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Figure S1 — Tyrosine autophosphorylation of HIPK2 wt and HIPK2Y3¢1F
HelLa cells expressing either FLAG-HIPK2 or GFP-HIPK2, each wild type and
the Y361F mutant, were treated with sodium orthovanadate for 1 h before lysis
or left untreated. Total cellular lysates were analysed by immunodetection with
antibodies for pTyr (PY99 antibody) and HIPK?2.
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Figure S2 — Tyrosine autophosphorylation of GFP-HIPK1-3 in the presence of cycloheximid (CHX)
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HelLa cells expressing the GFP-HIPK1-3 Tyr—Phe mutants were treated with CHX (10pug/ml). After 10 min,
sodium orthovanadate (Na3VO4) was added to every second sample for 1 h before lysis. GFP fusion proteins

were immunoprecipitated and analysed by immunodetection with antibodies for pTyr and GFP.
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Figure S3 — Subcellular localisation of GFP-HIPK1-4 and point mutations thereof

The images are representative for the different patterns of subcellular distribution for all HIPK constructs
(supporting information to Fig. 4). The corresponding graphs show percentages of each pattern. The point
mutants were compared to the wild type kinases via one-way ANOVA and Tukey's multiple comparison test
(n=3): *, p<0.05; ** p<0.01; *** p<0.005.

The following panels were selected to illustrate the different patterns of distribution in Fig. 4:

(A) nuclear, HIPK1 WT; nuclear/cytoplasmic, HIPK1 D315N; cytoplasmic, HIPK1 Y354F; (B) nuclear and
nuclear/cytoplasmic, HIPK2 WT; cytoplasmic, HIPK2 Y361F; (C) nuclear punctate and nuclear non-punctate,
HIPK3 WT; nuclear/cytoplasmic, HIPK3 D322N; (D) cytoplasmic punctate and cytoplasmic non-punctate,
HIPK4 D136N; (E) Nuclear localisation signals in HIPK1, HIPK2 and HIPK3.
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Figure S4 — Coexisting localisation patterns of GFP-HIPK1-4 and point mutations

The images representatively show different HIPK mutants coexisting in different distribution patterns.

(A) HIPK1 wt, nuclear (1), nuclear/cytoplasmic (2); (B) HIPK1 D315N, nuclear (1), cytoplasmic (2);

(C) HIPK2 wt, nuclear (1, 2); (D) HIPK2 Y361F, cytoplasmic (1), nuclear/cytoplasmic (2); (E) HIPK3 wt,
nuclear punctate (1), nuclear non-punctate (2); (F) HIPK3 D322N, nuclear non-punctate (1), nuclear punctate
(2); (G) HIPK4 Y 175F, cytoplasmic punctate (1, 2); (H) HIPK4 Y 175F, cytoplasmic punctate (1),
cytoplasmic non-punctate (2).
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