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during early pregnancy in mice
Yang Yang',Wu Mengyun',Li Rong’,Wang Yingxiong', Liu Xueqing'
(1. Laboratory of Reproductive Biology,School of Public Hedlth and Management;
Chongging Medical University;2. Department of Obstetrics and Gynecology,
The First Affliated Hospital of Chongqing Medical University)
[ Abstract)Objective : To explore the effect of microRNA~24 (mmu-miR-24) in endometrial stromal cells during early pregnancy in
mice. Methods ; Uterus tissues were collected on pregnancy of day 1,4,5,6(D,,D,,Ds,Ds). The expressions of mmu—miR-24 and
other factors were detected by real-time quantitative PCR(qRT-PCR),in situ hybridization,and Western blot. The primary stromal
cells were induced by estradiol (E2) and progesterone (P4) for decidulization. Flow cytometry was implemented to detect cell cycle
and cell apoptosis. Results :The expression of mmu-miR-24 was detected in uterine luminal, glandular epithelium,and stromal cell on
Day 4. The expression level of mmu-miR-24 on DsIS was higher than the level on DIS. On DsIS and DS, mmu-miR-24 was located
in decidual zone. When mmu-miR-24 mimics being incorporated into stromal cells,the number of stromal cells in the S phase was
decreased , the expression of PCNA was decreased, the total apoptotic cell was increased,and the expression of BAX was increased. In
contrast, when mmu-miR-24 inhibitor being incorporated into stromal cells,the number of stromal cells in G1 phase and S phase were
decreased and increased respectively,and PCNA expression level was increased,the number of non-viable apoptotic cell was de-
creased ,and BAX level was decreased in stormal cells. On the other hand, when incorporating mmu-miR-24 mimics into the decid—
ual cells,the number of decidual cells in the S phase was de—
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creased ,and PCNA expression level was decreased,the number
of non-viable apoptotic cell was increased,and BAX level was
increased in decidual cells. Lastly,when treating decidual cells
with mmu -miR -24 inhibitor,the number of decidual cells in

the S phase was increased,and PCNA expression level was in—
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creased , the number of non—viable apoptotic cell was decreased,and BAX level was decreased in decidual cells. Conclusion:The

low expression of mmu-miR-24 in stromal cells may promote the progress of cell proliferation. The high expression of mmu-miR-24

in decidual cells may promote the progress of cell apoptosis during decidulization.

[Key words]mmu-miR-24;embryo implantation ; decidulization; cell proliferation;cell apoptosis
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MR SHERESE, K H UL RBAEARE AR 1 R(D),
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B RS AN IR IR RNA, #2 TRIzol 5 & UiBH
2B BT ; DNA SR SRR & AT 13 5 5% B 1 P 91 22
1, F ABT #VEIRMY 7500 FHATY 18 , BABIR AR 95 CHi
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B A P, THERBEE . ARBRRE R, CBURA
5 min, PBS {51k, 1 x B EE8 K 37 Cii4k 8 min, PBA 1%, ¥
11100 L BiZRAE, 52 CHIZYEE 3 h, XEREME, Bl mmu-
miR—24/Scramble 54T %38 TR (FREMRE 40 pmol/L),85 C
AMERET 243 TAEWR S min, VKB 1 min, N4 2438 TAE
W, NS B 52 ARSI, 5 x SSC,2 x 8SC,0.2 x SSC
VEWOE TR, 37 CEPA 30 min, BRI, RITEFE-
BSA(1:50 #ik8) ,37 “CHEH 60 min,PBS k. AP-FHiMlC
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#&1 qRT-PCR3|#F5I
Tab.1 Primers sequence for gRT-PCR

FH ) mieroRNA B[#FF) (5—3)

Mmu-miR-24 RTH|#): GTCGTATCCAGTGCAGGGTCCGAGGTATT
CGCACTGGATACCTGTTCGTGCAGGGTCCGAGGT
TF 4% : TGGCTCAGTTCAGCAGGAACAG
4% . GTGCAGGGTCCGAGGT

U6 RT 314 : CGCTTCACGAATTTGCGTGTCAT
TE 4% : GCTTCGGCAGCACATATACTAAAAT
2 X5 : CGCTTCACGAATTTGCGTGTCAT

Dtprp i W 4% . AGCCAGAAATCACTGCCACT

B85 : TGATCCATGCACCCATAAAA

1E & . TCCTATGTGGGTGACGAGGC

2 SCA% . TACATGCCTGGGGTGTTGAAGTCT

B—actin

1.4 mESExELEE

4 25 K B BR VA MR ZE IR B 5E 12 min, PBS ¥ 3 1R, 1%
Triton X-100 % 10 min, PBS ¥ 3 ¥X, H 5%BSA Ik &8
A 1 h SFFHL Vimentin Hi(1:200) ,4 CHE IR, KR,
PBS ¥t 3 K, JEIA FITC riCH 1gGC 3T, ZHEMFH 1 h,PBS
3 k. BJEIIA DAPI(1:1 000)E W E YA MIA% 10 min,
PBS ¥ 2 IR, RN BHE T WEMBK NG,
1.5 @l Rb 3 BRSSP A i FHLEAL

INEHERANE R IR E R ER T EA I, ik 2~
5 mm /N, TERESRIL AP AN G 0.5% 5588 K 6 mg/mL ik
B 1 IR &K, 4 CIEAL 2 h,37 CiH4L 30 min, #RJGWRIT4
BUFZ A LR, B0 5 min, £ B, TTA 0.5% 5 5 1T
YR, 37 °CIHAL 30 min, THALG MR ESRIRKRZ 70 B
AR HBSS ik (B U e LIE IR B SR A 10969
M4 miER 10 UmL EHRE-HEBERT,HEHR | h JGHE,
TE 37 CHI 5%CO, FI5M T 3%, Vimentin TP @Y
ERRANEAE

0 P G4 R 0 B B AR AT, R P AN A it
miRNA-24mimics-lipo2000( TAEHRE 50 nmol/L) & inhibitor—
lipo2000( TAEWRE 100 nmol/L)FE ¥y, BUM 4 K 40iE, &
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FAHHEE 6 h o, R A TP AR 3R 48 h S
WOERARAE . A 10 nmol/L #ff i (Sigma—Aldrich) & 1 pmol/L
272 (Sigma-Aldrich ) 47/ BRI BT 4 Mubid 11555 ,48 hf5
1.6 A X 2m e A ) 4 BB = 5 4w Ao B 2

AL PBS Pk 2 i, HIBEREE AL, e s I A 70% 5%
LBE, 4 CHEESH (12 h P £ L8, PBS Pk &0,
1 000 r/min,5 min;0.5 mL PBS #2401 i A PI(BUAL R BE)
Al RNase A MK 50 we/ml;37 C/KI 30 min; @ ; BD
L AN M ASCRG I | 38 3 P S ARG 40 it ) 49 4% et 49 L 15
Ak

Y LE PBS vk 2 i, FHER I 1L , L RAN A W, PBS
Ve, B, J M. M 200 pl & 5 wL Annexin V-FITC f
Yokl IRAT,4 CHEF 30 min, SA PLYKL BEE 10 min, H
300 HAIRIUE, 1 h 5 St M f ORI 4R AL T
1.7 &G¥eig

A P SRR A (1 B RR AR R R,
BCA 7 £ 58 (RO L L 20 pe/ ALY PR S dEF TR
vk, Z RS 5] PVDF B 40 AR 4= w3, InA—$i
4 Cit7% . PCNA(1:500)BAX(1:500), PBST(PBS % A
nEEOVE 3 UK WETHD 1 h, PBST W0k 3 IR, ik rfbeg %
YERUNE , BIO-RAD B AR AFARE
1.8 %t 4%

{diH] SPSS 17.0 e84 & Graphpad 5.0 #4284 5 s
Oy HT R AR, R o K6 UEAT AT POR EL R SR A S A
27220 H 2 RS 4T, [RRER Y LSD— #4740 1]
L@ AR, S B LA = A 25 (x £ 5) FOR . KSR KHE
a=0.05

2.1 mmu-miR-24 f&£ F-Z M5k ol kk

SiiBus qRT-PCR K mmu-miR-24 7£ D, .D,.D;s IR N
(implantation site,IS) & Ds ﬁfﬁ%(inter—implamalion site, I1S)
(IR SRR Iy 2700, AR BA 25+ (F=6.990, P=
0.013), H mmu-miR-24 7 D, @&k, HERA RS TD4, H
I Geit 24 22 5% (1.379 £ 0.335), (0.395 + 0.441) ; P=0.003];
mmu-miR-24 £ DS £ 5 & F D, (1.014 +0.025),
(0.395 + 0.441) ; P=0.032]; DSIS [k i T DS, {HICHE
H2E 2% R(1.014 £0.025), (0.560 + 0.029) ; P=0.094](&[1A) ,
IV 2 A8 45 R 7k mmu-—miR-24 7E D, #3K T8 [ R I
B2 VA KD e B SE AN T h (DIS AT 2 IR X LA K2 D6IS #Y
IR IX (18] 1B)
2.2 mmu-miR-24 3t 3R fa B 69 R4 A

SEES D, /N TFE B B4, >R A mmu-—miR-24
mimics LA K inhibitor (& &M H 55, MITHRSE mmu-miR-
24 Xt T N IEARMLAY IR 15 . K Vementin SsE S0 BT
TSI 25 L 5 A IS B 5 (P 2A) . Mimics (pre-
mmu-miR-24 A1) T4 5, & mmu-miR-24 B3R A Gt i &

2 T REZA[(1.29 +0.781), (0.949 +0.419) ;1=3.852; P=0.018]
(K 2B) . Inhibitor(anti-mmu-miR-24 41)+4£/7 , mmu-miR-
24 FyFEk I AT X AR (5.287 £ 0.836), (1.859 +0.497) ;
1=3.524; P=0.024]( & 2C), 7F pre—-mmu-miR-24 +34 , i
AR ARSI A R G118 40 B A5 BH feb 5 T X6 B4 (P=0.003),
S 11 A% 2 At BO 2 (P=0.000) (5] 2D) ; 4 B4 5 bR 4
PCNA B REAR (I 2H) . [RlAd S8 T 400 fin (P=0.042)
(K 2F) TN 7 BAX FkTHar (F 2)) . anti-mmu-miR-24
TR G1 AR A0 AT WAL T X% R ZH (P=0.005) ,G2 ] 5 S
B AR RO 516 22 (P=0.008; P=0.054) (%] 2E) ,PCNA ik
T (B 21) B A -5 808 T 40 B AR (P=0.009; P=0.011)
(1 2G) , BAX FIARFHE (8 2K) .
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Fig.1 Expression of mmu-miR-24 in the uteri during early

pregnancy

2.3 mmu-miR-24 f£ SLAE 4m e 69 R4 4E A

qRT-PCR a5 A ARG deprpP i 7R 75 S 8 AR A
R 8 7. [(0.097 £ 0.019), (21.240 £ 0.173) ;¢=121.2;
P=0.000]( /] 3A) . mmu-miR—-24 7% i B4 & o X
HRZH[(1.001 +0.087), (0.659 +0.721);:=3.009;P=0.040] ( [l
3B). i#iit mmu-miR-24 mimics 45 inhibitor S 1 e
mmu-miR-24 ik, & H LK TE pre—mmu-miR-24 4
5 T BRZH[(1.385 +0.096) , (0.948 +0.042) ;0=4.167;
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ThE G120 % (P=0.002) , S 111 40 i &5 0] b o /b (P=
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I8 mmu-miR-24, n] B @ fifi G2 W55 S W% 40 e K4 4 % (P=
T (] 30) ; FLRAARHGE 0108 1A it
KRFAR(PE L) .
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