3/15/13 ACK 


Magic Red Staining
This protocol is for staining primary rat cortical cultures using Magic Red (MR) Caspase 3/7 assay from ImmunoChemistry. Magic Red is a dye is a live cell stain that allows for the detection and visualization of apoptosis over time via intracellular caspase activity. MR enters the cell in a non-fluorescent state, but fluoresces red upon cleavage by caspase 3/7 enzymes (DEVDases). This fluorescent product will stay inside the cell and will often aggregate inside lysosomes. MR can be followed by additional immunocytochemistry, but 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 Magic Red (Catalog #935, trial size – 25 tests; #936, regular size – 100 tests)
· Cells to be stained
· Appropriate media for cells being stained
· DMSO
· 24-well plate
· 1xPBS
· 10% Formalin
Procedure (for trial size)
1) Warm appropriate media for cells 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. 

2) Place 1 mL of warmed media into desired number of wells of a 24-well plate.

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

a. NOTE: When staining cells during / after preconditioning, the coverslips will already be in 24-well plates so steps 2-4 aren’t necessary and you will only need to warm 500µl of media in a sterile eppendorf tube.

b. NOTE: Staining can also be done in 6-well culture plates and coverslips can be transferred into 24-well plate after MR staining. Again, steps 2-4 would not be necessary in this instance.
4) Reconstitute MR vial in 100 uL DMSO to create stock (any left over must be stored at -20°C). Finger-vortex (flick) vial several times to ensure that it is fully dissolved and mixed.
5) Dilute MR stock 1:5 in diH2O for staining (working solution).

a. Ex. 100 uL MR in 400 uL H2O
b. THIS MUST BE USED WITHIN 15 MINUTES OF PREP!!

6) Pipette 10 uL MR working solution for every 300 mL of media

a. For 24-well plates = 33.3 uL/well

b. For 6-well plates = 66.6 uL/well
7) Use a pipetmen set to 500µl to slowly pipette up and down three times in each well to mix.
8) Place plate in 37°C and let incubate for approximately 30 minutes.

9) After 30 min, wash coverslips twice with 1xPBS 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 (Room Temperature) one well at a time. Incubate cells in fixture for 10 min @ RT in the dark. 

a. NOTE: Do not want to over fix, as it will cause peeling.

11)  After fixation, immediately was cells 2x with 1xPBS.

a. At this point you can counter stain using ICC protocol starting with permeablization step.

b. NOTE: Because this is a live cell stain, you can lose signal due to leakage, so ICC should be done on consecutive days and mount ASAP.

i. Drying mounted slides overnight at RT (will dry faster than @ -20°C) so you can also take pictures ASAP ( best staining/pictures if all done right away!
