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1. Purpose
This SOP describes the procedure for preparing a subculture for passage in a existing cell culture lines 
2. Scope
This SOP will be used by anyone subculturing a cell line
3. Definitions

Trypsin – a serine protease that cleaves peptides at the carboxyl side of either lysine or arginine, except when either are followed by a proline. Optimal operating conditions are 37° C at pH 8. Excessive exposure to trypsin can damage cells.
4. Procedure

1. View cultures using an inverted microscope to assess the degree of confluency and confirm the absence of bacterial and fungal contaminants.

2. Remove spent medium. Remove as much as possible, because serum enriched media contains trypsin inhibitors. Optional: Wash the cell monolayer with PBS without Ca2+/Mg2+ using a volume equivalent to half the volume of culture medium. Repeat this wash step if the cells are known to adhere strongly.

3. Pipette trypsin/EDTA onto the washed cell monolayer using 1ml per 25cm2 of surface area (3 ml for a 75 cm2 flask). Rotate flask to cover the monolayer with trypsin.
4. Return flask to the incubator at 37° C and leave for 2-10 minutes.

5. Examine the cells using an inverted microscope to ensure that all the cells are detached and floating. The side of the flasks may be gently tapped to release any remaining attached cells.

6. Re-suspend the cells in a small volume of fresh serum-containing medium to inactivate the trypsin. Optional: Remove 100-200μl and perform a cell count. In the case of cells cultured in serum-free media, use a trypsin inhibitor e.g. soybean trypsin inhibitor to inactivate the trypsin.

7. Transfer the required number of cells (approximately 1ml to 4 ml) to a new labeled flask containing pre-warmed medium.

8. Incubate as appropriate for the cell line.

9. Repeat this process as demanded by the growth characteristics of the cell line.
Key Points
1. Some cultures whilst growing as attached lines adhere only lightly to the flask, thus it is important to ensure that the culture medium is retained and the flasks are handled with care to prevent the cells detaching prematurely.

2. Although most cells will detach in the presence of trypsin alone the EDTA is added to enhance the activity of the enzyme.

3. Trypsin is inactivated in the presence of serum. Therefore, it is essential to remove all traces of serum from the culture medium by washing the monolayer of cells with PBS without Ca2+/Mg2+.

4. Cells should only be exposed to trypsin/EDTA long enough to detach cells. Prolonged exposure could damage cell surface receptors.

5. Trypsin should be neutralised with serum prior to seeding cells into new flasks otherwise cells will not attach.

6. Trypsin may also be neutralised by the addition of soybean trypsin inhibitor, where an equal volume of inhibitor at a concentration of 1mg/ml is added to the trypsinised cells. The cells are then centrifuged, re-suspended in fresh culture medium and counted as above. This is especially necessary for serum-free cell cultures.

7. If a CO2 incubator is not available gas the flasks for 1-2min with 5% CO2 in 95% air filtered through a 0.2μm filter.

8. If the cells harvested are at too low a cell density to re-seed at the appropriate cell density into fresh flasks it may be necessary to centrifuge the cells e.g. 5 mins at 150 x g (855 rpm with a SX4750A rotor and Beckman Coulter Allegra X-15R centrifuge), and re-suspend in a smaller volume of medium.
4.1 Location of

-80° C freezer: Room 804 or by Cell culture room 805B

Beckman Coulter Allegra X-15R centifuge: Cell culture room 804B

Biosaftey Cabinet: Cell culture room 804B

liquid nitrogen tank: Room 805

5. Ordering information
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Catalog No.

This has been adapted from the European Collection of Cell Cultures (ECACC) Handbook
