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Following gamate fusion or artificial activation,
cortical granule (CG) fuse with the overlying
oolemma and extrude their contents into the
perivitelline space (PVS) in an exocytotic event
termed the cortical reaction. CG contents
released into the PVS are thought to be
responsible for establishing a block to poly-
spermy at the ZP and may function in an
oolemma and/or PVS block. The problems for
porcine oocytes are polyspermy following in
vitro maturation (IVM) and in vitro fertilization
(IVF). It has been reported that a reason of
polyspermy is due to the exocytosis of CG
occurred slowly and incompletely during IVF. In
the present study, we examined the effects of
(EtOH) before IVF on
polyspermy and subsequent early development.
Porcine oocyte-cumulus cell complexes from
ovaries were cultured in  NCSU23 medium
supplemented with 06 mM cysteine, 2 upg/mé
FSH, and 10% porcine follicular fluid for 42 h of
After maturation in culture, oocytes

ethanol stimulation

maturation.
were co-cultured with spermatozoa in Tris-
buffered medium supplemented with 5 mM
caffeine and 04 % BSA. Oocytes were divided
into three groups. 1) Oocytes were inseminated
following EtOH (10%) stimulation for 3 min. 2)
Qocytes were inseminated commonly. 3) Qocytes
were stimulated with EtOH (10%) only. At 12 h
after insemination, some oocytes were fixed for
examining sperm penetration and formation of
pronuclei. Another ococytes was further cultured
in NCSU23 medium supplemented with 04 %
BSA for 7days. The results indicated that
although EtOH stimulation before IVF did not
significantly decrease the percentage of poly-
spermy, there was a tendency to decrease the
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mean numbers of penetrated sperm in each
oocytes. There were no significant differences in
the early development of oocytes between EtOH
stimulation before IVF of oocytes and common
IVF oocytes. These results suggest that the
exposure of porcine oocytes to an EtOH
stimulation before common IVF might be
associated with late sperm penetration to induce
cortical reaction completely, which might reduce
the mean number of penetrated spermatozoa in
each oocytes.
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It is not clear how is the time course of
GVBD and maturation when the GV-stage
oocytes derived from stimulated and unstim-
ulated ovaries. It is also nuclear how is different
in fertilization and early development between
the immature human oocytes derived from
stimulated and unstimulated cycles. The purpose
of the present study was to compare the time
course of oocyte maturation and the capacity of
fertilization and cleavage with the immature
human oocytes retrieved from stimulated and
unstimulated ovaries. Immature GV-stage oocvtes
were obtained from 35 women in IVF-ET
programs. The stimulation protocol for these
patients was GnRH agonist with FSH/hMG.
Immature GV-stage oocytes were collected from
unstimulated ovaries of 12 consented donors.
Oocytes were matured in TCM-199 supplemented
20% fetal bovine serum, 10 TU/ml PMSG, 10

IU/ml hCG and 0.2 mM pyruvate. One to three
oocytes were cultured in 2 ml of maturation
medium in the two well organ culture dish at 37
T in an atmosphere of 5% CQO; in air. For time
course of oocyte GVBD and nuclear maturation,
oocytes were observed 3 h interval under
dissecting microscopy in a warm (37C 5% COy)
chamber. For insemination, a male factor caused
infertility was excluded from this experiment.
GV-stage oocytes from stimulated ovaries were
inseminated with  fresh  husband semen.
GV-stage oocytes from unstimulated ovaries
were inseminated with donor fresh semen.
Fertilization medium was  TCM-199+20%
follicualr fluid (FF). Oocytes that had been
fertilized were identified when two pronuclei
the cytoplasm. Following
observation, the oocytes were transferred into
TCM-199+20% FF for further developmental
culture. At 48 h after insemina- tion, the
oocytes were observed for cleavage. The resuits
of the present study indicated that the time
course of GVBD and maturation were different
between the oocytes retrieved from stimulated
and unstimulated ovaries. Most of oocytes
matured to M-Il stage were at 30 h after
culture in vitro in the oocytes derived from
stimulated ovaries and were at 45 h after culture
in vitro in the oocytes derived from unstimulated
ovaries. However,

were present in

there was no significant
difference in maturation rate between the two
groups (75.0% vs 775%). The fertilization rate
were significant difference between the oocytes
retrieved from stimulated and unstimulated
ovaries respectively (54.6% vs 92.6%,; P<0.01).
However, the cleavage rates were not different
between the two groups (83.3% vs 83.0%).
These results suggest that low fertilization rate
with stimulated oocytes may be due to the
altered characteristics of the zona pellucida.

P-31
gtxol A9olo| ZF2 #Al R JIA
Tdaeol SRY wHA Holof ot

-69 -



