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KHAO SAT PQC TiNH VA KHA NANG BAO VE GAN CUA CAO CHIET
METHANOL LA MOT SO THUC VAT TREN DONG TE BAO HEPG2
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Tém tit

Nghién ciru tdp trung vao viéc khdo sdt khd ndng bao vé gan ciia cdc cao chiét methanol ld ciy Vong
cdch (Premna serratifolia L.), la Mo long (Paederia lanuginosa) va la Mo leo (Paederia scandens) trén
dong té bao HepG2. Cdc thi nghzem danh gia dc tinh va kha néing bao vé gan chéng lal su ton thu"(mg
do CCl, gdy ra cua cac cao chiét dwoc thic hién bang phwo'ng phdp xdc dinh mdt sé té bao song sir
dung bo Kit CCKS8. Dong té bao gan HepG?2 duwoc gady ton thu"O’ng boi CCl, (1%) va dugc b6 sung cao
methanol la cay Vong cach la mo Mo long va ld Mo leo. Két qud nghién civu cho thdy, cdc cao chiét
khéng gay déc tinh cho té bao HepG2 & nong dg 500 ug/mL. Bén canh do, thi nghiém con chitng minh
cao chiét methanol la Vong cdch va lé Mo 16ng c6 hiéu qua trong viéc bao vé té bao gan khéang lai djc

tinh gay ra boi CCl, trén dong té bao HepG2.

Tur khoa: Bao vé gan, HepG2, Premna serratifolia L., Paederia lanuginosa, Paederia scandens.

1. Pit van dé

Gan 1a co quan ndi tang to nhat trong co thé
ngudi va thuc hién chirc ning chuyén hoa cac
chat, tiét mat, giai doc va nhiu chtrc ning quan
trong khac. C6 nhiéu nguyén nhan lam gan bi ton
thuong nhu 6 nhiém moéi truong, lam dung thudc,
an udng khong diu d¢, cing thang (stress), tiéu thu
qué nhiéu ruou bia... Nhiing tic dong nay lam gan
hoat dong qua murc hodc 1am suy yéu chirc ning
dan dén viéc tao ra lugng 16n cac géc tu do, day
cling 1a nguyén nhén cua nhiéu bénh nhu bénh dai
thao duong, Parkinson, bénh ung thu, nhdi méau co
tim, viém loét da day [2]. Vi vay, viéc tim ra thube
c6 hi¢u qua trong viéc bao v¢ gan ma khong gay
ra tic dung phu 1a van dé dang dugc cac nha khoa
hoc quan tdm va nghién ciru. Theo théng ké ¢o
khoang 80% dén sb trén thé gidi dang duoc chira
tri bang phuong phap y hoc ¢ truyén 1 chu yéu,
dic biét 1a cac loai thude duoc san xudt tir cac chat
chiét tir thue vat [8]. O ving Dong bang séng Ciru
Long, cac loai thuc vat nhu Vong cach (Premna
serratifolia L.), Mo 1ong (Paederia lanuginosa) va
Mo leo (Paederia scandens) tix 1au di dugc biét va
sir dung rong i trong cac bai thudc chita cac bénh
vé tiéu hoa va mot s bénh vé gan [1]. Tuy nhién,
chua c6 nhiéu bang chimng khoa hoc ching minh
cho cac tac dung chita bénh trén. Vi vay, nghién
ctru nay dugc thyc hién nham budc dau khao sat
doc tinh va kha ning bao vé gan chéng lai su ton
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thuong do CCl, gay ra cta cac cao chiét methanol
la cay Vong cach, 1a Mo 1ong va 14 Mo leo.

2. N¢i dung nghién ctru

2.1. Vit liéu va héa chat

Mau nghién ciru: 14 cAy Vong cach (Premna
serratifolia L.),1a Mo 16ng (Paederia lanuginosa)
va 14 Mo leo (Paederia scandens); mau duoc thu
vao thang 6 nim 2016 tai thanh phé Can Tho; cac
mau nay duoc ThS. Nguyén Kim Dua (B§ mon
Sinh hoc, Khoa Khoa hoc ty nhién - Truong Pai
hoc Can Tho) dinh danh tén loai thong qua hinh
thai thuc véat theo b6 sach cia Pham Hoang HO
nam 2006 [7]. Mau 14 sau d6 dugc rira sach, cit
nho va sdy kho & nhiét d6 50°C dén khi khéi luong
khong d6i, mau vat duoc ngdm dam 48 gio trong
methanol. Dich chiét dugc loc dé loai bo cin va
duoc cod quay loai bo dung méi, thu dugc cao chiét
tong cua mau vat.

Dong té bao ung thu gan nguodi HepG2
(Human hepatocellular carcinoma) sir dung trong
nghién ctru dugce cung cap boi vién Cong Nghé
Kyoto, Nhat Ban. Té bao HepG2 dugc nudi cdy
trong moi truong DMEM (Dulbecco’s Modification
of Eagle’s Medium) c¢6 bd sung thém 10% FBS,
5% streptomycin va penicillin (1:1, v/v). Té bao
dugc nudi trong diéu kién 37°C va 5% CO, trong
subt thoi gian thir nghiém.

Carbon tetrachloride (CCl,) (Sigma, Nhat
Ban) dugc st dung 1a chit giy doc té bao. CCK8
(Sigma, Nhat Ban) 1a bo kit dung dé xac dinh sd
luong té bao song trong d6 WST-8 1a thanh phan
chinh cua bo kit CCKS8 s€ bi chuyen hoa thanh san
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pham c6 mau cam (formazan) hoa tan duoc trong
moi truong nudi cdy nho vao su xuc tac cta cellular
dehydrogenase.

2.2. Thir nghiém 1: Khio sat doc tinh cua
cao chiét trén dong té bao HepG2

Chuan bi té bao nudi cay: Té bao HepG2 duoc
nudi trong moi truong DMEM tir 2 dén 3 ngay. Sau
do, té bao dugc gieo vao dia 96 giéng véi nong do
2x10*té bao/mL (mdi giéng 200 uL) 0 24 gio trong
diéu kién 37°C va 5% CO,.

Chuén bi mau thir: Cac méu cao chiét methanol
14 dugc pha va1 DMSO sau d6 dugc pha loang trong
moi truong DMEM, néng do cao chiét duoc st
dung cho thi nghiém nay la 500 pg/mL. DMSO
(0,25%) va Silymarin (500 pg/mL) dugc str dung
nhu 14 cac nghiém thire d6i chimg.

Tién hanh: Té bao trong cic giéng thir khi da
du diéu kién (sau khi nudi cdy 24 gio) s duoc ria
sach bang PBS va tién hanh thir nghiém bang cach
thém vao 200 pL cac mau cao chiét hoic DMSO,
hoac Silymarin da dugc pha trong moi truong
nudi cdy DMEM. Té bao duoc U tiép véi mau thir
trong 24 gio, sau d6 loai bo méi truong nudi cy
va thém vao 110 pL dung dich CCK8 da pha trong
moi trudng DMEM véi ty 1¢ 1a 1:10. Mau duge u
tlep trong 2 gio & diéu kién 37°C va 5% CO,. S6
té bao sdng s& duogc xac dinh bang cach do mat do
quang v&i bude song 1a 450 nm [10].

2.3. Thir nghiém 2: Khéo sat kha niang bao
vé dong té bao gan HepG2

Nguyén tic phuong phap thir: Hoat tinh bao
vé gan ctia mau thir duge ddnh gia thong qua kha
ning bao vé té bao HepG2 khoi qua trinh chét do
CCl, gay ra. 200 pL té bao HepG2 (2x10* té bao/
mL) duogc nudi trong dia 96 giéng va u ¢ didu kién
37°C va 5% CO, trong 24 gio.

Chuan bi cac miu tha: Cac miu cao chiét
methanol 14 dugc chuan bi bang cach pha vai
DMSO sau d6 dugc pha loang trong moi truong
DMEM. Néng do cao chiét duge st dung cho thi
nghi¢m nay 1a 500 pg/mL. CCl, (1%) va Silymarin
(500 pg/mL) cling dugc pha trong DMEM. Nghiém
thire ¢6 Silymarin (500 ug/mL)’Vél CCl, (1%) dugce
su dung nhu 1a nghi€ém thtrc d6i ching.

B6 tri thi nghiém: Té bao HepG2 dugc nudi
ciy trong dia 96 giéng sau 24 gio s& duoc loai bo
moi truong va bo sung 100 uL dung dich Ccl,

(1%), 100 puL cac mau cao chiét dugc thém vao
dé danh gia hoat tinh bdo vé gan. DMEM hodc
Silymarin (100 pL) dugc st dung nhu la cac
nghiém thire ddi ching. Cac 16 thir nghiém duoc
b tri nhu sau:

L6 ching am: té bao HepG2 + DMEM.

L6 chung doc: té bao HepG2 + CCl, (1%).

L6 ching duong: té bao HepG2 + CCl , (1%)
+ Silymarin 500 pg/mL.

L6 thu: té bao HepG2 + CCl, (1%) + Cac cao
chiét methanol 1a 500 ug/mL

Sau 24 gio nudi cdy, moi trudng nudi duoc
loai bo va thém vao 110 ul dung dich CCKS8 da
pha trong méi trudng DMEM. Mau duoc 1 tiép
trong 2 gio.

Doc két qua: Ty 1é té bao sdng s& duoc xéac
dinh bang cach do mat do quang & budc song
450 nm.

Xir 1y s6 liéu

Céc thi nghiém trong nghién cuu dugc thyc
hién 5 1an 13p lai ngdu nhién. S6 liéu duoc trinh
bay bang MEAN + SEM. Két qua dugc xir 1y thong
ké theo phuong phap ANOVA béng phan mém
minitab 16.0.

3. Két qua va thio ludn

3.1. Thi nghiém 1: Khio sat doc tinh cua
cic cao chiét trén dong té bao HepG2

Bang 1. Phin trim té bao séng
trong cac 16 thir nghiém

n Té bao sén
Lo g

(%)
L6 chimg am: té bao HepG2 + .
DMEM 100# £ 0,0
L6 chimg tring: té bao HepG2 +

2+
DMSO 0.25% 90,56* + 10,11
Lp chung duong: t€ bao HepG2 + 97.94° + 10,99
Silymarin
L,O tha 1: ‘Ee bao HepG2 + cao chiét 99.50°+ 1527
la Vong cach
L,O thir %: t¢ bao HepG2 + cao chict 98.95° + 3.40
la Mo long
L,O thir 3: t€ bao HepG2 + cao chiét 102,77+ 11,61
la Mo leo

Ghi chit: Méi nghiém thire Igp lai 5 lan. Nong dé ciia
Silymarin, cao chiét ld Vong cdch, 1 Mo 16ng va ld Mo leo la
500 ug/mL. Cdc s6 lidu ¢é ciing mau ty theo sau (tinh theo c6t)
thi khéng khdc biét ¢6 y nghia thong ké ¢ mirc 5%.
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Poc tinh cua cac loai cao chiét methanol
duoc khao sat dua theo phﬁn tram té bao HepG2
con sdng va duoc trinh bay trong Bang 1. Tir két
qua thi nghiém Bang 1 cho thdy, ty 1¢ phan trim
té bao song ¢ nghiém thuc té bao duoc nudi ciy
trong moi truong c6 DMSO 0,25% c6 gidam nhung
khong khac biét c6 ¥ nghia ddi voi nghiém thic
mbi truong binh thuong DMEM, diéu nay cho thiy
DMSO & ndng do 0,25% khong gy doc tinh ddi
v6i dong té bao HepG2, két qua thi nghiém nay
phu hop véi két qua nghién ciru ciia Ozerkan va
cong sy nam 2015, do d6 DMSO 0,25% s€& duogc
dung 1am dung moéi dé pha céc cao chiét methanol
[5]. O 16 chting dwong (Silymarin) va cac 16 thi
cao methanol 14 Vong cach, Mo 16ng va Mo leo
v6i ndng d6 500 pg/mL déu c6 mat do té bao sdng
khac biét khong co ¥ nghia vé mat thong ké dbi
v6i 16 dbi chimg 4m (chi ¢6 mdi trudng DMEM).
Két luan céc 16 thir chira Silymarin, 1a Vong cach,
Mo 16ng va Mo leo khong gay doc tinh d6i véi cac
té bao ung thu gan HepG2 & ndng d6 500 pg/mL.

3.2. Khdo sat kha nang bao v¢ gan trén dong
té bao HepG2 chdng lai Cdl,

Bang 2. Hiéu qua bao vé té bao gan cuia cic cao

thir nghiém
o . Té bao sdng
Nghiém thirce (%)
L6 chig am: té bao HepG2 + DMEM 100 + 0,0
L6 thir 1: té bao HepG2 + CCl, + cao "
chiét 1a Vong cach 69,69" £ 5,81
+ +

L6 thir 2: té bao HepG2 CCl, + cao 64700+ 5.35
chiét 14 Mo 1ong
Lo thir 3: té bao HepG2 + CCl, + cao 40,899+ 12,88
chiét 14 Mo leo
Lo .chung 'ducmg: té bao HepG2 + CCl, 54.42¢ 4 4,03
+ Silymarin

L6 chimg doc: té bao HepG2 + CCl,(1%) 35,94+ 1,41

Ghi chii: Méi nghiém thite Idp lai 5 lan. Nong dé ciia
Sllymarm la Vong cach, la MO’ long va la Mo leo la 500 ug/mL.
Nong dé CCl, la 1%. Cac $6 lidu ¢6 cing mau tir theo sau (tinh
theo cgt) thi khong khdc biét ¢ ¥ nghia thong ké 6 mire 5%.

Thi nghiém khéo sat kha ning bao vé té bao
gan clia cic loai cao chiét dugc trinh bay trong
Bang 2. Tir két qua thi nghiém cho thay khi té
bao dugc nudi cdy trong moi truong DMEM c¢6
bd sung CCl, (1%) trong 24 gid thi mat sb té bao
giam (35, 94%) s0 voi té bao duoc nudi trong moi
truong binh thuong DMEM (100%). Két qua nay

88

chtng minh rang khl b sung CCl, 6 nong do 1%
co kha nang gay t6n thuong va pha hiy céc té bao
gan HepG2. O nghiém thirc té bao dugc nudi cay
trong moi truong c6 CCl, va bd sung cao chlet
methanol 1a cay Vong cach phan trim té bao sdng
cao hon va khéc bi¢t c6 y nghla thdng ké so véi
nghiém thirc moi truong nudi cay chi co CCl,. Cu
thé & nghiém thirc moi truong 6 chira cao chlet
methanol 14 Vong cach s6 té bao song dat 69,69%
cao hon so v6i mdi truong chi ¢6 CCl, 1a 35,94%.
Két qua thi nghiém nay chung mlnh cdy Vong
cach co kha niang bao vé cac té bao gan HepG2
chéng lai sy gy doc cia CCl, gayra. Két qua nay
con cao hon ¢ nghiém thirc 601 chimg c6 bb sung
Silymarin 1a 15,27%. Cay Vong céach da dugc sur
dung nhiéu trong cc nghién ciru vé sy khang oxy
hoa, chéng lai té bao ung thu va kha ning bao vé
gan in vivo [9]. Két qua trong thi nghiém nay gop
phan cho thay la cdy Vong cach 1a loai thyc vat co
tiém nang dé nghién ciru va sir dung trong viéc bao
vé gan & ngudi. Tuong ty nhu vy, té bao HepG2
bi gdy doc boi CCl, dugc b6 sung cao methanol
la Mo 1ong c6 phan tram té bao séng dat 64,70%
va cho hiéu qua cao hon so véi nghiém thirc doi
chimg sir dung Silymarin 1 10,28%. Phéan tram té
bao séng & nghiém thirc nay thdp hon & nghiém
thirc bd sung cao chiét methanol Vong cach 4,99%
nhung khéc biét giita 2 nghiém thirc bd sung cao
chiét 14 cay Vong cach va 1a Mo long khong c6 ¥
nghia thong ké. Mo 16ng da dugc chimg minh 1a c6
chtra polyphenol [3], day 14 hop chit c6 cac hoat
tinh sinh hoc nhu kha nang khang oxi hoa, khang
viém va khang khuén [4]. Trong nghién ctru nay
cling ghi nhan cao chiét methanol 1a Mo leo khong
¢6 hiéu qua bao vé té bao gan HepG2 bi gay ton
thuong boi CCl,. Tuy nhién trong nghién ciru cia
Wei Peng va cong su (2015) cho thiy rang chét
glycosid iridoid phan 1ap tir cdy Mo leo c6 khd ning
lam giam dang ké ham luong AST, ALT & chudt
bi ton thuong gan [6]. Diéu nay co thé giai thich
la trong nghién clru ndy cao chiét duoc sir dung 1a
cao tong nén 6 thé nong do glycosid iridoid hi¢n
dién trong miu thp va chua du dé c6 tic dung bao
vé té bao gan HepG2.

4. Két luan

Cao chiét methanol cua 14 cay Vong céch, 14
Mo long va 1a Mo leo khong gay doc tinh véi dong
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té bao HepG2 ¢ nong d6 500 pg/mL. Trong cac mau Loi cdm on
cao chiét thi nghiém, cao chiét 1a Mo leo khong ¢ Céc tac gia xin chan thanh cdm on Gido su
hi€u qua bao vé té bao gan. Cao chiét methanol 14  Kamei Kacko, Vién Cong nghé Kyoto, Nhat Ban
cdy Vong cach va 1a Mo 16ng ¢ hiéu qua bao vé  da cung cap dong té bao HepG2 va cac hoa chat,
cac té bao gan chéng lai sy gay doc ciia CCl . t6t phuo‘ng tién dé thuc hién cac thi nghiém nubi cdy
hon Silymarin. té bao./.
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EVALUATING TOXICITY AND HEPATOPROTECTIVE ABILITY
OF METHANOLIC LEAF EXTRACTS IN HEPG2 CELL LINE

Summary

The study investigated the hepatoprotective ability of some methanolic leaf extracts from
Premna serratifolia, Paederia lanuginosa and Paederia scandens in HepG2 cell line. The cytotoxic and
hepatoprotective properties of methanolic extracts against damage induced by CCl, were evaluated via
measuring cell viability by the CCKS kit. HepG2 cell line was damaged by CCl, (1%) and treated with
methanolic leaf extracts of Premna serratifolia, Paederia lanuginosa, Paederia scandens. The results
showed that these leaf extracts were not poisonous on HepG2 cell at 500 pg/mL. In addition, it found
that Premna serratifolia and Paederia lanuginosa methanolic leaf extracts had potent cytoprotective
effects against CCl, induced toxicity in HepG2 cell line.

Keywords: Hepatoprotective, HepG2, Premna serratifolia L., Paederia lanuginosa, Paederia scandens.
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