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Leica EM IGL Application Note 
Rat pancreatic tissue 
 
 
Perfusion fixed with 2% paraformaldehyde, 0.2% glutaraldehyde in phosphate buffer for 2 hours. 
 
After excision the tissue was embedded in 12% gelatine in phosphate buffer. 
Appropriate blocks were cut and infiltrated overnight with 2.3 M sucrose. 
The blocks were mounted on aluminium specimen holders and frozen in liquid nitrogen. 
 
Ultrathin frozen sections (50 nm) were cut on a Leica UCT with FCS at –120°C. 
Transferred to a 100 mesh Formvar-carbon coated nickel grid. 
 
Immuno-incubation was performed with Rabbit ant rat amylase serum diluted 1:50 in 
PBS/albumin 1%. 
The antibodies were visualized with protein A- Gold 10 nm (OD 0.2). 
 
Final contrasting: 
1.8% metylcellulose/0,4 % uranyl acetate. 
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Rat pancreas. 
Immuno-incubation performed with Rabbit ant rat amylase serum. 
The antibodies were visualized with protein A- Gold 10 nm.  
 
S = secretory granule 
G = Golgi complex 
M = mitochondrion. 
Bar = 200 nm  
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Remarks: 
Outside the IGL: 
MC/uranyl acetate 50µl / 1min. 
MC/uranyl acetate 50µl / 5min. 
*Wet the filter paper in the side container with PBS/glycine or Tris to prevent fixative vapors 
entering other containers (in particular those with immunoreagents, they will be fixed!) 


