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Abstract: Objective  To construct the short hairpin RNA (shRNA) expression vector specific for ezrin,
Methods Oligonucleotides were designed specific for ezrin gene. After annealing, the formed double-
stranded DNAs were ligated with pPSUPER. The expression vectors of pSUPER -shRNA were identified
by enzyme digestion and sequence analysis and transfected into MCF-7 cells. The expression of ezrin was
analyzed by RT-PCR and Western blot. Results The vector was identified by restriction enzyme digestion
and sequence analysis. The expression vectors of pSUPER-shRNA was successfully constructed and
transfected into MCF-7 cells. The ezrin expression was significantly suppressed after transfection with
ezrin shRNA vector. Conclusion The pSUPER -shRNA specific for ezrin is successfully constructed and
it will be helpful for further study on the significance of ezrin on the metastasis of breast cancer.
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pSUPER # 4K 1, #4 @ F¢ 5 M ezrin shRNA-pSU-
PER Fik# AR, fh2E G0 4 Bedmidfi &I RNA Ty
GIHE [ 0 ER ezrin B B A% HE R, ezrin553-F1: 5'-
GATCCCCGATAATGCTATGTTGGAATTTCA
AGAGAATTCCAACATAGCATTATCTTTTTA
-3', ezrin553-R1: 5-AGCTTAAAAAGATAAT
GCTATGTTGGAATTCTCTTGAAATTCCAAC
ATAGCATTATCGGG-3';  ezrin995-F1.5-GAT
CCCCCCGTGGAGAGAGAGAAAGATTCAAGA
GATCTTTCTCTCTCTCCACGGTTTTTA-3 e
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GAGAAAGATCTCTTGAATCTTTCTCTCTCT
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M:DNA marker DL 2000; 1: MCF-7 cells transfected
with empty vector pPSUPER; 2: MCF-7 cells with empty
vector pPSUPER digested with BgZ Il il HindIll ;

3. MCF-7 cells with shRNA(553) digested;
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Figure 1 AGE analysis of recombinant plasmid
pSUPER-ezrin digested with Bgl [ #0 HindI I
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Figure 2 RT-PCR result of MCF-7 cells
stably transfected with pSUPER-ezrin
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Figure 3 Western blot result of MCF-7 cells
stably transfected with pSUPER-ezrin
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