SUPPLEMENTAL METHODS AND RESULTS

Receptor binding assay
The in vitro binding of RCD405 to β2-adrenergic, M1, M2 and M3 recombinant receptors (expressed in CHO-cells) was compared to radiolabelled reference ligands to each of the different receptors. The reference ligands used were alprenolol for the adrenergic receptors and atropine for the muscarinic receptors (1-3). 
Assay to measure effects on isolated mitochondrial OXPHOS complexes 
The MitoTox™ Complete OXPHOS Activity Assay Kit (Abcam, Cambridge, UK) was used to study the effects of RCD405 on mitochondrial OXPHOS complexes as per the instructions provided by the manufacturer.


SUPPLEMENTAL RESULTS
Binding assay
The total binding at 100 µM of RCD405 was 19.0% for the β2-adrenergic receptor and 11.1, 3.2 and -5.7% (mean values, n=2) for the M1, M2 and M3 receptors, respectively (Supplementary figure 10). All values below 25% were considered not significant and within normal variability.

Effects of RCD405 on isolated mitochondrial OXPHOS complexes 
Effects from RCD405 on mitochondrial OXPHOS complexes I, II, IV and V (Supplementary figure 11). Data for complex II&III are not shown since the progression of the assay was too fast and the substrate was consumed before the reaction ended. No inhibition of complex I by RCD405 was observed. Since the progression of the assay for complex III was very fast, the substrate was most likely completely consumed before the reaction ended, and the results should therefore be interpreted with caution. 
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