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1.3 Inhibitor solutions: Dilute inhibitors (Components D and E) from the 10mM stock solution to 
1mM using the assay buffer (Component A). 100 µl of the assay mixture will require 5 µl of 
the diluted inhibitor to achieve 50µM final concentration. Add 5 µl of the 1mM inhibitor 
solution into each of the inhibitor control well.  

 

2. Set up the fibrillation reaction 
2.1 Add 10 µl of 2mM ThT (from Step 1.1) into each well. 

2.2 Add test samples and controls to the microplate wells. The suggested volume of Aβ40 peptide 
solution is 85 µl and 5 µl of the test compound. 

2.3 Simultaneously set up the following control wells as deemed necessary:  

 

 Inhibitor control contains Aβ40 (from Step 1.2) and aggregation inhibitor supplied in the  
Kit, either Morin or Phenol Red (Components D or E), at 50 µM final concentration.  

   Positive control contains Aβ40 (from Step 1.2) without inhibitor. 

 Vehicle control contains assay buffer (Component A) and the vehicle used in delivering test 
compound (i.e. DMSO, concentration not to exceed 1%). 

 Test Compound contains Aβ40 peptide (from Step 1.2) and test compound.   

   Test Compound Control contains assay buffer (Component A) and test compound only. 

  Blank contains assay buffer (Component A) only.   

       2.4    Bring the total volume of all samples to 100 µl using assay buffer (Component A).  

3. Run Fibrillation Assay 
 3.1    Immediately start measuring fluorescence at 37ºC with Ex/Em=440 nm/484 nm and              

shake for 15 sec between reads to facilitate aggregation. Read every 5 or 10 minutes.  
 Note: If temperature control is unavailable in the fluorescence reader, incubate plate in 37 ºC incubator between reads. Protect     

plate from light.  

4. Analysis of Data 
4.1 The fluorescence reading from the blank control wells is used as the background fluorescence. 

This background reading should be subtracted from the readings of the other wells.  All 
fluorescence readings are expressed in relative fluorescence units (RFU). 

 
4.2     Plot fibrillation kinetics curve as RFU versus fibrillation time.   

4.3     Determine inhibition %, IC50, etc. 
___________________________________________________________________ 
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