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A) Isolated oocytes (2 X10° viable cells) were cultured in serum-free McCoy’s
5A medium with or without DES (5 X10® M). After 48-h culture, oocyte RNA
was extracted and RT-PCR were performed for detecting the expression of
FGF-8 and RPL19.
B) The expression of FGF receptor (FGFR)-3 and -4 was examined by SDS
—-PAGE/immunoblotting analysis using anti-FGF receptor and anti-actin anti-
body in cell lysates derived from rat granulosa cells (5 X10° viable cells)
treated with BMP-6, -7, FGF-8, and FSH for 1 h. The results shown are rep-
resentative of those obtained from three independent experiments.
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A), B) Rat granulosa cells (1 X10° viable cells in 200 ul) were cultured in serum-free McCoy’s
5A medium containing 100 nM of androstenedione (a substrate for aromatase). FSH (30 ng/
ml) was added to the culture medium with either alone or in combination with FGF-8 (3 to 100
ng/ml). After 48-h culture, the levels of estradiol (A) and progesterone (B) in the medium were
determined by CLIA.

C) Granulosa cells (1 X10° viable cells in 200 pl) were cultured in serum—free McCoy’s 5A me-
dium containing 0.1 mM of IBMX. FSH (30 ng/ml) was added to the culture medium with either
alone or in combination with FGF-8 (10 t0100 ng/ml). After 48-h culture, the levels of cAMP in
the medium were determined by EIA after the acetylation of each sample. Results are shown
as mean £ SEM of data from at least three separate experiments, each performed with tripli-
cate samples; **, P<0.01 and *, P<0.05 vs. control or between the indicated groups.
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A) Rat granulosa cells (5 X10° viable cells in 1 ml) with or without oocytes (100 oocytes/ml) were cultured in serum-free McCoy’s 5A
medium. After preculture, FGF-8 (30 to 100 ng/ml) and FSH (30 ng/ml) were added to the cultured media for 60 min. Cell lysates were
subjected to SDS-PAGE/immunoblotting for ERK1/ERK2 and SAPK/JNK analysis. The results shown are representative of those obtained
from three independent experiments. The relative integrated density of each protein band was digitized. The results shown are represen-
tative of those obtained from three independent experiments. **, P<<0.01 and *, P<<0.05 vs. control or between the indicated groups.

B) Granulosa cells (5 X10° viable cells in 1 ml) were treated with FGF-8 (100 ng/ml) and FSH (30 to 100 ng/ml) in the presence or ab-
sence of various inhibitors including SU5402 (Su ; 1 to 10 uM) and U0126 (U ; 3 to 10 uM) for 60 min. Cell lysates were subjected to SDS
-PAGE/immunoblotting analysis for ERK1/ERK2 analysis.
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A) Rat granulosa cells (1X10° viable cells in 200 pl) were cultured in serum—free McCoy’s 5A medium containing 0.1 mM of IBMX. Cells
were treated with FSH (30 ng/ml) in combination with FGF-8 (10 ng/ml) and BMPs including BMP-2, -4, -6 and -7 (100 ng/ml). After 48
—h culture, the levels of cAMP in the medium were determined by EIA after the acetylation of each sample.

B) Rat granulosa cells (5X10° viable cells in 1 ml) were cultured in serum—free McCoy’s 5A medium with FGF-8 (100 ng/ml). After 48—
h culture, total cellular RNA was extracted and Smadé and Smad7 mRNA levels were determined by quantitative real-time RT-PCR. The
expression levels of Smad6 and Smad7 were standardized by RPL19 level in each sample.

C) After preculture, granulosa cells (5X10° viable cells in 1 ml) were transiently transfected with 500 ng of ID-1-Luc reporter plasmid and
50 ng cytomegalovirus—Bgal plasmid (pCMV-B-gal). After transfection, cells were treated with FGF-8 (100 ng/ml) in combination with BMP
-2, =4, =6 and -7 (100 ng/ml) for 24 h, and then luciferase activity and Bgal activity of the cell lysate were measured. The data were
shown as the ratio of luciferase to Bgal activity. Results are shown as mean * SEM of data from at least three separate experiments,
each performed with triplicate samples; **, P<0.01 and *,P <0.05 vs. control or between the indicated groups.
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A) Cells (5 X10° viable cells in 1 ml) were transiently trans-
fected with ID-1-Luc reporter plasmid and pCMV—f—gal. After
transfection, cells were treated with FGF-8 (10 to 100 ng/ml)
and BMP-6 (100 ng/ml) in combination with U0126, SP600125
and SU5402 (1 to 10 uM) for 24 h, and then luciferase activ-
ity and Pgal activity of the cell lysate were measured. The
data were shown as the ratio of luciferase to Pgal activity.
B) Rat granulosa cells (1 X10° viable cells in 200 ul) were
cultured in serum—free McCoy’s 5A medium containing 100
nM of androstenedione. FSH (30 ng/ml) was added to the cul-
ture medium with either alone or in combination with SP
600125 (0.3 to 10 uM). After 48-h culture, the levels of estra-
diol and progesterone in the medium were determined by
CLIA method. Results are shown as mean = SEM of data
from at least three separate experiments, each performed
with triplicate samples; **, P<0.01 and *, P<0.05 vs. con-
trol or between the indicated groups.
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