Immunohistochemistry (ABC)

References:


Vector ABC kit.

Summary:


A specific primary antibody will bind an antigen.   Then, a biotinylated secondary antibody will attach to the primary antibody.  Next, Avidin-Biotin Complex (ABC) with Horseradish Peroxidase (HRP) will affix to the biotinylated secondary antibody forming an enzyme complex.  DAB or VIP, a substrate of the enzyme complex, can be detected.

Procedure:
1. Take slides out in the cold room.

2. Leave the chosen slides at room temperature just until the frost evaporates.

3. Outline the tissue section with a Pap pen.

4. Hydrate in 1x PBS for 5 minutes

5. Block with 5% Normal Goat Serum (NGS) in 1x PBS + 0.3% triton-X (PBST) for 30 minutes at room temperature.

6. Incubate overnight at 4oC with primary antibody in PBST.

7. Rinse for 10 seconds, 1x PBS.  Then 3 times in 1x PBS for 8 minutes each.

8. Incubate for 1 hour in room temperature, properly diluting biotinylated secondary antibody in PBST.

9. Rinse 3 times in 1x PBS for 8 minutes each.

10. Incubate for at least 1 hour in room temperature with ABC mix (1 drop of “A”, 1 drop of “B” per 5 ml 1x PBS).

11. Remove the ABC mix and add VIP.  Watch for desired staining under the stereoscope.  Once preferred staining is achieved, stop the reaction by dipping in 1x PBS.

12. Wash once with 1x PBS for 2 minutes.  Then, twice with H2O at 2 minutes each.

13. Thoroughly dry slides.

14. Dehydrate:

75% ethanol for 3 minutes








95% ethanol for 3 minutes








100% ethanol for 3 minutes








100% ethanol for 3 minutes








Xylene for 3 minutes









Xylene for 3 minutes









Xylene for 45 minutes 

15. Coverslip with permount.

16. Leave at room temperature for slides to dry.

