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Fig. S2. Reductions in endogenous cyc levels or deletion of the CLK DNA binding 
basic domain (DBD) do not affect DBT mediated hyperphosphorylation of CLK.
(A) S2 cells were either individually transfected with 50 ng pMT-Clk-V5 (lanes 1-3) or 
co-transfected with 100 ng pMT-dbt-V5 (lanes 4-6). RNAi was done as described in the 
Materials and Methods using the indicated double-stranded RNA (dsRNA) RNAs (top 
of panels). cyc(S) and cyc(L) dsRNAs target two different regions of cyc RNA. (B) Co-
transfection of cells with pMT-cyc-3HA and dsRNA against cyc but not luc showed 
highly specific and efficient reductions in CYC levels; arrowhead indicates non-specific 
band. (C) The Clk ∆DBD mutant construct deleting the basic DNA binding domain was 
generated by site-directed mutagenesis using the QuickChange Site-Directed
Mutagenesis kit (Stratagene), subcloned into the pMT/V5-His vector (Invitrogen) and
confirmed by DNA sequencing. S2 cells transfected with 50 ng pMT-Clk-V5 (lanes 1 
and 2) or pMT- Clk ∆DBD-V5 (∆DBD) (lanes 3 and 4); some were also co-transfected
with 100 ng pMTdbt-V5 (lanes 3 and 4). After 24 hr of induction in the presence of
Cu2+, cells were collected and CLK-V5 visualized by immunoblotting.
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