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GAY MO HINH SUY BUONG TRU'NG BANG PHUONG PHAP TIEM
TRIPTERYGIUMGLYCOSIDE (TG) DU'OI DA

Doan Minh Thyy', Bédu Xuén Canh', Lir DPoan Hoat Mwoi', Didng Thj Lan Phwong’,
Quéch Thj Yén', Vi Thanh Tuyén', Nguyén Thj Hoa',
Pinh Viét Hung? Nguyén Hoang Ngan:

TOM TAT

Muc tiéu: Gay mé hinh suy bubng trimg trén chudt nhét céi bang tripterygium glycosid (TG)
tiém dw6i da. Phwong phdp: Chudt nhét tréng giéng cai 6 tudn tudi dwoc tiém dwdi da TG
50mg/kg/ngay (0,1 mi/10g) trong 35 ngay lién tuc dé gay suy budng trimg. L6 chirng tiém nuée
cat. Dénh gi4 trong lvong co thé, chu ky dong duc ctia chudt, ndng d6 FSH, Estrogen huyét
thanh, chi s6 budng trimg, tir cung, mé bénh hoc nhuém HE tir cung, budng trimg va nhuém
héa mé mién djch cta budng trimg danh gié biéu hién cda protein Notch1. Két qua: So Vi I6
chimg, chudt & 16 tiém TG c6 ty Ié chu ky dong duc bét thwong tang; tin sé chu ky déng duc
giam (p < 0,01); néng d6 FSH huyét thanh téng, néng dé E2 huyét thanh giam (p < 0,01); chi sé
ttr cung va chi s6 budng trirg gidm (p < 0,01); hinh nh vi thé nhuém HE budng trimg ¢6 gidm
céc nang trirng phét trién va céc hoang thé, tr cung c6 ndi mac méng hon va gidm céc tuyén;
hinh dnh nhuém héa mé mién dich budng trimg c6 gidm ré rét biéu hién cua protein Notch1 (1a
protein c6 vai tré quan trong trong phét trién va can bang ndi mé bang céch diéu hoa s ting
sinh, biét hba va tw chét clia céc té bao). Két luan: D4 trién khai thanh cong mé hinh gy suy
buédng trisng trén chudt nhét trdng céi bang cach tiém duwdi da TG (Tripterygiumglycoside)
50mg/kg/ngay (0,1 ml/10g) trong 35 ngay lién tuc.

Tir khéa: suy budng trimg , Tripterygiumglycoside, chuét nhét cai

1. DAT VAN BE

Suy budng tring sém (Premature
Ovarian Insufficience- POI) 1a mét hdi chirng
lam sang dwgc dinh nghia bdi sy gidm hodc
ngtrng hoat déng chirc ndng cGa budng trirng
& nhitng phu ni¥ trwdc tudi 40 véi biéu hién
réi loan kinh nguyét, mét kinh ho&c thwa kinh,
tang FSH, giam Estrogen mau [6]. Hau qua
ctia POl gay anh hwéng nghiém trong dén
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kha nang sinh dé, cac anh hudng lam sang
(khé rat &m dao, béc héa, tinh gic vao nira
dém hodc gan sang...), lodng xwong, ting
nguy co bj dai thao dwdng, bénh tim mach,
trdm cam, gidm tri nh&, réi loan nhan thirc,
giam tudi tho, cac van dé tam ly kéo dai, cac
vén dé strc khde khac va né ciing lam tang ty
lé tr vong theo tudi tac. Hién nay phwong
thirc diéu trj tdi wu POI con rat han ché, Y hoc
hién dai (YHHD) cht yéu s dung liéu phap
hormon thay thé dé gidm thiéu cac triéu
chirng do thiéu hut estrogen. Tuy nhién st
dung hormone kéo dai cling s€ gay ra cac hé
luy nhét dinh nhw cac tac dung phu cua liéu
phap hormon, cac bénh nhan ung thw khong
thé stv dung thudc...[5]. D6 la mét trong cac ly
do bénh nhan tim dén véi diéu trj hd trg bang
y hoc ¢b truyén (YHCT).
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Céc nghién ctru tién hanh trén dong vat
thwe nghiém 1a mot buéc quan trong dé
nhanh chéng c6 bang chirng khoa hoc vé
hiéu qua didu trj ctia cac thuéc YHCT. Mé
hinh gdy suy budng tr'ng béng
Tripterygiumglycoside (TG) trén chudt nhat
céi da dwgc mot s6 tac gia xay dwng danh gia
cling nhw str dung trong nghién ctru tac dung
ctia thubc, va dwoe cdng bd trén cac tap chi
qudc té c6 uy tin [7], [4]. Tai Viét Nam day la
mot md hinh, cin duwgc trién khai danh gia
trwdc khi ap dung vao nghién ctru danh gia
tac dung cta thudc. Vi vay, nghién ctru dwoc
thwc hién véi muc tieu: Gady mé hinh suy
buéng trirng trén chudt nhit bang tripterygium
glycosid (TG).

2. CHAT LIEU, BOI TUONG VA
PHUONG PHAP NGHIEN CUU

2.1. Bong vat nghién ciru

Chudt nhét trdng gidng cai, chliing Swiss, 6
tuan tudi, khde manh, sé lwong 20 con, do
Ban chan nudi dong vat thi nghiém, Hoc vién
Quan y cung cap, nudi dwdng trong diéu kién
chuén vé thoi gian sang tdi, nhiét do, thire &n,
nwéc sach. Chuét dwoc nudi 7 ngay trwwdc khi
nghién clru.

2.2. Cac trang thiét bj, héa chat phuc vu
cho nghién ctru.

- Kim dau tu cho chudt ubng, céc chia
vach, bom kim tiém 1ml.

- May xét nghiém ELISA.

- Can dién t&r chia Nhat, do chinh xac 0,001
gam.

- B6 dung cu mé ddng vat c& nhd.

- Hoa chét: (Tripterygiumglycoside) TG
duwoc mua te Huangshi Feiyun
Pharmaceutical. 60 mg TG dwgc hoa tan
trong 1 ml dimethyl sulfoxide (DMSO), va sau
dé hén hop nay dwoc hoda tan trong 11mL
nwéc cat dé dwoc ndng dod 5 mg/mil.

2.3. Phwong phap nghién ctru

* Tién hanh nghién ctu theo phuong
phap clia Xiu-Ying Chen va cdng sw [9] c6 cai

tién. Chuot dugc chia ngéu nhién thanh 02 16,
m&i 16 10 con.

+ L6 1 (16 chirng): khéng gay SBT, tiém
nudc cat 0,1 ml/10g dwéi da, hang ngay trong
35 ngay lién tyc vao luc 8h sang hang ngay.

+ L6 2 (md hinh): gay SBT, tiém duéi da
TG 50mg/kg/ngay (0,1 ml/10g) trong 35 ngay
lién tuc vao lac 8h sang hang ngay.

* Pdnh gid cdc chi s6:

- Trong lrong co thé chudt: dwoc danh gia
tai cac thoi diém: DO (trwdc khi gay suy budng
trrng), D35 (sau 35 ngay dung TG gay suy
budng trirng).

- Chu ky déng duc cua chudt: Puwgc danh
gia trong thi gian 21 ngay cuéi ctia giai doan
gay suy budng trieng. Ty 1& bat thwong cla
chu ky dong duc va tan sé dong duc dwoc
phan tich. Chu ky dong duc binh thwdng cla
chuét 1a 4 - 5 ngay, néu trén 5 ngay hodc
dwdi 4 ngay la bat thwong.

- Nong do FSH, estrogen huyét thanh:
Sau 35 ngay tiém TG, ldy mau hdc mét xac
dinh ndng do FSH, E2 huyét thanh (bing xét
nghiém ELISA, kit xét nghiém cua hang
Sigma). Cac mau mau dwoc ly tam & 3.000
vong/phut trong 8 phat dé& tach huyét thanh.
Huyét thanh dwoc lwu trir & nhiét @ am 80°C
cho dén khi phan tich.

- Chi s6 bubng tring, ti¥ cung va danh gia
mé bénh hoc: M& chudt Iy budng trirng va ter
cung, can trong lugng, tinh cac chi sb budng
trirng va chi sé t&r cung theo cong thirc sau:

+ Chi s6 budng trirng (%) = trong Iwong
budng trirng/trong lvong co thé x 100 (%).

+ Chi sb t& cung (%) = trong lwgng tr
cung/trong lwgng co thé x 100 (%).

Ngay sau khi can, budng tring va tir cung
dwegc cd dinh trong dung dich
paraformaldehyde 4%, dlc paraffin, cat
miéng 4pm, nhudém hematoxylin va eosin,
doc tiéu ban danh gia sy bién ddi mé bénh
hoc ctia budng trirng va t&r cung.

- Héa mé mién djch budng tring: Ngay
sau md chuét, budng trirng dwoc rira 3 1an
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bdi PBS, c¢d dinh bang dung djch
paraformaldehyde 4% trong 30 phut, nhing
qua cac dung dich con, xylene va dic
paraffin. Cat va dan manh cét (manh cét day
6um), dén Ién phién kinh da trang 3-
aminopropyltriethoxy-silane).

Nhugm héa mé mién djch: theo quy trinh

- Say khd phién kinh da dan 14t cit & nhiét
d6 37°C trong 12 gir (qua dém)

- U v6i khang thé the nhét (primary
antibody) Anti-NOTCH-1 (khéng thé da dong
cta chudt, pha loang 1:1000): 45 phut & 37°C.

- U v6i khang thé the hai horseradish-
peroxidase conjugated goat anti-rabbit
immunoglobulin G (pha loang 1:1000): 45
phut & 37°C.

- ABC chromogenic reagent dwgc thém
vao véi muc dich dé hién mau.

2.4. Xtr ly s6 liéu

Céc sb lieu dwoc xtr ly theo cac phwong
phap théng ké y sinh hoc, 4p dung céc

phuong phép phan tich mé ta: tinh ty 16 phan
trdm, gia trj trung binh, do léch chuan. So
sanh gia trj trung binh bang T-student test st
dung phan mém Microsoft Excel. Sé ligu du-
oc biéu dién dwéi dang X + SD. Sy khéac biét
cé y nghia théng ké khi p < 0,05.

3. KET QUA NGHIEN c(rU

3.1. Két qua danh gia trong lwgng co
thé chuot

Két qua dwoc trinh bay & bang 1. Sau tiém
TG, tét ca céc chudt déu xu I6ng, mét moi. Tai
thoi diém sau 35 ngay tiém TG, can ning cua
chut & 16 md hinh gidm so v&i 16 chirng, tuy
nhién sy khac biét chua c6 y nghia théng ké
(p > 0,05).

3.2. Két qua danh gia chu ky dong duc
cua chuot

Chu ky déng duc cua chudt duwgc danh
gid so bd béng quan sét tryc quan va danh
gia xac dinh bang phién d6 am dao.

Bang 3.1. Trong luvgng co thé chudt nghién cru (n = 10)

Trong lwong chuét (g)

L6 chudt nghién ctru Do (3) D35 (b) Pb-a
L6 1 (chirng) (1) 20,15+ 0,56 26,21 £ 0,93
<0,05
L6 2 (mb hinh) (2) 20,28 + 0,64 25,15 + 0,86
P2-1 > 0,05

Giai Goan khong
duc (diestrus)

(proestrus)

Giai doan dong duc
(estrus)

Anh 3.1. Cac giai doan trong chu ky déng dung clia chudt

(quan sat trire quan)
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Quan sat tryc quan danh gia cac giai
doan dong dyc dya vao déc diém sau :

- Giai doan khéng dong duyc: 16 am dao
nhd va déng, am dao khdng sung.

- Giai doan trwd'c dong duc: 16 am dao mé
réng, mo suwng, héng, am.

- Giai doan dgng duc: 16 &m dao mé rong,

Giai doan khong dong
duc (diestrus)

am dao it hdng hon, it Am hon va it sung hon.

- Giai doan sau dong dyc: 16 &m dao khong
m& rdng, am dao khong swng, cé thé nhin
thdy manh té bao tréng.

* Panh gia giai doan dong duc bang phién
dd am dao

Giai doan dong duc
(estrus)

Anh 3.2, Cac giai doan trong chu ky dong dung ctia chudt

(danh gia phién d6 am dao)

Xéc dinh giai doan dong duc ctia chudt béng
sw c6 mét hay khong cé mét cac té bao bach
cAu, té bao bidu md am dao vay sirng héa va té
bao biéu md &m dao cé nhan.

- Giai doan khéng dong duc: chl yéu la sy
c6 mat cla té bao bach cau va mét it t€ bao
biéu mé am dao vay strng hda.

- Giai doan trwéc dong duc: chi yéu céc té
bao bidu mé am dao cé nhan va mét vai té
bao biéu md am dao vay sirng héa.

- Giai doan dong duc: chd yéu la cac té
bao biéu mé am dao vay strng hoa.

- Giai doan sau dong duc: cht yéu la cac
té bao biéu mé am dao vay sirng hoa va mét
vai té bao bach cau.

Két qua danh gia chu ky dong duc clia

chudt & 21 ngay cubi tiém TG dwoc trinh
bay & bang 3.2. O' 16 mé hinh ty 1& chu ky
dong duc bat thwong ctia chudt tang cao va
tan s6 chu ky dong duc clia chudt gidam rd so
v@i & 16 chirng (p < 0,01).

3.3. Két qua danh gia nong d6 FSH, E2
huyét thanh cua chuét

Két qua dwoc trinh bay & bang 3.3. So véi
16 chirng, chudt & 16 mé hinh c6 ndng d6 FSH
tdng cao, ndbng dd E2 gidm rd, sw khac biét co
y nghfa théng ké véi p <0,01.

3.4. Két qua danh gia chi sé budng
trirng va tir cung

Két qua dwoc trinh bay & béng 3.4. So voi
16 chirng, chudt & 16 md hinh ¢é chi sd budng
trirng va chi s6 t&r cung giam rd, véi p < 0,01.
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Bang 3.2. Chu ky dong dyc cuia chudt & 21 ngay cubi tiém TG (n = 10)

. - " : Ty & chu ky dong duc bat Tan so chu ky
Lojshuotnghisn e yth?rémg c{]aq::h?létu(%) déng duc cua ch:;t (13n)
51 (6ohung) (1) 6,85 £ 9,85 4,68 £ 1,62
52 mohinh) () 95,42 £ 10,77 2,04 £ 0,63

Do <0,01 <0,01

- Béng 3.3. Nong do FSH, E2 huyét thanh chudt (n = 10)

L6 chudt nghién ciru Nong dd FSH (IU/L) Nong do E2 (ng/dL)

L6 1 (16 chirng) (1) 10,32 + 0,56 526,42 + 58,46

L6 2 (mb hinh) ) 15,02 2,84 328,61 £ 51,36
D2 <0,01 <0,01

Bang 3.4. Chi s budng trirng, t&r cung chudt (n = 10)

L6 chudt nghién ctru Chi s6 buong trirng (%) Chi so tir cung (%)
61 (cheng sinh Iy) (1) 0,056 0,009 0,405 £ 0,037
15 2 (mb hinh) 2) 0,027 £ 0,005 0,248 % 0,052
P2-1 . <0,01 <0,01

3.5. Két qua danh gia mé bénh hoc
nhudém HE ctia budng trirng va tir cung -

Sau 35 ngay tiém TG, bubng trirng chudt
suy gidam rd véi biéu hién gidm cac nang
trirng phat trién va giam cac hoang thé so voi
& 16 chirng. Tt cung chudt ciing bién dbi rd
rét voi biéu hién néi mac t&r cung méng hon

va giam cac tuyén.

3.6. Két qua danh gia mo bénh hoc
nhuém héa mé mién dich cua budng
trirng

Két qua cho thdy & 16 md hinh cé sy bién
ddi rd rét voi viéc gidm rd rét bidu hién cla
protein Notch1 so vé&éi & 16 chirng.

Anh 3.3. Hinh anh vi thé bubng trirng chuét (HE, X200).

L6 mé hinh cé sw bién dbi rd rét véi viéc gidm cac nang trirng phat trién va giam cac
hoang thé so v&i & 16 chirng.
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Anh 3.4. Hinh &nh vi thé t& cung chudt (HE, X800).
L6 m6 hinh ¢é biéu hién ndi mac tr cung méng hon va gidm cac tuyén khi so sanh véi & 16
chirng.

Anh 5. Hinh anh vi thé budng trirng chuét nhudm héa md mién dich (X200)

4. BAN LUAN

Pa c6 nhiéu md hinh gay suy gidm budng
trieng dwoc cac tac gia cong bb trén cac tap
chi quéc té. M6 hinh gay suy gidm budng
trieng do tw mién nhw mé hinh cat bd tuyén
trc & chudt so sinh [10], hodc gay viém budng
trbng twy mién véi khang nguyén zona
pellucida 3 [8], tuy nhién md hinh nay lién
quan nhiéu dén co ché cia mién djch.
Galactose c6 thé gay vé kinh, vd sinh va suy
bubng trirng sém & phu ni¥ trong dd tudi sinh
dé [3], nén mot sb tac gid da gay suy budng
trieng trén chudt bang galactose, tuy nhién
trién khai phrc tap do phai cho chudt me
dung galactose tir khi mang thai dén luc cai
siva, két qua khong 6n dinh [1]. Chu6t bién dbi
gen dé gay suy buéng trirng ciing da dwoc
nhiéu tac gia cong bd [4], tuy nhién chwa phu
hop véi diéu kién & Viét Nam. Cac nghién
clru clia cac tac gia hién nay dung nhiéu md

hinh gay suy budng trirng bang héa chét, do
trién khai mé hinh thuan tién, phu hop véi
thwc té vé tinh trang suy budng trirng hién
nay do méi trwéng 6 nhiém hoac do cac thudc
diéu tri. Cac héa chat thwong dwoc s dung
dé gay suy gidm buéng trirng nhw paclitaxel,
cisplantin, cyclophosphamide va glycoside
trippetgium. M6 hinh gay suy budng trirng
bang TG dwoc nhiéu tac gia danh gia véi cac
biéu hién rd rét ctia budng tr’ng bi suy nhw
rbi loan chu ky dong duc, gidm chi sé t&r cung,
budng trirng, ting FSH, gidm oestrogen huyét
thanh, gidm sb lwgng nang noan va hoang
thé do tang sé lwong cac nang noan chét theo
chwong trinh [9], [2].

Két qua nghién clru ctia ching téi hoan
toan phu hop véi két qua clia cac tac gia da
cong bd. So véi 16 chirng khéng tiém TG,
chudt & 16 tiém TG cé ty Ié chu ky dong duc
bat thworng ctia chudt tang cao va tan sé chu
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ky dong duc cua chuft gidam, day la triéu
chirng 1am sang co' ban cua suy budng trirng.
Viéc danh gia két hop quan sat tryc quan va
phién d& am dao cho két qua chinh xac hon,
gitip khdng dinh hon & nhitng trwdng hop kho
phan ro gilra 2 giai doan. Két qua xét nghiém
cho thay néng d6 FSH ting cao, ndng do E2
gidm, phu hop véi biéu hién rdi loan noi tiét
clia suy budng trirng. Chi s6 budng trirng va
chi s6 t&r cung gidm phan anh tinh trang teo
nhé clia budng trirng va tlr cung. Két qua mé
bénh hoc nhuém HE phan anh ro hon véi
budng triPng gidm cac nang trieng phat trién
va gidm cac hoang thé, néi mac tlr cung
méng hon va gidm cac tuyén. )

Két qua danh gia mé bénh hoc nhuém
héa md mién dich clia budng trrng chuét cho
thay gidm rd rét biéu hién cta protein Notch1
so v@i & 16 chirng. Protein Notch1 1a protein
thuéc con dwdng tin hiéu Notch1 cé vai trd
quan trong trong phat trién va can bang noi
mo béng cach diéu hoa sw téng sinh, biét hoa
va tw chét (apoptosis) clia cac té bao [9].
Viéc giam biéu hién cutia protein Notch1 co
thé xem 1a mét co ché lién quan t&i suy giam
bubng trirng trén chudt tiem TG.

5. KET LUAN

Pa thanh cong trong viéc trién khai gay
md hinh suy budng trieng trén chudt nhat
trAng cai bang cach tiéem dwéi da TG
(Tripterygiumglycoside) 50mg/kg/ngay (0,1
ml/10g) trong 35 ngay lién tuc. So voi 16
chirng khong tiém TG, cac chudt & 16 md
hinh (tiém TG) c6 biéu hién xu 16ng, mét moi,
réi loan chu ky dong duc, ting FSH, giam E2
huyét thanh, teo nhé budng trirng va ti cung,
gidm cac nang tr(rng phét trién va cac hoang
thé & bubng trirng, ndi mac t& cung mong
hon va gidm cac tuyén, giam rd rét biéu hién
cia protein Notch1 (la protein thugc con
duwdng tin hiéu Notch1 cé vai trd quan trong
trong phét trién va can bang ndi mé bang

cach didu hoa si tang sinh, biét héa va tw
chét clia cac té bao.

L&i cam on
Chung t6i cdm on Ban Giam déc ctia Hoc
vién Y Dwoc hoc co truyén Viét Nam va Hoc

vién Quéan y da giup d& chuing téi thyc hién
nghién ctru nay.
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SUMMARY

DEPLOYING THE MODEL OF OVARIAN FAILURE BY
TRIPTERYGIUMGLYCOSIDE (TG) SUBCUTANEOUS INJECTION

Doan Minh Thuy', Dau Xuan Canh’, Lu Poan Hoat Muoi', Dang Thi Lan Phuong’,
Quach Thi Yen', Vu Thanh Tuyen’, Nguyen Thi Hoa',

Dinh Viet Hung?, Nguyen Hoang Ngan®

Vietnam University Of Traditional Medicine

2Vietnam Military Medical University

Objective: Ovarian failure model was induced in female mice with subcutaneous
tripterygium glycoside (TG). Methods: 6-week-old female Swiss mice were injected
subcutaneously TG 50mg/kg/day (0.1 ml/10g) for 35 consecutive days to cause ovarian failure.
The control group was injected with distilled water. Evaluation of mice body weight, oestrus
cycle, FSH and estrogen serum concentration, ovarian and uterus index, HE stained
histopathology of uterine and ovarian, immunohistochemical staining of ovaries for Notch1
protein expression. Results: Compared with the control group, mice in TG injection group had
increased rate of abnormal estrous cycle, decreased frequency of oestrus cycle (p < 0.01);
increased serum FSH concentration, decreased serum E2 concentration (p < 0.01); decreased
uterine and ovarian index (p < 0.01); HE stained histopathology of ovarian with decreased
follicle growth and Iuteum, uterine with thinner endometrium and decreased glands;
immunohistochemical staining of ovaries has a marked decrease in expression of the protein
Notch1 (which plays an important role in endothelial development and balance by regulating cell
proliferation, differentiation and death). Conclusion: Successfully deployed a model of ovarian
failure in female Swiss mice by injecting TG (Tripterygiumglycoside) 50mg/kg/day (0.1 ml/10g)
for 35 consecutive days.
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