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IHC TIPS

1. To avoid non-specific staining TBS buffers are preferable.

2. PBS buffers can reduce the specific binding abilities of the antibody: some antibodies can bind to 
phosphates in the PBS buffer instead of the target protein giving a false negative or weak 
staining.

3. To reduce non-specific binding, you can add higher concentrations of detergents (e.g. Tween 20) 
to the wash buffers.

4. To reduce non-specific staining do not forget appropriate blocking experiments, like protein 
blocking, biotin blocking and blocking for endogenous enzymes (alkaline phosphatase and 
peroxidase).

5. Do not use normal serum from the primary antibody source, as serum proteins from this source 
will be recognized by the secondary antibody.

6. A blocking buffer as same as secondary is used to minimize chances of secondary antibody 
reacting with the block.

7. The pH of biological samples is mainly controlled by carbonate buffers. For this reason, 
phosphate and citrate buffers are not recommended for buffers that contain calcium ions, as 
phosphate forms an insoluble calcium phosphate precipitate, while citric acid chelates calcium.

8. Microbial contamination of buffer solutions can be prevented by sterilization, filtration or by 
autoclaving the solution; by the addition of 0.02 % (3 mM) sodium azide; by storaging at +4°C; by 
preparing high-concentration stock solutions.

9. Precipitation tends to occur in concentrated TBE buffer solutions (usually 10X) very soon after 
they are prepared. This can be prevented by filtering the solution using a cellulose acetate or 
cellulose nitrate filter (0.2 – 0.45 µm) 

10. The choice of fixation largely depend on the age of the tissue (e.g. neonatal), tissue type (e.g. 
brain) and the nature of the antigen you are interested in (e.g. soluble proteins). 

IHC buffers and chemical:10 useful tips


