

I did the Electroporation into S. aureus using 1 negative control and 1 with 5 ul of pKR148 (passed through RN4220) with HG003 cells. The negative control arced but the other did not and the time constant was 3.1. I let 

Steps at 30°C = replicating plasmid
Day 1
recover one hour (TSB)
plated on both TSA+tet and TSA no tet: 100 ul, 100 ul of 10-1 diluted, 100 ul of 10-2 diluted, 100 ul of 10-3 diluted, 100 ul of 10-4 diluted. 
Incubate at 30C.
Day 2
Pick single colonies and streak to single colony on TSA-tet at 30°C
Day 3
Pick 2 single colonies from each restreak and grow in 5 mL TSB + tet ( 5 mL+ 1.5 ul of 10 mg/mL tet for final conc of 3 ug/mL) at 30°C` 

Steps at 42°C = integration
Day 4
Freeze overnights as cells with plasmid and try to get the plasmid to integrate [frozen stocks here are NOT integrants!] This can be a stopping point.
Take small amount from the overnight and streak to single colony on TSA-tet
-incubate o/n at 42°C

Day 5
Pick single colonies from 42°C plates and patch out onto TSA-tet
Incubate 42°C

Day 6
Check patches for integration events. Should be tet-resistant. Note Hannah had poor patch growth at this step. Do this only if there is poor growth on tet.
-PCR for tet gene (bc plasmid may have just been lost and maybe this is the reason for poor growth??)
With samples from colonies that clearly have tet gene, check for novel junctions (2 pcrs, longer, use SA PCR protocol with annealing at 62!)

If there are bands corresponding to novel junctions, freeze down culture as 1° integrant – and also grow in 5mL TSB+tet at 37°C (we think Hannah used a liquid culture to freeze down rather than a patch)
This can be a stopping point.
Friday streak to single colony from frozen
Monday have single colony, pick that single colony, grow in liquid during the day , then subculture again overnight
Steps at 25°C 
To move forward with the exchange:
Grow an overnight 5 mL TSB WITHOUT tet at 25°C

Day 7 Monday
Passage sample in TSB (-tet) at 25°C (5 ul of overnight into 5 mL of new media)

Day 8 Tuesday
Plate overnight cultures on TSA without tet, 
-Try a variety of dilutions ( 10-3 through 10-8, plating 100 ul on each) (this is not selective- you’re just getting single colonies that might have lost the integrated plasmid!)
- incubate at 42°C (if plasmid pops out, not maintained!)

Day 9 Wednesday
Pick single colonies from dilution plates, plate onto TSA WITHOUT tet and TSA + tet. (hope to find patches that grow only without tet!). May need ~50 colonies
-Incubate O/N 37°C

Day 10 Thursday
Look for patches that only grow on TSA minus tet. Do not work with any patches that grown on TSA+tet. 
Check for deletion by PCR, using primers that are outside the flanking regions. 

Day 155
Streak presumptive mutant to single colony. Start overnight cultures of 3 well-isolated colonies, make 3 glycerol stocks each of each culture. 

To prepare for Staph competent cells:

TSB: Need 112, make 250 mL
	-7.5 g of TSB to 250 mL water
	-autoclave liquid 30’
TSA w/ 3 ug/mL tet: Make 500 mL
	-15 g of TSB + 7.5 g agar + 500 mL water
	-autoclave liquid 30’
	-add 150 ul of 10 mg/mL tet
	-pour plates, protect from light
Sterile water: Need 110, make 250 mL
	-autoclave liquid 30’
10% glycerol: Need 30, make 100 mL
	-10 mL glycerol, 90 mL water
	-autoclave liquid 30’

1XTE (50 mL)
500 uL 1M Tris pH 8.0
100 ul 0.5 M EDTA
Up to 50 mL with molecular grade water

