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notes/Comments:

Aseptic or sterile technique is the execution of cell culture procedures without introducing contaminating microorganisms from the environment.  In doing cell culture work, 70% of the problems are due to a lack of good sterile technique. Microor​ganisms causing the contamination problems exist everywhere, on the surface of all objects and in the air.  A conscious effort must be made to keep them out of a sterile environment. Because many and sometimes awkward manipulations are required for various techniques, tissue culture media used are often supple​mented with antibiotics. Antibiotics do not eliminate problems of gross contamination, which result from poor sterile technique or antibiotic-resistant mutants.  Autoclaving renders pipettes, glass​ware, and solutions sterile.   

To minimise contamination risk, the following rules should be adhered to:
1. Use a Class II cabinet. Wipe work area with 1% Virkon and 70% IMS and spray gloved hands with 70% ethanol before starting.   

2. Ensure all reagents and plasticware to be used are sterile.

3. Spray all items with 70% IMS before placing in cabinet.

4. Never open a sterile flask, bottle, petri dish, pasteurs etc., until the instant you are ready to use it.  Return the cover as soon as you are finished.  DO NOT leave it open.   

5. Sterile pipettes should never be taken from the wrapper until they are to be used.  Keep your pipettes at your work area.   

6. When removing the cap from a bottle, flask, etc., do not place the cap with the open end upright on the lab bench. Do not hold the opening straight up into the air.  If possible, tilt the container so that any falling microorganisms fall onto the lip.   

7. Be careful not to talk, sing, or whistle when you are per​forming these sterile procedures.

8. Do not draw from different bottles with the same pipette.  Because such a pipette has been exposed; the chance for contamination is too great; use sterile pipette for each bottle - especially when pipetting medium.

9. Ensure that medium, either through pipetting or tilting, does not come into contact with the neck of a flask. This increases the likelihood of contamination.

10. Techniques should be performed as rapidly as possible to minimise contamina​tion. 

11. Spray flasks with 70% IMS before returning to incubator.

12. Do not leave incubator doors open for longer than is absolutely necessary.

13. Wipe your work area thoroughly with 1% Virkon when finished. Clean aspirator tubes with 1% Virkon and 70% IMS.

14. Monitor cells daily to identify changes in growth patterns, onset of infection etc.

15. If an infection is identified, immediately take culture vessel to a different lab (Prep room), treat with 1% Virkon overnight, then autoclave.

16. Keep door to cell culture lab closed to minimise air currents.

17. Regularly change water in heated bath, with fresh SigmaClean or similar. Monitor for signs of infection.
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