
Griffonia Simplicifolia Isolectin B4 (IB4) HRP-Conjugate 
Protocol 

 

Reagents:  
1X Automation Buffer  
3% Hydrogen Peroxide  
Antibody Diluent  
Citrate Buffer  
DAB Chromagen  
Hematoxylin 

Antibody Information:  
 
Isolectin B4 Peroxidase 
Sigma-Aldrich Co 
PO Box 14508 
St Louis MO 63178 
1-800-558-9160  
www.sigmaaldrich.com 
Cat# L-5391 
 
Staining Procedure 

Postive control tissue: mouse brain 

Stain localization: cytoplasmic (microglial cells) 

Deparaffinize and hydrate slides through the following solutions.  
 

Xylene 2 times 5 minutes

100% EtOH 2 times 3 minutes

95% EtOH 2 times 3 minutes

1X Automation Buffer 2 times 5 minutes
 
1. Unmasking Techniques using the decloaker. 
Add 500 ml D/W to the pan of the decloaker. 
Place full rack of slides in 200 ml of 1X citrate buffer and place in the decloaker. 
Decloak for 5 minutes. Pressure___________ 
Depressurize for 10  minutes. 
Remove pan top and cool for 10 min.Temp__________   
Rinse in D/W, 2x for 3 min each 
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2. Quench endogenous peroxidase by placing slides in 3% hydrogen peroxide for 15 
minutes.  

3. Rinse slides in 2 changes of 1X Automation Buffer for 5 minutes each.  

4. Pre-incubate slides with a 1mM CaCl2, MgCl2, and MnCl2 soln  (pH=7.4) made in 1X 
AB for 30min. 
 
5.  Incubate slides in diluent (1% BSA in 1X AB) for 10 min. 
 
6.  Quick rinse in 1mM CaCl2, MgCl2, and MnCl2 soln  (pH=7.4) made in 1X AB. 
 
7.  Make a 1:75 dilution of IB4-HRP in 1mM CaCl2, MgCl2, and MnCl2 soln  (pH=7.4) 
made in 1X in AB.  Apply the chemical to slides and incubate overnight at 4 degrees. 
 
---------Next Day----------------- 
 
8.  Remove slide from 4 degree and rinse in 1X AB for 30min to allow slides to reach 
RT. 

9. Apply liquid Dako DAB Chromagen for 6 minutes in the dark.  
(Add 1 drop of DAB per ml of substrate)  
Lot#____________   Exp. Date_____________ New Kit   yes  /    no  

10. Rinse in tap water 3 minutes.  

11. Counterstain with Modified Harris Hematoxylin for 30 seconds.  

12. Rinse in tap water until water is clear.  

13. Place slides in 1X Automation buffer for 1 minute with gentle agitation to blue slides.  

14. Dehydrate through the following solutions.  
   

95% Ethanol 1 change 3 minutes

100% EtOH 3 changes 3 minutes

Xylene 2 changes 5 minutes
15.  Coverslip  
updated 5/14.04 


