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[Abstract] Objective To detect the effect of change of different doses of retinoic acid(RA) on Beclin-1
expression of normal endometrial stromal cells and endometriotic stromal cells (ESC) ,and to preliminarily dis-
cuss the action mechanism of RA in treating endometriosis. Methods In vitro cultured normal endometrial
stromal cells and ESC were divide into the blank control group (normal endometrial stromal cells), chloro-
quine(CQ) group(ESC cells) and CQ and RA combined action group(ESC cells). RT-PCR and Western blot
were adopted to detect LC3-]] and Beclin-1 mRNA and protein expression levels in each group; PCR and West-
ern blot were used to test Beclin-1 expression level in cells by RA acting on CQ or by transfecting siRNA
treatment; MTT was used to detect cytotoxicity of RA. The inter-group comparison adopted one-way analysis
of variance,and the inter-group pairwise comparison adopted the t test. Results The expression of LC3-]I
mRNA and Beclin-1 mRNA in CQ+RA group was lower than that in blank control group,and the expression
of LC3-I mRNA in CQ+RA group was higher than that in CQ group (P<C0. 05). With the increase of RA
concentration, the expression of ESC Beclin-1 increased gradually,and the difference was statistically signifi-
cant (P<C0.05). SiRNA Beclin-1 could effectively silence the Beclin-1 gene expression of ESC under certain
transfection conditions,and RA could relieve the silencing effect of siRNA. There was no significant difference
in survival rate between RA group and control group at different concentrations (P>>0. 05). Conclusion RA
could induce the occurrence of autophagy in ESC, enhances Beclin-1 expression in ESC and is positively corre-
lated with the stimulation concentration.
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1.1.2 FZRH Beclin-l Z R EPIA (EE Cell
Signal A7) UE 456 A %% 4% 3(microtubule-asso-
ciated protein light chain 3,LC3)-1 £ 78 i fk (32
E Cell Signal 22 5], & ¥ (CQ, 3% H Selleckchem 2%
)Pt A\ Beclin-1 $iiff (3£ E Santa Ctuz A &), 1
FPR P RBH A E AR F)) 5 Alexa Fluor 488 #5
e 2E PL S 1gG (£ FH Jackson 2 A)) , DAPI (2 [
Sigma A #])
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Ri g2 37 °C 520 CO, 11 40 ML 4 N, B 9% 3 O RP-
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N BT S 4k 25 O R CIE 8 55 P 06 05 Joit 4
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AT,

1.2.2 s ekl LC3 &AM EY ., v
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5 K LC3 S HE s 2 WSS 4 i B W fe LWL 7
oo PR A RS T 40 T SR FH A 8 9 016 48, U0 %5 24 i
W LC3 ZECHE T . 3 i U IE # 55 P4 RS 56 5T 4 il %
ESC,#:#07E 6 fLAR MM E 3 EfL.FF 48 h
40 M gl A B JF AR S8 . PBS YRR 3 Wk, AL A E 2
# 200 pL [E5E 15 min, PBS $¥% 3 W, B fL A 4
M8 B 200 pL (& 0. 1% Triton X-100 f) PBS) , &
W& 10 min, PBS $Ei% 3 . &AL A E WK 200
pL IR G NBCE 2 he KBREFW, TFLIMA 50
p L B B — P (Anti-LC3- T HUARFEREE 12 2 0000,
A CUKFE N & N E S . K BR—di. PBST PE¥% 3
W BALIA 50 pL 36 HRIC AY 3T, Alexa Fluor
488 FRic Ll FHi e 1gG M BRJE 1+ 400, 37 CHEFE N
P E 30 minGEEGHRAE) . R =90, PBST % 3 K.
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FEFLINA 100 wL DAPI(2 png/mlL) . %8 i & 10 min,
PBST 53 ¥E¥ 3 k. BfLINA 200 L PBS, fi &
7 U W 4% GlRE SR .

1.2.3 RT-PCR IEH 5 N B4 s ft ESC 43
BEEF T 6 FLAR R, AR K 2 KT 80 I, A8 o X R
AAMAEAT L, CQ M A CQ.CQ+RA 4 fim A
CQFI RA, 25 At 3 6 h J5, F Trzol & (£ In-
vitrogen A& 47 M RNA $2H (4 100 g HHL F),
1 png mRNA H AMV J # 5% il (3% [ Promage 23 H))
G cDNA, Jz B 25 44 R WA PE 95 °C 30 s, Bk
94 °C 45 s,iB &k 55 C 45 s, 3Ef1 72 °C 1 min,40 M
. GAPDH: F#5|#% 5 -GGTCTCCTCTGACT-
TCAACA-3", FiE814 5'-AGCC AAATTCGTTGT-
CATAC-3";LC3-1 : 514 5'-GACGGCTTCCT-
GTACATGGTTT-3', Fiiial4 5'-TGGAGTCTTA-
CACAGCCATTGC-3";Beclin-1: Ff5| 9 5'-GCTC-
CATGCTTTGGCCAATAAC-3', Fiis| ¥ 5'-ATG-
GTCAAACTTGTTGTCCCAG-3',

1.2.4 Western blot 1F % F'B P B8 5 541 i@ #0
ESC 45 5 Fi A 6l ¥ B RA (5,10,20,40, 60,80, 100
pmol /L) AN (8 CQ Ab B, B 30 g 41/ B & 1 &
10 % BE R AT B 4K 43 B . ¥ A PVDF fi,0. 1% Tween
20(TBST ;50 mmol/L Tris Cl,pH 7. 5,150 mmol/L
NaCD 1 3% BSA 04 3 h, 3 # Bk ¥ Beclin-1 1 :
500 IMA—$t.4 ClEF A LM BEWEZ 12 1000 0
A HRP FRig i) — 9. £ E 1 h, TBST %% 3 1K,
IR GHNHEAT BUAR 53 BT - W %% 45 55 56 43 21 Beclin-1
1.2.5 5% Beclin-l siRNA 525 43y % BE 4 L BH
PEXTREA] e el e RA Ab ¥l B alik 3 HAL. &%
YeAE 24 FUAR P HEAT ER YL AT 1 d 2 o4 B L A A5 5% g
A0l Ak 3020, HL YRl 1 h oK L b 4% 55 3L 5
R A RPMI-1640, 24 FLAREE Y43 50 pL
RPMI-1640 #i # 20 pmol siRNA F1 1 L Lipo 2000
Reagent. $f 100 pL 5 WHE A M4 h [FHH .
Frem M A=K 2 80 Yo il A i, 9 ' I BT T LR 9 K
LRI,

1.2.6 MTT 96 fLtkH 40357 ESC, 7 40 fl A=
K T0%~90% I, I A RACHKEE >R 1.2.4.6.8
pmol/L) , [A] B3 & A E AL (B R . MTT, DMSO) .
X REAL (55 32 W JMTT . DMSO) , 5 FE 5 6 RE 335
3SAFATHEEE 24 h )5, 5% LIS AL A 90 pL
T 1Y R F LY 9 RPMI-1640 A1 10 pL A9 5 mg/mL
MTT #5555 4 h 7% FIEW BLHEImA 110 uL
DMSO, # F 37 °C 10 min & 6455 558 2B MIE . F
FHEGARALAE 490 nm I FC 0 5% B2 B (A {ED 1158 H 4l
JHLAETE %
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KI EMs B # Beclin-1 mRNA M (35K T8 5
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