Electrocyte extraction for mRNA

Skin both sides of EO

Michael Markham’s method:

Immerse 2h at room temp in:

2% wt by vol collagenase in sterno saline.

Suck in and out of  a set of fire-polished Pasteur pipettes from largest to smallest – Justin had a set Michael made.

Once dissociated, aspirate into 10 microliter pipette (cut tiny bit of tip off and fire-polish).  Vacuum up one at a time.  

Also works to leave tissue in collagenase overnight.

Jandouwe Villinger’s method:

I never used that technique as it always seemed to rupture most of the electrocytes. 
I got much better yield by carefully pulling on the nerves associated with electrocytes and then removing the remaining tissue and nerve using two fine tweezers. There was supposed to be a set of those pipettes in the lab when I joined, but I could never find them. Maybe it was an issue with how I prepared those pipettes in the beginning. But as I said I got very clean electrocytes by carefully shearing the tissue manually. If you find that the tissue is too difficult to remove this way, then you need to but the tissue back into the collagenase for a little longer. Immediately place the cells in RNAlater, which stabilizes the cells. The next day remove a proportion of RNA RNAlater, wash with buffer, move a portion and add more buffer until it is dilute enough to gently spin the cells to the bottom of the tube at max 5rpm. Then the cells can be lysed in STAT-60.
