
Primary Antibody Incubation
Mia Till, adapted from Hannah Reid's Protocol
March 2025

This is the sixth section of the Western Blot Protocol. This protocol has nine sections. 

Purpose: To bind a primary antibody against your protein of interest. 

If the membrane is dry, reopen 
it in methanol for 30s, shaking 

at RT. 

Place the blot in blocking 
buffer (1x TBST with 5% BSA) 

for 1hr, shaking at RT. 

Place the blot in TBST for 
5min, shaking at RT. 

+

Pipette your desired amount of 
primary antibody into a 15ml 

tube, diluting in blocking 
buffer. Vortex to mix. 

Pour the diluted antibody 
onto the front of the blot. 

Place the blot on 
a shaker at 4°C 
for your desired 

incubation period. 
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