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Supplementary Fig. S1. Both halves of venus are needed for the reconstitution of 
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the fluorophore. a. Representative pictures and histogram of the flow cytometry for aSyn 

EGFP showing similar results to the ones obtained in cotransfection. Cells with a value of 

fluorescence intensity above 120 random fluorescence units are considered positive.  

Scale bar 200 µm. b Histograms of the flow cytometry for the stable cell lines show no 

positive cells. Cells with a value of fluorescence intensity above 120 random fluorescence 

units are considered positive. c. Co-transfection combinations show percentages of 

positive cells above 30% d. Negative controls show less than 0.2% positive cells. Error 

bars represent SD. 
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Supplementary Fig. S2. Tau is secreted in sarkosyl soluble and insoluble fractions. 

a. Western blot showing different tau BiFC fragments in cotransfected cells and co-

cultured cells in sarkosyl soluble (sol) and insoluble fractions (ins) and phosphorylation of 
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serine 262, serine 396 and serine 404. Full length blots are presented in Supplementary 

Fig. S6F-I. b. Western blot showing different tau BiFC fragments, alone, cotransfected and 

in co-culture, present in cell media in the sarkosyl soluble and insoluble fractions. Full 

length blots are presented in Supplementary Fig. S6j-m. 



6 

 

 

Supplementary Fig. S3. Treatment with anle138b inhibits aSyn aggregation without 

altering protein expression. a. Flow cytometry results show that treatment with anle138b 

does not lead to a significant decrease in the percentage of positive cells. b. Flow 
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cytometry results showing fluorescence intensity levels obtained in cells treated with 

vehicle and anle138b. c. Western blots of transfected and non-co-cultured cells treated 

and non-treated with anle138b. Full length blots are presented in Supplementary Fig. S6n. 

d. Western blots of transfected and co-cultured cells treated with anle138b. Full length 

blots are presented in Supplementary Fig. S6o. e. Western blot results of normalized 

optical density per beta-actin obtained in cells treated with vehicle and Anle138b showing 

that treatment with Anle138b does not lead to significant changes in protein expression 

(N=4). f. Flow cytometry results showing the percentage of positive cells in co-transfected 

cells and in co-cultured cells. g. HTRF results for the normalized ratio 665/620 in cells 

treated with vehicle and anle138b. Treatment with anle138b does not lead to a significant 

decrease in protein aggregation levels 12 hours after administration in comparison with 

cells treated with vehicle. Positive control shows a significantly higher value than the 

negative control. (N=4) h. Flow cytometry results for the normalized fluorescence intensity 

show no statistically significant differences (N=3). * p< 0.05 in comparison with the control. 

$ p<0.05 in comparison with monomeric aSyn + vehicle. Error bars represent SD. 
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Supplementary Fig. S4. Treatment with EGCG inhibits aSyn aggregation without 

altering protein expression. a. Flow cytometry results showing the percentage of positive 

cells treated with EGCG. Treatment with EGCG does not lead to a significant decrease in 
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the percentage of positive cells. b. Flow cytometry levels of fluorescence intensity obtained 

in cells treated and untreated with EGCG. Treatment with EGCG does not lead to a 

significant decrease in fluorescence intensity. c. Western blot of transfected and non-co-

cultured cells treated and non-treated with EGCG. Full length blots are presented in 

Supplementary Fig. S6r. d. Western blot of transfected and co-cultured cells treated with 

EGCG. Full length blots are presented in Supplementary Fig. S6s. e. Western blot 

quantification of the normalized optical density per beta-actin obtained in cells treated and 

untreated with EGCG showing no significant differences between treated and untreated 

cells (N=3). f. Flow cytometry results showing the percentage of positive cells in co-

transfected cells and in co-cultured cells. g. HTRF measurements of the normalized ratio 

665/620 in cells treated and untreated with EGCG. The positive control shows a 

significantly higher value than the negative control (N=4). h. Flow cytometry results for the 

normalized fluorescence intensity show no statistically significant differences (N=3).* p< 

0.05 in comparison with the control. Error bars represent SD. 
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Supplementary Fig. S5. Treatment with fulvic acid inhibits tau aggregation without 

altering protein levels. a. Flow cytometry results showing the percentage of positive cells 

when treated with vehicle and fulvic acid. Treatment with fulvic acid does not lead to a 
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significant decrease in the percentage of positive cells. b. Flow cytometry levels of 

fluorescence intensity levels obtained in cells treated with vehicle and fulvic acid. c. 

Western blot analysis of transfected and non-co-cultured cells treated and non-treated with 

fulvic acid. Full length blots are presented in Supplementary Fig. S6p. d. Western blot of 

transfected and co-cultured cells treated with fulvic acid. Full length blots are presented in 

Supplementary Fig. S6q. e. Western blot quantification of the normalized optical density 

per beta-actin obtained in cells treated with vehicle and fulvic acid showing no significant 

differences between cells treated with vehicle or with fulvic acid (N=3). f. Flow cytometry 

results showing the percentage of positive cells in co-transfected cells and in co-cultured 

cells. g. HTRF values obtained for the normalized ratio 665/620 in cells treated with 

vehicle and fulvic acid. Positive control shows a significantly higher value than negative 

control (N=4). h. Flow cytometry results for the normalized fluorescence intensity show no 

statistically significant differences (N=3)* p< 0.05 in comparison with the control. $ p<0.05 

in comparison with monomeric tau K18 + vehicle. Error bars represent SD. 
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Supplementary Fig. S6. Full length blots. a. Full lengh blots of the cropped image from 

Fig. 1e. b. Full length blots of the cropped image from Fig. 1f. c. Full length blots of the 

cropped image from Fig. 2a. d. Full length blots of the cropped image from Fig. 2b. e. Full 
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length blots of the cropped image from Fig. 4h. Image is presented as an overlay of the full 

blot blot and the marker. f-i. Full length blots of the cropped images from Supplementary 

Fig. S2a. j-m. Full length blots of the cropped images from Supplementary Fig. S2b. n. Full 

length blots of the cropped images from Supplementary Fig.S3c. o. Full length blots of the 

cropped images from Supplementary Fig. S3d. p. Full length blots of the cropped images 

from Supplementary Fig. S4c. q. Full length blots of the cropped images from 

Supplementary Fig. S4d. r. Full length blots of the cropped images from Supplementary 

Fig. S5c. s. Full length blots of the cropped images from Supplementary Fig. S5d. 

Asterisks (*) indicate co-cultured cells. 
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Supplementary Fig. S7. a.De visu assessment of dynasore activity at 1 μM. There is an 

apparent higher number of fluorescent cells per field when cells are treated with 1 μM in 

comparison with 10 1 μM, pointing to dose-dependent effects. Scale bar: 23 μm. b.Full 
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length blots of PK digestions from tau BiFC co-cultured cells treated with anle138b or 

vehicle. c. Full length blots of PK digestions from tau BiFC co-cultured cells treated with 

EGCG or vehicle. d. Full length blots of PK digestions from aSyn BiFC co-cultured cells 

treated with fulvic acid or vehicle. e. Full length blots of PK digestions from tau BiFC cells 

treated with anle138b or vehicle. f. Full length blots of PK digestions from tau BiFC cells 

treated with EGCG or vehicle. g. Full length blots of PK digestions from aSyn BiFC cells 

treated with fulvic acid or vehicle. 

 


