Reconstituting and freezing down new Escherichia coli strains
3/4/20, KMR
(protocol written for Escherichia coli FDA strain Seattle 1946 [DSM 1103, NCIB 12210]; may require modification for other strains).

Preparation: 
Acquire or prepare appropriate growth media in both broth and plate form. See recipe below for Tryptic Soy Agar/Broth.
Broth: 2 culture tubes with 5 mL each and at least 1 mL more
Agar: minimum 3 plates

[bookmark: _GoBack]Tryptic Soy Agar (per liter)
Tryptone………………………………….………	17 g
Soytone…………………………………………..	3 g
Dextrose………………………………….………	2.5 g
NaCl………………………………………..……..	5.0 g
K2HPO4……………………………………..…...	2.5 g
Agar………………………………………..……..	15 g 

Final pH 7.3 +/- 0.2. 
*Omit agar for broth medium.

Protocol
1. Ensure that the vial with lyophilized bacteria is well-labeled. 
2. Add strain to the KRamsey lab E. coli strain list
3. Briefly spin vial of lyophilized bacteria to ensure contents are at bottom of vial
4. Using aseptic technique, add 900 uL of liquid growth media to tube, re-hydrating the entire pellet of cells
5. Using a sterile loop, streak cells from the vial to single colony on three independent plates
6. Remove 50 ul of culture media with cells from the vial, inoculate into one culture tube with 5 mL broth. Repeat with for one other culture tube.
7. Add 125 uL of 75% glycerol to the original vial 
8. Freeze original vial at -80°C in KMR lab E. coli strain box. 

