Protocol for immunofluorescence staining on frozen sections

 

1, Cut 4 - 6µ thick frozen sections on pre-cleaned or "double plus" slides,

and fixed in Acetone for 5min. at room temperature. Air dry. ( sections can

be stored at -80ºc)

2, Block the frozen section with 10% normal horse serum for 20min. at room

temperature.

3, Wipe out excess serum around the tissue ( do not wash ). Add primary

antibody, incubate at room temperature for 30min.

4, Rinse the slides with PBS thoroughly ( avoid direct rinse to the tissue).

5, Wipe out excess PBS around tissue. Add secondary antibody which is

conjugated with fluorescence and is against species’ immunoglobulin of the

primary antibody. R.T. 30min.

6, Rinse with PBS thoroughly, and mounted with Fluoremount-G.

 

Note: This is a standard two step immunofluorescence

Staining protocol. Procedure varies according to the number of the primary

antibodies; whether the primary antibody is direct conjugated or not; the

species the primary antibody came from and whether it is necessary to block

with some immunoglobulin to avoid cross reaction between antibodies.

