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SUMMARY 
 

In situ hybridization (ISH) protocols including different pre-treatment regimes were developed and 
compared for their effects on detecting bovine herpesvirus 4 (BoHV-4) in formalin fixed, paraffin 
embedded tissue. Results were compared for the hybridization and background signal intensities, 
and cellular morphology. We found that optimum results were obtained using enzyme treatment-
thermal cycling as a pre-treatment of ISH. The results showed that the combination of protease and 
thermal cycling would be recommended as a means of supplementing in situ hybridization methods, 
especially when using long-term formalin fixed, paraffin-embedded tissue.  
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