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Supplemental Figure III. Exclusive S100A1 clathrin- and caveolin-independent internalization 
by fibroblasts and interaction with intracellular Toll-like receptor 4. A, Smooth muscle and 
endothelial cells show no uptake of rhodamine-labelled S100A1 (rho-S100A1: red). Counterstaining 
with smooth muscle actin (SMA: green) and endothelial NO synthase (eNOS: green). B, Cardiac 
fibroblasts with defective clathrin endocytosis (upper panel) or caveolin endocytosis (lower panel) 
still internalize rho-S100A1 (red). Cells were transfected with dominant-negative mutants for clathrin 
and caveolin, respectively, GFP (green) confirmed mutant expression. C, S100A1 uptake by 
cardiac fibroblasts was abolished in the presence of macropinocytosis-inhibitor amiloride. D,
Representative proximity ligation assay images (Duolink®) showing molecular binding of S100A1 to 
intracellular Toll-like receptor 4 (TLR4) (far left). Red dots represent spots of protein-protein 
interaction (DAPI: blue). S100A1+GAPDH and TLR4+GAPDH served as negative controls (no 
signal). Usage of phospho-ERK1/2 and ERK1/2 antibodies directed against different epitopes of the 
same protein served as positive control (far right). 
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