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Plasmids

The SIAH1 promoter construct (pSIAH-NheI-279-luciferase) was kindly provided by T. Sakai (Kyoto Prefectural University of Medicine, Japan).

Transactivation assays

293 cells were co-transfected with pSIAH-NheI-279-luciferase, using the calcium-phosphate method. Eight hours after transfection, each sample was subdivided and exposed either to 0.02% DMSO or to 100 µM SSi. After an additional 24h, the luciferase activity was determined using the “Dual-Luciferase Reporter Assay” according to the manufacturer’s instructions (Promega). All assays were normalized to co-transfected Renilla activity.

Supplementary Results

Recently, an alternative phosphorylation-independent degradation pathway for β-catenin via SIAH1 was described [1]. SIAH proteins are also known to degrade PML/RARα [2]. To investigate whether alternative degradation pathways may mediate the activity of SSi, we studied the effects of SSi on SIAH1 promoter activity in the presence of either PML/RARα or S33A. We found that SSi led to a slight activation of the SIAH1 promoter in empty-vector controls, whereas greater activation was achieved in the presence of PML/RARα and mutant β-catenin (Supplementary Figure 1).

Taken together, these data show that SSi reduces PML/RARα-mediated aberrant activation of Wnt-signaling and leads to activation of the SIAH1 promoter, which may contribute to the effects observed.
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 Figure Legend

Supplementary Figure 1
Transactivation of the SIAH1 promoter. Indicated transgenes were co-transfected with the SIAH1 promoter fragment -297-0 into 293 cells and exposed to 100 µM SSi or 0.02% DMSO. Data represent means of two experiments in triplicates with SD. 

