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IHC Paraffin Testing Protocol

Deparaffin/Rehydration
Do not allow slides to dry at any time during the procedure

1. Incubate sections in three washes of xylene, 5 minutes each.
2. Incubate sections in two washes of 100% ethanol, 10 minutes each.
3. Incubate sections in two washes of 95% ethanol, 10 minutes each.

Wash sections twice in DI water, 5 minutes each.

Antigen Unmasking/Epitope Reveal
Consult the antibody’s data sheet for the recommended or required unmasking step.

1. Citrate: Bring slides to a boil in 10 mM sodium citrate buffer, pH 6, then reduce
temperature to just below boiling for 10-20 minutes. Cool slides at room temperature for
20 minutes.

2. EDTA: Bring slides to a boil in 1 mM EDTA, pH 7.5-8.5, then reduce temperature to just
below boiling for 10-20 minutes. Cool slides at room temperature for 20 minutes.

3. Trypsin: Incubate slides in a 1mg/ml Trypsin-PBS solution for 10 minutes at 370C.
4. Pepsin: Incubate slides in a 1mg/ml Pepsin-Tris HCI solution, pH 2, for 10 minutes at
370C or 15 minutes at room temperature.
Staining

Wash sections three times in DI water, 5 minutes each.

Incubate sections in 3% hydrogen peroxide for 10 minutes.

Wash sections twice in DI water, 5 minutes each.

Incubate sections in wash buffer for 5 minutes.

Block each section for 1 hour at room temperature.

Drain (don’t wipe) blocking solution and add recommended amount of primary

antibody for recommended amount of time.

7. Drain antibody solution and wash sections three times in wash buffer, 5 minutes
each.

8. Link step: dilute biotinylated secondary antibody to manufacturer’s specification and
add to each section. Incubate at room temperature for 30 minutes.

9. Drain antibody solution and wash sections three times in wash buffer, 5 minutes

each.
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10. Label step: add Avidin-Peroxidase reagent to each section and incubate at room
temperature for 30 minutes.

11. Drain reagent and wash sections three times in wash buffer, 5 minutes each.

12. Add DAB substrate (brown staining) or AEC substrate (pink/red staining) to each
section.

13. As soon as the section develops, immerse in DI water.

14. *Optional* Counterstain sections in hematoxylin per manufacturer’s specification.

15. Wash sections twice in DI water, 5 minutes each.

Dehydrate sections

1. Incubate sections in 95% ethanol twice, 10 seconds each.
2. Incubate sections in 100% ethanol twice, 10 seconds each.
3. Incubate sections in xylene twice, 10 seconds each.

4. Mount coverslips before viewing.
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