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                                                        Aseptic techniques

The culture medium on which you grow a desirable microorganisms will also readily grow undesirable contaminants, especially molds and other types of fungus, and bacteria from your skin and hair. It is therefore critical that you protect your cultures from contamination from airborne spores and living microorganisms, surface contaminants that may be on your instruments, and on your skin.

Nearly all forms of contaminants are carried on microscopic dust particles that make their way onto sterile surfaces when they are carelessly handled. One exception is insect contamination, such as by ants or fruit flies. Fruit flies are of particular nuisance because they can crawl under the lids of agar plates and lay eggs.

The following procedures are developed to ensure that the working environment is aseptic and minimize contamination of biologic material:

· Always place a culture plate with lid down to avoid water condensation on the lid. This makes it difficult to view the culture and may contribute to contamination.

· Never leave a culture dish open, even for a short time when viewing colonies of organisms, unless you intend to destroy it.

· When it is necessary to open a dish, keep the lid close to the dish, open it only as far and as long as is necessary to accomplish the procedure, and keep the lid between your face (and your germs!) and the agar surface.

· For most bacterial cultures you will use a sterile loop or needle to inoculate or to pick up a culture.

· Sterilize a loop or needle using an incinerator or flame till it’s  red-hot just prior to use, burning off any organic material

· Cool the loop or needle by touching the agar at the edge of the petri dish where there is no bacterial growth  or a liquid surface prior to touching a culture (you will kill the organisms otherwise)

· Re-sterilize the instrument after performing the procedure, putting down safely on a rack.

· To open a tube, hold the cap between your little finger and palm and unscrew. You can hold the loop or needle with rest of the fingers and the thumb. The other hand will hold the tube while you open it. The cap should never leave your hand till it is replaced on the tube. This method eliminates the possibility of contamination.

· Pass the mouth of a culture tube or any container with a culture or sterile contents over a flame immediately before opening the cap and again before replacing it. Hold the cap with opening facing down to prevent dust particles collecting in them. The tube may be held at an angle while doing so.

· Use a sterile disposable pipette to remove samples from a broth culture or sterile saline (or other liquids) to avoid cross contamination.

· Always be aware of where your hands are, where your face is, and whether or not your culture is in a position to be contaminated. If you have long hair, make sure it does not hang into your plate. Hair is full of potential contaminants, and is one of the principle sources of contaminating microorganisms.

· If you have an open flame, long hair that is not tied back or loose clothing can be hazardous to your health.

· Keep flammables away from the flames, including alcohol used for sterilizing instruments; do not place a heated loop or glass rod into an alcohol dish

A contaminated culture can often be rescued,  but there is always the risk that you will re-isolate the wrong microorganism. Besides, you don't have that kind of time to waste. Make sure you exercise extreme care to keep your cultures pure.

Accumulated waste materials can pose a contamination hazard. A microbiology laboratory can become inundated with old cultures unless a well-organized system for disposal of is in place. Please place all contaminated materials in marked containers so that they  can be sterilized before disposal. To make disposal as efficient as possible, please get rid of materials you no longer need as soon as possible.

