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poiat when hay new incusrence of footrot can be reasonably maniged.
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ity 10 ensure the disease does not reappear.
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INTRODUCTION

Itk generally accepted thar curmalus cels during the maration perlod support in vitro maturation (IVM) of cocytesto the melapbasc-
I stage and are involved inthe cytoplasac maturation needed for developmeatal competence of postfertiization such as male pronceus
formation in oocytes (3).

"The gap junctional communleation (GIC) s ons o the routes by which the cumulus celstransmi th factors 10 the ooeye (1). Thse
are mauy publications indicating that aaxy functions of somatic foliular cels can be affected by the cocyte; and becaus the resporse 1o
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the absence of interaction between cumulus cells and oocyte.

MATERIALS AND METHODS

‘Oocyte (collection and maturation). Adultand prepubertal sheep avarics wers collected during the non-breeding season (from Apel
" July) from Jocalslanghterbonse and were transported to the laboruory a sallze at 30 to.35 °C i a thermos Sask v 1 03 st
collsction. Ovaries were washed three times with prewsrmed tresh saline (37°C), and all visible follicles with 2t0 6 mm In diameters wert
asnicatrd winieraile v 0RO HEbFoU T AZAL e shos beacled ocr . nnosid 1 2ml anjuee, Bejarsn aatien
of syringe was purred into 4 collection tube. Aftec sedimentation, only oocytes surrounded by mare than 3 layers of unexpanded wumukt
el receyere and sloted ot in vt maturation, The COCS wersrendomlydisicuted in maruration droplecs, 15 ooete 1050
U, covered by serle paatfa ol (Sigma) i » 35-mum Petr dish (Beton & Dickinson). The oocytes were incubated under an amosghery
5% GO, it it 100% bty at 3.6 or 26027 . Th oocyteculttemedu (OCM) consisted of carbonate uftere TO
199 with L-glutamine (Sigma) supplemented with 0,05 TU per mi thFSH (Organon), 1 IU per ml hOG, 1 g per mi B2 (Sigma), 100 W PT
ol penlciliz, 100 ug per ml sreptomcin, 20% FCS (Sigma), and 0.2 mM Na-Pyrovate.

‘Preparation of cumulvs cells monolayer and conditioned medivm. The cumulus cels of the oocytes, derived from folicles 2106 Mm%
in dlameter, were detached from oocyte by pipetting and then vortexed for | o, in 1 ml Bepes buffered M199 (Sigma) and washed S
1 colfure mediun and transfrred o the dropletsof culture mediam,approximtely 10 cumolus cls per ful, Conditoned mediom
preparedby culturing the cumulus cells monolayer for 24 in culture medium (OCM). Afer culturing, cumulus conditioned medium ¥®
collected in eppendorf tubes and centriuged for 3 nin at 13,000 3 The supernatants were collected and stored a1 20 C untll use.




