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Suppl. Figure 1: Illustration of thresholding, segmentation and FRET calculation. a) Tau/Tau 

double-stains were imaged and analyzed as described in the Methods section. Borders of 

thresholded objects are depicted as lines in the donor and acceptor detection channel as 

indicated. The overlap image shows the colocalizing area in yellow with black boundary. The 

result of the watershed segmentation is shown in the next panel with numbers of the identified 

objects. A corrected FRET image (FRETc) is shown in pseudo-color mode. b) Results of 

NFRET and object Pearson coefficient calculation are depicted as bubble graph with the size 

of a recognized object represented by the area of the bubble and the numbers referring to the 

object numbers in a).  

 

 

  



 
Suppl. Figure 2: Validation of the colocalization analysis in a well-defined cell culture model 

using spectrally distinct fluorescent proteins with known localization to mitochondria (mito) or 

endoplasmic reticulum (ER). A) HEK293 cells were transfected with expression constructs and 

imaged as described in Moser et al. 2017 (Ref 14). B) The Pearson’s coefficient for identified 

objects is plotted (mean + SEM, n>162) for the compartments described in (A). C) 

Quantification of a normalized, corrected FRET values (NFRET) for HEK 293 cells transfected 

with a mix of non-interacting CFP and YFP proteins (CFP/YFP), a CFP-YFP fusion protein 

(ECYFP) with strong FRET and two different known homo-oligomer forming proteins: CFP- 

and YFP-TRAF2 (TRAF2/TRAF2) as well as CFP- and YFP-TNFR2 (TNFR2/TNFR2).  



 

 

Suppl. Figure 3: Application of the novel proximity ligation assay. (a) double-labeling 

phosphorylated-tau (pTau) and pTau, positive control. (b) double-labeling α-syn and 

ubiquitin, positive control. (c) double-labeling ph-TDP-43 and pTau. (d-f) double-labeled α-

syn and pTau. Bar = 10m 

 


