
 
Western blotting 
(Detection of a protein with HisTag) 
 
1.      Do SDS-PAGE electrophoreis. 
2.      Cut 6 filter papers and one nitrocellose membrane (or PVDF membrane). 
3.      Soak membrane with isopropanol (2-propanol) for 4 to 5 minutes. 
4.      Soak filter papers, and membrane with transfer buffer. 
5.      Prepare the transfer sandwich on transfer apparatus. 
            3 filter papers 
            SDS gel 
            membrane 
            3 filter papers 
6.      Soak sandwich with few drops of transfer buffer. 
7.      Remove air bubbles by rolling a glass tube on the sandwich. 
8.      Close the apparatus, connect power supply and run for 55 minutes at 60mA,30 V. 
9.      Incubate membrane with 10 ml blocking buffer (2% BSA in PBST) 
        ●Incubate on shaker at RT for one hour or overnight at 4C. 
10.    Wash 3 times with 10ml of PBST buffer. 
11.    Add 10 µl of Ni-NTA-HRP conjugate into 10 ml of PBST and incubate on shaker for 1 
to 2   
         hours at room temperature. 
12.    Wash 3 times 5 to 10 minutes each in PBST. 
13.    Add 5 ml substrate (1.6µl of 30% H2O2(final conc. 0.01%) in 4.98 ml of 4-chloro-1- 
nephtol                           per blot           
14.    Do not shake blots during the color development. 
15.    Stop the reaction by rinsing the membrane twice in water. 
16.    Dry the membrane and photograph as soon as possible. 
  
  
i-NTA HRP Conjugate is used to detect recombinant proteins carrying His tags without the 
need for antibodies. The Ni-NTA moiety binds to a protein's His tag and the complex is 
localized using chromogenic substrates that react with conjugated horseradish peroxidase 
(HRP). 
HRP oxidase the substrate (4-chloro-1-nepthol) by using hydrogen peroxidase as the 
oxidizing agent. 
 
Western transfer buffer – 1L 
25mM Tris (3,025g) 
150 mM glycine (11,25g) 
10% isopropanol (100ml) 
  
PBST (0.05% (v/v) Tween 20 in 1x PBS) 
Add 500 ul of Tween 20 in 1L 1xPBS 
 
 


