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TOM TAT: Nghién cuu duwgc thuc hién nham déanh gid hoat tinh tec ché tang trong
trén dong té bao ung thu cé tir cung HeLa cuia 30 cao chiét thé tir 19 cdy thuoc Viét Nam diea
trén thu nghiém MIT (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium bromide). Tai
nong dg khao sat 100 ug/ml, 7 cao chiét tir cdy cong nuéce (Calophyllum dongnaiense), dita
can (Catharanthus roseus), vang nhua (Garcinia ferrea), son vé (Garcinia merguensis Wight),
trau trau (Mammea siamensis (Miq.) T. Anderson) co ) phdn fram ic ché tang trucng té bao Ion
hon 50%, nhitng cao chiét nay tiép tuc duge khao sdt tai nong d 20 ug/ml. Két qua tai 20
pg/m! cho thdy cao chiét ether déu (PEE) tir trau trau (ho Clusiaceae) c6 hoat tinh manh nhit
VGi phdn tram ke ché sy tang truong té bao la 93%. Két qua quan sat kiéu hinh te bao va su
phdn manh DNA bé gene cho thdy chinh apoptosis (chét theo chuong trinh ciia 16 bao) la co
ché gay wc ché ting trieong té bao ciia PEE.

T4 ATT A BT

1.TONG QUAN

Viét Nam 1a mdt nuée nhiét déi gié mua, voi ngudn dugc liéu phong phd. Tuy nhién, chi
c6 mot sb rat it cac duwoe lidu nay duoc chimg minh hi¢u qua trén co s& khoa hoc [2,9]. Huéng
t6i muc tiéu sang loc va nghién clu co che chdng ung thu cia cac cay thudc Viét Nam, trong
pham vi cia nghién ciru nay, chiing t5i tién hanh thu nhin mau cay va chiét tach trén nhiéu
loai dung méi khac nhau, thu dugc 30 cao chlet Sau do, chung t6i tién hanh sang loc hoat tinh
giy doc té bao cua céc cao chiét trén dong té bao ung thu ¢b tir cung HeLa. Cao chiét ¢6 hoat
tinh rc ché té bao manh nhét s& dugc nghién ciru sdu hon nhim xéc dinh co ché giy doc té bao
ctia no.

2.VAT LIEU - PHUONG PHAP
2.1.Nguyén liéu ciy thude

Céc cay thudc sir dung trong nghién ciru nay duoc thu nhan tir 8 tinh thanh cua Viét Nam.
Céc cay thubc nay duoc PGS. Lé Cong Kle;t (Khoa Sinh, Pai Hoc Khoa Hoc Ty Nhién, Tp.
HCM) dinh danh. Sau khi thu nhan, cic méu cdy dugc cit nhd, phoi khé va chiét véi céc dung
méi nhu & bang 1. Dich chiét sau d6 dugc c6 chan khong va bao quéan & 4°C.

2.2.Hoéa chat

Céc hoa ché} str dung trong nudi cdy té bao dong vat nhu modi truong E’MEM (Eagle’s
minimum essential medium), MTT (3-(4,5-dimethylthiazol-2-y1)-2,5-diphenyl tetrazolium
bromide), AO (acridine orange), EB (ethidium bromide), proteinase K, RNase A, trypsin,
amphotericin B, penicillin, streptomycin dugc mua tir Sigma (St Louis, MO). Huyét thanh
dugc mua tir Biowest (Phdp). Cac dung cu dung trong nudi cay té bao nhu binh Roux, dia nubi
ciy 24 va 96 giéng dugc mua tir Nunc (Roskilde, Pan Mach).
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2.3.Nubi cily té bao

Dong té bao ung thu cb tir cung HeLa do Vién Ung Thu Qudc Gia Hoa Ky (NCI -
Frederick, MD, USA) cung cip. Té bao dugc nudi trong mdi truomg E'MEM c6 bd sung L-
glutamine (200mM), HEPES (1M), amphotericin B (0.1%), penicillin-streptomycin 200X va
10% (v/iv) FBS vau & 37°C, 5% CO,.

2.4.Phwong phap MTT [3]

Ding dé danh gid kha ning gdy doc té bio ciia tic nhin nghién ctru. Phuong phéap nay
dua trén hoat dong cuia enzyme dehydrogenase cua ty thé trong cac té bao sdng. Te bao dugc
nudi trong dia 96 giéng. Sau khi 1 24 gid, té bao duoc xir ly véi thude ¢ nhiing nong do khac
nhau trong 48 gio. Sau d6, dung dich MTT 0,5 mg/ml va 1sopr0panol HCI (1:1) lan lugt dugc
thém vao. S6 luong tinh thé formazan tao thanh duoc danh gia bang phuong phap do mét do
quang OD & budc séng 570 nm, s& phan anh sb lugng té bao séng trong dich nudi cay.

2.5.Nhirng phén tich dya trén hinh thi té bao:

2.5.1.Quan sat dudi kinh hién vi soi ngwgc: Té bao HeLa duogc  vdi cao chiét eter dau tir
cdy trau trau ¢ nong d6 0,1 va 1 pg/ml trong vong 24 gid va duoc quan sat dudi kinh hién vi
soi nguoc (Olympus CKX41) & d§ phong dai 400X.

2.5.2.Quan sdt duéi kinh hién vi hupnh quang: Té bao duoc nudi trong dia nudi ciy co
duodng kinh 3 cm, sau giai doan 0 voi thudce, loai bo dich moi truong, dat phién kinh mong tryc
tiép lén 16p té bao bam, nhuém miu véi 100 pl dung dich nhudém gom AO (100 pg/ml) va EB
(100 pg/ml) trong hai phut & nhiét do phong. Mau sau d6 dugc quan sit dudi kinh hién vi
huynh quang (Olympus BX41) & do phong dai 400X.

2.5.3.Quan sdt hi¢n twong phin minh ADN: 5 x 10° té bao da qua giai doan cam img
thude, duge ly giai trong 600 pul dung dich ly giai (Tris-HCI 10 mM pH8, EDTA 5 mM, NaCl
100 mM, Triton X-100 0.2%) trong 10 phut trén da. Sau do, dich ly giai dugc ly tam trong 10
phut & toc d6 14.000 vong/phut. Thu nhén dich ndi, i véi 1 mg/ml RNase A ¢ 37 °C trong 2
gid. Mau duoc tach chiét hai 1an véi phenol:chloroform: isoamyl alcohol (25:24:1) va mét Ian
vai chloroform: isoamyl alcohol (24:1). Sau khi tia véi ethanol, ADN dugc phén tich trén gel
agarose 2% bing phuong phap dién di & 50 V trong 1 gio.

2.5.4.Trinh bay két qua: Thi nghiém sang loc dugc lap lai ba lan va két qua dugce trinh
bay dudi dang _gié tri trung binh + d¢ 1éch chuan.

3.KET QUA VA THAO LUAN

Trong nghién ciru nay, chung t6i thu nhan 19 cay thudc va tién hanh tach chiét bang nhing
dung mdi nhu trinh bay & bang 1. Chung t6i khao sat hoat tinh gay doc te bao (1%) cua 30 cao
chiét & nbng do thir nghlem la 100 pg/ml trén dong té bao ung thu cd tir cung HelLa bang
phuong phap MTT. Két qua cho thay ¢6 7 cao chiét co phan tram (rc ché sy ting trudng té bao
trén 50% (bang 1), do la cao chiét acetate ethyl tir cdy cong nudc (98,3 £ 5,13), hai cao chiét
chloroform va toluen tir ré cdy dira can (75,9 + 9,16 va 66,3 £ 8,39), hai cao chiét aceton va
ether dau tir v cdy vang nhya (92,0 + 3,46 va 82,6 + 21,4 ), mdt cao chiét eter dau tir 14 son vé
(88,0 + 9,20) va mot cao chiét ether dau tir vo cdy trau trau (96,3 £ 2,31). Két qua trén cho
thdy phan Ién cic cdy c6 hoat tinh manh (Calophyllum dongnaiense, Garcinia ferrea,
Garcinia merguensis Wight va Mammea siamensis (Miq.) T. Anderson) déu thudc ho
Clusiaceae, chimg to diy 1a ho cdy rat co trién vong trong cac nghién clru vé hoat tinh khang
ung thu. Theo Masataka Itoigawa (2001), 4-phenylcoumarins dugc chiét tir cac cay thuoc
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giéng Calophyllum c6 hoat tinh (rc ché chuyén biét enzyme reverse transcriptase cia HIV-1,
duoc dinh huéng phét trién thanh thuoc chong AIDS va ung thu. Nhitng ciy thudc gibng
Garcinia ciing dugc nghién ctru rat nhiéu [7,8], dai dién la cdy mang cut (Garcinia
mangostana). Theo Primchanien Moongkarndi (2004), cao chiét methanol tir cdy mang cut c6
hoat tinh khang phin bao, cAm (g qua trinh apoptosis va chdng oxy héa rat manh trén dong té
bao ung thu vii SKBR3.

Bing 1. Thong tin céc cdy thudc sir dung trong nghién ciru [1, 4, 5, 11]

Ho B§ Noi thu Cong dyng
n Tén Viét phin nhin Dung méi ddn gian I (%) tai 100
i khioa hoe Nam sir tach chiét pg/ml
dung
Amarylliaceae ; T Trinh nir Déng Nai Tri viém thip [
Erm"m ot hoang Hoa Eter diu khép, mun -3,92 5,46
' cung nhot, ung thu
Apiaceae Tp. HCM ) Tri sbt, tiéu
Centella asiatica ; Toan Con tuyét chay, viém
(L) Urb. Rau ma gy pre hiong, tun 7.95+ 7,86
nhot
Apocynaceae Phi Yén Tri tiéu
Catharanthus 5
roseus (L) Diacan | RE Ciloofor | deimgca0 - |.000.016
m huyet dp, ung
G.Don th
u
Apocynaceae Pt Pht Yén Tri tiéu
roseus (L.) Dira can Ré Toluene ﬁlm?gé — 66,3 + 8,39
G.Don Y= 8P, UNE
thur
Araliaceae Péng Nai Tri sbt rét,
Polyscias serrata | Dinh ling . Chlorofor ting co boép
Balf. ring = m tir cung, lgi G o
i tiéu, an thin
Araliaceae Déng Nai Tri sbt rét,
Polyscias serrata | Dinh ling : 3 ting co bop
Balf, ding La Eter dau tir cung, lgi 26,6 = 8,08
tiéu, an than
Araliaceae Déng Nai Tri s6t rét,
Polyscias serrata | Dinh ling F ting co bop
Balf, cing La Methanol tir cung, loi 2,38=5,74
tiéu, an than
Asteraceae Tp. HCM : Khang ndm,
Cosmos caudatus | Sao nhai Con tuyét tri déy hoi,
H +
HBK huong = abi kho tiéu, dau | 260 %358
da day
Cucurbitaceae : Pha Yén Khang
Aomairtica Khdqua | vOhat Cbn95do | khudn, virus, | -7.43+17,6
charantia L. non
ung thu
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Cucurbitaceae ; % Phi Yén Khéng
Momora.’!ca Khé qua Vo hat Chlorofor khudn, virus, | -3,38+ 12,9
charantia L. non m
ung thu
Cucurbitaceae : % Phi Yén Khéng
o Khbqua | VOh# Xingdung | \pdn virus, | 7004849
charantia L. non moi
ung thr
Cucurbitaceae : ; Phu Yén Khang
Mhomord_'ici Khd qua Vo hat Cén 95 do khudn, virus, 6,72+17,1
charanfia L. gia ung thur
Cucurbitaceae : Phi Yén | Khéang
Mowarccn Khbqua | YOI Chiorofor | 1 in virus, | 2,96+ 6,55
charantia L. gia m
ung thur
Cucurbitaceae g Phi Yén Khang
Monsardion Khéqua | VOhet Xhngdung | 1y iin virus, | 2422943
charantia L. gia moi
ung thr
Cucurbitaceae Phi Yén Chira bgnh
Momordica khé;mﬁt' s
conchinchinensis | Géc Nhan‘ BuOH :luyet‘;a!) 108 -3,63+18,8
(Lour.) Spreng, Tagkiprhec sk . B
: . 4 kinh, loi tieu,
té thap
Fabaceae Entada pursaetha | Bam bam Tay Ninh Cén tuyét Dung lam
DC nam fht doi thudce bé 2,5+ 12,3
Fabaceae Gleditschia Dak Lak Loi tiéu, trj
awipaite Hol.. | g 3k, Tréi Cnso% | fo.khing | 555,07
Ex Forbes et virus
Hemsl.
Clusiaceae Callophyllum Déng Nai Tri loét, ung
dongnaiense Cong nudc | Vo cay AcOEt nhot 98,3 +5,13
Pierre
Clusiaceae Binh Pinh Tri viém thép
khap, riém
Calophyllum ? S 3 day than
miplg L. M u Vo ciy Ether dau kinh, cd tir 23,8+ 7,88
cung, bénh
phong.
Clusiaceae Garcinia Dong Nai Tri loét, bénh
cochinchinensis Bira nam Vo ciy AcOEt héu san -1,50 £ 6,27
(Lour.) Choisy
=
Clusiaceae Garcinia ferrea . .| Kién Trj bong gén
Picrre Vang nhya | Vo cdy Giang Acetone 92,0+ 346
Clusiaceae Garcinia ferrea i Vé ca Kién AcOEt Tri bong gin 1154 9.1 5
Pierre & Y Giang B ’ .
Clusiaceae Garcinia ferrea 4 : = Kién 3 Tri bong gén
Piece Vang nhya | Vo cay Giang Ether dau 82,6 +21,4
Clusiaceae Garcinia Son vé La Tp. HCM AcOEt Tri bénh phu, | 20,9+ 5,64
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merguensis né

Wight.
Clusiaceae Garcinia Tp. Tri bénh phu,

merguensis Son vé La Ether déu né 88,0+ 9,20

Wight HEM ;
Clusiaceae Déng Nai Thuéc bd

Mammea tim, giam st

siamensis (Miq.) | Trautriu | V6 cdy Ether diu | l;%h chgn | 63%231

T. Anderson i

& ubng

Rubiaceae . i1 Toan Binh Tri bénh dich

Hedyotis An dién Ethanol ;

eyl 8 ::)y (b6 | Phuoc téng ta, ly, viém 5,27 +3,61
Rubiaceae 5 s o5 Toan Binh Tri suy

Hedyotis biflora An dién 2 ciy (b6 | Phutc E;lhanol nhuoe thin 5,104 7,53

(L.) Lam. hoa ) tong kinh

Mic du cdy trau trau da duoc sir dung nhu 1a vi thuoc cb tmyen 0 Thai Lan, nhung ¢ Viét
Nam, nhiing nghién ciru trén loai cdy nay van con rat han ché. Theo Sanan Subhadhirasakul
(2005) cao chiét chloroform cua cdy trau trdu c6 hoat tinh khang khuan manh nhung vén chua
c6 tai liéu nao chirg minh vé hoat tinh khéng phén bao cua loai cay nay. Ngoai ra, v6i 7 cao
chiét co phan tram (rc ché sy ting trudng té bao trén 50% [y ndng d6 thir nghiém 100 pg/ml,
chiing t6i tiép tuc tién hanh khao sat hoat tinh gay déc o nong do 20 pg/ml, két qua cho thiy
chi c6 cao chiét eter dau tir vo cdy trau trdu c6 phén tram trc ché sy tang trudng té bao manh
nhat 1a 93,1 + 2,31; ching t6 cao chiét nay c6 hoat tinh gdy doc rat manh trén dong té bao
HeLa. Do d6, chung t6i tiép tuc tim hidu sau hon co ché tac dong clia cao chiét nay.

Té bao HeLa dugc xir 1y véi cao chiét PEE & ndng dg 1 p.g/ml trong 24 gid. Sau thoi gian
xir ly, té bao dugc quan sat duorl kinh hién vi soi ngugc va kinh hién vi phat huynh quang.

Hinh 1: Té bao HeLa duoc quan sat du6i kinh hién vi soi nguoc (400X).

(A). Té bao khong xir Ii.
(B). Té bao duge xir li véi cao chiét PEE tai ndng do 1 pg/ml trong 24 gid.
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So véi mau té bao khong xir li, té bao xir 1i véi trau tru tai 1 pg/ml trong 24 gid c6 sy thay
dbi hinh thai khi quan sat dudi kinh hién vi soi nguoc (hinh 1). Céc té bao trong quén thé
khong con gitr dugce hinh dang da gidc dac trung ma trd nén tron va co lai thanh cum. Diéu nay
chimg t6 cao chiét PEE c6 anh hudng truc tiép dén khung suon ciia té bao. Sau do, ching toi
tién hanh nhuém hai quan thé té bao nay dong thoi vé6i hai loai thude nhudém: AO va EB va
quan sat dudi kinh hién vi huynh quang, cac té bao cé cam ung voi thuoc bit mau xanh sdng
va dam trong nhén so voi quan thé té bao khong xur ly voi thuoc Diéu nay chimg to quan the
té bao nay dang bi cam tng apoptosxs ¢ giai doan dau, mang van con nguyén ven, nhiém sic
chit c¢d dic manh, nén chi bit mau chi yéu cta thubc nhuém AO (hinh 2A.). Ngoai ra, trong
quén thé nay, chung ti con thiy duoc hién tugng nay chdi trén mang sinh chat & mét s6 té bao
di vao giai doan mudn cuia qué trinh apoptosis (hinh 2A.)

Té bio ¢6 mang blel)bmg bic trung
cua té bao apoptosis giai doan cudi

Quin thé té bao c6 nhiém sic chit cb dic -
Dic trung cua té bao apoptosis giai doan dau

Hinh 2. Té bao HeLa dugc - quan sat dudi kinh hién vi huynh quang (400x).
) (A). Té bao khéng xr ly voi thude
(B). Té bao dugc xir Iy véi cao chiét PEE ndng d6 1pg/ml trong 24 gios
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Céc té bao apoptosis con dugc dic trung boi sy phan cit dic hidu ADN b gene thanh
nhimg phan manh c6 kich thude 1a bdi so cua 180 cap base. Dic diém nay biéu hién ¢ giai
doan mudn cua té bao apoptosis. Su phan manh ADN cua cac té bao dugc xir 1y véi cao chiét
PEE ¢ nong d6 1, 5 va 10 pg/ml trong 24 git dugc kiém tra bang dién di trén gel agarose 2%.
Két qua cho thay o nong d6 1 pg/ml chua xuét hién nhimg phan manh ADN. Bxeu nay hoan
toan pht hop véi két qua quan sat duéi kinh hién vi huynh quang, chimg to quan thé té bao
nay dang trai qua giai doan sm cua qué trinhr apoptosis. O nong d6 5 va 10 pg/ml sau 24 gio
cam (ng, hién tuorng phén manh ADN xuit hién rat 18 (hinh 3). Piéu nay cho thiy khi nng do
thudc tang dan thi toc do khoi phét va dién tién cuia qua trinh apoptosis ciing tang theo.

Hinh 3. Két qua khao st hién tuong phan manh ADN & té bao HeLa

(1) Thang chudn 1 Kb
(2) Té bao khong xir 1y voi thudc
(3), (4), (5) Té bao dugc xir Iy véi cao chiét PEE & ndng 46 1, 5, va 10 pg/ml trong 24 gio

4. KET LUAN

Tir nhitng két qua trén, ching t6i nhan thiy cao chiét PEE tir cdy trau trau (Mammea
siamensis (Miq.) T. Anderson) c6 hoat tinh gy doc té bao cao thong qua kha ndng cam Ung
apoptosis trén dong té bao ung thu cb tur cung Hela & ndng do réit thap. Do do, cdy trau tréu
hira hen dem dén nhimg tiém ning trong diéu trj ung thu.

ANTIPROLIFERATION ACTIVITY OF VIETNAMESE MEDICINAL
PLANTS ON HeLa HUMAN CERVIX CANCER CELL LINE

Thiard Franck™, Tat To Trinh °, Nguyen Thuy Vy , Nguyen Hoai Nghia”, Nguyen
Dieu Lien Hoa ® Nguyen Kim Phi Phung®”, Nguyeu Ngoc Hanh @
Ho Huynh Thuy Duong
(1)University of Natural Sciences, VNU-HCM
(2)Institute of Chemical Technology, HCM city

ABSTRACT: 30 crude extracts were prepared from 19 Vietnamese medicinal plants and
evaluated for their antiproliferative activities against HeLa human cervix cancer cells by 3-
(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium bromide (MTT) assay. Among them, seven
crude extracts from Calophyllum dongnaiense, Catharanthus roseus, Garcinia ferrea,
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Garcinia merguensis Wight, Mammea siamensis (Miq.) T. Anderson showed percentages of
cell growth inhibition more than 50% at 100 ug/ml and only Petroleum ether extract (PEE)
from Mammea siamensis (Miq.) T. Anderson revealed a powerful effect with 93% of cell
growth inhibition at 20 pg/ml. Analyses of apoptosis-characterized morphological changes
and genomic DNA fragmentation precisely indicated that antiproliferation by PEE is due to
induced apoptosis. This investigation suggested that Mammea siamensis (Miq.) T. Anderson
may be a potential agent for cancer chemoprevention.

Key words: Antiproliferation, HeLa, medicinal plants, apoptosis
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