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I)  Tissue Fixation

1) Embed tissue in OCT
2) Section Tissue

3) Allow Slides to Warm to Room Temperature


10 min at RT

4) 10% Neutral Buffered Formalin



4 min

5) Rinse in gently-running water




5 min
II)  Pretreatment of sections:

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

5 min
Use hydrophobic pen to restrict subsequent volumes of

reagents applied to the sections 
2) Block with Protein Blocking Agent 



10 min
3) 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) Wash in PBS 





2 X 5 min.

3) Secondary Fluorescent Ab (Keep in dark)


30 min at 37°C
Dilute in PBT

General dilution ranges are between 1/200 and 1/400.
4) Wash in PBS 





2 X 5 min
5) Wash in diH2O





5 min
6) Optional: 
DAPI (1/10,000 in diH2O)




1-10 min

or
Propidium Iodide (1/15,000 in diH2O)  


15 sec
7) Wash in diH2O





2 x 5 min
8) Apply mounting media and add cover slip
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%]

