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Deletion of Abnormal Toxicity Test (ATT)
(Innocuity test) 

Abnormal toxicity test procedure:

Five healthy mice weighing 17-22 grams and 2 healthy Guinea pigs weighing 250-350 grams is injected 

intraperitoneally and observed for 7 days for any abnormal  symptoms or death.
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Recombinant Hepatitis B vaccine: in-vivo  potency test
(-waiver for reduced testing)

In vivo potency Testing Method :

Groups of 20 mice (Balb/C strain), weight range 17-22g are immunized intraperitoneally with a series of 4 
dilutions of reference and test vaccine using placebo as diluent. After 28 to 32 days individual mice sera are 
collected and assayed for antibodies to HBsAg using validated  ELISA. The relative potency is calculated 
statistically using Combistat software.

As per IP, BP and WHO, alternative to animal potency test,  a validated in-vitro method can be used to 
determine the vaccine potency.
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Deletion of Specific  Toxicity Test (SPT)
at Final Vaccine stage 

Specific toxicity test procedure:

Pertussis  : 10 mice injected intraperitoneally with ½ SHD  + 10 mice injected  with 0.5ml saline and observed 

for 7 days for MWG.

“D” &“T” :  5 Guinea pigs injected subcutaneously with a quantity equivalent to at least five single human 

doses. and observed for any symptoms of  specific intoxication 

Observation period : 6 weeks incase of combined “D” &“T” and 21 days  incase of “T”.
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