mary follicles (13+ dE)ol A ZAo) /A HE F8&8 4L 2dact 2y o] $4E& 2=
23 N Ao s e oAZA Be Ao g4 A Pk B A7HEe AgATolA A5 1Y
2pet AT sUAt AFH daol A #o] YAl Bl Ete f-dA 55 suppression subtractive hybridization
(SSH)E °]83t AL, o|FolA MTi7TE 53], GA AT oz oz WHste FAAE AF 5
gapol A o A YeElrdS 2asgt B dFE RNAIE ol&3l 7]Fo] €8lA A & MT17
o] Wz}e} wofolA] o AL FHR| Lolry| At St

Method: ICR, BALB/C, C3H, C57BL/6, FVB/N strain A332) 4ol A in situ hybridization (ISH), Single
Strand Conformation Polymorphism (SSCP)E % mRNA $1x|9} F7ke] ¥ol& &3 3L, RNAIE
A8 c-mos9t MTi7 dsRNAE Al3Hs}a, o] & ulAd<: WAt (GV), pronucleus (PN), 2Col 454} 8}1
et 5, RT-PCRZ F24 @r74S F8] mRNAS whulin®] W38 T30 3 GV, MIL PN,
2C, 4C, 8C, morular, blastocyst A]7]o1A HAAA Q] c-most MTi7 mRNASY] HAE FEsl7] A3 real-
time PCRS 3355t

Results: Real-time PCR 23, c-mos7} GV, MIl dAto)| A L@ s} vjolo| A= & o] 79 glgo
Bkste] MTi7-2 WAPE ofue}, wiolA|7174A] A& Sdshe BEsIGIth =3 GVidAte] RNAI 23
43~54%7} GV amest¥] 3L, ©]" c-mos®t MTi79] mRNAZ}F tizitol] Bl 68%~90% axsk3ich
EEE PN} 2Coll MTi7dsRNA FYE vlofol M= tji-2 wado] W3,

Conclusions: RNAi A3}, MTi7e dxkel A& 9 wjopdgo] #43t 2 71%50] 53] nuclear
membrane breakdown®l] =] & HoE FEH
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Background & Objectives: Spermatogenesis is a complex and highly coordinated processes by which
spermatogonia proliferate and differentiation produce mature sperm. Successful in vitro differentiation of
spermatogenic cells is a potent method for the treatment of male sterility due to spermatogenic arrest. Many
researches have been done to improve the culture efficiency and recent studies have shown that round
spermatids could develop from the in vitro culture of immature male germ cells. Generally, Cell culture
system provides the one-dimensional environment. It is no good efficiencies for cell differentiation and
proliferation. We hypothesized that the mechanically active environment present in the effectiveness of
three-dimensional collagen gel matrix for in vitro spermatogenesis.
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Method: ICR male mice of 18 day-old were used. Testes were decapsulated and seminiferous tubules
were dissociated enzymatically to release both somatic and germ cells. Collagen matrices were prepared
from insoluble type collagen fiber which was extracted from rat tail by tendons by dissolving in 1/5000
acetic acid solution. For the collagen gel matrices and matrigel added collagen matrices, dissociated cells
were incorporated into collagen matrices on culture dish containing concentrated culture media and then
cultured for up to 18 day in modified RPMI 1640 medium at 32°C with 5% CO, in air. For the monolayer
culture as control, a group of dissociated cells were seeded into petri dish containing the same medium.
After culture, cells were smeared onto L-lysine coated microscope slides and examined for the presence of
transitionprotein-2 (TP-2) known to be specific for the round spermatid using anti-goat rabbit transition

" protein (TP2) antibody.

Results: After the few days of incubation, Collagen gel matrices were contracted and firm testicular cell
complex were formed. Based on immunocytochemistry, a haploid population of cells appeared in vitro that
was not in 18-day-old mice testis. Viability of the cells cultured by monolayer method or in a collagen gel
matrix was 55%, 75% respectively. Collagen gel matrix culture method was observation indicated that 75%
of the TP2 antibody stained cells developed from seeding cells. And matrigel added collagen gel matrix
was showed 85% of the TP2 antibody stained cells from seeding cells. In contrast, Monolayer culture
method showed that only 20% of cultured germ cells developed to round spermatids.

Conclusions: The novel culture system developed in this study is promoting diffsrentiation of gonocytes
to presumptive spermatids in vitro based on the expression of spermatid-specific protein. A culture system
consisting of a collagen gel matrix could support the in vitro differentiation of mouse male germ cells.
Compared to the conventional monolayer culture method, the system appeared to be superior.

0-14 53 A7 AASVAES Bel P 243

Background & Objectives: HAFA AL 1ghe] HA WA AB2Z7)HE (male germ-line stem
cells, GSCs)9] £G4 £3E B8t A58 AAE Aste 4B AAFolth AAE7HNEY A
HEE T8 T4 Bl GAEYY 9448 22 AT AESRH 7|28 AlFsted b
G 2&FA APolat & 4 Atk B A7 BHE By ¥ FA4F T4 3 PAE7|AHA T
ikxie] Gy} wieA AN ERY B3E AR ok

Method: 2PAFE 3~59% 9] ICR +3 AAE AMslIon, AR HASI|HNES 283 F
1} ¥t multi-cellular coloniesE HAIAI71 1 58]0 A Alhuidg st o]F multi-cellular colonies
¢] Y%= alkaline phosphatase activity, surface marker expression (SSEA-1, SSEA-3, SSEA-4), immuno-
cytochemistry (integrin B1, a6)9} in situ hybridization (Oct-4 mRNA probe)E 918te] 1A 3N 0¥, Yz
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