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Supplemental Figure 1. MBP-SIX1 can bind DNA.

Electrophoretic mobility shift assay using an oligonucleotide containing the SIX1 MEF3
binding site from the myogenin promoter demonstrates that the MBP-fused SIX1-189 can
still bind DNA.
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Supplemental Figure 2. Multiple sequence alignment of Six family members
Sequence alignment of human and mouse Six family members and Drosophila so was
generated with CLUSTALW and annotated with secondary structure assigned with DSSP
(shown above the alignment). Absolutely conserved residues among Six family members
are indicated with “*”. Residues with strongly similar properties are indicated with “:”.
Residues with weakly similar properties are indicated by “.”. Residues that interact with
the hydrophobic groove are colored orange, the surface patch green and those that are
involved in salt-bridges/hydrogen bonds are colored magenta. Residues mutated in BOR

are indicated by a “+” below the sequences.
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Supplemental Figure 3. Multiple sequence alignment of Eya family members
Sequence alignment of human and mouse Eya family members and Drosophila eyes absent.
Annotations are identical to Supplemental Figure 2. Residues that make up the
hydrophobic binding pocket are colored orange, the surface patch green and those that are
involved in salt-bridges/hydrogen bonds are colored magenta. Residues mutated in BOR

“«,n

are indicated by a “+” below the sequences.






Supplemental Figure 4. The Eya domain of EYA1 and EYA2 are highly conserved
Amino acid residues that are identical between EYA1 and EYA2 are colored teal, while non-
identical residues are colored red. Residues mutated in BOR are shown as spheres where
12 of the 14 mutations are identical between EYA1 and EYAZ2.
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Supplemental Figure 5. SIX1 WT and mutant expression levels are similar in MCF7
cell lines.

(A) 10 clonal isolates of each of the MCF7-SIX1 transfectents (WT, V17E, delE133) were
screened for SIX1 expression levels by qRT-PCR. Shown are the expression levels of SIX1 in
the three selected MCF7 clonal isolates each for Ctrl, SIX1 WT, V17E and delE133.

(B) SIX1 WT and the SIX1 mutant MCF7 lines express similar levels of the SIX1
protein. Western blot was performed on nuclear extracts generated after 12h of
treatment with 25uM proteasome inhibitor MG132 to enrich for SIX1 protein. The
MG132 treated SIX1 protein migrates between 37 and 50 kD, likely representative
of ubiquitinated SIX1.
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