Freezing permanent bacterial strain stocks

Add strain to strain list
If you are freezing down a strain generated by allelic exchange, remember to add the 1° integrant that generated the final strain. Include it on the strain list first. 
For each strain you add, include: 
· Genotype
· Notes (for example, FTL number corresponding to a gene name or vice versa)
· Location (Strain boxes are stored at -80°C)
· The genotype of the original strain you started with (Background)
· Any integrated plasmid (no plasmids in clean deletions, but plasmids are in 1° integrants)
· The descriptive name of any integrated plasmid
· Strain verification data: should include the name of the person who verified and the date for each type of verification
· [bookmark: _GoBack]Any additional notes (notable phenotypes, etc)

Freeze down strain
Use aseptic technique
Per strain, label 2 cryotubes with strain number. Include LVS, strain number, genotype, date.
Add 200 uL sterile 75% glycerol to each tube (2 per strain). 
In a sterile 2 mL tube (1 per strain), add 400 uL of MHB 
Resuspend patch (all of what you have) in MHB to homogeneity
Correct volume to 1700 uL (add 2x 650 uL MHB)
Transfer 800 uL to each cryotube (final volume should be 1 mL)
Vortex cryotube
Quickly spin (mini-fuge) to get liquid to the bottom of the tube
Freeze at -80°C in appropriate strain box

