	National Repository of Fish Cell Lines

	Standard Operating Procedure 

	Title: Testing mycoplasma contamination in cultured cells

	SOP NO: 9
	
	Pages: 2


Materials:

1. Culture flask (25 cm2) with cells at 80 % confluency
2. 1 X TE buffer
3. Cell scrapper 
4. Eppendorf tube 1.5 ml

5. Mycoplasma PCR detection kit

6. Centrifuge

7. PCR machine
8. UV transilluminator
Procedure:
Sample collection:
1. Prior to mycoplasma testing of the cell line, culture the cell line continuously for 2 weeks without using any antibiotics.
2. Observe the culture flask under microscope and monitor the condition of the cells. Samples should be derived from cultures that are at least 80% confluent.

3. Using a cell scrapper, detach cells into the flask and transfer 1 ml supernatant solution into a eppendorf tube and centrifuge the tube at 13,000 rpm for 30 minutes.
4. Pipette and discard the supernatant without disturbing any pellet that may form at the bottom of the tube. 
5. Add 50µl of the 1 X TE buffer to the pellet and vortex briefly.
6. Incubate tube on a heating block maintained at 95°C for 10 minutes. 
7. Centrifuge tube at 13,000 rpm for 2-3 minutes, mix well and use 2.5µl for PCR reaction. 
PCR amplification and visualization:
1. PCR set up and procedure to be followed according to manufacturer’s instruction.

2. After completion of PCR amplification, prepare 2% agarose gel containing ethidium bromide for gel electrophoresis.

3. Add loading dye to the sample and mix thoroughly.
4. Load samples into the wells along with appropriate ladder, positive and negative controls. 
5. Electrophorese at 120-150 V until the tracking dye migrates up to 3/4th length of the gel
6. Carefully observe the gel under UV transilluminator. 

7. Confirm the presence of a band in positive control and absence of band in negative controls. Absence of band in test samples corresponding to DNA markers as mentioned in the PCR kit will indicate the absence of Mycoplasma contaminant in the culture. 
