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notes/Comments:

Mycoplasma infection of cells in culture can change their phenotype and adversely affect normal cell behavior.  Mycoplasma infections are notoriously difficult to eliminate and readily pass from flask to flask in the incubator and between cryovials in liquid nitrogen.  Good aseptic technique and stringent testing should be performed at all times to reduce transmission.   Mycoplasma testing should be performed routinely when cells are thawed from liquid nitrogen, passaged, seeded out or prior to freezing down.  
A.  Testing protocol
1) Seed cells into a 24 well plate in normal growth medium
2) Allow to adhere until spread (usually 10mins-2hrs)

3) Remove growth medium

4) Rinse cells gently 

5) Fix cells for 5 mins in 200µl methanol/well at RT.

6) Rinse cells gently in 1x PBS three times
7) Incubate cells in 200µl DAPI (1:2500 of 5mg/ml in PBS – final concentration 2µg/ml) 

for 5 mins at RT in the dark

8) Remove DAPI and rinse cells gently in 1x PBS three times

9) Add 200µl PBS/well and view cells under U.V.  illumination

10) Seek independent verification of the mycoplasma status of your cells

11) Fill in the excel spread sheet found at R:\Users-public area\LAB 



INFORMATION\Mycoplasma tests with the following information:

· your name

· the name of the lab member who verified the test

· date

· FH number

· Passage number

· Flask identifier (if you have multiple flasks at the same passage number)
Notes

1. If results from any test are ambiguous, discard cells or photograph and return the cells to the incubator.  Test cells again 2 days later and photograph using the same exposure settings to monitor progression.
2. Mycoplasma testing must be performed on all new samples obtained from the hospital (femoral heads, UCB) or from in-house peripheral blood collection.  A sample of cells should be removed prior to Ficoll separation and testing performed at the end of centrifugation before cells are placed in the incubator.

3. All mycoplasma testing must be performed on the same day as the cell manipulation (passaging, seeding etc.) so infected cells can be immediately discarded.

4. DO NOT Virkon mycoplasma infected cells in tissue culture. 

5. Dispose of gloves immediately after Virkoning cells.

6. Only certified mycoplasma-free cells are to be stored in the new liquid nitrogen dewer.
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