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I)  Tissue Fixation

1) Submerse tissue into 4% paraformaldehyde (in 1X PBS)

Overnight at 4°

2) Wash tissue in 1X PBS 



 
30 min – days at 4°C
3) Store in 70% EtOH for processing



4°C
4) Process and block in paraffin

II)  Pretreatment of sections:

1) Deparaffinize tissue sections:

Warm slides at 60(




15 min
Xylene 






2 X 3 min
100% EtOH 





2 X 2 min
95%, 95%, 80%, 70% EtOH, diH2O


1 min each

2) Immerse slides in Coplin Jar in




30 min at 37°C
0.1% Protease in PBS pH 6.8 (Prewarm)
3) Wash in PBS






2 x 5 min
4) Rinse in gently-running tap water


 
5 min
5) Place slides out in hybridization box.  Wash 1X PBS 

5 min
Use hydrophobic pen to restrict subsequent volumes of

reagents applied to the sections
6) Quench Endogenous peroxidases with 



15 min

3% Hydrogen Peroxide in diH2O





7) Rinse in diH2O 





5 min

8) Block with Avidin D Blocking Reagent



15 min

9) Rinse in PBS






Quickly

10) Block with Biotin Blocking Reagent



15 min

11) Rinse in PBS






Quickly

12) Block with Protein Blocking Agent 



15 min
13) Tap excess blocker off slide and proceed

with Ab immunohistochemistry
III)  Immunohistochemistry 

1) Primary Ab: Dilute in PBT




Overnight at 4°C
Dilution per manufacture’s instructions
Incubation times will vary






2) Rinse and then wash in PBS 




2 X 5 min.

3) Secondary Ab Conjugated to Biotin



30 min at 37°C
Dilute in PBT (1:200)
Mix HRP-conjugated ABC reagents 

for step 5 at least 30 minutes beforehand
4) Rinse in PBS






2 X 5 min
5) HRP-conjugated ABC reagent from Vector Elite Kit

30 min at 37°C
10µL Reagent A and 10µL reagent B in 1mL PBT
6) Rinse in PBS 





5 min

7) Rinse in diH2O





5 min
8) Develop Signal with DAB Substrate Kit for Peroxidases

Up to 10 min

1 drop Buffer Solution, 2 Drops DAB Solution, and 

1 drop Hydrogen Peroxide Solution in 2.5 mL diH2O
9) Wash in diH2O to Stop Reaction
10) Wash in Water





5 min

11) Counter Stain with Gills #2 Hematoxylin


Quickly

Check for balance between Hematoxylin and DAB Staining

Redo if needed

12) Rinse in Water





2 min

13) 70% EtOH






2 min
14) 95% EtOH






2 min

15) 100% EtOH






2 x 2 min

16) Xylene






2 x 1 min

17) Mount with Cytoseal and Coverslip
PBT per 50ml


H2O



43.5ml


10X PBS


5.0ml
[1X]


10% BSA


0.5ml
[0.1%]


10% Triton X-100

1.0ml
[0.2%]

Supply List:

Protease





Sigma #P-5147

Citric Acid Monohydrate



Fisher #A104-500

Thermo Scientific Starting 


Fisher #PI-37539

Block T20 Blocking Buffer
