoursat room tem-
perature. Extract wasfiltered and vacuum evaporated
to get the concentrate. The concentrate was fraction-
ated with n-hexane (3 Lx3) and H,0O(3 L). The H20
fraction was partitioned with ethyl acetate (EtOACc, 3
Lx3). Again the H20 fraction was fractionated with
n-butanol (n-BuOH, 3 Lx3) and vacuum evaporated
to concentrate. Again the concentrate portioned into 3

fractions, n-hexane(135 g, OSH), EtOAc (389, OSE),
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n-BuOH (26 g, OSB) and H,O fraction.
MTT assay

MTT (3-(4,5-Dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide) assay is used to de-
termine cytotoxicity of polyphenol fraction(ethyl
acetated fraction) for the viability and growth of with
HaCat (ACTT, CLS 300493, USA). 100 pl of ex-
perimental cell solution was plated into each well
of 96-well culture plate and incubated for 24 h in
5% CO2 incubator. After treatment of cellsfor 48 h
by coffee extracts a 1; 5; 10; 50 and 100 mg/L in
DMEM containing 1%AA, experimental mediaare
removed and the cellsareincubated with 50 pul basal
medium containing 2.0 mg/ml MTT in CO2 incuba-
tor at 37 °C for 3 h. The medium is aspirated, and
theformazan product is solubilized with 200 ul dim-
ethyl sulfoxide (DM SO) every well. Absorbance at
595 nm was measured for each well using microplate
absorbance reader.

Anti-inflammatory assay

Theinhibitory activity of NO generation and cell
toxicity were measured. The nitrate deduction ac-
tivity was analyzed. MTT assay was made with
mouse macrophage cell (Raw 264.7). Expressions
of inflammatory proteinssuch asiNOS, COX-2were

measured with Western bl ot.
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Figure 1 : Effects of polyphenal fraction(OR-5) on (A) cytotoxicity, (B) inhibitory NO induction, (C) iINOS mRNA,

(D) inhibitory protein expression

e, BIOCHEMISTRY

Hn Tndéan g%wumé



242

Anti-inflammatory activities of polyphenolsfrom Oryza sativa L.

BCAIJ, 9(6) 2015

Regular Poper ===
RESULTSAND DISCUSSION

Leaves and stems of Oryza sativa L. were ex-
tracted with 80% MeOH. The extract concentrated
was fractionated by the sequential partitioning with
EtOAc, n-BuOH, and H,0. The EtOAc fraction was
partly purified with silicagel and ODS column chro-
matography to get the polyphenol enriched fraction.

Theinhibitory activity of polyphenol against NO
induced by lipopolysaccharide (LPS) was measured.
Accordingtothe MTT test, the polyphenol fraction
didn’t show any cytotoxicity up to 100 uM(Figure
1A). The polyphenol fraction inhibited the induc-
tion of NO by LPS. Theinhibitory activity was de-
pendent on concentration(Figure 1B). From results
shown in Figure 1, it was proved that the polyphe-
nol fraction inhibited the expression of mMRNA of

INOS and protein induced by LPS.

We aso found that the polyphenol fraction in-
hibited the expressions mRNAs for inflammatory
cytokines, IL-1p, IL-6, TNF-a(Figure 2A). With
ELISA analysis, the polyphenol fraction was found
toinhibit the expression extra-cellular inflammatory
cytokines aswell astheir mMRNAs as shown in Fig-
ure 2B.

To find out the inflammatory mechanism of the
polyphenol fraction, MAPK signal transfer pathway
was monitored with western blot. MAPK pathway
has been known asamgor inflammatory signd trans-
fer mechanism(*2%3, As shown in Figure 3, the
polyphenol block the pathway by inhibition of
phosphorylation of ERK1/2, INK, p38. It was true
because the inhibition was concentrati on dependent.

From this study, we found the polyphenol frac-
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Figure 2 : Effects of polyphenol fraction(OR-5) on (A) inflammatory cytokine mRNASs (B) expression of proteins,
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Figure 3 : Effects of polyphenol fraction(OR-5) on cellular MAPK signal transfer pathway
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tionfrom Oryza sativa L. hasanti-inflammatory ac-
tivity. This was clear because polyphenols were
proved to block the block the MAPK pathway by
inhibition of phosphorylation of ERK1/2, INK, p38.
Thisstudy ismeaningful becauseit suggeststhe pos-
sible use if bioactive compounds from rice. Rice
has been used as one of the most important cropsfor
severa hundred years. Nowadays, however, the con-
sumption of rice has been decreased continuously
by changes of food consumption patterns. Thischange
caused serious over production with problems in
rural economy. It has been required to increase the
value of rice in many ways. This study shows that
the polyphenols in rice, Oryza sativa L., are
bi oactive compounds. Anti-inflammatory activity of
polyphenolsfrom Oryza sativa L. isthe evidence of
the possibility for further use of rice.

ACKNOWLEDGEMENTS

This work was supported by a grant from the
Nationa Coordinating Center for Global Cosmetics
R&D (NCR) in the Foundation of Korea Cosmetic
Industry Institute.

REFERENCES

[1] H.Y.Chi,C.H.Lee K.H.Kim, S.L.Kim, |.M.Chung;
European Food Res.Technol, 225, 887 (2006).

[2] M.Miyazawa, T.Oshima, K.Koshio, Y.ltsuzaki,
J.Anzai; J.Agric.Food Chem, 51, 6953 (2003).

—— Regdular Peper

[3] T.Koide, H.Kamei, Y.Hashimoto, T.Kojima,
M.Hasegawa; Cancer Biother.Radio., 11, 273
(1996).

[4] J.Y.Cho, JH.Moon, K.Y.Seon, K.H.Park;
Biosci.Biotechnol .Biochem., 62, 2273 (1998).

[5] R.H.Jeong,D.Y.Lee, J.GCho, SM.Lee H.C.Kang,
W.D.Seo, HW.Kang, J.Y.Kim, N.I.Baegk; J.Korean
Soc.Appl.Biol.Chem., 54, 865 (2011).

[6] K.Maeda, M.Fukuda; J.Soc.Cosmet Chem., 42, 361
(1991).

[7] J.GCho et al.; J.Natural Product Research, pub-
lishedonline, 09 (2014).

[8] F.A.Macias, N.Chinchilla, R.M.Varela,
JM.GMadlinillo; Steroids, 71, 603 (2006).

[9] [.M.Chung, S.J.Hahn, A.Ahmad; J.Chem.Ecoal., 31,

1339 (2005).

[.M.Chung, M.Ali, A.Ahmad, J.D.Lim, C.Y.Yu,

J.S.Kim; Phytochem.Anal., 17, 36 (2006).

[11] S.C.Lee, I.M.Chung, Y.J.Jin, S.Y.Song, B.S.Park,
K.H.Cho, K.S.Yoo, T.H.Kim, S.B.Yee, Y.S.Bae,
Y.H.Yoo; Nutrition and Cancer, 60, 542 (2008).

[12] R.J.Orton, O.E.Sturm, V.Vyshemirsky, M.Calder,
D.R.Gilbert, W.Kolch; The Biochemical journal,
392, 249 (2005).

[13] R.A.Hilger, M.E.Scheulen, D.Strumberg; Onkologie,
25, 511 (2002).

[10]

e, BIOCHEMISTRY
Au Tudian Yournal



