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Niiklear transfer (NT) calismalarinin amaglarindan biri de nesli tehlike olan tiirlerin klonlanmasidir. Niikleer transfer de
kullanilan hiicrenin tipide etkili parametrelerden biridir. Bu ¢alismada; biiyiime faktorlerinin oositin maturasyonuna
etkisi ve NT’de kullanilan farkli hiicre tiplerinin klonlanmadaki etkisi arastirilmistir. Birinei ¢alismada; kullanilacak
olgunlasmamis sigir yumurtalart mezbaha materyalinden aspire edilerek 10%FCS, sodyum piruvat, bLH, bFSH
(Grupl) veya EGF ilave edilen(Grup2) veyalOng/ml EGF ve 100ng/ml IGF-1(Grup 3) ilave edilen TCM199
medyumunda 39°C%5CO;’li inkiibatorde 18 saat tutularak olgunlastirilmistir. Maturasyon oranlari incelendiginde grup
2 (%75) ve 3 (%75)’lin grup 1’e (%64)gdre daha yiiksek oranlara sahip oldugu goriilmiistiir. ikinci deneyde; Boz sigir
irkindan elde edilen graniiloza, kikirdak ve fibroblast hiicreleri niikkleus kaynagi olarak kullanilmigtir. Farkli hiicre
tiplerinin ve medyum konsantrasyonlarinin embriyo gelisim iizerine etkileri arastirilmistir. Olgunlasmis yumurtalar
eniikle edilerek somatik hiicre transferi yapilmistir. Yumurta-hiicre ¢iftleri Zimmerman medyumu igerisinde 133V/500
pm for 30 us 1 atig ile fiizyona tabi tutulmuslardir. Fiizyonu takiben NT giftleri Cal (SuM 5 dak), cytochalasin D (2.5
pg/ml)- cycloheximide (CHX,10pg/ml) 1 saat ve CHX medyumunda 4 saat tutularak kimyasal aktivasyonlari
gerceklestirilmistir. Blastosist gelisim oranlar1 incelendiginde de graniiloza hiicrelerinin (%34,98) diger hiicre tiplerine
gore daha yiiksek oldugu belirlenmistir (kikirdak %24,00 ve fibroblast %21,05). Graniiloza, hiicreleri ile yapilan NT
ciftleri Sage+8 mg/ml BSA ile 72 saat kiiltiire edildikten sonra {i¢ gruba (1-Sage+4mg/ml BSA+%SFCS; 2-
Saget+4mg/ml BSA+%S5FCS+100ng/ml IGF-1, 3- Saget+4mg/ml BSA+%5FCS+100ng/ml IGF-1+50ng/ml EGF)
ayrilarak 4 giin daha kiiltiire edilmislerdir. Kiiltiir medyumuna serum ile beraber biiyiime faktorlerinin eklenmesinin
blastosist gelisimini {izerine olumlu etkisi oldugu belirlenmistir. (Grupl %34,98 Grup2 % 32,14 ve Grup3
%41,07)Sonug olarak; biiylime faktorlerinin serum ile beraber uygulanmasinin oosit maturasyonu ve blastosist gelisimi
lizerine yararl etkileri vardir. Bu ¢aligma TUBITAK -TOVAG 1040360 ve KAMAG 106G005 projesi 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. Therefore; one of the several parameters affecting reprogramming of somatic cells is the type of cells. The
objective of this study was to examine the effect of growth factors on the maturation, and cell types on somatic cell
cloning(SSC). In the first experiment, bovine oocytes isolated from slaughterhouse ovaries were matured in TCM199
supplemented with 10% FBS, sodiumpyruvate, bFSH, and bLH without growth factors (group 1) or with EGF (group
2) or with 10ng/ml EGF and 100ng/ml IGF-1 (group 3) for 18 hours. Maturation rates were higher in group 2 and 3 (75
% and 75% respectively) than in group 1 (64 %). In the second experiment; as nuclear material source; granulosa,
cartilage and fibroblast cells obtained from the ear tissue of a female Anatolian grey bull were used. The effects of cell
types and different medium combinations on NT embryo development rates. Enucleated oocytes were used for somatic
cell transfer. After transfer of single cells to enucleated oocytes, oocyte-cell couples were fused by a DC pulse of
133V/500 pum for 30 ps in the Zimmerman’s medium. After fusion, fused Nuclear transfer (NT) units were activated
using a combination of Cal (5puM for5 min), cytochalasin D (2.5 pg/ml) and cycloheximide (CHX,10pg/ml) for 1 h and
CHX alone for 4 h. When the results were compared, Graniiloza cells have a higher blastocysts development rates (GC
%34,98, Cartilage%24,00 Fibroblast %21,05). NT units with granulose cells were cultured in Sage cleavage medium
supplemented with 8 mg/ml BSA for 72 h and then developing embryos were divided into three groups in 1) Sage with
4 mg/ml BSA and 5% FCS, 2) Sage with 4mg/ml BSA and %5FCS,100ng/ml IGF-1, 3) Sage with 4 mg/ml BSA,
100ng/ml IGF-1, 50 ng/ml EGF and 5% FCS, for an additional 4 days. The results showed that serum and growth
factors were have a positive effects on embryo development rates. The results indicate that growth factors have a
beneficial effect on oocyte maturation and blastocyst development if they are added in culture medium with serum.This
study was supported by grants from TUBITAK (TOVAG-1040360 and KAMAG-106G005).



