ABC-immunohistochemistry protocol

Let slides dry at room temperature for 30min

Use this time to label slides and create ridges around the tissue sections using a DAKO pen or nail polish (to prevent incubation fluids from escaping).

Rehydrate tissue:

0.1M PBS for 5min

Pretreatments (depends on tissue and experience)

Fixation of fresh tissue


Incubate in 4% formaldehyde in 0.1M PBS, 5 to 30min


Rinse 3x10min in PBS

Sodiumborohydrid (to remove excess fixation products and make epitopes more accessible)

NaBH4 (OH)2 1% in PBS, 5 to 10min

Rinse 4x10min in PBS

Ethanol treatment + H2O2 (ethanol does not work with all antibodies -damages membranes)


20% ethanol in PBS (methanol is suggested in the kit)


Add 1% H2O2 to remove tisse peroxidase activity (RBC) in this step 

-or perform as separate step if ethanol treatment is not performed. 


Incubate 5min

Rinse 4x10min in PBS

Hydrogen peroxide treatment (to remove tisse peroxidase activity (RBC))


Incubate in 1% H2O2 in PBS if not included in ethanol step. Incubate 5min.


Rinse 4x10min in PBS

Preincubation

Incubate in PBS (or high salt solution) with 5% normal serum, 0.3-0.5% triton: 1-2h


Poor of preincubation but do not rinse

Primary antibody

Adding primary antibody 

Add primary diluted in incubation solution with 2.5% normal serum

Incubate in humid chamber at 4ºC for 24h (polyclonal) or 48-72h (monoclonal)

Rinse 4x10min in PBS

ABC-preparation

Prepare ABC-mix (can be prepared up to 2-3h in advance)


Add solutions of ABC kit to incubation solution to 

final concentration of A, 1:500

final concentration of B, 1:500

Secondary antibody

Adding secondary antibody 

Add biotinylated secondary antibody 

diluted (1:500) in incubation solution with 2.5% normal serum

Incubate at RT for 1h 

Rinse 4x10min in PBS

ABC-incubation and detection

Incubation

Add ABC solution

Incubate 1.5h at RT

Rinse 4x10min in PBS

Prepare detection coctails (without and with H2O2)


Prepare 0.3% H2O2 stock solution in Aq dest  


Brown reaction product (forms more slowly), DAB



Without H2O2: to 25ml TBS add 10mg DAB (one tablet)



With H2O2: add 20µl of 0.3% H2O2 to every 2ml of solution above


Black reaction product (forms more rapidly), DAB-nickel ammonium sulfate



Without H2O2: to 25ml TBS 

add 10mg DAB (one tablet) 

add 625µl 8% NiAmSO4 (8% stock solution in Aq dest)



With H2O2: add 20µl of 0.3% H2O2 to every 2ml of solution above

Princubate


Add detection solution without H2O2
Incubate 5min

Incubate (if uncertain about reaction times do this slide by slide)


Add incubation solution with H2O2

Follow reaction under microscope 30s - minutes


Interrupt process by rinsing off incubation solution


Rinse 4x10min in PBS (or tap water)

Counterstain as desired

Mount slides with glycerol and coverslip

