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Autoclave Cycle Verification and Validation Testing Using 
Biological Indicator Ampoules 

Human Resources Health, Safety and Well-being 
Western University, August 2024

Autoclave Verification: periodic test for decontamination to detect process or equipment failures.  
Frequency performed largely depends on the frequency of use of the autoclave and is determined by a 
local risk assessment

Autoclave Validation: more stringent than verification, intended to test the efficacy of the 
decontamination process under more challenging conditions.  Uses representative loads consisting of 
the maximum quantity of material and is performed prior to initial use, annually, and following repairs/
modifications to the autoclave 

INSTRUCTIONS: 

1 
Place ampoules in waste load 

1.1   Solid waste: place ampoule in the 
middle of the contents but not in contact 
with contaminated material

1.2   Liquid waste: (e.g. Flasks containing 
liquid) ampoule must be suspend in such a 
way that the ampoule is not in the liquid

Check the results

After 24 hours, check for a color change in 
ampoules. Refer to Verify™ Wall Chart to 
determine if positive or negative growth has 
occurred. 

4.1 Negative growth in test ampoule: autoclaved 
waste can now be discarded  as non-hazardous 
waste 

4.2 Positive growth in test ampoule: autoclaved 
waste NOT to be thrown out. The waste must be 
re-autoclaved for a longer cycle time and must be 
re-tested with ampoules, using the procedures 
above, until a negative test is reached 

4.3 Control ampoule: must show positive growth, 
if it does not, check the expiry date of the 
ampoules. Re-test the waste before discarding 

4 

On completion of autoclave 
cycle 

3.1   Retrieve the ampoules from 
waste and allow to cool

3.2   Follow instructions on Verify™ 
Wall Chart

3.3   Incubate at 55 – 59° C, for 24 
hours (minimum).

Important Note: A control ampoule (an 

ampoule that has not been autoclaved) 

MUST be incubated with test ampoules. 

Run load as per Standard 
Operating Procedures for 
Autoclaving 

2 

3 

5 Keep the records

5.1   Document test parameters and 
results on Biomedical Waste 
Decontamination record (provided) 

5.2   Save cycle printout (if available) 

Perform autoclave run 




