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Application of sensitive EMT/MET reporter to identification of target genes for brea
st cancer stem cells.
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In order to identify cDNA/sShRNA that can induce EMT or MET, we established a repo
rter system where vimentin or E-cadherin promoter drives blasticidine-resistant gene and GFP in HMLE epith
elial or MDA-MB-231 mesenchymal breast cancer cell line. The cells were infected with cDNA or shRNA libra
ry and subjected to blasticidine selection. In EMT screening, Snail and Twist2 were identified as EMT indu
cer, and two genes, members of mitochondrial complex I, and a hub gene in signal transduction were identi
fied to support soft aga-colonogenecity of mesenchymal cells. In MET screen, a potent MET-inducing shRNA
(called shPl) was identified. The shP1 was tested for soft agar colony formation using monoclonal dual rep
orter cell clones from SUM159 mesenchymal breast cancer cell line. Interestingly, there are two sets of re
porter clones with different response to shP1. Colony formation did not decreased in one set of reporter c
lones, while in the other clone shP1 reduced colony formation.
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" ShRNA KD decrease soft agar colonies.
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shP1 induce MET and reduce soft agar-colonogenecity in SUM159.

SUM159 reporter

+shP1
mCherry-expressing (vimentin P-active) cells can form soft agar colonies,
while GFP+ (E-cadherin P-active) cells cannot.
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