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Supplementary Figure 1. Endothelin-1 expression under HGF in MDA-MB231 cells. One of the target genes of Ets-1 is
Endothelin-1 [1]. We evaluated whether HGF influenced the pattern of Endothelin-1 in parental MDA-MB231 breast
carcinoma cells. A representative Western blot is reported. Vinculin was used for the normalization of the data. As
shown in the histogram (means+S.E. of three independent experiments), we observed that Endothelin-1 steady state
protein level was unaffected by HGF treatment.
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Supplementary Figure 2. Pattern of E-cadherin and MMP-2 under HGF, Endothelin-1 and hypoxia. We evaluated the
effects of various microenvironmental stimuli on molecules critical for bone metastasis phenotype, and Western blot
experiments were performed [1-3]. 1833 cells under starvation were exposed to 100 ng/ml of HGF or to 50 ng/ml of
Endothelin-1. HGF enhanced E-cadherin showing a peak at 0.5-1 h, while the precursor (72 kDa) and the active forms of
MMP-2 progressively decreased. Similarly, Endothelin-1 oppositely affected E-cadherin and MMP-2-active form
expression. Also, the physical stimulus hypoxia (1% O2) augmented E-cadherin expression between 6 and 16 h.
Altogether, the data indicated that the microenvironment might influence the phenotype of 1833 metastatic cells through
biological and physical stimuli, and it seemed to enhance the epithelial characteristics reducing the
invasive/mesenchymal behavior. However, in the present paper we observed a complex interaction of the stimuli, and
HGF down-regulated Endothelin-1 transactivation and protein expression by augmenting HIF-1a.
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