Y HQC VIET NAM THANG 8 - SO 2/2011
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HELA CUA DICH CHIET MT SO CAY THUGC THU HAI TAI NGHE AN
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TOM TAT

Nghién clru dugc thuc hién nh8m danh gia
hoat tinh fc ché tang trudng trén dong t& bao
ung thu ¢8 tir cung Hela ctia 20 dich chiét tir 13
cdy thudc dua trén thi nghiém MTT (3-(4,5-
dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium
bromide). Tai ca 3 nong do khao sat, cac dich
chiét tir cdy day huong (Erythropalum scandens),
xuan hoa (Pseuderanthemum palatiferum) va co
luGi ran trang (Hedyotis diffusa) déu chimg té ¢
hoat tinh (c ché€ tang trudng ddi véi dong té bao
ung thu ¢d tr cung Hela, trong dé dich chiét cla
H. diffusa thé hién hoat tinh manh nhét. Danh gia
tac dong cla cac dich chiét 3 cay thudc trén lén
sy biéu hién clia protein ung thu bcl-2 trong té
bao béng phuang phdp so mau quang hda hoc
(MediaCybernetics, USA), két qua thu dugc cho
thdy réng khdng c6 anh hudng déng k€ cla cac
dich chiét thr nghiém ddi véi su bi€u hién cla
protein Bcl-2 trong nhitng di€u kién thi nghiém
cia nghién clru nay.

Tir khoa: dich chiét, cay thudc, Uc ché tang
trudng, t€ bao Hela.

ABSTRACT:

ANTIPROLIFERATION ACTIVITY ON Hela
HUMAN CERVIX CANCER CELL LINE OF
MEDICINAL PLANTS COLLECTED IN
NGHEAN PROVINCE

20 extracts were prepared from 13
medicinal plants collected in Nghean province
and evaluated for their antiproliferative activities
against HeLa human cervix cancer cells by test
MTT 3- (4,5-dimethylthiazol-2-yl)-2,5-diphenyl
tetrazolium bromide. Among them, three extracts

from Erythropalum scandens, Pseuderanthemum
palatiferum and Hedyotis diffusa showed inhibitory
activity against Hela cells, in which extracts of
H.diffusa have demonstrated the strongest
activity. Assessing the effects of these three
extracts on the expression of BCL-2 protein in
cells by Immunohistochemical Staining Methods
(MediaCybernetics, USA), results showed that no
significant influence of the extracts tested for the
expression of Bcl-2 protein in the experimental
conditions of this study.

Key words: Extract, Medicinal
Antiproliferation, Hela cell

plants,

1. M3 DAV

Nghé An l1a mét tinh mién Trung c6
ving déi nui chiém % dién tich toan tinh, véi
2.494 loai thuc vat bac cao da dugc ghi nhan
tai ddy, trong d6 c6 hon 1.000 loai cdy dugc
nhan dan s dung lam thubc (N.N.Thin,
2004) [3]. Tuy nhién, chi ¢6 mdt sb rét it cac
dugc liéu nay dugc chimg minh hi¢u qua trén
co so khoa hoc [3,4]. Nhdm 1am sang té cong
dung thuc sy cta cic cay thubc dan gian,
ddng thoi cung cap thém dan li¢u hudng t6i
muc tiéu sang loc va nghién ciru co ché
chéng ung thu cua cac cay thubc Viét Nam,
trong pham vi ciia nghién ciru nay, chung t6i
tién hanh thu miu mot sb cay thube dan gian
dugce sir dung tai Nghé An, chiét tach trén
nhiéu dung méi khic nhau, thu dugc 20 dich
chiét. Sau do, ching toi tién hanh sang loc
hoat tinh gay doc té bao cia cac dich chiét ly
trich trén dong té bao ung thu c¢b tir cung
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HeLa. Dich chiét c6 hoat tinh trc ché t bao
manh nhat s€ dugc nghién ciru sdu hon nham
xéc dinh co che gdy dgc té bao cuia no.

ILVAT LIEU VA PHUONG PHAP NGHIEN CUU

1. Nguyén li¢u ciy thudc:

Céac cdy thudc sir dung trong nghién ciru niy
duoc thu hai & khu virc mién nui tinh Nghé An,
14 nhimg cdy thudc duogc ngudi dan thuong sir
dung 13m thubc hodc dugc ban & cic nha thube
Nam. Céc loai nay dugc dinh danh tai B6 mon
thuc vat, Pai hoc Vinh, Sau khi thu nhén, cic
méau cdy duoc cit nho, phoi khé va chiét véi cac
dung méi nhur & bang 1. Dich chiét sau d6 dugc
¢d chan khéng va bao quéan & 4°C.

2. Héa chit

Céc hoa chit sir dung trong nudi cy té
bao dong vat nhu: Huyét thanh bao thai bé,
MTT (3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyl tetrazolium bromide), (Cong ty
Sigma - USA), mdéi truomg RPMI véi
glutamine, dimethyl sulfoxide (Nga), trypsin,
dung djch Versene (Vién bai liét va viém nfo
qudc gia, LB Nga), méi truong DMEM/F12
véi Na,CO; (GIBKO, USA), gentamicin
sunfat, streptomycin sunfat (Cong ty dugc
phdm Veropharm, LB Nga).

3. Nudi cdy té bao

Dong té bao ung thu ¢ tir cung HeLa do
Vién ung thu M§ (USA) cung cip. Té bao da
duoc nudi cdy & diéu kién vo tring trong ti
nuéi cdy LB-V (Jlamunap6oxc JIB-B, LB
Nga), i & 37°C, 5% CO,, d0 4m twong ddi
95%. Khi nudi cdy té bao thi st dung méi

Il KET QUA NGHIEN CUU VA BAN LUAN
1. Két qua tach chiét

trudng chuin DMEM véi sy bd sung 20%
huyét thanh bao thai bé, L-glutamine véi
nbng d6 100 pg/mL va khang sinh
gentamicin sunfat véi ndng d6 40 pg/mL.

4. Dinh gia kha ning giy djc lén té
bao ung thir ciia cic dich chiét

St dung phuong phap MTT dé danh gia
kha ning gy doc té bao ciia tac nhan nghién
ctru. Phuong phap nay dua trén hoat dong
cua enzyme dehydrogenase cua ty thé trong
cac té bao sbng. Té bao duge nudi trong dia
96 giéng. Sau khi 0 24 gid' & nhiét d6 37°C,
5% CO, va do Am 100%, t& bao dugc xir Iy
vé6i dich chiét & nhitng ndng d¢ khac nhau
trong 48 gi. Péanh gia tic dong dich chiét tir
cac cdy thudc 1én sic sbng cia cédc té bao
ung thu bing phuong phap MTT (3 - [4,5-
dimethylthiazol-2] -2,5-difeniltetrazoly
methyl). S6 luong tinh thé formazan khéng
tan trong nudc tao thanh duge danh gia bing
phuong phap do mét d6 quang OD & bude
séng 570 nm, s& phan anh sb lugng té bao
sbng trong dich nudi cdy, ddy la tiéu chuén
dé& danh gia doc tinh cuia céc chit trong dich
nudi ciy (Mealey va cs, 2002).

Péanh gid tic dong cua cua céac dich
chiét cdy thubc 1&n sy biéu hién cta protein
ung thu bel-2 trong té bao bing phuong
phap so mau quang héa hoc.

5. Xir Iy s0 li¢u

Thi nghiém sang loc dugc ldp lai 3 1An,
két qua duoc tinh trung binh cho cac 1in thi
nghiém + d6 1&ch chuén.

Trong nghién ciru nay, chiing t6i thu nhén 13 cay thuéc véi cac by phén khic nhau va
tién hanh tach chiét bing con dwdmg ly trich c4c hop chét thién nhién theo tai liéu Dugc dién
Nga (CCCP 11, 1989) thu dugc 20 cao chiét va doi chimg (Bang 1).
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Bang 1. Nhimg dijch chiét tir cac cay thuc thu héi tai Nghé An

hiéu Tén loai B phan So I:lgu Tén loai B?
mi&u mau phan
1 Syzygium jambolana La 11 Stemona tuberosa REé cti

2 Syzygium jambolana Nu 12 peeuderanthemum La

: ) palatiferum

3 Syzygium jambolana Qua 13 Ehretia asperula La

4 Homalonema occulta Than ré 14 Hedyotis diffusa La

5 Erythropalum scandens Than ré 15 Psychotria montana LA
6 Nelumbo nucifera La 16 Psychotria montana Than

7 Nelumbo nucifera Hoa 17 Symplocos glomerata La

8 Nelumbo nucifera Hat 18 Symplocos . La

: cochinchinensis

9 Scoparia dulcis La 19 Sargentodoxa cuneata Than

Dung dich dudng dém | . ., i C am .

. g di . g déa D3 chifng D‘t'mg d!ch- dugng da 3

10 dac  (Plain  Caramel, 1 20 dac (Plain Caramel, chifng 2

E150a) E150a) g

2. Hoat tinh caa cdc dich chiét lén d(‘)ng té bao HeLa
Chung t6i khao sét hoat tinh gdy doc te bao (I%) cua 20 cao chiét va dbi chimg & 3 néng
d6 thur nghlcm tren dong té bao ung thu cb tir cung HeLa bing phuomg phap MTT. Két qua
cho thdy & ca 3 ndng d6 khéc nhau, ¢6 3 cao chiét c6 phén trdim trc ché sy tang trudng té bao
c6 sy khdc biét tin cdy so voi ddi chimg. D6 1a céc cao chiét sé 5 (Erythropalum scandens),
12 (Pseuderanthemum palatlferum) va 14 (Hedyotis diffusa) (Bang 2). Trong 3 loai nay thi
Hedyotzs diffusa (luGi rén trdng) thé hién 1a loai c6 hoat tinh manh nhét, Thuc té day 12 loai
cy thude duqc ngudi dan xem 14 thao duoc chita trj ung thu & Vigt nam, duqc bén nhidu &
cac hiéu thubc nam. M6t sé nghién ciru tai Nhat, Trung Quéc va My vé& H. corymbosa va
H.diffusa cho thdy dich chiét ciia chiing c6 hoat tinh khang ung buéu-in vivo dbi véi té bao
ung thu Sarcoma, khang protease HIV-1 (Jurgensmeier JM, 1998; Biswanath Dmda 2007;
Jiumao Lin, 2010) [5,7). Loai Pseuderanthemum palatiferum (xuin hoa) dugc trong phd bién
trong cic nha din va dugc sit dung hang ngay lam gia vi va lam thubc. Riéng loai
Pseuderanthemum palatiferum (day huong) thi moc hoang trong rimg, hi¢n méi chi dugc biét

nhu 14 mét cdy rau ru'ng ¢6 huong vi dic biét.

Bang 2. Anh huéng cua cac cao chiét & cac ndng d6 khac nhau 1én sirc sbng
ctia dong té bao HeLa (% so véi dbi chimg)
S5 hiéu mau

i 2 3 4 5 6 7 8 9 10 11
100 | 90 | 35* | 60* | 55* 130 65% | 60* | 100 140 65*
+30 |£27 | +10 | #12| +18 | +15 | +16 | +10 | £20 £20 £25
0,5% 100 80 40* | 75 | 60* 90 70* | 80 | 60* 150 70*

Nong dd

1%

187



HOI NGH] KHOA HQC CUA HOI HOA SINH Y DUGC HA NOI VA CAC TINH PHIA BAC LAN THU XviI

25 | £10 | £20 | £25 | 20 £10 +15 | £10 | £15 * 30 +10
0,1% . 100 | 100 | 100 90 70%* 80 100 | 110 | 70 100 100
20 [ 4£25| +15 | £15| +10 +10 +20 | £15 | #£30 £15 +10
“  am S6 hiéu mau
Nong do B Y
j 12 13 14 15 16 17 18 19 [ 20 | Nuéc mudisinh ly
1% 40* | 150 | 35* 95 20* 50* 90 70% | 75 90
10 | £20 | 15 | £10 | %25 20 +30 | £20 | £10 +15
0,5% 44*% | 140 | 32* | 100 | 28* 50* 80 75 85 85
+15 [ 4£30 | *15 | £20 | 10 +15 +10 | £30 | £15 +10
0,1% 60%* 90 25% 80 90 100 90 100 | 70 100
+20 | £25 | £15 | £15| 20 425 +10 | £20 | £15 +15

Chii thich: * Si khdc biét tin cdy so véi doi chimg.

3. Anh hwédng ciia cac dich chiét 5, 12,
14 1én sy biéu hién ciia protein bel-2

Panh gia tac dong cua cac dich chiét cay
thudc 1én sy bidu hién cua protein ung thu bel-2
trong t& bao bang phuong phép so mau quang
héa hoc (MediaCybemetics, USA). Danh g1a su
biéu hién cua bel-2 oncoprotem trong c4c té bao
da dugc thyc hién bing cach nhudém mo mién
dich. Phuong phap nhuém mé mién dich ctia
mau thir dira trén sy gén két ciia khang thé don
dong chinh véi bel- 2 oncoprotein va tiép theo 13
viéc bd sung cic khang thé thir cdp danh déu
bing huynh quang. S6 oncoprotein trong miu
dugc do dém trén kinh hién vi huynh quang bing
cach sir dung phin mém Image ProPlus 5.0
(MediaCybernetics, USA).

Tiép tuc nghién ciru vai trd clia apoptosis
trong co ché hoat dong ciia progestogens,
ching t6i didu tra cac biéu hién cla céc
protein antlapoptotlc bel-2 bang phuong
phéap nhuém mé mién dich. Té bao nuéi cdy
HeLa dugc 1 trong 72 gi0 trong sy hién di¢n
cua dich chiét. Cac té bao dbi chimg u trong
cung diéu kién, nhung trong trudng hop
khéng c6 dich chiét thir nghiém. Bing cdch
sir dung kinh hién vi huynh quang "Axiostar"
da thu dugc hinh 4nh cua cac té bao trong
phd 4nh sang nhin thdy dugc va hinh anh
phirc hop khi kich thich khang thé thi cép
danh déu huynh quang béi birc xa cyc tim
UV. Két qua thu dugc trinh bay & bang 3.

Bang 3. Nhuém mé mién dich boi khang thé vi Bel-2 trong dong té bao nudi ciy HeLa

Dich chiét Nong do (mol/l) Ty |é tucng quan Dién tich bt mau

1% 0,234+0,09 15,9

5 0,5% 0,211+0,18 31,1
0,1% 0,294+0,07 30,5

1% 0,301£0,12 17,1

12 0,5% 0,272+0,16 26,8
0,1% 0,213+0,08 42,1

1% 0,182+0,10 3,9

14 0,5% 0,231+0,08 10,2
0,1% 0,21540,22 29,0
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Chu thich: Ty 1§ twong quan ~ & I¢ 54
lwong t¢ bao phat huymh quang trén téng sé 1é
bao trong vimg nhin thdy, Dién tich bit mau —
Dién tich khu vuc twong img véi cdc gid tri trén
nén huynh quang, dwgc tinh nhu mét 1y I¢ tiwong
déi so v6i nén, phan dnh mdt 36 ciia cdc 18 bao
don Io'p

Két qua cho thay ty 1¢ té bao phat huynh
quang trén tdng sb t& bao trong vung nhin
thdy & mirc ¥ nghla p <0,05, khong co su
khac biét dang ké dbi véi cac d01 chimg
trong c4c mau. Diéu nay cho thiy ring khong
¢6 anh hudng dang ké cua céc dich chiét thir
nghiém dbi véi sy bidu hién cua protein Bcl-
2 trong nhimg diéu kién thi nghiém nhur trén.

IV. KET LUAN

1. Qua thoi gian thi nghiém buéc déu
dénh gi4 hoat tinh Grc ché ting trudng trén
dong té bao ung thu ¢b tir cung HeLa cia 20
dich chiét tir 13 cdy thuéc thu hai tai Nghé
An, thi dich chiét ciia 3 cay thude cho két qua
thé hién 3 hoat tinh uc ché dong té bao trén,
d6 1a céc dich chiét tir cdy Erythropalum
scandens (ddy huwong ), Pseuderanthemum
palatiferum (xuén hoa) va Hedyotis diffusa (co
ludi rén tréng), trong d6 dich chiét cuoa
H.diffusa 13 thé hién hoat tinh manh nhét.

2. Panh gi4 tic dong cua cac dich chiét 3
cdy thudc trén 1én su biéu hién cua protein
ung thr bel-2 trong té bao bing phwong phép
so mau quang hoa hoc (MediaCybemetics,
USA), két qua thu duogc cho thiy ring khong
¢6 anh huomg dang ké cia cac dich chiét thir
nghiém dbi veoi syu biéu hién cia protein Bcl-
2 trong nhimng diéu kién thi nghiém cta
nghién cru nay.

Trén ddy 1a nhimg két qua budc dau
khdo st hoat tinh ctia mdt s§ cy thubc dbi
véi dong té bao HeLa. Trong twong lai gn,
chiing t6i s& tiép tuc khao sat cdc miu dich

chiét trén véi dong t& bao ung thu vi MCF-7,
nguyén bao s¢i & chudt, danh gia anh huong
cia dich chiét 1én sy hoat dong cia cac
enzim apoptosis, xdc dinh hoat tinh chéng
oxy héa,... nham khing dinh mét cach chic
chén hon gia tri cua cic cdy thubc nay dbi
v6i tiém nang diéu tri ung thu.

Nghién ciru nay dugc sy tai trg boi Quy
nghién cttu khoa hoc co ban Nga (The
Russian Foundation for Basic Research
RFBR), trong khudn khé du dn Viet_a nam
2009-2010.
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HHTEPMEAHNATDI

TACH CHIET, TINH SACH VA XAC DINH MOT SO DAC BIEM CUR UREASE TU
HAT DAU TUONG (GLYCINE MAX L. FABACEAE)

Nguyén Vin Ru *, Nguyén Thi Phwong Ngoc**

TOM TAT

Pa st dung cac phuong phap tinh sach
sd b§ enzym urease bang phuong phap két tia
phan doan amoni sunfat § 2 nong do 65% va
55% bdo hoa, va & 2 nong d6 25% va 55% bao
hoa sau dé dong khd va két hop véi sac ky ray
phan tr trén gel sephadex G-75. D3 xay dung
dugc quy trinh chiét tach va tinh sach enzym
urease tur dau tuong hiéu qua, loai bo dugc cac
protein tap. Tao dugc ché pham UC1 béng két
tua phan doan vdi (NH,),SO4 c6 hoat dd urease
(HAV) riéng 120,56 nKat/mg, va ché phdm UC2
qua dong khd c6 HAU riéng 113,60 nKat/mg, do
tinh sach tang 1,22 [an so vdi dich loc tho. Tinh
ché tao dugc ché€ phdm urease (UR1) ¢ HdU
riéng 230,55 nKat/mg vdi do tinh sach 2,33 [an
so vdi dich thd. Tao dugc ché pham urease bdt
dong khé UR2 c6 hoat d0 urease la 224,89
nKat/mg ché& phdm, do tinh sach ning 1én 2,28
[&n so vdi dich loc thd. Ciing da xac dinh mét s6
déc di€m cla urease UR2 la: bdt x8p, trdng nga,
dé tan trong nudc > 98%, dd 8m < 6 %, HdU 1a
224,89 nKat/mg.

TUu khéa(Keywords): Protein, enzyme,
urease, hat dau tuong (seed of soybean), activity

of urease (HdU), crude urease (UC), refined
urease (UR)

SUMMARY:

EXTRACTION, PURIFICATION AND
DEFINED CHARACTERISTIC OF UREASE
FROM SOYBEAN (Glycine max L., Fabaceae)

In- this study, we have used the method
of preliminary purification of the enzyme
urease by the method offractional ammonium
sulfate precipitation at two levels of 65% and
55% saturation, and at two levels of 25% and
55% saturation and then freeze-
dried and combined withmolecular sieve
chromatography on sephadex G-75 gel. Has
developed  processes for  extraction and
purification of the enzyme urease from soybean
performance, eliminating the protein complex.
Create products UC1 by fractional precipitation
with (NH4) 2S04 is separate urease activity
nKat 120.56 / mg, and freeze-dried preparation
of UC2 through a particular activity of urease
113.60 nKat / mg, the purity increases 1.22 times
that of crude filtrate. Refining create urease
preparations (UR1) that the specific urease

x B3 mén Hoa sinh Truong Dai hoc Duge HN
** [choa Sinh hoa Bénh vién Hifu Nghi
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