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4. KET LUAN

Da tao thanh cong vector CRISPR pX459

chtta doan gRNA nham dén vlung exon7 ctia
gen thu thé CD163 va chuyén thanh cong

vao t& bao nguyén bao soi lon dé tao duoc t&
bao dot bién vung exon? gay bat hoat thu thé

CD163 nham khang virus gay bénh tai xanh..

St dung két qua nghién cttu nay dé tao

phoi va lgn nhan ban ¢é kha nang khang virus
gay bénh tai xanh.
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TOM TAT

Muc tiéu cua nghién ctru nay la danh gia anh huong ctia thoi diém bd sung yéu t6 tang trudng
noi mao mach (VEGF) trong mdi truong nudi cdy thanh thuc (IVM) dén ty 1é thanh thuc nhan va
phat trién phoi don tinh tir ngudn t€ bao tring heo thu nhan tir nang noan nho. Phitc hop t€ bao
trang-cumulus (COC) c6 tir 2 16p cumulus trd 1én sau khi dwoc thu nhéan tir nang noan nho (SF)
duoc lwa chon duwa vao nudi cay véi cac thoi diém b6 sung VEGF khac nhau trong IVM. Két qua
cho thdy ty 1& thanh thuc vé nhéan cta té bao tring thu tit MF cao hon so SF khi khéng bd sung
VEGEF (74,6 va 45,4%; P<0,05). O céc thoi diém bd sung VEGF khac nhau, ty 1& thanh thuc vé nhan
cao nhat khi bé sung VEGF 6 nhom t€ bao tring thu tir SF trong 22 gio dau IVM (73,9%), tiép dén
la 44 gio (71,2%), sau d6 la 22 gio sau (58,5%) va dwoc ghi nhan la thap nhat khi khong bo sung
VEGEF (45,4%). Dac biét, khi b6 sung VEGF ¢ nhom t€'bao tring SF trong sust 44 gio va 22 gio dau
cua IVM cho két qua vé ty 1& thanh thuc nhan khong khac biét c6 y nghia so véi nhom t€bao tring
thu tit MF khi khong bd sung VEGF (74,6%; P>0,05). Sau qua trinh IVM, céc t& bao tring c6 xuat
hién thé cuc thi nhat dugc kich hoat phoi don tinh bf“ang ethanol 7% két hop véi 2,5uM 6-DMAP.
Ty 1 phan chia t& bao va hinh thanh phoi nang khi bd sung VEGF trong giai doan su6t 44 gio (1an
lwot1a 70,7 va 24,4%) va 22 gio dau (1an luot 1a 74,3 va 28,3%) ciia IVM ¢ nhdm té'bao tring SF khac
biét khong cé y nghia so v6i nhém té'bao tring thu tir MF khi khong b6 sung VEGE (79,9 va 31,7%;
P>0,05). Vi vay, viéc bd sung VEGF 6 nong d6 250 ng/ml vao moi treong & 22 gio dau hodc sudt 44
gio ctia IVM khong nhitng gitip cai thién ty 1€ thanh thuc nhan ma con gitip nang cao hiéu qua san
xudt phoi don tinh cta t& bao triing heo thu tir nang noan nho trong diéu kién in vitro.

Tw khoa: Nudi cdy thanh thuc, té'bao tritng heo, nang noin nhé, VEGEF, phdi don tinh.

ABSTRACT

Stage-dependent effect of Vascular Endothelial Growth Factor protein in the matuaration
medium on nuclear maturation and developmental competence of parthenogenetic embryos of
porcine oocytes derived from small follicles

This study aimed to evaluate the stage-dependent effect of VEGF protein supplementation
in maturation medium on nuclear maturation and further parthenogenetic embryos development
of porcine oocytes derived from small follicles. Cumulus-Oocyte Complexes (COCs) with more
than 2 layers were collected from medium follicles (MF) and small follicles (SF) for in vitro
maturation (IVM) in 44hrs, the oocyte with the first polar body was subjected to parthenogenetic
activation by ethanol. Result showed that the nuclear maturation rate of MF-derived oocytes was
significantly higher than SF-derived oocytes in condition of without VEGF supplementation (74.6
and 45.4%, P<0.05). Furthermore, the result also indicated that the stage-dependent effect of VEGF
supplementation in maturation medium on nuclear maturation, cleavage rate and blastocyst
formation of SF-derived oocytes was found. The percentage of nuclear maturation was highest in
SF-derived oocytes supplemented with VEGF during the first 22hrs of IVM (73.9%) as compared
to the 44hr-treated group (71.2%), last-22hr-treated group (58.5%) and non-treated group (45.4%).
Meanwhile, no significant differences between non-treated MF-derived (74.6%, P>0.05), first-22hr
and 44hrs group after IVM were observed. After parthenogenetically activation was applied, the
cleavage and blastocysts rate in SF-derived oocytes of the 44hr-treated group (70.7 and 24.4%,
respectively) and first-22hr-treated group (74.3 and 28.3%, respectively) also showed no significant
differences to MF group (79.9 and 31.7%, respectively, P>0.05). In conclusion, supplementing 250
ng/ml of VEGF during the first 22hrs or entire 44hrs of IVM not only enhance the nuclear maturation
but also increase the cleavage rate and blastocyst formation of oocytes derived from small follicles.

Keywords: Porcine oocytes, in vitro maturation, small follicles, VEGEF, parthenogenetic embryos.

1. DAT VAN BE vitrondi riéng. Tuy nhién, t€ bao tring nudi cdy
in vitro cho ty 1& vé phdi va thu tinh thdp hon so

Nhiéu thanh tuu dat duoc trong thoi gian VN , e \
v0i t€ bao tritng nuoi cay in vivo (Trounson va

qua vé cong nghé phdi ndi chung va phoi in
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ctv, 2001; Kala va ctv, 2017). Bén canh d6, quy
trinh IVM thuong quy uu tién st dung cac t&
bao tritng thu tir nang noan trung binh (MF;
3-7mm), mot lwong 16n vat liéu di truyén tw
cac nang noan nho (SF; <3mm) thwong bi loai
bo do ty 1€ thanh thuc va kha nang phat trién
phoi thap (Marchal va ctv, 2002; Kohata va ctv,
2013). Vi vay, nhiéu nghién ctru da va dang nd
lwe tim ra cac giai phap dé cai thién moi treong
nudi cdy in vitro, khong chi nham nang cao
hiéu qua san xudt phéi in vitro (Nguyen va ctv,
2010; Kere va ctv, 2014) ma con dam bao duoc
chat luong va kha nang sdng sot cta t€ bao
trang thu tir SF (Valadao va ctv, 2020). Hién
nay, c¢6 rat nhiéu phuong phap dé t6i vu hoéa
quy trinh nuoi cé’y in vitro, trong dd cé protein
la yéu td tang treong ndi mao mach (VEGE:
vascular endothelial growth factor). Sy hién
dién ctia VEGF da dwoc chitng minh la c6 ich
ddi véi qua trinh phat trién nang noan (Yang
va Fortune, 2007), sy rung tritng va phat trién
ctia phoi (Biswas va ctv, 2018). Ngoai ra, VEGF
la mét protein ¢ anh hwong tich cuc dén viéc
nudi cay té'bao tring, ty 1é thanh thuc vé nhan
va té€'bao chat cling duoc cai thién dang ké khi
bd sung VEGF vao mdi treong nudi cdy o té
bao tritng heo (Biswas va Huyn, 2011; Kere va
ctv, 2014; Bui va ctv, 2016; Biswas va ctv 2018),
bo (Einspanier va ctv, 2002; Lou va ctv, 2002;
Anchodorquy va ctv, 2015), cttu (Cao va ctv,
2009) va chuot (Shimizu va ctv, 2007). Nghién
cu gan day cta ching tdi cling chi ra rang
viéc bo sung VEGF ¢ mtc 250 ng/ml gitip cai
thién kha nang hoi phuc giam phan va phat
trién phoi heo don tinh tir nguon té'bao tring
thu tir nang noan nho (Nguyén Thanh Ngan
va Nguyén Ngoc Tan, 2023). Vi vay, nghién
ctru nay nham xac dinh anh huong ctia VEGF
bd sung theo tiing giai doan nuodi cdy IVM dén
ty 1é thanh thuc nhan va kha ndng phat trién
sau kich hoat ctia phoi don tinh ¢ t€'bao tring
heo thu tir nang noan nho.

2, VAT LIEU VA PHUONG PHAP NGHIEN CUU
2.1. Vat liéu, dia di€ém va thoi gian

Buodng triing heo dugc thu nhan tai 10 mo
dia phuwong. Tat ca cac hda chat dwgc st dung

trong nghién cttu nay dwoc nhap tr Sigma -
Aldrich (Hoa Ky), ngoai trtt nhitng hda chat
dac biét sé duoc chi ra trong bai viét.

Nghién cttu nay duoc thirc hién tai Phong
Cong nghé Phoi Dong vat, Vien Nghién cttu
Cong nghé Sinh hoc-Moi truong va Khoa
Khoa hoc Sinh hoc, Truong Dai hoc Nong
Lam Tp. H6 Chi Minh, tir thang 4/2022 dén
thang 11/2022.

2.2. Phuong phap
2.2.1. Thu nhédn phiic hop té'bao tritng

Phuwong phap thu nhan COC duogc thuc
hién theo quy trinh ctia Nguyén Ngoc Tan va
ctv (2019a,b). Cac nang noan cd kich thuwdcnho
va trung binh duoc choc hat lan luot béng dau
kim 20G va 18G gén vao syringe 5ml va 10ml.

2.2.2. Nuéi cdy thanh thuc t&'bdo triing

Sau khi thu t€bao tring tir cac nang noan
6 kich thudce khac nhau, cac phiec hop t€'bao
tring co tir 2 16p t&€ bao cumulus duoc chon
lpa va dwa vao nudi cdy trong moi truong
nudi cay thanh thuc t€' bao tring 1a TCM-199
c6 bo sung 10% dich nang noan, 0,8% BSA
(Bovine Serum Albumin), 100 UI/ml Penicillin
G sodium salt va 100 Ul/ml Streptomycin
sulfate salt trong 44 gio ¢ diéu kién 39°C, 5%
CO,. B6 sung 10 UI/ml hCG (human Chorionic
Gonadotropin) cho moéi treong nudi cay trong
22 gio dau va khong bd sung hormone cho
moi trudng nudi cay trong 22 gid sau (Nguyén
Ngoc Tan va ctv, 2019a,b).

2.2.3 Phuong phdp kich hoat va nuéi ciy phéi
don tinh

Sau 44 gio nudi cay IVM, t&€ bao tring
dwoc loai bo 16p cumulus va chi nhing té
bao tring c6 xuat hién thé cuc thir nhat (t€
bao tring thanh thuc) duoc st dung dé kich
hoat vdi 7% ethanol trong 5 phut (Francisco va
ctv, 2021), sau d6 u 4 gio vdi 2,5uM 6-DMAP
(Nguyen va ctv, 2010).

Sau khi t véi 6-DMAP, t€ bao tring duoc
rira 3 lan va duwa vao nudi cay 168 gio dudi
dang vi giot (100ul) trong mdi treong nudi
phoi (Porcine Zygote Medumim-PZM3). Ty
1é phan chia t€' bao (>2 t€' bao) sau 24 gio nuoi
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trong PZM3 duoc ghi nhan va s hinh thanh
phoi nang dugc quan sat sau 168 gio nuodi trong
PZM3 dudi kinh hién vi dao nguoc (Nguyén
Thanh Ngan va Nguyén Ngoc Tén, 2023).
2.24. Pdnh gid sw thanh thuc nhdn bang
phuong phdp Aceto-Orcein

Sau 44 gid nuodi cay, COC duoc loai bo té

bao cumulus, sau d6 cd dinh mau va nhudém
Aceto-Orcein theo quy trinh ctia Nguyén Ngoc
Tan va ctv (2019b). T€ bao triing da nhudém
dwoc quan sat hinh thai nhan dudi kinh hién
vi, nhan dién trang thai nhan ¢ cac giai doan
dién hinh nhu sau Tai mam (GV): nhiém sic
thé ton tai trong mang nhan va khéng c6 dau
hiéu vo ra, quan sat duoc hinh vong nh?m
Metaphase I: nhiém sac thé dong dang sap
x€p trén mat phang xich dao cta thoi v6 sac &
giai doan gian ky cua giam phan [; Metaphase
II: nhiém sac thé doéng dang sap x€p trén mat
phang xich dao ctia thoi v6 sac ¢ giai doan
gian ky ctia giam phan II va xuat hién thé cuc
tht nhat; Thoai hdéa (Degenerated): nhiém
sac the dudi xoan, dut gay, t& bao chat bi bién
dang. T€ bao triing duoc danh gia thanh thuc
nhan khi quan sat thdy nhiém sic thé ¢ giai
doan MII.

2.3. Noi dung thuc hién

2.3.1. Ddnh gid dnh hwéng cua thoi diém bo

sung VEGF trong nudi cdy IVM dén ty 1é
thanh thuc nhin cua té bao triing heo thu tir
nang noan nho

COC dwoc nudi cdy bo sung VEGF voi
nong do 250 ng/ml & cac giai doan khac nhau
cta IVM. Cac phttc hgp COC thu ttt SF va MF
nudi khong bd sung VEGF dugc xem la doi
ching. COC thu tir nang noan nho b sung &
22 gio nuoi cay IVM dau tién va khong VEGF
O 22 gio sau; khong bo sung VEGF ¢ 22 gio
dau va co ¢ 22 gio sau; bd sung VEGF sudt 44
gio nuoi cay IVM ¢ SF. Banh gia dwa vao ty
1é thanh thuc nhan bé"mg nhudm Aceto-Orcein,
thi nghiém nay duoc ldp lai 6 lan.

2.3.2. Ddanh gia anh hmiﬂg ctia thoi diém bé’

sung VEGF trong nudi ciy IVM dén kha nang
phdt trién sau khi kich hoat phéi don tinh ctia
té’bao triing heo thu tir nang nodn nho

COC sau khi dwgc thu nhan tr SF va
MF duoc nudi cay theo nghiém thite nhw ndi
dung 1. Sau IVM, cac t&€ bao triing thanh thuc
dwoc kich hoat phoi don tinh béng ethanol va
danh gia dua vao ty 1€ phan chia té'bao ¢ thoi
diém 24 gio va hinh thanh phoi nang sau 168
gio nuoi trong PZM3, thi nghiém nay dwoc
1ap lai 6 1an.
2.4. Xt ly s6 liéu

SO liéu duwoc xit ly theo phuong phap
thong ké mo ta va phan tich phwong sai mot
yéu t6 (ANOVA). Cac s6 liéu duogc trinh bay
dudi dang Mean+SEM. Céc gia tri % dwoc
chuyén vé dang arcsin trudc khi phan tich
ANOVA.

3. KET QUA VA THAO LUAN

3.1. Danh gi4d 4nh huéng cta thoi diém bo
sung VEGF trong nudi cdy IVM dén ty 1é
thanh thuc nhén cta t€ bao tring heo thu t
nang noan nho

Sau 44 gio nuodi cay, t€ bao tring duoc
nhudém bang Aceto-Orcein va duwgc quan st
dwdi kinh hién vi dé€ phan loai dwa vao hinh
thai nhan t€ bao, két qua hinh anh dai dién
cho cac giai doan ctia nhan dugc trinh bay 6
hinh 1 va bang 1.

Hinh 1. Hinh anh dai dién cic t€ bao tring
0 cac giai doan khac nhau ctia nhan sau khi
nhuém Aceto-Orcein

A: GV (Germinal Vesicle), B: MI (Metaphase 1), C: MII
(Metaphase 11), D: Té bao trirng thodi héa (D§ phong
dai 1.000 ldn).
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Bang 1. Kha ning thanh thuc nhan caa té€ bao tring theo thoi diém bd sung VEGF
trong nudi cdy IVM

Giai doan bd sung

Ty 1é cic t€ bao trimg dat dén cac giai doan khac nhau

%*if;g VEGE (ng/ml) tgg;g hie. ¢tia nhan (%)

mg 5y givdau 22givsau V™ n(GV/GVBD)  n(MD) n(MI)  n(DEG)
MF 0 0 118 9(7,6£1,1) 10 (84%16) 88 (74,61,8) 10 (8,5+1,1)
SF 0 0 117 14 (11,9¢1,6) 30 (258423) 53 (454414) 17 (17,042,0)
SF 0 250 118 12 (1021,9) 21 (17,8%+2,9) 69 (58,5°+1,3) 17 (14,4+37)
SF 250 0 119 7(68:2,5) 14 (11,8%<17) 88 (739%1.4) 9 (8,4+1,6)
SF 250 250 118 12(102¢1,3) 13 (10,1°+1,8) 84 (71,2:2.4) 10 (8,5¢1,7)

Trong cting cot, sé'liéu co cic chir cdi khdc nhau sai khic co i nghia thong ké (P<0,05). 56'liéu dwoc lap lai 6 ldn.

Két qua ¢ bang 1 cho thay rang khi bd
sung protein VEGF cung nong d6 nhung o
cac giai doan khac nhau da tac dong dén su
thanh thuc nhan té bao trirg heo mat cach
khacbiét cé y nghia. Ty 1é té€'bao trimg dat dén
giai doan MII cao nhat (73,9%; P<0,05) ¢ nhém
COC thu tir SF khi nudi cay IVM c6 bo sung
VEGF ¢ 22 gio dau so véi nhém COC thu tur
SF duogc nudi cdy trong moi treong hoan toan
khong bo sung VEGF (45,4%), hay chi bd sung
trong 22 gio sau (58,5%) va khac biet khong co6
y nghia (P>0,05) so véi viéc bo sung trong sudt
44 gio nudi cay (71,2%). biéu tha vi la khi bo
sung VEGEF trong 22 gio dau hodc suot 44 gio
cua IVM da cai thién kha nang hoi phuc giam
phan khi so véi nhom COC thu tir MF (74,6%)
khong bo sung VEGF. Co dén 25,8% s6 t€ bao
tring thu tir nang noan nho nudi cay khong
bd sung VEGF dung qua trinh hoi phuc giam
phan ¢ giai doan ML

Nhiéu nghién ctu ciing chi ra rang, bd
sung VEGF trong moi treong nudi cdy IVM
O 22 gio dau giup nang cao dang ké veé ty 1é
hoi phuc giam phan cta té€'bao tritng heo thu
tlr nang noan nho (Bui va ctv, 2016) va nang
noan trung binh (Kere va ctv, 2014; Nguyén
Thi Ngoc Han va Nguyén Ngoc Tan, 2021).
3.2. Anh hudng cia thoi diém bé sung VEGF
trong nudi cdy IVM dén kha ning phat trién
sau khi kich hoat phdi don tinh cua t€ bao
tring heo thu tir nang noan nho

Két thac IVM, t€ bao tring thanh thuc
duoc kich hoat tao phdi don tinh, két qua
dwoc trinh bay ¢ hinh 2 va bang 2.

Hinh 2. Anh dai dién vé hinh thanh phéi nang
khi bé sung VEGF (250 ng/ml) & cac giai doan
nubi cdy IVM
A: COC thu tie MF nubi cdy khong bo sung VEGF; B:
COC thu tir SF nudi cay khong bd’sung VEGF; C: COC
thu tir SF bd'sung VEGF liic 22 gio sau; D: COC thu tir
SF bd'sung VEGF liic 22 gio diw; E: COC thu tir SF bo’

sung VEGF sudt 44 gio.

Két qua bang 2 cho thdy b6 sung VEGF
c6 xu hudng cai thién ty 1é phan chia té bao,
tic 1a hoan thién qua trinh giam phan va
kich hoat qua trinh nguyén phan. Ty 1¢ phoi
€O 2 t& bao lac 24 gio sau kich hoat cai thién
dang ké (P<0,05) khi b6 sung VEGF ¢ 22 gio
dau hay sudt 44 gio nudi cdy IVM (74,3 va
70,7%) so voi b6 sung 22 gio sau hay khong
bd sung VEGF (61,9 va 60,5%) 6 nhém COC
thu ttr nang noan nho. Viéc bd sung VEGF o
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22 gio sau, 22 gio dau va 44 gio cua IVM dat
ty 1é phoi nang twong tng la 13,1%; 28,3% va
24,4%, khac biét khong c6 y nghia (P>0,05)
gitta cac nhdm nhung cao c6 y nghia (P<0,05)
so voi khi khong bo sung VEGF 6 nhém COC
thu tte SF (6,5%). Ddc biét, ty 1é phan chia t&

bao va phoi nang khi bé sung VEGF 22 gio
dau (1an luot 1a 74,3 va 70,7%) va sudt 44 gio
(1an lwot 1a 28,3 va 24,4%) khong khac biét co
y nghia (P>0,05) so v6i nhém COC thu tir MF
khi khong bd sung VEGF (lan luot 1a 79,9 va
31,7%).

Bang 2. Kha ning phat trién sau kich hoat phoi don tinh theo thoi diém b sung VEGF

trong nudi cdy IVM
R T L
trimg — — duoc kich hoat (n) S L —
22 gior dau 22 gid sau n (22 té bao) n (Phoi nang)

MF 0 0 85 67 (79,9°+2.2) 27 (31,7+1,5)
SF 0 0 48 29 (60,5%1,3) 3 (6,52,9)
SF 0 250 68 42 (61,9%1,1) 9 (13,1°+1,8)
SF 250 0 85 63 (74,31 .4) 24 (28,3%+2,7)
SF 250 250 82 58 (70,7°+1,7) 20 (24,4°+1,5)

Két qua ctia nghién ctru nay c6 diém twong
dong so vodi cac nghién ctu trude day (Lou va
ctv, 2002; Bui va ctv, 2016). Nghién cttu ctia Kere
va ctv (2014) cling bao céo rang phdi heo don
tinh dat két qua cao nhat khi b6 sung protein
VEGF-A trong 22 gio dau hay 44 gio cua IVM
so voi 22 gio sau va khong bo sung VEGE.

4. KET LUAN

B6 sung protein VEGF ¢ mtc 250 ng/ml &
giai doan 22 gio dau hodc sudt 44 gio nudi cay
t& bao tring khong nhiing giup gia tang kha
ndng thanh thuc nhan ma con cai thién dang
ké ty 1é hinh thanh phoi nang cta t&€ bao heo
tring thu ttt nang noan nho.
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KHA NANG SAN XUAT GA HAC PHONG THE HE XUAT PHAT
Nguyén Thi Thiry Tién', Hoang Tudn Thanh", Bii Thi Phwong? va Nguyén Thi Lan Anh?

Ngay nhan bai bao: 30/11/2022 - Ngay nhan bai phan bién: 11/12/2022
Ngay bai bao duwgc chdp nhan dang: 30/12/2022
TOM TAT

Nghién ctru nhdm danh gia kha nang san xuét ctia ga Hic Phong thé hé xudt phat nudi tai Trai
thuce nghiém Phén vién Chan nu6i Nam Bo. Két qua cho thay giai doan 0-8 tuan tudi, ty 1é song
gitta nhom dong trong va dong mai dat 95,60 va 95,70% va 9-20 tuan tudi 1a 98,00 va 98,40%. Khoi
luong 01 ngay tudi la 28,5 g/con d6i véi dong trong va 27,8 g/con d6i véi dong mai. Dén 8 tuan tudi,
dong trong dat 636,4 g/con trong va 528,4 g/con mai; dong mai la 633,4 g/con trong va 528,4 g/con
mai. O 19 tuan tudi, tuong tng la (1.248,0 g/con trong; 1.032,0 g/con mai) va 1.210,0 g/con tréng;
953,5 g/con mai. Lwong thirc dn tiéu thu cho dong tréng va mai giai doan 0-8 tuan tudi la 1.706,0 g/
con va 1.682,0 g/con; giai doan 9-20 tuan tudi la 5.830,0 g/con tréng; 5.283,0 g/con mai va 5.764,0 g/
con tréng; 5.219,0 g/con mai twong ting cho mo6i nhém. Tudi dé dao dong 136-138 ngay. Nang suat
tring dat 147,50-147,70 qua/mai/72 tuan tudi, tuong tng vai ty 1é dé trung binh la 40,30-40,60% va
tiéu ton thie dn la 2,49 kg/10 qua tring. Khoi luong tring 38 tuan tudi dat 42,20-42,50 g/qua. Mot
s0 chi tiéu ap no dat duoc nhu sau: ty 1€ tring c6 phoi/tring ap 1a 94,50-94,70%, ty 1€ no/tring ap
12 83,30-84,40%, ty 1& no/trimg c6 phéi 88,10-89,10%, ty 18 ga loai 1/tring ap 1a 75,40-78,50%.

Tix khéa: Chon loc, ga Hic Phong, khd ning sin xudt, chat lugng tring.

ABSTRACT

Evaluation of the productive performance of the first generation
of Hac Phong chicken breed

' Trung tim Nghién ctru va Phat trién Chan nudi Gia cdm Vigova
* Phan vién Chan nuoi Nam bo.
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