Immunocytochemistry on Paraffin Sections (ICC)

DAY 1  

1. Deparaffinize sections.
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2. Quick rinse PBS.  5 minute rinse PBS.

3. Carefully wipe slide around sections.  Outline sections with hydrophobic pen.  Do only 2 slides at a time so sections don’t dry out.  Sections always need to be kept moist.

4. Incubate slides in 4% Normal Serum for 20 minutes in humid chamber. (Use blocking serum from species secondary antibody is made in; for example for a mouse monoclonal primary antibody detected with a horse anti mouse secondary antibody, block in horse serum.) 

5. Blot off Normal Serum.  Only do 2 slides at a time.

6. Incubate with primary antibody overnight at 4oC in humid chamber.

*Do a section with no primary antibody to test what the background will be with fluorescent secondary antibody only.

DAY 2  

7. Quick rinse PBS.

8. 5 minute rinse PBS.

9. Incubate with Secondary Antibody 1 hour at room temperature in dark, humid chamber.  All following steps need to be done in the dark.

Alexa Fluor secondary antibody.  Choose appropriate antibody to detect primary antibody.  Dilute 1:300 in TAB. 

10. Quick rinse PBS.  5 minute rinse PBS.

11. 2-3 quick rinses ddH2O.

12. Coverslip with FluorSave Reagent (Calbiochem Catalog # 345789).  Store slides in the dark.

Solutions for Fluorescence ICC

1. PBS

a. Make 1L 0.1M NaH2PO4 (monobasic) by adding 13.8g NaH2PO4 to about 950ml ddH2O.  q.s. volume to 1L.

b. Make 1L 0.1M Na2HPO4 (dibasic) by adding 14.2g Na2HPO4 into about 950ml 

c. Add 9g NaCl to the 1L of dibasic sodium phosphate.  Stir well to dissolve. Monobasic sodium phosphate to adjust pH to 7.4.

d. Use ddH2O. q.s. volume to 1L.

e. Recheck pH.

To about 900ml ddH2O, add 13.22g Tris HCl + 1.94g Tris Base. Adjust pH to 7.4.  Stir.  Adjust final volume to 1L with ddH2O

2. PBS/BSA Solution(Tris/Bovine Serum Albumin)

To 250ml Tris Buffer solution add 1.25g BSA (warm BSA to room temperature before weighing).  Stir to dissolve.  Adjust pH to 7.4.

3. PAB Solution (Tris Azide BSA)

50ml PBS/BSA + 500l 10% Sodium Azide in ddH2O.

4. 4% Normal Horse Serum

0.5ml Normal Horse Serum + 12ml TAB

