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Table 1 Primers used to perform real-time RT-PCR of miRNAs

Primers
miR-200b RT primer

Sequence (5' — 3')
GTCGTATCCAGTGCAGGGTCCGA
GGTATTCGCACTGGATACGACTCATCA
PCR primer Forward CCCCTAATACTGCCTGGTAATGA
Reverse GTGCAGGGTCCGAGGT
GTCGTATCCAGTGCAGGGTCCGA
GGTATTCGCACTGGATACGACCCTTCT
PCR primer Forward CCGGGTAACACTGTCTGGTAAAG

Reverse GTGCAGGGTCCGAGGT
U6 Forward GCTTCGGCAGCACATATACTAAAAT
Reverse CGCTTCACGAATTTGCGTGTCAT

miR-141  RT primer

LNA Array labeling kit (Exiqon, Denmark){# /] Cy3 #%
MU HBFRD . Cy33Rit ) RNA FimiRCURY™ LNA
Arrays (Exiqon, Denmark)#472448 . 11T Gene Pix
4000B 11X 1 Gene Pix 6.0 # {}(Axon Instruments,
Union City, CA)EAT BG4 Az 74 .

123 RERAZEPCR AT RIE mRNAs L
W FEYE, #E1T miRNAs [ SE I 26 5€  PCR. miRNAs
[ SEI 2 % € & PCR 77152 M Chen S5 77, AH
N PCR5IMINE 1. KA U6 1EANS, #TH—1k.
124 A% E&Fa4r N HEH A miRNAs
FE K 900 P9 25 miRGen ©), Targetscan ),  Pictar
Kk % 7 R 1% miRNAs [T FE AL

2 #R
21 ERNARHRERELTELER

SHAEANEE S HEAT S RINA R 6 0 B s A st
JREHLPK . AEd R RNA I Aygo/Asg HULTHTE 1.8~2.0 2
). FAREARMEEER Rk, 4T T, 28S 15 18S RNA
SR HLEEIR 2 1 1, RNA 2R, B &
miRNAs 5 F R EER(E 1).
22 MEBERBIEZ4XINZ 6 R/NMRFERIR
% %K 1X miRNAs

A i RN H Gene Pix Pro6.0 $2HL
G S A Excel 7, 153 miRNAs KX iR ZERL
15 miRNAs. SR ERH6 RMF4RNPETEHIE
miRNAs FHELE, T2 5 & B EfA 184y Lif2
AL EMAE 17 4K 2).
2.3 E7 X miRNA KRR A EE PCR I1E
#HR

KR SEi 28 B PCR T T &+ 8

JRZEIA T B9 mmu-miR-200b F1 mmu-miR-141 7F 42
4 RMF 6 K/PRFE AP HIRIE, KA U6 #1T

28 STIRNA

18 STRNA

Fig.1 Electrophoregram of total RNA of D6 and D4 mouse
endometria
1: RNA of D4; 2: RNA of D6.

Table 2 The differentially expressed miRNAs of D6 and D4
mouse endometria

Number miRNA Fold change
1 mmu-miR-199b 0.4569
2 mmu-miR-293* 0.4918
3 mmu-miR-200a 0.2763
4 mmu-miR-10a 0.2529
5 mmu-miR-871 0.4863
6 mmu-miR-138 0.1632
7 mmu-let-7i 0.3696
8 mmu-miR-125b-5p 0.4612
9 mmu-let-7b 0.4116
10 mmu-miR-200b 0.4567
11 mmu-miR-106b 0.4928
12 mmu-miR-199a-5p 0.2055
13 mmu-miR-141 0.2575
14 mmu-miR-135a 0.3723
15 mmu-miR-467b 0.4597
16 mmu-miR-199b* 0.3174
17 mmu-miR-500 0.4597
18 mmu-miR-429 0.1121
19 mmu-miR-146b 11.0873
20 mmu-miR-675-5p 2.2091
21 mmu-miR-193 13.9202
22 mmu-miR-341 2.6159
23 mmu-miR-668 2.4319
24 mmu-miR-720 3.7926
25 mmu-miR-805 2.1237
26 mmu-miR-494 2.0399
27 mmu-miR-183* 2.8177
28 mmu-miR-129-5p 2.8892
29 mmu-miR-714 3.0067
30 mmu-miR-483 2.2392
31 mmu-miR-673-3p 2.1115
32 mmu-miR-9* 3.2218
33 mmu-miR-690 2.0512
34 mmu-miR-21* 2.1890
35 mmu-miR-378 4.6963




850

BRI -

Table 3 The fold change of mmu-miR-200b and mmu-miR-141

from real-time RT-PCR and microarray results

Table 4 Target genes of partial down-regulated miRNAs
(anti-apoptosis associated)

miRNA D6 : D4 Fold change
name Real-time RT-PCR Microarray
mmu-miR-200b 0.2386 0.4567
mmu-miR-141 0.3434 0.2575
— _
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Fig.2 Real-time RT-PCR of mmu-miR-141

JA—4Ab 3 . miRNAs & & PCR $3 ith Ze Fl 4 g
(& 2), BARITER 2 5E, 5IRR R TR .
BN R ERERNEE PCR 4 R AT HLEL
(3R 3), &R E/RF 6 K5%1 4 XAHH, mmu-miR-200b
1 mmu-miR-141 %&iA T i, miRNAs it 5 5 & 2 PCR
MR-, HHAHREF S RELTE.

24 BIRFERERERHER -

B E B | miRNA $EEE R T 44 (miR Gen
Targetscan. Pictar), #I A\ Z F#&I1A miRNAs, 33| H
HER. MEERBERTERAEZEFEABEHER
hRE, BRATRFIM B SET- MR T-HXNER
(4. K5).

miRNA name
mmu-miR-199b

Target gene mame
TNF receptor-associated factor 2 (TRAF2)
TNF receptor-associated factor 3 (TRAF3)
Heat shock 70kD protein 5 (Hspa5)
Apoptosis, caspase activation inhibitor (Aven)
Interleukin 6 (I16)
Interleukin 1 alpha (Il1c)
Caspase 3 (Casp3)
B-cell leukemia/lymphoma 2 (Bcl2)
Neurotrophin 3 (Ntf3)
Interleukin 10 (I110)
Interleukin 17a (I117a)
Angiotensin II receptor, type 1b (Agtrlb)
Neurotrophin 3 (Ntf3)
Caspase2 (Casp 2)
Zinc finger, C3HC type 1 (Zc3hcl)
Heat shock protein 70kDa family member 9
(HSPAY)
Heat shock protein 70kDa family member 13
(HSPA13)
Synovial apoptosis inhibitor 1 (Syvnl)
Apoptosis inhibitor 5 (Api5)
Activating transcription factor 5 (Atf5)
Rab6 interacting protein 2 (Rab6ip2)
B-cell leukemia/lymphoma 2 (Bcl2)
Zinc finger, C3HC type 1 (Zc3hcl)
Phosphatidylinositol 3-kinase, catalytic, alpha
poly peptide (pik3ca)
Interleukin 31 receptor A (I131ra)
Neurotrophin 3 (Ntf3)

mmu-let-7i

mmu-miR-200b

mmu-miR-141

mmu-miR-135a

Table 5 Target genes of partial up-regulated miRNAs (apoptosis
associated)

miRNA name

mmu-miR-146b

Target gene name

Death-associated kinase 2 (Dapk)

Bcl-associated death promoter (Bad)

Nuclear factor of kappa light chain gene
enhancer in B-cells 1, p105 (Nfkbl)

Cullin 7 (Cul7)

TAO kinase 2 (Taok2)

E2F transcription factor 2 (E2f2)

Programmed cell death 2-like (Pdcd2l)

mmu-miR-378

3 g

REFHIHILZY miRNAs B A 7T HAEEERE
RIENIEY, 2550 BP—RIIMEZHRE, 3
HATERH. AREK. 2. BTAREEEY
2t RN S AR ER 0, E A E A s
30T N A R 4R b5 K2 1 000 4~ miRNAs, %
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The Different Expression of MicroRNAs in Endometrium of Early
Pregnant Mouse during Embryo Implantation

Zhi-Zhong Lu, Xue-Mei Chen, Lan Zeng!, Jun-Lin He, Ying-Xiong Wang,
Yu-Bin Ding, Ling Huang, Xue-Qing Liu*
(Laboratory of the Reproductive Biology, School of Public Health, Chongqing Medical University, Chongqing 400016, China;
'Prenatal Diagnosis Center of Sichuan Provincial Hospital for Women and Children, Chengdu 610031, China)

Abstract To explore the rule of microRNAs (miRNAs) in endometria of early pregnant mouse, miRNAs
microarray was used to investigate the differentially expressed miRNAs in the mouse endometria from pregnant D4
and D6, real-time fluorescence quantitative PCR (RT-FQPCR) was used to confirm the microarray, and we pre-
dicted the possible target genes by combination anticipated algorithms. Results showed that there are 17 miRNAs
up-regulated in D6 endometria, and 18 miRNAs down-regulated, compared with D4 endometria. The RT-FQPCR
results confirmed the microarray results. Through miRGen, Targetscan, Pictar database, we found some target
genes of differentially expressed miRNAs, which are associated with apoptosis and anti-apoptosis. This study
indicated that miRNAs may play an important role in mouse endometria during embryo implantation.

Key words microRNAs; embryo implantation; endometrium; microarray; real-time fluorescence quantita-
tive PCR
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