Electroporation into LVS
From Allelic exchange protocol; Edited by Hannah Trautmann

Prepare electrocompetent (EC) cells
-Scrape up entire plate of cells into 400 uL of sterile 10% sucrose and resuspend (alternately, cells can be grown to mid-log in MHB)
-Add 1.1 mL of 10% sucrose to a final volume of 1.5 mL
-Spin for 3 minutes at 10,000 rpm
-remove supernatant, throw out, and resuspend in fresh 1 mL 10% sucrose
-Repeat 3x-5x in 10% sucrose
-After final spin, remove all supernatant.
-Resuspend cells in 10% sucrose at high density (corresponding to ~1x1011 cells /mL); these are EC cells by slowly adding 110 uL at a time. It should be about equal amounts of cells as sucrose. 
[bookmark: _heading=h.gjdgxs]-For any extra EC cells, aliquot ~110 μL / sterile tube (enough for 2 electroporations) and freeze at -80°C

Electroporate plasmid into EC cells*
-For each electroporation, aliquot 4 mL MHB into glass test tubes for recovery, warm in shaker at 37°C
-For each electroporation, in a 2 mm sterile electroporation cuvette, combine:
5 μL of pEX-based allelic exchange construct or Tn7 plasmids (mini-prep concentration, at least 100 ng/μL)
*for pF-based plasmids, can use 3 ul
50 μL electrocompetent cells 
	-Have recovery media ready
	-Electroporate using the following settings: 2.5 kV, 25 μF, and 600 Ω
	-Immediately after individual electroporations, use 1 mL warm recovery media from test tube to wash cells out of cuvette and transfer cells to recovery test tube
	-Recover cells for 4-8 hours, shaking at 37°C
*For pF-based plasmids, only recover 2-3 hours
 	-For pEX plasmids: pellet cells by centrifugation in sterile 2 mL tubes, 1’ at 10,000 x g. Plate on CHAH-Kan plates, using 1 plate for each 2 mL tube (2 plates per electroporation)
		*For pF-plasmids: plate 10 ul and 100 ul on CHAH-kan plates
		*For Tn7 plasmids: plate 100 ul and remaining on CHAH-kan plates
-Incubate plates at 37°C for 3 days (or until single colonies appear)


*Always include a control electroporation with no plasmid. Eventually single break-through colonies may start appearing; at that point, single colonies on the experimental plates are also likely to just be break-through growth. 

