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regulatory subunit B565 at S573
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Validation of the B566 total and phospho-S573 antibody. ARVM exposed to
vehicle (VEH) or isoprenaline (ISO), and cardiac tissue of littermate WT and
B566 KO mice were subjected to immunoblot analysis with the B566 phospho-
S573 and total antibody. Confirming the specificity of both antibodies, the protein
detected at ~75-kDa in ARVM and in WT mouse cardiac tissue was not detected
in B56d KO cardiac tissue.
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Non-immune rabbit IgG Cy5 fluorescence. Fixed and permeabilized
(unstimulated) ARVM were incubated first with a-actinin primary antibody and
non-immune rabbit IgG, then with Cy3-anti-mouse and Cy5-anti-rabbit
secondary antibodies. Nuclei were stained with DAPI. Representative images
show Cy3-labeled a-actinin (red), Cy5-labelled rabbit IgG (green) and DAPI-
stained nuclei (blue) in separate channels. A Merged image is also shown.
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GFP, GFP-B565-WT and GFP-B565-S573A expression in ARVM. ARVM
transduced with AdV.GFP (MOI 30), AdV.GFP-B5656-WT or AdV.GFP-B566-
S573A (MOI 100) were maintained in culture for 18 hours. A. Expression of GFP,
GFP-B566-WT and GFP-B568-S573A, as determined by immunonblot analysis
with the GFP antibody. B. Expression of GFP-B566-WT, GFP-B566-S573A and
endogenous B560, as determined by immunonblot analysis with the B566
antibody. Quantitative data (mean + SEM) show expression of endogenous B56d
in transduced cells (n=3).
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sequence of human B56d. Motifs of interest are in bold. S88 (indicated by a
single line) and S573 (indicated by a double line) are preceded by arginine
at -2 and -3 positions. A phospho-specific antibody detecting phospho-S/T
residues in the RRXS/T motif would detect both phospho-S88 and phospho-
S573. B. ARVM transduced with AdV.GFP-B566-WT or AdV.GFP-B566-
S573A (MOI 100) were maintained in culture for 18 hours and exposed to
vehicle (VEH) or isoprenaline (ISO). Immunoprecipitated GFP-B5606-WT and
GFP-B560-S573A were subjected to immunoblot analysis with a phospho-
specific antibody recognizing phospho-S/T residues in the RRXS/T motif.
R=arginine, S/T=phospho-S/T, X=any amino acid.
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Basal and ISO-induced phosphorylation of GFP-565-WT. ARVM transduced
with AdV.GFP-B5635-WT or AdV.GFP-B568-S573A (MOI 100) were maintained in
culture for 18 hours and exposed to vehicle (VEH) or isoprenaline (1ISO).
Immunoblot analysis of the ARVM phosphoproteome was performed with a
phospho-specific antibody detecting phosphorylated S/T residues in the RRXS/T
motif. Short and long exposures of the film to the ECL signal are shown. Arrows
indicate basal and 1ISO-induced phosphorylation of heterologous B566 in cells
expressing GFP-B56d-WT. R=arginine, S/T=phospho-S/T, X=any amino acid.
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Cardiac protein phosphorylation in the presence of okadaic acid. ARVM
transduced with AdV.GFP-B565-WT or AdV.GFP-B566-S573A (MOI 100) were
maintained in culture for 18 hours. Cells were exposed to vehicle, 0.1 or 1 yM
okadaic acid (OA). Immunoblots show abundance of non-phosphorylated (OP),
mono-phosphorylated (1P) and bis-phosphorylated (2P) cTnl, phosphorylation of
cMyBP-C at S282 and phosphorylation of PLB at S16.



