
BASIC CELL CULTURE TECHNIQUES 

STERILE TECHNIQUES  

Aseptic or sterile technique is the execution of tissue culture procedures without introducing 

contaminating microorganisms from the environment. In doing tissue culture work, 70% of the problems 

are due to a lack of good sterile technique. Microorganisms 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 supplemented with antibiotics. Antibiotics do not 

eliminate problems of gross contamination which result from poor sterile technique or antibiotic-

resistant mutants. Autoclaving renders pipettes, glassware, and solutions sterile.  

Nutrient medium cannot be autoclaved. The compounds in nutrient medium are destroyed by the heat of 

autoclaving. Medium must therefore be sterilized by passing it through a sterile filter small enough in 

pore size to hold back bacteria and mycoplasmas (Millipore Sterivex - GS 0.22u disposable filter units). 

Here are some rules of thumb to follow to keep your medium, cultures, and glassware from becoming 

contaminated:  

1. Wipe your work area and hands with 70% ethanol before starting. Spray any container you plan to put 



You may find yourself involved in a procedure which these sterile technique "rules-of-thumb" do not 

cover. Therefore, you must constantly be aware that microorganisms are everywhere and take proper 

steps to keep them out of your cultures. When first developing your aseptic technique you must always 

be thinking of sterility. Eventually it will become second nature to you. Mastering good aseptic 

technique will save you considerable frustration in the labs to follow.   Furthermore, the same principles 

for good aseptic technique also minimize biohazard risk to the investigator when infectious organisms or 

dangerous chemicals are used. 

THAWING CELLS 

1.  Cells generally do not like cold media.  Before you begin, put your media into the 37o water bath to 

warm for about 30 min prior to the start of this process.  Once it is warm, spray the bottle with 70% 

ethanol and place it on the deck of the hood. 

Cells are generally stored in medium that contains DMSO.  DMSO is added so that ice crystals do not 






