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Supplemental Digital Content 2, Figure: Measurements of oxygen consumption in permeabilized cells
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Cells were collected, counted, and resuspended to cell density of 0.4x106 cells/ml in a mitochondrial respiration buffer containing 110 mM sucrose, 60 mM K-lactobionate, 20 mM taurine, 0.5 mM EGTA, 3 mM MgCl2.6H2O, 10 mM KH2PO4, 20 mM HEPES, and 1 g/l bovine serum albumin (pH 7.1).  After addition of glutamate (10 mM)/malate (2 mM), the cells were permeabilized with 2 g/ml digitonin. The concentration of digitonin used had been prior determined to give optimum permeabilization without any significant damage to the mitochondrial outer membrane (less than 20% stimulation by cytochrome c addition).  A sequential addition of multiple substrates and inhibitors was used to evaluate mitochondrial complex function.  The order of these additions (final concentration in chamber) was: adenosine diphosphate (ADP; 5 mM), cytochrome c (10 M), succinate (10 mM), carbonyl cyanide p-(trifluoro-methoxy) phenyl-hydrazone (FCCP; 0.1-0.2 M), rotenone (0.5 M), antimycin A (2.5 M), ascorbate (2 mM)/ tetramethylphenylenediamine dihydrochloride (TMPD; 0.5 mM), and azide (100 mM).  Respiration rates were corrected for non-mitochondrial respiration after inhibition of complexes I, II, and III with rotenone and antimycin A.  For complex IV respiration, the background measured in the presence of azide was substracted.  Re-aerations were performed when necessary to avoid limitation of oxygen delivery.  The complete protocol is illustrated in the figure.
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