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TOM TAT

M6 dau: Viéc tim ra nhimg thudc giai lo au mai khong co hodc cd it tac dung co hai la mot nhu cau rat
bikc thiét hién nay. Do dd, viéc khdo sit cdc mo hinh c6 thé'dp dung nham sang loc cdc thudc chita bénh phong
phii va an toan tir tw nhién hay tong hop la hét sikc cin thiét.

Muc tiéu: Khdo st cic mé hinh dueoc Iyj nhim nghién civu tdc dyung gidi lo du, qua d6, khdo sdt thiam do tic
dung gidi lo du ctia cic cong thikc phoi hop tir nhitng cao diegc liéu.

Phuong phdp: Ba m6 hinh nghién ciru tic dung giai lo du dirgc khao sdt bao gom mo hinh moi triong mo,
mo hinh chik thdp néng cao va mod hinh ngdn sing - toi. Chudt nhit duc tring, chimg Swiss abino duegc cho udng
cdc phoi hop cao chiét CT1, CT2 va CT3 phdi hop tir cdc cao chiét dwoc ligu la rau md, qué va nhin sim, cé so
sianh voi diazepam 2 mg/kg.

Két qua: Khi sir dung diazepam licu 2mglkg (p.o.) thé hign tdc dung tic dung gidi lo du trén chudt nhdt.
Khi khdo sdt tic dung cua 3 cong thirc trén ca 3 mo hinh diwgc 1y thyec nghiém moi trieong mo, chiv thap ning
cao, ngan sang-toi déu ldp lai két qua 3 cong thikc thir nghiém khong co tic dung gidi lo du.

Két lugn: Dé tai di thanh cong trong viéc ching t6 6 thé'dp dung ba mo hinh trong diéu kién thiec t& nham
sang loc cic hoat chat co tic dung gidi lo du.

Twr khéa: mo hinh giai lo du, chugt nhat, Swiss abino, rau md, qué, nhan sam
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Background: The use of animal models of anxiety has been fundamental in the search for new anxiolytic
compounds and for the understanding of the brain mechanisms underlying anxiety.

Objectives: To evaluate the applicability of mouse models for screening anxiolytic compounds. In this study,
three formulae from Centella asiatica, Cinnamomum cassia and Panax ginseng extracts were used as testers.

Method: Five-week-old male Swiss albino mice were used. Three models in mice were investigated including
open field (OF), elevated plus-maze (EPM) and light dark (LD) test. Compounds were administered at a rate of
0.1 ml/10 g and diazepam 2 mg/kg as a positive control. All test were performed sixty minutes after receiving the
oral treatments.

Results: These above mentioned formulae administered groups did not reveal any changes in anxiety-like
behaviours. However, diazepam 2 mg/kg administered group showed displayed an increased number of entries
and spent more time in the centre area in OF, significantly increased in the percentage of open arm entries and the
time spent on the open arm in EPM, and spent more time in light box in LD test.
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Conclusion: All together, we provide evidence that these models is sensitive and applicable, and diazepam 2
mg/kg is a good positive control for the screening of anxiolytic-like effects.
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DAT VAN DE

Bén canh viéc nghién cttu cac duwoc pham
tong hop mdi, con nguwoi nhan ra ngudn thudc
chita bénh phong phu va an toan tir tir nhién.
Nhiéu duoc liéu (da sd nghién cttu trén cao
toan phan) da duoc phat hién la cé tac dung
gidi lo au trén cac thtt nghiém dwoc ly trén tha
vat. Trong nghién cttu nay, chtiing tdi tién hanh
khao sat cac mo6 hinh dugc Iy nham nghién
cttu tac dung giai lo au, qua d6, khao sat tham
do tac dung giai lo au ctia cac cdng thirc phoi
hop tt nhing cao duoc liéu nhu rau mé, qué
va nhan sam. Pay la cac duoc liéu da dwoc
chttng minh cd tadc dung giai lo au @ 29 va
ngudn duoc liéu 16n, dé tim véi hy vong c6 thé
giam liéu str dung so véi khi str dung ting cao
riéng 1é ma van duy tri hiéu qua tac dung giai
lo au, lam tién dé cho cac nghién cttu tiép theo.
NGUYEN LIEU - PHUONG PHAP NGHIEN
cUu
Nguyén liéu

Ba dugc liéu da dugc lua chon dé€ nghién
ctu trong dé tai nay gom co6: rau ma (Centella
asiatica (L.) Urban), qué (Cinnamomum cassia
Blume) va nhan sam (Panax ginseng C.A.
Meyer) dwoc mua tai TP H6 Chi Minh. Cac
duwoc litu déu dwoc lvu mau tai Ban nghién
cttu khoa hoc, Khoa Dwoc, DH Y-Dwoc TP HO
Chi Minh.

Sac vat nghién cttu: Chudt nhit duc tréng
(chting Swiss abino, 5 — 6 tuan tudi, khoi luong
ttr 20 — 25 g) dwgc cung cap boi Vién Vacxin &
Sinh pham Y t& Nha Trang. Chudt duoc nudi
on dinh mot tuan bang thitc dn thuong truedc
khi tién hanh tht nghiém.

Hoba chat: diazepam (Valium®), asiaticosid
chuan dwgc cung cdp boi Ban Nghién Ctu
Khoa Hoc, Khoa Dwoc, PH Y-Dwgc TP HCM

Chiét xudt: Nguyén liéu duoc sdy ¢ 50 °C
trong 4 gio, dem xay dé€ dat kich thudéc 1 - 3

mm. Cam thao dugc chiét bang nuwdc bang
phuong phap dun hoi luu (2 Tan). Nghé duoc
chiét bang con 96° theo phuong phap ngdm
kiét. Nhan sam dugc chiét lan luot bang
phuong phap dun hoi luu véi con 90 d6 (3 lan)
va con 45° (3 [an). Ty 1é dung moi: duoc liéu 1:
10. Tat ca dich chiét sau d6 duoc c6 giam ap
dén khi duoc cao long. Két qua chiét xuat dugc
tinh sau khi da trtr 30 Am.
Pinh lugng

Cao rau md: Mau cao toan phan duoc cho
vao cot Diaion HP-20, rira giai lan luot bé“mg
nudc, metanol 50% va metanol. Lay phan doan
metanol 50% va metanol, bay hoi dung moi dé
thu dwgc saponin toan phan. Dinh lugng
asiaticosid trong saponin toan phan tir cao rau
mé bang phuong phap HPLC. Cac diéu kién
tién hanh HPLC: May HPLC LC-10AD
(Shimadzu, Nhat). Cot Supelcosil LC18 (250 x
4,6 mm), kich thudc hat 5 um, kem cot bao vé
Supelguard (20 x 4,6 mm). Pha dong:
acetonitril - metanol - nude (25: 20: 55). Toc do
dong: 0,7 ml/phtt. Mau thtr: can chinh xé4c
khoang 10 mg saponin toan phéan, hoa tan
trong 5 ml pha dong, loc qua loc 0,45 pm truede
khi bom vao may HPLC. Thé tich bom: 10 pl.
Dectector PDA, budc song phat hién: 203 nm.

Cao qué: Tién hanh theo phuong phép dinh
lwong acid hitu co trong dwoc liéu, “Bai giang
Duoc liéu”, tap 1, PH Dugc Ha No6i. Can 500
mg cao toan phan, hoa tan vao nudc va loc qua
gidy loc vao binh dinh mtrc 100 ml, thém nudc
cho da 100 ml. Lay 10 ml dich nuwéc nay cho
qua cOt nhua cationit d€ loai cac cation. Dich
nudc rira giai dugce trung hoa bang Ba(OH):
0,0IN. Qua lugng Ba(OH): tiéu thu ta dinh
lwong dwoc acid hitu co toan phan trong cao
qué.

Cao nhan sam: Dinh luong G-Rb: va G-Rg1
trong saponin toan phan tt cao nhan sdm bang



phuwong phap HPLC. May HPLC LC-10AD
(Shimadzu, Nhat), cot Supelcosil LC18 (250 x 4,6
mm), kich thwéc hat 5 pm, kem c6t bao vé
Supelguard (20 x 4,6 mm), pha dong: acetonitril
— nudc (33: 67), toc dd dong: 0,7 ml/ phat. Can
6,63 mg saponin toan phan, hoa tan trong pha
dong, loc qua loc 0,45 um trude khi bom vao
mdy HPLC véi thé tich bom: 10 pl. Dectector
PDA, budc séng phat hién: 203 nm.

Céc quy trinh dinh lwong trén da duoc
tham dinh vé d6 dung va dd chinh xac (duoc
xay dung d€ dinh luong saponin sam Triéu
Tién va nghé tai Ban NCKH - Khoa Dwoc).
Cdc cong thitc phoi hop duoc ligu dugc khao
sdt

Tac dung giai lo au cta rau ma, nhan sam,
qué da dwoc ching minh véi cac liéu cd tac
dung nhw sau:

Rau ma: liéu asiaticosid 10 mg/kg (p.o.) co
tac dung giai lo au trén chudt nhét thir nghiém
trong mo hinh chit thap nang cao®.

Qué: cao toan phan chiét bang con 50% ctia
qué c6 tac dung giai lo au trén chuot nhat 6 liéu
750 mg cao/kg (p.o.), trong mo hinh duoc ly thuc
nghiém chit thap nang cao®.

Nhan sam: liéu 1200 mg bot nhan sam/kg
(p.0.), 100 mg saponin toan phan/kg (i.p.) va 5mg
saponin G-Rbi/kg (i.p.) déu co tac dung giai lo au
trong tht nghiém chit thap nang cao ¢ chuot
nhat®.

Vi muc dich tham do cé hay khong tac dong
hiép luc gitta cac dugc liéu nay, chiung toi phoi
hop chiing véi liéu thap hon liéu ¢ trén. Cu thé,
ching t6i dung rau ma véi liéu khoang 3-5 mg
asiaticosid/kg, twong duwong véi khoang 100-150
mg cao toan phan/kg (ham luwgng asiaticosid
clia mau cao toan phan rau ma trong dé tai nay
la 3,23%). Liéu asiaticosid 5 mg/kg da duoc
chting minh la khong co tac dung giai lo au khi
st dung riéng 1é ®. Bén canh d6, d¢ dam bao
tinh kha thi khi dung cho nguoi (liéu dwoc liéu
st dung khong thé qua 16n, phai ¢ mtc c6 thé
chdp nhan duoc) ching t6i han ché tong liéu

ctia cac duogc liéu & mirc 200 mg cao/kg can
ndng chuot. Vi nhitng ly do trén, cac cong thixc
phoi hop duoc dua ra thit nghiém trén chudt
nhit (tinh trén kg can nang cta chudt) nhu
sau:
Cong thirc 1:
Rauma: 150 mg cao kho/kg.
Qué: 50 mg cao kho/kg.
Cong thttc 2:
Rau ma: 100 mg cao kho/kg.
Qué: 100 mg cao kho/kg.
Cong thitc 3:
Rauma: 150 mg cao kho/kg.
Qué: 25 mg cao kho/kg.
Nhéan sam: 25 mg cao kho/kg.
B4 tri thi nghiém
Tat ca chudt duwgc ma hoa béng chit va so dé
thuan tién cho viéc phan tich két qua sau nay.
Chudt duoc chia ngau nhién thanh 5 nhém:
¢ Nhom 1: nhém ching, udng nudc cat.

¢ Nhom 2: nhém d6i chiéu, udng diazepam
liéu 2 mg/kg.

e Nhom 3: nhém tht, uéng cong thic 1.

¢ Nhom 4: nhom thtt, udng cong thirc 2.

¢ Nhom 5: nhom thtt, udng cong thirc 3.

Mo hinh méi trwuong mo (Open field test): BO
dung cu gom 1 hop kich thwdc 40 x 40 x 40 cm,
véi tuong trong sudt, day hop duoc chia ra
lam 16 & vuong c6 kich thudc bang nhau (10 x
10 cm). San duoc chia lam vung ria va vung
trung tam (kich thude 20 x 20 cm, nam & gifta).
Cuong dd chiéu sang 6 san la 100 lux. Chudt
thtr nghiém duoc cho udéng 60 phat truede khi
thtr nghiém. Tat ca chudt dugc dat ¢ dinh vao
1 g6c cia mo hinh, thiec hién thit nghiém trong
5 phut, ghi nhan s6 6 vuéng chudt di chuyén
vao, sO lan ding 1én, thoi gian va s lan vao
vung trung tam. Chuot duoc tinh la di chuyén
1 6 hoac 1 lan vao vung trung tam khi ca 4
chan ctia chudt buedc qua vach phan cach.



Mo hinh chit thdp ning cao (Elevated plus-
maze)

B6 dung cu goém 2 canh tay mo (30 cm x 5
cm) va 2 canh tay dong (30 cm x 5 ¢cm) voi
tuong cao 25 cm, lam béang plexiglas. Phan
giao nhau gitta cac canh tay la 1 hinh vuong (5
cm x 5 cm). Canh tay mé c6 go cao 0,25 cm bao
quanh dé€ ngan chudt roi xuéng dat. B canh
tay duogc dit cao hon nén nha 73 cm, cueong do
chiéu sang ¢ canh tay mé la 20 lux. Chudt thi
nghiém dwgc cho udng 60 phut trude khi th
nghiém. Tat ca chudt dwoc dat ¢ vung trung
tam, hudng vé phia canh tay mo, sau d6 chuot
duoc ty do di chuyén kham phad trong 5 phut,
ghi nhan s6 [an ra vao va thoi gian luvu lai 6 cac
vung canh tay (déng va/hoac mo) ctua chuot.
Chu6t duoc tinh 1 [an vao canh tay mé khi ca 4
chan cta chut budc qua vach phan cach gitra
vung trung tam va canh tay mo.

Mo hinh ngdn sdng - t6i (Light - dark test)

B6 dung cu gom 1 hop lam bang plexiglas,
6 2 ngan, mdi ngan c6 kich thwdc 40 x 20 cm.
Trong d6 1 ngan dwoc chiéu sang véi cuong do
400 lux, goi la ngan sang. Ngan con lai dweoc son
den dé gitr tdi v4i ceong do anh sang khong qua
5 lux, goi la ngan t6i. Hai ngan nay thong voi
nhau bang mot ctta ¢6 kich thuwdc 8 x 8 cm.
Chudt thir nghiém dwgc cho udng 60 phut trudce
khi tién hanh thir nghiém. Chudt duoc dét & ctra
ngan cach vung sang, t6i, hudng ra ngan sang.
Sau d6 chuot duoc tie do kham pha trong 5 phut,
dugc ghi lai bang mot camera gan bén trén. Ghi
nhan lai s6 lan ra vung sang cua chudt va thoi
gian 0 vung sang. Chudt dugc tinh la ra ving
séng khi ca 4 chan vuot qua 1dn phan cach gitra 2
vung.
Xt 1y s6 liéu thwc nghiém

Céc dr lieu dugc biéu thi dwdi dang
Mean+SEM. Qua phan tich cac s6 liéu bang phép
kiém Kolmogorov-Smirnov cho thdy cé su phan
bd khong binh thuong ¢ mot s6 day so liéu. Do
dé viéc xtr ly thong ké sit dung phan mém SPSS
phién ban 16, st dung phép kiém Kruskal-

Wallis, tiép theo dung phép kiém Mann-
Whitney-U test d€ so sanh sy khac biét gitta cac
16. Sy khac nhau dwgc xem la c6 y nghia khi gia
trj p<0,05.

KET QUA VA BAN LUAN

Két qua chiét xuit

Bang 1. Két qua chiét xudt cao toan phiin
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Hinh 1. Siic d6 HPLC khi phan tich rau md (A) va
nhan sam (B). As: asiaticosid, G-Rbz: ginsenosid Rg1,
G-Rgz: ginsenosid Rg:1
Két qua dinh lugng
e Cao rau md: ham lugng asiaticosid trong
cao toan phan rau ma la 3,23%.
* Cao qué: ham luong cac acid hitu co trong
cao qué'la 1,6 mN/1g cao toan phan.
* Cao nhdn sidm: Ham lwong G-Rb1 va G-Rg
lan luot 1a 1,73 % va 1,04%.
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Mo hinh ngin sdng - t6i (Light - dark test)
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Hinh 2. Anh huwéng trén so'Tin va thoi gian ra ngiin sing ctia diazepam va cic cong thiec 1,2, 3 trong thie

nghiém ngan sing-toi, *p < 0,05 so voi nhom chirng (nhém 1)

Nghién ctru da tién hanh khao sat lai md
ba mo6 hinh trén duoc ly thuc nghiém thong
dung trong cac thtr nghiém vé tac dong giai lo
au trén chudt nhat. Khi stt dung diazepam liéu
2mg/kg (p.o.) thé hién tac dung tac dung giai
lo 4u trén chudt nhit, diéu dé ching to c6 thé
ap dung cac md hinh nay trong diéu kién thuc
t¢ nham sang loc cac hoat chat c6 tac dung giai
lo au.

Khi khao sat tdc dung cua 3 cong thic CT1,
CT2 va CT3 trén ca 3 mo hinh dwoc ly thuec
nghiém moi treong mo, cht thap nang cao,
ngan sang-t6i déu ldp lai két qua 3 cdng thirc
thtt nghiém khong cé tdc dung giai lo au.
Trong cac cong thirc phdi hop 1, 2, 3, liéu cua
cao rau ma, qué, nhan saim déu nhoé hon liéu c6
tac dung da duoc cong bd. Cu thé & day liéu
clia rau ma teong dwong 4,8 mg asiaticosid/kg
0 cong thiec 1, 3 va 3,2 mg asiaticosid/kg o
cong thic 2; liéu ctia nhan sam twong dwong
0,43 mg G-Rbi/kg; liéu cua qué la 100 mg
cao/kg & cong thitc 2 hodc 50 mg cao/kg 6 cong
thitc 1 hoac 25 mg cao/kg & cong thiec 3. Do
litu caa ting duoc liéu nhd hon liéu ¢é tac
dung da cong bd, chua ké dén viéc cd thé co
cac trong tac lam giam hoat tinh 1an nhau ctia
cac hoat chat trong cac cao chiét, nén cac cong
thire phdi hop trén khong thé hién dwoc tac
dung giai lo du. Ttr két qua nay c6 thé rut ra
két luan so bo la cac hoat chat giai lo au trong
cac duoc liéu nay khong c6 tac dung hiép luc
tang kha nang giai lo au.
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