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Objectives: The success of somatic cell cloning gives promise to applications such as species preservation, cell therapy
and production of somatic cell nuclear transfer (SCNT) embryonic stem cells. To improve the in vitro developmental
capacity of SCNT bovine embryos, flavonoid additive effect as a radical scavenger in culture medium was examined.

Methods: To optimize the treatment concentration of flavonoid, parthenogenetic day 2 (= 2~4 cell) bovine embryos
were treated with various concentrations of flavonoids (3,4-dihydroxyflavone; 1, 10 and 100 pM) for 6 days. Also, the 10
pM flavonoid addition effect was examined on in vitro development of SCNT day 2 (= 2~4 cell) bovine embryos. The
treatment effect was assessed by in vitro blastocyst development rate.

Results: In comparison with the absence of flavonoid, treatment with flavonoid at a concentration of 10 uM showed a
significant increase for the blastocyst formation in the parthenogenetic embryos (control, 27.4%; 1 uM F, 32.7; 10 uyM F,
38.9 and 100 pM F, 32.7%; p<0.05). Also, the supplementation of 10 uM flavonoid (30.7%) during in vitro culture gives
positive effect on blastocyst formation of SCNT embryos compared to control (26.1%).

Conclusion: This result suggests that flavonoid addition in culture medium brings beneficial effects on subsequent

embryo development of bovine SCNT embryos.

P-11 & 99 AF wolE|NEF FY HA A
i okolol] 1=l LIFS} ACTHS] <33

_JEXH_E[ . 0I7’(—|.EL . §|-A|-i-l . j_l;;‘i/gl . IL-{X‘J@

BEUSE oo AdHd AHBET 2 BYATA

Objectives: 7 Fr2fe] wlolZ7 A &7 We %7 vfole] Ay &8 FA FolAM vjo} 3t
Aol e §YFd EAE FEL £ de 7140 wyolrt. 23y oA g & f wlolEr|MEST &
Y 284S AR <zl lolA 2z 40% (5/125)9F 22% (291) AER w]$ H& HFES Busla 9)
B Aol e A7 27] ol A B3 & Frele wlolET AT Y oA wigd HUHES] 4%
< AR uat 3%l

Methods: 7 7] vjote] vj%kelol leukaemia inhibitory factor (LIF)E &= (control, 1000 U, 2500 U, 5000 U)
2 F7lste] FEul7) wjobe] AE ol X FES AHBT] 98 Fduigdel AETse AR AMEFE
differential staininge FeiA BRI om LIF $ko wZ wjolEr| T &9 &5 vasglch %3, 2-
ME7]9}F 4-HE7]9) ABF 27] wfolellA £ E5-E 2500 US| LIF7F H7He G2.3 wigiell A 2~3 3t )
ofsle] Zul7] wjo}s BE3H £ 15% serum replacement (SR), 0.01 mg/ml® adrenocorticotropic hormone (ACTH),
2000 UQ] LIF7} H7FE sl dlolA dd & 8 sjolE7|MET &7 585 vulsgivy. &3E wfo}
Z7|HEFE dlolE7|AE BolH dAE o] &3 WAMELEA Wi} RIPCR WS &4l 259 54

-118 -



S BRIty o, obal A F AhglAd EHRIAe] W& RT-PCR ¥H L :

Results: LIF 37kl & winbzv]e] uAlsiy] 1= »047}0}11 o whd) Gk MEFTL STk A
&% Bojow LIF 7ol whit Eefv] ufjohis o] 8§ HF ol MEFT &Y E&E control, LIF 1000 U,
LIF 2500 U, LIF 5000 U 37} A] ZFZF 3/30 (10%), 2/30 (6.7%), 11/30 (36.7%), 7/30 (23.3%)2 el A %7] wio}
of wjok A] 2500 UY LIFE F7hsl iz Aol 84 2o yepgth £, 24127 9d &7 frefef o
olZ7] MEF Y A& 7709] wiolit o]&ste] #5g 1419 - F 3/ wetETIMETE F¥sto
314 Q14%)e EE&E Pordeh ga 571y 4437 wiekE o] 83te] FEE 20709 - 7 1708 44
27 B B Sao] ulolE v AET SHEY] 120 (5.0%) E&S vERIICH ﬂa{ g TraH o}
VM EFE FA2]1A1¢] Oct4, alkaline phosphatase®] &S Slsigion, wiola] A& FE% & RI-PCR
o2 dhldAl EAAAEY fdx HEg s = A
2 LIFSF ACTHZE #H7Hel wigdg Algato] Xuf7] wjole} Fejgh &ollA o] ujo}

A7) 4 Ak e} 4] vjete A FElgh ¢ 8 ff wiolE Al
113:5}04 olit MMMsly] flgh A&H] Avt Had oz Azt g% 80
W odfjolo]Aleat HESIH, WY AFYEEo] gle A7t el wjolETlAl

,_ }~ olq,

FH

Conclusion: ZE
Z71MEsY 48

Lﬁor}v
P)‘O_u_‘.?.ip

!
oud
frows ol
%
4,
o
o T
‘o
e
N
b
1o
2
o
4>
41‘-(1 oX

i
i

Aol

o
pralch

O

1O
b

o
=

it
X

Wy
by
..E
~>~

P-12 Expression of Ectodermal Neural Cortex 1 and its Interaction with
Actin During the Ovulatory Process in the Rat
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Ohjectives: The present study was designed to examine the gonadotropin regulation and action of ENC1 during the
ovulatory process in immature rats.

Methods: Ovaries were also collected from immature (26-day-old) rats at various times after treatment with 10 U
PMSG for Northern blot, Western blot, and in situ hybridization analyses. Granulosa cells of preovulatory follicles were
also collected by the method of follicular puncture using 23-gauge needles at different time intervals. Coimmunoprecipitation
was utilized to confirm interaction of ENC1 with actin, G/F-actin in vivo assay kit was utilized to detect actin polymerization
in granulosa cells of preovulatory follicles.

Results: ENC1 expression was stimulated by LH/hCG with 3 hr in preovulatory granulosa cells both in vivo and in vitro.
LH-induced ENC1 expression was suppressed by high dose of protein kinase C (PKC) inhibitor RO 31-8220 (10 uM), but
not by low doses RO 31-8220 (0.1~ 1.0 uM), suggesting the involvement of atypical PKCs. ENC1 was mamly localized to
the nucleus of preovulatory granulose cells before LH/ACG treatment. Interestingly, however, ENC1 was detected in both
nucleus and cytoplasm after LH/WCG treatment. Coimmunoprecipitation assay demonstrated that ENC-1 physically interacted
with actin, Lastly, LH/hCG treatment increased actin polymerization of granulosa cell, implying the possible involvement
of ENC1 1n this process.

Conclusion: In conclusion, expression of ENCI stimulated by LH/hCG interacts with actin and thus may play a role in

cytoskeletal reorganization during the ovulatory process.
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