Immunohistochemistry (BrdU Double Label)

References:

Vector Laboratories and Molecular Probes.

Summary:

A specific primary antibody will bind an antigen. Then, a fluorescent-labeled secondary antibody will attach to the primary antibody. A filtered UV light is then used to excite the electrons, causing the fluorescence.

Procedure:

14. 1.
Choose desired slides (paraformaldyhyde-fixed, 10 micron thick crysections).

15. 2.
Leave the chosen slides at room temperature just until the frost melts.

3.
Hydrate slides in 1x PBS for 10 seconds.

16. 4.
Put slides into 0.01 M Sodium Citrate (pH 6.0), microwave just to a boil, and let cool for 5 minutes.

5.
Repeat Step 4 two more times (three times total).

6. Rinse the slides 3 times in 1x PBS for 8 minutes each. 

7. Incubate slides in 2N HCl at 37oC for 1 hour.

8. Rinse slides 6 times in 1x PBS for 8 minutes each

9.
Outline the tissue section with a Pap pen.

10.
Block with 5% Normal Goat Serum (NGS) in 1x PBS + 0.3% triton-X (PBST) for 30 minutes at room temperature. Optional: 1-2% BSA can be added to PBST.

11.
Incubate overnight at 4oC with primary antibodies: a polyclonal antibody and monoclonal anti-BrdU antibody in PBST.

12.
Rinse for 10 seconds, 1x PBS. Then, rinse 3 times in 1x PBS for 8 minutes each.

13.
Dilute Alexa Fluor 488 (monoclonal-green fluorescent) and Alexa Fluor 594 (polyclonal-red fluorescent) in PBST (Dilution: 1 ul Alexa/200 ul PBST). Add to slides and incubate for 2 hours in room temperature.

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

18. Incubate slides with Dapi Counterstain (1mg/10ml) for 15 minutes at room temperature.

19. Rinse 3 times in 1xPBS for 8 minutes each.
15.
Add Fluorescent Mounting Medium, coverslip, and examine under a fluorescent microscope.

16.
Lastly, seal the edges of covered-slip slides with a clear nail polish. This helps slides retain fluorescence longer during storage.

Comment:

P0.5 mice brains are dissected out and fixed in 4% Paraformaldehyde solution (0.1 M Sodium Phosphate) overnight. The mice brains are then cryoprotected by submerging them in sequence of 10% sucrose solution for 1 hour 20% sucrose solution for 1 hour then, 30% sucrose for 1 hour or until the brain completely sinks. (Times may be longer for larger brains). Finally, the brain is put into 50/50 (30% sucrose/O.C.T. embedding medium) for 15 minutes. The mice brain is quickly embedded into O.C.T. medium on dry ice. After O.C.T. solidifies, brain is stored in -80oC freezer only to be removed when ready to section (10 microns thick) onto slides.

