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TOM TAT

Nghién ctru nay duoc thyuc hién dé danh gia anh huong cua 6- -dimethylaminopurine (6-DMAP),
cytochalasin B (CyB) va cycloheximide (CHX) dén kha nang phat trién in vitro cia phdi lon I nhan
ban. Céc té bao tring sau cdy chuyén nhan té bao soma (nguyén bao soi lon I) dugc hoat héa véi
2mM 6-DMAP; 7,5ug/ml CyB va 10ug/ml CHX. Két qua cho thay ty Ié té bao trimg khdng bi phan
ra sau khi hoat hda voi CHX (84,72%) thip hon co ¥ nghia so v&i nhém 6-DMAP va nhém CyB
(twong ng: 90,91% va 88,01%, P < 0,05). Ty I¢ hinh thanh phdi nang gitta hai nhém 6-DMAP va
CyB khong khac nhau (twong ung: 24,93% so véi 24,41%, P < 0,05) va cao hon so véi nhém CHX
(15,01%, P < 0,05). Trung binh tong s6 té bao/phdi nang ciia hai nhém 6-DMAP va CyB 1a cao hon
50 véi nhom CHX (twong tng: 47,78 va 44,57 so voi 39,42). Viéc sa dung 6-DMAP, Cytochalasin
B trong qué trinh hoat héa té bao tring lon sau ciy chuyén nhan té bao soma cho hiéu qua tao phoi
nang lon I nhan ban cao hon so véi Cycloheximide. Két qua caa nghién ciru nay cho thiy, lan dau
tién tai Viét Nam di tao dugc phdi lon I nhan ban khdng c6 mang sang vai ty 1 tao phdi nang lon I
nhéan ban dao déng tir 15,01% — 24,93%.

Tir khoa: cycloheximide, cytohalasin B, 6-dimethylaminopurine, hoat hoa, phoi lon 7 cdy chuyén
nhén té bao soma, té bao triing lon,

DAT VAN BE

Sy phaét trién cua ky thuat cay chuyén nhan
té bao soma (SCNT) véi muc dich tao ra dong
vat nhan ban da mo ra hudng nghién ctu mai
trong cdng nghé sinh san va y sinh. Ba cé nhiéu
nghién ciru dwoc thuc hién trén lon nham khai
thac tiém nang ung dung cua SCNT, két qua da
tao duoc lon con nhan ban bing SCNT
(Polejaeva et al., 2000). Tuy nhién, kha ning
phét trién cua phoi lon SCNT van thap. Hiéu qua
tao ph6i SCNT chiu anh huéng cua nhiéu yéu t6
nhu: chét lwong té bao trang nhan (Wakayama,
Yanagimachi, 2001), giai doan phét trién cua té
bao cho (De Sousa et al., 2002), thoi gian nhan
té bao cho & trong té bao tring nhan (Akagi et al.,

2003), phuong phap hoat hda té bao trimg (Yang
et al., 2005), sy biéu hién va trang thai di truyén
ctia hé gen té bao cho (Inoue et al., 2007). Pic
biét, qué trinh hoat hoa té bao trang la mét trong
cac yéu té quan trong c6 anh hudng téi sy phat
trién cua phdi SCNT.

Hoat héa té bao tring bing dong dién la
phuong phap phé blen dé hoat hoa té bao triang
sau cay chuyén nhan té bao soma (Boquest et al.,
2002). Tuy nhién, khi st dung dong dién cho qua
trinh hoat hoa chi gay ra su gia tang nong do Ca®*
tirc thoi, khong tao duoc su gia ting ndong do Ca?*
lién tuc nhu qua trinh thu tinh théng thuong.
Diéu ndy s& anh huong dén kha nang phat trién
ctiia phoi SCNT (Park et al., 2010). Chinh vi thé,
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cdc nha nghién ctru da co gang tim kiém mot
phuong phap toi wu véi cac chat hoat hoa khac
nhau.

Mot s6 chit hoéa hoc nhu 6-
dimethylaminopurine (6-DMAP), cytochalasin
B (CyB), cycloheximide (CHX) da dugc
nghién ctu st dung cho qué trinh hoat hoa té
bao trang lon. CHX 1a mot chat Gc ché qué
trinh tong hop protein dugc s dung dé hoat
héa té bao trang thanh thuc bang cach ngin
chan qua trinh hoat dong cua MPF (M-phase
promoting factor) va qua trinh san xuat cyclin
B (Cheng et al., 2007). 6-DMAP 1a mot chat
trc ché protein kinase, c6 thé kich hoat lai qué
trinh giam phan ¢ céc loai khac nhau bang cach
ngan chin sy phosphoryl hoa protein va trc ché
sy hoat hoa cua MPF va sy xuat hién cua thé
cuc thu hai. Cytochalasin B c6 tac dung ngan
chan sy trung hop filament actin va dugc su
dung rong rdi nhiam ngin chan su xuat hién cua
thé cuc trong phoi SCNT.

Viéc xir ly té bao trang lon sau ciy chuyén
nhan té bao soma vai 6-DMAP, CyB, CHX két
hop véi dong dién da cai thién dugc kha nang
phét trién tiép theo cua phdi SCNT (Lee et al.,
2004). Tuy nhién, cho dén nay van chua c6 mot
phuong phap hoat héa chung sir dung tao phéi
SCNT cho tat ca cac giéng loai. Do d6 viéc danh
gia anh huoéng cua 6-DMAP, CyB, CHX d&n
hiéu qua tao phdi lon I nhan ban 1 can thiét.

Tai Vlet Nam, s6 luong lon I dang ngay cang
thu hep gan dén muc tuyét chung, hién nay so
lugng chi con rét it. Chinh vi thé, viéc luu gitr,
bao ton va lai tao giéng lon I 1 can thidt, Tao
phoi va dong vat nhan ban la mot linh vuc nghién
clru con méi ¢ Viét Nam, dac biét 1a chura c6 tac
gia nao bao cao vé viéc nghién cau va tao phoi
lon T nhan ban bang k§ thuat cdy chuyén nhan té
bao soma. Viéc tao thanh cong phéi lon 1 nhan
ban c6 ¥ nghia rat Ion trong viéc bao ton va luu
giit nguon gen dong vt ciing nhu sy da dang sinh
hoc. Muc dich cua nghién ciru nay 1a danh gia
anh huong cua viéc st dung 6-DMAP; CHX va
CyB trong qué trinh hoat héa té bao trang lon sau
ciy chuyén nhan té bao soma dén hiéu qua tao
phdi lon I nhan ban.
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Nguyén Khanh Van et al.
VAT LIEU VA PHUONG PHAP
Vit liéu
Cac hoa chit st dung trong nghién ctu nay

dugc cung cap boi hdng Sigma — Aldrich (St.
Louis, MO, USA).

Chuan bi nguyén bao s¢i lon 1

Nguyén bao soi lgn I duoc thu tir md tai lon
I thuan dwoc nudi tai Trung tam lon glong
Dabaco — Bic Ninh. Cac mau mé tai lon I duoc
loai bo hét 16ng, m& thira va cit thanh cac manh
nho cé dién tich khoang 1mm? va nudi trong moi
truong nudi nguyén bao soi DMEM c6 bd sung
10% huyét thanh thai bé, 100 U penicilin/ml va
0,1mg streptomycin/ml & diéu kién 37°C; 5%
CO,, @6 am khong khi bdo hoa. Trong qua trinh
nudi, néu quan sét thay dia nudi c6 mau vang thi
phai thay moi truong nubi mai. Sau 9-10 ngay,
quan sat thdy ¢ nguyén bao soi phat trién xung
quanh manh ma thi loai bo hét cac manh mé, thay
mdi truong nudi méi va nudi tiép cho toi khi cac
nguyén bao soi phat trién toi > 80% day dia nudi
thi cdy chuyén. Sir dung céc nguyén bao soi ¢ lan
Cay chuyén 5-10 cho qua trinh ciy chuyén nhan
té bao soma. Nudi nguyén bao soi trong moi
truong nudi co bd sung 0,5% huyét thanh thai bé
trong 48 gid dé cac nguyén bao soi dat téi trang
thai cay chuyén dugc dong pha chu trinh té bao
vé giai doan GO/G1 truéc khi sir dung cho qua
trinh cay chuyén nhan.

Nudi té bao triing lon thanh thuc in vitro

Buong trang lon sir dung cho thi nghiém
duogc thu tir 16 mo, bao quan trong dung dich PBS
c6 bd sung 100 IU penicilin/ml va 0,1mg
streptomycin/ml, dwoc van chuyén vé phong thi
nghiém ¢ 30-35°C trong vong 2-3 gio. Str dung
phuong phap choc hit dé thu té bao tring lon tir
nhiing nang tring c6 duong kinh 3-6mm trén
budng trang. Té bao tring sau khi thu va lya
chon dudai kinh hién vi soi néi dwoc nudi trong
dia 4 giéng chra méi truong nudi POM1 ¢6 bd
sung EGF (10 ng/ml), eCG (1000 1U/ml), hCG
(1000 1U/ml) va 1 mM dbcAMP (50 té bao
tring/giéng) trong vong 20 -22 gio ¢ diéu kién
38,5°C, 5% CO,, do am khong khi bio hoa. Sau



Tap chi Céng nghé Sinh hoc 18(3): 455-463, 2020

20 -22 gio, té bao tring dugc chuyén sang nudi
trong mai truong nudi POM2 c6 bd sung EGF
(10 ng/ml), eCG (1000 IU/ml) va hCG (1000
IU/ml) trong vong 20 -22 gio ¢ diéu kién 38,5°C;
5% CO,, &6 am khdng khi bdo hoa.

Loai nhan té bao trieng lon

Sau 40-44 gio nudi thanh thyc in vitro, cac té
bao trimg duoc chuyén sang méi truong TALP-
HEPES c6 b6 sung 0,1% hyaluronidase va loai
bo toan bo 16p té bao can nodn. Lwa chon cac té
bao trang lon thanh thuc cho qua trinh loai nhan
dya vao su xuét hién cua thé cuc thir nhat. Qua
trinh loai nhan dugc thyc hién theo phuong phap
ctia Hosseini va dong tac gia (2013) c6 cai bién.

Té bao trang lon thanh thuc in vitro trudc khi
loai nhan s& dugc loai b6 mang sang va xir ly véi
demecolcine. Qua trinh loai bé mang sang duoc
thuc hién nhu sau: té bao tring lon thanh thyc in
vitro dugc chuyén sang méi truong loai bo mang
sang c6 chira 1,5ug/ml pronase trong vong 3 — 6
phut. Sau loai bé mang séng, té bao trimg dugc
chuyén sang méi trudong TALP-HEPES + 10%
huyét thanh bé mang thai. Té bao trang lon da
duoc loai bo mang sang s& duoc chuyén sang moi
truong PZM3 c6 bd sung 4 pM demecolcine
trong vong 20- 40 phuat. Muc dich cua viéc xur ly
té bao trang véi demecolcine nham day phan
nhén ra sat phan ngoai vi mang té bao trang tao
thanh mot khéi hinh nén 16i ra khi quan sat dudi
kinh hién soi noi, qua d6 d& dang xac dinh vi tri
ctia nhan té bao trimg trong qua trinh loai nhan.

Sau khi xur Iy voi demecolcine, té bao tring
dugc loai nhan trong mdi truong TALP-HEPES
c6 chtra 0,5ug/ml cytochalasin B duéi kinh hién
vi. Té bao tring s& dugc loai bé mot phan nho té
bao chat (5-10% thé tich té bao trimg) c6 chia
hinh nén 16i ra trén mang té bao tring bang micro
pipette dudi kinh hién vi soi ndi c6 d6 phong dai
100 lan (Hinh 1).

Cay chuyén nhan té bao soma (SCNT) va
dung hop

Té bao trimg sau loai nhan dugc chuyén vao
dung dich chea 1mg/ml phytohemagglutinin
(PHA) tir 2 — 3 giay. Tiép theo, ctir mot té bao
tring nhan sé dwoc dinh vai 1 té bao cho (nguyén

bao sgi lon ) dé tao cap té bao cho — té bao tring
nhan. Té bao trang nhan sau khi da dinh voi té
bao cho duoc chuyen sang dung dich dung hop,
dé 2-3 phut cho dén khi té bao chim han xudng
day dia thi chuyén sang budng dung hop c6 chia
moi truong dung hop va két ndi véi may dung
hop. Cap té bao cho — té bao tring nhan duoc
dung hop ¢ 1,2 kV/cm trong thoi gian 30ps.

Sau dung hop céc cip té bao cho — té bao
tring nhan duoc chuyén vao moéi truong PZM3
dé trong ti nudi & diéu kién 38,5°C, 5% CO;, 5%
0. va d6 4m khong khi b&o hoa. Sau 2 gid kiém
tra va loai bo cac cap doi khong dung hop duoc,
chi sir dung cac cip té bao cho — té bao tring
nhan da dung hop dugc dé hoat hoa tai cau tric.

Danh gia dnh huéng cia 6-DMAP, CyB, CHX
deén hiéu qua tao phdi lgn I nhan ban

Tai thoi diém 2 gio sau dung hop, céc cap té
bao cho — té bao trang nhan da dung hop s& dugc
xung dién lai & 1 kV/cm trong thoi gian 80 ps.
Tiép theo, céc cap té bao cho — té bao tring nhan
dugc chuyén sang ba moi truong hoat hda khéac
nhau: (1) méi truong ZPM3 ¢6 bo sung 2 mM 6-
DMAP trong vong 3 gio; (2) méi truong PZM3
¢6 bd sung 10 pg/ml CHX trong vong 6 gio; (3)
méi truong PZM3 ¢6 bd sung 7,5 pg/ml CyB
trong vong 3 gior & diéu kién 38,5°C, 5% CO,, 5%
02 va d6 4m khong khi b&o hoa. Sau hoat héa,
cac cap té bao cho — té bao tring nhan (hop tir
gia dinh) s& dwgc chuyén sang nudi trong hé
thdng microwell ¢é chira méi trudng PZM3 &
diéu kién 38,5°C, 5% CO,, 5% O, va do am
khong khi bao hoa. Tai thoi diém nudi ¢ ngay tha
5 sau hoat hda (ngay hoat hda coi 1a ngay 0) bd
sung 10% huyét thanh thai bé vao mai truong
nudi PZM3. Kiém tra kha ning phéan chia, tao
phdi nang ¢ ngay thar 2 va thir 7 sau hoat hoa.
Kiém tra téng sé té bao caa phdi nang lon I
nhan ban

Tat ca cac phdi nang lon I nhan ban duoc tao
ra bang k¥ thuat SCNT duoc xac dinh tong sb té
bao sau khi nhuom véi Hoechst 33342 (Hinh 3).
Qua trinh nhuém phdi bao gom cac budc:

- Chuén bi ba loai méi truong (1) Hoechst 33342
stock: 250 pg Hoechst 33342/ml Ethanol tuyét
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d6i; (2) dung dich nhuom phoi: 50 pl Hoechst
33342 stock + 450 pl ethanol tuyét doi; (3) dung
dich rira phoi: PBS + 0,3% PVP.

- Rtra phéi trong dung dich PBS ¢6 bé sung 0,3%
PVP; tiép theo chuyen phdi vao dung dich
nhu¢m phoi dé qua dém & 4°C. Chuan bi dia 4
gleng giéng 1 chira 500 pl ethanol tuyét ddi;
gieng 2 chtra 1 ml glycerol. Hut phdi sau khi da
¢d dinh trong dung dich nhuém phéi vao giéng 1
dé rira phoi sau d6 chuyén phdi sang giéng 2 va
raa phoi trong dung dich glycerol. Sau khi phoi
dugc rua trong glycerol; chuyen ph6i sang lam
kinh, mdi phdi mot giot va xép hang doc theo
chiéu doc lam kinh. Bay lamen Ién lam kinh, soi
kiém tra duai kinh hién vi huynh quang.

Phan tich va xir ly s liéu

S6 lieu dugc xu ly théng ké bang phan mém
Microsoft Excell 2010, sy sai khac c6 y nghia
duoc kiém tra bang ham ANOVA, su sai khéac c6
y nghia véi P < 0,05.

Nguyén Khanh Van et al.
KET QUA VA THAO LUAN

Anh hwéng ciia 6-DMAP, CyB, CHX dén chat
lwong té bao trirng sau hoat héa

Anh huong cua 6-DMAP, CyB va CHX dén
chat luong té bao tring lon sau hoat hoa lén ty 18
té bao tring bi phan rd & ngay thr 2 sau hoat hoa
duoc thé hién & Bang 1. Két qua cho théy, ty Ié
té bao trimg khong bi phan ra thap nhat 1a & nhém
CHX (84,72%, P < 0,05) va cao nhat & nhém 6-
DMAP (90,91%). Tuy nhién ty I¢ nay la khéng
khac nhau gitra nhom 6-DMAP va CyB (P >
0,05). Trong nghién ctru nay, ty ¢ té bao triang bi
phan ra sau xt ly véi CHX la cao hon so véi
nhom 6-DMAP va CyB (Bang 1). Theo Roy va
ddng tac gia (2017), viéc sir dung riéng Ié CHX
cho qua trinh hoat hoa té bao trang lon sau cay
chuyén nhan té bao soma c6 thé gay nén céc kich
thich qué mrc hon so vai 6-DMAP va CyB. bo
cling c6 thé 1a nguyén nhan khién cac té bao
triang d& bi phan rd hon sau khi hoat héa bing
CHX.

Bang 1. Anh hwéng ctia 6-DMAP, CyB, CHX dén chat lwong té bao trirng sau hoat héa

Chét hoat héa S6 té bao trieng

dwoc hoat hoa

S6 té bao trieng bi phan rd  Té bao trieng khdng bi phan ra
sau hoat héa (n)

sau hoat héa (n, % (Mean + SE))

6-DMAP 392 38
CyB 328 33
CHX 324 58

356
90,91 + 1,382
288
88,01 + 1,542
266
84,72 +1,62°

Ghi cha: Céac gia tri trong cung mot cdt co chir cai khac nhau la sai khac c6 y nghia (P < 0,05)

Anh huéng ciia 6-DMAP, CyB, CHX dén higu
qua tao phéi lon I nhan ban

Trong nghién ctu nay, anh hudng cua viéc
sir dung 6-DMAP, CyB va CHX trong qua trinh
hoat hoa té bao tring lon sau cay chuyen nhan té
bao soma dén hiéu qua tao phdi lon I nhan ban
dugc danh gia dua trén ty 18 té bao trang phan
chia, tao phoi nang. Két qua thé hién ¢ Bang 2.

Két qua & Bang 2 cho thay, ty 1 phan chia
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va hinh thanh phoi nang (Hinh 2) cuia nhdm CHX
(twong ng 75,01% va 15,01%) |4 thap hon co y
nghia (P < 0,05) so v6i nhdm 6-DMAP (twong
ung 83,81% va 24,93%) va CyB (twong ung
84,98% va 24,41%). Su khac nhau vé ty I¢ phan
chia, tao phdi nang gitra hai nhém 6-DMAP va
CyB la khong c6 y nghia (P > 0,05). Bén canh do,
trung binh tong so té bao/phdi nang ciia nhém
CHX (39,42) ciing thap hon so v&i nhom 6-
DMAP (47,78) va CyB (44,57).
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Phén té bao chét 16i ra sau xd¥ ly véi demelcocine cé chiranhan

C D

Hinh 1. Qua trinh loai nhan té bao tring lon (d6 phong dai 100 Ian). Ghi chi: (A) Té bao tring lon véi phan
nhan 10i ra sau x& ly véi Demecolcine. (B) Hat bé phan té bao chat I6i ra c6 chira nhan. (C) Té bao chat c6 chira
nhan da dwoc hat bd. (D) Té bao trieng sau loai nhan.

Bang 2. Anh hwéng ctia 6-DMAP, CyB, CHX dén hiéu qua tao phdi lon [ nhan ban.

Chét hoat h6a  S6 lwong té bao trieng Phan chia Phoi nang Téng sb té
dwoc nubi sau hoathda (n) n, % (Mean + SE) n, % (Mean + SE) bao/phdi nang
(Mean * SE)
6-DMAP 356 298 88 47,78 £ 2,36
83,81 £1,982 24,93 £ 2,012
CyB 288 244 70 44,57 + 1,88
84,98 + 1,222 24,41 £1,822
CHX 266 199 39 39,42 £ 2,06
75,01 +£2,03° 15,01 + 1,34°

Ghi chi: Céc gié tri trong cung mot cét c6 chir cai khac nhau la sai khac cé y nghia (P < 0,05)

Theo Nanassy va dong tac gia (2008), t&  thé, trong nghién ciru nay té bao trirng lon sau
bao trang lgn sau SCNT thuong dugc xu ly véi  SCNT dugce xu ly véi CHX trong vong 6 gio.
10 ug/ml CHX trong vong 5-6 gio sau khi d@  CHX la mot chat ¢c ché qué trinh tong hop
duoc hoat héa bing mot xung dién. Chinh vi  protein. Theo Mario va dong tac gia (2003), dé
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ngan chin sy hoat déng cua CSF (c-
mos/mitogen-activated protein kinase) hoac
MPF (M-phase promoting factor) trong qua
trinh hoat hoa té bao trang sau cdy chuyén

Nguyén Khanh Van et al.

nhan, sy c6 mit caa chit Gc ché qua trinh tong
hop protein la can thiét dé khoi dau cho qua
trinh phan chia va phat trién tiép theo cua té
bao tring sau hoat hoa.

Hinh 2. Phéi nang lon | nhan ban khéng c6 mang
zona pellucida (d6 phong dai 100 lan).

Trong nghién cttu nay, ty 1€ hinh thanh phoi
nang lon I nhan ban cia nhém CHX 14 thap hon
S0 v&i nhom 6-DMAP va nhom CyB (Bang 1).
Két qua nay ciing phu hop véi nhan dinh cua
Mario va dong tac gia (2003), Kim va ddng tac
gia (2005). Theo Mario va déng tac gia (2003),
ty 1€ tao phoi nang Ign nhé&n ban sau hoat hda vai
CHX (16,9%) mac du cao hon nhom khong xur
ly voi CHX, nhung ty 1¢ ndy van thip. Kim va
ddng tac gia (2005) ciing nhan thay viéc sir dung
6-DMAP trong qué trinh hoat hda s& hd trg sy
phét trién in vitro tiép theo cua té bao trirng sau
hoat héa tét hon so véi CHX.

Trong nghién cau nay, doi véi nhém 6-
DMAP, té bao tring lon sau cay chuyén nhan té
bao soma dugc hoat hda bang mét xung dién va
xu ly voi 2mM 6-DMAP trong vong 3 gio. 6-
DMAP I3 mot chit Gc ché protein kinase, va
dugc sir dung rong réi cho qua trinh hoat héa té
bao trimg dong vat co va vi n6 ¢ kha nang hd
trg qué trinh hoat héa va hinh thanh tién nhan
(Moses et al., 1995). Co ché hoat dong cua 6-
DMAP trong qué trinh hoat hda té bao tring lién
quan dén viéc ngin chian hoat dong cua céc
protein diéu hoa chu ky nhu Mitogen activated
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Hinh 3. Phéi nang lon | nhan ban g]ugc nhuém
Hoescht 33342 dé danh gia téng s6 t& bao/phdi
(d6 phong dai 400 lan).

protein kinase (MAPK) (Park et al., 2010). Theo
Nanassy va ddng tac gia (2007), sau khi duoc
hoat h6a bang xung dién, hoat dong MAPK cua
té bao trimg lon giam dang ké sau 1 gio va dat
gia tri thap nhat tai thoi diém 3 gio. Tuy nhién
sau 4 gio, hoat dong nay sé tang trd lai va duy tri
& muc cao cho téi thoi diém hinh thanh tién nhan.
Chinh vi thé thoi gian xir ly té bao trang sau cay
chuyén nhan té bao soma véi 6-DMAP thuong
dao dong tr 3-4 gio (Park et al., 2010).
Betthauser va dong tac gia (2000) nhan thay, khi
sir dung 6-DMAP cho qué trinh hoat héa té bao
trirng s€ tao ra nhitng kich thich lam suy giam su
hoat dong ctia MPF. Sy suy giam hoat dong MPF
gay ra nhimg tac dong dén nhan té bao cho, qua
d6 nang cao hiéu qua tao phoi dong vat nhan ban.

Trong nghién ciru caa ching t6i, ty 1é té bao
triing phéan chia sau hoat héa véi 6-DMAP dat
83,81% (Bang 2). Theo Grupen va dong tac gia
(2002) khi xr ly té bao tring véi 2 hozc 5mM 6-
DMAP trong vong 3 gio sau xung dién lam tang
ty I& hinh thanh phdi nang. Hiéu qua cua viéc sir
dung 6-DMAP trong qua trinh hoat hda sé dugc
nang cao khi str dung két hop kich thich xung
dién véi 6-DMAP. Wang va dong tac gia (2016)



Tap chi Céng nghé Sinh hoc 18(3): 455-463, 2020

nhan thay rang viéc chi sir dung 6-DMAP ma
khong c6 kich thich xung dién trong qué trinh
hoat hoa sé lam giam kha nang phan chia va tao
phdi nang cua té bao tring chugt dong sau hoat
hoa. Theo céc tac gia nay khi chi sir dung 6-
DMAP cho qué trinh hoat hoa, ty 1€ phén chia chi
dat 47,12%, trong khi d6 néu két hop kich thich
bang xung dién va 6-DMAP thi ty 1¢ phan chia
1&n tGi 96,49%.

CyB la mot chit hda hoc ¢6 tac dung 6n dinh
b6 khung xwong té bao, ngin chan su tring hop
cac Vi soi va sy hinh thanh thé cuc thtr hai. Roy
va dong tac gia (2017) nhan thay rang, viéc hoat
hoa té bao tring lon voi CyB s& cai thién dugc
kha nang phat trién tiép theo cua té bao tring lon
sau hoat hoa. Trong nghién ctru nay khi st dung
CyB hoic 6-DMAP cho qué trinh hoat hda té bao
tring sau cdy chuyén nhan té bao soma cho ty 18
hinh thanh phéi nang lon I nhan ban cao hon so
v6i nhém CHX. Ty Ié tao phdi nang lon I nhan
ban cia nhdm 6-DMAP va CyB la khéng khéc
nhau (P < 0,05, Bang 2). Két qua nay ciing phu
hop véi nghién ciru cuia Grupen va dong tac gia
(2002). Theo Grupen va ddng tac gia (2002) viéc
hoat héa té bao trang lon véi 6-DMAP va CyB
lam tang ty I€ hinh thanh phéi nang.

Hiéu qua cua viéc st dung 6-DMAP va CyB
s0 véi CHX trong qua trinh hoat hda té bao tring
lon sau cdy chuyén nhan té bao soma con thé hién
& chat lugng phéi nang lon 1 nhan ban. Trong
nghién ciu ndy, trung binh téng sé té bao/phoi
nang cta hhém 6-DMAP va nhém CyB cao hon
s0 v&i nhom CHX (theo thir tu 1a 47,78 va 44,57
S0 vai 39,42). Két qua nay phu hop véi bao cao
cua Kim va dong tac gia (2005). Theo Kim va
dong tac gia (2005), qua trinh hoat hoéa té bao
trang sau SCNT bing xung dién va 6-DMAP s&
hd tro cho kha ning phat trién tiép theo cua té
bao tring va tang sb lwong té bao/phdi nang.

KET LUAN

Viéc str dung 6-DMAP hoac CyB trong qua
trinh hoat hoa té bao tring lon sau ciy chuyén
nhén té bao soma cho ty 1¢ hinh thanh phéi nang
lon I nhan ban cao hon so véi CHX (theo thir t
1a 24,93% va 24,41% so véi 15,01%). Lan dau

tién tai Viét Nam, da tao thanh céng phdéi nang
lon 1 nhan ban khéng c6 mang sang bang ky thuat
ciy chuyén nhan té bao soma véi ty 1¢é phoi nang
dao dong tur 15,01 - 24,93%.

Loi cam on: Nghién ciu duoc thuc hién tai
Phong Thi nghiém trong diém Cong nghé té bao
dong vt — Vién Chan nuéi véi sy hé tro kinh phi
tir d@é tai: “Nghién ciru tao lon I bang kj thudt
cay chuyén nhan té bao soma”, thugc Chirong
trinh trong diém ing dung Cong nghé sinh hoc
trong linh viec ndng nghiép va phat trién néng
thén dén nam 2020 cia B6 Nong nghiép va PTNT.
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EFFECTS OF 6-DIMETHYLAMINOPURINE, CYTOCHALASIN B AND

CYCLOHEXIMIDE ON
EMBRYOS

IN VITRO DEVELOPMENT OF

“I”

PIG CLONED

Nguyen Khanh Van, Quan Xuan Huu, Vu Thi Thu Huong, Pham Doan Lan

Key Laboratory of Animal Cell Biotechnology, National Institute of Animal Science

SUMMARY

The present study was conducted to evaluate the effects of 6-dimethylaminopurine (6-DMAP),
cytochalasin B (CyB) and cycloheximide (CHX) on in vitro development of “I” pig somatic cell
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nuclear transfer embryos. Oocytes after SCNT were activated with 2 mM 6-DMAP; 7.5 pug/ml CyB
and 10 pg/ml CHX. The results indicated that the rate of oocytes no lysis in group activated by CHX
was significantly lower compared with those in group activated by 6-DAMP and CyB (90.91% and
88.01%, respectively, P < 0,05). The blastocyst formation rate did not differ between group actvated
by 6-DAMP and CyB (24.93% vs 24.4%, P > 0.05). Meanwhile the blastocyst formation rate in group
activated by CHX was 15.01%, significantly lower than that in group activated by 6-DAMP and CyB
(P < 0.05). The average number of cells in the blastocyst in group activated by 6-DAMP and CyB
were higher than that in group activated by CHX (47.78, 44.57 vs 39.42, respectively). The use of 6-
DMAP and CyB in the activation of pig oocytes after SCNT was more effective than CHX. The
results of this study show that for the first time in Vietnam, we have created “I” pig SCNT embryo
without zona pellucida with the rate of blastocyst formation from 15.01% to 24.93%.

Keywords: activation, 6-dimethylaminopurine, cytohalasin B, cycloheximide, pig oocytes, “I” SCNT
embryos.
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