Immunofluorescence staining
1) Wash cells once with 1x PBS 

2).Fix cells with 1 ml/well cold 4% paraformaldehyde for 15 min at RT

3).Two washes with PBS.

4). Cells were permeablized with 1 ml /well 0.5 % triton X -100 for 3 min at RT 

5). Residual Triton X -100 was removed by two washes with PBS 

6). Cell were blocked in 1 ml 3% BSA for 1 hr at RT.

7). The coverslips were removed from wells with tweezers 

8). Incubated coverslips with 30 ul primary antibody on parafilm

in a wet chamber for 90 min at RT.

9). The coverslips were transferred onto a rack.

10).Wash 3 x for 5 min with PBS 

11). Incubated with 30 ul Alexa -conjugated 2ndary antibody or Cy -3 on 

a parafilm in a wet chamber for 1 hr at RT, protect from light.

12). 3 x washes with PBS

13). Once with ddH2O,

14). The coverslips were mounted on slides with one drop of mounting medium.

Cells Face up, then another slide covers on cells.

15). Dried at Rt for  >= 2 hrs
16). Analyze using a fluorescent microscopy.

    *   Antibodies were diluted in 3% BSA. 
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