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SUMMARY

To investigate the effect of EDTA on the in witro development of parthenogenetic eggs of ICR
strain mice, those were cultured in 35mm culture dishes containing NaHCO;-BMOC-3 medium
supplemented with 10, 50, 100, or 500 M of EDTA at 37°C for 96hrs. under the atmosphere of 5%
CO; and 95% air.

EDTA supplementation of 10, 50, or 100 M to medium significantly (P <0.01) increase morula
and blastocyst formation rate compared with controls in haploid(19.8, 25.9, 39.0% vs. 0.0%), dip-
loid(23.3, 23.5, 42.4% vs. 0.0%), and immediately cleavaged eggs(21.3, 26.6, 40.5% vs. 0.0%).
And compared with 10, or 50 uM of EDTA supplementation, significantly(P<0.01) higher morula
and blastocyst formation rate resulted from EDTA supplementation of 100 zM.

Both the nuclear number and diameter of blastocysts developed from parthenogenetic eggs
were not affected by the morphological types when they were cultured, or the supplementary
concentrations of EDTA. The nuclear number of blastocysts developed from haploid, diploid, and
immediately cleavaged eggs was 44.8+1.2, 45.2+1.5, and 45.4+1.8, respectively. And the diam-

eter of those eggs ranged 104.4+1.8, 104.3+1.2, and 103.8>1.3 um, respectively.
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Table 1. Parthenogenetic activation of mouse oocytes treated with 7% ethanol for 5 min.

No. &(%) of eggs

‘No. &(%) of eggs activated

No. of eggs treated H* D* IC* non-activated
1276 787(61.7) 162(12.7) 296(23.2) 31(2.4)
Total 1245(97.6) 31(2.4)

* Abbreviations : H;Haploeid, D;Diploid, IC;Immediately Cleavaged.

Table 2. In vitro development of parthenogenetic eggs in NaHCO;-BMOC-3 medium supplemented

with several concentrations of EDTA

Type of Concentration of  No. of No. & (%) of blastomeres developed to
Fegs EDTA cueliise d 2-cell 4-cell 8-cell M & B*
None 132 121(91.7)° 62(47.0)° 15(11.4)° 6( 4.5)°
10 M 126 121(96.0)° 98(77.8)¢ 74(58.7)¢ 25(19.8)¢
Haploid 50 LM 147 145(98.6)° 118(80.3)° 88(59.9)° 38(25.9)°
egg 100 M 259 253(97.7)° 218(84.2)¢ 174(67.2)¢ 101(39.0)¢
500 .M 123 43(35.0)2 2( 1.6)® 0( 0.0)? 0( 0.0)?
None 25 22(88.0)° 10(40.0)° 2( 8.0)° 1( 4.0)°
10 M 30 28(93.3)° 25(83.3)¢ 16(53.3)° 7(23.3)¢
Diploid 50 M 34 33(97.0)° 28(82.4)° 18(53.0)¢ 8(23.5)°
egg 100 (M 59 57(96.6)° 45(76.3)¢ 35(59.3)¢ 25(42.4)¢
500 M 14 4(28.6)* 1( 7.1)® 0( 0.0)® 0( 0.0)2
None 52 - 18(34.6)° 7(13.5)° 2( 3.8)°
Immediately 10 .M 47 - 41(87.2)° 28(59.6)¢ 10(21.3)¢
Cleavaged 50 M 64 - 54(84.4)° 39(60.9)¢ 17(26.6)°
egg 100 .M 111 - 108(97.3)¢ 72(64.9)° 45(40.5)¢
500 M 22 - 5(22.7)? 0( 0.0)® 0( 0.0)2

* Abbreviation : M & B : morula and blastocyst

Values with different superscipts in the same column of each egg group are significantly (P<0.01) different.
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Fig. 1. Blastocysts developed in vitro from parthenogenetic eggs( x 200).
A :intact, B:stained with fluorescent dye of hoechst 33342

Table 3. Nuclear number and diameter of blastocyst deveolped in vitro from parthenogenetic eggs

Type of eggs No. of blastocysts

No. of nuclei

Diameter of blastocysts(m)

stained Mean+S. E. Mean+S. E,
Haploid 44 44.8+1.2¢ 104.4£1.8°
Diploid 338 452+ 1.5 104.3x1.2°
Immediately
42 45.4+1.8* 103.8+1.3°
cleavaged

Mean=S. E, with same superscript in the same column are not significantly (P <(.05) different.
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