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BIOSAFETY TIP OF THE MONTH: 
Autoclave Use and Safety 

WHERE IS AWAY? 
 

All autoclaved waste generated from Dartmouth’s Hanover and Lebanon 
campuses is collected by your custodians, placed into dumpsters, and 
taken to the Lebanon, NH Landfill. 
 

Protect your colleagues, the local environment, 
and yourself:  

Know how to autoclave properly. 

Do you know 
where your 
autoclaved 
bags go? 

HOW DO AUTOCLAVES WORK? 
 

Autoclaves use water, pressure, and heat to create superheated 
steam that kills microorganisms and spores. They are used to 
decontaminate certain biological waste and sterilize media, 
instruments and lab ware.  
 
Steam sterilization is mainly a function of temperature, pressure 
and time: 

Temperature:  Effective sterilization occurs when the steam 
temperature exceeds 250°F (121°C). 
 

Pressure:  Autoclave pressurization should be at least 20 psi. 
 

Time:  The amount of time needed to sterilize most organisms 
is dependent upon the temperature and pressure. At 250°F 
(121°C) in a vessel pressurized to 20 psi, bags require at least 
30 minutes to sterilize. 
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SAFETY TIPS: 

AUTOCLAVE VERIFICATION 
 

We are required by local authorities to verify the effectiveness of our 
autoclaves.  This is performed at least quarterly using Geobacillus 
stearothermophilus spores as a biological indicator.  EHS needs 
your help with this process.  We will send you one of these vials to 
put in your autoclave bag.  Once returned, we break the ampule and 
test them in house.  A change from purple to yellow color indicates a 
failed result.  Please contact us if you would like to test your 
autoclave. 

AUTOCLAVE PPE 
Wear your:   To protect your: 

Skin, clothing 

Hands (be sure to 
wear heat resistant 
gloves) 

Eyes 

Feet 

✔	  

✔	  

✔	  

✔	  
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CYCLE SELECTION: 

•  Firmly lock/secure autoclave doors before 
operating the autoclave to prevent a sudden 
release of high-pressure steam.  

•  Wait for the pressure gauge to drop to zero with 
zero time remaining before opening the door. 

•  Loosen caps on liquid containers before 
autoclaving to avoid explosion. 

•  Fill liquid containers only half-full to avoid boiling 
over. 

•  Superheated liquids can boil over and damage 
the autoclave and injure the operator. Never use 
the “fast exhaust” cycle for liquids as they will 
evaporate. 

•  Open the door cautiously. Stand behind the door 
and slowly open it.  Pause to allow steam to 
escape before reaching inside. 

•  Let liquids stand another 10–20 minutes after 
the autoclave is opened to avoid any movement 
that could cause them to boil over, resulting in 
scalding. 

CYCLE PARAMETERS MATERIAL 

Dry/Gravity 
(fast exhaust) 121°C (250°F); 30-90min sterilization, 0-30min dry/vacuum Glassware, pipet tips, 

surgical tools, etc. 

Liquid/Gravity 
(slow exhaust) 121°C (250°F); 20-90min* sterilization, slow exhaust Media, broth, water, etc. 

Decontamination 
(slow exhaust) 121°C (250°F); 60-75min** sterilization, slow exhaust Biohazardous waste 

* Sterilization time increases as volume per vessel increases 
** 60 min used with metal autoclave pans; 75min used with polypropylene pans C
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•  DO use ORANGE biohazard bags for 
autoclave waste. 

•  Add ~250mL water to bag before closing. 
•  Transport and autoclave bag in a stainless 

steal or autoclave safe polypropylene 2° 
container. 

•  Put the autoclaved bag in the designated 
waste bin with clear liner when the bag 
has cooled.  The custodians will *only* 
remove bags that are in these bins.   

•  Clean up after yourself. 
•  Remove your waste from autoclave in 

timely manner so others may use it. 

•  DON’T use RED biohazard bags for autoclave 
waste. 

•  Autoclave paraffin-embedded tissue – no one 
wants to clean up melted wax or smell vaporous 
xylene.  Yuck. 

•  Leave your bags in the autoclave after the run is 
done.  This is so annoying to other users!   

•  Leave full autoclave bags on the floor.  This is a 
biohazard risk to personnel who do not know 
the status of the bag, it can result in leaks on 
the floor, and it is YOUR responsibility.  

•  Expect the custodial staff to handle autoclave 
bags that are outside of the designated waste 
bins.  They are not trained to handle biowaste.   

•  Let autoclave bags accumulate in your lab, in 
the autoclave, or autoclave room. 

•  Autoclave hazardous chemicals or 
radioisotopes.  Contact EHS instead. 

•  Use autoclave bags for anything other than 
biohazardous waste collection. 

DO 

DON’T 
Yep! Nope! 

Really? 

Not cool.  
(no pun intended) 
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Thanks for reading! 
 
 

HAVE QUESTIONS? 
OTHER BIOSAFETY TIP 

IDEAS?  
Please call Brenda Petrella, PhD 

Biosafety Officer  
(603) 646-9790 
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