2

2. Animals

· Please clarify your euthanasia methods, including whether animals were anesthetized and/or unconscious, injection dosages if applicable, methods used and rationale etc.
· Please try to be as detailed as possible.

[image: ]The mice were sacrificed by asphyxiation with CO2/O2 in a euthanasia chamber, with subsequent cervical dislocation to ensure his death, in accordance with the standards international slaughter of experimental animals [1]. I also know respected the ethical principles established in international guidelines approved by the CICUAL (Institutional Committee for the care and use of farm animals). Laboratory) of the Biomedical Research Institute (BIOMED-CONICET), place where this doctoral thesis was developed. The euthanasia chamber used presented an atmosphere of CO2 dissolved in O2 or air. CO2 as a percentage higher than 70% cause immediate loss of consciousness without hypoxia, rapid anesthesia, death, and less irritation of the airways.
Euthanasia Chamber (picture). It was used for the sacrifice of mice. by asphyxiation with CO2/O2, and subsequent cervical dislocation of the animals to ensure their death. The chamber presented an atmosphere of CO2 in O2 or air, in a percentage higher than 70%, causing immediate loss of consciousness without hypoxia, rapid anesthesia, death, and Less irritation of the airways. 

After the unconsciousness of the animals due to asphyxiation with CO2, the total absence of of your vital signs. Subsequently, the lid of the cuvette was opened and the mice, which underwent cervical dislocation to ensure death. In case of dirt in the bucket by fecal waste or urine, disinfection was carried out with alcohol and paper, in order to leave it ready for its next use. Subsequently, the murine organs were removed. The mouse was located Face up on a sheet of Styrofoam covered with metallic paper, immobilizing each of the limbs with a pin. The region was cleaned abdominal with alcohol to avoid the dispersion of hair, and then, with tweezers Histologically, the ventral skin was attached and a longitudinal cut was made using scissors. metal, taking care not to injure or puncture internal organs (below pictures showing how the animals were open after death and removed the organs).
[image: ][image: ][image: ]









[1] Guide for the Care and Use of Laboratory Animals: Eighth Edition. The National Academies Press, 2011.

· In your methods section, please state the source of the animals used in your study: OK. I did
The source of the animals employed in the present study were provided by the Bioterium (Vivarium) from the BIOMED of the Pontifical Catholic University from Buenos Aires, animals that were inbred and cared in BIOMED vivarium, under international law and employed of animals for scientific research. 
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