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Validation

Sample size was initially defined in accordance with previously published experiments using similar experimental design (14, 16, 30, 60, 64).

One sample was formally excluded from analysis by Grubb's outlier test.

Experiments were replicated multiple times, with the number of replication clearly indicated in the text or figures for quantified parameters.
When descriptive data are presented without quantification, the experiment were replicated at least three times (biological replicates) and all
attempts at replication were sucessful.

Batches of animals from different litters/parents were used to replicate experiments. The animals were then randomly allocated to each
experimental groups.

For the initial experiments addressing the modulation of microglia-node interactions by neuronal activity, TEA and TPA treatments, we
performed a blinded analysis. In control versus demyelinated tissues, regarding microglial phenotypes and myelin extent, the quantified
parameters were strictly defined prior to quantification to avoid any bias, as differences were too visible to perform a blinded experiment. All
automated analysis were not blinded.

Primary Antibodies: mouse IgG2a anti-AnkyrinG (clone N106/36; 1:100; cat# 75-146), mouse IgG2b anti-AnkyrinG (clone N106/65;
1:75; cat# 75-147) and mouse IgG1 anti-Caspr (clone K65/35; 1:100; cat# 10671175), all from Neuromab. Mouse IgG1 anti-Pan Nav
(clone K58/35; 1:150; Sigma; cat# S8809); mouse IgG1 anti-Calbindin (1:500; Sigma; cat# C9848), rabbit anti-Calbindin (1:500; Swant;
cat# CB38), rabbit anti-Caspr (1:300; Abcam; cat# ab34151), rat anti-PLP (1:10; generated by and to be requested to Dr. K. Ikenaka,
Okasaki, Japan), mouse IgG2b anti-MBP (1:200; SMI99; Sigma; cat# NE1019), rabbit IgG anti-Iba1 (1:500; Wako; cat# 019-19741),
chicken anti-GFAP (1:500; Aves Labs; cat# AB_2313547), rat anti-PDGFr! (1:100; BD Biosciences; cat# 558774), rabbit IgG anti-
TMEM119 (1:100; Sigma cat# HPA051870), rabbit IgG anti-P2Y12r (1:300; Alomone; cat# APR-012 ), rabbit anti-P2Y12R (1:300;
Anaspec; cat# AS-55043A), chicken anti-mCherry (1:1000; Abcam; cat# ab205402), chicken anti-GFP (1:250; Millipore; cat# 06-896),
mouse IgG2a anti-iNOS (1:100; BD Biosciences; cat# 610328), goat anti-IGF1 (1:50; R&D System; cat# AF791).

Fluorescent secondary antibodies : goat or donkey anti-chicken, goat, mouse IgG2a, IgG2b, IgG1, rabbit and rat coupled to Alexa
Fluor 488, 594, 647 or 405 from Invitrogen (1:500), or goat anti-mouse IgG1 DyLight (1:600; Jackson Immuno Research; cat#
115-477-187).

Biotinylated secondary antibody: biotinylated goat anti-rabbit IgG (1:200; Vactor Labs; cat# BA-1000-1.5)

Each antibody was validated for the species (mouse or human) and application (immunohistochemistry) by

the correspondent manufacturer or/and within the lab. Their use was described in the methods section of the manuscript.




