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Immunofluorescence 

Introduction 

Immunofluorescence (IF) is a common laboratory technique, which is based on the use of specific 
antibodies which have been chemically conjugated to fluorescent dyes. 
The technique has a number of different biological applications including evaluation of cells in 
suspension, cultured cells, tissue and ext. The IF technique allows for a visualization of the presence as 
well as the distribution of target molecules in a sample. 
There are two different immunofluorescence assay which include indirect immunofluorescence assay 
and direct immunofluorescence assay. 

 

 
Antinuclear 

Antibodies (ANA) Test 
Antinuclear antibodies (ANA) are a group of autoantibodies characterized by specificity for numerous 

antigenic determinants of cell nuclei. While the role of ANA’s in the pathogenesis of autoimmune 

disease is controversial, they are quite useful as disease markers, primarily for diagnostic screening 

and also to monitor the course of connective tissue diseases. 

Assay Procedure  
Sample application: Apply 20 µl of the diluted serum per window. Incubate the slides in a humid 

chamber for 30 minutes at room temperature.  

1 st Washing step: Rinse the slides carefully with IF-Buffer-Tween. Wash the slides two times for 7 

minutes with IF-Buffer. Rinse with distilled water and carefully remove excess moisture (e.g. drying in 

an incubator at 37°C). 

Application of secondary labeled antibody: Apply 20 µl of the diluted secondary antibody per 

window. Incubate the slides in the dark (to avoid bleaching) in a humid chamber for 30 minutes at 

room temperature.  

2 nd Washing step: similar to first washing 

Evaluation: Pipette 5-10 µl of the phosphate buffered glycerol per window or distribute a sufficient 

amount across the slide, apply a coverslip and avoid exposure of the slides to excess light. Examine 

the slides on an fluorescence microscope with suitable filter combination. Magnification: 400 – 1000 

(immersion oil is necessary). 

 

ANA IFA Patterns 

The four major patterns of  antinuclear antibody  


