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Supplementary Figures 

Figure S1: Western blot of human ovarian tissue (lane 1) and porcine granulosa cells (lane 2) showing the presence of PDE8A.

Figure S2: The original western blot of figure 1B for PDE8A using anti-PDE8A (Proteintech). Lane 1: granulosa cells; Lane 2: COC; Lane 

3: cumulus cells; Lane 4: oocytes. Protein molecular mass markers are indicated on the right (kDa).

Figure S3: The original WB of figure 2: for PDE8A. Lane 1: granulosa cells extract; Lane 2: Mitochondrial enriched fraction from 

granulosa cells; Lane 3: Mitochondrial enriched fraction from COCs. Western blots using anti-PDE8A (Proteintech), anti-voltage-

dependent anion channel (VDAC, Cell signaling technology Inc.) and anti-cytochrome c oxidase subunit IV (COXIV, Cell signaling 

technology Inc.) are shown. VDAC and COXIV were both hybridized in the same time. Protein molecular mass markers are indicated on 

the right (kDa).

Figure S4: cAMP-PDE activity measured in presence of increasing concentration of PF04957325 inhibitor in granulosa cell homogenates 

(fmoles of cAMP hydrolyzed/min/fraction). Measurements were conducted in two biological replicates in triplicate (n = 2). The calculated 

IC50 was 2.8 and 2.2 nM for replicate #1 and #2, respectively. The IC90 was estimated to be 25 nM based on the IC50 mean.

Figure S5: Total and IBMX-sensitive cAMP-PDE activity measured in granulosa cells homogenates (fmoles of cAMP 

hydrolyzed/min/microgramme of protein) and in mitochondria isolated fractions (fmoles of cAMP hydrolyzed/min/fraction). Measurements 

are from triplicate and plotted as dots for each replicate and as mean +/- SEM for the three biological replicates (n = 3). The percentage 

of IBMX-insensitive activity was calculated for each biological replicate (dots) and plotted on the graph as mean +/- SEM. 

Figure S6: Effect of specific PDE8 inhibition using PF-04957325 inhibitor on A) the percentage of meiotic resumption measured as

germinal vesicle breakdown (GVBD), and B) cumulus cells expansion after 48h of IVM in presence and absence of FSH stimulation.



1              2

PDE8A

Supplementary Figure S1

-150

-100

-75

-50

2



1         2       3         4 
-150

-100

-75

-50

-75

1     2                   3     4 

-150

-100

-50PDE8A

Supplementary Figure S2

3



PDE8A

VDAC

COXIV

2 31

-100

-75

-32

-17

-50

Supplementary Figure S3

1                     2            3

PDE8A

-150

-100

-75

-50

4

1            2           3

-17
COXIV

1          2            3

VDAC

-32



-10 -8 -6 -4 -2 0 2 4
0

1

2

3

4

Log PF-04957325 (nM)

c
A

M
P

-P
D

E
 a

c
ti

v
it

y
 

(p
M

o
le

s
/m

in
/f

ra
c
ti

o
n

)

Rep #2

Rep #1

Supplementary Figure S4

5



Tot IBMX % Tot IBMX %
0

200

400

600

800

0

20

40

60

80

100

c
A

M
P

-P
D

E
 a

c
ti

v
it

y
 

(G
ra

n
u

lo
s
a
:f

m
o

le
s
/m

in
/u

g
) 

(M
it

o
:f

m
o

le
s
/m

in
/f

ra
c
ti

o
n

)

P
e
rc

e
n

ta
g

e
 o

f 

IB
M

X
-in

s
e
n

s
itiv

e
 a

c
tiv

ity

Granulosa

cells

Mitochondria

sens sens

Supplementary Figure S5

6



Supplementary Figure S6
A

B

Ct

PF

FSH

FSH+ PF

Ct FSH PF FSH+PF
0

20

40

60

80

100

 P
e
rc

e
n

ta
g

e
 o

f 

G
V

B
D

 (
%

)

7


