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Our sample sizes adhere to typical group sizes used in the field and was determined according to 3R recommendations of ethical committee.

Statistical methods were not used to predetermine the number of animals per groups.

no data was excluded for any experiment, with one exception: In resident intruder and 3 chamber tests in the 22 months old group, in which 1
wild type and 1 mutant mice were excluded as they were deviating from the rest of the cohort by more than 2 SD.

Two photon imaging: we performed the same in vivo imaging experiments in 5 and 6 mice within 2-3 field of views

For most behavioural experiments, we did not replicate experiments in order to adhere as closely as possible to 3R rules, and planned our
experiments with sufficient experimental power to ensure the robustness of results.

Resident intruder test and Three chamber test were replicated in two independent groups of mice at 10 months of age as a measure
undertaken to verify reproducibility of experimental findings. Experimental results were similar for both cohort analyzed and data presented
in the manuscript are joint results of both cohorts.

Mice were stratifed by genotypes and then allocated randomly to groups.

All behavioural and analytical tests were performed blindly. Experimenters were blind to genotypes when performing behavioural tests, mice
were identified by assignation of a number. Behaviour measurements and analytical analysis were performed by an experimenter blind to all
genotypes in order to avoid any bias.

Immunohistochemistry and Immunofluorescence - Primary Antibodies :

- Anti-mouse NeuN (Millipore, MAB377, 1:100, Clone A60)

- Anti-mouse parvalbumin (Sigma, P3088, 1:1000, Clone PARV-19)

- Rabbit anti-FUS (ProteinTech, 11570-1-AP, 1:100)

- Rabbit GABAAalpha3 (Synaptic Systems, 224 303, 1:500)

- Mouse Gephyrin (Synaptic Systems, 147 011, 1:500, Clone mAb7a)

- Guinea pig VGAT (Synaptic Systems, 131 011, 1:500, Clone 117G4)

Secondary antibodies :

- Biotinylated donkey anti-mouse (Jackson ImmunoResearch, 715-067-003, 1:500)

- Goat anti-mouse Alexa-488 (Invitrogen, A11034, 1:500)

- Goat anti-mouse Alexa-647 (Invitrogen, A21245, 1:500)




