Recommended IHC-P protocol with ab6640 for Anti-F4/80 antibody [CI:A3-1] - Macrophage Marker
Option 1. Enzyme pre-treatment using proteinase K
This procedure is recommended for tissues fixed for 24 hours in Neutral Buffered Formalin (NBF).
Reagents
1. TE buffer (50 mM Tris base, 1 mM EDTA, pH 8.0)
Tris Base, 6.10 g
EDTA, 0.37 g
Distilled water, 1000 ml
Mix to dissolve. Adjust pH to 8.0 using concentrated HCl (10 M HCl) 
Store at room temperature
2. 20x Proteinase K stock solution (400 μg/ml in TE buffer, pH 8.0)
Proteinase K, 4 mg
TE buffer, pH 8.0, (Reagent 1.) 10 ml
Mix well
Store in aliquots at -20°C
3. 1x Proteinase K working solution (20 μg/ml in TE buffer, pH 8.0)
20x Proteinase K stock solution, (Reagent 2.) 1 ml
TE Buffer, pH 8.0, (Reagent 1.) 19 ml
Mix well
Discard working solution after use
Method
1. Dewax paraffin sections and rehydrate using preferred procedure.
2. Cover sections completely with Proteinase K working solution and incubate for 3 minutes at room temperature. (N.B. As the specific activity of Proteinase K can vary between batches, it can be advantageous to determine the optimal incubation time for the current batch by comparing incubation times of 2, 3 and 4 minutes in a test run).
3. Rinse sections with Phosphate Buffered Saline (PBS).
4. Proceed with preferred staining protocol.
 Option 2. Heat-mediated antigen retrieval using citrate buffer, pH 6.0
This procedure is recommended for tissues fixed for 7 days or more in Neutral Buffered Formalin (NBF)
Reagent
Citrate buffer (10 mM citric acid, pH 6.0)
Citric acid (anhydrous), 1.92 g
Distilled water, 1000 ml
Mix to dissolve 
Adjust pH to 6.0 with 1 M NaOH (be sure to mix well) 
Store this solution at room temperature for 3 months, or at 4°C for longer usage
Method
1. Dewax paraffin sections and rehydrate using preferred protocol.
2. Pre-heat sodium citrate buffer in a staining vessel to 95-100°C.
3. Immerse slides in the citrate buffer and incubate for 10 minutes at 95-100°C. Check the citrate buffer level, add more if necessary, and then incubate for a further 10 minutes at 95-100°C.
4. Allow sections to cool for 20 minutes.
5. Rinse sections with PBS.
6. Proceed with preferred staining protocol.
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