Tips to Avoid Contamination.

·  Biological Safety Cabinets.  The hoods have been carefully engineered with flow fields that continuously circulate all air through filters.  That air is forced down onto your work from above.  However, the hood environment is only as sterile as we make it.  Routine spray and wipe down all surfaces with 30% isopropanol solution.  Also, the number of items in the hood should be kept to a minimum, because they create stagnant air that is not filtered.  Likewise, Bunsen burners should be kept on ONLY as long as needed.  Heat rises, and disrupts air flow fields.
· Everything that Goes into the Hood should never be opened outside the hood.  This includes beakers full of Eppendorf tubes (big contamination risk) and pipet tips.

· Everything that Goes into the Hood should be sprayed with alcohol and wiped dry with a paper towel first.  This includes bottles, beakers, pipets, pipet tips, Pipet Aids, your gloves, etc.

· Water baths.  cleaned regularly using antimicrobial agents we have in lab.  
· Media and Buffer Bottles.  These, like many other items, continuously shuttle in and out of the hoods.  They should be carefully placed in the water baths, and when they are buoyant and run the risk of tipping, lead tires/loops should be used to weigh them down.  If a loosely-capped bottle tips over its contents should be considered contaminated and discarded.  
· Pipettes.  Remember that only the pipet tip is sterile.  Frequently, you will have to shove the barrel of the pipette deep into a tube or bottle to reach the liquid at the bottom.  Be extremely careful, because the barrel is not sterile.  Take extra care to ensure that the barrel doesn’t touch the inside of your sterile tube, or use a serological pipet to aliquot into a smaller tube.  Avoid using pipettes to remove liquids from large sterile stock bottles.  Use a serological pipet to take an aliquot for yourself, then use the pipettor to measure the necessary amount.
· Keep Your Hands Clean.  Spray down your hands with 30% isopropanol solution or ethanol and air dry.  Change gloves routinely, washing your hands between changes.
· Likewise, you should never reach inside of any volume that is sterile, e.g. never reach inside a beaker full of sterile tubes.  If you do, it is no longer sterile!  You should get tubes out of a beaker by tipping the beaker and tapping on it until Eppendorf tubes fall out by themselves onto the sterile metal of the hood.  And NEVER, EVER put back unused tubes.
· Opening Bottles, Tubes, and Plates should be done with extreme care.  The amount of time that a bottle or tube (or cell culture dish) stays open should be minimized, and never put your fingers near the opening of a bottle or tube.  The caps should always be held facing, or if they need to be put down (on a clean surface), facing up. 
· Serological Pipets should never be touched by anything not sterile except for the nozzle of the Pipet Aid.  If dispensing agar plates, for example, you can re-use the same pipette for multiple aliquots provided it does not come into contact with any non-sterile surfaces (e.g., the outside of the bottle) or materials.
· Items that Will Contact Culture Liquids or Plates should be sterile.  If by accident they or the pipet being used to dispense them touch anything not sterile, like your hands, the bench some suspect surface in the hood (even if it’s a bottle that’s been sprayed with ethanol), it should be discarded for a fresh one or re-sterilized.  That said, be careful since serological pipets are pricey.

· Wash the Hood Carefully Before (for sterility) And After (for sterility AND safety) You Use It.  Spray surfaces liberally with isopropanol or ethanol, and wipe clean.  This includes the back of the hood if you splashed anything back there.  
· Incubators can be a Major Contamination Risk.  Routinely spray down the trays and the inside of incubators with alcohol.  

· Antibiotics Cannot Make up for Poor Technique.  Antibiotics can be overcome with resistant bacteria, and they do nothing to inhibit fungal and mycoplasma contamination.  Nothing replaces high quality sterile technique.  Plus, they can sometimes just inhibit bacterial growth enough to keep it below detection radar, but the bacteria can still wreak havoc on future experiments.
· If you do get a contamination. Don’t even think about trying to save the culture.  Just dispose of it and focus on preventing the spread of the contamination.  Immediately bleach the culture and dispose of it appropriately (depending on biohazard level).  Wipe down with alcohol any surfaces touched by the culture dish or tube. 
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