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SOP - Growth of lymphoblastoid cell lines

The purpose of this protocol is to grow pre-transformed lymphocyte cells, which can then be used to obtain large amounts of pure DNA.  The DNA is then stored for multiple uses in research projects.  See ‘SOP-Reagents’ for MSDS Summaries on all chemicals used in this protocol.  See ‘Scanning and Spreadsheet Recording’ for details on using the scanner.

· Equipment:

· Class II microbiological Safety Cabinet

· CO2 incubator

· Phase-contrast microscope

· 75cm2 flasks

· 10ml sterile serological pipettes

· 25ml sterile serological pipettes

· 50ml sterile centrifuge tubes

· Automatic pipette

· Centrifuge

· Barcode scanner

· Barcode labels

· Powder free gloves

· Reagents:

· CO 2 Gas for incubators.

· Formaldehyde for fumigation.

· Sodium Hypochlorite solution for disposal of used media.

· RBS SR 80 disinfectant, or Virkon.

· Industrial Methylated Spirit or 70% Ethanol
· Foetal Bovine Serum (EU Origin).  Store at –20(C until needed.  Thaw the 500ml container rapidly at 37(C, put into 50ml aliquots, and store at -20(C for 2-3 weeks maximum.  Batch test a sample of the newly thawed FBS by diluting and placing in the incubator for at least 24 hours before use.
· RPMI 1640 Media.  Stored at 4(C.

· 200mM L-Glutamine, in 10ml aliquots, (0.146g in 10ml H2O = 100mM).  Store aliquots at –20(C.  Once added to RPMI, will only last for two weeks.
· Penicillin-Streptomycin Solution (50X), in 10ml aliquots. Store at -20(C.

· Clean Room Preparation:

· Class II Safety Cabinet should be fumigated every six months in accordance with servicing.  See cabinet SOP for instructions.

· Cabinet should be cleaned with 70% Ethanol solution before and after use.

· Room should be cleaned thoroughly once a week with RBS SR 80 solution.

· Spillages must be cleaned with Sodium Hypochlorite solution.

· To dispose of used media from vacuum flasks, add sodium hypochlorite at 10% and pour down sink.

· Lab coats must not be worn outside the tissue culture laboratory, and should be replaced regularly.

· Overshoes must be worn when entering the tissue culture Laboratory.

· Media Preparation: 

· 500ml of RPMI 1640, add to this the following:

· 50ml FBS (10%).  

· 5ml of 200mM L-Glutamine (2mM).  

· For the media that is used for the back up cultures; add 10ml of Penicillin-Streptomycin solution (1 in 50).

· Filter sterilise media when made up.  Batch test a sample of new media by placing it in the incubator for at least 24 hours before use.
· Please note shelf life.  Made up culture media will last for two weeks

· Procedure:

· Media must be warmed to 37oC before adding to cultures.

· All cell culture work should be carried out in the Class II Cabinet.  Surfaces and gloves should be sprayed with 70% Ethanol (or IMS) before beginning work.

· All cells are despatched from ECACC in 25cm2 flasks filled with culture media 

On arrival remove the tape, and then after careful observation of the cells, transfer the samples directly to the incubator. Put standing up with the lid loosened.

· The next day, make sure that cells are looking healthy using the microscope, transfer most of the contents of the 25cm2 flask, to a 75cm2 flask, (this should be labelled with a corresponding barcode). 

· Add 20ml of warmed culture media to the 75cm2 flask, and then put the flask on its side. 

· Lymphoblastoid cells are suspension growers and will appear as white clumps visible to the naked eye, healthy media should be orange to yellow in colour.

· Add 2-3ml of the media with Penicillin-Streptomycin to the 25cm2 flask. Continue to feed and monitor these samples, as they may be used as backups in case of failure of the main culture. 

· After this check on the cells every 3-4 days and continue to feed with ~10-20ml of media.  If cells are growing rapidly and seem densely packed, feed with 20ml of media or split between two new flasks (observe carefully for contamination).

· If cells remain healthy for 2 weeks the final volume will be ~100ml.

· The day before harvesting put the flask upright in the incubator. 

· To harvest, transfer 50ml of the flask contents to a 50ml sterile tubes (barcode labelled).  Centrifuge at 2000 rpm for 10 minutes at room temperature. 

· Siphon off the excess media with a serological pipette attached to the Vacuum system.  Then add the other 50ml, (rinse the flask with a little 1 x T.E buffer to get as many cells as possible), repeat the spin, and then drain off the media.
· Store cell pellets at -20oC until DNA extraction.
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