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TOM TAT: Dé tai tién hanh nham danh gia viéc nudi chin in vitro va tao phdi bang ki thuat thu tinh trong
6ng nghiém (TTTON) tir nguon té bao trang (TBT) bo giai doan tli mam (GV) sau khi dugc bao quan lanh
bang phuong phép thuy tinh héa trong cong ra va trong vi giot. Chon cac TBT 6 tur 3 16p cumulus tro 1én va
dong nhit vé té bao chat dem bao quan lanh qua 2 budce: TBT dugc can bang trong dung dich can bang 45
giay, chuyén qua dung dich thuy tinh hoéa 25 gidy, sau clng nap cac TBT vao cong ra hoac tao cac vi giot,
chuyén cac cong ra va vi giot chira TBT vao binh nito 1ong trong vong 30 gidy. Giai dong TBT qua 3 budc:
mdi truong rd déng thir nhét trong 1,5 phut, méi  truong rd dong thir hai khoang 1,5 phut va moi truong ra
dong thtr ba trong 5 phut. Qua trinh giai dong tién hanh & 25-28°C. Danh gia ty 1¢ song chét theo quan sat
hinh thai, sau d6 mot s6 dugc danh gia theo phuong phap nhuém AO/PI, s6 con lai dugc nudi chin in vitro
trong mdi trudng 1 v 2 & 38,5°C, 5% CO, trong 20-24 gid. Chon cac TBT chin dem TTTON. Két qua xét
theo thr tu tir ngudn cong ra va Vi giot lan lugt nhu sau: ty 1¢ séng theo hinh thai dat 68,52+1,19% va
73,53+1,17% (p<0,05), ty 1& séng theo phuong phap nhuém AO/PI dat 52,69+3,66% va 48,33+3,72%
(p>0,05), ty 1& chin dat 20,79+1,38% va 12,79+1,13% (p<0,05); ty 1& thu tinh (phdi 2 t& bao) dat

15,64%2,72% va 12,61+3,15%; chi c6 2/28 phdi phat trién dén giai doan phoi nang (tir cong ra).

Tir khéa: Bao quan lanh, giai doan tii mam, té bao trimg chin, thy tinh trong dng nghiém.

MO PAU

Ky thuat bao quan lanh té bao tring (TBT)
thuong gip khé khin do sy hinh thanh tinh thé
da, dieu nay c6 thé khic phuc duoc phin nao
khi str dung phuong phép thuy tinh héa voi toc
d6 lam lanh cuc nhanh [9]. Dong lanh TBT chin
thuong gy ton thuong thoi v6 sdc cua TBT va
két qua la dut gay nhiém sic the vi ong, vi mao.
Diéu ndy han ché kha nang song va phat trién
cua TBT sau giai dong. Nguoc lai, & TBT giai
doan tii mam (TBT GV) chua c6 té chirc thoi
vd sic tham gia vao qué trinh giam phén, vi
vay, bao quan lanh TBT ¢ giai doan nay la mot
giai phap thay the Tuy nhién, ty 1¢ chin khi
nudi ciy tir nguon TBT GV sau dong lanh chwa
cao [4, 9, 12]. Bén canh d6, vat mang ciing
dong vai tro quan trong trong két qua dong lanh.
C6 nhiéu nghién ciu trudc day da thanh cong
khi st dung cong ra lam vit mang, nhung sir
dung vi giot chi méi cé it nghién ciru duge cong
b [7, 9, 13].

Nghién ctru ndy dugc tién hanh nham danh
gi& kha nang nuéi chin in vitro va tao phéi bang
ki thuat thy tinh trong éng nghiém (TTTON) tir
ngudén TBT GV sau khi bao lanh bing phuong
phép thay tinh hda trong cong ra va vi giot.

VAT LIEU VA PHUONG PHAP NGHIEN CUU
Céc hoa chit sir dung trong nghién ciru

TCM-199 (M3769, Sigma), FBS (Gibco),
FCS (Gibco), DMSO (Sigma), EG (Sigma),
AO/PI (Sigma), dau khoang (Merck), Natri
pyruvate (Sigma).

Thu nhén té bao tring .

TBT dugce thu nhan bang phuong phap choc
hut tir cac nang c6 duong kinh tir 3-8 mm bang
dau kim 18G. Céac TBT c6 tir 3 16p t€ bao
cumulus day bao quanh, goi la TBT giai doan tui
mam (TBT GV) dugc chon dé bao quan lanh.
Pong lanh va giai dong
Péng lanh bang cong ra
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Cac TBT GV dugc chon dem dong lanh theo
phuong phap thily tinh hoa (vitrification) qua 2
bude: TBT dwoc cin bing trong dung dich
(TCM-199+10% FBS+5% FCS+10% DMSO
+10% EG) 45 gidy, sau d6 chuyén qua dung dich
thay tinh hoa (TCM-199+10% FBS+5%
FCS+20% DMSO+20% EG+0,5M Sucrose) 25
giay; nap 5-7 TBT vao Cong ra (straw, 0,25 ml)
trong vong 30 gidy; cudi cing chuyén cac cong
ra chira TBT vao binh nito 1ong bao quan [4, 9].
Dong lanh bcfng vi giot

Qui trinh tuong tw nhu dong lanh bang cong
ra, dung pipette Pasteur hit khoang 2-5 pl tao vi
giot co chira 5-7 TBT GV nho tryc tiép vao
thuyén gidy ngip nito 10ong trong hop xop
khoang 25 gidy. Lan luot tao vi giot dong lanh
tat ca cac TBT c6 duoc, sau d6 dung kep tim va
gap céc vi giot cho vao dng trit lanh (cryotube).
Dung boéng nhét kin miéng éng trir lanh va
nhanh chéng chuyén vao binh chira nito long dé
bao quan [4, 9].

Gidi dong TBT GV

Léy vat mang chira TBT ra khoi binh nito
long, dé can béng trong khong khi 5 gidy, nhing
vao nudc am 33-35°C khoang 10 gidy, chuyén
TBT vao dia nhya ®35 tréng. Dung pipette
Pasteur hat TBT tir dia ®35 chuyén qua moi
truong rd doéng 1 (TCM-199+10% FBS+0,25M
Sucrose) 1,5 phut, mdi truong rd dong 2 (TCM-
199+10% FBS+0,15M Sucrose) 1,5 phat, moi
truong rd dong 3 (TCM-199+10% FBS) 5 phat
& nhiét do phong (25-28°C), tiép tuc chuyén
TBT vao dia chira moéi truong nudi (twong Gng
V6i ting 16 thi nghiém) dé trong ti nudi
(38,5°C, 5% CO,) khoang 2-3 giv dé giup TBT
hdi phuc hoan toan trude khi danh gia sy sdng
chét cia TBT [4, 9].

Pinh gia té bao trirng sau dong lanh, giai
dong

Danh gid qua sy quan sat hinh thai: TBT
sbng ¢ te bao chat dong déu, mau sang, mang
trong sudt nhin rd, d& quan sat; TBT chét mang
té bao bi ton thuong trong qué trinh déng lanh,
té bao chit bi co hodc phan manh, mang té bao
c6 thé bi gdy.

Panh gia theo nhuém AO/PI cac TBT dugc
cho 1a séng theo hinh thai: TBT séng l1a nhiing
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TBT c¢6 mau xanh do thudc nhuém AO phat ra;
TBT chét 1a nhitng TBT c6 nhan mau cam, mau
nay chinh 1a su két hop giita mau xanh do AO
phat ra va mau d6 do PI phét ra.
Nudi chin té bao trirng

Sau giai déng, chuyén 20 TBT GV duogc
cho 1a séng theo hinh thai vao giéng nuéi chira
mdi truong nudi cdy 1 (TCM-199+10%
FBS+5% FCS+10 ng/ml EGF+50 pg/ml
Gentamycin+0,2 mM Natri pyruvate+10 1U/ml
hCG) hoic 2 (méi truong 1 bd sung 10% dich
nang trang), nudi trong tu am ¢ diéu kién
38,5°C, 5% CO,, hoi nuéc bdo hoa. Theo ddi su
chin caa TBT sau 20-24 gid nudi cay qua do
gian cumulus. Chon cac TBT chin dé chuén bi
TTTON.

Thu tinh trong 6ng nghiém

Dung tinh trung dong lanh trong cong ra,
giai dong va xir 1i bang méi truong BO dat mat
d6 5-6x10° tinh trang/ml [11], tao cac vi giot thu
tinh. Chuyén 15-20 TBT chin vao mdi vi giot
thy tinh (co sin tinh tring véi thé tich 100
ul/giot) trong dia 4 giéng c6 phu diu khoang.
Phii dau khoang cho bao phii hét vi giot. Dt dia
trén vao tu nuodi & 38,5°C; 5% CO, trong 5-6
gio. Sau do, quan sat danh gia két qua thu tinh.
Nudi phoi

Ph6i dugc nudi trong vi giot moi truong
CR1aa bd sung 5% FBS (100 pl/giot), dia nudi
dugc phii dau khoang va nudi ¢ 38,5°C; 5%
CO,. Su phan chia cua hgp tr dugc danh gia
dua vao sy phan chia té bao & thoi diém 46-48
gio sau thy tinh. Ty 1€ thu tinh trong nghién ctru
dugc tinh dya trén s6 phoi ¢ giai doan 2 té bao.
Sau 3 ngay nudi cdy, tién hanh danh gia toc do
phan chia tai cac méc thoi gian: 3-4 ngay nudi
ciy (phoi 8-16 té bao); 5-6 ngay nudi ciy (phdi
dau); 7-8 ngay nudi ciy (phoi nang).

Xir Ii 56 liéu

Tat ca s6 liéu ciia nghién ciu duoc xir i

bang phan mém Minitab 16.

KET QUA VA THAO LUAN

Két qua dong lanh, giai dong
Ddnh gia theo hinh thai
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) Két qua & hai phuong phép dong lanh duoc
thé hién ¢ bang 1.
Bang 1 cho thdy, ty 1& thu hdi ¢ 16 cong ra
dat 96,01% va 16 vi giot dat 97,13%, su khac
biét khong c6 ¥ nghia thong ké (p>0,05). So

lwong TBT bi thit thoat trong qua trinh thu hbi
khong dang ké (3-4%). Hién nay, cic nghién
ctru trén thé gidi déu thu hdi TBT sau giai dong
dat 95-100%. Nhu vay, két qua thu hoi TBT sau
giai déng trong nghién ciru ctia ching t6i dat
kha cao.

Bang 1. Két qua dong lanh té bao trimg giai doan tai mam

VAt man S6 TBT dem Ty 1€ TBT thu hoi - TyRRTBT Ty 1€ TBT song/thu
j g doéng lanh (%) song/dong lanh (%) hoi (%)
96,01+0,50 68,52+1,19" .
Cong ra 1528 (1467 TBT) (1047 TBT) 71,37+1,18
- 97,13+0,44 73,53+1,17" *
Vi giot 2151 (2097 TBT) (1574 TBT) 75,70£1,15

*: kh&c nhau theo cot, co6 y nghia vé mat thong ké véi p<0,01.

Tyl¢ TBT séng trén téng s6 TBT dem dong
lanh & cong ra va vi giot lan luot dat 68,52% so
v6i 73,53% (p<0,01); ty 1¢ séng trén tong sb
TBT thu hdi dat 71,37% so véi 75,70%
(p<0,01), tuong tng. Nhu vy, ty 1€ séng theo
hinh thai ¢ phuong phép thuy tinh hoa bang vi
giot cao hon thuy tinh hoa bang cong ra. Két
qua ndy phi hop voi két qua thu duoc cua
Dinnyes et al. (2000) [5]. Dinnyes cho ring
cong ra tao mot 16p cach nhiét giita moi truong
chira TBT va nito 16ng nén 1am giam toc do lam
lanh, su thiy tinh hoa c6 thé khong hoan toan
nén anh huong dén kha ning séng ciia TBT sau
giai dong. Nguoc lai, véi phuong phap thuy tinh
hoa trong vi giot, m6i truong chira mau duge
tiép xuc truc tlep voi nito 16ng nén khic phuc
dugc nhuge diém cua thuy tinh hoa trong cong

ra. Vi vay, ty 1& TBT sbng sau giai dong co
phan cao hon. Khi so sanh két qua dat dugc voi
céc nghién ciru duoc cong bd, thiy rang két qua
nay con thip hon nhiéu so véi Abe et al. (2005)
[1]: 98% va 96%; Kim et al. (2007) [9]: 80,9%
va 84%. Két qua nghién ctru ctia ching t6i chwa
cao, diéu ndy c6 thé duoc giai thich nhu sau: (i)
Chat lwong TBT chua dong déu vé mit di
truyén, d6 tudi do ngudn miu thu nhan tir cac 10
mé dia phwong; (i) TBT la di tuong rat kho
bio quan lanh do nudc chiém hon 80% thé tich
[12]; (iii) Qui trinh thuy tinh héa doi hoi té bao
tiép xtic voi chit bao vé lanh voi ndng do cao,
lam dung dich ngoai bao wu truong hon nhiéu,
tir d6 c6 thé 1am ton hai dén mang va anh hudng
dén kha ning séng ctua TBT.

Hinh 1. Két qua nhuém AO/PI: a. TBT sdng; b. TBT: chét (X20)
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Bang 2. Két qua danh gia theo phuong phap nhuém AO/PI

Nguén TBT S6 TBT dem nhudém S6 TBT song Ty 1¢ song
Cong ra 186 98 52,69+3,66
Vi giot 180 87 48,33+3,72"
Ddi chiing 182 131 71,98+3,3"

**: khac nhau theo cot, co y nghia thong ké véi p<0,001.

Danh  gia  theo nhuom AO/PI (Acridine
orange/propidium iodide)

Cac TBT sau khi dugc danh gia theo hinh
thai, ldy mot phin dem danh gia theo phuong
phap nhudm AO/PI, s6 con lai dem nudi chin dé
diung cho TTTON. Pong thoi ciing tién hanh
nhudm cac TBT tuoi (chua qua dong lanh) 1am
16 dbi chimg. Két qua danh gia theo phuong
phap nhuém AO/PI duoc thé hién trong hinh 1
va bang 2.

Ty 1¢& séng theo phuong phap nhuém AO/PI
khi ding cong ra hay vi giot déu khac biét so
v6i 16 dbi chung. Khi xét riéng timg cip cho
thdy ty 1& song theo hinh thai va theo phuong
phap nhuom & 16 cong ra, ¢ 16 vi giot déu co sy
cach biét dang ké: 52,69% so véi 66,22% va
48,33% so voi 71,18%, p<0,001, twong tng;
riéng cép thi nghiém (& 16 cong ra va 16 vi giot)
su khac biét ndy khong c6 y nghia théng ké
(p>0,05). Nguyén nhan c6 thé 1a do thao tac
nhuém TBT: TBT phai dugc 1am sach cumulus
trude khi nhudém va duoc rira nhidu 1an trude va
sau khi nhuém (khoang 6 lan), chinh diéu nay

c6 thé da 1am ton thwong mang TBT, giy chét
TBT. Mat khac, néng dd sucrose cua moi
truong thuy tinh héa st dung trong thi nghiém
la0,5M, thép hon so v&i cac thi nghiém cua cac
tac gia khac (1 M). C6 thé véi nong do dudng
thip, TBT chua loai bo hét nuéc bén trong, vi
vay khi giai dong, hinh thai TBT van tron,
giong nhu hinh thdi TBT sau giai déng duoc
danh gia 1a séng qua hinh thai, gdy nham lan
trong danh gia. Ngoai ra, co thé cac TBT trong
qud trinh bao quan lanh da bi apoptosis, nhung
khi dénh gid bang hinh thai van chua nhan biét
duoc do hinh dang con tron déu, nén dan dén ty
16 séng theo danh gia bang phuong phap nhudém
c6 sy cach biét so voi hinh thai. Diéu ndy ciing
hop 1i, vi TBT rat khé bao quan va ty 1¢ thy tinh
cia ddi tugng nay thudng rat thip. Hién nay,
trong nudc, van chua cé cong trinh nghién ciu
nao vé bao quan lanh TBT bo st dung phuong
phép danh gia nay, vi vay, két qua danh gia chi
mang tinh khoi dau.

Két qua nudi chin TBT tir nguon TBT GV
doéng lanh

Bdng 3. Két qua nudi chin té bao trimg giai doan tii mim dong lanh

£ 1A A Ty 1€ TBT chin trén | Ty 16 TBT chin trén
Vat mang dsecr)nTrEEi S:J;Eg??i ) s6 TBT dem nudi s6 TBT song sau
(%) nudi (%)
51,80+1,70° 20,79+1,38° a
Cong ra 861 (446 TBT) (179 TBT) 40,13+2,32
. 50,81+1,70° 12,79+1,13° a
Vi giot 868 (441 TBT) (111 TBT) 25,17+2,07
a a
Péi ching 180 9(?7010?8?2) 68235’%% 71,93+3,44°

a: khac nhau theo ¢t c6 y nghia thong ké (p<0,001).

Ty 1& séng sau khi nudi & 16 cong ra va 16 vi
giot c¢6 su khac biét nhau va thip hon 1,8 lan so
Vvéi 16 ddi ching (p<0,001). Ngudn TBT duge
giai dong tir cong ra va Vi giot déu c6 TBT dat
dén giai doan chin va ca hai ngudn déu co ty 1&
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sbéng sau dong lanh trong duong nhau (p>0,05).
Ngudn TBT giai dong tir cong ra cho ty 18 chin
cao hon gép 1,6 lan so v&i ngudn TBT giai dong
tr vi giot (20,79% so véi 12,79%, p<0,001).
Tuy nhién, ca hai nguén TBT nay déu co ty 1é
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chin thap hon rit nhiéu so véi 16 dbi chung
(68,33%, p<0,001).

Ty 1é song ciia TBT theo hinh théi sau khi
nuodi 22-24 gio trong thi nghiém dat 50-51%.
Két qua ndy co phan cao hon so v6i mot s tac
gia khac da cong bd, Abe et al. (2005) [1]: 10%;
Cetin et al. (2006) [4]: 13,3%; Yamada et al.
(2007) [14] 11,7%; Prentice (2010) [12]: 10%.
Ty 1 ndy con thap hon rat nhiéu so véi cong bd
cia Abe et al. (2005) [1]: 64%; Cetin et al.
(2006) [4]: 31,6%; Kim et al. (2007) [ 9]: 41%

va 27%; Prentice (2010) [ 12]: 24%; Hajarian et
al. (2011) [7]: 36,2% va 29,5%. Két qua cia
chaing tdi la mét trong sé it cac nghién ciru khai
dau & Viét Nam vé hudng nay.
Két qua thu tinh trong 6ng nghiém tir TBT
GV dong lanh dwgc nudi chin

Tién hanh TTTON tir cac TBT GV duoc
d6ng lanh bang cong ra (CR), dong lanh bang vi
giot (VG); tir ngudn TBT tuoi lam ddi ching
(DC). Két qua thé hién & bang 4.

Bang 4. Ké qua TTTON tir ngudn té bao trimg giai doan tii mam dong lanh dwoc nudi chin

Ngudn S6 TBT Ty 1¢ (%) cac giai doan phat trién clia phoi
TBT tr detr;;‘ ;h“l 2 té bao 8-16 té bao Dau Nang
CR 179 15,64+2,72° 9,50+2,19° 3,35+1,35" 1,12+0,79°
(28) i X)) i (6) b ) b
12,61+3,15 7,21+2,45 2,70+1,54 00,00
VG 111 1 1 b 1 1 1 H
(14) (8) 3) 0)
BC 123 51,22+4,51° 36,59+4,34° 25,20+3,91° 18,70+3,52°
(63) (45) (31) (23)

b: thé hién sy khac biét theo cot, c6 ¥ nghia vé mat thong ké (p<0,001).

Ty 1€ thy tinh ¢ 16 cong ra cao hon 16 vi gi(_)t
(15,64% so véi 12,61%), su khdc biét nay
khong c6 y nghia thong ké (p>0,05), nhung ca 2
16 déu thap hon rét nhiéu so voi 16 BC tir 3-4
lan (51,22%). Ty 1¢ TTTON cua chung to1 thap
hon réat nhiéu so v&i két qua ciia Vieira et al.
(2002) [13]: 49%; Abe et al. (2005) [1]: 37,7%;
Kim et al. (2007) [9]: 55,7%; Prentice (2010)
[12]: 42% & nhom khong can bang va 59% ¢
nhém can bang. Tuy nhién, két qua cua ching
t6i cao hon so voi cong bd ciia Mastumoto et al.
(2001) [10]: 7% khi dung vat mang la ludi
nylon. O 16 cong ra, chi c6 1,12% (2 phoi) phat
trién dén giai doan phoi nang. Trong cac nghién
ctru hién nay déu cho thdy, ty 1é thu tinh va sy
phat trién vé sau cua phéi tir cac TBT GV d4
duogc thay tinh héa giam rat nhiéu so v6i nhom
dbi ching (TBT tuoi). Ty 1& thu tinh va phat
trién cua phoi tir cac TBT GV duoc thiy tinh
héa con thip 1a do nhiéu nguyén nhan. TBT c6
cau tric phan tir phirc tap, mot trong sd cau tric
nay la cac soi truc cua thoi vo sic trong qua
trinh giam phan rat nhay cam véi nhiét do thap,
4p suat thdm thdu va sb lugng cac ion (ionic
strength) [6]. Cac nghién ctu trudc day cho

thdy, viéc tiép xuc cia cac TBT GV véi cac chat
bao vé lanh hodc su thiy tinh héa 1am cho hinh
dang cua thoi vo sdc, cAu trac nhidm sic thé va
Su phan bd cua vi soi bt thuong nhiéu hon sau
khi nuéi chin trong 6ng nghiém. Céc bét thuong
vé té bao hoc co6 thé anh huong khong tot dén sy
phét trién ctia phoi sau khi thy tinh [9]. Két qua
cua Kim et al. (2007) [9] chi ¢6 2,3% phat trién
dén giai doan phdi nang; ciia Abe et al. (2005)
[1] c6 8% phat trién dén phoi nang khi dung
chit bao vé 1 EG két hop véi Ficoll va sucrose,
nhung khi thay sucrose bang trehalose thi khong
¢ phoéi nao phét trién dén giai doan phdi nang.
Trong qud trinh thyc hién thi nghiém, chung t6i
nhan thay ty 1é thu tinh thip 1 do nhitng nguyén
nhén sau:

(1) TBT GV sau khi dugc thuy tinh hoa
thuong dé& bi bong troc 16p té bao cumulus, bi
t6n thuong ciu trac phan tor, vi vy, anh hudng
dén ty 1é chin sau khi nudi, tir d6 anh huéng t6i
ty 1& thu tinh va phat trién vé sau cua phoi;

(ii) Chit lwvong TBT chua dong déu vé& mit
di truyén, d6 tudi nén da anh huéng khong nho
dén ty 1& thy tinh va phét trién vé sau cta phoi;
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(i) Mai truong nudi céy va mat do phdi co
anh hudng dén sy phat trién cac giai doan phoi
tiép theo d6i voi cac phéi tao ra trong bng
nghiém. Méi trudng IVF trong thi nghiém dung
la moéi trwong BO, mébi truong nudi phdi la
CRlaa. Mat do tir 15-20 phoi trong 100 pl/vi
giot. Theo Bavister et al. (1995) [3], khi chon
mat do nudi thich hop, céc té bao cumulus di
cling Véi phoi co thé tiét cac chat dinh dudng
nudi phdi hodc loai bé cac thanh phan e ché
khoi moi truong nudi cdy. Theo Ahern &
Gardner (1998) [2], khi giam mat d6 phoi/thé
tich nudi cdy sé& kich thich cho sy phat trién cua
khéi té bao bén trong. Chinh diéu nay giai thich
cho kha ning séng cua phdi taing 1én khi nudi
trong mot thé tich giam. Trong thi nghiém cia
chiing t6i, s6 lugng phdi phat trién dén cac giai
doan tiép theo kha thip (6 hop tir) nén cé thé
giam kha ning sdng va phat trién vé sau;

(iv) Ty 1€ thy tinh & 16 cong ra, vi giot va
d6i chimg lan lwot 1a  15,64+2,72%;
12,61+43,15% va 51,22+4,51%, nhung ty 1¢ phat
trién dén giai doan phdi nang réat thip, chi co
1,12+0,79% & 16 cong ra; khéng c6 phdi nao
phéat trién dén giai doan phoi nang ¢ 16 vi giot;
ngay ca & 16 d6i chiung (khong qua dong lanh)
ciing chi c6 18,70+3,52%. Nhu viy, c6 thé
trong sé cac TBT duoc thy tinh d& c6 cac TBT
thy tinh da tinh tring, c6 cac TBT c¢6 tién nhan
phét trién khong can d6i va c6 thé c6 nhimg bat
thuong khac nén khdng thé phan chia dén cac
giai doan tiép theo. Otoi et al. (1997) [11] cong
b thu duoc ty 1€ thy tinh dat 82,28%, trong d6
cé téi 14,58% thu tinh da tinh trung. Theo
Khurana & Niemann (2000) [8], trong 66,22%
ty 1& thy tinh ma ho thu duoc c6 t6i 12,97% bét
thuong.

Két qua nghién ctru cia chung t6i dugc coi
la két qua dau tién ¢ Viét Nam cho téi thoi diém
nay. Tuy nhién, can c6 nhiéu nghién ciru dugc
tién hanh nhim ning cao ty 1¢ thy tinh va phat
trién cuia phoi.

KET LUAN

Pa bao quan lanh thanh cdng TBT bo & giai

doan GV, ding vat mang cong ra va Vi giot, ty

16 séng sau dong lanh giai dong lan luot 1a
68,52+1,19% va 72,53+1,17% (p<0,001).
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Nudi chin in vitro té bao tring giai doan GV
dugc bao quan lanh bang phuong phap thiy tinh
hoa trong cong ra, vi giot vdi ty 1€ chin dat
20,79+1,38% va 12,79+1,13%, tuong ung,
(p<0,001).

Tao phoi in vitro tir ngudn té bao tring giai
doan GV dong lanh bé’mg cong ra va dugc nuoi
chin in vitro, ty 1¢ thy tinh dat 15,64+2,72%, c6
phoi phat trién dén giai doan phdi nang.

Loi cam on: Xin chan thanh cam on cac can bd
cia Cong ty Ky nghé suc san Vissan, 10 mo
Thanh Vinh d4 cung cép cho ching t6i thu nhan
mau budng trimg bo. Xin chan thanh cam on
Phong thi nghiém Nghién ctu va Ung dung té
bao gbc d4 tao diéu kién cho chung toi thyc hién
nghién ctru nay.
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CRYOPRESERVATION OF THE GERMINAL VESICLE STAGE BOVINE
OOCYTES BY USING VITRIFICATION METHOD IN STRAWS AND
MICRODROPS
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Nguyen Quoc Dat*, Hoang Nghia Son®, Phan Kim Ngoc'

'Ho Chi Minh city University of Natural Science
Ho Chi Minh city University of Education
*Hung Vuong Hospital, Ho Chi Minh city
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SUMMARY

This study aimed to examine the in vitro maturation and produce embryos of in vitro fertilization from
the germinal vesicle stage bovine oocytes cryopreserved by vitrification method in straws and microdrops.
The cumulus-oocyte complexes (COCs) with three or more layers of cumulus cells and homogeneous
cytoplasm were selected for cryopreserveation in two steps: oocytes were first equilibrated in the equilibrated
solution for 45 seconds, then transferred to the vitrification solution for 25 seconds and loaded on straw or
microdrop. Straws and microdrops were plunged directly into liquid nitrogen within 30 seconds. Oocytes
were thawed in three steps through media: firstly, oocytes were directly expelled into medium for 1.5
minutes, then in second medium for 1.5 minutes and at last in third medium for 5 minutes. The thawing was
performed at 25-28°C. The ratio of survival COCs was evaluated by morphological observation, then some of
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them were evaluated by AO/PI stained method, the remaining were transferred to maturation medium 1 or 2
at 38,5°C in a humidified atmosphere of 5% CO, in air for 20-24hrs. The matured COCs were used for in
vitro fertilization. The ratios of survival COCs by morphological observation in straws and microdrops were
68.52+1.19% vs 73.53+ 1.17% (p<0.05); by AO/PI stained method were 52.69+3.66% vs 48.33+3.72%
(p>0.05); Metaphase 11 stage rates were 20.79+1.38% vs 12.79+1.13% (p<0.05); insemination rates (two-cell
embryo) were 15.64+2.72% vs 12.61+3.15%; respectively; 2/28 embryos had developed to blastocyst (from
straws).

Keywords: Cryopreservation, in vitro maturation, in vitro fertilization, vitrification.

Ngay nhdgn bai: 15-7-2013

202



