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Nghién ctru thwe nghiém déng lanh noan bang phwong phap thay tinh
hoa
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Nghién ctru trén 226 nodn chudt nhat trwdng thanh, trong d6 110 noan dwoc dong lanh bang

phwong phap thdy tinh hoa, 116 noan con lai st dung lam 16 d6i chirng nham danh gia bién déi hinh
thai va kha nang phat trién cGia noan chudt sau ra dong (ty 1& sdng, kha nang thu tinh, kha nang phat
trién phoi) bang phwong phap thuy tinh hoa. Két qua: hinh thai noan chuét sau ra dong khong thay
ddi so v&i trude khi déng lanh, ty 1& sdng cia noan chudt sau rd déng cao (98,18%), ty 1& thu tinh
clia noan sau ra dong (47,22%) thap hon cé y nghia thdng ké so vé&i nhdém noan déi chirng khéng
déng lanh (62,93%) (p < 0,05). Ty 1& phan cét ctia hop t& tao dwoc tir noan sau ra dong dat 94,12%,
khong khac biét so v&i nhom phéi tao dwoc tir noan khdng dong lanh (p > 0,05).

* Tlr khoa: Noan chuét; Hinh thai noan; Béng lanh thiy tinh héa; Ty 1é séng; Ty Ié thu tinh.

Experimental study of oocyte cryopreservation by vitrification

SUMMARY

The study was carried out on 226 oocytes of mature mouse. Among them, 110 oocytes were vitrified,
others were used as control to evaluate morphological changes and the developmental competence
of mouse oocyte after vitrified (i.e. survival rate, fertilization ability, embryo developmental
competence) by using vitrification method. Result(s): Vitrified oocyte does not change in terms of
morphology, observed survival rate was 98.18%, fertilization rate of vitrified oocyte (47.22%), which
was statistically lower than control samples (62.93%) (p < 0.05). There was no difference in clearage
rate for vitrified and fresh oocytes (94.12 % vs. 97.26%, respectively) (p > 0.05).

* Key words: Mouse oocyte; Morphology of oocyte; Vitrification; Survival rate; Fertilization rate.

PAT VAN PE Doéng lanh noan cho phép phu ni tri hoan
. o ... . _ ké hoach sinh @&, thanh lap ngan hang

Ngay nay, cung vGi sy phat trién cia ky oz cia ngui cho, duy tri kha nang sinh
thuat thu tinh trong 6ng nghiém, déng lanh  g3n coa nhirtng phu n& phai xa tri hay hoa
noan tré thanh mét linh vire nghién ctru mang tri, d&c biét mang lai nhiéu co' héi hon cho
tinh thoi sy va ngay cang dwoc quan tdm.  bénh nhan (BN) khi trong ngay choc hut
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nodn, ngudi chdng khong thé 1ay dwoc tinh  dung dé déng lanh noan, thay tinh hoa la
trung [1, 5]. Trong nhitng phwong phap sir  phuwong phap cé rat nhiéu wu diém, mang
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lai hiéu qua cao [3, 6]. D& phat trién ky thuat
déng lanh noén tai Trung tdm Cong nghé
Phéi, chung téi tién hanh nghién ctru nham
danh gia hiéu qua cta phwong phap déng
lanh nodn béng thay tinh héa trén déi twong
dong vat thwe nghiém nham: Panh gié bién
dbi hinh thai nodn chudt truéc déng va sau
ré déng, xac dinh ty 16 séng va kha nang
thu tinh cua nodn chudt sau rd déng bang
phuwong phap thay tinh hoa.

POl TWONG VA PHUONG PHAP
NGHIEN CUrU

1. Péi twong nghién ciru.

226 noan cla 20 chudt nhat cai, 7 - 10
tuan tudi, dwoc gay dong duc nhan tao bang
tiém FSH liéu 10 IU/chuét vao & bung. Tiém
hormon hCG 48 gid sau dé& gay phéng noan.
14 gi& sau tiém hCG, tién hanh lay noan.
Chia noan chudt thu dwgc lam 2 nhom:
nhém 1: 110 no&n déng lanh trong 2 thang,
sau do ra déng; nhém 2: 116 noan khong
déng lanh 1am déi chirng.

* Tiéu chudn lwra chon: noan trwdng thanh
& giai doan Metaphase 2 (Mll), ¢6 hinh thai
binh thwong.

* Tiéu chudn loai trir: nodn chua trwéng
thanh (GV, MI), nodn sau trwdng thanh
(post-mature), cac nodn cé hinh thai bat
thwong (cd khong bao, thé vui, cé héc...
trong bao twong) hoac cac noan thoai héa.

* Vat lidu, héa chét:

S dung bd méi tredng déng lanh va ra
dong noan/phéi clia hang Kitazato (Nhat

Ban).

2. Phwong phap nghién ctru.

* Déng lanh va ra déng noén: ap dung
quy trinh déng lanh thdy tinh hoéa theo

phwvong phap Cryotop cua Masashige
Kuwayama (2005) [3].

Trwéc khi déng lanh, tAt cd nodn duoc
x& ly bang enzyme hyaluronidase (Hyase,
Vitrolife) dé loai bd hét cac té bao nang bao
xung quanh. Dung méi trwdng can bang ES
(méi trwong cé chlva cac chat bdo quan
lanh) can bang noan trong 15 phut, & nhiét
dé phong (25 - 27°C). Sau khi can bang,
chuyén nodn sang méi triwdng thly tinh héa
VS véi téng thoi gian 90 gidy. Cudi cung,
d&t nodn lén phan dau cla dung cu chra
noan (Cryotop) va nhing truc tiép vao ni to
ldng. D& ra dong, nhung Cryotop tir trong ni
to 16ng vao méi trwong ra dong TS & 37°C.
Sau 1 phut, chuyén noan sang méi trwdng
hoa tan va dé 3 phat & nhiét dd phong. Cubi
cung, rira nodn 2 lan trong méi trudng rira
WS véi tbng thdi gian 6 phut trwéc khi
chuyén sang méi trwérng nudi cay IVF.

Sau khi ra déng, nudi cly nodn trong
méi trwong IVF trong 2 gid truwéc khi tién
hanh ky thuat IVF.

* Xac dinh nodn séng: sau khi ra déng,
noan sbng cé mang trong subt, mang té
bao nguyén ven, bao twong sang mau, vé
hinh thai khéng thdy co thay ddi so voi
triwd'e khi déng lanh (Chen SU, 2001 [2]).
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KET QUA NGHIEN CU’U VA BAN LUAN

Tbng s6 110 noan chudt dwoc déng lanh, sau khi rd déng va nudi cay 2 gi¢r, 108 noan
con sbng (98,18%).

Anh 1: Noan bao 2 chudt nhat Anh 2: No&n bao 2 chudt nhat sau
trwdc dong lanh. khi ra déng con sbng.




TAP CHi ¥ - DUQC HOC QUAN SU' SO 4-2011

Bang 1: So sanh d6 day mang trong subt va dwdng kinh nodn chudt trwdc déng lanh va
sau ra dong (X £ SD, n = 108).

TRUGC | SAURA p Chup anh noan trwéc khi dong lanh va sau

CHITIEU DONG DONG o an A 2 2 A Ja .
ré doéng, trén co s& anh chup, do d6 day mang

D6 day mang trong subt 7,70 + 7,72+ |>0,05 trong suét o3 Vi tri ngéu nhién va tinh gié tri
trung binh (um) 0,74 0,80 trung binh, do dwédng kinh bao twong cta 108

noan sbng sau ra déng. Sau khi do, dung t-

Puong kinh nodntrung | 74,17+ | 74,32+ |>0,05 ; . 2 3 . ; .
test ghép cap dé so sanh dwdng kinh bao

binh (um) 2,75 2,87

twong nodn, dé day mang trong subt truéc

doéng lanh va sau ra déng. Két qua cho thdy: dworng kinh bao twong noan va dé day mang
trong subt clia nodn chudt trwdc dong lanh va sau ra déng thay dbi khdng cé y nghia théng
ké&. Hinh thai no&n hau nhw khong bién dbi sau khi dong lanh.

Béng 2: Ty |é thu tinh cda noan chudt sau rd déng va noan chudt khong dong lanh.

THU TINH KHONG THU
LOAI NOAN TINH
n (%) n (%)
Noan tuo 73 | 6293 | 43 | 37,07
(n =116) ' '
Noan sau
x o 51 47,22 57 52,78
ra déng
(n =108)
p < 0,05

Ky thuat IVF thwe hién véi 108 nodn con sbéng sau ra déng va 116 noan chudt khong
doéng lanh 1am dbi chirng. Cac noan dwoc xac dinh co thu tinh, khi quan sat thdy 2 tién nhan
ré trong bao twong va 2 thé cwc & xoang quanh noan. Két qué cho thay, 51 noan (47,22%)
c6 thu tinh & nhém noan déng lanh-ra déng, & nhém déi ching, ty 1& nay dat 62,93%. Ty 1&
thu tinh ctia 16 déi chirng cao hon so véi 16 thi nghiém, sy khac biét ¢ y nghia thdng ké (p <
0,05). Nghién ctru clia Lane M. va Gardner DK. (2001) cho thdy: sau khi dung tia laser dé
m& mot 16 nhd 5 um trén mang trong subt ctia noan chudt déng lanh-ra déng, két qua la ty 1é
thu tinh IVF clia nhém thay tinh héa twong tw nhw nhém chivng (69,7% va 73,4%), cao hon co
y nghia thdng ké so v&i nhém déng lanh cham (69,7% va 39,7%) [4]. Nhw vay, két qua cla
chang t6i va nhiéu tac gid khac cho thdy: phwong phap thiy tinh héa cé thé bdo quan
nodn chudt & tinh trang rat tét, ty 1& séng sau ra déng cao. Tac dong cla lam lanh anh
hwdng dén mang trong subt gian tiép thong qua gidi phéng sém thé vé va gidm cé y nghia
ty 1& thu tinh clia nhém déng lanh so v&i nhém chirng. Tuy vay, viéc ap dung ky thuat

hé tro 1am tiéu mot phdn mang zona, sau nay 1a ky thuat tiém tinh trung vao bao twong

4



TAP CHi ¥ - DUQC HOC QUAN SU' SO 4-2011

noan (ICSI) c6 thé giai quyét van  dé nay.
Bang 3: Ty |& phan cét cla hop t& tr noan twoi va noan sau ra déng cha chudt nhét sau
24 gio.

PHAN CAT KHON(f PHAN
LOAI HOP TU CAT

n (%) n (%)

Tl noan twoi 71 | 97,26 2 2,74
(n=73)

T noan sau 48 | 94,12 3 5,88
réa dong
(n=51)

p > 0,05

Ty 1& phan cat clia hop tlr sau cly 24 gi®» & 16 thi nghiém va 16 déi chirng twong tw nhau
(p > 0,05). O 16 thi nghiém, 3 hop t& (5,88%) khéng phan cét sau 24 gi. O 16 dbi chirng,
2/73 hop tr (2,74%) khong trai qua phan cét sau 1 ngay nudi cay.

Nhw vay, déng lanh noan bang phwong phap thly tinh héa cé thé gay anh hwéng dén
khd nang thu tinh bang phwong phap IVF cla nodn déng lanh-rd dong, nhwng khéng gay
anh hudng dén kha nang phat trién ctia phdi dwoc tao thanh.

KET LUAN

- Nghién ctru ddng lanh nodn bang phwong phap thiy tinh héa trén thuc nghiém cho thay
hinh thai noan chudt sau ra déng khong thay déi so véi trwde khi déng lanh, ty 1& sbng cla
nodn sau ra dong cao (98,18%).

- Pong lanh nodn chudt bang phwong phép thay tinh hoa cé thé gay anh hwéng dén kha
nang thu tinh cia noan bang phwong phap IVF théng thwdng, nhung khéng gay anh hwéng
dén kha nang phat trién ca phoi tao dugec.
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