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Introduction 

The TOOLS Mycoplasma Detection Kit facilitates quick and reliable screening of cell 

cultures for mycoplasma contamination. Mycoplasmas are highly undesirable, easily acquired, 

and notorious for an elusive onset of infection, and they tend to alter the infected cells at a 

molecular level, ultimately causing visible changes in cell morphology and growth 

characteristics. Therefore, timely detection of mycoplasmas in cell cultures is warranted to 

deter widespread contamination and save the costly efforts of elimination. This kit is designed 

to perform with high specificity and sensitivity and helps minimize false positives while 

ensuring coverage of nearly 200 species or strains of mycoplasmas with a quick protocol for 

routine screening. 

 

Important Notes 

For screening, a small aliquot of the cell culture medium is spun at a high speed to sediment any 

contaminating mycoplasma, which is then applied as a template (test sample) in a PCR after careful 

resuspension of the pellet. Simultaneously, a no-template-control (NTC) reaction is set up as a negative 

control to rule out the possibility of any other source of contamination (there should be no 

amplification in this reaction). The set-up of a positive control reaction helps assess whether the PCR 

itself ran un-hindered. The TOOLS 2X PCR Taq MasterMix included in this kit is optimized for 

mycoplasma DNA amplification with high tolerance to potential PCR inhibitors from the culture 

medium. Therefore, no other PCR reagents are to be used to perform PCR. Moreover, aliquots of the 

reagents are to be prepared to avoid contamination and repeated freeze-thaw cycles. The reaction 

mixture should be kept chilled on ice before the PCR and the PCR begun as soon as the reaction 

mixture is prepared. 

 

Kit Contents 

Contents TTB-GBC8 (100 rxn) 

TOOLS 2X PCR Taq Master Mix 1.25 ml 

Mycoplasma PCR Primer Mix 100 μl 

Mycoplasma Positive Control 100 μl 

Nuclease-free H2O 1 ml 

 

Storage  

All components of the kit should be stored at −20 °C for 1 year and repeated freeze-thaw cycles should 
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be avoided. 

 

Protocol 

1. The cells should remain in the culture for at least 48–72 hours before screening for mycoplasmas. 

Only collect the media sample once the cells have reached at least 80% confluence. 

2. Withdraw 0.5 mL of cell culture medium and centrifuge it briefly at 2000 g to pellet cells or debris. 

Transfer the supernatant into a fresh sterile tube and centrifuge at 15,000–20,000 g for 10 min to 

sediment mycoplasma. Carefully remove 450 μL of the supernatant from this step and resuspend 

the pellet (might not be visible) with the remaining 50 μL of the medium. The resuspended solution 

will be the test sample for PCR. 

3. Set up the various reactions according to the following Table: 

Component Test Sample Positive Control Negative Control 

TOOLS 2X PCR Taq Master Mix 12.5 μl 12.5 μl 12.5 μl 

Mycoplasma PCR Primer Mix 1 μl 1 μl 1 μl 

Test sample 2.5 μl - - 

Mycoplasma Positive Control - 1μl - 

Nuclease-free H2O 9 μl 10.5 μl 11.5 μl 

Final volume per reaction 25 μl 25 μl 25 μl 

4. Perform 30–40 cycles of PCR as follows: 

Step Temperature Duration Cycle(s) 

Enzyme activation 95°C 5 mins - 

Denaturation 95°C 30 secs 

30-40 Annealing 55°C 30 secs 

Extension 72°C 60 secs 

Final extension 72°C 10 mins 1 

Holding 4°C - - 

5. Resolve the amplification products through agarose gel electrophoresis and visualize using TOOLS 

DNA view (Cat. No. TT-DNA01) or ethidium bromide staining. TOOLS 100 bp DNA marker (Cat. 

No. TTM100ps) is used for confirmation of fragment (DNA) length. 

6. The presence of PCR product of approximately 500 bp in length indicates that the cell culture tested 

is contaminated with mycoplasma. Note that the length of the PCR product will vary between 370 

and 550 bp depending on the different mycoplasma species and strains. 

 



 
 

5 

TOOLS MYCOPLASMA DETECTION KIT  

Detectable Mycoplasma Species and Strains: 

Mycoplasma agalactiae  Mycoplasma gallopavonis strain WR1 

Mycoplasma agalactiae 5632  Mycoplasma gateae strain ATCC 23392  

Mycoplasma agalactiae PG2  Mycoplasma gateae strain KDC  

Mycoplasma agassizii strain Karina 09 Fr. 

Tortoise  
Mycoplasma gateae strain V-1  

Mycoplasma agassizii strain PS6  Mycoplasma glycophilum  

Mycoplasma alligatoris strain ATCC 700619  Mycoplasma gypis 

Mycoplasma anatis  Mycoplasma gypis strain ATCC 51370 

Mycoplasma anatis strain K6193A  Mycoplasma hominis ATCC 23114  

Mycoplasma anatis strain K6193C  Mycoplasma hominis strain ATCC 27545  

Mycoplasma anseris  Mycoplasma hyopharyngis  

Mycoplasma arginini Mycoplasma hyopharyngis strain 538 Nasal  

Mycoplasma arginini clone V111‐1 Mycoplasma hyopharyngis strain H36B-F  

Mycoplasma arginini strain ATCC 23243 Mycoplasma hyopneumoniae 168  

Mycoplasma arginini strain EF‐Hungary Mycoplasma hyopneumoniae 232  

Mycoplasma arthritidis 158L3‐1  Mycoplasma hyopneumoniae 7448  

Mycoplasma arthritidis strain 91021  Mycoplasma hyopneumoniae J  

Mycoplasma arthritidis strain ATCC 19611  Mycoplasma hyopneumoniae strain ATCC 27714  

Mycoplasma auris  Mycoplasma hyorhinis ATCC:29052  

Mycoplasma bovigenitalium strain ATCC 14173  Mycoplasma hyorhinis clone V116-1  

Mycoplasma bovigenitalium strain ATCC 19852  Mycoplasma hyorhinis GDL-1  

Mycoplasma bovigenitalium strain MH 1113  Mycoplasma hyorhinis isolate LuSIV  

Mycoplasma bovigenitalium strain PG‐11  Mycoplasma hyorhinis MCLD  

Mycoplasma bovirhinis  Mycoplasma hyorhinis strain ATCC 29052  

Mycoplasma bovis  Mycoplasma hyorhinis strain GDL  

Mycoplasma bovis HB0801  Mycoplasma hyosynoviae strain ATCC 25591  

Mycoplasma bovis Hubei‐1  Mycoplasma iguanae strain 2327  

Mycoplasma bovis PG45 clone MU clone A2  Mycoplasma indiense 

Mycoplasma bovis strain 70‐213 (Del Giudice)  Mycoplasma iners strain  

Mycoplasma bovis strain ATCC 25025  Mycoplasma lagogenitalium strain ATCC 700289  

Mycoplasma bovis strain HEK‐FDA  Mycoplasma leonicaptivi strain ATCC 49890  

Mycoplasma bovis strain Madison  Mycoplasma leopharyngis  

Mycoplasma bovoculi strain ATCC 29104  Mycoplasma lipofaciens strain ATCC 35015  
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Mycoplasma buteonis strain Bb/T2g  Mycoplasma maculosum strain ATCC 19327  

Mycoplasma californicum strain ATCC 33461  Mycoplasma maculosum strain Skotti B  

Mycoplasma californicum strain ST6  Mycoplasma meleagridis  

Mycoplasma canadense strain 275C  Mycoplasma moatsii strain MK405  

Mycoplasma canadense strain 466  Mycoplasma molare strain ATCC 27746  

Mycoplasma canadense strain ATCC 29418  Mycoplasma mustelae  

Mycoplasma canis strain ATCC 19525  Mycoplasma mustelae strain MX9  

Mycoplasma canis strain C3b  Mycoplasma neurolyticum strain 10RN‐F‐3  

Mycoplasma canis strain Skotti A  Mycoplasma neurolyticum strain 36CFA2  

Mycoplasma caviae strain ATCC 27108  Mycoplasma neurolyticum strain ATCC 19988  

Mycoplasma caviae strain G122  Mycoplasma neurolyticum strain T15  

Mycoplasma citelli strain RG1D-L  Mycoplasma opalescens  

Mycoplasma citelli strain RG1D-S  Mycoplasma orale  

Mycoplasma citelli strain RG2C  Mycoplasma orale strain MT‐4  

Mycoplasma cloacale  Mycoplasma ovipneumoniae strain ATCC 29419  

Mycoplasma collis strain ATCC 35278  Mycoplasma oxoniensis  

Mycoplasma columbinasale strain ATCC 33549  Mycoplasma phocicerebrale ATCC 51405  

Mycoplasma columbinum  Mycoplasma phocicerebrale strain 1049  

Mycoplasma columbinum strain FG295  Mycoplasma phocicerebrale strain ATCC 51405  

Mycoplasma columborale strain 18303  Mycoplasma phocicerebrale strain Cheryl  

Mycoplasma columborale strain ATCC 29258  Mycoplasma phocicerebrale strain CSL 5195S2  

Mycoplasma conjunctivae HRC/581T  Mycoplasma phocirhinis strain ATCC 49639  

Mycoplasma conjunctivae strain Goat 655  Mycoplasma phocirhinis strain CSL 7475-4  

Mycoplasma conjunctivae strain HRC 581  Mycoplasma phocirhinis strain CSL7520-lung  

Mycoplasma corogypsi strain BV1‐1  Mycoplasma primatum strain ATCC 25948  

Mycoplasma corogypsi strain BV1‐5  Mycoplasma primatum strain HRC292  

Mycoplasma cricetuli  Mycoplasma primatum strain I30  

Mycoplasma crocodyli  Mycoplasma pullorum 

Mycoplasma crocodyli MP145  Mycoplasma pullorum strain ATCC 33553  

Mycoplasma crocodyli strain ATCC 51981  Mycoplasma pulmonis (strain UAB CTIP)  

Mycoplasma dispar strain ATCC 27140  Mycoplasma pulmonis strain Ash (PG34)  

Mycoplasma edwardii strain 04‐3436  Mycoplasma salivarium  

Mycoplasma edwardii strain 04‐3440  Mycoplasma salivarium strain MP1166  

Mycoplasma edwardii strain ATCC 23462  Mycoplasma simbae ATCC 49888  
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Mycoplasma elephantis strain ATCC 51980  Mycoplasma sp. 1220  

Mycoplasma equigenitalium strain ATCC 29869  Mycoplasma sp. 31848  

Mycoplasma equirhinis strain ATCC 29420  Mycoplasma sp. 31948  

Mycoplasma equirhinis strain M432‐72  Mycoplasma sp. CSL7489-oral 

Mycoplasma falconis ATCC 51372  Mycoplasma sp. CSL7491-lung  

Mycoplasma felifaucium strain PU  Mycoplasma sp. CSL7518-lung  

Mycoplasma felis strain ATCC 23391  Mycoplasma sp. CSL7529-conjunctiva 

Mycoplasma fermentans  Mycoplasma sp. Mirounga E 

Mycoplasma flocculare  Mycoplasma sp. Mirounga ES2 

Mycoplasma flocculare strain Ms42  Mycoplasma sp. Mirounga ES2714_AG_GEN  

Mycoplasma gallinaceum Mycoplasma sp. Mirounga ES2774-NASSP4805‐ORL 

Mycoplasma gallinaceum strain 111R 
Mycoplasma sp. Mirounga 

ES2783_AG_GENS2774-NAS 

Mycoplasma gallinaceum strain 33F Mycoplasma sp. Mirounga ES2806-NAS 

Mycoplasma gallinaceum strain 887 Mycoplasma sp. Phocoena C-264-GEN  

Mycoplasma gallinaceum strain ATCC 33550 Mycoplasma sp. Phocoena C-269  

Mycoplasma gallinaceum strain SA Mycoplasma spermatophilum  

Mycoplasma gallinarum ATCC 15319  Mycoplasma spermatophilum strain 88(Jacobs)  

Mycoplasma gallinarum strain ATCC 15319  Mycoplasma spermatophilum strain AH159  

Mycoplasma gallinarum strain B2 (Dinter)  Mycoplasma sphenisci strain UCMJ 

Mycoplasma gallisepticum strain F Mycoplasma spumans  

Mycoplasma gallisepticum strain JXA Mycoplasma sturni ATCC 51945  

Mycoplasma gallisepticum strain JXB Mycoplasma subdolum strain ATCC 29870  

Mycoplasma gallisepticum strain MG-HS Mycoplasma synoviae 53  

Mycoplasma gallisepticum strain ML Mycoplasma synoviae ATCC 25204  

Mycoplasma gallisepticum strain WSA Mycoplasma testudineum strain ATCC 700618  

Mycoplasma gallisepticum strain WSB  Mycoplasma testudineum strain BH29  

Mycoplasma gallisepticum strain XA Mycoplasma verecundum 

Mycoplasma gallisepticum strain XZA Mycoplasma verecundum strain ATCC 27862   

Mycoplasma gallisepticum strain XZC Mycoplasma vulturii strain Gb-V33  

Mycoplasma gallisepticum strain YMA Mycoplasma zalophi strain CSL 4296  

Mycoplasma gallisepticum strain YMC Mycoplasma zalophi strain CSL 5195  

Mycoplasma gallopavonis strain ATCC 1197  Mycoplasma zalophidermidis strain CSL 4779  
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