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I)  Tissue Fixation


1)  Put tissue into a good volume of (either) 


4% paraformaldehyde (in 1X PBS) or 10% Neutral Buffered Formalin











O/N at 4°


2)  Wash tissue in 1X PBS 



 30’ to several days at 4°


3)  Process and block in paraffin

II)  Pretreatment of sections:


1)  Dewax tissue sections:



Warm slides at 60( 





15’



Xylene 






2 X 5’



100% EtOH 






2 X 3’



95%, 90%, 80%, 70%; 




1’ each



Water

2)  Immerse slides (in plastic slide rack) in (0.01M Tris Base /  0.001M EDTA) buffer (pH 8.0 or 9.0) and incubate in microwave oven. Microwave on high. 





















15'
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3)  Remove from microwave and let stand in the hot buffer

15’


4)  rinse in gently-running tap water



 
5’


5)  Quench endogenous peroxidases:  immerse slides in


ddHOH (185ml) / 30% hydrogen peroxide (15ml) 


15’


6)  rinse in gently-running tap water



 
  5’


7)  Lay slides out in hybridization box.  Wash 1X PBS 

  5' 


(Use hydrophobic pen to restrict subsequent volumes of


 reagents applied to the sections).
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8)  Block with Avidin D blocking reagent (Vecta) at RT

15’



Note: Avidin reagent must precede biotin reagent.

9)  Quick rinse with PBS


10) Block with Biotin blocking reagent (Vecta) at RT

15’


11) Quick rinse with PBS


12) Block with Protein Blocking Agent 



10-15’


(StartingBlock™T20 (PBS) Blocking Buffer Thermo Scientific #37539). 


(alternate block: 5-10% normal serum from host species of the secondary 
antibody 30' at room temperature)


13)  DO NOT rinse, tip excess blocker off slide and proceed


with Ab immunohistochemistry

III)  Immunohistochemistry (using HRP as reporter molecule)

1)  Primary  antibody

dilute 1:XX ('optimal' dilution) in PBT1. (use water-soaked paper towels 

to create a moist atmosphere in the hybridization box).












Overnight at 4°


2)  Rinse and then wash in PBS 




2 X 5'.

IV)  Apply Secondary antibody.  (Vector Laboratories; anti (species of primary host), 

       dilute 1:200 in PBT 


1)  Incubate at 37° 





30 minutes


(Be sure to make the HRP-ABC solution from the kit at this time since it needs to 
be combined for at least 1/2 hour prior to use; longer times are also OK).


2)  Rinse and then wash in PBS 



2 X 5'.

V)  Apply HRP-conjugated ABC reagent from Vecta ‘Elite’kit (10µl reagent A and 10µl 
reagent B per 
ml PBT).


1)  Incubate at 37° 





30 minutes


2)  Rinse and then wash in PBS 



2 X 5'.

VI)  Develop signal (use Vector Laboratories ‘DAB Substrate Kit for Peroxidase’)


(Note-make immediately before use)


1)  Per  2.5ml of distilled water: add one drop of Buffer Stock Solution.  Mix 
well.  
Add two drops DAB Stock Solution.  Mix well.  Add one drop Hydrogen 
Peroxide Solution.  Mix well. Wear gloves.  Collect waste for chemical disposal.


2)  Apply this solution at room temperature and monitor signal 


development in dissecting scope (stop reaction when a good signal-to-noise ratio 
is achieved.  Excessive development only leads to background)












 30”-10’ 


3)  Wash sections for 5+’ in distilled water

VII) Counter stain with Gills #2 Haematoxylin (Fisher) / dehydrate and mount.


1) Immerse very quickly in Haematoxylin and rinse quickly with water. Inspect results in microscope. Try to achieve a good balance between DAB reaction product and hematoxylin i.e., light brown / light blue, dark brown / dark blue. It is easy to add more hematoxylin by re-dipping. If you overstain, remove (some) hematoxylin by dipping slides in 0.5% acid alcohol (0.5ml HCL / 99.5ml 70% ethanol).


2)  Rinse with water


3)  70% EtOH 







2’


4)  95% EtOH 







2’


5) 100% EtOH 






2 x 2’


6) Clear in Xylene






2 x 1’


7)  Mount

1PBT  per 50ml




H2O



43.5ml




10X PBS


  5.0ml
[1X]




10% BSA


  0.5ml
[0.1%]




10% Triton X-100

  1.0ml
[0.2%]

