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Figure S1 Fig- ELISA analysis of a K18 P301L Tau fibril preparation supernatant fraction. 
K18 (P301L) tau (1 mg/mL) is fibrillized and after the ultracentrifugation, the supernatant fraction was kept for analysis of remaining K18 monomers. This was measured by a MYC/PT76-HRPO sandwich ELISA on different dilutions of supernatant (SN, blue curve) compared to different amounts of monomeric K18 (green curve) as calibrant. Plates were coated with mouse anti-MYC (produced in house). After washing and blocking using 0.1 % casein, wells were incubated with indicated dilutions of SN or monomeric K18 (a). Panel (b) shows the conversion into concentration of monomeric K18. Immunocaptured K18 was detected using HRP-labelled PT76 and a TMB peroxidase EIA substrate kit (BioRad) according to the manufacturers’ instructions. Data are expressed as signal – background (n=2) from a representative experiment. The background value is determined by the signal obtained in the absence of K18. From graphs in panel (a) it can be observed that signals in SN were only measured in low-diluted samples. Calculation using the calibration curve in panel (b) revealed that from the 1mg/mL K18 applied in the reaction, only 20.9 (± 7.68) µg/mL (about 2%) remained in the supernatant.
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Figure S2 – Comparison of Tg P301S mouse seeds and human AD-brain seeds detection in Western blotting quantified by recombinant tau loading control (2N4R tau).
(A) Fluorescent hTau10 - Alexa 555 (represented with green fluorescence) Western Blot total tau quantification of tau seeds derived from P301S tau Tg mouse brainstem (3.83 µL (1) or 0.96 µL (2)) and spinal cord (3.93 µL (3, 5) or 0.96 µL (4)) or from human AD-brain (3.83 µL (6) or 0.96 µL (7)). Indicated amounts of 2N4R tau are used as calibration curve. Extracts 3/4 and 5 are from different pools of spinal cords. Bands indicated with a, b and c,d,e are indicative for an equal amount of tau present in the different aggregate preps. (B) This is confirmed by analysing different dilutions of P301S Tau and AD brain-derived PHFs with the aggregation selective PT51/PT51 MSD assay.
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Fig S3 Effect of sonication on seeding efficiency in vitro
Analysis of in vitro aggregation of recombinant full length tau in the absence (black curve) or presence of pre-formed tau fibrils (different colours indicate the percentage) was performed as described in https://www.jove.com/t/58570/in-vitro-assay-for-studying-aggregation-tau-protein-drug. Graphs A and B show the real-time measurements in without or with sonication respectively. From these curves, it can be observed that in the presence of 2.5 % of tau seeds (dark blue curve, panel A) fluorescence intensity reached a maximum after 5h while after sonication this can be reached in the same timeframe in the presence of 0.16% or tau seeds.  
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