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[Abstract] Objective To study the regulation of P63 on expression of MASPIN in ovarian cancer by observe
MASPIN promoter activity changes before and after transient transfection of constructed P63 and MASPIN
reporter gene plasmids. Methods The MASPIN reporter plasmid, fused with luciferase reporter gene, was
constructed and transfected into SKOV3 cells together with P63 (TAP63. ANP63) express plasmid transiently.
The MASPIN promoter activity was determined in both the transfected cells and controlled ones by Luciferase
Assays and the transcription of MASPIN mRNA of them was evaluated with semi quantitative RT-PCR. Results
The MASPIN reporter plasmid was successfully constructed and transiently transfected into SKOV3 cells together
with P63 (TAP63, ANP63) expression plasmid. The data showed among the tested P63 splice variants, TAP63
remarkably activated MASPIN promoter transactivation (P<Z0. 05). No significant difference in the activity level of
MASPIN promoter was detected in the SKOV3-vector and SKOV3-ANP63 cells (P> 0. 05). The level of
MASPIN mRNA expression was notably enhanced in SKOV3-TAP63 cell after transient transfected with TAP63
express plasmid (P<C0.05), but no significant difference among the SKOV3, SKOV3-vector and SKOV3-ANP63
cell(P>>0. 05) was detected. Conclusion TAP63 can activate the transcription activity of MASPIN promoter, as
well as regulate the expression of MASPIN. Put all together, these results suggested that MASPIN is a new
molecular target of P63.
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Hyunsook Lee (Seoul National University, Seoul,
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GAC AAGCTGCCAAGAGGCT-3", %1 £ &b 45 3
K Xho I F1 Hind [l RGP0 5. 9738 v Be K EE
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& pGL3-maspp. f & FHMEEH F A E K LA 1 mL ¢
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Bgl 1 M Y) %5 .37 “C i 1 h, Jf 38 b 0 it —
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Table 1 Information of PCR primers used

Sequence Product
4 length (bp)

MASPIN  F.:5-GGATCTCACAGATGGCCACTTTG-3' 208
R:5'-CATACAGAACGTGGCCTCCATG-3'

TAP63 F:5-ATGTCCCAGAGCACACAG-3' 629
R:5-AGCTCATGGTTGGGGCAC-3'

ANP63 F: 5'“TGCCCAGACTCAATTTAGTG-3' 440
R:5-AGCTCATGGTTGGGGCAC-3'

GAPDH  F:5'-ACCACAGTCCATGCCATCAC-3' 485

R:5-TCCACCACCCTGTTGCTGTA-3'

K2 YHEBEH
Table 2 The PCR amplification condition

Amplification condition
MASPIN 94 °C.2 min;94 °C 10 5,58 ‘C 10 5,72 C 10 s,30 cycles; 72
‘C,10 min
TAP63 94 °C,2 min;94 C 10 5,58 °C 10 5,72 ‘C 10 s,30 cycles; 72
‘C,10 min
94 “C,2 min;94 C 10 5,58 'C 10 5,72 C 10 s,30 cycles; 72
‘C,10 min
GAPDH 94 °C.2 min;94 °C 10 s.60 ‘C 10 s.72 C 10 s.20 cycles; 72
‘C,10 min

ANP63

1.6 ZitZFFHE

S M UL BB L, B e AT O 25 SR A
9, 7 2555 8 2 T BORHW 5 22 50 B AT L8
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2.1 MASPIN REEERAHEE

2.1.1 AAREAE DNARRSA WHE 1R,
BRI ALEIRA B DNA £ 8 g/ By IR BE % |, Tk
YEE AT UL YA W 4% . DNA 58 % JC [ i B 7 G
RNATEAE . AN LA DNA R 5 1E 260
nm A 280 nm £ OD {H s ODss, /ODyso 254 1. 8,
AL LAH T 55 5

(kb) ==

20

B 1 ANEFEE DNA BBk
Fig 1 Electrophoresis of genomic DNA from human prostate tissue
1: AEcoT14 marker; 2: Genomic DNA from human prostate
tissue
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2000

750
250 promoter

2 MASPIN EEF 3 FX K& PCR =B8R Rk &5 47
Fig 2 Gel electrophoresis analysis of the PCR product of MASPIN
promoter
M. DL2000 DNA marker; 1. PCR product of MASPIN

promoter

2.1.3 ETaRbEesmAnF%E  JHAHARK
pGL3-maspp Pk Bgl | FREGYISEE , WD) T 739
bp.3258 bp Ml 1268 bp /N K Bt . 45 b 25 AR W) 2
YI'F 3550 bp #1 1268 bp WY A Bt & 4 i ki pGL3-
maspp LA Pse | 507U %58, B 20 0R J50RL K 9 U
9 5.4 kb MM B B TS AR B EAUE — AR
SAE B T AR b TG DA R 7S AR R e D)
FE. WE 3 R BRSO AHAT  E— 25
& W I 21 R A A Y AR B B S T R 8 5 4 —
.
(bp) (bp)

B3 EAHM pGL3-maspp HIEEYIEE
Fig 3 Identification of recombinant plasmid of pGL3-maspp
M: 2EcoT14 marker; 1. pGL3-maspp cleaved with Pst [ ; 2.

pGL3-maspp cleaved with Bgl |

2.2 P63 %t MASPIN S FiE MR8

2.2.1 MASPIN 34 A& B ok 3R 3h % % & B &
HegER  SKOV3,SKOV3-pGL3,SKOV3-maspp
i1 RLU {8 4 5l 24 22. 000 £ 5. 000, 30. 000 +=
1.000.,43. 667 £6. 506, 5 SKOV3,SKOV3-pGL3
M . SKOV3-maspp 41 i 1 3 % (P <C0. 05),
SKOV3 il SKOV3-pGL3 41 MASPIN J3 8 F & P

EZRTG I E X (P>0.05), 45% 3 pGL3-
maspp BEHE MK MASPIN J5 3+ 16 1% .
2.2.2 P63 A E s MASPIN & 3 F &% W65 % vk
pcDNA3+ pGL3-maspp. pcDNA3-ANP63 + pGL3-
maspp I pcDNA3-TAP63 + pGL3-maspp 2 RLU
{8 4% 51 R 36. 000 &= 7. 000, 42. 667 & 4. 510 Al
61.667 = 2. 517, 5 ®7 W 41 A k. pcDNA3-
TAP63+pGL3-maspp 2 MASPIN )& 3l 11 14 3
& (P<<0.05),pcDNA3+ pGL3-maspp Hl pcDNA3-
ANP63+pGL3-maspp 4 MASPIN J& 3 T 3§ 1t 2%
FIG R L (P>0.05),
2.3 P63 3t MASPIN R3i& 8

ZE 5 oR (F 4), SKOV3, SKOV3-pcDNA3
SKOV3-TAP63, SKOV3-ANP63 41 f§ MASPIN
mRNA k8 E 4 50 0. 779840, 0203.,0. 7660+
0. 1525, 2. 3333 &= 0. 2930, 0. 8215 = 0. 0299,
SKOV3-TAP63 2f MASPIN mRNA % ik 7K F 8]
B (P << 0. 05), SKOV3, SKOV3-pcDNA3,
SKOV3-ANP63 41 MASPIN mRNA #ik2% %
Giitepim X (P>0.05),

1 2

GAPDH)|

MASPIN

Bl 4 P63 iR F /5 MASPIN mRNA KR &
Fig 4 The expression of MASPIN mRNA after transient transfection

of plasmid P63
1: SKOV3-ANP63; 2: SKOV3-TAP63; 3: SKOV3-pcDNA3;
4. SKOV3; M. Marker [

3 itig

e Sk T B IR N OF 45 & DNA J¥ 81 45 57 07 8
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1) S R Xy ELAT B TR () 7 S0 P X DNA 285 45 X
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5200 e S SRR N 5| & AR T, BT LA TAP63
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e A FE PRI H R R - ki, B 5
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HE DR 9 P L 3k 8 i 1 6 AT LA A 3 40 i 3 A
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SENE Y AR Y B S S S D RS T g TS|

AR AT LU K 43 35 A1 e X 3l 0t = 7 o 44 Cn
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G 59K SR EAJE . 85 P63 (M
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SKOV3, %¢ ot & Wl 1 1k 4> #r 45 R 3R W 2 /Y
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ANP63 X} 2 F 1% 4 JC B 52w (P>>0. 05), iX
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THEM . BT H#E—2 T P63 X MASPIN (¥ {E
J 7 3 F R B Y TAP63, ANP63 3% 3k Jit ki,
RT-PCR # ] # 4 5 MASPIN mRNA # ik /K 5F
WA Ak, 45 B % I TAP63 % Jv 40 i) MASPIN
mRNA k7K 55 6 B8 20 B 34, 1 ANP63 #%
Y2l MASPIN mRNA 3k KF 5 X B L 3 )
JoH B AR B (P>>0. 05)

WFFE B, 309 5 [ P53 76 A i 98 4n i b A
50 Y0 & A BE R 2R 0 9 A8 L H v B SR 9 TP ) S8 AR
ik 3026 ~79 % i H7E R 41 21 F MASPIN ¥
FiIKGRAER P53 B8 F ALY . {1 P63 A
FEN R R AR A K A g AR skl A Y — D T
fRRE T AE BN B h, AT RE B T P53 By R AR AH A5
MASPIN By ZRiEMEZ 2] P63 W50,

ML 45 5 HE W 7E B0 5 9% . MASPIN 1y 3%
ik 7l fig &2 2] TAP63 % i ¥, TAP63 J& ¥ 17
MASPIN Rk L5 SR+ X % kK
P95 MASPIN ) 3235 . iff 17 14 5 40 98 /8 A 2 4t
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5 TAP63 %YM ¢ fH iy T 5k = P63 AL Y A1 i
o, B4 M E AR K BF 5 P63 W B X
MASPIN ik 0y 52 m, K ik X} F TAP63 i #
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