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ABSTRACT

The study was conducted to support the development of the in vitro oocytes
through the culture process needs to be supplemented with two different
including (1) control (DC): TCM-199 + FBS (10%) compared with (2)
treatment (TN): TCM-199 + FBS (10%) + sodium pyruvate (0.1 mg/ml) +
hypoxanthine (4 mM) + estrogen (0.1 ug/ml). The cumulus-oocyte-granulosa
complexes-COCGs are are cultured fixed by 1% agarose. After 13 days of
culture, the results showed that the COCGs which had undergone in both
treatment then formed antra, resulting in antral follicle-like structures on day
3 and 4 of culture. However, only in the TN treatment, these structures
remained until day 13. In addition, the growth of follicle sizes was reported
in both DC and TN treatments, respectively, from 95.2 £ 1.4 um to 107 £ 6.4
um and from 95.7 = 1.7 um to 113.6 + 6.4 um (p<0.05). The IVM experiment
affirms the maturity of oocytes in the TN treatment at proportion 35.7%
oocytes formed the first polar body. The IVF results showed that the
fertilization of the oocytes was successfully accounted for 26.7% and growth
to the 4-celled embryonic stage.

TOM TAT

Nghién cuu dugc thuc hién nham hé tro su phat trién ciia nodn bao in vitro
bang cach b sung cdc yéu t6 can thiét trong qud trinh nudi cdy & méi trieong
(1) doi chitng (PC): TCM-199 + FBS (10 %), so sanh véi méi truong (2) thi
nghiém (TN): c6 bé sung thém sodium pyruvate (0,1 mg/ml) + hypoxanthine
(4 mM) + estrogen (0,1 ug/mL). Cdc phirc hop nodn bao-cumulus-té bao hat
(complexes of cumulus- oocyte—granulosa COCGs) dugc nuoi 6 dinh bang
agarose 1%. Két qua sau 13 ngady nuoz cay cho thdy, cac COCGs déu hinh
thanh cdu triic * ‘giong xoang nang” ¢ ngay 3 va 4 cua qua trinh nuoi trong
cd hai méi truong. O méi truong TN, cdc cdu triic nay duy tri dén ngay thir
13. Bén canh do, kich thuoc nodan bao tang so voi truoc khi nudi ¢ ca moi
truong BC va TN lan lwot la tir 95,2 + 1, 4 um dén 107 + 6,4 um, va tir 95,7 +
1,7 um dén 113,6 + 6,4 um (p<0, 05). Két qua IVM (nuéi trucng thanh nodn
bao in vitro, in vitro maturation) khdng dinh sy triuong thanh ciia nodn bdo
(xuat hién thé cuc thir nhat) duwoc nuoi trong moi truong TN dat 35,7%. Két
qua IVF (thy tinh trong éng nghiém, in vitro fertilization) cho thay 26,7%
nodn bao dwoc thy tinh thanh céng va phat trién dén giai doan phéi 4 té bao.

Trich dén: Nguyén Thi Thanh Giang, L& Thi Vi Tuyét va Duong Hoa X6, 2019. Nudi cy phirc hop OCG
(Oocyte - Cumulus - Granulosa) dugc thu nhén tir nang noan bo ¢ giai doan hinh thanh xoang sém.
Tap chi Khoa hoc Trudong Pai hoc Can Tho. 55(S6 chuyén de: Cong nghé Sinh hoc)(1): 235-242.
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1 GIOI THIEU

Su phat trién cua nhirng nang nodn/noan bao phu
thudc vao nhiéu yéu t6 nhu: cac gonadotropin, yéu
t6 tang trudng va cac hormone steroid. Bén canh do,
su tuong tac giita nodn bao véi cac té bao 1an can
nhu cumulus hay granulosa 14 can thiét cho su phat
trién nodn bao t6i wu. Nham h tro su phat trién nodn
bao in vitro trong truong hop cac noan bao nay
khong c6 kha nang thanh thuc in vivo, cac phirc hop
nodn bao-cumulus-granulosa dugc nuéi cdy trong
diéu kién b6 sung cac yéu td can thiét. Sodium
pyruvate, hypoxanthine va estrogen duoc khang
dinh 14 co vai trd quan trong trong su phat trién cua
céc té bao nang nodn va sy thanh thuc ciia nodn bao
(Leese and Barton, 1984; Eppig and Downs et al.,
1987; Harada et al., 1997; Geshi et al., 2000; Palter
et al., 2001; Couse et al., 2005; Hirao et al., 2012;
Smetanina et al., 2017). Sodium pyruvate 1a mot
chat chuyén héa glucose, nguon ning lugng chinh
cho té bao va gitip t& bao bao vé ban than trudc cac
géc ty do. Bén canh d6, sodium pyruvate dugc
khéng dinh vai trd trong viéc thiic dé”iy su thanh thuc
nhan ctia nodn bao ¢ bo va su hién dién lién tuc cua
céc té bao cumulus trong qua trinh thanh thuc noan
bao rat quan trong cho sy phat trién tiép theo cua cac
hop tir t6i giai doan blastocyst. Cac nghién ciru gan
day trén gia stic da chimg minh ti 1¢ thy tinh binh
thuong cua cac noan bao nudi ciy bang sodium
pyruvate cao hon so v6i nudi ciy khong bd sung yéu
t6 nay (Geshi et al., 2000). Hon hita, kha ning tiéu
thu sodium pyruvate phu thudc vao sy hién dién cua
céc té bao cumulus va té bao hat. Mirc tiéu thu oxy,
glucose va pyruvate cia cac phuc hop noan bao-
cumulus-té bao hat (complexes of oocyte-cumulus-
granulosa, COCGs) gip gan hai lan cic nodn bao
trin (Leese and Barton, 1984; Downs, 2002; Sutton,
2003). Hypoxanthine 1a chat @c ché cAMP-
phosphodiesterase trong dich nang, do d6 khi bd
sung hypoxanthine trong méi trudng nudi ciy s&
gitip duy tri mirc do cAMP trong té bao soma ciing
nhu trong tring va duy tri chirc nang ctia chung, nhu
sw twong tdc gita nodn bao-granulosa.
Hypoxanthine diéu khién sy twong tac bén vimng cua
noan bao-granulosa ¢ bo (Harada et al., 1997).
Hypoxanthine 1a mot thanh phan cta hau hét cac
mdi truong nudi cdy duoc sir dung cho nudi thanh
thuc nodn bao dong vét c6 vi. Hypoxanthine dugc
chimg minh ¢6 tac dong tich cuc dén hinh thai noan
bao v4i ndng d6 4 mM, n6 giup duy tri noan bao ¢
giai doan tai mam, hd tro sy ton tai ciia nodn bao va
c4c té bao cumulus. Estrogen thuc day sy ting sinh,
biét hoa cua té bao granulosa va ting cudng phan
mg cua t& bao granulosa vai sy kich thich cua
gonadotropin (Palter et al., 2001; Couse et al.,
2005). Estrogen hd trg ting trudng in vitro ciia trimg
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bo trong nudi ciy ting trudng phic hop COCGs
phan 1ap tir cac nang cd xoang som va cd dugc kha
nang giam phan (Hirao ef al., 2004; Hirao et al.,
2009).

Mic du cac yéu t trén déu hd tro sy phat trién
ctia noan bao nhung ching chi dugc nghién ctru hiéu
qua tac dong don I¢, t01 ru hoa ndng do tac dong.
Viée t6 hop cac yéu td nay trong qué trinh nuéi
thanh thyc noan bao chwa dugc chimg minh. Trén
cing mot ddi tugng nghién ciru, viée nudi cy cac
COCGs phan 1ap tr cac nang noan c6 xoang sém
(0,5-1,0 mm) duoc thuc hién kha sém. Nam 1997,
Harada ef al d3 nudi cdy thanh cong dau tién cac
phirc hop COCGs tir budng trimg bo. Ciing trong
céng b nay, nhom tac gia khang dinh hypoxanthine
gitp duy tri hinh thai binh thuong va hd trg gia ting
kich thudc nodn bao sau nuéi cdy. Diéu nay dugc
khing dinh mot an nira trong nghién ctru cia nhom
tac gia Senbon vao nam 2002 va néng do 4 mM
duoc chirng minh 13 hd trg t6t nhat sy thanh thuc cua
noan bao (Harada ef al., 1997; Senbon and Miyano,
2002). Trong nhing nim gan déy, co nhidu nghién
ctru lién quan dén khao sat méi trueong nudi cdy danh
cho COCGs. Cu thé vao nam 2015 va 2016, nhém
nghién ciru ciia Makita et al da cong bd hai cong
trinh nghién ctru khang dinh vai trd hd tro sy ting
truong vé kich thude va thanh thuc vé chirc ning
noan bao boi estrogen. Cing trong hai nghién ctu
ndy, nhom tac gia khing dinh méi trudng nudi ciy
két hop gitra estrogen va androgen cho hiéu qua tac
dong 1én nodn bao tot hon khi chi sir dung estrogen
(Makita and Miyano, 2015; Makita et al., 2016).
Trén céc co s& do, thir nghiém nudi cdy thanh thuc
noan bao cua bo trong cac COCGs, (cac phuc hop
duoc thu nhén & nang noadn c6 xoang sém) trong moi
truong nudi c6 bd sung estrogen, sodium pyruvate
va hypoxanthine dugc thuc hién.

2 VAT LIEU VA PHUONG PHAP
NGHIEN CUU

2.1 Nguyén vit liéu — hoa chit

Budng trimg bo dugc cung cip tir 10 mb Son
Thuy Ha (Long An). Budng trimg b sita khong co
cac ddu hiéu ciia xo hoa hodc u nang. Tong sb budng
triing dugce st dung cho toan b thi nghiém 1a 30
budng trimg.

Céc hoa chat sir dung cho nghién ctru duoc cung
cdp tir hang Sigma (USA): FBS; BSA; sodium
pyruvate; penicilin/streptomycin; hyaluronidase,
FSH; LH; estradiol; hypoxanthine, heparin; amino
acid thiét yéu; amino acid khong thiét yéu. Moi
truong TCM199 dugc cung cip boi  Life
Technologies (USA). Moi truong TL Fertilization
Medium, SOF medium dwoc cung cip boi hing
Minitube.
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Nhém con lai dugc tién hanh thu tinh IVE. Céac
noan bao nay duogc rua lai trong moi truong IVF (TL
Fertilization Medium (méi truong thy tinh) bd sung
albumin huyét thanh bd (bovine serum albumin —
BSA) (6 mg/mL), pyruvate stock (10 pL/mL) va
heparin (10 uL/mL)) truéc khi chuyén sang vi giot
thu tinh. Vi giot thy tinh dugc tao bé’mg moi treong
IVF (méi truong thu tinh) véi kich thude 90 pl/vi
giot. 10ul dich huyén phu tinh tring (mat d¢ 6.106
tinh trung/ml) dugc thém vao vi giot thu tinh. Sau 8
— 10 gid ddng nudi ciy, hop tir gia dinh duoc rira 2
lan trong mdi trudng nudi phdi SOF (SOF stock bd
sung FBS (10%), amino acid thiét yéu (10 pL/mL),
amino acid khong thiét yéu (20 pL/mL), pyruvate
(0,363 mg/mL)) trudc khi nudi trong vi giot moi
truong nady. Sau 48 gid nuoi, ti 1€ thu tinh (ti 1€ tao
phoi 4 t& bao) dwoc ghi nhan bang cach quan sat
dudi kinh hién vi dao ngugce (Ngo Thi Mai Huong
va ctv., 2011).

2.2 Thu nhén cac phirc hgp noin bao-
cumulus-granulosa (COCGs)

Céc miu budng trimg bo sita khong bi u nang,
khong bi xo hoa dwoc thu nhén tir 16 m Son Thiy
Ha ¢ Long An va dugc bao quan trong mudi dém
phosphate (PBS, Phosphate Buffer Saline) khang
sinh (penicilin/streptomycin ) 2X. Budng tring
dugc xir Iy dé loai bé mau va mé mé trong céc dung
dich PBS vé6i ndng d6 khang sinh giam dan 2X va
1X (Harada ef al., 1997). Cac nang noan cé xoang
som (duong kinh 0.5-1mm) dugc phan 1ap bang co
hoc tir buéng trang (Saha ef al., 2000; Sun and Li,
2013). Cac nang nodn dugc rua trong moi truong
TCM199 bé sung 10% FBS, khang sinh 1X. Cac
phitc hgp COCGs dugc phan 1dp tir nhitng nang
noan nay, chi nhitng noén bao cé duong kinh 90-100
pm méi duoc nudi cay (Hinh 1). Puong kinh noin
bao (trlr mang zona) dugc xac dinh bang phin mém
RI (Research Instruments) va hinh danh dugc quan
sat va ghi nhan dudi kinh hién vi ddo nguogc.

2.3 Nudi ciy ting truwéng cac phirc hop
noan bao-cumulus-granulosa (COCGS) in vitro

Cac phtc hop COCGs duoc nubi cay trong dia 4
giéng vai gia thé gel agarose 1% duoc chuan bi san.
Gel agarose 1% duoc hat chuyén vao mdi giéng cua
dia 4 giéng véi thé tich 1a 300 uL. Pia nudi dugc
2 gio trong diéu kién 38,5°C, 5% CO,. Cac COCGs
duogc chuyen vao nhing dia nay véi s6 lugng 5-10
phtrc hop/gleng Sau do, 200 pL agarose 1% dugc
bd sung tiép tuc vao dia nudi, o dia ¢ 38,5°C dén khi
gel dong lai. Mdi truong nudi cdy dwoc bd sung vao
dia véi thé tich 1a 500 pL. Mbi trudng can duoc o
tbi thiéu 2 gio truée khi st dung (Leese and Barton,
1984; Harada et al., 1997; Hirao et al., 2004; Hirao
et al., 2009; Hirao et al., 2012).
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Moi truong thi nghiém (TN): TCM199, FBS
(10%), sodium pyruvate (0,1 mg/ml), hypoxanthine
(4 mM), estrogen (0,1 pg/ml) (Hirao et al., 2004).

Mbi trudng dbi ching (BC): TCM199, FBS
(10%).

Qua4 trinh nudi cdy duogc thyc hién & diéu kién
38,5°C, 5% CO.. Ngay dau tlen cua qua trinh nudi
cdy 1a ngay DO va nudi céy tiép tuc cho dén ngay
D13. Trong sudt qua trinh nudi ciy, cc phirc hop
dugc danh gia sy thay doi vé hinh thai, sy hinh thanh
xoang (Huang et al., 2013). Vao ngay D13, cac phuc
hop con lai duge chuyén sang vi giot chira 100 pL
moi truong nudi thanh thuc (5-10 nodn bao /1 vi
giot) dugc phu dau khoang. Sau do, cac nodn bao
nay s€ dugc st dung dé thuc hién nudi thanh thuc
(in vitro maturation, IVM) va thu tinh nhan tao (in
vitro fertilization, IVF).

Téng s6 phirc hop COCGs dugc nudi ciy1a 124
COCGs, thu nhan tir 20-25 budng trung.

2.4 Nudi thanh thuc noian bao (IVM) va thu
tinh in vitro (IVF)

Céc nodn bao sau qua trinh nuéi tang truong in
vitro dugc chuyén vao vi giot dau khoang chira
100pL moéi truong nudi thanh thuc nodn bao
TCM199 co6 chira FBS (10%), sodium puruvate (0,1
mg/mL), estrogen (0,1 pg/mL), FSH (0,02 IU/mL),
LH (0,01 IU/mL), 5-10 trimg/1 vi giot. Cac noan
bao dugc nudi cdy trong diéu kién 38,5°C, 5% CO,
trong 24 gid. Sy thanh thuc cua noan bao sau nudi
duoc danh gia thong qua su xuat hién thé cuc va kha
nang tao phdi. S6 phtrc hop duoc chia lam 2 nhém,
nhom danh gia sy hinh thanh thé cuc s& dugc loai bo
cac cumulus bam xung quanh bang cach thém 10 uL
dung dich hyaluronidase (0,3pg/ml) vao mdi vi giot
nudi cdy va u trong 10 phit & nhiét do 38,5°C voi
5% CO,, bao hoa hoi nude. Sau thoi gian G, noan
bao duoc loai béo hét cac t& bao cumulus va
granulosa bao quanh bang pipette pasteur, quan sat
su hién dién ciia thé cyc tha nhat va duong kinh
nodn bao (trlr mang zona) dugc xéac dinh bang phan
mém RI (Research Instruments).

Nhom con lai duge tién hanh thu tinh IVF. Cac
nodn bao nay dugc rira lai trong moi truong IVF (TL
Fertilization Medium (mdi truong thu tinh) b sung
albumin huyét thanh bo (bovine serum albumin —
BSA) (6 mg/mL), pyruvate stock (10 pL/mL) va
heparin (10 pL/mL)) truéc khi chuyén sang vi giot
thu tinh. Vi giot thy tinh dugc tao bang mdi trudng
IVF (méi truong thu tinh) vai kich thude 90 ul/vi
giot. 10ul dich huyén phu tinh tring (mat d¢ 6.106
tinh trang/ml) dugc thém vao vi giot thy tinh. Sau 8
— 10 gid ddng nudi ciy, hop tir gia dinh duoc rira 2
lan trong mdi trudng nudi phoi SOF (SOF stock bd
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sung FBS (10%), amino acid thiét yéu (10 pL/mL),
amino acid khong thiét yéu (20 pL/mL), pyruvate
(0,363 mg/mL)) trudc khi nudi trong vi giot moi
treong nay. Sau 48 gio nudi, ti 1€ thy tinh (ti 1€ tao
phoi 4 t& bao) dwoc ghi nhan bang cach quan sat
dudi kinh hién vi dao ngugce (Ngo Thi Mai Huong
va ctv., 2011).

2.5 Xirly s6 liéu va kiém dinh thong ké

S lidu dugc xir Iy bang phin mém Microsoft
Exel 2010 va Statgraphics Centurion phién ban
XVLIL Su khac biét thong ké cua s6 liéu dudng kinh
duoc xu ly béng kiém dinh T-test, con céac s lidu
khac duoc xir 1y bang kiém dinh y2-test. Két qua c6
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¥ nghia théng ké khi gia tri p< 0,05.
3 KET QUA
3.1 Phan lap phitc hgp COCGs

Céc phirc hop COCGs duoc thu nhan bang cach
su dung kim 29G va pipette pasteur xé nang noan
duodng kinh 0,5 -1 mm. Két qua cho thiy phuong
phap xé nang cho ra cac phirc hgp COCGs tuong d6i
toan ven (phirc hop ¢6 hon 5 16p té bao). Quy trinh
phan 1ap nay cho két qua dat 84% (25/30) phirc hop
sau phan ldp co hinh thai nguyén ven va 96%
(24/25) phtrc hop séng duge danh gia bang phuong
phap nhuom neutral red. Do do, quy trinh phan 1ap
COCGs duoc ap dung cho cac thi nghiém ké tiép.

Hinh 1: Cac phirc hgp COCGs dwoc phan lap (thang do 50 pm)

3.2 Su tang truwéng noan bao in vitro

Sau qua trinh nu6i 13 ngay, cac phic hop
COCGs ¢6 sy thay d6i hinh thai rat khac biét, kich
thude phirc hop tang theo thoi gian nudi ciy, dong
thoi hinh thanh cac ciu tric gidng xoang nang (Hinh
2). O ca hai nghiém thtrc, sau 1 ngay nudi cay, cac
phirc hgp COCGs sé& thay ddi thanh hinh dang khéi
cau gidng nhu nang trimg (Hinh 2b). Puong kinh
ctia COCGs ngay cang tang theo thoi gian nudi cdy.
Trong nghiém thirc ddi chimg PC, 60% - 70%

COCGs tao thanh céu tric gidng xoang sau 3-4 ngay
(Hinh 2-b1). Sau 4-5 ngay, cac té bao granulosa bat
dau lan rong trong gel lam mat cau tric giéng nang
c6 xoang cua phuc hgp (Hinh 2-cl, dl). Sau 13
ngay, 98% COCGs bi dan trai trong gel agarose lam
mét cdu tric gibng nang c6 xoang (Hinh 2d-1).
Trong nghiém thirc thi nghiém TN, cling c6 60%-

70% phirc hgp COCGs tao thanh cau triic gidng nhu
nang c6 xoang sau 3-4 ngay, nhung ciu tric nay van
dugc duy tri sau 13 ngay dat 47% (29/62) (Hinh 2-
b2, c2, d2).

D7 D13

Hinh 2: Hinh thai COCGs trong sudt qua trinh nudi cy, thang do 100 pm

» cau tric giong xoang nang E> cac té bao granulosa lan réng, mat cau triic giong xoang nang E> nodn bao tran

BC: doi chitng, TN: thi nghiém, D: ngay nudi cay

238



Tap chi Khoa hoc Truong Pai hoc Can Tho

Sau 13 ngay nudi cdy, nhimng phic hop COCGs ¢6
chu trac giéng nang c6 xoang dugc tach ra khoi gel
¢6 hinh thai noén bao binh thuong tuong ng trong
2 mdi truong BC va TN 1a 26 % va 68 %. Duong
kinh noéin bao tang tir 95 um dén 107,0 + 6,4 pm va
113,6 £ 6,4 pum lan luot & nghiém thirc BC va TN
(Bang 1). Két qua phan tich thong ké cho thay, & ca
hai nghiém thirc, duong kinh nodn bao sau nudi cay
cao hon dang ké (pvaie<0,05) so véi trude khi nudi
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ciy (Hinh 3). Ty 1€ ting truong cia trimg khi nudi
trong nghiém thirc TN ¢6 bd sung sodium pyruvate,
hypoxanthine va estrogen la 18,6% cao hon
(Pvaine<0,05) so v6i dbi ching (12,3%). Két qua cia
3 lan lap lai khong khac biét dang ké (puaie>0,05).
Ty 1€ noan bao trin ghi nhan dugc 6 céa hai nghiém
thirc BC va TN trong sudt qué trinh nudi cy 1 98%
va 53% (Bang 2).

Bang 1: Su tang truéng cia tring trong 2 nghiém thirc

Pwong kinh ciia noin bao M = SD (um)

S6 lwong (%) noén

Nghigm 56 COCGs Truée khi .. Tangtruong  bdo c6 hinh thai binh
thie nuoi* ~.  Sau khi nuoi o \

nuoi (%) thuwong
PC 62 952+ 14 107 = 6,4° 123 = 63° 16(26)°
TN 62 95,7 £ 1,7 113,6 + 6,4% 18,6 £5,7° 42(68)°
In vivo** 39 121,5+3,0°

* 86 liéu tir 3 lan thi nghiém Iap lai. Mi lan lap lai 19-23 COCGs
@b Cdc gid tri khdc nhau trong méi cét mé ta sw khac biét dang ké (p<0,05)

« B Mbi gid tri dieong kinh trung binh khdc biét so véi gid tri truée khi nudi (p<0,05, t-test)

In vivo **: Cdc phirc hop COCGs dwoc thu nhdn tir cac nang co xoang dwong kinh 5-8 mm

um
120F 952 957 1136 107 121331
! b ]
> T c 1
§' 119? T :
-3 [ I
= 109} y
: 3 -
;:.2 > -
o0
§ - a a 4
[ & .
Q o9 ¢ T l !
[ e i ¢ o '
| o
89 n=62 1262 =62 =62 n=39 A
Ngay nuoi 0 0 13 13
Nghiémthee DC TN TN bC  Invivo

Hinh 3: D6 thi thé hi¢n dwong kinh ciia noin bao sau khi nudi ciy sau 13 ngay

a,b,c,d Céc gid tri khdc nhau mé ta sw khdc biét ding ké (p<0,05)

Bang 2: Hinh thai cia tring sau khi nudi 13 ngay

Nghiém thirc S6 COCGs* S6 lwgng noin bao con granulosa S6 lwgng noan bao bi boc tran
(%) (%)
bC 62 1(2)? 61 (98)
TN 62 29 (47)° 33 (53)°

* 86 liéu tir 3 lan thi nghiém Iap lai. Méi lan Idp lai 19-23 COCGs

@b Cie gid tri khdc nhau trong méi cot mé ta sw khdc biét ding ké (p<0,05, kiém dinh y2-test)
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3.3 Su thanh thuc nodn bao in vitro

Sau khi nuéi tang trudng chi c6 nhiing phirc hop
nodn bao-cumulus chira nodn bao c6 hinh thai binh
thuong mai duge nudi thanh thuc. Tong s 29 phirc
hop nodn bao-cumulus thu dugc tr nghiém thirc TN
cua nudi tang trudng duoc chia lam 2 nhom, 1an lugt
1a nhém IVM (nu6i thanh thyuc noén bao in vitro; 14

Tap 55, 86 chuyén dé: Cong nghé Sinh hoc (2019)(1): 235-242

COCGs) va nhém IVF (thu tinh trong dng nghiém;
15 COCGs). Két qua dugc thé hién & bang 3 cho
thy: sau 24 gid nudi thanh thuc nodn bao (IVM), ti
1¢ trimg thanh thuc — xuét hién thé cuc thir nhét 1a
35,7 % (5/14) (Hinh 4-a). Sau khi nudi thanh thyc,
tring duoc thu tinh trong dng nghiém (IVF), ti 1&
phoi ghi nhan dén giai doan 4 té bao dat 26,7%
(4/15) (Hinh 4-b).

Bang 3: Panh gia sy thanh thuc ciia nodn bao & nghiém thirc TN

Nhém S6 COCGs ban dau  Ti 18 xuit hién thé cue (%) Ti 1¢ phdi 4 t& bao (%)
Nudi thanh thuc (IVM) 14 35,7 (5/14) X
Tao phdi (IVF) 15 X 26,7 (4/15)

X: khéng ghi nhdn két qua

Hinh 4: Noan bao thanh thuc. Thang do 100 pm
(a) Nodn bao thanh thuc, (b) Tring sau thu tinh

‘ - thé cuee thir nhét;
4 THAO LUAN

Theo sinh ly buéng triing, nodn bao tang trudng
vé kich thude, chuén bi nguyén lidu, tién hanh giam
phan nhim thanh thuc vé chirc ning trong sudt qua
trinh phat trién va san sang cho qua trinh thy tinh
dién ra sau d6 (Harada et al., 1997). Trong nghlen
clru nay chung t6i c6 thé khang dinh viéc nudi cay
in vitro cac phtitc hop COCGs gilip hoan thién sy
phat trién nodn bao, non bao sau qua trinh nudi ciy
tang truong co kha nang tiép tuc giam phan dén giai
doan metaphase II (ghi nhan bédi sy xuét hién thé cuc
thi T). Bén canh do, viéc bd sung cac yéu td nhu
sodium pyruvate, hypoxanthine va estrogen vao méi
trlrong nudi cay gitp hd trg sy phat trién noan bao
t6t hon so v6i moi truong khong bd sung nhiing yéu
t6 nay. Tir d6 co thé khang dinh, sodium pyruvate,
hypoxanthine va estrogen gop phan thuc day su phat
trién nodn bao in vitro.

Két qua nghién ctru cho thdy, nghiém thirc thi
nghiém c6 bo sung sodium pyruvate, hypoxanthine

Bw.: phoi 4 16 bao;

’N\’ : trieng khong thy tinh

va estrogen c0 ti 1¢ tang truong noan bao la 18,6%.
Ti 1€ nay cao hon so véi nghién clru twong ty, nudi
cdy ting trudng nodn bao véi yéu td bd sung 1a
pypoxanthine cia Yamamoto va cdng sy dugc cong
bd nam 1999, nhém tac gia chi dat ti 16 ting truong
nodn bao 1a 16,1% (Yamamoto et al., 1999). DBiéu
nay chimg t, sodium pyruvate va estrogen bd sung
vao moi trudng nudi cay tac dong tich cuc 1én sy
tdng trudng ciia noan bao. Hon nita, khi so sanh ti 1&
cac COCGs hinh thanh cu tric giéng xoang nang
v6inhom nghién ctru cua Harada et al. (1997) c6 thé
thay rang, estrogen dugc bd sung trong moi trudng
nudi cay hd tro sy hinh thanh ciu tric gidng xoang
nang t6t hon.

Bén canh vi¢c danh gia sy tang trudng clia noan
bao sau 13 ngay nudi cdy COCGs in vitro, cac noin
bao sau nudi cdy ciing duoc danh gia kha nang thanh
thuc. Noan bao dugc goi 1a thanh thuc khi chiing c6
kha ning tao thé cuc thir nhit va tao phoi khi tién
hanh IVF (Senbon and Miyano, 2002; Huang et al.,
2013; Endo ef al., 2014). Két qua nghién ctru dat
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35,7% nodn bao xudt hién thé cyuc thir nhat va 26,7%
trong s chiing thy tinh thanh cong (phat trién thanh
phoi 4 té bao sau 48 gid). TheoSenbon and Miyano,
2002, ti 1¢ noan bao thanh thuc l1a 23% khi dugc nuéi
tang truéng 16 ngay trong mdi trudng voi moi
truong ting truong cd bd sung hypoxanthine
(Senbon and Miyano, 2002). Trong mot nghién ctru
khéc cia Endo ef al ciing khéng dinh, ti 1€ nodn bao
thanh thuc sau khi nuéi IVM 1a 22% trong trudong
hop nudi ting truong 16 ngay co6 bd sung 17p-
estradiol (Endo et al., 2014). Su khac biét trong két
qua danh gia sy thanh thuc noan bao trong nghién
clru nay véi cac tac gia khac co thé 1a do thoi gian
khao sat khac nhau hodc ciing ¢6 thé 14 do tac dong
clia viée t6 hop cac yéu td, haydo sé mau thu duoc
khong du 16n dé xu 1y thong ké. Ngoai ra, theo
nghién ctru ciia Huang et al, cac nodn bao dugc nudi
tang trrdng tir nhitng nang nodn c6 kich thudce 0,5-
1 mm 14 ngay (hoac hon) s€ bi giam kha nang thanh
thuc (Huang et al., 2013).

Nghién ctru nay chwa thé khing dinh r6 rang viée
t6 hop cac yéu té moi truong nudi bao gdm sodium
pyruvate, hypoxanthine va estrogen c6 hi¢u qua hon
so voi viée st dung ching mot cach riéng 1¢ hay
khong. Tuy vay, nghién ctru ¢6 thé khang dinh rang,
mdi trudong bd sung ba yéu t6 nay hd trg thanh thuc
noan bao (35,7%) va kha nang tao phoi IVF (26,7%)
t6t hon so véi moi truong khong b sung (0%). Do
vay, dé nang nodn ting trudng va thanh thuc in vitro
can thiét phai bd sung dong thoi cac t6 ting trudng.

5 KET LUAN

Méi truong nudi cdy in vitro nodn bao (c6 dudng
kinh 90-100 um) trong COCGs c6 bd sung cac hop
chat hypoxanthine, estrogen, sodium pyruvate da cai
thién sy ting truong va phat trién cia nodn bao.
Noan bao sau khi nu6i tang tredng 13 ngay s€ thanh
thuc, xuét hién thé cuc tht nhit va c6 kha nang tao
phoi 4 t& bao khi thyc hién IVF.

LOI CAM TA

Trong qua trinh thuc hién dé tai, nhém nghién
clru xin cam on chéan thanh dén: ban lanh dao Trung
tam Cong nghé Sinh hoc Thanh phé H6 Chi Minh
da tao moi diéu kién va cung cép kinh phi dé thuc
hién d¢ tai; ban giam dbc cong ty Son Ha (Long An)
d4 hd trg ngudén mau.
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