AWIRINTUNMINEAE

nusulssanaudufulsedntl bede

SIBITULANITINE

04

=5 i
nRrasEmMInNsasale liAne
- - ] . Lr) ar
nsl JausuaniumeatesgnlanauinisTywug

{nm

MIAR WOTEATY

uaNg piniivg
" LR
M 15 Uy anasynw
011630 -
um faviae

HUAN bEdD



AUIRINTAUNWIINLIRE

nuulszannusuulsea wece

FIEUNANIGTIRE
1594

| 3 "y
HRURIEN1IzNsIRealalalassa

s

nsUfausuansumevagninnaudaiasywy

oo

s

Ths

NIAR LATSNIN
unNg penling
% (] ‘

TULNEY BARETYNNW
UM A4Niaa

NUIAN &b

2.9
3

1 30350122,




] b4 . -.
Falasannsade narasantnznsideslalalaisanmaliauiuansniaaegnla

nauduiaseyug _
TRfMNe NIAR ATEY WAy JAnting duin ensu1A Auan Aeias
Bouusiinviiddeada Huian 2546

uNAnsa
ﬁmqﬂﬁzmﬂ'ﬁa«ﬁuﬁﬁﬂﬁ _L'?“iaﬁnmﬁnﬂnﬁmfaaé’qquﬁlﬂﬁwé’ﬂLﬂ?tyﬁui{é}"mmm'amuﬂm’amsnixéjumi
WiggraanasfiAanaislusicsaefluulnuniainsliuainnisuan uarAnmanuansauTesEnmMsinzAadale e
1asgnlanguendeane ﬂuﬁaﬁnmmmmmmwaw:nnmi’waxuémﬁoéﬁuﬁlﬁmnmmﬁM‘E‘uﬂni"wmtmm
lalelasfaagnlnauteszazwiantinliiinadhn Taeimsmaseslugnla 3 ‘Xjﬂ.ﬁﬂ gnlaiulaalmd Wideudou
9 72 gnlausniuguan 41uou 9 fa uasqnialneiudies $1uam 8 & engezwing 6-12 ey Tlsunsumanszsjuilad
2 Tusunsy Tsunsausnlénugniagaiviiouazans w’nnjsﬂqaﬂﬁuummamﬂ‘(m?{lﬁﬁquﬁwﬁa’lugmu 7 FurieuBuld
anftuuriln veadiAa sfiyieRs sefluu 14w 120 - 180 Rednsusies faufilnunlalnstiu Fasde sefluulumng
100 TulasnFusiass Iﬂmns‘uﬁﬂmﬁfﬁ’uqn‘iﬁﬂqmﬁmu Wrefluualisnaadida sayiafe zefly luzwn 120 Nadnin
sesifizsatiaRen LﬂmmﬁmﬁmqniﬁLﬁ'a?m"a’lﬁuu'liufiwmuwﬂaaLﬁamzma"qLﬂ%qéunw'lﬁaﬂﬂuuuz’\’a 24 {qiua -
wurdwuasfidauwilifinsudslsonliluseudingnlausiassia (8121 WesRiAnlugnlagausn, 13-99 Nﬂé‘ealﬁﬂ
lugniagaiians uay 23-75 weadiAslugnlagaiiany) Wususudnarasseafidaiinuuustldgniagafiviis ans uas
g1 i 051 + 0.24, 0.64 + 0.28 UAT 0.54 + 0.20 LauRms MNAIFL MidvasdiRauuitidaesgningafiaasd
snadurinugudnarsedainnndgniagausnuazgaiisasateiiledigmesin
gmsnnfulelelaflfanmaanafufeitidifadaesefunszueniseiazgpaindestialneasainiy
24.5% ‘-ﬁqéi"m'hm?m:ﬁqﬂmﬂ%ﬁnx&i@ﬁum‘émQﬂq:‘grgﬂmﬁﬁuﬁ\a@m 120 fafumrsanfiiuly 50.6% uaznsdin
sldeenesediudniianzanlelalofufafiRmsiiuls 56.3% etheliludrAnymadn alinaedtelels
- wufdlitaasa Fhileleloieadioydainnnuiy 33.4% fuedAyfeufodudianiemeday 31.8% 68
Poydaurinszans 30.5% TiflmadAoydasiy 2.3% usnihileleloMidavanis 2.0% Famaauflalelafinasiesiia
sadleleleld nslddadneancgatelelafainvesfidalaansezlitelelafslafifizadRoydauinszanaanniign
(41.8%) Wwdegafumaanziulalalafanislifignimeananidadiuda (36.7%) melfirtasgagaynmaiiusgn
120 fndwaslsen azldlelelaffantisadRoyRafumnuivanniian (42.5%) »
TelolwiiadRoyfausingzans 29.4% fasTulmiluszesnsaafadmiifiasiuly uasiidnmniades
ammlm’tﬂﬂuhuu?iu‘-i‘?w,ﬁavx’wm?m')zt‘gmmwﬁuﬂd'\ 2 ol douleleladdlinferlfadtisnsnninung
?:ﬂ:wé’@uﬂﬁau’ﬁzgqﬁqmﬁaLmnﬁvmu'm 28 4ol (24.2%) Lﬁﬂuﬁﬂmﬁﬂnm:‘ﬁmm?Wf;"\d@?@’lﬁﬁmnqniﬂﬁuiﬂ
adadenudy  Telelasannlaladadafimeiaunanditelelefildangninludatued 8 uaz 16 sesmsmzies
davhanfaEuen é’Nmﬂwndﬁaiﬂhﬁmm?mﬁmmn}.ﬁau’ﬁmmﬂa@TﬂlﬁiﬂﬂmamL%ﬂﬁiuﬁ'm'nmnéﬂwﬁm
TCM 199 #iRadsa 20% uae ﬁ'\ﬂ'\mzt‘éﬂwﬁm B2 MatesufTag VERO (37.4% 1111 34.6%) Wi laifisnsauwsmun
fsrazaeganiTauanglada mnms‘wmmuam‘tﬁtﬁwjﬂmmmnﬁ‘:ﬁui”q‘iﬁmémniﬂﬁauf‘i’ﬂwﬁ‘t‘gﬁuﬁ wasidelomdon

Uil usidnsnsansreudrenuasideulisunsaimunlitessasivinzanlumsthadinlulasoiy

£33 A

A EA T
gﬁ\ 13

SLUHY 0630




H

~ Project title: Effect of in vitro culture condltlon of prepubertal calf oocytc
: S on in vitro fertilization
Name of investigators: Mongkol Techakumphu Nawapen Phutikanit
E Wanpen Adulyanubap Jinda Singlor
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Abstract

The objectives of this study were to evaluate the ovarian responses to gonadotropin
treatment in prepubertal calves and the suitable condition for in vitro maturation and embryo
culture after in vitro fertilization of the calf oocytes.

Two ovarian superstimulation programs were tested. The first program was carried
out in crossbred dairy (n=9) and crossbred native calves (n=8). The calves received

~ progesterone ear implant, 7 days before starting gonadotropin treatment. The calves were
treated with 120 — 180 mg Follicle Stimulating Hormdne (FSH),. together with 100 pg
Gonadotropin Releasing Hormone (GnRH). The second program was used in Thai native
calves (n=9). The calves received only 120 mg FSH without progesterone and GnRH. All
calves underwent surgery 24 hr after the last hormone injection, the ovaries were examined
and the follicles were counted and measured after laparotomy. The number of follicles
- varied greatly among calves (8-121 follicles per animal in crossbred dairy calves, 13-99~
follicles per animal in crossbred native calves and 23-75 follicles per animal in Thai native
calves). The average diameter of the follicles were 0.51 + 0.24, 0.64 + 0.28 and 0.54 + 0.20
" cm in crossbred dairy, crossbred native and Thai native groups respectively.

The oocyte recovery rate was evaluated among three collecting methods; a) manuai
aspiration from follicles using 19 G needle attached to a syringe, b) aspiration using vacuum
pump at 120 mmHg and c) the ovaries were removed and the follicles were aspirated in the -
laboratory room. Method a) provided the lowest recovery rate (24.5%) compared with

- method b) (59.6%) and c) (56.3%). The recovered oocytes were classified based on their
- cumulus appearance. The percentage was 33.4%, 31.8%, 30.5%, 2.3% and 2.0% for the
compact layered cumulus, single and partial layered cumulus, expand cumulus, denude and
- degenerated oocytes respectively. The oocytes collected by method a) were mostly expanded
cumulus oocytes (41.8%) as well as of those collected by method ¢) (36.7%), whereas
- method b) provided the highest compacted cumulus oocytes (42.5%).
' The chromosomal stage of the oocytes was examined after rapid staining. Almost.
. 30% of the expanded cumulus oocytes showed the chromosome of matured stage at the time
. of collection. The appropriate culture time in vitro for this group should not exceed 2 hours.
. The immature oocytes cultures for 28 hours showed the highest percentage of maturation
- (24.2%). The oocytes from adult cows could develop faster than those from calves after
- being cultured in vitro for 8 and 16 hours.
- Two culture systems using for embryo culture after in vitro fertilization were
- compared. The embryo cultured in TCM199 plus 20%FCS had a slightly higher cleavage -
©rate than those cultured in B2 medium with VERO cell line (37.4% vs 34 6%), but none
“reached morula or blastocyst stage.

: In conclusion, it was possible to stimulate the ovary of prepubertal calf and the
* oocytes are able to be matured and fertilized in vitro. However, the in vitro embryo culture
. systems used here did not support the embryo development to transferable stage; morula or -

= blastocyst stage
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