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= Abstract =

Apoptosis, programmed cell death, is posulated to occur in granulosa cells in ovarian follicular
atresia. bcl-2 gene serves as protector from apoptosis and, thus, is associated with increased cell
survival. TRPM-2 gene expression has been implicated as a trigger of apoptosis in rat prostate,
uterus and mammary gland. Our objective was to determine if bcl-2 and TRPM-2 are expressed
in luteinized human GC and, therefore, have regulatory functions for apoptosis in GC. Human
GC were obtained via oocyte retrival from the infertile patients stimulated with exogeneous
gonadotropins while undergoing IVF. GC were isolated from follicular fluid using Percoll
gradient centrifugation, The GC were further purified with anti-CD45 magnetic beads to remove
contaminating WBC's. RT-PCR were performed to analyze the mRNA expression of bcl-2 and
TRPM-2 in the GC. The PCR primers were designed to amplify a 195 bp fragment of bcl-2 and
a 174 bp fragment of TRPM-2. The PCR products were electrophoresed on 4% agarose gel.
Three separate experiments indicated that both bcl-2 and TRPM-2 are concurrently expressed in
human GC. We cultured granulosa cells with FSH (1 ng/ml) for 1 day to investigate the relative
changes of TRPM-2 mRNA level with RNAse protection assay. When we cultured GC with
serum free medium for 1 day TRPM-2 mRNA level increased with 1.3 fold, however it was
decreased 0.64 fold with FSH. Therefore we conclude that bel-2 and TRPM-2 are concurrently
expressed and that the interaction of their products may be involved in GC apoptosis. And
TRPM-2 may be regulated with FSH.
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Fig. 1. RT-PCR of total RNA from human gran-
ulosa cells using bel-2 and TRPM-2 specific prim-
ers. The predicted 195-bp fragment of bcl-2 (lane 2,
3) and 174-bp fragment of TRPM-2 (lane 4,5) for
the RT-PCR products are seen. Lane 1 is 100-bp
marker, lane 6,7 are yeast and water respectively as
negatave control.
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(1x10° cpm)2}t 15 pg2) total RNAE 45Ce]] over-
night hybridization3}9t}. RNAse-A%} RNAse T1&
single stranded RNAE 9lo”7] 918l hybridization
EgEo] ¥ RNASH A2%E bel-2, TRPM-2
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Fig. 2. A) RNAse protection assay of TRPM-2
mRNA expression in human granulosa cells treated
with FSH (1 ng/ml). One transcript (235 bp) for
TRPM-2 was detected in lane 3,4,5. Differences in
sample loading were corrected by normalization to
human beta-actin (345 bp). Lane 1lis negative con-
trol, lane 2 is positive control. B) A representative
autoradiograph and arbitrary densitometric units (ADU)
after normalization are shown. “significant at p<0.05.

& PCR A& FEthidium-bromide 4% gel 7]
£33t} 194 bp =79 bel-2 £- 3 174 bp A
71¢] TRPM-2 ¥do] THEAL negative con-
trolQ) yeast o} 2& FFH R gk} (Fig 1). &
A AP E vkl o] FSHE 1 ng/ml 3 713}
27 da APHMITE 8L T TRPM-2
gene o W3}E Lol 14} 3t} P-acting int-
emal control® ARS8} 11, 345 bp 2719 B-ac-
tinT} 235 bp =7]9] TRPM-2 geneo] LA U
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So] A 83lE= Aow BHuE 3 vt (Collard &
Griswold, 1987, Watanabe et al, 1992; Lowe et al,
1993) &3] bcl-2 gene family 2 bel-2 €} bel-xL-2&
Apoptosis®  Walsle SAAE W] baxsh
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