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Methods S1

Co-immunoprecipitation assay

The co-immunoprecipitation of Cx43 from an adult mouse heart was performed as
described previously [1]. Briefly, heart lysates from a pool of 3 adult mouse hearts
were homogenized in lysis buffer and centrifuged at 14000 rpm for 10 min.
Immunoprecipitation was performed using 12.5 mg of protein lysate as input. To pre-
clear the lysate, the supernatant was exposed to protein A/G agarose beads (Roche
Applied Science, Indianapolis, IN, USA) for 1 hour at 4°C, followed by
centrifugation at 14000 rpm for 1 min at 4°C. The pre-cleared supernatant was
incubated for 4 hours at 4°C with 7 pg of mouse anti-Cx43 (BD Transduction
Laboratories by BD Biosciences, Breda, The Netherlands) and exposed to 500 pl
protein A/G agarose beads overnight at 4°C. After centrifugation, the antibody-
protein A/G agarose complex was washed 5 times in lysis buffer to clear the solvent
of unbound material. The final pellet was resuspended in 500 pl of lysis buffer and 20

ul was used for each PP2B dephosphorylation assay.

PP2B dephosphorylation assay

For CnA (PP2B) dephosphorylation assays, two individual experiments were
performed. One set of tubes was pre-incubated for 10 min at 30°C with PP2B buffer
(Merck Millipore, Billerica, Massachusetts, USA), calmodulin (3.3 nM, Merck
Millipore) and a range of PP2B enzyme concentrations (0, 0.1, 0.25, 0.5 and 0.75

Units, Merck Millipore). The other set of tubes was pre-incubated for 10 min at 30°C



with PP2B buffer (Merck Millipore), calmodulin (3.3 nM, Merck Millipore) and
PP2B enzyme (0.75 Units, Merck Millipore) with or without FK506 (100 uM, Sigma-
Aldrich Corp., Saint Louis, MO, USA) and FKBP (10 uM, Sigma-Aldrich Corp.).
Pre-incubated solution was added to 20 pl of the immunoprecipitated beads per
reaction, incubated for 20 min at 30°C with 800 rpm shaker and centrifuged for 1 min
at 1000 rpm. The final pellet was resuspended in 50 pl of blue sample buffer and the
protein of interest detected by immunoblotting (see Materials and Methods). The
antibodies used for protein detection were mouse monoclonal antibodies against total
Cx43 (1:250, BD Transduction Laboratories by BD Biosciences), Cx43-NP (1:500,
Invitrogen by Life Technologies Corp., Carlsbad, CA, USA) and Cx43-CT1 (1:500,
kindly provided by Dr. P.D. Lampe, Molecular Diagnostics Program, Fred

Hutchinson Cancer Research Center, USA) [2].
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