Supplementary figure 1. Detailed mass spectrometry analysis for CaMKII gamma C-1
autophosphorylation sites. The results shown are the result of a single microcapillary reverse-phase
HPLC run, directly coupled to the nano-electrospray ionization source of an ion trap mass spectrometer.
This instrument configuration is capable of acquiring individual sequence (MS/MS) spectra on-line at
high sensitivity (<1 femtomole) for multiple peptides in the chromatographic run. These MS/MS spectra,
(also referred to as CID, sequence or fragmentation spectra), are then correlated with known sequences
using the algorithm Sequest developed at the Univ. of Washington and programs developed in by [17].
MS/MS peptide sequences are then reviewed for consensus with known proteins and the results manually
confirmed for fidelity.

Supplementary figure 2. Sites of autophosphorylation. Sites of autophosphorylation of CaMKII gamma
C-1 in the presence of Ca>/CaM as determined by mass spectrometry are represented in blue with the
residue number at the top. Residues described as phospho-sites in the literature and not found to be
autophosphorylated here are also numbered.

16



SA500, 9
22 STSB5.4

1 MGGSHHHHHH GMASMTGGQQ MGRDLYDDDD KVQALMATTA TCTRFTDDEQ LFEELGKGAF [BVVRRCVKKT STQEEARKII

530
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81 NTKKLSARDH QKLEREARIC RLLKHPNIVR LHDSISEEGF HYLVFDLVTG GELFEDIVAR EYYSEADASH CIHQILESVN

161 HIHQHDIVHE DLKPENLLLA SKCKGAAVKL ADFGLAIEVQ GEQQA.FGFA GTPGYLSPEV LREKDPYGKPV DIWACGVILY

PEDTVTPEA KNLINQ ALKHPRVEQR

STVASHEER

241 ILLVGYPEFW DEDQHKLEQQ IKAGAEDEPS

321 EEVECLRKFN ARRKLKGAIL TTMLVSRNFS AAKSLLNKKS DGGVKEPQTT VVENATDGIK GSTESCNTTT EDEDLKVRKQ

401 EITKITEQLI EAINNGDFEA YTKICDPGLT SFEPEALGNL VEG'DFHKFY FENLLSKENSK PIHTTILNPH VHVIGEDAAC

481 IAYIRLTQEI DGQGRPRTSQ SEETRVWHRR DGKWLNVHEH ESGAPARPLQ

Legend:

Protein coverage — Peptide spectra
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