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A competitive reverse  transcription  coupled o polymerase chain  reaction
(RT- PCR) for the quantitation of Y-aminobutyric acid transporter (GABA-Tp) mRNA
level in a single micropunch of the rat organum vasoculosum of the lamina terminalis
(OVLT) and the preoptic area (PPOA) is described. The OVLT and POA (I mm in
diameter and 600 4m in depth) were micropunched from the rat brain sliced and used
for mRNA isolation using Dynabeads-Oligo(dT) magnetic separation technique. The
target RNA combined with a synthetic, dcletion mutant GABA-Tp cRNA as an
internal standard, was co-reverse transcribed, and their ¢cDNAs were subsequently
co-amplified in the samec tuhe in which the same GABA-Tp primer set was used.
Using this RT-PCR protocol, we attempts to examine the effect of estrogen (E) on
GABA-Tp mRNA level, since GABA neurons are known to rcsponse to E. When
scrum luteinzing hormone (LH) level was decreased in ovariectomized and E-treated
rats, GABA-Tp mRNA levels in both the OVLT and POA were decreases compared
to the control group. These results suggest that E may clevate GABA level in the
synaptic cleft acting on the GABA-Tn presumably by blocking GABA-Tp gene
expression, which in turn may involve in modulating GnRH and LH sccretion.
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