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Validation

The number of replicates included in samples was based on previously published datasets using similar methods required to reach statistical
differences between groups (Ohanyan et al., Circ Res. 2021. Mar. 19; 128(6):738-751, PMID: 33499656; Kilfoil et al., J Mol Cell Cardiol. 2019,
Dec. 137:93-106; Nystoriak et al., Sci Signaling, 2017. Jan 24: 10(463):eaaf9647; Nystoriak et al., Circ Res., 2014, Feb 14; 114(4):607-15)

No data were excluded.

Reproducibility was verified by performing experiments to generate datasets from cells/tissues from at least two mice. Attempts at replication
were successful.

Mice were randomly assigned to either low cardiac work and high cardiac work groups for experiments shown in Figure 1. For all other
experiments, randomization was not relevant since experimental treatments were performed ex vivo, in vitro.

Blinding for some experiments was not possible due to the experimental design (e.g., acute treatments). Project personnel performing all in
vivo measurements of MAP, HR, and MBF were blinded to mouse genotype.

Mouse monoclonal anti-Kv"2 (Neuromab 75-021; clone K17/70; 1:400 in WB)

Mouse monoclonal anti-!-tubulin (clone B-5-1-2; Sigma Aldrich, T5168, 1:4000 in WB)

Mouse anti-Kv1.5 (Neuromab, 75-011, 1:50 in proximity ligation assays)

Rabbit polyclonal anti-Kv"1 (Abcam, Ab174508, 1:100 in proximity ligation assays)

Rabbit polyclonal anti-Kv"2 (Aviva Systems Biology, ARP37678-t100, 1:100 in proximity ligation assays)

Horse anti-mouse IgG, HRP-linked (Cell Signaling Technology, 7076, 1:3000 in Western blot).

Anti-Kv"2 (Neuromab and Aviva), anti-Kv"1 (Abcam), and anti-Kv1.5 (Neuromab) antibodies were validated in-house via confirmation
of signal only in Cos-7 cells expressing target protein of interest, or loss of signal in cells from knockout mice. See Kilfoil et al., J Mol
Cell Cardiol., 2019, Dec; 137:93-106, PMID: 31639389; Nystoriak et al., Chem Biol Interact., 2017, Oct 1; 276:210-217, PMID:
28342889.

Anti-!-tubulin - (https://www.sigmaaldrich.com/US/en/product/sigma/t5168?
gclid=Cj0KCQiAtJeNBhCVARIsANJUJ2Huj1GAc5LWnZ910O7hSE0_79Y7N1FSzFRUk7dmD0kekmgX9-awZ0waAvOXEALw_wcB)




