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Abstract :Objective  To investigate the expresson of ezrin gene in some carcinoma cells, to detect the
transcriptional activity of its 5 -flanking region, and to el ucidate the transcriptiona regulatory mechanism
of the ezringenein carcinoma cells. Methods Expresson of ezrin genein esophageal carcinoma EC109,
EC171, EC8712 and SHEEC, gastric carcinoma N87 and B GC823 , lung carcinoma A549 and 95D , hepa
tocellular carcinoma Hep &, leukemia K562, and cervical carcinoma Hel a cells was detected usng re-
verse transcriptase polymerase chain reaction (RT-PCR) and western blot analysis. Plasmid pQ.B-hE( -
1444/ +134) , containing - 1444/ + 134 of ezrin genefused to the luciferase gene, was generated by PCR
method. Transcriptiona activity of the - 1444/ + 134 region in some carcinoma cell s was examined using
dual-luciferase reporter assay system. Results All the tested carcinoma cells high-expressed ezrin mR-
NA and Ezrin protein. - 1444/ + 134 region of ezrin gene had strong transcriptiona activity compared
with SV40 promoter (P<0.05) in EC109, Hela, A549 and B GC823 cells. Conclusion The transcrip-
tional activity of the ezrin gene 5'-flanking region may paly an important role in the high-expression of
Ezrin in some carcinoma cdls.
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GC , CpG |, 1 Trizol RNA ,
,ezrin cDNA ezrin
CpG 1 5-CGGGCGCTCTAAGGGTTCT-3 5-
, ? TTTCGGTTTCTGGTGA GTATCCTCGA TCCC
3, ezrin +30/ +134(
ezrin , ezrin 5 +1) GAPDH
GC , 5-GAAGGTGAAGGTCGGAGTC3
, ezrin 5-GAAGATGGTGATGGGATTTC3
GAPDH + 108/ + 333(
+1) PCR
, 194 5min;9%4 30 s,58 30
1.1 S,72 30 s, 30 ;72 5min
pG.3-Basc (pG.B) pG. 3-Promoter 2.0% ., FluorChem TMIS
(pG&P) PpRL-TK Promega 8900 (Alpha Innotech, USA) ,
SHEEC b7l (ezrin)
(GAPDH)
Trizol 199 DMEM 1.4
Invitrogen : , 4 PBS(0.01 M,
PCR Mix pH7.2 7.4) , (30 cn?®
Promega :PVDF Millipore :Ezrin ) 400M | (50 mM Tris. HCl pH 8.0,
Ab-1(3C12) Neo Markers B-actin 150 mM NaCl, 1% Triton X-100, 100 M g/ ml
(AC15) Sgma ; (sc PMSF) , 30 min ,4 12 000 r/ min
2035) IgG HRP(sc-2031) 5 min
Santa Cruz Super Fect Bradford
QIA GEN 1.5 Western blot
50U g 12% DS
1.2 , PVDF 5%
37 5%CO: 1h; Ezrin B-ac
EC109 ( ) EC171( ) tin , 1h,PBST(0.01 M ,pH7.2
EC8712 ( ) SHEEC( ) BGC823 ( 7.4,0.05%tween20) 2 ,PBS 1 ;
) Hela( ) 10 % IgG HRP, 1h,PBST 2 ,PBS
199 i N87 ( ) A549( 1 Western blot ,
) 95D ( ) HepG2( ) FluorChem TM1S8900 (Alpha Innotech,
10 % DMEM USA) , Ezrin B-actin
, 0.25% ( 0.02%
EDTA) , , [(1 2) x 1.6 ezrin 5
10 ] K562 ( ) ezrin 5
10 % RPM 1199 5-CCCAAGCT ™ TTCGGTTTCTGGTGA GTA-
: (0.1 0.5) x10° cellg ml, TCCTCGA TCCC3 ( Hind ;
3 : (1.0 1.5) x10° ezrin +1,
cells/ ml +135, )
96 Primer Premier 5.0 5-T " TAAC
: 1001, 2 x 10° CA GAGCTTCGGAAA GGCGG3
cells/ ml 37 , 50 % ezrin GC
60% DNA PCR ,

1.3 (RT- PCR)

194 5 min; 94 30 s,58 30 s,



2008 35 1 3 -
72 2min, 30 ;72 5 min ,
Stu A GGCCT, ezrin Western blotting ,
- 1447/ - 1442 , Stu / Hind Ezrin FluorChem
, Sma / Hind TMI1S8900 ,
Ezrin B-actin , EC109
pE&B pG.B-hE ( - 1444/ + EzrinB-actin 1,
134) Kpn [/ Hind EC109 , EC109 ,
, DNA Ezrin 0.79
1.7 1.32 , 2
Buffer EB (QIA-
GEN ) M 1 2 3 4 5 6
5001 GAPDH
pGLB pGLP pGLB-hE(- 1444/ +134) 100 S czrin
100 bp 4
ngMl, PRL-TK 20 ngi 1, 1.00 0.77 0.91 0.81 0.86 0.86 ezrin/GAPDH
PRL-TK 50 1 Mg M 1 7 8 9 10 11
0.02u g Super Fect
48 h 200 bp S R e et endoad CAPPH
! . . 3 czrin
: ' 3 1.00 0.98 1.07 0.83 0.95 1.04 ezrin/GAPDH
1.8 M : DNA Marker; 1: EC109; 2: EC171; 3: EC8712; 4:
) SHEEC; 5: N87; 6: BGC823; 7: HelLa; 8: A549; 9:
TD20/ 20 (Turner Designs ) 95D; 10: Hep &2 ; 11: K562
TD20/ 20 1 ezrin MRNA
RT-PCR
( / ) M D ENGEEaE 5 6
90 kDa --w Ezrin
SSPS13.0 il :
¢ 43 kDa — ———— . [3- aC1IN
1.00 0.88 0.79 1.13 1.32 1.12 Ezrin/B- actin
2 M 1 7 8 9 10 11
90 kDa . "m Ezrin
2.1 ezrin MRNA 8O LB
RT-PCR ezrin 105 43KD2 s S - — 3 2l
bp , GAPDH 226 bp 1.00 0.81 1.05 1.16 1.16 1.18 Ezrin/B- actin
11 M : Protein Marker; 1: EC109; 2: EC171; 3: EC8712;
4: SHEEC; 5: N87;6:BGC823; 7: HelLa; 8: A549; 9:
' ’ 95D; 10: HepG2; 11: K562
100 % FluorChem TM 158900 .
2 Ezrin
GAPDH ) Western blotting
, GAPDH
, ezrin GAPDH 2.3 ezrin 5
, EC109 ezrin - 1444/ + 134
ezrin/ GAPDH 1, pG.B-hE(- 1444/ +134) Kpn [/ Hind
EC109 , ezrin ,
EC109 )
ezrin MRNA 0.77 1.07 , ezrin 5 ( GenBank
1 EF184645) , 3
2.2 Ezrin 2.4 ezrin - 1444/ + 134
Ezrin 82 kDa [-actin

, 42 kDa,

PGB pGLP  pGLB-hE (- 1444/ +
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134) pRL-TK EC109 HelLa 5 ,
A549 B GC823 SV40 ezrin ,
PG4 1 ,€Zrin
pGB pG.B-hE(- 1444/ + 134) ezrin
pG.B ( 5 CpG ezrin
0.01 0.03); ezrin - 1444/ + 134 , - 1444/ + 134 ,
pG.B-hE( - 1444/ + 134) ezrin 5 ,
, p&P 4 10 , ezrin
,ezrin - 1444/ + 134 , ezrin
) ezrin , , ezrin -
1444/ + 134
1 (- 75/ - 69)
AP1 (- 64/ - 58) c Fos
5000 bp X . 1
2500 bp ezrin S
1000 bp Mithramycin A
P1 DNA , ezrin
M: DL15000; 1: pQA.B; 2: p@B-hE( - 1444/ + 134) )
3 pQ B-hE( - 1444/ +134) 1 AP1 ezrin
Kpn / Hind ( ) ezrin
M 2 [opGLB
> o | mpGLP
212t m pGLB-hH(- 1444/+134) ) ) ) )
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