General Bacteria Protocols & Info
Drugs:

· IPTG:
· Location in Sheetz:
· Powder & 1M stock in -20oC ‘A’
· Ampicillin: 

· Location in Sheetz: 
· Powder on shelf of 4o ‘A’ door
· 100µg/ml stock -20oC ‘A’
· Final: 100µg/ml

· Kanamycin:
· Location in Sheetz:

· Powder on shelf of 4o ‘A’ door

· 50mg/ml in -20oC ‘A’
· Final: 50µg/ml

LB-Plates: 

· Location in Sheetz: walk in 4oC top right shelf

· To make:
· 1L

· Autoclave

· Cool to 55​​​oC 

· Add selection.
· Makes 50 plates with 20ml

Glycerol Stocks:

· Dilute 850µl of log phase bacteria with 150µl sterile glycerol
· Mix thoroughly

· Transfer to -80oC

Transform:

· Thaw competent cells on ice

· Ex: One Shot TOP10 (Invitrogen #C4040) on rack #1 in -80C

· Add 10pg-100ng of DNA in a volume between 1 and 5µl
· Gently mix cells and leave on ice for 30min

· Heat shock for 30 sec at 42°C

· Cool on ice for 2min

· Add 250µl of pre-warmed SOC media

· Incubate for 1hr at 37°C with 225rpm shake
· Spread 20-200µl onto a plate with appropriate selection drug
· Grow O/N at 37°C
