I R A= iR T 2Rk
Vol. 14 No.5 Oct. 2007 Chinese Journal of Cancer Biotherapy . 445 -

[ZEHRSE] 1007-385X( 2007 )05-0445-05 ° l/t\, A

ApE R B AN HI B B KA 33+ 5 N IR E A IEE =R E TR

WAE, I, BEE, k A Fuadm, RYE, FiEd, THE L T (RPHEXF RAFER MEA
HEF PO, KX 430030 )

[ Z] HI: SR R KA SEP7- 5 N R 40 AN3CA Rl HEC-1- B )3 5H K AR 2288 1 52 . T
s PRIFARAS: peDNA3-KAT TR Y A T2 9 IR 20 AN3CA Il HEC-1- B, SR FH o2 BV 78 v 13 2 40 it AR A6 0 % 2% i
JE PR A A KATL 25 1 (933K, MTT ik BRIUNR 52 TR S 50 W0 4¢ KATL 5k PR b 23 448 HEd 34 46 B 00 1952 W), Transwell 128
SRR T s Y U R AT A 22 B (8, 45 s 553 peDNA3-KAIL RIS AN3CA I HEC-1- B 4 fifd Py R 41 it 3 1fi 3
AR S KATL 28 A Fe e b o e Yo os 11 SR 2 40 R 1k W 50 2 PR BB, 20 M o e I I3 ol 54,2 £3.1 )% I 52.7
+4.3)% IR E] Ry 21,3 h F120. 1 hy B A% Y peDNA3-KALL S 2 4 0 1l v R B30 R B/, 400 L o R T 1l
F(37.4 £5.1)% FI(32.1 3.7 )% , RN AAEEE I 6] Ky 43,7 h F145. 2 b 95 26 1) 40 0 089 5 i 7 TN TE TR L BE A7 L3, 25 284
F G (P <0.05 ). FEPH 5 YL 28 406 14 2 IS AT M B0CR( 91 +10.7 )/7HT (68 +10. 8 )/HT, i 45 s % B 25 4 i 14 25 B 4
Kk (292 £11.5 )/HT (219 +12.7 )/HT, PRI LA , (RZ2RE IR B3 FHE( P <0.05). G518 U8 5 75 10 o
R KATL A 5508 Yo T 75 P9 B 4 i 7 R 78 66 13 N M, KAIL AT RE AR 5 PN IR 55 88 RO BRI 7 0L

[ @i ] MBI KALL; T8 N 222 Y

[ FES %S ] R730.5; R737.33 [ XEktRERG ] A

Influence of metastasis suppressor gene KAIl1 on proliferation and invasion of en-
dometrial carcinoma cells

HU Chun-xia, WENG Dan-hui, JIANG Xue-feng, ZHU Tao, LI Hong-yu, HE Chao-man, LU Yun-ping, WANG Shi-
xuan ", MA Ding ( Tumor Biomedicine Centre, Tongji Hospital, Huazhong University of Science and Technology, Wuhan
430030, China )

[ Abstract ] Objective: To investigate the influence of metastasis suppressor gene KAIl on the proliferation, invasion
and metastasis of endometrial carcinoma cell line AN3CA and HEC-1- B. Methods: The KA/l ¢cDNA was transfected into
human endometrial carcinoma cells AN3CA and HEC-1-B via Lipofectamine 2000. The expression of KAIl protein was ex-
amined by Western blotting and flow cytometry before and after transfection. The proliferation ability of AN3CA and HEC-
1-B cells was observed by MTT assay and anchorage-independent growth assay. The changes of cell invasive ability were
studied by transwell assays. Results: Stable expression of KAIl protein was observed in AN3CA and HEC-1- B cells and
on their surface after transfection with pcDNA3-KAI1 plasmid. Cells transfected with blank plasmid formed more colonies
and had a larger size, with the colony forming rates being( 54.2 +3.1 )% for AN3CA cells and ( 52.7 +4.3 )% for HEC-
1- B cells; the doubling time of AN3CA and HEC-1-B cells were 21.3 h and 20. 1 h, respectively. Cells transfected with
pcDNA3-KAI1 formed less colonies and had a smaller size, with the colony forming rates being ( 37.4 +5.1 )% for
AN3CA cells and (32.1 +3.7 )% for HEC-1- B cells; the doubling time of AN3CA and HEC-1-B cells were 43.7 h and
45.2 h, respectively. The cell proliferation abilities and colony-forming ability were significantly different between the two
groups ( P <0.05 ). The trans-membrane cell numbers in pcDNA3-KAII transfected AN3CA and HEC-1-B cells were ( 91
+10.7 )/HT and ( 68 +10. 8 )/HT, respectively; and in blank plasmid transfected cells were ( 292 + 11.5 )/HT and
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(219 +12.7 )/HT, respectively; there was significant difference between the two groups ( P <0.05 ) . Conclusion: Ex-

ogenous metastasis suppressor KAIl gene can effectively decrease the proliferation and invasive ability of human endometri-

al carcinoma cells; KAIl might be a potential target for treatment of metastasis of endometrial carcinoma.
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%, HEC-1-B 4iffipk K A v i oAb 5 N IR bR As
A KAI LR B FkE peDNA3-KATL H 26 [F [ 57
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AN3CA 1l HEC-1-B 40} ¥ T & 10% a4 il
1B DMEM/Ham's F12 ¥538W 1, T 5% €O, 37 C
R SR AR B Y )R O % R A5 9 AN3CA/
KAI1 ,AN3CA/Con . HEC-1-B/KAIl #l HEC-1-B/Con
AN 34 BT & 300 we/ml G418, 10% fif 4 I 35 1Y
DMEM/Ham's F12 ¥5 32 1, T 5% CO, .37 °C %A%
TR AL
1.3 AF'& ABLJE 49 6 AN3CA #= HEC-1-B #9 &
Kbk g

H Lipofectamin 2000 g o AR B G 3 7)ok peD-
NA3-KAIl JFKi Al pcDNA3. 1 25 (4 ki 5 4 AN3CA
YA HEC-1-B 40H0. APBRANT « #5535 2% FE 4 40
MR T 6 FLAR, M40 K %= 60% ~ 70% fill &
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(6 ~10 pl/fL)IRA TR DMEM 532, INA 6
LA e 24 h R, R FR IR INA S 1B % E R
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5 AN3CA/Con #1 HEC-1-B/Con.
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mmol/L PMSF, 25 mg/ml =K Z, 25 mg/ml #1 ik
fitf .
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KAIl % & #) & A
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8 R T WA R, THR ST R
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24 b FH L] 52 0, 95 AKE % €00 ) 76 i 1 b U
T
1.9 %itzan
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t K5 AT
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2.1 #3 KAIl cDNA % i 48 % fm itk
AN3CA ZiEF HEC-1-B 44N KA (K435
A AK, [H AN3CA % F2 6E 11 8¢ HEC-1-B 41 i 5% .

3 1E) AN3CA 40 g Al HEC-1-B 40 g N % 4 peD-
NA3-KAIl JFki e, 28 G418 fifi ik, 0 i) 4k ke o A 3
DRI 7K F 2608 KA A BA 20 S e, fn 4 0
AN3CA/K Il HEC-1-B/K. 434l [i] AN3CA il HEC-
1-B 4L Y55 4% peDNA3. 1 25 [ Bk g B P %) B
4,4 G418 Tk Ji , W5 2 40 MY v [, DA RS AIR v [
[H] 22 5, 73 Bl 4 5 AN3CA/Con 1 HEC-1-B/Con.
2.2 RPIEmALEE J S i N e fm Bl R & KATL &
B 89 & ik

Bk EII VARSI 25 S UL 1 Fim , G KB4 #
YL ZH R A PN KATL 35 1 8 /K 5 B o B
21 KAIl 8 135K W] 5 3 5, AN3CA/K 414
AN3CA/Con 7K+ 3.1 %, HEC-1-B/K 415
HEC-1-B/Con 4 & F/KF- Tt 2. 83 fif .

KAIl
GAPDH s S————

1 HLAEMEARRN KA ZEBHRE
Fig. 1 Expression of KAIl protein in tumor cells before
and after transfection by Western blotting
1: AN3CA/Con; 2: AN3CA/K;
3: HEC-1-B/Con; 4: HEC-1-B/K

FACS 77 ¥ FH R A 0 i3 40 if0 35 1T KATL 2R 1
FIk, 45 B WL K 2, AN3CA/Con. HEC-1-B/Con .
AN3CA/K Fll HEC-1-B/K 4521 Jif 23 41 Bt i KAT1 25
10 2238 - 35 5 St B2 43 1 4 (3,45 0. 89 )% .
(4.02 £0.61 )% .(91.33 +2.17 )% I ( 83.54 =
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(P<0.05),
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HEC-1-B/K 21 i 5 B £/ D PR U /N, 40 if 3 P
TERRA BIN(37.4 £5.1)% FI(32.1 3.7 )% .
PHZELZ0 1 v B T2 R L3, 22 A SR it 24 &
(P<0.05), 7 ILE 4,

Lomml ~ Con . KAIl
] E = 3 F||I|
AN3CA s = | JD
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Fig. 2 Expression of KAIl protein on surface of tumor
cells after transfection by FACS
Control : AN3CA cells, HEC-1-B cells;
Con:AN3CA/Con cells, HEC-1-B/Con cells;

KAIl : AN3CA/K cells, HEC-1-B/K cells
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Fig. 3 Influence of KAIl1 on tumor cells proliferation
before and after transfection by MTT
A: AN3CA; B: HEC-1-B

2.5 KAl x4 387 )5 It 98 0 fedz 22 e A 09 %R
Transwell 25 56 25 B ( & 5 )E/T\‘, L e
AN3CA/K i) 2 20 A4 A ( 91 £10.7 )/HT, B
P REZH AN3CA/ Con ZH LAY 28 AR A (292 +
11.5 )/HT. 7 HEC-1-B 40 fg #& ', HEC-1-B/K 41
ML 253 Matrigel [14%% & 75 B {2 /> F HEC-1-B/Con,
i 22 B4 B 68 +10.8 )/HT, 5 M (219 +

12.7 )/HT. PHLHANAE 28 A i 50 LL 3%, 2 R A 58
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Fig.4 Effect of pcDNA3-KAIl transfection on
colony-forming ability of cells
*P <0.05 vs AN3CA/K or HEC-1-B/K
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3200 =
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Fig.5 Effect of pcDNA3-KAIl transfection on
cell invasive ability
“P <0.05 vs AN3CA/Con or HEC-1-B/Con
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