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Background & Objectives: $17Ho}E 7|7} e AFaoA G830z ATE7] Halxe o
g M AE 7 v el gigk A7t geAolch 71EY LLHHO}gﬂﬂli«l 33
& F2 djole] FZRREE) ALEE W e =x3EAWE oldste gt sy o WY
F3] 279 HEITS FETY F Jun AA Aiol AFHoR =FHOEM ME 299 THeA
A = glvk webd & AFelre tFy AielEr MRS dsta HsHA §2 BE
T e el il ATskaiat sl
Method: {hﬂﬂo}gﬂxﬂ = Ai%tﬂ AT AT 404 PP SNURESIE AHgshdinh AET
& AW F 5ol ThEA B L o4 oF 200~3007) HEe MER TAE 2 AET
olg|2 ZAgirh Axgoig]e %E of Rola 7he; g3l Fofl FF5AS AA T2 BENY £
Aol whE zpo|Z v wEliA FARERL §) DF; 10% DMSO, 90% FBS, i) DC; 10% DMSO, 90% A
Bl QFN (20% serum replacement, 80% DMEM-F12, basic FGF #|9]) iii) DEF; 5% DMSO, 10% ethylene
glycol (EG), 50% FBS, 35% DMEM-F129] A 7}A] ZAJ o2 Fulsiaict Zzte] S2RENS Fozl
Mol A3t cryovial 2 &7 ]" freezing container (Nalgene)oll Al 3 1°CA "ojx -70C7F HES
g F A Ao AT FEFHE 37T FRoM w2 5 F ajgdez FHANE 34
gkl A FEAET HollA HH‘%}O}‘;‘;E}. 3 & AEES vkl AholE RS SA4E
28}3L 9=A] #21317] 918) alkaline phosphatase (AP) 2 SSEA-1, 42] W AR5 ZALSIG S
ot o] FAE ARSI

Results: 9 AELE gzt &, 109 ?91 AT WA ES DEFTOA o 14.0%% DF (3.0%),
DC (3.0%) TRt} %‘—?ﬁ%}?ﬂ < At ¢ ATk Al H o] WHEAF A3} DEFoll 4]
SNUhES39] A& O F 12~19%% FAST FE5§8 F AETL of 3~4d0] At F
of B 5 ANoH, 108 Fol TAA @& AELY 7UdAS v A7]E B FERE
Fo] AXE wiY Fo= gE AzbolEr| AR FelE AT AN, 90% o) Al &4
e rolch 27ﬂtﬂ ? o] AP} SSEA-4 G Ax} kA wko] YrEl T, SSEA-19 tEiAE &4 wF
& UERol A AbfolE AR EA4S AYaL e 2E SRIskeh wiotA] AA F2
BESHA] ok Huglr FAFSHAl WA E A
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P-39  Protein Profiling by SELDI-TOF Mass Spectrometry and
Differential Expressions of Apoptosis Regulators in Human
Testis with Obstructive and Nonobstructive Azoospermia

Kim SK', Lee HF, An SY?, Kim HS', Park YS’, Seo JT°, Yoon YD'

'Laboratory of Reproductive Endocrinology, Department of Life Science, College of Natural Sciences,
Hanyang University, Seoul, Korea, *Department of Physiology, Eulji University School of Medicine,
Taejon, Korea, *Samsung Cheil Hospital, Seoul, Korea

Background & Objectives: To provide evidence that a pathological process of apoptosis in testicular
cells may participate in developing hypospermatogenesis of the patients with nonobstructive azoospermia
and to find the effective biomarkers by protein profiling using surface enhanced laser desorption/ionization
time of flight mass spectrometry (SELDI-TOF MS).

Method: We investigated the differential expressions of Fas/FasL, caspase-3 and Bcl-2 related gene
families and provided protein profiling by SELDI-TOF MS in normal testis and in some selected human
testicular pathologies. By means of RT-PCR and immunohistochemistry, differential expressions of Fas/
FasL, caspase-3 and Bcl-2 related gene families were evaluated in the human testis. The frequency of
apoptosis of testicular cells was demonstrated by the in situ 3'-end-labelling method. SELDI analysis was
performed by using hydrophobic chips (H4) to compare and identify differences in the protein expression
patterns between testicular pathologies and normal testis at the molecular weight from 10 to 100 kDa (ie.,
using SPA as a matrix).

Results: Fas and FasL mRNAs were increased in testes with Sertoli cell only (SCO) syndrome and
Klinefelter's syndrome. Immunohistochemistry demonstrated the intense coexpressions of Fas and FasL in
Leydig cells of normal testes, however, this was not associated with the presence of apoptotic interstitial
cells. The positive staining of FasL in the seminiferous tubules was also observed in Sertoli cells and Fas
expression was detected on occasional spermatocytes in normal testes. In the testes with SCO syndrome,
increased immunostaining of Fas and FasL was detected in both Sertoli and interstitial cells and the
increased apoptotic cells were also observed in some of SCO patients. In the testes with maturation arrest,
the expression of FasL was only increased in/around Sertoli cells. The differential expressions of proteins
in testicular pathologies (SCO syndrome, Klinefelter's syndrome, maturation arrest, and hypogonadotropic
hypogonadism) and normal cases were examined by SELDI MS using H4 ProteinChip array. In general,
there were less peaks in the testicular pathologies than in normal cases. Especially, the 16 kDa peak in the
testicular pathologies was lower (around 70%, intensity) in case of SCO or disappeared in cases of
maturation arrest, Klinefelter's syndrome and hypogonadotropic hypogonadism.

Conclusions: The present study demonstrates that disorders of the control and regulation of apoptosis
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