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ANXA1 EZ R HGE M RE R PRI FRIZ(EH

41

S

KKK EHR THR ERE TRH;®”

(EREMRFAF DA EYFHRE, EIXK 400016)

BE KA 4 R A BB SR Bk 2D-PAGE) 5 #1453k F- HARE Ao kA T2 SLAE LA 4R 4m
R EORE., BREA—-NFBEH66. T EH38kDatEGO R EASUEAL P RAAR

TR, 2 AR B HMAT & B T ATH 18 3 (MALDI-TOF-MS)| & 5 A B /5 6 IR 48 408
(peptide mass fingerprint, PMF)Fedk 4% E 3¢ & 5 2 & G 5 A EILE 6 -Al (ANXAL)., #—F R
I RT-PCR. Western FPiEfo %, & LA LML F R RS T ANXAL EAEFE R E AT BUAE LA 4R dm it
R EHEN, IEE T ANXAI mRNA K-FBLF G FASEAR e ZIAKAKF KA, RBER
#T ANXAL T B FmieR A aEN IR REETSHA.

K

RGN A S, A S, 4054
fsh B R M RAH EAE MR R Ed PR EE
e . BRECEH-A1 (ANXAL, annexin I, lipocortin I)
RBEMEBEEBFRERZ —, A5 ARAERN 2%,
H2 5EE RERTE — RIS & B 13E3),
BREERZH. BHEATRE-RE. G5 S,
B FEENER. AERERN. 4851 F4
MEREAEMMEEEHR. EEFRHARKN,
ANXAl B—ME5AFEESEVIHXKNELR, £4%
RIDREL. WMONE. FEMRAD, ANXAL 2HE—
M EZELZEFEEEAY, TIXT ANXAL £ AR K
BRERERFHIEAARED . ZXZHERE
FRAFAHREAR . FUEMEYE BFHEARUL S
THEMFHEAR, €517 ANXAI mRNA FEE R
TEIE# IR B AR BB IR A R RIA I, DR
ANXA1 7R3 5740 R E ARG B T B AT BEAE A

1 RIS A®
1.1 SLIEHH

EHEERE 10AEEANTLR-BREENTE
BERH LR & 25 BI(ERKERI K%M B E —ERkEr-
B, BAKEWERSRAMEBERR. EBLRER
B EFFERE. LAEREREFBLTARL
ISR PR AR A)
1.2 iR7

FBS 4 H Hyclone /A&, DMEM. Dnase I.
Percoll. 30% PIHBEAZ(29 : 1, 3.3% C). =R HFEE
FFE(Tris)» —BR7FFERE(DTT). BillkR(Thiourea).

FRERER B-AL; %6, B, A RA¥; BREA

T I BB ERYA(SDS). H& R (glycin)¥J H Bio-Rad
A, AR (ultra urea). U F 3 Z & (TEMED).
AEMBRIL(CHAPS). XHEBEB M (PMSF). &
HR S Marker. % 5 AR K R-250. G-250 1
H Sigma A, &B5|#¥). Trizol ik, FEAEHEW
B LA T2/ 7] (Sangon), BB A BN 5 %A
¥ H Promega /A 7], PCR A7 &M B TaKaRa A 7],
ANXAL1 #4404 5 Santa Cruz /A ], PVDF . HRP
PRd B 3. SP9001 A iRF & . DAB BEJK
YIAFEM B IR A2 AT, HKIAFI A E =047
afi .

1.3 RWAHZE

1.3.1 BURAR AL KR YN Wy 7V
BETHEAEAHEBKAMEESRLY, H4 CEEIKR
RGBSR, fFH 7 BREBABEALR, FR
B RERAGIEALR S HE T AR EELS, 3
F 4 ‘CHRE/KMPEFRAH LR 10 R EE TR 2 54E
A, BAMER), REET 4 CrkE#H.

132 HARERKEE  EAEBNBRALR,
50 mg ARAS N 1 ml FARLE M (7 mol/L EBAEAR. 2
moV/L #R iR 4% CHAPS. 65 mmol/L DTT. 40 mmol/L
Tris. 0.2% pH 3~10 ] Pharmalyte. 0.1 gL PMSF), &
BRRE R, BB 3 IRJEMA 0.02 g/L Dnase
5 mg/L Rnase, 4 ‘CHE 15 min, 12 000 r/min, 4 C &

Woks B #A: 2009-03-09  #:52 H #: 2009-06-09
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0> 30 mino H_LiEWCE, ~80 ‘CR7F, Bradford &1
SE L VEWCH BB FOREE .

133 4wk ORI BEBIRAR
HEFE 500 pg A EHKE S, AR 200 l,
S RRAEN, i R B3#AT: © 14 hE i@k,
@250V,0.5h;®1000V,0.5h; ®8000V,4h, E
£522 40 000 Vh (fR/hA) . SSFHRELHRG, ¥ IPG
e 43 BTN 5 ml SFATH T (2% DTT)FI 5 ml “FH
I (& 2.5% B LM, &-F4 15 min, R/5HITH
[ 2 AR SDS- B PR I I R i R FL K

134 REABKIA  FBHEHRER-250 {6
2 h, Bt R . G5 SR A Nikon D100+AF-
SNIKKOR 17~35 mm 1 : 2.8D $(FSAHMLEAT 4R,
F PDQuest 8.0 AT RG24, UEEHASE
2, Pt B2 5 2 A PR, 1BER 3 15 LU LR ZE R AR
B & A #AT B AT

1.3.5 £} %K&%EG MALDI-TOF R#4# (1)
RE B S PMF AR SIS WRAXAEDITH
MR E A, A 50% ACN/25 mmol/LERER & 4% (400
ul, pH 8.0)fi 2 15 min; ¥ EHRE AN 100% ACN H' 5
min (ACN FAREHRMEY ), B2 B OT 45 20~30
min; I 10~15 pl BEE FIE§ W, 4 CIXE 30 min, 37
CZAH 16~20 h 24 Wi RN, B EP &, i
50 ul 50 % ACN/5% TFA, 5% %2 B 60 min, B4
O, W EEBRER — EP BT, BFER K. ERE
(R LB FIIR RE BB R E A T4 1 h, 4 CUKAE
RAE. QBT HTHLREFTIMA3 ul 50%
ACN/0.5% TFA Y&, N FREH 3 pl, RS EE L u
HEEFAENR L, ZRERTREEM. ERER
0 B O AR R L B AT B ) B A B kAT A,
ABI A A 4EH Mix1 JKIB &5 . Angiotensin
II bR¥E S A1 ACTH fragment 18~39 AR i A SMFIL
IEJRiEE, 153] PMF.

13.6 ##EEEE  EHEFLEKM Matrix Sci-
ence A F] S FIFE AT $0¥E FE A ) (Mascot: Peptide
Mass Fingerprint, http: //www.matrixscience.com/cgi/
index.pl?page=/search-form-select.html), 51
J4: database (SwissProt); Type of search (Peptide Mass
Fingerprint); Taxonomy (Homo sapiens); peptide val-
ues (monoisotopic); Peptide Mass tolerance (0.5~1.0
Da); enzyme (Trypsin); Peptide Charge State (1+); Max
Missed Cleavages (1~2); Fixed modifications

(Carbamidomethyl, C). H®IF5ZILEMHXER

B, RN ERH .

13.7 RT-PCR&#  R#E ANXAL Gwbil/F5 it
5|4 P1: 5'-CATACCATAGAGGGAAACGG-3', P2:
5'-GACTTGGCTGATTCAGATGC-3'. LLB-HL3)
B AE AN, 5IP1: 5-GTTGCGTTACACCC-
TTTG-3', P2: 5'-TTTGACCTTGCCACTTCCAC-3'
(LA E51% | Invitrogen AR Wit & ). ANXAL 3%
R4 F By B 4 385 bp, B-ALEIERAEREY 1 A
BKFEH 148 bp. % Trizol RFEHEFM 25
PRI EHRABRH R ERNA, oligdT A 519 5
X, PCRY . PCRH S 94 CHIZMH S min, 1
AMEHR; 92 °C 50's, 54 °C 30's, 72 °C 40 s, 30 MEH;
72 °C 5 min, 1 MEFF. BUS pl § 8R40 1 pl 6x n
FESE I, 1.5% BEfeREEERS FLUK, Bio-Rad R A1
R L.

12 Fl Gel Doc 2000TM & 15 2R 55 0 HTANXAL
Ry 895 B-NzhE Y =5 B A, il
PE R ORE B R R, ZLEVE N ANXAL
mRNAFIRIEEH.

1.3.8 Western¥Pi547  HBUFREERS TERK
YN 5B [ 28 B ANt B4 48 B8 134T SDS-PAGE;
VRS, R 510 PVDF A & (A 5%
MR i PBST )& M 1 h; —HiH 1 © 200 [MLL
Bl AH AW, 4 CHEA; ZHiHe 1 23 000 LI
IOAE HEF, i 1 h; DAB BB ER, UEET
IR £ b R R

139 %EALMLF FEMBEMEGRHAR, V)
FrIEEE @A pH 7.0+ 10 mmol/L HIMKER 22 iyl T
B EHATHURE R, T—hu(1 : 80 %) 4 CiR
Bid®(12~16 h), UL PBS R — iR, B
#4 DAB, HAREER SP R & UL H#HT.

2 FR
2.1 2-DE Ei&45 5

T B R B A 41 S B F 2-DEX D=
BEReEL, EARS TEEEFEDP 4~7. 2
T & 14.40~116.00 kDa Ju[ll A, A4S HTRHZH
BB ISR R K 45% . — P ot HEARAER,
HREIR, BHEA6.6. 7 TEL 38 kDa EH
B AR RIE T, EARAHRE (Spot
Report) &5 F(E 1 H&ikFiw, B2, R
2.2 MALDI-TOF-MS 447

HREO TR BV G, #51T PMF 1S
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Fig.3 Peptide mass fingerprint of the target protein from 2D PAGE

Number of hits

80 100 120
Probability based mowse score

Fig.4 Protein scores greater than 54 are significant (P<0.05)

ANXAI

B-actin

Fig. 5 Expression of ANXAI mRNA in villus and deciduas
by RT-PCR

1: DNA marker; 2: ANXAI mRNA expression in villus; 3: ANXAI
mRNA expression in deciduas.

kDa
49 —|

34

Fig.6 Expression of ANXAL1 in villus and deciduas by Western
blot

1: protein marker; 2: villus; 3: deciduas; 4: B-actin expression in
villus; 5: B-actin expression in deciduas.

ANXAI1 7E B St 7052 O ANXA 58 /)
KA. RIBMX. ANXAL EMRE. BEREST
RiEWE, WA DKEE. LKIUE. FELRIVE
SRR T, HERT ANXAL 7] A58 & FE 581,
P52 R 40 R 3G s AN 44k, FERB IR AR iR
HEEMMERRS, @ ANXAL 5HERNEBHEL, @
ANXA1 F R GERCA BRI . AT RRE S 2 M e
FEHERZ W — MR, 10T e R R IRBURIG T it
BE ) — N TEPUERAS, BIREASMIERZE
YER7ENLH] LB ZAHBIZ &, (B 3 ANXAL ZEfE
FREAAEREIETREHEEEAR, HATHER
PUE SR

EREREYT, REEFTARAW 510,
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HRFEMREASGE, IFIRFEEARRIESTEE, £
BEHUFEMRNERBHHRKERLREZRS, LUE
MRS A ERNEE.

AR RIEEIRS 10 AR T =0 RE
HIEE RS B, ANXAl E T EBEARTREEET
W, 78 ANXAL BLE1E A —FHR BHMHIE 7, @5
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The Expression of ANXA1 between Deciduas and Villus in the
First Trimester Pregnancy
Hong-Mei Li, Xue-Qin Liu, Qiu-Bo Yu, Yan-Ling Dong, Yu-Bin Ding, Ying-Xiong Wang, Jun-Lin He*

(The Laboratory of Reproductive Biology, The School of Public Health,
Chongqing Medical University, Chongging 400016, China)

Abstract
investigated by two-dimensional gel electrophoresis and image analysia. The result showed the expression of a

Differential expression of ANXAI in villus and deciduas from the first trimester pregnancy was

protein spot (isoelectric point is about 6.6, molecular weight is about 38 kDa) decreased significantly in deciduas.
This protein spot was identified as ANXA1 by matrix-assisted laser desorption ionization time-of-flight mass spec-
trometry and database searching. Low level expression of ANXA1 was further comfirmed in deciduas by RT-PCR,
Western blotting and immunohistochemistry. The observation suggested that ANXA1 might play an important role in
regulation the invasion of trophoblast and placentation during the early pregnancy.

Key words ANXAL; villus; deciduas; proteomics; implantation
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