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[ Abstract] Background and purpose: SERPINA3 is a protease inhibitor, belonging to the serpin super
family. It has been reported that SERPINA3 expression up-regulated in various tumor cells. However, its clinical signif-
icance and biological function in endometrial cancer remains unclear. This study was aimed to investigate the effect and
prognosis value of up-regulated SERPINA3 (2/-ACT) in endometrial cancer. Methods: (DWe collected 20 pairs of en-
dometrial carcinoma and normal endometrial tissues then extracted total RNA, detected SERPINA3 mRNA expression
by quantitative real-time PCR; @Immunohistochemistry was used to detect the expression of SERPINA3 in tissue chip
which contained 81 endometrial cancer tissue samples and 37 normal controls endometrial tissues, based on the results,
using SPSS software to analyze the relationship between SERPINA3 expression with clinicopathological features of
endometrial cancer;3The highest SERPINA3 expression was selected from 5 endometrial cancer cells, then small
interfering RNA targeted interference SERPINA3 gene expression; 4)With real-time quantitative PCR and Western blot
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methods, we detected SERPINA3 gene expression in mRNA and protein levels after interference, at last, analyzed cell

motility by cell migration assay. Results: ())SERPINA3 mRNA expression in endometrial carcinoma was significantly

higher than the control endometrial tissue (7=20, P<0.05); @Immunohistochemistry also showed SERPINA3 expres-

sion in endometrial carcinoma higher than in normal endometrial tissues (P<0.001). The analysis showed that between

the expression level of SERPINA3 with endometrial cancer clinical stage, tumor differentiation, vascular invasion,

lymph node metastasis, there was a close correlation (P<0.05); @®Interference expression of SERPINA3, endometrial

cancer cells migration was significantly reduced. Conclusion: SERPINA3 gene expression in endometrial carcinoma

was significantly increased and correlated with endometrial cancer invasion and metastasis; SERPINA3 is expected to

become the pathological marker of diagnosis and determination in the prognosis of endometrial cancer. It may be used

as one of the biological target of endometrial cancer targeted therapy.
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B OIBRA Y IE 08 A0 (LS 1) Ak 0]
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RT 125 & i S () 3% 5% sk PCR (rt—-PCR) 3k 1%
¢DNA, R £&4F837 C, 30 min; 85 C,

5 so BfJE FHABI73004% [ itE A7 SE i R A Bkt
B (real-time PCR), SI¥JU1F: SERPINA3REA
5195 -TGCCAGCGCACTCTTCATC-37,

TS5 -TCGTCGTTCAGGTTATAGTCCC
TC-3"; GAPDHER FiiE5|1¥15° - TGCGAG
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Tab.1 Clinical characteristics of normal endometrial tissues

and patients with endometrial cancer

Item Endometrial carcinoma Normal control

Case 81 37 TACTCAACACCAACA-3’, 5|45 -GCATA
AgEZZZZIm) $6.750.59) 1556050) TCTTCGGCCCACA-3", PHALPCRY $8 & Ny
Min,max 34.00,76.00 36.00,55.00 HFR20 WL, K& 5390 GAPDHE.SERPINA3 I
St:;:dia“ 56.00 46.00 FU#5140.8 wl, ¢DNA 7.6 wL, SYBR Premix
I 53(65.44%) Ex Taq "(2x)10 wL, Rox Reference Dye(50 x )
. A 0.4 pL; PCREBIZMF: 95 CHIZEHE30 s;
Histology type 95 CAEMES s, 60 CiRk31 s, 401G, ¥
(c}i 13993;;‘56//)) AR POBE TR . BRI
G, 23(28.39%) ABI7300HIPCRAY HAH 8 B sh 5 i, PRk
1.4 ALERHEE FEExcletf A TIHHHE ST

BEBOFFRICHEY] R B HA AR 5 g X
IR B SR B, B, IER
Xt BRI B B2 o R i LA AU AR
1.0 mm U B MAE IS R DCHCHY 20857 1
THRYHESI R 2 R ARAE 2 MR e rp 32 AR

1.7 ZEBRENTE(Western blot)&il
WA, LA 4100 pmol/L PMSFH4H
M2 AL, 4 °C, 12 000 r/min.0>
15 min, HU &R A Bradford ik i 47 8 H
FEH. 50 pgfE i LA, £:10%SDS - RN

g4 pmP) & H.
1.5 SREALALFELRE

A 270 CHEHIL b, 2R R
LKA ZRZEBKIEITHRES, 0.01 mol/Lif)
¥R 2% v (pH=6.0) 100 CHiJFEE 10 min,
1 1 S0REREISERPINA3 T N Z i bk, 4 C
BB, 120001 —Pi=EREF h,
RPN R A, RARREYL, R R
Fo VESMARUE: PHYEAEL T & E S e BH
IO ~ 10% 805, FHPELII>10% ~ 30%
K14y, FIYEAIE>30%~60% M2y, B4 i

o e R s P UK 93 B W A TR AT 4R AR
5%MilE w37 'C A1 h, 435101 @ 5008 B
SERPINA3HLIAFIL © 10 000 B GAPDHET 1A
4°CpE, 1110 000F; BEYIRDye 8004 4ok
1 : 20 000%% B¢ IRDye 680 —Hifr =i
1hJ&, MOdyssey£l SMIR RGN, L E A
3K
1.8 BRETHHEMEE RS

HEC-1 A4 04 K 280 % fl & HAEAC, #
YUl d, BEEUE RN 10°) %R F6fL
it , BRLITINEE R 5 1.5 mL, L Yent,
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B )5 BIsiRNA 57 B 5 BURNAL Mateif 1 1IR G,
JEH{siRNA 5RNAI Mateffi B 254,
IRAIMASE IR, BE976 ~ 8 h #I .
1.9 Transwel/NEMRIMNERE LG

RS Y24 hE, JREEIEAL, FHICHLIE )
DMEM/F 1225 35 e il ili4 x 10°/mLAY 4 il 2% .
B AL EAR NS wmAy Transwel 40 il 4tk /=
244000, EEMAL100 w LARMIHK E K
4x 10°/mLAME B, N ZERAFN0.7 mL10%
MG DMEM/F 1235 5 4 . B Rh 4 i i34~
fL, WREEFR24 W B/ NE AR/ N2
2RI AANME, 4% 2R P EEF 230 min, By
FIa, 1%45 20430 min, BURHALIENE,
B L, PR I [ T A . 20065
s T BEALES A O OIS 17 Y 28 B i
BOF54%, g 31K,
1.10 SGitFaeE

S B R ISPSS 11O 4724 56
Fisherffi VI 3875 DL ¢ R, 04 QN ik 3%
Pxts3on, P<0.05NZEFA G225 L

2 oz B

2.1 SERPINA3EEEFE NEBAL S RIL
i

S RE B PCRAGIN 2005 1E 7 15 P k4 41
F2041+ & PR L 2L h SERPINA3SE N 38 2%
SIS, 45 B R EmRNAKSE |, SERPINA3
mRNATE T NI 4 1) 26k 1o 38 = T IE
TE NI (P<0.05, K1),
2.2 SERPINABSFEHEERESR. K
SHI. BREREMKE SRR ZYIEX

REA LRI R 7R, SERPINAZTE T
BN RS P Ak B 3 S TR T AR A

41(P<0.05, 2. K2). 2HrSERPINA3E A
TS NS G KRR EE S B MR, &
PSERPINA3 YR IEIK V-5 15 P 98 s B
. WGRAW . BKERE . R E S FE R 22
BV EME(F2) . 78 T WP B B
SERPINA3 ik i #2915 35.8%(n=53), THiTE
A~ VIR B E D, 235015 3871.4%(n=14)
f92.8%(n=14), =FHZHEREGIT¥E XL
(P<0.001), FWISERPINA3Z Ik T+ 5 Mg i)
HERAG; TR B9 N SR (G5) ' SERPINA3
TR T & N R 421G ),
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36.8%(n=19), MALEESAGGIIFE XL
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B RAE, N48%(n=T75), ME LK ESFH
il w B L (P=0.026), A IKE ke 85 b
SERPINA3 R F£ikR1Kk81.8%(n=11), TiiA KRk
ERTEHI NAT 1%(n=T0), ME K ZE A 51T
223 X (P=0.049),
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SEAE I /N BT HERNAT Pk 2R I8 45 51

R T it 5E SERPIN A3 TE T 5 N ik Jis
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BN B AN MR, R SE R PCR G 7 K
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(FEI3A) . RIS DG E mEPCRIGI, &35%
SERPINA3FES/N Bt T HRNASIRNA )G e 15y
P ZH U HEC— 1 A J5 SERPINA 3 K B mRN A
KRB . RN I, B
Yt XA B HEC— 1 A4 i (4 BE41)SERPINA3
FE IR E L, W27t TR YL 5 SERPINA3
LA TG Yo e R R s A5 EL, A BsiRNA1
ZH . siRNA241. siRNA34], SERPINA3 mRNA
HF Kk E A H27% . 15%F120%(K3B), i
W35 SERPINA3SE R e 5 /N B B+ 4 77 51 %
SERPINA3ZEE NG IMHIVEN, 2ZRA 51t
B X, Western blothil 4558 7R, 3% siRNA
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siIRNA3YE T4 . SR A S W, S 2 o B AT Jip i P
2.5 FiSERPINAZEEFHEC-1AZAETER BXTHRA D, ZRAGI2FE L (P<0.05), £
Bt /1PA IR 55 YL RNAYE (6] THESERPINA3)SG , HEC—1A4H

BT EERMES RN T IR U R 4).
HEREH T, 1A 10% I3 (4 58 485 37 5 1]

0.015 = _
D Normal endometrial tissue LALS
o . Endometrial cancer tissue o W
S S
v v
§ 0.010 § 0.06 -
g &
3] 3]
2 2
g g
% 0.005 %
L] L]
0 0 Normal end al tissue  End ial cancer tissue

E 1 20X EEFEHENTENEEALASERPINAIRIE ST
Fig. 1 SERPINAS3 expression was analyzed in 20 pairs of normal endometrial and endometrial cancer tissues
*: Compared with normal endometrial tissue, P<0.05.
& 2 SERPINA3RIANKF5FE MNREIGRFBEFLX RO
Tab.2 Association of SERPINA3 expression level with the clinical parameters

High level’ Low level’ Case X P value
Normal endometrial tissue 3 34 37 <0.001
Endometrial cancer tissue 42 39 81
Stage 17.015 <0.001
I 19 34 53
I 10 4 14
-1V 13 1 14
Histology type
G, 7 12 19
G, 16 7 23 4.497 0.034*
G,+G, 35 27 62 15.022 <0.0001°
Menopause 0. 061 0.805
Y 28 27 55
N 14 12 26
Depth of myometrial invasion 0.080 0.777
<50% 25 22 47
>50% 17 17 34
Lymph node status 0.026
+) 6 0 6
(-) 36 39 75
Vascular thrombosis 0.049
) 9 2 11
(-) 33 37 70

*: All the sections were observed and photographed with a microscope (Carl Zeiss) and scored was conducted according to the ratio of positive-
staining cells as followed: strongly stained (score 2-3) designated as high expression and weakly stained (score 0-1) designated as low expression.
a: Compared with G, P=0.034; b: Compared with G,, P<0.0001.
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2 SEANKRNIERNRMNFENREAAHSERPINASRIA(SPE, ARRR)
Fig.2 Immunohistochemical detection of normal endometrium and endometrial carcinoma SERPINA3 expression (SP method, tissue

microarray)
*
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3 SERARREYA R SERPINAIR LGN KBRS THHEC-1 AZAMISERPINA3R AR R IHE
Fig.3 The expression of SERPINAS3 in S endometrial cancer cell lines and evaluate the efficiency of interference in HEC-1A cells

A: The expression of SERPINA3 in 5 endometrial cancer cell lines by real-time PCR assay; B: Evaluate the efficiency of interference in HEC-1A
cells at mRNA level; C: Evaluate the efficiency of interference in HEC-1A cells with Western bolt.
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4 SERPINA3XTHEC-1AZHREER 88 1A
Fig. 4 SERPINA3 impact on migration of HEC-1A cells

A: Photographs of cells migrated across the membrane from SERPINA3-silenced or control cells; B: Randomly selected five horizons to count the
cell numbers, the histogram represents the average number (under 200 times); *: Compared with siRNA-2 and siRNA-3, P<0.05.
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