ANADOLU BOZ SIGIR IRKININ KLONLANMASI
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Nukleer transfer(NT) calismalarinin uygulama alanlarindan biri sayilari azalmisg olan yerli
irklarin klonlanarak sayilarinin artiriimasidir. Bu ¢calismada Marmara Bolgesinin yerli sigir irki
olan ve yari vahsi yasayan Boz Sigir Irkinin klonlanmasi hedeflenmistir.  Calismada
kullanilacak olgunlasmamis sigir yumurtalari mezbaha materyalinden aspire edilmis ve
10%FCS, sodyum piruvat, EGF, bLH, bFSH ve penisilin/streptomisin iceren TCM199
medyumunda 39°C%5CO;li inkubatdérde 18 saat tutularak olgunlastinimigtir.  Olgun
yumurtalar (MIl) kumulus hicrelerinden temizlendikten sonra metafaz pleytleri ve birinci polar
cisimleri ainmistir. Erkek Boz Sigirin kulak dokusundan elde edilen kikirdak hicreleri nikleus
kaynagi hicre olarak kullaniimigtir. NT sonrasi yumurtalara 133V/500um 30us 1 atis yapilarak
flzyon uygulanmis ve yarim saat sonra fiize olmus olan NT uniteleri Cal ile 5 dk (5uM )
CD(2.5 pg/ml)+cycloheximide(CHX,10ug/ml) kombinasyonu ile 1 saat ve CHX ile 4 saat
muamele edilerek aktive edilmiglerdir. Aktivasyondan sonra NT uniteleri 8mg/ml BSA’lI Sage
embriyo bdélinme medyumunda 72 saat kiltire edildikten sonra ¢ gruba ayriimiglardir.
Birinci gruptakiler 8mg/ml BSA’lI Sage blastosist medyumunda, ikinci gruptakiler 8 mg/mi
BSA+%5 FCS’lu Sage blastosist medyumunda, Gg¢lUncu gruptakiler ise 4 mg/ml BSA+%5
FCS’lu Sage blastosist medyumunda ilave olarak 4 gin daha kultire edildiler. Bunun
sonucunda birinci grupta blastosist orani (%19) ikinci (%33,3) ve uguncu gruptan (%40,68)
anlamli olarak disuk bulunmustur. Blastosist donemindeki 73 embriyonun 63 adeti Uludag
Universitesinde bulunan 17 aliciya ve 10 adedi istanbul Universitesinde bulunan 5 aliciya 2-5
arasinda olmak uzere transfer edilmistir. Bunun sonucunda 35 gtin izerinde toplam 11 gebelik
(%50) tespit edilmistir. Bunlardan 6 adedi 42 gunlikken kaybedilmis diger 5 adedinde ise
gebelik devam etmektedir ve 7 adedinde gebelik gerceklesmemistir. Gebelik muayenesi
yapilmayan 4 alici inek daha vardir. Calismalar devam etmektedir. Bu galisma TUBITAK-
TOVAG 1040360 ve TUBITAK-KAMAG 106G005 projeleri ile desteklenmistir.
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One of the application fields of nuclear transfer (NT) is to increase the decreasing numbers of native animal
races by cloning. In the present study, cloning of native Anatolian gray cattle living semi-wildly especially in
Marmara Region was aimed. Immature bovine oocytes were aspirated from slaughterhouse material and in vitro
matured in tissue culture medium-199 (TCM-199) supplemented with 10% FCS, sodium pyruvate, EGF, bLH,
bFSH and penicillin/streptomycin for 18 hour at 39°C and 5% CO, in humidified air. After removing the
cumulus cells of matured oocytes (MII), meiotic spindles and first polar bodies were removed. As nuclear
material source, cartilage cells obtained from the ear tissue of an male Anatolian gray bull were used. Following
NT, oocyte-cell complexes were fused by one 30 ps pulse of 133V/500 um. Thirty min later than fusion, fused
NT units were activated by exposing to calcium ionophore (5 uM), cytochalasin D (2.5 pg/ml) + cycloheximide
(CHX, 10 pg/ml) combination and CHX for 5 min, 1 h and 4 h, respectively. After activation, NT units were
cultured in Sage cleavage® medium supplemented with 8 mg/ml BSA for 72 h and then developing embryos
were divided into three groups. Embryos in the first group , second group and third group were respectively
cultured in Sage blastocyst® media supplemented with 8 mg/ml BSA, 8 mg/ml BSA + 5% FCS and 4 mg/ml
BSA + 5% FCS for additional 4 days. Development rates to blastocsyt were 19.0% (4/21), 33,3% (25/75) and
40,68% (59/145) for the first, second and third groups, respectively. Sixty-three of 73 embryos were transferred
into 17 recipient cows in Uludag University and the remaining embryos were transferred into 5 recipient cows
in Istanbul University (2-5 blastocysts/a recipient cow). Eleven pregnancies were diagnosed over to 35 days
(50%). Six of them was lost after 42 days and remaining five pregnancies are going on. Recently, there are 4
recipient cows which were not yet diagnosed for pregnancy. Experimental studies are in progress for this study.
This study was supported by grants from TUBITAK, Turkey (TOVAG-1040360 and KAMAG-106G005).
Contact E-mail: Sezen. Arat@mam.gov.tr



