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Table 1. The number of oocytes cleaved and developed into blastocysts

Pre-incubation

No. of oocytes

No. of oocytes  No. of blastocysts

time (hour) examined cleaved (%) (%)
0 343 276 (80.5)2 110 (32.1)2
5 333 258 (77.5)2 76 (22.8)b
10 374 230 (61.5)° 69 (18.4)°
15 239 157 (65.7)p 48 (20.1)v
20 299 74 (24.7)¢ 25 ( 8.4)¢

Bz »r—115

Values with different superscripts are significantry different (+b, =< and b-<;

P<0.01).

Table 2. The rates of development of embryos

Percentage of blastocyst developed to

Pre-incubation Youn
time (hour) blastl:)csst Expanded Hatching Hatched
0 58.20 12.72b 10.0 19.14b
5 63.220 7.90 5.3 23.72
10 56.50 27.52 7.2 8.7ab
15 47.90 25.02 42 229
8.02b 4.0 0.0

20 88.02

Values with different superscripts are significantry different (>%; P<0.01).

Table 3. Number of sexed embryos

Pre-incubation

time (hour) Male Female
0 5 7
5 5 7
10 5 7
15 6 6
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We assessed the effect of various sperm pre-incubation
times (0, 5, 10, 15 and 20 h) on the cleavage, blastocyst
rate and sexing of bovine embryos. Cumulus oocyte
complexs (COCs) were cultured in maturation medium
containing TCM-199 supplemented with 5% superovu-
lated cow serum (SCS), 0.002 AU/mI FSH and 50 ug/ml
gentamicin for 22 h at 38.5°C with 5% CO,. Frozen-
thawed spermatozoa were pre-incubated in Brackett and
Oliphant's medium containing 2.5 mM caffeine and 3.6
IU/ml heparin at various times. After 5 h of fertilization,
the COCs were cultured in culture medium containing
TCM-199 supplemented with 5% SCS, 5 ug/ml insulin
and 50 ug/ml gentamicin. The cleavage and blastocyst

rates were observed on days 2 and 8. Frozen-thawed
blastocysts were bisected and analyzed for sexing by
using PCR and XY selector. The cleavage rate was
higher (P<0.01) in the groups of sperm which were cul-
tured for 0 (80.5%) and 5 h (77.5%) than in the other
groups (10 h; 61.5, 15 h; 65.7 and 20 h; 24.7%). The
blastocyst rate was higher (P<0.01) in the group of
sperm which was cultured for 0 h (32.1%) than in the
other groups (5 h; 22.8, 10 h; 18.4, 15 h; 20.1 and 20 h;
8.4%). In addition, the sexing rates of blastocysts were
not directly related to the in vivo sperm culture period.
Key words: Bovine embryo, Spermatozoa, In vitro fertili-
zation, PCR, Sexing.



