


 

 

 

 
 

¶ After the animals have become unconscious, the flow rate can be increased to minimize the 

time of death. The time required for euthanasia can be several minutes. 

¶ Maintain the CO2 flow until the animal has stopped breathing. 

¶ Close the flow meter, or the valve on the tank (if using tank system). 

¶ Leave the animals in contact with loaded CO2 cage for a minimum of 2 additional minutes. 

¶ To confirm death, monitor animals for the following signs: no chest movement, no palpable 

heartbeat, poor mucous membrane color, no response to toe pinch, color change or opacity 

of the eyes. 

¶ Once the cage is empty and the session is complete, ensure the flow is off, and flush the line 

(if using this system). 

 
Note: A secondary method of euthanasia such as cervical dislocation or bilateral pneumothorax is 

required for your animals (unless justified in the animal use protocol) before disposal to ensure death. 
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¶ When fetuses are not required for study, the method chosen for euthanasia of a pregnant mother 

should ensure cerebral anoxia to the fetus and minimally disturb the uterine milieu to minimize 

fetal arousal. A recommended method for euthanasia of the mother in this circumstance is CO2 

exposure followed by cervical dislocation. 

Euthanasia of Neonates: 

Neonates up to 10 Days of Age 

¶ Maturation of nociceptors and the development of excitatory and inhibitory receptor systems occur 

during the period just prior to birth and extend into the 2 week of postnatal life. 

 

¶ Resistance to hypoxia results in a prolonged time to unconsciousness when CO2 inhalation is used 

as a euthanasia agent. The duration of exposure to carbon dioxide varies with the age of the 

neonate. Inbred and outbred neonatal mice less than 7d of age may differ in susceptibility to CO2, 

requiring exposures as long as 50 min to ensure euthanasia. When using CO2 for euthanasia, death 

must be verified prior to disposal of the carcass and a physical secondary method is required unless 

justified within the protocol. 

 

¶ Methods for the euthanasia of neonatal mice includes injection of chemical anesthetics in sufficient 

quantities to ensure death, (scissor) decapitation or cervical dislocation. 

 
Neonates over 10 Days of Age 

¶ Follow guidelines for adults. 
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