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Figure A1. Autoradiograph after an in vitro phosphorylation assay of the purified GST-fusion proteins Yki-1M, Yki-2M, Yki-3M and Yki-4M (aa 63-418). Amino acid residues that were affected by the mutational analysis are accentuated in bold, mutated sites of each construct are shown in red. Each protein contains a Glutathione S-transferase (GST)-tag and was incubated with full-length GST-Hipk and radioactively labeled adenosine triphosphate ([γ-32P]ATP). The black asterisk marks the phosphorylation signal of Yki-4M.
We tested if the mutation of S168A (in addition to mutated S169A, S172A and S255A) influences the phosphorylation signal that was observed with Yki-3M. Again, the construct Yki-4M was tested in the shortened form (aa 63-418). In contrast to our observation with the shortened fragments (see Figure 1 C, D: fragments Yki-N2G and Yki-N2FG), the unchanged phosphorylation signal in Yki-4M implies that Ser168 might not be a main phosphorylation site of Hipk. Therefore, the remaining phosphorylation signal in Yki-4M might be within the region aa 94-118 (construct Yki-D, Figure 1). 
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Figure Al. Autoradiograph after an in vitro phosphorylation assay of the purified GST-fusion proteins Yki-
1M, Yki-2M, Yki-3M and Yki-4M (aa 63-418). Amino acid residues that were affected by the mutational
analysis are accentuated in bold, mutated sites of each construct are shown in red. Each protein contains a
Glutathione S-transferase (GST)-tag and was incubated with full-length GST-Hipk and radioactively labeled
adenosine triphosphate ([y-32PJATP). The black asterisk marks the phosphorylation signal of Yki-4M.
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