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ABSTRACT

The aim of this study was to examine the effect of mechanical enucleation methods, aspiration and squeezing, on
the developmental ability of nuclear transfer bovine embryos. Enucleated oocytes made by both enucleation methods
were fused to adult ear skin cells. After 7 days of culture, developmental ability up to blastocyst stage was similar
in both squeezing (33.6£15.7%) and aspiration enucleation methods (31.9+13.4%). The proportion of blastocysts at Day
8 of culture was also similar between the aspiration (37.8+10.4%) and squeezing enucleation s (35.3+15.1%). The mean
cell number in Day 7 blastocysts was also similar between the both groups (aspiration: 110.3+39.2 vs. squeezing:
103.7442.8). The ratio of apoptotic cells was also found to be not significant different between the both groups (aspi-
ration: 2.842.6% vs. squeezing: 4.3+4.4%). These results suggest that aspiration and squeezing methods, as mechanical
enucleation technique, are both useful for the production of bovine somatic cell nuclear transfer embryos.
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Fig. 1. Mechanical enucleation of bovine mature oocytes. (A), (B):
aspiration enucleation by grind pipette. (C), (D): squeezing enucl-
eation by needle pipette. 1 polar body and Metaphase II spindle
were stained by Hochest 33342 (blue).

Kit, TMR red; Roche, Mannhelm Germany) A48
AFg-EHgth A Y winkE = 39°C w)ekr] ] AN B
oF TUNEL #dHg-oflA 5‘%’43}9}—7—’, AR AH A
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Fig. 2. Total and apoptotic cells in bovine nudear transfer blasto-
cysts. (A): total cells (Hoechst 33342, blue). (B): apoptotic cells (TU-
NEL, red).
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Table 1. Developmental potential of bovine somatic cell nuclear transfer embryos according to mechanical enucleation methods

No. of blastocysts

o No. of
Method No. of No. (%) oocytes cleaved (Mean%+5E)
oocytes of oocytes fused (Mean%+SE) D7 D8
o 167 74 80
Aspiration 265 197 (74.3) (85.4+7.9) (31.9+13.4) (37.8£10.4)
. 136 62 65
Squeezing 250 176 (704) (76.8+9.1) (33.6£15.7) (35.3+15.1)

Table 2. Total cell and apoptotic cell number of bovine somatic cell nuclear transfer embryos according to mechanical enucleation methods

No. of (MeantSE)

No. of
Method oo
blastocysts Total cell Apoptotic cell Apoptotic cell (%)
Aspiration 19 110.3+39.2 27822 28126
Squeezing 18 103.7+42.8 37433 4.3+4.4

" Embryos were cultured for 7 days after nuclear transfer.
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