APPENDIX A3
OHIO Water MICROBIOLOGY LABORATORY
Storage and maintenance of bacteria control cultures

Updated July 2011
Strain information and culture maintenance are documented in the Ohio Water Microbiology Laboratory (OWML) Laboratory Information Management System (LIMS).

Media:

Tryptic Soy Agar (TSA)
Prepared in-house:

Composition:




Tryptic Soy Broth



30.0 g



Agar





15.0 g



Preparation:
Add dry reagents to 950 mL of deionized water, mix thoroughly, and boil for 1 minute to completely dissolve the powder.  Adjust pH to 7.3 0.2 with 1.0 N HCl or 1.0 N NaOH.  Bring the volume up to 1 L with deionized water.  Dispense 100 mL into 125 mL dilution bottles for long-term storage.  Autoclave for 15 minutes.  


Storage for 125 mL bottles: 4°C for up to 6 months.

Slant preparation:

Either heat in water on a hot plate or autoclave 125-mL bottles for 5 minutes to melt agar. Cool to 44–50oC in a water bath.  Dispense approximately 12 mL into each sterile, screw cap test tube.  Let cool at room temperature at a slanted angle.  

Storage for prepared slants: 4°C for up to 2 weeks.

Tryptic Soy Broth (TSB)
Prepared in-house:

Composition:




Tryptic Soy Broth



30.0 g


Preparation:
Add reagent to 950 mL of deionized water, mix thoroughly, and heat to dissolve completely.  Bring the volume up to 1 L with deionized water.  Adjust pH to 7.3 0.2 with 1.0 N HCl or 1.0 N NaOH.  Autoclave for 15 minutes.  


Storage: 4°C for up to 6 months.

Frozen stock control culture:

1. Rehydrate ATCC cultures according to product instructions. Typically, an overnight culture is prepared and this is labeled as generation 1.  
2. Prepare a long-term stock of each organism:
a. Aliquot 0.5 mL of gen 1 culture into 25 mL of TSB in a 125-mL flask and incubate for 4 hours at 36ºC in a shaking waterbath. 

b. At the end of the incubation period (generation 2), add 6.25 mL of sterile glycerol to the 25 mL of 4-hour culture. (Warm glycerol in incubator to allow for quicker/easier mixing with culture.)
c. Aliquot the broth culture by transferring 1 mL into a labeled, sterile microcentrifuge tube.

d. Store tubes at -70ºC. Gen 2 frozen cultures can be retained for up to 1 year.

3. Freeze remaining gen 1 culture by adding sterile glycerol equal to 25% of broth (example: 6 mL of culture, add 1.5 mL of glycerol).

4. Further long-term stocks can be prepared from frozen gen 1 cultures as needed.

Stock control culture maintenance:

Cultures are maintained on TSA slants and stored at 4°C.  

1. To prepare slants:
a. Allow the freezer culture (gen 2) to thaw and reach room temperature.  Streak cultures onto a TSA slant using a 10-(L loop.  

b. Slants are incubated for 24 hours at 35°C and then stored at 4ºC.
2. Refrigerated cultures on slants are transferred to fresh slants monthly.  

3. Cultures are transferred from previous-generation refrigerated slants using a 1-(L loop. Streak previous-generation culture onto a new, TSA slant and incubate at 36ºC for 24 hours (new generation). Store new-generation slants at 4ºC. Autoclave previous-generation slant to kill bacteria prior to disposal. 

4. Cultures can be transferred from slant to slant up to generation 6.  Once the 6th generation is reached, the next slant will begin from the freezer stock.  

(

