Gene Deletion construct in S. aureus.
Protocol: L Foulston
1) Transform RN4220 with the deletion construct and select transformants on TSB containing 3 µg/ml tetracycline at 30°C (may need 24 hours or more).
2) Inoculate two clones into TSB containing 3 µg/ml tetracycline grow overnight with shaking at 30°C.
3) Purify the plasmid DNA by miniprep. Transform HG003 with the construct and select transformants on TSB containing 3 µg/ml tetracycline at 30°C (may need 24 hours or more).
4) Restreak clones for single colonies on TSB containing 3 µg/ml tetracycline at 30°C.
5) Pick two clones to inoculate into TSB containing 3 µg/ml tetracycline and grow overnight with shaking at 30°C. As a control for tet stability, grow a WT HG003 colony in TSB-tet as well.
6) Store clones as glycerol stocks at -80°C. Restreak clones on TSB containing 3 µg/ml tetracycline and grow at 42°C.
-If integration is not successful by growing at 42C on plates, try growing in liquid culture. Dilute a 30C overnight culture 1:5000 in TSB-tet and grow throughout the day. Then plate dilutions on TSA-tet and put plates at 42C.
7) Check individual colonies (8-10, to start) for integration of the plasmid by single crossover by colony PCR using primers flanking the deletion in the chromosome and a primer in the vector (such as LF019F; GGGGATGTGCTGCAAGGCGA ). 
-First screen for tet cassette. Then do 2 additional colony PCRs for any that have the tet cassette, one for each side of integration.
-If no amplification on either integration side, try two primers on the plasmid outside of the flanking region to determine if the vector is still replicating.
8) Select clones which have integrated the plasmid to inoculate into TSB without selection and grow at 25°C for 24h.
9) Sub-culture 1 in 1000 into TSB without selection and grow at 25°C for a further 24h.
10) Make serial dilutions of this culture and plate out on TSB without selection at 42°C overnight (a 10-6 dilution works well in most cases).
11) Replica plate colonies on TSB containing 3 µg/ml tetracycline and on TSB without selection and grow at 37°C overnight. (starting with 25, up to 100).
12) Select clones which are TetS and patch on TSB containing 3 µg/ml tetracycline and on TSB without selection and grow at 37°C overnight.
13) Check colonies which are TetS by colony PCR using primers flanking the deletion in the chromosome. Also PCR the tet cassette to confirm it is fully resolved.
14) Restreak colonies which are double crossover deletion mutants on TSB and grow at 37°C overnight.
15) Inoculate single colonies into TSB and grow overnight at 37°C.
16) Make glycerol stocks.
17) Prepare gDNA from 1.5ml overnight culture. Confirm deletion is correct by PCR with primers flanking the deletion in the chromosome. Purify the resulting PCR product and sequence using the same primers. 

