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P-21 Influence of Semen Processing Technique

on Human Sperm DNA Integrity
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Objective: This study was to compare the effects of washing, swim-up and density-gradient centrifuga-
tion technique on human sperm DNA integrity.

Materials and Methods: Semen sample (n=16) were obtained from consecutive non-azoospermic men
presenting for infertility (n=10) and fertility evaluation (n=6). Individual samples were divided into three
aliquots (washing sperm, swim-up and density-gradient centrifugation) for analysis of DNA integrity. The
DNA of the fixed sperm was stained with 0.2 mg/ml of Acridine Orange and DNA integrity was evaluated
by fluorescence microscope using 460~470 nm emission filter. Sperm DNA integrity assessed as green
color is double stranded DNA and red one is single stranded DNA (denatured form).

Results: In total semen sample, the mean percentage of sperm with denatured DNA was tend to increase
after processing with swim-up (30.8%) and density-gradient centrifugation (35.2%) compared with washing
sperm (25.5%). Also, when the result was examined on fertile evaluation, denatured DNA percentage of
infertile group (35.3%, 47.0% & 20.6%) was more increased by semen processing technique than that of
fertile group (24.2%, 40.8% & 17.9%).

Conclusions: Our data indicated the potential detrimental effect of density-gradient centrifugation on
sperm DNA integrity. Also, the mean percentage of denatured DNA was higher in the infertile group than
fertile group.

P-22 Telomeric Probes for Preimplantation Genetic Diagnosis of
Structural Abberations in Human ART Program
Aguisti o) siujst ARelstetmal, sl T AT etATA?
MZF"e - UM? - 41K ’é?ﬂl"iz wnjZF® - Jge'? - Hag
MEA'?. 24882 290’2 g3’ 282 0T g
2 A u2g AA44Ee A AU translocation carier 359} o] AT RRZ ggo
blastomereE biopsy 8} telomeric probes& o] 83+ 4 A ARG L A &
o] 2HHR UY=F B ATE AdsHdh
CHat W 9 BQle] #go] 46, XX, 1(9;14) (p22:q31) oloiA] 238]9] A} A2 multiple anomaly7}

-113 -



ol7) & Erutatgl ot Z AlgE Feo] Qe Bxte] A9 8719 wiolol A blastomered 22t A
o] TelVysion 9p9} CepX, Y& ©]-83le FISHE #418t3ith
2} B balanced carrier®2 B P 3709 wjo}E AFU o)Al A FFH oz gile] 7
Foln] GFHTE o}&3 FISH 247} mjodd MEe] A4 A AL A7 46XXE BBHUTH

ALEE AAF4toZ (53)) d4ls T 5§D FAte) A9 T ™ol 46, XX, 1(12;13) (q15912)
olth 670e] Biololl A blastomere® A7 &t TelVysion 12q probe} CepX, Y& ©]-83t FISH £4%
A7 25 AL wlolz Ao} AhF o)4& AlFEkR] ol &I AlS wleksle o] wjo}
Eo| BF o] AXE 2L it

A I F9lo] 46,XX, 1(9;14) (p22;q31)Q] FrAel A 2 A wfjo} fAzd F AAH wijopE A
Balo] 2 ojalsle] WAl B FUAE 71 o7& il Fel Aok

THE 46,XX, (12;13) (q15,q12) 82k} 3% 6719 wfe} =57} 2 A fAZD Fofl ujAd wfjo}
Fouoz HolE A o)2lS & F gisrh

Z B: B A7+ translocation camierd] 2 A FHAGS &) vjwA &4
43 F 9= telomeric probe2} CepX, Y& ©| 8314 translocation carrier oAl 24 A FHzdE
Alge T A dal 18E AEsialrle Bastaxt goh

[+}]
AR
¥z

o b rr

P-23  Invitro Differentiation and Survival of Neural Cell Type
from Human Embryonic Stem Cell Derived from
Frozen-thawed Blastocysts
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Objectives: This study was to investigate the neural cell differentiation /n vitro from the human em-
bryonic stem (hES) cells derived from frozen-thawed blastocyst stage embryo.

Materials and Methods: To induce the neural cell and in vitro differentiation from hES colony, the
neurotrophic growth factors containing EGF, bFGF, PDGF, retinoic acid and NGF were added to the cells.
The cell survival rate detected by MTT [3-(4,5-dimethylthiazol-2-y1)2,5-diphenyl! tetrazolium bromide]
assay and cell counting. Immunocytochemistry, RT-PCR and western blotting were used for identification
of neuronal and supporting cells differentiation.

Result: In cell counting, the addition of bFGF and PDGF on hES cell increased up to 3 fold than
non-treatment group. The cell survival rate detected by MTT assay showed that bFGF increased cell
survival rate of 1.33 fold compared to non-treatment group. Especially, PDGF increased cell survival rate of
1.73 fold compared to non-treatment group. Besides neural cell, glia cells were differentiated from hES cell
in the presence of bFGF or PDGF. In immunocytochemistry, the neuron was detected with NF160, synap-
sin and B-tubulin, astrocyte with GFAP, oligodendrocyte with O4, CNPase, S-100p and aGalactocerebroside,
and glial precursor with A2B5. In western blotting, N-CAM was detected as neuron type marker. In the
RT-PCR analysis, differentiated hES had neurofilament 200 (NF200) for neuron positive.

Conclusions: This study showed that the human embryonic stem (hES) cells derived from frozen-thawed
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