Preparation of Human Brain Extracts: 

10% w/v brain lysate 
100mg of human brain tissue was homogenized in 1ml PBS in a final concentration of 10% (w/v), containing protease and phosphatase inhibitors in a gentle-MACS Octo Dissociator (Miltenyi BioTec) and stored at -80°C prior to use.

PBS Soluble tau 
PBS soluble tau was prepared as previously described (1). 50mg of dissected human tissue was homogenized in 500μl of PBS containing protease and phosphatase inhibitors in a gentle-MACS Octo Dissociator (Miltenyi BioTec). After transferring the homogenate to a low protein binding tube, it was centrifuged at 10,000g for 10 minutes at 4°C. The supernatant was collected and stored at -80°C.

0.1% Sarkosyl-Insoluble tau 
0.1% SI tau was prepared as previously described (2). 1g of human brain tissue was homogenized in 10 volumes (w/v) extraction buffer consisting of 10mM Tris-HCl, 0.8 M NaCl, 10% sucrose and 1 mM EGTA with protease/phosphatase inhibitors for two minutes using the gentle-MACS Octo Dissociator (Miltenyi BioTec). The homogenate was then centrifuged at 20,000 x g for 20 minutes at 4°C. Supernatant (S1) was kept, and low spin pellets were resuspended in the same buffer for centrifugation and supernatant (S2) was pooled with S1. Pellets were discarded and sarkosyl was added to the pooled supernatant to reach 0.1% (w/v) sarkosyl which was rotated for 1 hour at room temperature then centrifuged at 100,000 x g for 60 minutes at 4°C. The supernatant was discarded, and the higher spin pellets were finally resuspended in a small volume of PBS and stored at -80°C.

1% Sarkosyl-Insoluble tau 
1% SI tau was prepared as previously described(2–7). 2g of human brain tissue was homogenized in 9 volumes (w/v) of extraction buffer consisting of 10 mM Tris-HCl, 0.8 M NaCl, Ph 7.4, 0.1% sarkosyl, 10% sucrose and 1 mM EDTA with protease/phosphatase inhibitors for two minutes using the gentle-MACS Octo Dissociator (Miltenyi BioTec). The homogenate was then centrifuged at 10,000 x g for 10 minutes at 4°C. Supernatant (S1) was kept, and low spin pellets were subjected to two rounds of resuspension in the extraction buffer and centrifugation. Supernatants, S1, S2 and S3 were pooled together. Pellets were discarded and sarkosyl was added to the pooled supernatant to reach 1% (w/v) sarkosyl which was rotated for 1 hour at room temperature then centrifuged at 300,000 x g for 60 minutes at 4°C. Supernatant (S4) was discarded and the pellet was resuspended in PBS followed by sonication for 1 minute at 50 W using the QSonica. The sample was centrifuged at 10,000 x g for 30 minutes at 4°C. The supernatant was kept and stored at -80°C.

2% Sarkosyl-Insoluble tau 
1% SI tau was prepared as previously described(8). 2g of human brain tissue was homogenized in 10 volumes (w/v) suspension buffer consisting of 10 mM Tris-HCl, 0.8 M NaCl, pH 7.4, 10% sucrose and 1 mM EGTA with protease/phosphatase inhibitors for two minutes using the gentle-MACS Octo Dissociator (Miltenyi BioTec). Sarkosyl was added to the homogenate to reach 2% (w/v) sarkosyl which was incubated for 30 minutes at 37°C, then centrifuged at 20,000 x g for 20 minutes at 4°C. The low spin pellet was discarded and supernatant (S1) was centrifuged at 100,000 x g for 30 minutes at 4°C. Supernatant (S2) was discarded and the pellet was resuspended in same buffer, and centrifuged at 10,000 x g for 15 minutes at 4°C. Supernatant (S3) was kept and diluted in buffer containing 0.05M Tris-HCl, 0.15 M NaCl, pH 7.4, 10% sucrose and 0.2% sarkosyl, and centrifuged at 166,000 x g for 40 minutes at 4°C. Supernatant (S4) was discarded and the pellet was resuspended in PBS and stored at -80°C.
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