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7-23 Qualitative real-time PCR using Taqman and SYBR Green for analysis of cell culture systems for.
KIAA1434 expression
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Objective: KIA1434 was identified in endometrial cancer tissue using Differential Display technique and Tagman-Assay. The
aim of this study was, to evaluate the expression of KIA1434 in different cell culture systems. Methods: Total mRNA of
respective confluent primary cell cultures systems was isolated. Reverse transcribed mRNA from the differential expressed
mRNA sample representing KIAA 1434, concerning to NCBI blast-to-sequence analysis, was measured by real-time polymerase
chain reaction (Tagman PCR). Results: Differential expressed mRNA from endometrial cancer tissue, representing KIAA1434,
was measured in all cell culture systems, but with different intensity. The highest expression was detected in Deuser PT and
NIH3t3 cell culture systems. Conclusion: The expression of KIA1434 was detectible in all used cell culture systems. Our results
indicates that there is a high production of KIAA1434 in Deuser PT and NIH3t3 cell culture systems. Therefore KIAA1434 is a
hypothetical protein, these two cell cultures might be useful for further investigations on KIAA1434. '
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[Objective] To elucidate direct effects of GnRH antagonist on uterine leiomyoma growth, proliferative activity, and apoptosis
in cultured leiomyoma cells treated with GnRH antagonist were examined in vitro. [Methods] Isolated leiomyoma cells were
cultured in serum-free condition for 6 days in the absence or presence of GnRH antagonists (Cetrorelix) (10°*mol/] to 10° mol
/1) . Effects of Cetrorelix on the number of viable cells, PCNA expression, poly-ADP ribose polymerase (PARP) protein ex-
pression, TUNEL-positive rate, and EGF mRNA expression were examined by viable cell counting using tripan-blue, im-
munostaining, Western blot, TUNEL, and semi-quantitative RT-PCR, respectively. [Results] Treatment with Cetrorelix (107
to 10° mol/1) resulted in a decrease in the number of viable cells, PCNA-positive rate and EGF mRNA expression in cultured
leiomyoma cells as compared with control cultures. Treatment with 10 mol/l Cetrorelix remarkably increased PARP ex-
pression after 24-h associated with increased TUNEL-positive rate, significantly. decreased PCNA expression after 2-day,
and then suppressed EGF mRNA expression in cultured leiomyoma cells after 4-day. [Conclusion] GnRH antagonist may di-
rectly inhibit leiomyoma cell growth by down-regulating cell proliferation and up-regulating apoptosis in association with
decrease in EGF mRNA expression in those cells.
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