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Transient transfection snail: Following the method of Ding et
al. [28], shRNA (containing sense and antisense sequences linked by
a hairpin loop: TTCAAGAGA) was designed and constructed into
the vector pGCsilencer TM U6/Neo/GFP (GeneChem, China). The
MCEF-7 and SKBR-3 cells were then transfected with SuperFect®.
Transfection Reagent (QIAGEN, USA). The negative control cell line
was generated by treating cells with the vector pGCsilencer TM U6/
Neo/GFP constructed with oligonucleotides, which have no homology
to the human gene. The control group was the untreated MCF-7 and
SKBR-3cell lines.

Reverse transcription-polymerase chain reaction (RT-PCR)

Reverse transcription-polymerase chain reactions were carried
out as described previously. Total RNA was extracted from the cloned
cells using TRIzol (Invitrogen, USA) following the manufacturer’s
instructions. One microgram of total RNA was reverse-transcribed to
synthesize cDNA using the MMuLVreverse transcriptase (TaKaRa,
Japan) for60 minat42 ,0.5ug cDNA was used for PCR. SNAIL, MMP2
and MMP9 were amplified along with GAPDH as an endogenous
control following the instructions of Premix LA Taq Kit (TaKaRa,
Japan). The PCR reaction conditions and the primer sequences are
listed in Table 1. After electrophoresis, the gel was captured and
analyzed by an imaging system (Syngene, Cambridge, UK).

Western blotting analysis

Western blotting analyses were carried out as described previously
[29]. Anti-MMP2, MMP9, N-cadherin, and Vimentin antibodies were
obtained from Abcam (Cambridge, UK), an anti-E-cadherin antibody
was purchased from Bioworld Technology (Dublin, OH, USA), the
anti-B-actin antibody was from Santa Cruz (Santa Cruz, CA, USA).
The blots were imaged and analyzed using an ECL Western blotting
system (GE, Fairfield, CT, USA).

Immuno uorescence microscopy

An immunofluorescence assay was carried out to evaluate the
expression of these targets as previously described [30]. Cells were
cultured with primary antibodies against E-cadherin diluted to 1:400
and N-cadherin diluted at 1:250 at 4
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by Snail in tumors [36-39]. However, this is in contrast to the results of
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