Supporting Information

Results

Additional IKCa data

The IK1 M20 antibody used was characterized by Western blotting and immunolabeling of transfected cells, and have been demonstrated to be highly selective in several independent studies (Table S4 
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[1,2,3]
). Furthermore, it has been demonstrated that some potassium channels, including IKCa (as IK1 / SK4 / KCa3.1 / KCNN4), when assembled as homotetrameric complexes are resistant to dissociation by heat and detergents and migrate in SDS-PAGE gels as smeared complexes 
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[1,2,3,4,5]
. Exhaustive and independent studies by Boettger et al. 
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[2]
, Chen et al. [1] and Mongan et al. 
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[3]
 characterize a series of antibodies recognising each KCa subtype, and show that IKCa appears as a series of smeared bands migrating between ~50 and >250 kDa (see also Fig. 4C in Absi et al. 
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[6]
). This is also the case in the present study (Fig. 6A), which was carried out under mild conditions for the extraction and electrophoresis of membrane proteins from whole arteries. The high molecular weight complex >220 kDa represents the functional homotetrameric channel complex and we therefore used this to quantify IKCa protein expression. Lower molecular weight bands represent a combination of degradation products or trimers, dimers, and monomers, and which therefore do not represent the functional homotetrameric channel complex 
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[1,2]
. Peptide block of the primary antibody abolished staining that corresponded to specific IKCa protein (Fig. 6C), with bands and block reflecting that present in cultured IKCa-transfected cells 
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[1,2,3]
. Thus, simply stated, antibody specificity in the present study is reflected by mimic of the specific location and block of bands in IKCa transfected cells 
 ADDIN EN.CITE 

[1,2,3]
. Additional IKCa targeted antibodies were also used to probe Western blots, but were found to not optimally identify bands at predicted molecular weights, and / or had significant background (Table S5). The apparent faint appearance of the specific IKCa bands (Fig. 6A) is likely a reflection of the titre and affinity of these antibodies for the IKCa membrane proteins in the mesenteric artery and an indication that the proteins are not highly abundant in the samples which included all membrane material extracted from whole arteries consisting of endothelium, smooth muscle and connective tissue.
It is important to note that the samples for Western blotting are not exclusively composed of plasma membranes and will contain other cellular organelles including mitochondria, lysosomes, peroxisomes, and possibly golgi and endoplasmic reticulum, which may affect the interpretation of the changes in IKCa expression in the present study, particularly as IKCa expression has been described in mitochondria [7].
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