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Solutions 
 

1. MES Homogenization Buffer:100 mM MES, 0.75 M NaCl, 1 mM EGTA, 0.5 mM MgSO4, pH 
6.5 

2. PHF/NFT Extraction Buffer:10 mM Tris, 10% Sucrose, 0.85M NaCl, 1 mM EGTA, pH 7.4 
3. Tris-HCl: 50 mM Tris, pH 7.4 

 
Abbreviations 
 

1. MES: 2-(N-morpholino)ethanesulfonic acid  
2. PHF: Paired Helical Filament 
3. NFT: Neurofibrillary Tangles 
4. HCl: Hydrochloric Acid 

 
Protocol 

 
1. Homogenize 50-100 mg tissue in 200 µL MES Homogenization Buffer. 
2. Centrifuge at 11,000 x g, 4°C for 20 minutes. 
3. Discard pellet, centrifuge supernatant at 100,000 x g, 4°C for 60 minutes. 
4. Save supernatant, resuspend pellet in 200 µL PHF/NFT Extraction Buffer  
5. Centrifuge at 15,000 x g, 4°C for 20 minutes. 
  Supernatant = Isolated PHFs / small PHF aggregates 
  Pellet = Intact, fragmented NFTs and larger PHF aggregates 
6. Save supernatant, re-extract pellet in PHF/NFT Extraction Buffer and centrifuge at 15,000 

x g, 4°C for 20 minutes. 
7. Pool supernatants and add 1% Sarkosyl and mix by agitation at RT. 
8. Centrifuge 100,000 x g, 4°C for 60 minutes. 
9. Resuspend pellet in 50 mM Tris-HCl pH 7.4 Buffer using 1 µL buffer for each mg of initial 

tissue. Label as “NFT Prep”. 


