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Demecolcine Assisted Enucleation of Bovine Oocyte
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Abstract: Enucleating is one of the most important protocols for successive nuclear transfer. In
this experiment the location of bovine oocyte chromosome was displayed with Demecolcine (DM)
to enucleate . It focuses on the influence of the concertration of DM handling oocytes, the time of
oocytes incubating in DM, and oocytes maturation time on displaying effect. The result showed
that @M Matured bovine oocytes were activated with ionomycin for 5 minutes,and incubated in DM
for 2 h to enucleate completely, but no oocyte was completely enucleated. @ Matured bovine oo-
cytes with first polar incubating in DM(0. 5 pg/mL) for 2 h.the displaying rate is 76. 54 %. @ Bo-
vine oocytes matured for 18 h,the displaying rate is 73. 86 %. @ The displaying efficiency would be
better(80.82%) while adding DM to cumulus cells-oocyte, and development rate of blastula
(18.60%) was higher than that of other groups. It indicates that adding DM to cumulus cell-oo-
cyte is good to show the position of chromosome,and good to blastula development. Displaying
chromosome position with DM can not only enucleat fast and effectively, but avoid fluorescence il-
lumination on oocyte while using traditional enucleating methods.
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Table 1 DM density influences to induced enucleation
DM B8 41 B 25/ A EE/ % EEEN Y O e RS Y RIEKE R/ %
/(ug/mL)  No. of oocytes Rate of enucleation No. of recombinated embryos Rate of cleavage Rate of blastocysts
0 79 — - - -
0.4 67 — - - -
0.5 86 - - - -
0.6 93 — - — —

[] — 37 R T S ] 5 Bk 2R 7R 28 5 35 (P<<0. 06) s —. Ron BEA MAS, T R

Figures with different letters in the same column show significant difference, P<Z0. 05, The following tables are the same
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Table 2 Influence on revealing enucleation of DM incubation time

0 151 N R B 0 S O 54 PN Y AR E/ A IR Y RBIEEER/%
Time No. of oocytes Rate of enucleation No. of recombinated embryos Rate of cleavage Rate of blastocysts
0.5 68 — - — —

1 96 - - — —
1.5 82 — — — —
2 56 - - - -
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Table 3 DM density influences to reveal enucleation

DM G140 ff0 %5/ B BRAE/ % 2R/ A IR Y BIEKF R/ %
/(ug/mL)  No. of oocytes Maturation rate No. of recombinated embryos Rate of cleavage Rate of blastocysts
0 67 0.04*(3/67) - - -
0.4 66 54.54"(36/66) 32 78.13%(25/32) 12.00°(3/25)
0.5 84 61.90°(52/84) 48 79.17°(38/48) 13.16*(5/38)
0.6 78 44, 87°(35/78) 33 78.79°(26/33) 11.54%(5/26)
x4 DM IEAREXBREZK I
Table 4 Influence on revealing enucleation of DM function time
A Ii] /h B 41 B 25 /A BRE/ % oA RS YA RIEKE R/ %
Time No. of oocytes Maturation rate No. of recombinated embryos Rrate of cleavage Rate of blastocysts
0 56 0.05°(3/56) - - -
0.5 74 56.76"(42/74) 40 82.50%(33/40) 9.09"(3/33)
1 19 67.34"(33/67) 33 78.79°(26/33) 7.69"(2/26)
2 81 76.54°(62/81) 61 77.05°(47/61) 6.82"(4/44)
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Table 5 Oocyte maturation time influence on revealing enucleation

RS )oY AT RS D106 S 9K 5'¢
BT 1] /h

BIRA/ %

No. of oocytes Maturation rate

14 18 11.11°(2/18)
16 45 33.33"(15/45)
18 88 73.86°(65/88)
20 75 65.33°(49/75)

R E/ A AR BIEKE R/ %
No. of recombinated embryos Rate of cleavage Rate of blastocysts
7 14.29°C1/7) -
14 50. 00" (7/14) -
65 89.23°(58/65) 13.79*(8/58)
48 81.25°(39/48) 10.26°(4/39)
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Table 6 Granular cell existence and add DM influence on revealing enucleation

FE] /b BB AN %/ B WA/ % 4R/ AL IR BIEKF R/ %
Time No. of oocytes Maturation rate No. of recombinated embryos Rate of cleavage Rate of blastocysts
12 15 0.13*(2/15) - -
14 42 42.86"(18/42) 18 55.56*(10/18) -
16 86 73.26°(63/86) 54 68.52"(37/54) 13.33%(5/37)
18 73 80.82°(59/73) 50 86.00°(43/50) 18.60°(8/43)
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