SOP: Fixing Lewis and Company Dyes to Slides

Materials and Reagents

· Mounting Medium (glycerol, PBS, and DABCO)

· Fixing Medium (formaldehyde, PBS, and MeOH)

· 1 ml eppendorf tubes

· Cells

· Glass slides and coverslips

· RPMI growth medium

· Lewis and Company dye of choice

· Clear nail polish

· Syringe (10 μL or 50 μL)

· Pipette and tips, 1 mL and 10 μL

· Incubator

· Centrifuge

Procedure
· Pipette 1 mL of cells into a 1 ml eppendorf tube.

· Use a syringe to add calculated amount of stock dye to the 1 mL eppendorf tube containing cells.

· Incubate at 37˚C for 30 minutes to allow cells to load the dye.  Be sure cap is left loose so cells can get the CO2 they need!

· Centrifuge for 10 minutes at 1000 rpm.

· Pipette old medium off the cell pellet.  Take care not to disturb the cell pellet.

· Add 1 mL of 1X PBS and gently resuspend the cell pellet. 

· Centrifuge for 10 minutes at 1000 rpm.

· Pipette PBS off the cell pellet.  Take care not to disturb the cell pellet. 

· Again add 1 mL of 1X PBS and gently resuspend the cell pellet.

· Centrifuge for 10 minutes at 1000 rpm.

· Pipette PBS off the cell pellet.  Take care not to disturb the cell pellet.

· Resuspend cells in 1 mL of fixing medium (4%formaldehyde, PBS, and MeOH).  **If stock solution is not 4% CH2O, it should be diluted to 4% formaldehyde with RPMI growth medium**

· Incubate at 37˚C for 15 minutes.  

· Centrifuge for 10 minutes at 1000 rpm.

· Pipette fixing medium off the cell pellet.  Take care not to disturb the cell pellet.

· Resuspend cells in 0.25 mL of mounting medium (glycerol, PBS, and DABCO).  Take care not to make bubbles!

· Pipette 10 μL of cells in mounting medium onto a clean glass slide.

· Cover with a clean coverslip.  Capillary action will draw down the coverslip.  Do not press it down.

· Seal the edges with clear nail polish to prevent drying and movement under the microscope.

· Store slides and eppendorf tubes in the refrigerator.

