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MitoTracker Green Staining
This protocol is optimized for staining primary rat cortical mixed cultures using MitoTracker Green Dye. MitoTracker Green is a dye taken up into the mitochondria of live cells utilizing a mitochondria-targeting sequence. It can be used to label/stain mitochondria followed by additional immunocytochemistry, however coverslips should be mounted ASAP as the dye will diffuse out of the mitochondria over time. Sterility should be maintained throughout the protocol up to the point of fixing the cells. The hood light should also be left off, as it is a fluorescent dye.
Things Needed:

· A vial of MitoTracker Green FM (Molecular Probes Cat#M7514)
· Cells to be stained
· Appropriate growth media for cells being stained
· DMSO
· 24-well plate
· 1xPBS (or HBSS)
· 10% Formalin
Procedure

1) Allow a vial of MitoTracker Green to warm to room temp in the dark (i.e. a drawer) for 15-30 min. 

2) During this time, warm appropriate media for cells (i.e. plating media or DC2) in 37° C water bath

a. You will only need 1 mL per coverslip to be stained plus an additional 1-2 mL’s, so can only warm needed amount in conical tube. 

3) Make a 1mM solution of MitoTracker Green by adding appropriate amount of DMSO to the vial (for the 50µg vial use 74.4µl). 

4) Finger-vortex (flick) vial several times to ensure that it is fully dissolved and mixed. Combine 20µl of this 1mM solution and 500µl of media in an eppendorf tube for a 40µM solution. 

5) Pipette 25µl of the 40µM MitoTracker Green into each well being stained. (Final concentration is 200nM)
6) Use a pipetmen set to 500µl to add 400nM MitoTracker Green into each well of a 24-well plate 

7) Using forceps, transfer desired coverslips into the 24-well plate. 

8) Place plate in 37°C and let incubate AT LEAST 45 minutes.

9) After 45 min, wash coverslips twice with 1xPBS (or HBSS) by aspirating off media then immediately adding ~1mL 1xPBS one well at a time.

10) Fix cells by aspirating off 1xPBS and replacing with ~1mL 10% Formalin (cold) one well at a time.

11) Cells are fixed and ready for further use after 10-15 minutes. 
