Immunofluorescence: Foreskin Fibroblasts

Lori Scardino

Grow cells on sterilized cover slips to semi-confluence in Eagle’s Minimum Essential Medium in an 8-well plate.  This can take 2-5 days depending on the concentration of cells transferred to coverslips.

Fix cells:

· Remove EMEM and wash with 1X PBS.

· Add 1 mL 4% paraformaldehyde and incubate for 20 minutes at 37(C.

· Remove paraformaldehyde.

· Add 1 mL of 50 mM NH4Cl and incubate at room temperature (RT) for 10 minutes to quench the paraformaldehyde.

· Wash twice with 1X PBS

Permeabilize cells:

· Remove PBS

· Add 1 mL of 0.1% Triton X 100 and incubate at RT for 2-3 minutes.  Rock container side to side during incubation.

· Wash three times with 1X PBS.

Blocking unspecific binding of antibodies:

· Remove PBS

· Add 1 mL of 5% (50 µL NGS to 1 mL 1X PBS) normal goat serum (serum from the same species the 2( antibody is raised from) in 1X PBS and incubate for 30 minutes at RT.

· Wash once with 0.1% BSA in 1X PBS.

1( Antibody: Mouse Anti-Golgin:human  (or anti-what you are trying to label)

· Remove PBS with 0.1% BSA

· Add 1 mL of  0.5 (g/mL 1( antibody in 0.1% BSA in PBS and incubate at RT for 1 hour.

· Wash three times with 0.1% BSA in 1X PBS.

Fluorescent 2( Antibody: Goat Anti-Mouse IgG Texas Red Labeled (anti-your 1( antibody)

· Remove PBS with 0.1% BSA

· Add 1 mL of 2 (g/mL 2( antibody in 0.1% BSA in PBS and incubate at RT for 1 hour. 

· Wash three times with 0.1% BSA in 1X PBS.

Invert cover slip onto a silicone isolator on a glass slide. Visualize and image cells.

Longer exposures may be needed to capture details of Texas Red immunofluorescence.

