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MYCOPLASMA TEST


Lonza MycoAlert PLUS Mycoplasma Detection Kit - Catalogue # LT07705 (50 tests)

Before you do this test, you MUST watch both these 50 min and 6 min long videos
http://www.lonza.com/campaigns/bioresearch/mycoplasma-testing-webinar-2016.aspx
https://www.youtube.com/watch?v=HZqduOraGjo


Storage
· Kit containing lyophilized components  fridge (4°C)
· Aliquots of Reagent, Substrate, positive control and negative control  -70°C

When to test?
· Every other week (biweekly) when doing continuous passaging.
· ALWAYS when you freeze cell lines (not primary cells such as PBMCs).
· ALWAYS when starting a new cell line that came from another lab. Cell lines ordered from ATCC do NOT require mycoplasma testing.
· ALWAYS when you use a cell line for an experiment (on the day of the experiment, to confirm it is not contaminated)

Contents
· Reagent (lyophilized), Substrate (lyophilized), Assay Buffer (solution)
· Assay (positive) Control is sold separate (not included in this kit)

Aliquots
· Add Assay Buffer to the lyophilized Reagent and reconstitute (dissolve powder in buffer). See bottle for the amount; this is different for each kit size. 
· Add Assay Buffer to the lyophilized Substrate and reconstitute.
· For both Reagent and Substrate, make 100, 150 and 200 µl aliquots, respectively.
· Label Reagent aliquots with 100 µl “R2” (Reagent for 2 samples), with 150 µl “S3” (Reagent for 3 samples), etc. Similarly, label Substrate aliquots S2, S3 and S4.
· Use remaining Assay Buffer to make 50 µl negative control aliquots, labelled “—“.  
· Make 25 µl aliquots for the Assay (positive) Control and label them “+”.
· Store aliquots at -70°C in the designated Mycoplasma Box.  

Short protocol
· Use white, non-transparent 96 wells plate
· 50 µl from 2 ml culture supernatant (spun 5 min @ 200 × g, RT)
· 50 µl negative control
· 50 µl positive control (25 µl Assay Control Buffer + 25 µl PBS)
· +50 µl Reagent to each well, mix by pipetting & incubate 5 min
· Measure (reading A)
· +50 µl Substrate, mix & incubate 10 min
· Measure (reading B)
· B/A should be less than 1.0 (if between 1.0 and 1.2, test again 24-48 hours later)

Notes
· Always wear gloves, to prevent ATP contamination from your skin into the sample
· When you start pipetting, all solutions should be RT
· Samples (spun down supernatant) that cannot be measured immediately, can be stored at 4°C if measured the same day, or at -70°C for up to 6 months. 
· The luminometer (BMG Pherastar) is located in room 4.080V
· Bring 96 wells plate, tips, Reagent, Substrate, negative control, positive control and your sample(s). Do NOT bring our pipettes to the other lab.
· The plate needs to be placed in the holder allowing row A to go into the machine first.
· The machine will save all readings.
· When cells are mycoplasma positive, discard the cells, medium, PBS and TrypLE you were used when passaging these cells.
· Used wells should be cover with tape. Reuse the plate (don’t reuse wells).
· Reagent is a mild lysis buffer. When your sample contains some cells, these will be lysed and ATP will be measured, resulting in a high A reading).
· The luminometer measures luminescence (light). When substrate is added ADP from mycoplasma is converted into ATP. Mycoplasmal enzymes are required for this conversion.

Operating the luminometer
· Open PHERAstar software
· File > login > find Sebastiaan’s name
· Password: Sb021717
· Manage Protocols >  “Sebastiaan Luc test”
· Layout tab > highlight wells to be measured
· Start Run > specify measure one plate
· “Analyze data” (opens MARS software with results, including old results)
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