Immunocytochemistry on Paraffin Sections (ICC) ABC Method

VDAC with Citrate Pretreatment
DAY 1 Deparaffinize sections.
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1. Quick rinse 0.1M Tris.  5 minute rinse 0.1M Tris.

2. 10 minutes in 3% H2O2 diluted in ddH2O. 

3. Quick rinse 0.1M Tris.  5 minute rinse 0.1M Tris.

4. Citrate Treatment.  Make Citrate solution, pH 6:

82ml 0.1M sodium citrate + 18 ml 0.1M Citric Acid + 900ml ddH2O

Bring citrate solution to a boil.  Add slides.  Boil 10 minutes.  Cool slides in citrate solution for 10 minutes.

5. Quick rinse 0.1M Tris.  5 minute rinse 0.1M Tris.

6. 5 minute rinse Tris/BSA.

7. 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.

8. 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.) 

Incubate with primary antibody overnight at 4oC in humid chamber.  Make primary antibody up in TAB.  

DAY 2

9. Quick rinse Tris Buffer.  5 minute rinse Tris Buffer.

10. 5 minute rinse Tris/BSA.

11. Incubate with biotinylated  Secondary Antibody (from Vector)1 hour at room temperature in humid chamber. 

12. At 30 minutes into Secondary Antibody incubation, make up Concentrated ABC reagent.  See recipe page.

13. Quick rinse slides in Tris Buffer.  5 minute rinse Tris Buffer.

14. 5 minute rinse Tris/BSA.

15. Make dilute ABC Reagent. See recipe page.

16. Incubate slides with dilute ABC Reagent 1 hour at room temperature.

17. Quick rinse Tris.  10 minute rinse Tris Buffer.

18. Incubate slides in DAB solution 10 minutes. See recipe page. Dip slides in ddH2O.  Dispose of ddH20 rinse in DAB waste container.  2 quick rinses ddH2O.  Dispose of all DAB waste in DAB waste container.  Decontaminate using dilute bleach.

19. Dehydrate slides:
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20. Coverslip using DPX reagent.

Solutions for ABC ICC

1. 0.1M Tris Buffer

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. Tris/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. TAB Solution (Tris Azide BSA)

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

4. 4% Normal Goat Serum

0.5ml Normal Goat Serum + 12ml TAB

5. Secondary Antibody

Make up 1/400 in TAB

6. ABC Reagent

Concentrated ABC from Vectastain ABC Kit (Vector catalog # PK-6100)

5ml Tris/BSA + 1 Drop A + 1 Drop B.  Cover, swirl, and incubate at room temperature 30 minutes.

      Dilute ABC Reagent


5.7ml Tris/BSA + 1ml Concentrated ABC.  Mix well.

7. DAB

DAB is a carcinogen.  Wear gloves and lab coat when using.  Be neat and dispose of properly.  Thaw DAB protected from light.

4ml Tris + 50l 0.1M imidizole + 1ml DAB  + 5l 30% H2O2 just before use.

