
 

 

 
 
Prepare Columns 

 
1. Prepare slurry and beads (already done) 

 
Prepare the cell lysate  (freezing and heating) 
  1. Make sample tubes for each of your samples with 400ul TEG (Tris EDTA   Glucose) 
 2.  Add 250 ul of sample to each new tube with TEG 
 3.Place in -20C freezer on side for 15min to freeze 
 4. Remove from freezer and add place in 37C water bath until thawed 
 5.Repeat 5-6 times of heating and freezing cycles 
 6. Centrifuge for 10min  
 7.  Collect 500ul of supernatant (lysate) to be used in Purification step 
 
  Column  Purification: 

 



Washing: 
After binding:  
Wash  beads with 1ml of Ni-Column His Binding Buffer, save flow through wash in one 
fraction(tube) 
Wash the column with 2ml of His Wash buffer (to remove weakly bound proteins) 
 
 
Elution: (collecting Samples) 
Elute the protein with 500ul  of His Elution Buffer (so this 10times) keep each fraction in 
separate tube for analysis in SDS PAGE (label tubes 1-10 and place in gel in that order) 
 
Let tubes sit at room temperature overnight or in 4C for two days 
 
Analyze using 12% SDS Page  
 
 
 


