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LAM THI NGOC THANH , Dai hoc Nong Lam TP.HCM, théng 9/2005. “DANH
GIA ANH HUONG CUA MOT SO YEU TO SINH HOC LEN CHAT LUGNG
NOAN CHO O PIEU KIEN IN VIRO”.

Gio vién huéng dan

PGS. TS. TRAN THI DAN
BSTY. QUACH TUYET ANH
KS.NGUYEN VAN UT

Céc k¥ thuat hd trg sinh san nhu IVM, IVF, IVD da tr¢ nén phd bién trén thé gidi.

Pa c6 nhi€u nghién ctru trén cac doi tugng heo, bo, ctru, chudt...dat dugc nhitng

thanh twu dang ké. Trén ch, cac k¥ thuat nay con nhiéu han ché do co ché truong

thanh ctia nodn c6 nhiéu khac biét so véi cac loai dong vat khac. Do do, ky thuat

nuoi noan chin can dugc hoan thi¢n, lam nén tang cho cac nghién ctu ké ti€p. bé

tai dugc thuc hién va dat dugc nhiing két qua sau:

7
0‘0

Ch6 nho hon 5 thang tudi khong thé cung cip noan cho IVM. S6 nodn lay
duoc trén mdi cho cai & giai doan nay la 2,31 noan, chat lugng nodn cling
khong on dinh. Chi nén ldy nodn cta chd di trén 5 thang tudi. O do tudi
nay, ti 1& nodn lay duoc trén mdi ché cai 1a 25,38 nodn.

Ti 16 IVM thanh céng 0.75% trén budng trimg liy ¢ giai doan 1(ché vira bi
dap chét). Budng trimg & giai doan 2 va 3 trong quy trinh giét mo (sau khi
thui ltra gas) khong thé dung cho IVM.

Theo giai doan sinh san, budng trimg & giai doan c6 xoang nang 1a ngudn
cung cip nodn doi dao nhit cho IVM(42.,41 nodn/chd). Noan ciing dat dugc
hinh thai tot nhat & giai doan nay. Nguoc lai, ché & giai doan nudi con 1a co
sd nodn thap nhat(9,8 nodn/cho), co 1& do prolactin di wc ché sy phat trién
clla nang noan. S6 nodn thu duoc trén cac giai doan con lai la: thé vang

(13.63), nghi ngoi (14,2) va mang thai (15,88).



SUMMARY
LAM THI NGOC THANH, Nong Lam University, september 2005.
“EVALUATE THE EFFECT OF SOME BIOLOGICAL FACTORS IN CANINE
OOCYTE QUALITY IN IN VITRO CONDITION”

Guided staff

TRAN THI DAN, Ph.D
QUACH TUYET ANH, Vet
NGUYEN VAN UT, B.A

Assisted reproductive technologies such as IVM, IVF, IVD.. have become
popular over the world. There were many achievements in bovine, mouse,
porcine...In canine species, these techniques have many limits because canine
oocyte maturation mechanism different from other mammalian species. For this
reason, improvement in oocyte maturation technologies may be expected as

procedures for future researches . This study is carried out and have some results.

o%

X The bitch that younger than 5 months old can’t
provide oocytes for IVM. The number of oocytes collected per bitch in this age are
too low (2.31). The oocyte quality isn’t stable either. We should collect oocytes
from bitches that older than 5 months old. In this age, we could collect 25.38
oocytes per bitch.

X Maturation rate is 0.75% in dogs that have just
been beaten, lower than Rodrigues’s result with the same media. The dog that has
been dip in hot water can’t use for [IVM.

X Ovary in follicular phase is the best source for
IVM (42,41 oocytes/bitch). The quality of oocytes in this phase is good, too. On
the contrary, the number of oocytes collected from bitchs that have cubs is very

low (9.8 oocytes/ bitch). Prolactin may be the reason for this problem.
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BAS (Bovine adult serum)

BSA (Bovine serum albumin)

COC (cumulus oocyte complex)

ECS (estrus cow serum)

FCS (fetal calf serum)

FSH (follicle stimulating hormone)
GH (growth hormone)

GV (germinal vesical)

GVBD (germinal vesical breakdown)
hCG (human chorionic gonadotropin)
HESPES

hMG (human menopausal gonadotropin)
IVM (in vitro maturation)

IVF( in vitro fertilization)

LH (luteinizing hormone)

MI (metaphase 1)

MII (metaphase I1)

MPF (maturation promoting factor)
NST

PBS

PGC (primordial germ cell)

PVA

SOF (synthetic oviductal fluid)

TCM 199 (tissue cultured medium 199)

huyét thanh bo trudng thanh
albumin huyét thanh bo

phtc hop nodn va té bao hat tu
huyét thanh bo dong duc

huyét thanh thai bo

hormon kich thich nang noan
hormon tang trudng

giai doan tii mam

giai doan v& ti mam

kich duc t6 ctia nhau thai nguoi
hydroxyethylpiperazine ethanesulfonic
acid (moi trudng rira trimg)
kich duc t6 cua phu nir man kinh
truong thanh trong ong nghiém
thu tinh trong dng nghiém.
hormon thé vang

trung ky [

trung ky 11

yéu t6 khoi dong truong thanh
nhiém séc thé

phosphate buffer saline

noan nguyén bao

polyvinyl alcohol

dich dng dan trimg tong hop

moi truong nudi cdy mod
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PHAN 1. MO DPAU

1.1. Pit van dé

Ngay nay, khi khoa hoc vé sinh san da dat duoc nhitng tién bd vuot bac, cac '4%
thuat cong nghé sinh hoc hd trg sinh san ra doi khong nhirng chi ap dung d6i voi con
ngudi ma con ap dung cho nhitng dong vat quy hiém.

Céc loai ché quy hiém ciing 14 dbi tugng cho céc k¥ thuat nay. Sy hoan thién cia
k¥ thuat nudi chin nodn ché truong thanh 1a mot didu kién tién quyét cho tao phéi in
vitro trong cac chuong trinh bao vé cac loai ch6 cé nguy co tuyét chung (Bogliolo va
cs, 2002). Tuy nhién, hi€u qua cta viéc nudi tring chin in vitro cua cac loai cho con
rat thip so v6i cac loai dong vat hitu nhil khac. Piéu nay lam han ché su phét trién
cua cac k¥ thuat lién quan khéac nhu: tao phdi, xac dinh trudc giéi tinh hay ky thuat
chuyén nhan.

Mic du con chd cai mang thai dau tién tir k¥ thuat thu tinh in vitro da dugc bao
cdo bdi Hewitt vao nam 2001, nhung quy trinh nudi nodn va phdi trén ché van con
nhiéu van dé chua thé giai thich duoc (Gaia va cs, 2004). Mot méi truong nudi ciy
nodn in vitro can dua vao nhiing diéu kién in vivo dé tao nén mot moi truong tuong tu
cho su phat trién sinh 1y binh thuong ctia noan. Nhung hién nay cac co ché diéu hoa
su truong thanh caa trimg ché van chua duoc hiéu 18. Trén co so d6, dé tai “Panh gia
anh huong ciia mot s6 yéu td sinh hoc 1én chét lugng nodn ché trong diéu kién nudi
chin in vitro ” dugc tién hanh.

1.2. Muc tiéu
Cai tién qui trinh nudi trimg chin trén ché dé gop phan xay dung hé thong

qui trinh nudi cay phdi trong diéu kién Viét Nam.
1.3. Yéu ciu

Tién hanh 3 thi nghiém ddc 1ap nhau dé:



- So sanh s6 luong va chét lugng nodn thu duoc bang phuong phap cit nho dua
theo tudi cho.

- Danh gia anh hudng cua nhiét do trong quy trinh giét mo dén ti 1& nodn chin.

- So sanh sb luong va chat lugng nodn thu dwoc bang phwong phap cat nho trén

choé o cac giai doan sinh san.



PHAN 2. TONG QUAN TAI LIEU

2.1. Céu tao va chirc niing ciia hé sinh duc ciia ché cai

2.1.1. Budng trirng

Pay 14 co quan san xuét ra noan va mot s hormone sinh duc. Noan ¢ budng trimg
phat trién trong mét bao chira ddy dich goi 1a nang noin

Budng trimg ctia cho cai co dang hinh oval, nim trong hai tii budng trimg, & phia
sau than, khoang ddt séng lung thir 3 - 4, budng trimg phai ndm cao hon budng trimg trai.

Ché céi c6 trong luong 12,5 kg thi budng trimg ¢ chiéu dai 1.5 cm, chiéu rong
0.7 cm va chiéu day 0,5 cm. Kich thudc cua budng trimg phy thudc vio trong luong co
thé nhung su chénh léch khong qua 0,2 cm va kich thudc ctia budng trimg cho thay dbi
qua tirng giai doan cua chu ky dong duc (Luvoni va cs, 2003).

Chtic ning cta budng trimg: vira 1a tuyén ngoai tiét san xuét té bao sinh duc cai,
vira 13 tuyén noi tiét tong hop va phan tiét estrogen, progesteron, androgen va oxytoxin
(Charlotte, 2000).

2.1.2. Ong din trimg

La phan ndi gitra budng trang véi tr cung, phan ndi v6i budng trimg loe rong co
dang hinh phéu dugc goi 1a voi Fallope, phan ndi véi tir cung goi 1a voi tir cung.

Ong dan trimg chia 1am ba phan: phan phéu, phan rong, phan eo.

+ Phan phéu hay voi Fallope tiép xuc va bao boc budng trig bang nhing tua voi.
Vao giai doan xuat nodn, phan phéu sé& bao chit budng trimg va di chuyén dén vi tri nang
Graff dé himg cac nodn bao rung.

+ Phan rong & vi tri 1/3 6ng dan trimg, noi ddy xay ra hién tugng thu tinh.

+ Phén eo nbi tiép voi stmg tir cung c¢6 cAu tao bai 16p co tron day giup di chuyén
trimg da thy tinh di vé phia stmg tir cung.

Chirc nang: 14 noi dé noan di chuyén tir budng trimg dén tir cung. Thoi gian di
chuyén nay khoang 2 ngay. Ong dan trimg con 14 noi dé nodn truong thanh, ciing 1a noi

hién tuong thu tinh x4y ra.



2.1.3. Ttk cung

T cung ché c6 dang hinh chit Y cdu tao gdm: hai stng, than va ¢d tir cung. Than
tir cung dinh vi & mit dudi ciia bang quang, mot phan nam trong xoang bung, mot phan
nam trong xoang chau. Kich thuéc cua tir cung rat thay déi, tuy thudc nhidu vao trong
luong cua cho céi, s6 1an mang thai, tinh trang viém nhiém cua tor cung va cac giai doan
cua sy mang thai. Mgt con cho céi nang 12,5 kg ¢6 chiéu dai phﬁn sung tur cung tur 10 -
15 cm, chiéu dai phan than t cung tir 1,4 - 3 cm, c6 duong kinh c6 tr cung 13 0,8 cm
[25].

- Stng tir cung 1 phan ndi giita dng din tring va than tir cung, né nam hoan toan
trong xoang bung, strng bén phai thuong dai hon strng bén trai.

- Than tir cung 1 phan ndi gitra sing tir cung va am dao thong qua cd tir cung.

Chtrc nang cua tur cung:

+ Tiép nhan tinh tring cta choé duc.

+ Van chuyén tinh tring dén 6ng dan trimg,

+ Cung cép moi truong thudn lgi cho sy dinh vi va phat trién cua phoi thai trong
subt giai doan mang thai.

+ Béo vé va tong bao thai ra ngoai.

2.1.4. Co tir cung

Céu trac ndy nhu mot cai voi hep nbi tir cung véi 4am dao.

Chirc niang: sudt thoi ky mang thai, c6 tir cung rat gan véi 13 ra ciia duong sinh
duc. N6 c6 chirc nang nhu mot rao can chéng lai sy xam nhap cua vi sinh vat vao tr
cung.

2.1.5. Am dao

Co quan rdng nay kéo dai tir ¢6 tir cung t&i am ho, nim hoan toan trong xoang
chau. Lop 16t bén trong cua am dao duogc cAu thanh tur nhiing té bao thay ddi dic biét sudt
chu ky dong duc.

Chtc ning: tiép nhan duong vat ché duc trong qué trinh giao phdi va 1a dudng

tiép dan tht con sinh ra.



2.2. Qua trinh truéng thanh va phat trién cia té bao noin

2.2.1. Qua trinh trudéng thanh cia nang noan

(o

Té Boma m nguyn

/y Nane ndn nonvn thnv
kﬂ

Thé trd ng

)

Nang ndn so
capmd tlé p

Naneo Graff

XuA tndn

Hinh 2.1. Qua trinh phat trién ciia nang noin
(Nguon: www.wisc.edu/.../lec/lecl/female - hist.html)



http://www.wisc.edu/.../lec/lec1/female%20-%20hist.html

Trong sudt qué trinh hinh thanh phéi, té bao mam nguyén thuy phat trién tir trung
bi ¢ t4i niéu, dinh vi tai buéng tring, sau d6 tang 1én vé sb lugng va biét hda thanh nang
nodn nguyén thiy. Nang nodn nguyén thuy nging phat trién dén giai doan co thé thanh
thuc vé mat sinh duc. Vao dau chu ky dong duc, nang nodn nguyén thuy phat trién thanh
nang nodn so cip. Dudi anh hudng cua gonadotropin va cac hormone budng trimg, nang
nodn phét trién thanh nang Graff, mot sé nang khong phat trién trg thanh nang nodn tit.
Khi nang Graff Xuét nodn, nodn va mot sd t& bao hat roi vao mang bung, trong khi cac té
bao hat con lai van & trong budng trimg. Céc té bao nay va 16p té bao vo sau d6 phat trién
thanh thé vang.

2.2.2. Ni tiét ciia nang ting truomg

Su tang truong, thanh thuc, rung tring va lutein héa cua nang Graff phu thudc
vao cac yéu t6: kiéu ché tiét thich hop, ham lwong dii va ti 1& phu hop cua FSH va LH
trong huyét thanh. Nhimg hormone nay gbém cic steroid, cic prostaglandin, cac
glycoprotein (nhitng phtrc hop cua axit sialic va polypeptid chudi kép) va tat ca ching
déu duogc ché tiét tir nhitng té bao B cua tién yén.

FSH gitt vai tro chii dao cho viéc khéi dau sy hinh thanh xoang nang.
Gonadotropin nay kich thich qué trinh phan bao nguyén nhiém cua té bao hat va qua trinh
hinh thanh dich nang. Estradiol thuc ddy tic dung phan bao nguyén nhiém cta FSH. FSH
kich thich nhimng té bao hat thong qua céc thé tiép nhan mang, ma s6 luong thé tiép nhan
ctia mdi té bao dugc duy tri 6n dinh trong giai doan ting truong ciia nang.

Ngoai ra FSH 1am ting kha ning cam tng cua té bao hat ddi v6i LH bang cach
tang sd luong cac thé tiép nhan LH. O heo, cac thé tiép nhan LH tang tir 300 (trong cac
nang bé) 1én 10000 (trong cac nang 16n trudc lic rung trimg). Viéc tang thé tiép nhan LH
nhu vay chuan bi cho qua trinh lutein hoé cua cac té bao hat trong viéc dap tng song giy
rung tring cua LH.

Mit khac céc té bao vo duoc kich thich chi bang LH va nhiing thé tiép nhan LH
hién dién tur luc bat ddu hinh thanh t& bao vé. O heo cai, $6 luong céc thé tiép nhan trén

mdi té bao vo chi ting 1én gap ddi vao cudi ky ting trudng cua nang.



2.2.3. Su trwéng thanh cia noan
2.2.3.1. Trwéong thanh nhan
Truong thanh nhan 14 qué trinh nhan ctia nodn phat trién tir giai doan tii mam
(GV) sang giai doan metaphase II. Truong thanh nhan lién quan d&én v& tii mam
(GVBD), nhiém sic thé c¢6 dic, su hinh thanh thé thoi metaphase I (M I), su phan ly
nhiém sic thé dong dang véi su xuit hién thé cuc thir nhat va ngung lai ¢ giai doan
metaphase II (M II) (Kubelka va cs, 2002). Mang nhdn bét dau cudn lai, 15i nhan bién
mét va sau d6 mang nhan v ra timg manh va bién mat nhanh chong. Thoi gian can thiét
cho noan bo hoan thanh qua trinh truéng thanh nhan 1a 24 gid. Thoi gian trudng thanh
nhan in vivo va in vitro 1a nhu nhau. Truéng thanh nhan lién quan dén nhiing thay doi
trong khuon mau tong hop protein. Nodn bo trai qua nhiing bién doi trong khudén mau
tong hop protein sau GVBD in vitro va in vivo, trong khi nodn & giai doan GV ¢6 khudn
mau tong hop protein ¢b dinh.
2.2.3.2. Trudng thanh té bao chat
Sy truong thanh té bao chit bao gdm ca sy thay ddi ciu triic trong noan tir giai
doan GV sang MII va kha ning phat trién cua noan khi dat giam phéan . Sy truong thanh
té bao chét 1a yéu t6 gian tiép quyét dinh kha niang phat trién ctia nodn dé co thé xay ra
hién twong thy tinh binh thuong, phan chia va phat trién t6i phoi nang (blastocyst). Céac
thong sb hinh thai dé danh gia sy trudng thanh té bao chat bao gdm sy gidn nd cia té bao
hat, xuat hién thé cyc thir nhat va gia ting khoang khong gian bao quanh noén.
2.3. IVM (In vitro maturation)
2.3.1. Lich sw IVM
Nam 1935, Pincus va Enzmann tach nodn thé chua truéng thanh khéi sy wrc ché
clia nang nodn, cho phép nodn dat téi truong thanh khi nudi cay in vitro.
Nam 1983, Minato va Toyoda (Nhat) va Schroeder va Eppig (M¥) cho rang noan
chudt dugc truong thanh in vitro c6 kha nang tao phoi néu dugce thu tinh.
Nam 1983, Lenz va cong su cho réng 39°C 1a nhiét d6 t6i wu dé nodn bo trudng
thanh in vitro.
Nam 1988, Lu va cong su cho ra doi con bé tir k¥ thuat chin noan va thu tinh in

vitro.



Nam 1996, Eppig va O’Brien cho ra doi chudt con sau khi dung k¥ thuat [IVM,
thu tinh in vitro va chuyén phéi vao tir cung chudt me.
2.3.2. H¢ thong mdi trudng sir dung trong nudi noin ché in vitro

2.3.2.1. Méi trwong nang noan

Sy duy tri ciu trac 3 chiéu ciia nang nodn cho phép bao toan chirc ning va sy
nguyén ven vé mit hinh thai cia nhitng thanh phén duy tri sy phat trién ctia noin va su
truong thanh in vivo. Bolamba va cs (1998) danh gia sy truong thanh nhan cia noan cho
duoc 14y tir nhitng nang nudi cdy in vitro trong cic dia nudi ciy bing nhya phu 0.6% agar
tinh sach dé ngan chan sy mat mat cta té bao hat. Két qua dat dugc cao nhét cta qua
trinh tir MI dén MII xay ra khi noan dugc nudi cdy trong 48 gio trong nhitng nang noan &
giai doan tién nang (11.5%) hay dau giai doan xoang nang (8.7%). Nguyén nhin giy nén
ti 1¢ thanh cong thip nay 1a do sy phan tach 1am gian doan su trao d6i sinh 1y cta nhitng
yéu td bén trong nang nodn, diéu nay 1am giam kha niang hd tro ciia nang nodn 1én qua
trinh giam phan cua noan.

2.3.2.2. Méi truong giot

Heé théng nudi cay pho bién nay thich hop cho sy trudng thanh ciia nodn & rat
nhiéu loai khac nhau, bao gdm cac loai ché thuan hoa. Pay 1a mot hé thdng cac giot moi
truong dugce phii bang dau khoang. Trong hé thong nay, cac yéu t sinh hod chinh dugc
dic trung bang ti 1¢ thé tich cia méi trudng va s6 nodn nudi cy trong mot giot.

Qua nhiéu nodn nudi cay trong mot giot nho sé& trc ché sy giam phan. Ngoai
ra, cic chat do té bao hat tu tiét ra ciing 1a tic nhan trc ché sy giam phan. Cac yéu td nay
c6 18 tic ché sy tach riéng ra ctia cac ving két ndi trén mang té bao, do d6 ngan chin noin
trai qua giai doan v& tii mam (GVBD). Tém lai, chinh sy gian doan lién hé giita nodn va
té bao hat di anh hudng dén su giam phan (Isobe va cs, 2001).

Noin ché duge nudi ciy trong nhing thé tich méi truong khac nhau véi mat
d6 khac nhau (sd noan : thé tich méi truong). SO lidu duy nhat lién quan dén sy tac dong
cuia mat do noan lén sy gidm phan dugc bdo cdo bodi Otoi va cong sy [36]. Két qua cua
nghién ctru nay chi ra rang anh hudéng ctia mat do noan khac nhau tuy thuc vao chu ky
dong duc cua cho cai. Khi 10 phirc hop nodn_té bao hat (COC) lay tir budng trimg cua
chod & giai doan nghi ngoi dwoc nudi ciy trong giot 100 ul, ti 18 nodn dat MII cao hon ¢

¥ nghia vé mit thong ké so v6i cac nhém 5 COC (10,2% so v&i 4.6%). Nhung khong c6



su khac biét gitra cac noan léy tur buéng trung cua ché & giai doan sau dong duc. Mat do
nodn phu hop lién quan dén chu ky dong duc cta cho cai (ti 1& ndy ¢ giai doan nghi ngoi
1a 1:10, & giai doan sau dong duc 1a 1:7). Didu nay c6 thé chirmg minh rang sb luong va
anh huong cua té bao cumulus khéc biét giita hai phase cua chu ky dong duc.

2.3.2.3. Mbi trudng té bao mdt 16p

Tac dong co loi ctia mdi trudng dong nudi cdy 1én su phat trién cua phoi da
duoc biét rd tir s san xudt tao phoi bo in vitro (Gordon, 1994)..

Trén cho, Otoi sir dung hé thong té bao hat cua bo véi méi trudng nudi ciy
phéi trong IVM . Ti 18 nodn dat MII ting nhung khong tac dong 1én su phat trién ké tiép
sau qua trinh thu tinh in vitro.

Hé thdng ddng nudi cdy vai té bao dng dan trimg cho don 16p 1an dau tién da
duogc thir nghiém trong IVM trén choé boi Hewitt va England, 1999. Két qua chi ra rang té
bao dng dan trimg da khong co tac dong tich cuc nao 1én su trudng thanh nhan sau 48 gid
dong nudi ciy. Chi sau 96 gid, c6 mot sy cai thién nhé 1én qua trinh giam phan. Gan day
Bogliolo va cs (2002) chimg minh rang méi trudng dong nudi ciy véi té bao dng dan
trimg 1dy tir viing nang ctia cho cai ¢ giai doan dong duc c6 tac dong tich cuc 1én ti 16
trimg chin (MII). Ti 1€ nay dat 16,7% (sau 48 gio) va 23,2% (sau 72 gi0). Trong truong
hop nay, c6 18 tinh trang cta chu ky dong duc va nhiing ving trén éng dan trimg (noi liy
cac té bao dé nudi cdy) c6 tac dung quyét dinh.

MBoi trudng dong nudi cay nodn ché trén té bao 6ng dan trimg don 16p 13 mot
nd luc dé tao cac didu kién sinh 1y cho qua trinh giam phan. Tuy nhién, mo hinh nay van
con khac biét so v6i moi truong éng dan trimg in Vivo boi vi trén chd o vai dic tinh
riéng biét c6 ich trong viéc hd tro su truong thanh va kéo dai kha niang phat trién cua
noan.

2.3.2.4. Mi trueomg 6ng din trirng tach bigt

Ong dan tring tach biét co 1& cung cip moi trudng in vitro véi nhing dic
diém khac véi té bao 6ng din trimg don 16p. Thuc vdy, cac té bao dugc nudi ciy dic
trung bdi mot s6 loai té bao gid1 han (Hewitt va England, 1999), trong khi d6, trong 6ng
dan trimg tach biét, tit ca cac loai té bao déu hién dién va c6 1& ching dugc duy tri trong
cung tinh trang biét hoa nhu trong co thé séng. Mot loi thé khac ciia hé thdng nudi ciy

nay la sy bao toan cau trac khong gian va su tuong tac gitra 16p niém mac va noan. Pic¢u
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nay tao ra mot vi moi trudng khic voi nudi ciy trén té bao don 16p hay trén méi truong
giot.

Luvoni va cs (2003) chirng minh rang nudi ciy nodn trong ving eo-nang cua
6ng dan trimg c6 anh huong tich cuc 18n sy séng sot ciia nodn va qué trinh truong thanh
nhan c6 dugc trong vong 30 gid nudi cdy , két qua qud trinh giam phan (MI>MII) dat tir
12,5 - 31,9%. Hé thong nay kho thuc hién trong thuc té. Tuy nhién 6ng dan tring tach
biét, bén canh sy hién dién cua té bao éng dan triang, co thé con cung cép chét tiét va cac
yéu t6 khac (nhu nguyén liéu dinh dudng ning luong hay cac yéu té khac) lién quan dén
su truong thanh va kha ning sdng sot cia nodn cho.

2.3.3. Méi trwong sinh hoa cho sy trueéng thanh in vitro ciia noan cho

2.3.3.1. Méi trudmg nudi ciy

- Moi truong don gian: gébm dung dich nudc mubi sinh 1y va ngudn ning
lugng nhu pyruvate, lactate va glucose.

- Mo6i trudng phtrc tap: 1a moi trudng chira thém hon hop amino acid, vitamin
va cac phan tir khac.

So sanh giita moi truong don gian va moi trudng phire tap ddi véi su trudng
thanh ctda noan chd da khong dugc bdo cdo. Nhung trong cidc mdi truong phuc tap,
TCM199 1a mdi truong tot nhat hd trg sy truong thanh nhan ciia nodn ché.

2.3.3.2. Cac chit bd sung vao méi truong

Hormone

Sy cung cip cac cht ngoai bao rit can thiét cho nodn cho dé tiép nhén cac
yéu t6 ctia dng dan trimg, gitp cho qua trinh giam phan va truéng thanh ciia noan. Thuyc
vdy, anh huong ctia hormone trong nang nodn c6 1& 1a nhan té chinh gitip nodn dat giam
phan ¢ giai doan MII rat cao (31,9%) khi 14y nodn ¢ cho cai da xuit noan (Yamada va cs,
1993).

O nhiéu loai, ngudi ta chimg minh rang FSH gitip cho qua trinh giam phéan
in vitro bang cach diéu hoa mic d6 cAMP trong phirc hgp COC. Ngoai ra, FSH con gitp
qua trinh gidn nd cta té bao cumulus, mot trong nhitng yéu t lién quan dén kha ning

giam phéan cua noan.
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Nhung trai lai, kha ning truong thanh cta nodn cho khéng lién quan dén
mirc do gidn nd cua té bao cumulus. Sy hién dién cua gonadotropin ( FSH/LH 1pg/ml két
hop hoac riéng 1€ ) da khong lam tang ti 1€ giam phan (Hewitt va England, 1999).

Nguon protein

Huyét thanh bo mang thai (FBS) chi hd tro kha ning phat trién cta noin
ché in vitro khi thém vé&i nong do trén 10%, nhung lai khong giup cho qua trinh giam

phan (Hewitt va cs,1998).

Chit cung cap ning lwong va chit chong oxi hoa

Sy sdng sot cla té bao trong moi truong nudi cdy doi hoi phai cung cap
mot ngudn ning lugng thich hop, nhung ti 18 két hop tdi wu giita cac chét cung cdp ning
luong ho tro cho qua trinh giam phan cua noan cho van chua dugce hiéu rd.

Pé ngan chin sy oxi hoa xdy ra trong qué trinh nudi ciy, cac hop chat
chéng oxy hoa can duoc thém vao moéi trudng. Beta-mercaptoethanol (BME), mot tién
chat ciia glutathione - hop chit chong oxi hod trong tu nhién - tong hop bdi té bao sdng
dugc thém vao mdi truong nudi nodn. Sy hién dién cua BME lam gia ting tong hop
glutathione va lam tang ti 1¢ chin ctia nodn bo. Tuy nhién, bao cdo duy nhét trén nodn cho
cho thay hop chat chdng oxy hoa nay di khong 1am ting ti 18 giam phan (Hewitt va cs,
1998).

Cic hop chit khic

Khi noan bi phong thich khoi nang noan, sy dich ma dung lai. Do d6, duy
tri nodn bo trong tinh trang ngling giam phan bang cach nudi ching trong chat e ché
giam phan cho phép nodn hoan thanh qua trinh dich mi va trai qua qua trinh bién doi siéu
cdu trac. Didu nay s& lam ting ti 16 nodn chin sau khi nodn duoc dua ra khoi tinh trang
ngimg giam phan va nudi cdy trong moi trudong binh thudng.

Dya trén sy kham pha nay, co ché tuong tu da dugc ap dung cho noan
chd. Mot chét tuong ty nhu cAMP, ditutylryl cyclic adenosin monophotphate (dbcAMP)

dugc sir dung dé duy tri nodn trong tinh trang ngimg giam phéan. Qua trinh giam phén ciia
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nodn bi chin lai. Tuy nhién, nuéi cdy 2 budc (24 gid véi dbcAMP) va 48 gid khong co
dbcAMP) da khong tang ti 1€ trang dat MII.

2.3.4. Cac yéu té anh huomg dén IVM

2.3.4.1. Thoi gian

Thoi gian can thiét cho sy truong thanh nodn in vitro & loai ché van con 13 mot
cau hoi chua 101 giai dap. Vai tac gia béo cdo rang qué trinh trudng thanh day du cua
nodn xay ra sau 24 - 48 gid nudi ciy trong khi mot s6 nha khoa hoc khac lai chi dinh ring
thoi gian dé dat ti 16 nodn trudng thanh cao nhat 1a 72 - 96 gio.

2.3.4.2. Chit lwong nodn va kich thwéc nang noin

Theo Sorrensen va Wassaman, 1976, nang noan nguyén thuy chira noan khong co6
kha ning hd trg qué trinh giam phan va phat trién cua phéi. Ti 1& non c6 kha ning giam
phan va hd tro qua trinh phat trién cua phdi ting dan theo dudng kinh ciia noan .

2.3.4.3. Tudi va tinh trang sinh duc ché cai

Hewitt va England (1998) so sanh nodn chd tir 2 nhom tudi : tir 1 - 6 tudi va trén
7 tudi. Két qua ching minh rang nodn tir cac cho tir 1 - 6 tudi dat ti 18 truong thanh nhiéu
hon nhoém thir hai.

Nghién ciru cia Rodrigues D.A va Rodrigues JL (2003) cho thiy rang két qua
IVM trén noan cho khong anh hudng béi tinh trang sinh duc ciia ché cai. Chét lugng cua
nodn 1a yéu té can thiét trong IVM hon 13 méi truong hormone cia ché cai tai thoi diém
thu nhén noan.

2.3.4.4. Nong dd oxi va nhiét do

Nong d6 oxy anh huéng dén sy truong thanh nhan cta nodn chudt va bo. Vai tai
liéu chimg minh rang mirc oxi 5% thich hgp hon mirc oxi binh thudng trong khong khi
(20%) (Gordon, 2004).

Dir liéu lién quan dén ndéng do oxi trong nudi cdy nodn ché chi ra ring mirc oxy
5% hodc 20% trong mdi truong TCM199 hay CMRL 1066 da khong anh huong dén sy
truong thanh cua nhan (Sorensen va Wassaman, 1976).

Vé nhiét do, nodn chd dd dugc nudi ciy trong khoang nhiét do tir 37 - 39°C,

nhung khong cé bat cur s0 1i€u nao so sanh sy khac biét gitta nhiét do trong ti nuoi cay.
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PHAN 3. VAT LIEU VA PHUONG PHAP

3.1. Thoi gian va dia diém thye hién

Thoi gian: tir 6/2/2006 dén 18/6/2006.

Dija diém: phong thi nghiém Sinh Ly Sinh Hoa, phong Nudi Cay Md Té Bao,
khoa Chén Nudi Tha Y va trung tam Phan Tich Thi Nghiém Truong Dai Hoc Nong
Lam TP.HCM.

3.2. N¢i dung khao sat

- So sanh s lugng va chét luong noan thu dugc bang phuong phap cit nho dua
theo tudi cho.

- Panh gi4 anh hudng clia nhiét do trong quy trinh giét mo dén ti 1¢ nodn chin.

- So sénh sb lugng va chat lugng nodn thu dugc bang phuwong phap cat nho trén
cho ¢ céc giai doan sinh san.

3.3. Vat liéu
3.3.1. Vat li¢u
Buong trimg ché tir ché ¢ 16 md.
3.3.2. Héa chit

3.3.2.1. Méi truomg nudi noan

TCM199 9,5g/1
HEPES 25mM/ml
FBS 10%
Gentamycin 50 pg/ml
NaHCO; 2.2 mg/mi
Pyruvic acid 22 ng/ml
Estradiol 1 pg/ml
FSH 0.5 pg/ml

hCG 0.03 Ul/ml



3.3.2.2. Méi trwdong rira noan PBS-PVA

Nudc cat

NaCl

KCI

NazHPO,4.12H,0
KH,PO,4

Polyvinyl alcohol (PVA)

100 ml
800 mg
20 mg
290 mg
20mg
100 mg
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PVA duoc pha riéng voi nude cit, gia nhiét khoang 70°C dén khi PVA tan

hét trong nudc. Sau d6 pha chung véi cac thanh phan con lai.

3.3.2.3. Cac hoa chit nhudm noiin

Ethanol tuyét ddi
Acetic acid
Acetol
Glycerine
Orcein.

3.3.3. Thiét bi

Kinh hién vi ddo ngugc (Olympus)
Kinh hién vi soi ndi (Nikon SMZ800)

Ta 4m CO,

Tu thao tac vo trung

Hinh 3.1. Céc loai kinh hién vi va ti 4m CO,

3.3.4. Dung cu
Binh gii nhiét
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Bo 6n nhiét

Dao cit mau nhiéu ludi (dao dugc ghép tir nhidu manh dao lam xép song song
nhau, duogc gén trén mot can béng kim loai).

Kéo cac loai

Khay

Becher 500 ml

Gang tay

Lo cdn

Kep

Dau tip cac loai

Pipette Pasteur v trung

Micropipette

Mang loc (0,2um)

Dia petri nhya (35 x 10 mm)

Dia petri thuy tinh

Lame va lamel

Hinh 3.2. Dao cit trirng va thao tac cit trirng
3.4. Phuong phap tién hanh

3.4.1. Thu nhéin budng tring tai 106 mo

Thi nghiém 1: anh huong cua tudi ché dén s lugng va chat lwong nodn thu dugce
Thi nghiém duoc bb tri trén 2 16 ( 13 cho cai nho hon 5 thang tudi va 42 cho 16n
hon 5 thang tudi) theo kiéu hoan toan ngau nhién mot yéu t6 vai chi tiéu théng ké 1a s6
noan thu duoc.
3.4.1.1. X4c dinh tudi ch6
Tudi cta cho co thé anh huong dén sb luong, chét luong noan. Do do, co thé

anh huong dén két qua IVM. Ché nho hon 5 thang tudi, mic du budng trimg da phat trién
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nhung kich thudce con rat nho. Do d6 chung t6i phan loai cho nhé hon 5 thang tudi va ché
16n hon 5 thang tudi .
Vi mau duoc 1ay & 10 md, khong thé biét duge ngudn gbe nén viée doan tudi

choé dugc dya vao hinh dang ctia rang .

Cong thtrc rang:
- Rang sira: 2(3/3cua 1/1nanh 3/3 ) =28
- Ring vinh vién: 2(3/3ctra 1/1nanh 4/4 2/3ham) = 42

Bang 3.1. Thoi gian moc rang cia ché

Réng Thoi gian
Rang ctra stra 1 4—5 tuan
Rang cura sira 2 4 —5 tuan
Réng cua sira 3 5— 6 tuan
Réng cura 1 2 — 5 thang
Réng ctra 2 2 — 5 thang
Réng cura 3 4 — 5 thang
Réng nanh sira 3 -4 tuan
Réang nanh 5 — 6 thang
Dp 2 4 — 6 tuan
Dp 3 4 — 6 tuan
Dp 4 6 — 8 tuan
P1 4 — 5 thang
P2 5 — 6 thang
P3 5 — 6 thang
P4 4 — 5 thang
Réng ham 1 5 — 6 thang
Réang ham 2 6 — 7 thang
Réang ham 3 6 — 7 thang
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Hinh déng rang :
- 1” nam : dinh rang ctra dudi 1 mon.
- 2" nam: dinh ring ctra dudi 2 mon.
(Ngudn: The Merck Veterinary manual).
(http://www.merkvetmanual.com/mvm/index.jsp?cfile=htm/bc/20302.htm).
Duya vao d6 tudi ctia cho, tién hanh thi nghiém 1.

3.4.1.2. Thao tac md budng trirng

Pit cho nam ngtra, xac dinh vi tri can mo (tu ron kéo dai xuéng vé phia
dudi khoang 5 cm), ding con sat tring xung quanh vi tri d6. Sau d6, mdé mot
duong nho & giita bung, dung ngodn tré va ngoén giira tim vi tri ciia budng trimg.
Budng trimg nam phia dudi than, dugc két ndi bai mé lién két. Do kich thudce
buéng tring rat nho, kho phat hién nén khi mo ta tim vi tri cta than, cach than 2

cm vé phia dudi c6 mot hat nho nhu hat dau, d6 chinh 13 budng tring.

Hinh 3.3. Thao tic md cit budng tring
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3.4.1.3. Thu nhin budng trimg
Thi nghiém 2: Khao sat anh hudng cua nhiét do 1én chét lvong nodn va su chin
clia noan.
Thi nghiém duoc bd tri trén 2 16 (cho vira bi dap chét va cho duoge xir 1y nhiét)
theo kiéu hoan toan ngau nhién mot yéu t6, v6i chi tiéu thong ké 13 hinh thai ctia nodn
trudc va sau khi nuoi.

Quy trinh giét mé tai 10 md:

Cho song
Pap chét —» Giai doan 1
A 4
Chan nudc néng — Giai doan 2

\ 4

Dua vao may danh long

v

Thui da bang lira gas ~ |— Giai doan 3

Quy trinh thu budng trirng ( Nguyén Bach Thio Vy, 2005)

Duing kéo cit 2 budng trimg & 2 bén simg tir cung

Rura bang nudc muoi 0,9%

Trit trong nude mudi sinh 1y 30 - 37°C

Van chuyén nhanh vé phong thi nghiém.
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Trong quy trinh giét md, giai doan 2 va 3 c6 sir dung nhiét. Piéu ndy c6 thé lam anh
huong dén chit lugng nodn thu duoc va kha ning chin cua trimg. Do d6, chung toi tién
hanh thi nghiém 2, trong d6, 16 1 gdm 14 ché vira bj dap chét, 16 2 gdm 12 cho da qua xur
1y nhiét (dén giai doan 3).

3.4.2. Tim va rira noan ( theo Rodrigues, 2002)

Thi nghiém 3: Anh hudéng cua giai doan sinh san 1én chét luong va s luong cia
noan thu hoach.

Thi nghiém duoc bé tri trén 5 16 dwra vao cac giai doan sinh san theo kiéu hoan
toan ngau nhién mot yéu té véi chi tiéu thong ké 1a hinh thai cta noan khi dugc tach ra

khoi budng tring.

Bua nang vao trong méi truong PBS-PVA b6 sung 1%
FBS, cat nho

Xem dudi kinh hién vi, d6 phong dai 40 lan

Tim nhitng nodn loai 1 (den, ddng nhét, c¢6 2 hoic 3 16p
té bao hat)

A 4

Rtra trong moi truong TCM 199

Hinh dang va kich thudc budng trimg & cac giai doan cua chu ky dong duc rat
khac biét nhau. Giai doan thé vang, budng trimg rat to nhung nang noan khong hién rd.
Giai doan xoang nang, kich thudc budng trimg trung binh nhung nang noén lai 16 3. Giai
doan nghi ngoi, kich thudc budng trimg nhé nhat. Ngoai ra, chd duoc giét mo con & giai

doan mang thai hodc nudi con. Dya vao sy khac biét vé giai doan sinh san cua chd, chung
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t6i tién hanh thi nghiém 3, bao gdm 17 ché c6 xoang nang & budng trimg,8 chd co thé

vang dong duc & budng trimg, 5 ché ¢ giai doan nghi ngoi, 8 ché mang thai va 5 ché nudi

con

3.4.3. Nuéi noan

Chuyén céc noan sau khi rira vao mdi truong nudi noan chin, nudi & dieu kién

37°C, 5% CO, trong 72 gio.

3.4.4. Thu nhén noin sau khi nudi (Nguyén Bach Thio Vy, 2005)

Chuyén nodn sau khi nudi vao dia chira PBS-PVA

Thém hyaluronidase 0.1% vao, dé trong 15 phit

A\ 4

Dung pipette Pasteur lam bong 16p té bao hat tu xung quanh nodn

Danh gia phan loai noan. Chuyén qua phién kinh, nhugm NST

3.4.5. Panh gia phan loai noan

Noan dugc phan loai, danh gia sau khi nuoi 72 gio.

Noan dugc phan thanh 3 loai: nodn xau, noan tot va noan chin.

Béang 3.2. Phan loai noan

Noan xau

Nodn tot

Noan chin

- GOm nhilng noin
thoai hoa

- Té bao chat khong
déng nhat, bi co
cum hay phan tan

- Khéng xuét hién thé

cuc thir nhat

La c4c noan chua chin
Té bao chat dong
nhat, chiém hét xoang
té bao

Khong xuit hién thé

cuc thir nhat

- La cac noan trudng
thanh

- Té bao chit dong
nhét

- Co6 su xuat hién thé

cuc thir nhat
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(a) Noiin xu (b) Nodn tbt (c) Noan chin
Hinh 3.4. Phan loai noan
Céc nodn c6 t& bao cumulus gidn nd va té bao chat dong nhat 14 nhirng noan tot va

nodn chin.

Hinh 3.5. Sy gidn né ciia té bao cumulus

3.4.6. Nhuom noan

Chuyén noan qua phién kinh

C6 dinh bang hdn hop acetic acid: ethanol: chloroform 3:6:1(v/v)

L ]
bay 14 kinh. Ngam trong acetic acid: ethanol (1:3 v/v) trong 28 gio

Nhudm bang acetic-orcein (0,75% trong 45% acetic acid)

A\ 4

Tham kho orcein. CH dinh bang keo dan. Xem duéi kinh hién vi (x100)
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() GV (b) GVBD © M I

Hinh 3.6. Cic giai doan ctlia nhiém sic thé
3.5. Xir Iy thong ké
Xir 1y thong ké bang trac nghiém F ¢ phan mém Minitab 12.0.
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PHAN 4. KET QUA THAO LUAN

4.1. Thi nghiém 1: dnh hwéng ciia tudi ché dén sé lwong noin thu duoc
Cho truéng thanh vé mit sinh duc khi dat 6 — 16 thang tudi. Do d6, budng tring
dugc 1ay ¢ ché thude 2 nhom do tudi khac nhau:
- Cho nho hon 5 thang tudi: chua thanh thuc sinh duc.
- Cho 16n hon 5 thang tudi: thanh thuc vé& mit sinh duc.

Bang 4.1 S6 lwgng noén thu dwec trén mdi ché theo dd tudi

Phan loai Ch6 nhé hon 5 | Ché 16n hon 5
thang tuoi thang tuoi

S6 cho cai 13 42

S6 noan 30 1066

X 2,31 25,38

p 0,005

S6 nodn thu duogc trén mdi chod cai & cac do tudi 16n hon 5 thang tudi va nho hon 5
thang tudi 13 rat khac biét nhau vé mat théng ké (p=0,005). Trung binh 14 25,38 d6i véi
cho 16n hon 5 thang tudi va 2,31 d6i v6i chd nho hon 5 thang tudi.

Vi ch6 nho hon 5 thang tudi s& c6 kich thudc budng trimg rt nhé, nang noan chua
phat trién, rat kho trong qua trinh thao tac cit noan. Do d6, s& khong 1y duoc nodn, néu

c6 lay duoc thi ti 16 nodn 1ay duogc rat thap va chat luong khong 6n dinh.

Hinh 4.1. Budng tring ciia ché nhé hon 5 thing tudi
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4.2. Thi nghiém 2: anh hwéng ciia nhiét d§ trong xoang bung ché 1én chit lwong
va su chin ctia noan

Nhiét d6 cua nudc nong dung dé chan choé: 60°C.

Nhiét d6 bén trong xoang bung ché & cac giai doan cua qué trinh giét md dé 1y mau:

4 Giai doan 1: 36°C (d4p chét cho)

¢ Giai doan 2: 42°C - 43°C (chan nuéc nong)

¢ Giai doan 3: 42°C - 43°C (thui da béng lua gas)

4.2.1. Pic diém hinh thai cia budng trimg

Giai doan 1: Buong trirmg con rat tuoi, c6 mau vang trong, thay rd nhiéu mach mau

Hinh 4.2. Budng trirng dwoc liy & giai doan 1 ciia quy trinh giét mé

Giai doan 2 va 3: Buong trimg ¢6 mau vang duc, cac mach mau sam mau.

.

Hinh 4.3. Budng trimg lay & giai doan 2 va 3 ciia quy trinh giét mo
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4.2.2. Pac diém hinh thai ciia noan
O tat ca cac giai doan, khong co6 su khac biét ciia nodn vé mat hinh thai, noan van

con gitr dugc cau truc binh thudng, cac 16p té bao cumulus van bam chét vao noan

Hinh 4.4. Nodn khi vira dwoc cit ra khéi budng trieng
4.2.3. Két qua IVM
Su khac biét giita noan dugc liy khi giét m6 & giai doan 1 va giai doan 2,3 sau khi
nudi cdy 72 gio:

e Giai doan 1: phﬁn 16n cac nodn c6 té bao chit mau den, déng nhét, té bao
cumulus gidn né nhung van bam chit vao nodn. Khi nhuém nodn van giir
nguyén cau triic, khong bi va.

e Giai doan 2: sau khi nuoi céy, té bao cumulus khong con bam vao noan, té
bao chit khong ddng nhat, c6 mau xam. Mot sb nodn co té bao chit co
cum lai, tich khoi 16p mang trong sudt tao nén mot khe tréng. Khi nhuém

noan bi vd, c6 1¢ do cau tric mang t¢ bao da bi pha huy.

(b)

Hinh 4.5. Noan sau khi nuéi.

(a) ché giét md giai doan 1 ; (b) ché giét mo giai doan 2 va 3
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-
o A -~ 'f’ k., | i
(a) (b)
Hinh 4.6. Két qua nhudm noin. (a) nodn vé; (b) noiin nguyén
Bang 4.2. Ti I¢ cac loai noin sau khi nudi ciy
Giai doan Giai doan 1 | Giai doan 2 va 3
S6 dot thi nghiém | 14 12
S6 nodn tot 266 10
S6 nodn xau 130 89
S6 nodn chin 3 0
Ti 1€ chin 0.75% 0%
Ti 1é % cac loai noan-GD1 Ti 1é % cac loai noan-Gb2
70 100
60 41— 90
80
50 +— 20
40 +— 60
L S 50
0T 40
20 +— 30
ol 20
ST
0 ' ; 0 . ;
noan tét noan xau noan chin noan tét noan xau nodn chin
phan loai phan loai
(@) (b)

Bicu do 4.1. So sanh ti 1€ cac loai noan sau khi nuéi

(a) LAy miu giai doan 1: ché vira bi dap chét

(b) LAy miu giai doan 2: ché da bi chin nwéc néng va thui
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Hau hét cac thi nghiém vé IVM trén thé giéi déu lay mau (budng tring ché) khi cho
con sbng, dung thu thuat cit budng trimg. Cong viée nay duoc thuc hién ¢ cac phong
kham thii y. Mot s6 khac 1y mau & 10 md, nhung cong viée ndy duge thuc hién & giai
doan dau cua quy trinh giét mé. O Viét Nam, hau nhu miu duoc liy & giai doan cudi, khi
ch6 da qua giai doan chan nudc sbi va thui lira gas. Chinh vi 1y do d6, mau da bi giam
chat lugng.

Tur két qua trén, chung ta rut ra dugc mdt s6 nhan dinh:

- Khi ch6 di chan nude nong va duoc thui bang lira gas thi nodn khéng con kha
nang phat trién. Do d6, khong thé str dung mau & giai doan nay dé nudi cay.

- Chi ¢6 mau dugc léy ¢ giai doan 1 (ché vira bi dép chét) thi nodn madi ¢6 kha
ning phat trién va dat metaphase II. Tuy nhién, ti 1& noan chin (MII) trong nghién ciru
ctia chiing t6i con qua thap (0,75%) so vdi ti 18 caa Rodrigue( 4.2% - 8.1%) v6i ciing moi
truong nudi cay.

Mot s6 1i do c¢6 thé gay nén ti 18 nodn chin thap:

- Do méi truong lam viéc chua dat duge didu kién vo trung nén rat dé bi tap
nhiém trong qué trinh thao tac.

- Trén thi trudng nudc ta, ching t6i khong tim dugc ECS, nén da thay thé bang
FBS. ECS la huyét thanh bo duoc léy ¢ giai doan dong duc, la giai doan chtra nhiing
thanh phan thiét yéu cho sy phat trién ciia noan. Trong khi d6, FBS 1a huyét thanh bo &
giai doan mang thai, tuc la giai doan trc ché su phat trién cta nodn.

4.3. Thi nghiém 3: anh hwéng ciia chu ky sinh sin 1én chét lwgng va s6 hrgng
noan thu hoach

Céc nghién ciru true ddy cia Bolamba va cs (1998) chitng minh rang nang noan
& giai doan xoang nang chtra nodn phat trién véi dac diém 16p lipid cta té bao chit cb
dic. Theo quan sat clia chung toi, vé mat hinh thai, nang nodn ¢ giai doan xoang nang
chira nhitng dac diém ding nhu Bolamba da md6 ta. Tuy nhién, muc ti€u cia ndi dung
nghién ctru ca thi nghiém 3 khéng nhitng xét dén chat lwong ma con luu ¥ s luong
noan thu duoc.

Theo Feldam va Nelson (1996), rt khé xac dinh cho dang & giai doan dong duc,

giai doan nghi ngoi hay giai doan mang thai ¢ nhiing ngay déu. Do d6, can dva vao dau
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hiéu hinh thai bén ngoai két hop véi hinh dang cta budng trimg dé biét duoc giai doan

sinh san cua chd. Céac cho khao sat trong thi nghiém 3 duoc chia lam cac giai doan sau:

e Giai doan budng trimg cé nang nodn vdi xoang nang (dong duc va trudc

dong duc)

e Giai doan budng tring c6 thé vang (sau dong duc)

e (Giai doan nghi ngoi

e Mang thai

e Nudi con

Bing 4.3 S6 lwgng noin thu dwgc trén mdi cho theo giai doan sinh san

Phén loai chd | Buong tring c6 | Buong tring ¢6 | Nghi | Mang | Nudi
X0ang nang thé vang sau [ngoi |thai | con
dong duc
S6 cho cai 17 8 5 8 5
S6 noan 721 109 71 127 |49
X (nodn) 42,41 13,63 14,2 1588 |9,8
ti 1é noan trén cac giai doan
50 —42:41
g 0]
~<g 20 A 123 14_2 128 9.8
(7] 18 i I I I I Ij
1 2 3 4 5
giai doan

Biéu d6 4.2. SO lwgng nodn thu dwoc trén mdi ché theo giai doan sinh sin

Két qua trén ta thay ti 1¢ nodn thu duoc ¢ pha nang noin cao hon ¢ cac pha khac

(p=0,002). Két qua nay tring khép voi két qua nghién ciru ciia Rodrigues (2003) voi sb

noan thu dugc trén moi cho cai la 52.8 noan/ché.

O giai doan nudi con, ti 1&¢ nodn thu dugc trén moi choé cai la thép nhét (9,8 noan).

Diéu nay co 1€ 1a do prolactin c6 trong sira da urc ché su phat trién cia nang noan.
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4.4. Mot s6 kinh nghiém trong IVM
a. Lay mau
Ti 1& nodn iy duoc cao nhat ¢ giai doan xoang nang, do d6 nén ldy miu & nhing

cho dang giai doan trudc dong duc va dong duc vdi nhiing biéu hién nhu sau:

e @Giai doan trudc dong duc: cho cai co6 nhiing dAu hiéu 4m ho sung do, chdy mau va
dich tiét

e Giai doan dong duc: am hg giam sung, tré nén mém nhan da, dich tiét c6 mau
héng lot, hoi déo va trong.

Thoi ky dong duc cta chd nhidu nhit 1a vao céc thang 3, 5, 7.
b. Quin ly phong thi nghiém

Phong thi nghiém va tat ca dung cu phai duoc khtr tring trudce khi nudi cdy.

Day hut trimg nén dugc két ndi v6i dau loc vo trang dé tranh sy tap nhiém.

Khang sinh phai dugc pha ngay trudc khi nudi noin, khong duoc bd sung
trudc vao moi truong vi khang sinh 14 hop chat hitu co, rat dé bi bién tinh khi pha chung
v6i cac chat khac.

Trong diéu kién phong thi nghiém hién nay, thao tac cit trimg khong thé thyc
hién dugc trong ti cay vo tring nén trong qua trinh thao tac, st dung ngon dén con trong
qué trinh thao tac dé han ché vay nhiém.

¢. Nhu¢m noan

Khi nhuém noén, khong nén cho qua nhiéu noan vao mot phién kinh, rat kho
kiém so4t trong qua trinh thao tac

Nodn ché co rat nhiéu lipid nén khi nhuém noan, nén c6 thém budc loai bd lipid
bang hdn hop acetic:ethanol:chloroform (3:6:1). Hon hop nay ciing ¢6 tac dung c¢b dinh

noan, gitp noan bam chat vao phién kinh.
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PHAN 5. KET LUAN VA PE NGHI

5.1. Két luan

- Ché 16n hon 5 thang tudi cho sd nodn nhiéu hon ché nho hon 5 thang tudi (23,38
noan/cho so vai 2,31 noan/cho).

- Noan thu duge tir chd vira dap chét (giai doan 1 ciia quy trinh giét md) c6 kha ning
dugc nudi chin. Trong khi d6, nodn dugc lay khi ché bi chan nudc s6i hodc thui da (giai
doan 2 va 3 ctia quy trinh giét mo) lai kho c6 kha nang nudi chin.

- Cho ¢ céc giai doan sinh san khac nhau cho s6 lugng noan thu dugc khac nhau, cao
nhit & cho c6 budng trimg chitra nang noin c6 xoang nang

- Ti 1€ noan dat M II dat 0,75%

5.2. Dé nghi

- Nghién ciru nudi nodn trong méi truong dong nudi cay.

- Str dung bd On nhiét trong qua trinh thao tac cat nodn, giit cho nhiét do cua nodn
luén dat 37°C.

- Panh gia anh huong cua cac gidng ché 1én két qua IVM.

- Sau khi dat dugc ti 18 nodn chin 6n dinh, tién hanh IVF.
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PHU LUC: XU LY THONG KE

One-way Analysis of Variance

Analysis of Variance for so noan

Source DF SS MS F P

giaidoa 4 8593 2148 4.41 0.005

Error 38 18492 487

Total 42 27086
Individual 95% Cls For Mean
Based on Pooled StDev

Level N  Mean StDev + + +
1 17 4241 31.73 (---*-----)
2 8 13.62 1244 (------- H e )
3 5 1420 1117 (---—----- j— )
4 8 15.88 9.46 (------- S fE— )
5 5 980 653 (--—-—-- H oo )
+ + + +
Pooled StDev = 22.06 0 20 40 60

One-way Analysis of Variance

Analysis of Variance for so noan

Source DF SS MS F P

tuoi 1 5285 5285 10.37 0.002

Error 53 26999 509

Total 54 32284
Individual 95% Cls For Mean
Based on Pooled StDev

Level N  Mean StDev + + +
1 13 231 3.09 (-----—--—--- f JEN—— )
2 42 25.38 25.61 (-m-*mmm)
+ + +
Pooled StDev = 22.57 0 12 24

One-way Analysis of Variance

Analysis of Variance for noan tot
Source DF SS MS F P
Giaidoa 1 2132 2132 9.08 0.006
Error 24 5634 235
Total 25 7766
Individual 95% Cls For Mean
Based on Pooled StDev
Level N  Mean StDev + + +

1 14 1900 20.80 [
2 12 083 103 (seeFee)
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Pooled StDev = 15.32 0 10 20

One-way Analysis of Variance

Analysis of Variance for noan xau

Source DF SS MS F P

Giaidoa 1 226 226 0.27 0.611

Error 24 2037.8 84.9

Total 25 2060.3
Individual 95% Cls For Mean
Based on Pooled StDev

Level N Mean StDev ----- + + + +-
1 14 9.286 11.854 ( * )
2 12 7417 4379 ( * )
----- + + + +-
Pooled StDev = 9.215 35 70 105 14.0

One-way Analysis of Variance

Analysis of Variance for noanchin
Source DF SS MS F P
Giaidoa 1 0.2967 0.2967 3.02 0.095
Error 24 2.3571 0.0982
Total 25 2.6538
Individual 95% Cls For Mean
Based on Pooled StDev

Level N Mean StDev --+ + + EE—
1 14 0.2143 0.4258 (= B )
2 12 -0.0000 0.0000 ( * )

+ + + +--e-

Pooled StDev = 0.3134 -0.16 000 016 0.32
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