Supplementary figure S1
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Gene reporter assay with reporter plasmid containing proximal CCL5 promoter fragment. The reporter
plasmid was transfected into BT-549 cells that over express IRX2 and into the control cell line. For
normalization, a co-transfection with the pGL4.74 plasmid containing the Renilla luciferase was
performed. Each experiment was performed in triplicate. Error bars represent the standard deviation of
the mean.

The proximal promoter from the human CCL5 gene was PCR-amplified (forward-primer:
TCCTGCCTCAACCTCTCGAGTAGC, reverse-primer: TCTTACCTCCTTTCCCTCATCC) and ligated
to the firefly luciferase reporter gene by insertion into the Xhol/Hindlll cloning sites of the pGL4.10
vector (Promega). BT-549 cells which were either transduced with IRX2 or empty vector containing
retrovirus were transiently transfected with the reporter plasmids using Lipofectamine 2000 according
to standard protocol. Co-transfection with the pGL4.74 plasmid (Promega) containing the Renilla
luciferase cDNA under the control of the HSV-TK promoter served as a control for transfection
efficiencies. Forty-eight hours post transfection, cell extracts were assayed in triplicate for luciferase
activities using the Dual Luciferase Reporter Assay System (Promega) and a GloMaxTM20/20
luminometer (Promega). Before calculating the fold activation value, luciferase activity of each
sample was normalized to the Renilla luciferase activity.



