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Tissue Preparation 
1. Perfuse transcardially the animal (rat or mouse) with ice-cold PBS (pH 7.2-7.6), followed by freshly 

made 4% paraformaldehyde fixative solution in PBS 

2. Postfix the removed brain in the same 4% paraformaldehyde fixative solution in PBS (4°C for 16 - 24 

hours) 

3. Cryoprotect the tissue by immersing it in sucrose solution in PBS (15%, for 24 hours followed by 30% 

until tissue sinks, may take from 48 hours up to 1 week). 

4. Cut 40 – 50 µm sections on a cryostat. 

5. Keep sections in PBS + 0.05 M NaN3 at 4°C until they are taken for staining. During the staining 

process, the sections should never be allowed to dry out. 

 

Immunofluorescent Staining 
1. Rinse  sections with PBS. 

2. Block and Permeabilize sections in 10% normal animal serum (serum of the species the secondary 

antibody was made in), 1% Triton-X100 in PBS for 1 hour with slight agitation. 

3. Incubate sections with the primary antibody diluted in 1% normal animal serum , 0.1% Triton-X100 in 

PBS at 4°C overnight with slight agitation. Use primary antibody at 1:20,000-1:50,000 dilution. At 

lower dilutions (1:2,000-1:5,000) non-specific staining may be observed. 

4. Rinse  sections 3 times with PBS, first rinse is quick, but wait 5 minutes between each subsequent 

rinses. This step is to wash away unbound primary antibody. 

5. Add fluorochrome-conjugated anti-rabbit secondary antibody, diluted 1:2,000 in 1% normal animal 

serum, 0.1% Triton-X100 in PBS, and can add nuclear DNA staining dye to visualize cell nuclei (eg., 

Hoechst or DAPI, refer to manufacturer for recommended dilutions). Cover plate with foil and incubate 

2 hours at room temperature with slight agitation.  

6. Rinse  sections 4 times with PBS, first rinse is quick, but wait 5-10 minutes between each subsequent 

rinses. 

7. Mount sections on clean glass slides with glycerol-base mounting medium and cover it with coverslip. 

Store slides at 4°C until imaging. 

 


