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[#Z] BH - #5 microRNA-30b-5p (miR-30b-5p) EZFEIIHELLAAE (polycystic ovary syndrome, PCOS) K H ik
K miR-30b-5p iz Fe ik Xt B E IR A (granulosa cell, GC) HWEMRFEM , ik « R A TN (dehydroepiandrosterone,
DHEA) #37 PCOS KEURAY, SZf5¢EE 7 PCR (real-time fluorescent quantitative PCR, qRT-PCR) 7l Western blotting Kl 1E
H AL PCOS 41K BB B2 21 H miR-30b-5p Al H WEAHSCZE 4 5 [F] U4 (autophagy-associated protein 5 homologue, AtgS) ()3
Ko AFE ISR IFE PCOS KEUIEL GC, /3% B84 . miR-NCZH . miR-30b-5pid ikl . miR-30b-5pit7eik+pcDNA3.1-NC
2. miR-30b-5p i Fik+pcDNA3.1-Atg5 21, I3 HUEH 4K P 5 GC 23 F141; 4% miR-30b-5p mimic Fl pcDNA3.1-Atg5 S AH
N IR B L Y B 0, #5348 hJ5, qRT-PCRGINASZH 20 miR-30b-5p Fl Atg5 mRNA ik, KiFfs s, CCK-8
Ko AN ML AN A TG I FR T8 5 S o G CRIN & L A IS A SCZE (M 1424 3 (microtubule-associated protein
1 light chain 3, LC3) PHMERiA; Western blotting K F Wi AH G 8 [ Atg5. p62. Beclin-1 MILC3#E %Kik, &R - PCOSUIR
FLON S 2H 21 R miR-30b-5p F£iE K V- B E ML T IE W4, Arg5 mRNA FIE /K W35 TIEWA (3P=0.000). HY)E, S52
F4IAE L, X REZ1ER S GC 1 miR-30b-5p K F- . RT3 . p62 H [I/KV- WEEFFEAL, Args mRNA R /K- 4G5 E
PE. LC3BAYEANAETT 4t . Beclin-1 25 (/KA LC3I /LC3T FLEHBETHE (3 P=0.000); S5XfIE4IAAEL, miR-30b-5pidkik
ZHPH GC H miR-30b-5p /K. AL T3 p62 KT BET S, Args mRNAFIE KT, HAISFEETE . LC3 AV
M E 2. Beclin-1 8 FI/KFERILC3N/LC3T HOH B ERHE (3P=0.000). ¥ Atg5 A BH 055 miR-30b-5p i3 Fe ik X B GC
RN B WA RIE R (3 P=0.000) . £5if - MiR-30b-5p 7£ PCOS HF K 3k 5 1 35 miR-30b-5p Al 11 H] PCOS Kk fil P 4
GCHGFEA E W, (EBEAMaya T, HAEIBLHI AT RE S0 Atg5 2B A K.
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MicroRNA-30b-5p inhibits autophagy in ovarian granulosa cells in polycystic ovary
syndrome rats by targeting Atgb
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[Abstract] Objective:To explore the expression of microRNA-30b-5p (miR-30b-5p) in polycystic ovary syndrome (PCOS) rats
and the effect of miR-30b-5p overexpression on ovarian granulosa cell (GC) autophagy. Methods-Dehydroepiandrosterone
(DHEA) was performed to establish a PCOS rat model, and real-time fluorescent quantitative PCR (qRT-PCR) and Western blotting
were performed to measure the expression of miR-30b-5p and autophagy-associated protein 5 homologue (Atg5) in the ovarian
tissues of the normal group and PCOS group. Primary PCOS rat ovarian GCs were isolated and cultured, and divided into control
group, miR-NC group, miR-30b-5p overexpression group, miR-30b-5p overexpressiontpcDNA3.1-NC group, and miR-30b-5p
overexpression+pcDNA3.1-Atg5 group. In addition, the ovarian GC of the normal group was taken as the blank group. MiR-30b-5p
mimic, pcDNA3.1-Atg5 and the corresponding negative control were transfected into the cells, and 48 h after transfection, QRT-PCR
was performed to measure the expression of miR-30b-5p and A7g5 mRNA of cells in each group to verify the transfection effect.
CCK-8 and flow cytometer were performed to measure cell viability and apoptosis rate, respectively; immunofluorescence staining
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was performed to measure the positive expression of microtubule-associated protein 1 light chain 3 (LC3) in each group. Western

blotting was performed to measure the protein expression of autophagy-related proteins Atg5, p62, Beclin-1 and LC3. Results: The
expression level of miR-30b-5p in the ovarian tissue of the PCOS group was significantly lower than that of the normal group, and
the levels of A47g5 mRNA and protein were significantly higher than those of the normal group (all P=0.000). After transfection,

compared with the blank group, the miR-30b-5p level, apoptosis rate, and p62 protein level in the ovarian GC of the control group
were significantly reduced, the A7g5 mRNA and protein levels, cell proliferation activity, LC3 positive cell percentage, Beclin-1
protein level and LC3II/LC3 1 ratio were significantly increased (all P=0.000). Compared with the control group, the miR-30b-5p

level, apoptosis rate, and p62 protein level in the ovarian GC of the miR-30b-5p overexpression group were significantly increased,
and the A7zg5 mRNA and protein levels, cell proliferation activity, LC3 positive cell percentage, Beclin-1 protein level and LC311/
LC31 ratio were significantly reduced (all P=0.000). Up-regulation of Atg5 can significantly attenuate the inhibitory effect of miR-

30b-5p overexpression on ovarian GC proliferation and autophagy (all P=0.000). Conclusion*MiR-30b-5p is lowly expressed in
PCOS; overexpression of miR-30b-5p can inhibit the proliferation and autophagy of ovarian GC in PCOS rats, and promote cell
apoptosis, and its mechanism may be related to the inhibition of Atg5 expression.

[Key words] polycystic ovary syndrome; microRNA-30b-5p; autophagy; autophagy-associated protein 5 homologue(Atg5);

proliferation; apoptosis

Z P U0 B 25 5 1F (polycystic ovary syndrome,
PCOS) &N /MBI F SR Z —, EFIRHL
A R R B 22 () D A 2 I R B R
& I Z AR5 PCOS 1Y A 5%, HAE 5 7 /K F 1
PCOS 199 RS AN ¥ 2 o JRL 4 S (granular cell,
GC) IR A R AR AT RY, 7R SR Kk
Fidh, GCHEFHIZ W oA LA SRR 9 RE 20 i il 2
FIHEGE 2o B GC 1L [ I AT i 8 PCOS 1 K
JEdRIE Y, PCOS [ BRI GC I WA G 11 5 Tl
i ¥ (autophagy associated protein 5 homologue,
Atg5) . Atg7. Beclin-1 B mRNA ZKF-H1 [ WEbR 8
MEMEER 1 RE31
protein 1 light chain 311 , LC3I ) /LC31 b3 i &1
I 7E PCOS K By B8 20 21 v o AT O848 2] [ 1t 14
S, L GCHEZE R S 3 g ik R A ] B SR
GC My, JHedtr-, nlcs pcos ', Nk,
T DR S GC A Wik S WO 19 D7V T RE S PCOS #it
BB TT M

f#RNA (microRNA, miRNA) iz 5455 {5 6l
RNA (mRNA) 11¥3'-3E#5 X (untranslated region,
UTR) 254k 5 8% mRNA B PRS0 ] mRNA
B, Jlt W98 3R B miRNA 7£ PCOS 1 93 3 A= 2
bR R R AR Y, IS 5O GC AW S
ToRYTT . miR-30b-5p S —Ff E 41 B AT 400 i) 775 il
TR W %2 A2 R A WY miRNA )5 R 4 miR-30b-5p A
fie 0 AtgS il Beclin-1 &3k, TS (I 1, il ad
Starbase v2.0 (http://starbase. sysu. edu. cn/index. php)
B 2 7500 ) miR-30b-5p 5 Atg5 1) 37 -UTR /7 1€ B %h
JF5, Bl miR-30b-5p & Arg5 4 ¥ 76 # 1a] 8 35 A 1~

(microtubule-associated
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AN, A WFIEIESE Arg5 J& miR-30b-5p [#0AR 11 . 4K
1M, miR-30b-5p 7£ PCOS & & ' A A FH B AL il 1 A7
o P, AP R EST miR-30b-5p 7E PCOS H11
Fik B KX OP L GC A MEM E W, IF o A Ol e
B o

1 RESHE

1.1 84

SPF 2% Mk SD KB 30 2, 6 &, KR &
(180+20) g, W H h EFL =Bt L5058, A=
FEVEATIES S SCXK (1) 2020-0005; 47 K FU 4
FEEABIM S50 sh Wy hony , R ATIES A SYXK
() 2020-0008, fAFFiRE (23+2) °C, M (60+
10) %, 12 hCWETERR; A AR Ak .

1.2 BRI R

i & % M i (dehydroepiandrosterone, DHEA)
W IR A R A BR A F] . SRR —P 2 B
E 21K (follicle-stimulating hormone receptor, FSHR;
PA5-50963) . Atg5 (MAS5-32289) . p62 (PAS-
20839) . Beclin-1 (PA1-16857). LC3A/LC3B (PAl-
16931) . Alexa Fluor® 647 #Rict i1 1L £ Hi % 1gG — 4L
(A-21244) W H 3¢ & ThermoFisher Scientific 2\ A -
Ts2-FC 'YL RHBE (H A Nikon/AH]), FACScan
A4 (3£[E BD Biosciences A H) ), Mx3005P 5L
B %% 9% % 8 PCR (real-time fluorescent quantitative,
qRT-PCR) ¥ (3&[H Stratagene 23 ), LSM 900 #t:
PIRILRE LB (78R ZEISS A F]) .
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1.3 i ik

1.3.1 PCOSHIRIMEES  H5 K EBEAL S A 1E H 4 Al
PCOS#H, #3415 2. PCOSZH kRS M ik 12 )y
AL %2221 d T DHEA (6 mg/100 g, ¥
F 0.2 mL &) . M 16 HIFMHEEFTBIIE B H A4,
SR BB R e SR B &5 TR, a4 s B A o
YA (ShiERIAEREL) . JFZ 00 SR Rk I s
UREA 2Ry Y BOREAR ) . IER 41K RIE
WRFE, FESIDHEASS 21 H, B RREEE 12 hEK
o, T EALE A s ee Y,

1.3.2 BRE.GCHrE SR Uk IE % 4 PCOS
ZH K BRLBR 505 F JC ML &5 % DMEM #5372 3k, &
B3 M I R0 45 2 41 2 o O B R I O R /F DMEMY/
Fl2 855 dkrh, SRIGTE WA T I BT 22 BR e,
GC R BNIEFeEerh o AR5, BWER DL 4 S i
PRl ok 200 H JE e Wik G a4k o F U AR 9 GC 0
(200xg, 5min), F+& FISW, 240 E B2 0F7EH
fif i) DMEM X 3236, 7E37 °C . 5% CO, 41 Jifd 15 3%
R TR, TEEIE SO BT F WAL .

1.3.3  FSHR VO % KR GC K
W U)K, FEMRBRIR hiRi—1, SR )5 H
FRK MBS IR, K K Me 5 & T IR 4%
PRI 24 FLER SRR, MBI AT R 7% . 1F
I 2 70% A B U IR J, 4% 22 58 R [
20 min, PBSYE3 WK, A 0.3% H,0,, FH7EZEE T
H 30 min LA BR IR S . RIS, A 0.2%
Triton X-100 %5 5 min. 2 F2E, H 10% L2 10075 £
4130 min &, $40H05 FSHR —#HT (1:200) 7£ 4 °C
TIFE AR . FHPBSTEA 3G, # Alexa Fluor® 647

£1 HT qRI-PCREIS|¥FEFI

Tab 1 Primer sequences used for qRT-PCR
Gene Forward primer (5'—3")
miR-30b-5p GCG CTG TAAACATCC TACAC
Atg5 TGA CCA GTT TTG GAC CAT CA
B-actin CTAAGG CCAACC GTG AAAAG
U6 CTC GCT TCG GCA GCA CAT ATACT

1.3.6  CCK-8 LA 40 HIdEG 71 R CCK-8 Al
miR-30b-5p Xf GC ¥4FH (152 . ¥ GC Lh&3£L 4 000 1~
I 4 9% BEFERR S 96 FLAR T, DI E L 2 4 M BE
SRIG, XS 1 20 i o3 S 70 5 L 5 5 37 24 L 48 Il
72 h, EFLIIA 10 nL CCK-8 iAW, #ksLtsdi2h, fii
FH B bR AL 7E 450 nm J% K N KW 25 AL OG B

e
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FRICH —Hi1gG (1:200) ST AZMIE 5, 2 ik
JEWEE 1 h, DAPIYEAE, —HIZEEW, #A; b
% T WK FSHR PHM: ek AN e +4k,  DAIEBA st o))
STEREL GC.

1.83.4  diffeye K0P GC Lh AL 2> 10740 i i
WEEALF T 6 LR, dlh: A4 (IEHARR
B GC), PCOS KELINE GC 73 R xf fi4] . miR-NC
(% e miR-30b-5p mimic [ B £ % B8 miR-NC) .
miR-30b-5p #f % 5 4 (%% J¢ miR-30b-5p mimic) .
miR-30b-5p i % i5 +pcDNA3.1-NC 20 (miR-30b-5p
mimic Fl pcDNA3.1-Atg5 (1P X 1 25 2% 14 5 4 4%
4¢) . miR-30b-5p i % ik +pcDNA3.1-Atg5 4] (miR-
30b-5p mimic Fl pcDNA3.1-Atg5 kit 4y ), 140
JitL A= 4 %% B 7k 90% LA BB, i A Lipofectamine 3000
AT Y, R E NTHE . LY 48 h i
A, qRT-PCR A 4% 41 40 g o miR-30b-5p 1 Azgs
mRNA ik, Kl kil “1.3.57; IR FH Western
blotting kil AtgS Y HE F1FRIL, Kl ikl “1.3.97,
1.3.5  qRT-PCR £ B 52 £ ZU/41 Jitd " miR-30b-5p Fl
Atg5 mRNA ik J B miR-30b-5p £l Azg5 mRNA
TEBN LA SURANA 1 F R K-, ] Trizol 3751 B
BRI PR BUR RNA, IFK RNA RS
cDNA. ffi Fi§ miScript SYBR Green PCR Kit §" 14
miRNA; i SYBR Premix ExTaq¥ 1 mRNA, 14
W 95 °CHIUEZE1E 3 min, #RJ5 95 °C 5. 60 °C
20s, 72°C 15, 40 MG, U6, B-actinffhSHHE
Dbl B R FE (R 1) R ik
frE i . 75 % H] Western blotting K51 Atg5 55 15515,
R 7k W, “1.3.97,

Reverse primer (5'—3") Length/bp
GTG CAG GGT CCGAGG T 245
AGG GTATGC AGC TGT CCATC 158
ACC AGA GGC ATA CAG GGA CA 143
ACG CTT CAG AAT TTG CGT GTC 129

[D (450 nm) | {H. FHHRE6IHEL .

1.3.7 i 3K A A A K I AN AR O T il R R R AR
1V (Annexin V) -5 fii F & 2¢ . & (fluorescein
isothiocyanate, FITC) /fALTNRE (propidium iodid,
PI) 81350 & A I miR-30b-5p Xt GC 4B IH 1=/ 5
Wi KA (1x10°A~/mL) WCARTEAR R R T,
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D¢VGYLRE Annexin V-FITC F1 PI14% 5 wL 7£ 25 °Cili g%
20 min, Ffif5, HEUL @A AR Y PBS YRR IR B
PR W WA DOl R e W 1 0 N TR B 2 R
6 1NHEKE

1.83.8 HIETOCLCI Y HPET AN miR-30b-
Sp T GC H W SEIA o 1 4 M3 R 245 A J0 T 55 3%
1) 24 FLEFFRM R, 78 4 °CF JH 4% £ 5 H1 | [ 52 20
min, #XJ5 H 0.1% Triton X-100 7 b 376 % 6 F H 3%
A= M3 P8R P BT 20 mine I PBS PR 3 W, K dn
M5 LC3—3t (1:100) fE4°C FIFEER, RIFE%
JeHT (1:200) ZEE T HOGME 1 he Bl 24000
FH DAPLEBE YL 3 min ARSI . %5 7RO
FRIR A DA TR, MR E 6 EKR

1.3.9 Western blotting #:il] [ WA G2 1 AtgS. p62.
Beclin-1 1 LC3 ) ¢35  Western blotting £ ill] miR-
30b-5p X GC H A WEAH G 1 (Atg5. p62. Beclin-1
FMILC3) FKIKMFZM . WA AL, TFICGT B0 540
21 ((H TR AtgS B F1R3R ), LA & & IR0
il 710 ) RIPA Z it v $2 B4 i Fn B SR A b i) R T
1£12 000xg, 4 °C F&.0 10 min i, WOE Figw, fd
FHBCA LM 88 TR EE . SRR FRE AL 5 5% R
G BIR A AR W K A 10 min DARE R AR M
FE Al 7E SDS-PAGE B 4385, SR J5 5444 3 PVDF JI

A

—
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_|
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Relative expression of miR-30b-5p
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Normal PCOS

0.8 r

0.6 T
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02

Relative expression of Atg5 protein

0

Normal PCOS

4 RNA-30b-5p 3 1 HL ] AtgS 11 S48 B0 s A Ik RO smokean e | 23

o BT 5% BRGEA-WET A, SRS AEAR N B BT AA T W
(Atg5. p62. Beclin-1, LC3, B-actin, #JLL1:1 000
k) s IR WRE, KBS (1:4000)
fEZE i T F 1 ho 94k % & 675 (enhanced
chemiluminescence, ECL) & {0, FH Image-Pro Plus
6.0 M HTEE AU L, JFLL B-actin HINS T, 1T
B R I ARRT R IR

1.4 Hilfnhr

K SPSS 22.0 #f, B LIy + s Fow, 241
B LA R IR ST BEAR e K06, 22 401 i) EL AR PRI
R 25T, W LSRR LSD-r ki 4% . P<0.05 %R
ERAGFE L

2 R

2.1 miR-30b-5p fE PCOS K Kl Y Hi 41 81 vp WL AIC
ik, Atgs £ikTH
qRT-PCR I Western blotting £6; Il B £ 24 21/ miR-
30b-5p J Atg5 mRNA Rl I RBAKF, 458 (K1)
7%, miR-30b-5p 7E PCOS 41 FF i £ ik W &K T 1E %
40 (P=0.000), Tfi Atg5 iy mRNA FIHE (/K F i & =
TIEH A (3 P=0.000).

<5 B
%
B @®
» T
St
=}
=
.2
v
9]
a] L T
5
o
K=
=
2o
Normal PCOS
D

Normal PCOS
group group

Atgs — w— S 32 000

B-actin -- 42000

Note: A. Expression of miR-30b-5p. B. Expression of 47g5 mRNA. C. Expression of Atg5 protein. D. Detection of Atg5 protein in ovarian tissue by Western

blotting. “P=0.000, compared with the normal group.
1 miR-30b-5p 1 Atg5 £ PCOS KRR IDE A A AR IE

Fig1 Expression of miR-30b-5p and Atg5 in ovarian tissue of PCOS rats
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2.2 BHHLGCI%RE
43 S MIE B 20 A1 PCOS 41K BLON S 43 B85 H AE %
FIPCOS A GC, ] WL IEH 4 GC R Z ML imIE,
0 AR ] e B R S A —ifL ; PCOS 414t ffl 12 2 JF 1
Yk, SIER IS GCHILL, PCOSH4LUNE GC#
K, AR L, A —kAERK (F24A).
A

Normal group

PCOS group

<

FSHR DAPI

2023, 43(1)

FSHR v T- 5P 5L GC By A Mo s -, Sy o A il 2%
(K2B) %7, FSHRYEAHMIME 200, 740 HuA%
WAL, FSHR 2 IR K BRUOP 5 GC 1y-F- 4 BE
KK H 94.05% (>90%) o iF B 435 i JRAR K RO £
GCZlifEwm, T IR8esism,

100 pm

100 pm

100 pm

Note: A. Morphology of ovarian GC. B. Identification of ovarian GC. Red fluorescence represents FSHR positive; blue fluorescence represents DAPI-stained

nuclei; FSHR can be seen expressed on the cell membrane.
B2 REAKRIVEGCHILETE(x200)
Fig 2 Identification of primary rat ovarian GC (%200)

2.3 Jd ik miR-30b-5p FEAIK K BN L GC ' Atg5
)4 38 K

ME 3R, SA4ME, xR0 GC

miR-30b-5p 7K i 35 [ A%, Atg5 mRNA Fil 2K (/K F

BETE (XP=0.000); S5XIHZHA, miR-30b-5p

A
&
515
(=3
<
2
g @
5 10r 2 @9
g
5‘;; 0.5 F @ @
o
2
E 0
& a b c d e £
C
1.0 [
)
0.8 ® e

0.6

@ @
0.4
02
0 b c d e f

a

Relative expression of Atg5 protein

1 F KL E GC H miR-30b-5p /K V- B ETHis, Args
mRNA FIE K i FREAL ($ P=0.000); 5 miR-
30b-5p i #F ik 41 A, miR-30b-5p it E ik
+pcDNA3.1-Atg5 21 b # GC 1 Arg5 mRNA Fl4E 4 7K
52T (34 .P=0.000) .

B
s
& 3r
E o O
g} 06
8 @
E1f
5
[}
2
=
=0
& a b c d e f
D

a b ¢ d e f

Atgs w— . ——— 3 000

Note: A. Relative expression of miR-30b-5p. B. Relative expression of 4zg5 mRNA. C. Relative expression of Atg5 protein. D. Western blotting to detect the
expression of Atg5 protein in ovarian GC of rats in each group. a—blank group; b—control group; c—miR-NC group; d—miR-30b-5p overexpression group;
e—miR-30b-5p overexpression+pcDNA3.1-NC group; f—miR-30b-5p overexpression+pcDNA3.1-Atg5 group. ©P=0.000, compared with the blank group;
2p=0.000, compared with the control group; %p=0.000, compared with the miR-30b-5p overexpression group.

3 RAKXRIE GCH miR-30b-5p F1 Atg5 7k F LR

Fig3 Comparison of miR-30b-5p and Atg5 levels in ovarian GC of rats in each group
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2.4 ik miR-30b-5p FRAIE K BLUH L GC 3445l 16 v

ME 4R, Y48, 72 0, S5 H4lM
P, xF BEZH OF 81 GC 3 58306 1k W35 T & (P=0.012,
P=0.008) ; 5 X HEAIHH L, miR-30b-5p i ik 41 P
B GC G W E L (P=0.027, P=0.027); 5
miR-30b-5p i & ik 41 M H , miR-30b-5p iF 3 ik
+pcDNA3. 1-Atg5 41 P 5 GC 14 5 1 Mk B TH s (P=
0.047, P=0.044) .

2.5 4% miR-30b-5p ] K BB GC M T

mE s PR, 5% A4M L, XFRRZI0E GC T
FREREM (P=0.000); SXTHRAAHLE, miR-30b-5p
I FRIRAIIE GCHT R B EF S (P=0.000); 5 miR-
30b-5p 1t F IR L, miR-30b-5p it FEik+pcDNA3.1-
Atg5 IR GC AT H b E L (P=0.000).

4 RNA-30b-5p 3 1 HL 1] AtgS 11 S48 B0 s A Ik RO smtkean e | 25

—a
—b
—c

GC proliferative activity [D (450 nm)]

0 24 48 72
t/h

Note: a—blank group; b—control group; c—miR-NC group; d—miR-30b-5p
overexpression group; e—miR-30b-5p overexpression+pcDNA3.1-NC group;
f—miR-30b-5p overexpression+pcDNA3.1-Atg5 group. “P=0.012, 2P=0.008,
compared with the blank group; ®P=0.027, compared with the control group;
©P=0.047, ©P=0.044, compared with the miR-30b-5p overexpression group.
B4 HHKXRIVEGCILHEFE

Fig 4 Proliferative activity of rat ovarian GC in each group

A B
107.2 107.2
10° 10°
10° 10°
N i 30
a 10 a 10
10° 10
104 107 o j—_
10" 10°10°10*10°10°10™ 10" 10°10°10°10°10°10™* 10" 10°10°10*10°10°107* g 20 - 09 o2
Annexin V-FITC Annexin V-FITC Annexin V-FITC =
g
d e & 0RE)
1072 1072 1072 5 10 |
10° 10° 10° 3 o O
10° 10° 10° ’—T_‘
= 10* = 10* 10*
10° 10° 10° 0
102 10 102 a b c d e f

10" 10°10°10"10°10°10™* 10" 10*10°10*10°10°10"* 10" 10*10°10*10° 10°10"*

Annexin V-FITC Annexin V-FITC

Annexin V-FITC

Note: A. Detection of apoptosis by flow cytometry. B. GC apoptosis rate in each group. a—blank group; b—control group; c—miR-NC group; d—miR-30b-5p
overexpression group; e—miR-30b-5p overexpression+pcDNA3.1-NC group; f—miR-30b-5p overexpressiont+pcDNA3.1-Atg5 group. “P=0.000, compared
with the blank group; :DP=04000, compared with the control group; @P=0.000, compared with the miR-30b-5p overexpression group.

Es5 HAKRBINEGCHETKE

Fig5 Apoptosis levels of ovarian GC in rats in each group
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Note: A. Imnmunofluorescence LC3 staining (x400). B. LC3 positive cells in each group. a—blank group; b—control group; c—miR-NC group; d—miR-30b-5p
overexpression group; e—miR-30b-5p overexpression+pcDNA3.1-NC group; f—miR-30b-5p overexpression+pcDNA3.1-Atg5 group. ©P=0.000, *P=0.002, compared

with the blank group; %p=0.002, *P=0.001, compared with the control group; %p=0.010, compared with the miR-30b-5p overexpression group.
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Fig 6 Positive expression of LC3 in rat ovarian GC in each group
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Note: A. Relative expression of p62 protein. B. Relative expression of Beclin-1 protein. C. Relative expression of LC311/LC31. D. Western blotting to detect

protein expression in ovarian GC of rats in each group. a—blank group; b—control group; c—miR-NC group; d—miR-30b-5p overexpression group; e—miR-
30b-5p overexpression+pcDNA3.1-NC group; f—miR-30b-5p overexpression+pcDNA3.1-Atg5 group. YP=0.000, compared with the blank group; 2P=0.000,
compared with the control group; ®P=0.000, compared with the miR-30b-5p overexpression group.
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Fig 7 Expression of p62, Beclin-1 and LC3 proteins in ovarian GC of rats in each group
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