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Wstep: rola cAMP
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Skad wzig¢ cAMP?

GPR3 — receptor sprzezony z biatkiem G

GPR3 G protein-coupled receptor 3 [ Homo sapiens )
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Mysi knock-out Gpr3
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Cel pracy

The goal of the present study was to resolve the issue of whether GPR3 within the oocyte or
from the surrounding somatic cells 1s required for the maintenance of meiotic arrest. The
technique of RNA interference (RINA1). which involves the introduction of small. interfering
double-stranded RNA (siRNA) into oocytes to trigger sequence-specific degradation of mRNA
(Svoboda et al.. 2000. 2001; Wianny and Zermicka-Goetz. 2000: Xu et al.. 2003). was used to

reduce levels of mRNA encoding Gpr3 m follicle-enclosed oocytes. Specific reduction of
Gpr3 mRNA from mouse oocytes after 72 h of culture resulted in the loss of the ability of
follicle-enclosed oocytes to maintain meiotic arrest. In contrast, RNA1 was less effective when
siRNA was mntroduced into isolated oocytes. which cannot be cultured beyond ~48 h and.
therefore. undergo less turnover of RNA and protein.




Materiaty | metody
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siRNA Gene Silencers
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SIRNA - mikroiniekcje

Oocyt w pecherzyku: Izolowane oocyty:
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Wyniki: wzrost pecherzykow

Table 1

l@wera ge diameter of follicles grown in culture for at least a 3-day period Brak IStOtnyC h

roznic —

Group Diameter (um) (number of follicles) - A - :
mikroiniekcje nie

Unmjected 276+ 37 (165) .

Ln::]::l]épre‘- (5 nM) 236 = 50 (26) pOWOd ujg

High Gpr3 (50 nM) 27143 . .

mutGpr3 (100 aM) 269 + 38 (42) ZNIszczenia

GAPDH (100 nM) 292 + 40 (10) :

— 4o pecherzykow
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pecherzykirosty —
czesto rowniez
wytwarzaty jamki.




Wyniki: blok mejotyczny
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Wyniki: RT-PCR

Oocyty w pecherzykach.
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Oocyty izolowane — zbyt
krotko hodowane by
skutecznie
zdegradowac mRNA
Gpr3

Gpr3 dsRNA
- +




Dyskusja: metoda

Fenotyp knock-outa Gpr3 - odpowiada
SIRNA Gpr3
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Podsumowanie

Spadek poziomu Gpr3 w oocycle
powoduje wznowienie mejozy
Endogenna produkcja cAMP jest
kluczowa dla utrzymania bloku
mejotycznego

cAMP produkowane przez komorki
pecherzykowe nie jest wystarczajgce do
utrzymania bloku mejotycznego



