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Mouse oocytes were cryopreserved by the vitrification method using EFS30, 35, 40 (30, 35,
40% ethylene glycol, 0.5M sucrose and 18% ficoll in M2) and were examined the effects of di-
lution methods on the rate of in vitro development. After thawing and dilution of the cryopro-
tectant, oocytes of normal morphology were inseminated, the rates of fertilization, development
in vitro and cell number of blastocysts were examined. For vitrification and toxicity test, oocytes
were exposed to M2 solution containing 10% ethylene glycol for 10 min. and transferred to EFS
for 30 sec, they were then cooled rapidly in liquid nitrogen. The highest cleavage rates were ob-
tained in EFS35 (40.5%) and 2-step dilution method (50.0%) when oocytes were exposed to M2
containing 0.5 M sucrose and then fresh M2 for 5 min., respectively. The development rate of vi-
trified-thawed oocytes to the blastocysts stage after in vitro fertilization (92.9%) was not sig-
nificantly different compared to that of control (80.0%). Also, the mean number of cells per blas-
tocysts (85.6+15.3) was similar to that of the control (101 +18.6). Development in vivo was as-
sessed by transferring blastocysts derived from vitrfied-thawed oocytes into the uterine horns of
day 3 pseudogregnant female recipients. Transfer of the blastocysts resulted in fetal development
(44.9%) and implantation rates (81.2%) similar to those of the control (50.0, 75.0%). These
results suggested that mouse ococytes could be vitrified using cryopreservation solution (EFS35)
based on ethlyene glycol.
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Spermatogenesis is known to be regulated by a number of genes and several factors such as
hormones, growth factors, cytokines and others. This study was done to evaluate the relationship
between HSPs and DAZ genes in human spermatogenesis; we observed the expression pattern of
HSP gene in azoospermia men with DAZ gene that regulated the gene expression related with
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human spermatogenesis. RT-PCR method was used to detect DAZ, HSP70A, and HSP70B tran-
scripts in all RNA samples. Total RNA was extracted from 22 testis tissues using TRIZOL
reagent. cDNAs were synthesized with reverse transcriptase, AMV. All PCR reaction were per-
formed on a PCR themocycler with DAZ, HSP70A, and HSP70B-specific primers. PCR pro-
ducts were subjected 1o electrophoresis on a 2% agarose gel, stained with ethidium bromide, and
photographed. Semen analysis, karyotyping and testis histology were performed. DAZ gene,
known as a candidate gene of azoospermia factor (AZF), was deleted in 3 of 21 patients (16%).
To evaluate the only effects of HSPs in this patients, 3 DAZ deleted cases were removed. HSP70A
gene was detected in all patients tested. But HSP70B gene was not detected in 11/18 (61%)
without DAZ deletion. In 13 non-obstructive azoospermia patients, 4 of 7 Sertoli cell only, 3 of 5
hypospermatogenesis, 1 of 1 maturation arrest patients have no HSP70B transcript. Of those pa-
tients, 8 patient were identified various types of sperm such as immature sperm and mature
sperm. Whereas HSP70B gene didn't express in 4 of 5 obstructive azoospermia, who have ma-
ture spermatozoa in testicular biopsies. This results may be indicated that expression of HSP70B
is related with spermatogenesis, especially, and sperm maturation process. In conclusion, HSP70B
as well as DAZ gene seem to be involved causing spermatogenic failure. We suggest that HSP70B
palys an important role in spermatogenesis and one of factors induced sperm maturation in hu-
man. Therefore, we think that HSP70B may be a maturation arrest factor in human sper-
matogenesis.
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