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Tom tat:

Két qua ctia nghién c1ru nay cho thay, nong do Demecolcine dnh hwéng dén hi€u qua tao phoi lgn I nhan ban. Nhém 4 pM
Demecolcine c ty 1€ té bao trirng co khéi hinh nén cao hon so véi nhém 0, 6 va 8 pM (twong trng 72,03 so voi 1,98, 59,42 va
51,01%, p<0,05). Ty 1¢ phén chia, phoi nang ciia nhém 4 pM Demecolcine cao hon c6 y nghia so véi nhom 6 va 8 pM (p<0,05).
Thoi gian xir Iy véi Demecolcine anh hwong dén hiéu qua tao phéi lon I nhan ban. Ty 1¢ phén chia, phéi nang ciia nhém 1 gio cao
hon cé y nghia so véi nhom 0,5, 2 va 3 gio' (twong trng 84,68 so voi 70,92, 73,86 va 60,36%; 24,91 so vai 13,62%, 17,26 va 10,63 %,
p<0,05). Thoi gian nudi thanh thuc in vitro té bao trimg logn anh hwéng dén hiéu qua tao phéi lon I nhan bén. Ty 1¢ té bao trimg
c6 khoi hinh nén ¢ nhom 20 gid 13 cao hon ¢6 y nghia so v6i nhom 18 va 22 gid' (twong ing 85,34 so véi 60,04 va 72,03%, p<0,05).
Ty 1¢ phén chia, phdi nang 6 nhom 18 gio' thip hon c6 y nghia so v6i nhém 20 va 22 gid' (twong ing 66,12 so v6i 85,42 va 84,68%;
13,71 so v6i 25,48 va 24,91%, p<0,05). Két luan, Demecolcine va thoi gian nudi thanh thuc in vitro ¢6 anh hwong dén higu qua
tao phdi lon I nhén ban.

Tir khéa: Demecolcine, phdi lon I nhan ban, thanh thuc in vitro.
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1. Dat van de

Mic du da c6 nhiéu bio cdo néi vé viée tao duoc dong vat
nhan ban bing k¥ thudt ciy chuyén nhan té bao soma (SCNT) &
mot s6 loai dong vat, tuy nhién hiéu qua cta phuong phap nay
van con thap. Theo G.P. Malenko va cs (2015) [1], ty 1é tao con
non nhan ban & cac loai dong vat <5%. Cac nha nghién ciu da
thyc hién nhiéu thi nghiém nham cai thién hiéu qué tao phéi va
dong vat nhan ban. bé nang cao hi¢u qua viéc tao phoi dong vat
nhan bdn, cac nha nghién ctru da sir dung phuong phap tao phoi
nhan ban khong c6 mang sang va dugce tng dung thanh cong ¢
mot sb dong vat nhu bo, ngua va lgn [2-4]. Tao phoi nhan ban
tir té bao trimg khong c6 mang sang don gian, hidu qua hon tir t&
bao trimg c6 mang sang [5]. S6 luong phdi nang nhan ban dugce
tao ra bang phuong phap tao phoi nhan ban khong c6 mang sang
bang hodc cao hon so voi phuong phép tao phdi nhan ban co
mang sang.

Mot trong nhimg yéu to quan trong dam bao cho sy thanh
cong cua qua trinh tao phdi nhan ban SCNT khong c6 mang sang
chinh 1a viéc loai bo toan bd vat li¢u di truyén ¢ trong nhan cua
té bao trimg nhan. Nguyén nhan la do khi loai nhan thi cling déng
thoi loai bo mot s6 thanh phan quan trong 0 trong té bao chat,
qua d6 co thé lam giam kha ndng song ciia té bao trimg nhan va
anh hudng toi hi¢u qua tao phoi nhan ban [6]. Demecolcine 12
mot chat héa hoc thuong dugc st dung trong qua trinh loai nhan
té bao trimg khong c6 mang sang, n6 c6 tac dung ddy phan nhan
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ra sat ngoai vi té bao chit tao thanh mot khdi hinh cau, qua do
gitip ky thudt vién co thé d& dang nhan biét dugc vi tri nhan té
bao trimg dudi kinh hién vi soi ndi thong thuong, tir d6 dé dang
loai bo phﬁn té bao chat co chira nhan. Viée lya chon dugc n6ng
a0, thoi gian tiép xuc thich hop cua té bao trimg voi Demecolcine
trude khi loai nhan giup nang cao hiéu qua tao phdi nhan ban
SCNT khéng c6 mang sang.

Hiéu qua tao phoi nhan ban s& duoc ning cao khi st dung té
bao trimg c6 nhan thanh thuc & giai doan MIL Thém vio do, té
bao chat cta té bao trimg nhan ciing phai & giai doan thanh thyc
dé té bao trimg sau khi da duogc loai nhan va cdy chuyén nhén té
bao soma c6 thé hoan thién dwgc qua trinh phét trién tiép theo cua
minh. Sau khi dugc cdy chuyén nhan va kich hoat, phoi SCNT
s trai qua mot s qué trinh nhu tai tao nhan va tai 1ap trinh nhan.
Qua trinh nay doi hoi sy c6 mat ciia mot $0 protein ddc hiéu co
trong té bao chit thanh thuc. Nhiéu protein nim trong nhan té bao
cho duoc giai phong vao bén trong té bao chit cua té bao trimg
nhan va nguoc lai mot sd protein khac ¢ trong té bao chit cua
té bao trimg nhan s& dwgc nhan t& bao cho thu nhan [7]. Trong
qua trinh tao phoi lon nhén ban bang ky thuét cdy chuyén nhan
SCNT, ngudn té bao trimg nhan c6 thé 13 té bao trimg thanh thyc
in vitro [8] hodc dugc thu tir in vivo [9]. Tuy nhién, do s6 luong té
bao trimg can phai ding cho qua trinh tao phdi SCNT va lon con
nhan ban 16n nén viée su dung té bao trang lon thanh thuc in vitro
la mot lya chon hang dau [8]. Té bao trung dugc thu va Iya chon
tur buéng trimg lon ¢ 10 md, sau d6 dugc lwa chon va nudi thanh
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Abstract:

The results of this study showed that the concentration of
Demecolcine affected efficiency in the production of Vietnamese
pot-bellied pig embryos. The 4 pM Demecolcine group resulted in a
greater oocyte extrusion cones rate in comparison to 0, 6, and § pM
groups (72.03 vs 1.98%, 59.42, and 51.01%, p<0.05, respectively).
The cleavage rate and blastocyst rate in the 4 uM Demecolcine group
were significantly higher than in the 6 and 8 pM groups (p<0.05).
Demecolcine treatment time affected efficiency in the production
of Vietnamese pot-bellied cloned pig embryos. The cleavage and
blastocyst rates of the 1 h group were significantly higher than
that of the 0.5, 2 and 3 h (84.68 vs 70.92%, 73.86, and 60.36%;
2491 vs 13.62%, 17.26 vs 10.63%, p<0.05, respectively). The
oocyte maturation time of porcine oocytes affected the production
efficiency of Vietnamese pot-bellied cloned pig embryos. The oocyte
extrusion cone rate of the 20 h group was significantly higher than
that of the 18 and 22 h groups (85.34 vs 60.04, and 72.03%, p<0.05,
respectively). The cleavage rate and blastocyst rate in the 18 h
group were significantly lower than that in the 20 and 22 h groups
(66.12 vs 85.42, and 84.68%; 13.71 vs 25.48, and 24.91%, p<0.05,
respectively). In conclusion, Demecolcine and oocyte maturation
time had effects on the efficiency in the production of Vietnamese
pot-bellied pig embryos.

Keywords: Demecolcine, maturation in vitro, Vietnamese pot-bellied
pig embryos.
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thuc in vitro. Té bao trimg nhan st dung cho qua trinh SCNT ¢
ngudn gde tir 10 md nén s& co nhan & céc giai doan khac nhau
trudce khi dugce nudi thanh thyc. Chinh vi vay, viéc lya chon thoi
gian nuéi thanh thuc in vitro t& bao trimg s& anh huong dén hiéu
qua tao phoi nhan ban. Myc dich cua nghién ctru nay 1a danh gia
dugc anh hudng ciia Demecolcine va thoi gian nu6i thanh thuc in
vitro t& bao trimg dén hiéu qué tao phoi lon I nhan ban.
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2. Vat liéu va phuong phap nghién ciiu
2.1. Vit ligu

Céc hoa chit sir dung trong nghién ciru nay dugc cung cp boi
Hang Sigma-Aldrich (St. Louis, MO, M¥).

2.2. Phuwong phdp nghién ciru

Pong pha nguyén bao soi lon I: Phuong phap dong pha nguyén
bao soi lon I duoc thyc hién theo mé ta ciia V.K. Nguyen va cs
(2021) [10]. Bé dua nhan cua nguyén bao soi lon Ivé giai doan
GO/G1 trude khi cdy chuyén, nguyén bao soi lon I & 1dn cdy chuyén
thir 5-10 (d9 phu kin 80-90% day dia nudi) dugc nuoi trong moi
truong DMEM ¢6 bd sung 0,2% huyét thanh thai bé trong 48 gio.

Nuéi té bao trimg lon thanh thuc in vitro: Budng trimg lon
thu tir 106 mo dugc bao quan & 30-35°C trong dung dich PBS ¢ bo
sung 100 TU penicilin/ml, 0,1 mg streptomycin/ml va van chuyén
vé phong thi nghiém trong vong 2-3 gio. Thu té bao trimg lon tir
nhitng nang trimg c6 dwong kinh 3-6 mm trén budng trimg bing
phuong phap choc hat. Té bao trimg lon sau khi thu va lya chon
duoc nudi trong dia 4 giéng chira mdi truong POM1 cd bd sung
EGF (10 ng/ml), eCG (1000 IU/ml), hCG (1000 IU/ml) va I mM
dbcAMP (50 té bao trimg/ giéng) trong vong 20-22 gid & dleu kién
38,5°C, 5% CO,, do am khong khi bao hoa. Sau 20-22 gio, té bao
trung dugc chuyen sang nudi trong mdi truong POM2 ¢6 bd sung
EGF (10 ng/ml), eCG (1000 IU/ml) va hCG (1000 IU/ml) ¢ diéu
kién 38,5°C, 5% CO,, do am khong khi bdo hoa.

Loai nhdn té bao trieng lon: Sau 40-44 gio nudi thanh thuc in
vitro, cac té bao trimg dugc loai bo toan bd 16p té bao can nodn
trong moi truong TALP-HEPES ¢6 bo sung 0,1% hyaluronidase va
lua chon cac té bao trang lon thanh thyc cho qua trinh loai nhan. Té
bao trimg thanh thuc sau nudi thanh thuc in vitro 1 nhiing € bao
tring co su xuat hién cua thé cuc thir nhat. Qué trinh loai nhan dugc
thuc hién theo phuong phdp ctia S.M. Hosseini va cs (2013) [11] co
cai bién. Té bao trung lon thanh thuc in vitro trude khi loai nhan s¢
duoc chuyén sang moi truong loai bo mang sang ¢ chira 1,5 pg/
ml pronase trong vong 3-6 phut. Sau khi da loai bo hoan toan mang
sang, té bao trimg duoc rira 3 lan trong méi trudng TALP-HEPES
+10% huyét thanh thai bé, sau d6 chuyén sang méi truong PZM3
¢6 bd sung Demecolcine. Sau khi xir 1y voi Demecolcine, lira chon
nhitng té bao trimg ¢6 khoi 16i nhan hinh nén dé loai nhan trong
moi truong TALP-HEPES ¢6 chira 0,5 pg/ml Cytochalasin B. Loai
b6 mot phan nho té bao chit (5-10% thé tich té bao trimg) ¢6 chira
hinh n6n 10i ra trén mang té bao trimg bang micro pipette dudi kinh
hién vi soi noi c6 do phong dai 100 lan.

Cdy chuyén nhan SCNT (nguyén bao sgi): Té bao trimg
sau loai nhan duoc chuyén vao dung dich chua 1 mg/ml
Phytohemagglutinin (PHA) trong 2-3 gidy dé dinh véi 1 té bao
cho (nguyén bao soi lon I) va tao cdp té bao cho - té bao trimg
nhan. Cap té bao cho - té bao trimg nhan sau khi da dinh voi nhau
duoc chuyen sang dung dich dung hop, dé2-3 phut cho dén khi té
bao chim han xuong day dia thi chuyen sang budng dung hop co
chtra moi truong dung hop va két ndi voi may dung hop dé dung
hop ¢ 1,2 kV/em trong thoi gian 30 ps. Sau dung hop céc cap té
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bao cho - té bao trimg nhan dugc chuyén vao moi truong PZM3 &
dicu kién 38,5°C, 5% CO,, 5% O, va do &m khong khi bao hoa. Sau
2 gio lya chon céc cép té bao cho té bao trimg nhan da dung hop
duoc dé hoat hoa tai ciu truc.

Hoat héa té bao trimg sau cdy chuyén nhan va nudi phéi in
vitro: Cac cap té bao cho - té bao trung nhan da dung hgp s€ dugc
xung dién lai & 1 kV/cm trong thoi gian 80 ps tai thoi diém 2 gio
sau dung hop, sau d6 chuyén sang moi truong hoat hoa PZM3 ¢d bd
sung 7,5 pg/ml CyB trong vong 3 git & diéu kién 38,5°C, 5% Co,,
5% O, va d6 4m khong khi bdo hoa. Sau 3 gi¢ trong moi truorng
hoat hoa cac hop tir gia dinh s& dugc chuyén sang nudi trong h¢
thong microwell ¢6 chita moi truong PZM3 [y diéu kién 38,5°C, 5%
CO,, 5% O, va dd am khong khi bio hoa. B6 sung 10% huyét thanh
thai bé vao mdi truong nudi PZM3 ¢ ngay thu 5 sau hoat hoa (ngay
hoat hoa dugc coi 1a ngay 0). Panh gia kha nang phan chia, tao phoi
nang ¢ ngay tht 2 va thir 7 sau hoat hoa.

Phirong phap nhuom Hoechst 33342:

- Chuén bi 3 loai méi truong: (1) Hoechst 33342 stock: 250 pg
Hoechst 33342/ml Ethanol tuyét doi; (2) Dung dich nhudm phdi: 50
ul Hoechst 33342 stock + 450 pl Ethanol tuyét ddi; (3) Dung dich
rua phoi: PBS + 0,3% PVP.

- Rura phoi trong dung dich PBS ¢6 bo sung 0,3% PVP, tiép theo
chuyén phdi vao dung dich nhugm phdi dé qua dém ¢ 4°C.

- C6 dinh phéi sau nhudm 16n lam kinh: Chun bi dia 4 giéng:
giéng 1 chira 500 pl Ethanol tuyet dbi; gleng 2 chira 1 ml Glycerol.
Hut phoi sau khi d@ nhugm vao giéng 1 dé rira phoi, sau do chuyén
phoi sang gleng 2 va rura phoi trong dung dich Glycerol. Sau khi
phoi dugc rua trong Glycerol, chuyen phdi sang lam kinh, mdi phoi
mot giot va xep ‘"hang doc theo chiéu doc lam kinh. P4y lamen 1én
lam kinh, soi kiém tra dudi kinh hién vi huynh quang.

Phuwong phap xur Iy 56 liéu: S6 lidu duge xur 1y thong ké bang
phan mém Microsoft Excel 2010, sy sai khac c6 y nghia duoc kiém
tra bing ham ANOVA, sur sai khéc c6 ¥ nghia véi p<0,05.

3. Két qua va ban luan

3.1. Anh hwdong cia néng d¢ Demecolcine dén hiéu qud
tao phoi lon I nhin ban

Trong thi nghiém nay, ching t6i sir dung céc té bao trimg lon
dugc nudi thanh thyc in vitro 22 gio trong moéi truong POMI va 22
gio trong moi truong POM2. Céc té bao trimg lon sau nuéi thanh
thuc in vitro va loai bd mang sang s& duoc chuyén vio méi truong
PZM3 ¢6 bd sung 0, 4, 6 va 8 uM Demecolcine trong thoi gian 1
gio. Panh gia anh huong ciia nong do Demecolcine dén higu qua
tao phoi lon I nhan ban duya vao ty 1¢ t bao trimg 16i nhén, té bao
trimg phan chia, phoi nang va trung binh tong s6 t& bao/phoi. Két
qua dugc thé hién & bang 1.

Két qua bang 1 cho thdy, ty 18 té bao trimg 16i nhan (c6 khoi
hinh nén) ¢ ndng d6 4 uM Demecolcine cao hon c6 y nghia so
v6i nong d6 0, 6 va 8 uM (twong tng 72,03 so v6i 1,98, 59,42 va
51,01%, p<0,05). Ty 1¢ té bao trimg phan chia, phdi nang va trung
binh tng sd t& bao/phoi nang & nong do 4 uM Demecolcine cao
hon c6 y nghia so v6i ndng do 6 va 8 uM (p<0,05) (bang 1).
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Bang 1. Anh hwéng ctia néng dé Demecolcine dén higu qua tao phoi lon
i nhan ban.
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Thi nghiém dwoc thyc hién voi 5 1&n Iap lai, cac gia tri trong cung mét cot co
ch cai khac nhau la sai khac c6 y nghia (p<0,05).

Két qua nghién clru ctia ching t6i ciing tuong ty nhw cic bao
cdo cua X.C. Liva cs (2007) [6], K. Miyoshi va cs (2008) [12]. Cac
tac gia nay nhén thay, viée sir dung cdc nong do Demecolcine s€ anh
huong dén ty 1¢ té bao trimg 10i nhén, té bao trimg phan chia, phoi
nang nhan ban. Tuy nhién theo X.C. Li va cs (2007) [6], str dung
Demecolcine ¢ nong d6 5 uM cho ty 1¢ té bao trimg 16i nhan cao
hon. Trong khi d6, két qua nghién ctru ctia chiing toi cho thy nong
d6 Demecolcine thich hgp str dung cho qud trinh loai nhén 1a 4 uM.
Su khdc nhau gitra cac ket qua nghién ctru c6 thé 1a do diéu kién thi
nghiém, ngudn goc té bao trimg, kha ning quan sat danh gia cua ky
thuat vién... Trong nghién ctru ndy, ching t6i sir dung té bao trimg
lon con X.C. Li va cs (2007) [6] st dung té bao trung bo.

Demecolcine 1a mot cht irc ché hoa hoc ¢6 tac dung day phan
nhan té bao trung thanh thuc ra sat ngoai vi té bao trang, tao thanh
mot khéi hinh nén gitp cho ky thuat vién c6 thé dé dang quan st
dudi kinh hién vi soi ndi thong thudng, nho vy ma qua trinh loai
nhén tré nén dé dang hon. X.J. Yin va cs (2002) [13] nhan thay, khi
xtr ly t bao trimg lon thanh thuc in vitro véi Demecolcine s& hinh
thanh khi 16i hinh nén cia t& bao chat trén bé mit t& bao trimg.
Dudi tac dong ciia Demecolcine tit ca nhidm sic thé cia té bao
trang s€ tap trung ¢ trong khdi hinh nén, qua d6 trong qua trinh loai
nhan ky thuat vién chi can loai bo toan bo phan té bao chit 16i 1én
[12]. Dy c6 thé 1a nguyén nhan ma B.G. Jeon va cs (2011) [14]
cho rang, khi st dung Demecolcine trong qué trinh loai nhan té
bao trimg s€ nang cao dugc hi¢u qua loai nhan, tham chi ty I¢ loai
nhan thanh cong co thé 18n t61 95,7%. Mic dii co ché hoat dong cua
Demecolcine chua dugc hiéu hét, nhung sy xuét hién cta khéi hinh
n6n c6 thé lién quan dén sw ngung ty cta nhiém sic thé [6]. Trong
nghién ctru cta ching t0i, chi c6 1,98% té bao trimg khong dugc
xtr Iy véi Demecolcine c6 hién tugng 16i nhan, tuy nhién kich thudc
ctia nhimg khéi hinh non nay nhé hon déng ké so v6i hinh non cia
té bao trimg duoc xr Iy véi Demecolcine.

3.2. Anh hudng ciia thoi gian xir Iy té bao trieng lon thanh
thuc in vitro véi Demecolcine dén hiéu qud tao phéi lon I nhin
bdn

Dua vao két qua nghién ctru 6 ni dung 3.1, ching t6i xir Iy
céc té bao trimg lon dugc nuéi thanh thuc in vitro 22 gio trong
moi truong POMI va 22 gio trong moi truong POM2 véi 4 uM
Demecolcine dé danh gia anh huong cua thoi gian xir 1y t€ bao

40



trang lon thanh thuc in vitro véi Demecolcine dén hiéu qua tao
phoi lgn [ nhén ban ¢ cac muc thoi gian: 0,5, 1, 2 va 3 gio. Panh
gia anh huong cua thoi gian xir 1y t& bao trimg lon thanh thuc in
vitro v&i Demecolcine dén qua trinh loai nhan tao phoi lon [ nhan
ban dya vio ty 16 t& bao trimg 16i nhén, t& bao trimg phan chia,
phdi nang va trung binh tong s6 t& bao/phoi. Két qua dugc thé hién
0 bang 2.

Bang 2. Anh hwéng clia thoi gian xir Iy té bao tring lon thanh thuc in
vitro v&i Demecolcine dén hiéu qua tao phéi lon i nhan ban.
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Thi nghiém dwoc thye hién voi 5 1an 13p lai, cac gia tri trong cung mét cot co
chi¥ cai khac nhau la sai khac cé y nghia (p<0,05).

Két qua bang 2 cho thy, ty 18 té bao trimg 16i nhan & nhom 2
210 (81,96%) va 3 gio (80,26%) cao hon c6 y nghia so véi nhom
0,5 gid (51,34%) va 1 gio (72,03%) (bang 2, p<0,05), su sai khac
gitta nhom 2 va 3 gid 1a khong co ¥ nghia (p>0,05). Két qua nay
twong tu nhu bdo cdo cua X.C. Li va cs (2007) [6] nhung lai khac
so voi K. Miyoshi va cs (2008) [12]. Theo X.C. Liva cs (2007) [6],
té bao trimg dugc xir Iy véi Demecolcine trong vong 2 gio cho ty 1é
16i nhan cao nhat, trong khi d6 theo K. Miyoshi va cs (2008) [12],
ty 1¢ té bao trimg 161 nhan cao nhét khi té bao trimg dugc xir 1y voi
Demecolcine trong vong 1 gio. Trong nghién ctru cua chung toi,
ty 1é té bao trimg phan chia, phdi nang & nhom 1 gio cao hon co y
nghia so voinhom 0,5, 2 va 3 gio (twong tng 84,68 so vdi 70,92%,
73,86 va 60,36%; 24,91 so véi 13,62, 17,26 va 10,62%, p<0,05).
Trung binh tong s6 t& bao/phdi nang cta nhém 0,5 va 1 gio cao
hon c6 y nghia so véi nhom 2 va 3 gio (twong Gng 45,77 va 46,03
so voi 38,24 va 38,42, bang 2). Két qua nghién ctru cua ching toi
cho thay, thoi gian té bao trimg lon tiép xtc v6i Demecolcine anh
huong dén ty 1¢ té bao trimg 10i nhan ciing nhu ty 18 phoi nang lon
[ nhan ban.

Két qua cua ching i khac so voi nghién ctru X.C. Li va cs
(2007) [6]. Theo nhém tic gia nay, thoi gian té bao trimg tiép xuc
v6i Demecolcine chi anh huong dén ty 1¢ té bao trimg 16i nhan,
khong anh huong dén ty 16 té bao trimg phan chia va tao phoi nang
sau cdy chuyén nhan; khong c6 sy sai khac ¢ y nghia vé ty 18 té
bao trimg phan chia va tao phoi nang, nhung ty 1¢ té bao trimg
phan chia va tao phdi nang cao nhét 1a & nhom 0,5 gio.

Demecolcine tic dong dén té bao trimg va lam gia ting so
lugng té bao trimg 101 nhan tai thdi di€ém 0,5 gio. Sy xuat hién cla
céac khoi hinh non s€ ho trg cho qua trinh loai nhan trg nén hi¢u qua
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hon ma khong can phai sir dung kinh hién vi huynh quang. Theo
M. Kawakami va cs (2003) [15], soi thoi vo séc cua té bao trung
sau giam phan dudi tac dong ciia Demecolcine s€ bi x40 tron va
lam cho cac nhidm sac thé bi c6 dic lai. Cac nhiém sic thé ¢o dic
s& tao thanh mot khoi va di chuyén ra sat phan ngoai vi cua té bao
trimg, hinh thanh nén khéi 16i dang hinh nén.

Ban chat cua Demecolcine 1a chit gdy dit giy cac vi ong,
chinh vi thé khi té bao trimg tiép xtic qua lau voi Demecolcine ¢6
thé gy ra nhimg anh huong bét loi dén kha ning phat trién tiép
theo cua té bao trimg sau cdy chuyén nhan [12]. Day co thé 13 mot
trong nhitng nguyén nhan giai thich cho hién twong thoi gian té
bao trimg tiép xiic voi Demecolcine cang lau s& lam giam ty 1
hinh thanh ph6i nang trong nghién ctru clia chiing t6i (bang 2).

3.3. Anh huwéng ciia thoi gian nuéi thanh thuc in vitro té bao
trirng dén higu qud tao phéi lon I nhén bén

Vi két qua dat dugc ctia ni dung 3.1 va 3.2, chling t61 danh
gi4 anh huong ciia thoi gian nuéi thanh thuc in vitro té bao trimg
dén qué trinh loai nhan tao phéi lon I nhan ban véi cac té bao trimg
duoc xir Iy v6i 4 uM Demecolcine trong vong 1 gio. Céc té bao
trung lon trudce khi xt 1y s€ dugc nudi thanh thuc trong POM1 22
gi0, sau do nuoi thanh thyc trong POM2 trong 18, 20 va 22 gio.
Dénh gia anh huong cta thoi gian nudi thanh thuc in vitro té bao
tring dén qua trinh loai nhan tao phoi lon [ nhan ban dya vao ty 1€
té bao trimg 10i nhan, t& bao trimg phan chia, phdi nang va trung
binh tong s6 té bao/phoi. Két qua dugce thé hién & bang 3.

Bang 3. Anh hwéng clia thei gian nudi thanh thuc in vitro té bao tring
dén hiéu qua tao phéi lon [ nhan ban.

Thoi gian
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Thi nghiém duoc thyc hién véi 5 1&n 13p lai, cac gia tri trong cung mot cét co
chi cai khac nhau la sai khac cé y nghia (p<0,05).

Két qua nghién ciru cua chung t6i cho thay, ty 1¢ té bao trimg
16i nhan & nhom té bao trimg duoc nudi thanh thuc in vitro 20 gio
trong POM2 la cao hon c6 y nghia so vdi nhom dugc nuoi thanh
thuc in vitro 18 va 22 gio trong POM2 (tuong mg 85,34% so véi
60,04 va 72,03%, p<0,05). Ty 1& té bao trimg phan chia, phoi nang,
trung binh tong s6 té bao/phdi nang & nhom té bao trimg dugc nudi
thanh thuc in vitro 18 gid trong POM2 1a thip hon c6 ¥ nghia so
v6i nhém duoce nudi thanh thuc in vitro 20 va 22 gio trong POM2
(twong ng 66,12% so vadi 85,42 va 84,68%; 13,71 so voi 25,48 va
24.91%; 39,29 so vai 46,86 va 46,03, p<0,05). Két qua bang 3 cho
théy, mac du khong c6 su khac biét vé ty 1¢ tao phdi nang & nhom
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20 va 22 gio, tuy nhién ty 1¢ té bao trimg 16i nhan & nhém 20 gio cao
hon ¢ y nghia so vi nhom 22 gio.

Két qua nay cho thay, thoi gian nuéi thanh thuc in vitro té bao
trimg anh huéng dén hidu qua tao phéi lon I nhan ban. Két qua nay
cua chiing toi twong ty nhu nghién ciru cua X.C. Liva cs (2007) [6].
Theo d6, thoi gian nudi thanh thyc in vitro anh huéng dén ty 18 té
bao trimg bo 16i nhan va hiéu qua tao phéi bd nhan ban. Nhom tac
gid nay ciing cho ring, thoi gian nuéi thanh thuc in vitro qué dai s
lam gidm ty 1¢ té bao trimg 16i nhn, ty 1¢ té bao trimg phan chia va
phéi nang. Hién tuong té bao trimg lon khong ciing dat téi giai doan
MII thuong xay ra trong qua trinh thanh thyc in vitro [16]. Theo K.
Miyoshi va cs (2003) [16], c6 t&i 36% té bao trimg lon dat t6i giai
doan MII tai thoi diém nudi 24 gi0. Thoi gian nudi thanh thuc in
vitro anh huong dén viéc té bao cht t& bao trimg nhan hd tro cho
su phat trién ctia phoi nhan ban [17]. Giai doan thanh thuc cta té
bao trimg nhan anh huong dén kha ning phét trién in vitro cua té
bao bao trimg nhan sau cdy chuyén nhan SCNT va ty 1¢ hinh thanh
phoi nang.

Trong nghién ciru ciia chiing t6i, viéc sir dung té bao trimg lon
dugc nuoi thanh thuc in vitro 20 hodc 22 gio trong POM2 cho ty 1¢
té bao trimg 10i nhan ciing nhu tao phoi nang cao. Nguyén nhan ¢6
thé 1a do tai thoi diém nay, ty 16 t& bao trimg lon dat ti giai doan
MII nhiéu nhét. Cac té bao trimg thanh thuc ¢ giai doan MII thudng
duoc st dung dé 1am té bao chit nhan trong cac nghién ciru tao phoi
nhan ban bing k§ thudt cy chuyén nhan SCNT. O giai doan MII,
céc yéu t6 lién quan dén qua trinh giam phan va thic diy qua trinh
hinh thanh nguyén phan cia té bao trimg giam hoat dong, té bao
chit cta té bao trimg nhan s& & giai doan nghi ngoi va diéu nay lam
cho té bao tro nén phi hop cho qua trinh cdy chuyén nhan tao phoi
nhéan ban. Ty 1¢ té bao trimg nhan & giai doan MI pht trién dén phoi
nang thap hon c6 y nghia so véi té bao trimg nhan & giai doan MII
[16]. Theo E. Ibanez va cs (2003) [18], c6 thé tao duoc phdi nang
nhan bén tir céc té bao tring nhan da dugc loai bo nhan ¢ giai doan
Telophase I. Tuy nhién, viéc giam cac yéu t6 thac dfiy su thanh thuc
c6 thé lam giam kha ning sdng cua té bao trimg sau loai nhan va
cy chuyén SCNT [19].

4. Két luan

Viée xu ly té bao trang nhan dugc nudi thanh thyuc in vitro 20
gio trong POM2 voi 4 uM Demecolcine trong vong 1 gid nang cao
hiéu qua tao phoi lon I nhan ban voi ty phoi nang 1é dat 25,48%.

Nghién ciru dugc thuc hién tai Phong Thi nghiém Trong diém
Cong ngh¢ Té bao Dong vat, Vién Chin nudi véi sy ho tro kinh phi
tir dé tai: “Nghién ctru hoan thién quy trinh tao lgn [ nhén ban”,
thugc D¢ an phat trién cong nghiép sinh hoc nganh ndng nghiép dén
nam 2030. Céc tac gia xin tran trong cam on.
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