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Figure S2. An AS mutant of recombinant Plk4 can be inhibited with the ATPanalogue 1NM-PP1.(A) Coomassie staining of puri ed recombinant WT,
AS, and KD GST-PIk4. (B) GST-PIk4 kinase assay was performed using histone H1 as a substrate. Samples were taken at 0, 5, 10, 30, and 60 min, and
activity was quanti ed by scintillation counting. Coomassie-stained gel shows the puri ed protein, and the autoradiogram shows the incorporation of

G*?P]ATP. GST-PIk4 phosphorylates itself and histone H1. (C) GST-PIk4 kinase assays were performed using histone H1 as a substrate. Assays were per-

formed for 60 min in the presence of various concentrations of 1INM-PP1, and activity was quanti ed by scintillation counting. Coomassie-stained gel
shows the puri ed protein, and the autoradiogram shows the incorporation of G*2P]JATP. Note the kinase activity of AS but not WT PIk4 is inhibited by
1NM-PP1. C, Coomassie.

Figure S3. Invitro phosphorylation analysis of recombinant GST-PIk4.(A) GST-PIk4 treated with or withoutL phosphatase for 30 min. (B) Representative
spectra from the ProLuCID search containing two phosphorylations whose potential sites are highlighted with asterisks. The?rapectra display a large
neutral loss (Phs), and the b- and y-ion series are colored. (C) Summary table of the Xcorr, DeltCN, PPM, and Debunker probability score of each of the
nine phosphopeptides identi ed. Potential site of modi cation are highlighted with asterisks. (D) Cells were transfected with control orB-TrCP siRNA and
immunoblotted to determine the stability of PIk4-EYFP transgenes. Note that repression BfTrCP also increases the stability of PI4 which is unable to

be phosphorylated in the B-TrCP-binding site.
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