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Bradford assay 

Purpose: Protein quantification 

1. Dilute BSA to different concentrations with PBS buffer. 

2. Add each concentration of BSA into a 96-well plate. 

3. Add 200μl Coomassie Brilliant Blue G-250 to each well and 

measure the OD600 to construct a standard curve. 

4. Repeat the above steps and replace the BSA with protein 

sample. 

5. Make a standard curve with R2 value greater than 0.99 and 

calculate the sample concentration. 
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SDS page 
1. The following is required for 10% resolving gel, 5ml of gel 

solution was prepared 

1.5 M Tris-HCl 1.3ml 

10% (w/v) pH 8.8 SDS 50μl 

29:1 acrylamide mix 1.275ml 

ddH2O To 5ml 

The following is required for resolving gel polymerization 

10% Ammonium persulfate (APS) 50μl 

N,N,N’,N’ tetramethylethylenediamine (TEMED) 4μl 

2. The resolving gel was covered with an appropriate volume of 

sterile-water to prevent evaporation and resulted in a clear line 
when polymerization was complete. 

3. The following is required for preparing stacking gel  

1.0 M Tris-HCl 0.25ml 

10% (w/v) pH 6.8 SDS 20μl 

29:1 acrylamide mix 0.2475ml 

ddH2O To 2ml 

The following is required for stacking gel polymerization 

10% Ammonium persulfate (APS) 20μl 

N,N,N’,N’ tetramethylethylenediamine (TEMED) 2μl 

4. After resolving gel completely polymerized, discard the sterile- 
water. Pour the stacking gel solution and insert a comb 

immediately into the stacking gel to polymerize for at least 30 

minutes. 

5. The following is required for the preparation of the protein 

samples 

Protein sample 2 mg (diluted with PBS) 

5X SDS sample buffer 6 μl 

The samples were heated at 98℃ for 15 minutes. 
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6. The protein samples and the protein ladder (BLUelf Prestained 
Protein Ladder, GeneDireX) were loaded and electrophoresis 

with 0.02A. 

SDS-PAGE was performed with 1X SDS-running buffer [25 mM 
Tris-base, 192 mM glycine, 0.1% (w/v) SDS, pH 8.3] using the Bio-

Rad MiniPROTEAN® Tetra gel system. 
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Protein concentration 
1. Contrifuge all protein samples and take the supernatant. 
2. Take a new centrifuge tube and install the syringe filter. 

3. Slowly inject the supernatant into the filter with a syringe. 

4. Transfer the filtered protein to a suitable concentration kit and 
centrifuge several times to concentrate. 

 

 

 

 

 

 

Dialysis Method 

Purpose: Remove Urea from proteins 

1. Put filtered protein into the semipermeable membrane. 

2. Put semipermeable membranes in solutions of different Urea 

concentrations. 

※Use Tris buffer to dilute the Urea. The solution concentration 
goes from high to low, and finally to 0. 

 

 

 

 


