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Objective: Despite of importance of centrosome inheritance in bovine oocytes during fertilization,
parthenogenesis and nuclear transfer, little information is available. In this study we compared o- and
y-tubulin assembly in bovine oocytes during fertilization, activation and nuclear transfer in order to get
insights into centrosome inheritance during nuclear transfer.

Methods: Bovine oocytes were matured for 24 h in TCM-199 supplemented with 10% FBS, 1 pg/ml
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B-estradiol, 50 ng/ml FSH. The oocytes were fertilized with frozen thawed sperm in FertTALP medium.
Matured oocytes were activated with both electrical stimulation and 6-dimethylaminopurin. Nuclear transfer
of bovine ear fibroblast cells into ennucleatsd oocytes was accomplished by fusion method. Chromatin, o-
and y-tubulin assembly were determined by indirect immunocytochemistry and laser scanning confocal
MICTOSCOopY.

Results: During fertilization, a microtubule aster was observed near sperm chromatin, but y-tubulin spot
was not observed near the sperm chromatin. The maternal origin y-tubulin spot was seen in late pronuclear
stage and splits and form the poles for the frist mitotic spindle. During pathenogenesis, disarranged micro-
tubules were observed, and anastral, barral-shaped bipolar mitotic spindle was seen in frist mitotic meta-
phase. y-tubulin spots were not observed in parthenotes until 8-cell stage. Immediately after nuclear transfer,
a microtubule aster containing a y-tubulin spot was seen near the transferred nucleus. The y-tubulin spot
was split into two and forms the poles for the mitotic spindle.

Conclusions: There results suggest introduction of somatic cell centrosome during nuclear tranfer, which

is different manner with those during fertilization and parthenogenesis in cattle.
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Transforming growth factor-p (TGF-$) family exert inhibitory actions on testicular cell proliferation and
differentiation. This study was carried out to screen the mRNA expression of TGF-Bs and their cognate
receptors in the 17 human testis samples with obstructive azoospermia (OA, n=7) or non-obstructive azoo-
spermia (NOA, n=10) using the reverse transcription polymerase chain reaction approach. We observed a
higher expression of TGF-f mRNA in the testes in the NOA group than in the OA group. In the NOA
group, in all cases of hypospermatogenesis (n=4) and Sertoli cell only syndrome (n=6), TGF-$1 mRNA
was expressed. In the OA group, TGF-f1 mRNA was not detectable in 42.9% (3/7) of the cases. In both
the OA and NOA groups, TGF-2 mRNA expression was very rare. Only 29.4% (5/17, two cases in the
OA group and three cases in the NOA group) of the cases showed a weak TGF-f2 mRNA expression.
TGF-B3 mRNA was not expressed in 42.9% (3/7) of the cases in the OA group, but all cases in the NOA
group expressed it. However, the intensity of the mRNA expression was weaker than that of TGF-B1
mRNA. In the study of receptor mRNA, 82.4% (n=14) expressed TGF-BRI mRNA. However, we could
not find a TGF-BRII mRNA expression when the positive control showed a mRNA expression. In con-
clusion, TGF-B1 may be more prevalent in human spermatogenesis than TGF-p2 and -3 at least in the
cases of azoospermia.
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