

actin_imm 1

Actin staining (phalloidin):  Immunofluorescence

1. Cells should be grown monolayer on sterile coverslips pre-treated with your preferred adhesion mixture (1% gelatin, fibronectin, collagen).  Move to a clean dish for staining.

2. Wash cells twice with 37(C PBS. 

3. Fix cells:  4% Paraformaldehyde/PBS for 10min.

4. Wash cells:  in PBS 3 times for each 5 min

5. Permeablize cells:  Cold 100% acetone treatment :  -20(C acetone for 5 min, or 1% Triton X-100/PBS for 3-5 min.

6. Wash cells:  in PBS 3 times for each 5 min

7. Block nonspecific binding:  1% BSA(or 3%FCS)/PBS/0.1% azide for 30min.  Can stop at this point and save coverslips in blocking media overnight at 4(C.
8. Prepare Texas red-phalloidin :  Dilute 40x  in PBS (may use 1% BSA/PBS/0.1% azide to reduce background).

9. Staining:  Put on the slides (minimum 200ul per slide) for 30 min at room temperature.  Keep inside a covered container to prevent evaporation.

10. Wash cells:  PBS x2.

11. Stain nuclei with 0.1 ug/ml DAPI in PBS for 1 min.  Rinse with PBS. 

12. Mounting on slides:  Air dry, then drop on an aqueous permanent mounting media (Prolong Antifade Kit or cytoseal).  

13. Visualize under fluorescent microscope (red filter), keep shielded from direct light to prevent photobleaching.  Store at 4(C for up to 6 months.

Texas red-phalloidin (Molecular Probes)

300 units of product in 1.5ml methanol (200 units/ml)

4% Paraformaldehyde in PBS, notes for preparation:  wear a mask while measuring the crystals or powder.  Heat to 60(C in a waterbath or directly on a hotplate.  Use fresh or store 4(C for up to 2 weeks, -20(C for up to 6 months.
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