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Supplemental Fig.S2  Quantitative analysis of CREB nuclear translocation. RPD cells were incubated with sGnRH-A (1 uM) or forskolin (10 uM) for 30 min
followed by fluorescence ICC staining with antibody for total CREB (1:1000) and nuclear staining with DAPI. (A) Fluorescence images were captured using a
Cytation-1 Multimodel Reader with CF488A signals for CREB and DAPI signals for nuclear staining. Using Gen 5 software, a filter mask was constructed for the
nuclei of RPD cells using the DAPI signals and used for quantitation of nuclear signals of CREB and cell counting of RPD cells with notable signals of CREB in
the nucleus. Based on image analysis with the “DAPI mask”, (B) the total fluorescence of CREB signals detected in the nuclei of RPD cells and (C) percentage
of RPD cells with nuclear translocation of CREB were found to be significantly enhanced by sGnRH-A and forskolin treatment, respectively.



