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and depolarized condition co-stained with Alexa555 labeled SCP3 antibody (red) and Alexa465 labeled
CaMKII gamma G-2 antibody (green). The arrowheads indicate co-localization of two proteins.

Figure 6. Dephosphorylation of CaMKII gamma by SCP3 and function of SCP3 as a PP2C phosphatase.
A: Autoradiogram of autophosphorylated CaMKII gamma G-2 and C-1 and dephosphorylation by SCP3
(0.1µg). Time of incubation in the presence of SCP3 is indicated above. B: A full length blot of
autophosphorylated CaMKII gamma G-2 and subsequently dephosphorylated by SCP3 was probed with
CaMKII gamma G-2 specific antibody. C: Immunoblots of phospho-CaMKII gamma G-2 detected by
phospho-Thr287 specific antibody under conditions indicated above blots. D: Detection of
dephosphorylation at Thr306 of G-2 in the presence and absence of SCP3. Autophosphorylation at
Thr306 is seen only in the absence of Ca2+. E: Ca2+/CaM-Independent activity (per cent of total activity)
of CaMKII gamma G-2 in the presence or absence of SCP3. F: Activity and Inhibition of SCP3 using
PNPP as a substrate in the presence or absence of ions. Activity was measured (absorption unit, A.U.) as
the absorption of para-Nitrophenol, the product of phosphatase reaction. O.A. is Okadaic acid and C.A. is
Cyclosporin A. G: Activity of SCP3 on phospho-CaMKII gamma G-2 in the presence or absence of Mg2+

as indicated. The released phosphate was detected by Biomol Green Reagent at 620 nm. H: Plot of
activity versus pH of SCP3. Activity was measured (absorption unit, A.U.) as the absorption of para-
Nitrophenol, the product of phosphatase reaction.

Figure 7. Proposed model for SCP3 interactions with CaMKII gamma G-2 in the smooth muscle cell.
The G-2 oligomer is drawn following Rosenberg et al., 2005 [30]. The holoenzyme is composed of two
stacked hexameric rings.  A side view of the molecule is shown. The dodecameric-holoenzyme is
modeled as a 6-mer for simplicity. State 1: Under unstimulated conditions there is maximal association of
CaMKII gamma G-2 with SCP3.  State 2: In depolarized tissues CaMKII gamma G-2 undergoes
autophosphorylation. State 3: After the activation-induced conformational changes and phosphorylation
of the kinase, SCP3 is associated with phosphorylation sites on CaMKII gamma G-2. State 4:
Dephosphorylation of CaMKII by SCP3 leads to the completion of dissociation of SCP3 from CaMKII.
State 5: The dissociated CaMKII gamma G-2 is targeted to the adhesion plaques.  See text for details.

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 Ca2+/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.
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