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Supplementary Figure 1. The numbers of oocytes, follicles, PFs and GFs after stimulating or inhibiting the eNOS/cGMP/PKG
pathway. (A) The total number of oocytes, (B) the total number of follicles, (C) the total number of follicles/the total number of oocytes, (D)
the number of PFs and (E) the number of GFs were counted in ovaries treated with the vehicle, SN (100 uM) or NM (1 mM) for six days (n=6).
(F) The total number of oocytes, (G) the total number of follicles, (H) the total number of follicles/the total number of oocytes, (I) the number
of PFs and (J) the number of GFs were counted in ovaries treated with the vehicle, YC (10 uM) or ODQ (1 uM) for six days (n=6). (K) The total
number of oocytes, (L) the total number of follicles, (M) the total number of follicles/the total number of oocytes, (N) the number of PFs and
(0) the number of GFs were counted in ovaries treated with the vehicle, 8Br (10 uM) or KT (1 uM) for six days (n=6). *, ** and *** denote
statistical significance at p < 0.05, p < 0.01 and p < 0.001, respectively.
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Supplementary Figure 2. The numbers of oocytes, follicles, PFs and GFs, and the proportions of PFs and GFs after inhibiting
the three NOS isoforms. (A) The total number of oocytes, (B) the total number of follicles, (C) the total number of follicles/the total
number of oocytes, (D) the number of PFs and (E) the number of GFs and (F) the numbers of PFs and GFs/the total number of follicles were
counted in ovaries treated with the vehicle and eNOS inhibitor L-NAME (NA, 100 uM) for six days (n=6). (G) The total number of oocytes, (H)
the total number of follicles, (I) the total number of follicles/the total number of oocytes, (J) the number of PFs and (K) the number of GFs
and (L) the numbers of PFs and GFs/the total number of follicles were counted in ovaries treated with the vehicle and iNOS inhibitor SMT
(SM, 1 mM) for six days (n=6). (M) The total number of oocytes, (N) the total number of follicles, (O) the total number of follicles/the total
number of oocytes, (P) the number of PFs and (Q) the number of GFs and (R) the numbers of PFs and GFs/the total number of follicles were
counted in ovaries treated with the vehicle and nNOS inhibitor spermidine (SP, 10 mM) for six days (n=6). * denotes statistical significance at
p < 0.05. Different letters with the same color denote statistical significance at p < 0.05 (Red letters represent the proportions of PFs, while
black letters represent the proportions of GFs).

A 8000- B 8001 C 1.0 DE 5 o0e
2 [ %8s 2 2
gwm ::’; 600 EE‘ : 8 E 400
g 4000 -.__9 400 8 = :: % g
] = EEN g 5
8 2000 B we g 202 _g g
= 0- 0.0 r @ o
GOS8 QO% W gt W QOO S B g, W b 0% o O o2 g
et Lo 20 50 et 0t o o 0 e QQ- QQ- QQ- o“' RSP U DACE POOA
@ ¥ WPt w¥e? | ai¥ae® ¥ | qofee?
F o g8t ' oo B gt o8t oot
H | J o i

g

g
£

M
5
2

200

Total cocytes
§
Total follicles
[ total oocytes
Primordial follicles
Growing follicles

e &9 9 O =
IR O I I

x

CAE S
4 o

Supplementary Figure 3. The numbers of oocytes, follicles, PFs and GFs after simultaneously inhibiting mTOR/KIT and
activating eNOS/cGMP/PKG. (A-E) Ovaries at 1 dpp were treated with the vehicle, 8Br (10 uM), the mTOR inhibitor rapamycin (Rapa) or
8Br + Rapa for six days (n=6). (A) The total number of oocytes, (B) the total number of follicles, (C) the total number of follicles/the total
number of oocytes, (D) the number of PFs and (E) the number of GFs were counted. (F-J) Ovaries at 1 dpp were treated with vehicle, 8Br
(10 uM), the KIT inhibitor Axitnib (AX, 5 uM) or 8Br + AX for six days (n=6). (F) The total number of oocytes, (G) the total number of follicles,
(H) the total number of follicles/the total number of oocytes, (1) the number of PFs and (J) the number of GFs were counted. *, ** and
*** denote statistical significance at p < 0.05, p < 0.01 and p < 0.001, respectively.
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Supplementary Figure 4. The numbers of oocytes, follicles, PFs and GFs, and the proportions of PFs and GFs after altering
cGMP and cAMP signals. (A—F) Ovaries at 1 dpp were treated with the vehicle, the adenylyl cyclase inhibitor MDL-12,330 (MDL, 5 uM), 8Br
(10 uM), or MDL + 8Br for six days (n=6). (A) The total number of oocytes, (B) the total number of follicles, (C) the total number of
follicles/the total number of oocytes, (D) the number of PFs, (E) the number of GFs and (F) the numbers of PFs and GFs/the total number of
follicles were counted. (G-L) Ovaries at 1 dpp were treated with the vehicle, ODQ (1 uM), the cAMP analog dbcAMP (10 uM), or ODQ +
dbcAMP for six days (n=6). (G) The total number of oocytes, (H) the total number of follicles, (1) the total number of follicles/the total number
of oocytes, (J) the number of PFs, (K) the number of GFs and (L) the numbers of PFs and GFs/the total number of follicles were counted. * and
** denote statistical significance at p < 0.01 and p < 0.001, respectively. Different letters with the same color denote statistical significance at
p < 0.05 (Red letters represent the proportions of PFs, while black letters represent the proportions of GFs).



