Double Label Fluorescent Immunohistochemistry on Paraffin Sections (ICC)

DAY 1  

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

3. 20 minute block in 4% Normal Serum for first primary Ab.  For Alexa fluor secondary antibodies, usually goat serum because secondary for monoclonals is goat anti mouse and secondary for polyclonals is goat anti rabbit.

4. 20 minute block in 4% Normal Serum for second primary Ab if secondary source is different.

5. Blot off Normal Serum.  Incubate with first primary antibody overnight at 4oC in humid chamber.

Controls:

(1) No primary antibodies to test what the background will be with fluorescent secondary antibodies only. 

(2) First primary antibody alone with both secondaries, to check for specificity and cross reactivity of secondaries with primaries.

(3) Second primary antibody alone with both secondaries.

DAY 2  

6. Quick rinse PBS Buffer.  5 minute rinse PBS Buffer.

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

For monoclonals Alexa Fluor 594 Goat anti Mouse IgG Conjugate (red).  Dilute 1:300 in TAB.  

For polyclonals, Alexa Fluor 488 Goat anti Rabbit IgG Conjugate (green) Try at 1:300.  Both could be used more dilute.  Section with no primary antibody will show background.

8. Quick rinse PBS Buffer.  5 minute rinse PBS Buffer.

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

DAY 3

10. Quick rinse PBS Buffer.  5 minute rinse PBS Buffer.

11. Incubate with Secondary Antibody 1 hour at room temperature in dark, humid chamber.  
For monoclonals Alexa Fluor 594 Goat anti Mouse IgG Conjugate (red).  Dilute 1:300 in TAB.  For polyclonals, Alexa Fluor 488 Goat anti Rabbit IgG Conjugate (green) 1:300 in TAB.  

12. Quick rinse PBS Buffer.  5 minute rinse PBS Buffer.

13. Quick rinse dH2O.

14. Coverslip using Fluorsave.

15. Store in dark at room temperature until dry.  Then store in the dark at 4oC.

Solutions for Fluorescence ICC

TAB Solution (Tris Azide BSA)

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

4% Normal Horse Serum

0.5ml Normal Horse Serum + 12ml TAB

4% Normal Goat Serum

0.5ml Normal Goat Serum + 12ml TAB

