
 

Supplementary figure 1. mGcm1 and mGcm2 expression. (A) Immunolabelling of 

CNS primary cultures for mGcm1 (grey), microglia (CD45, red) and DAPI (blue), N=3; 

scale bar 10 μm. (B) RNA ISH of brain sections on P14, 2 and 18month-old brain 

sections from control and cko animals: Cx3cr1 (red), mGcm2 (green) and DAPI (blue), 

N=3; scale bar: 10 μm. (C) RNAscope labelling on control and cKO brain sections at 

18 months: Cx3cr1 (red), mGcm1 (green), DAPI (blue), N=3; scale bar: 10 μm. (D) 

Immunolabelling of resident macrophages from lung and adipose tissues at 24month-

old animals: mGcm2 (grey), CD45 (red) and DAPI (blue). Scale bar: 100 μm. Cx3cr1-

Cre+/-;mGcm2flox/ (control) and Cx3cr1-Cre+/-, mGcm2flox/flox(cKO) 

 



 

Supplementary figure 2. Characterisation of cell populations in the cortex of 

24month-old animals. (A) Immunolabelling of astrocytes from control and cKO 

animals for GFAP (red). (B) Quantification of the GFAP area. (C) Immunolabelling of 

neurons with the pan neuronal marker NeuN (green) and the cell death marker Caspase3 

(red). (D) Quantification for double positive NeuN-Caspase3 cells to calculate the 

neuronal cell death and (E) the total neuronal number. (F) Immunolabelling for 

oligodendrocytes with Olig2 and (G) quantification of oligodendrocytes in control and 

cKO animals. (H,J) Open field test for control and cKO animals at 18 months. The 

animals were evaluated for the total distance covered (H), the percentage of time spent 

in the centre (I) and how many times they entered in the centre (J). p-value: *<0.05, 

**<0.01, ***<0.001, and ns for not significant. N=5-13; scale bar: 50 μm. Statistical 

significance was determined by one-way ANOVA followed 2-tailed, unpaired t-test. 

Cx3cr1-Cre+/-;mGcm2flox/ (control) and Cx3cr1-Cre+/-, mGcm2flox/flox(cKO) 



 

Supplementary Figure 3. The density of macrophages containing myelin debris is 

not altered in LPC demyelinated lesions of mGcm2 icKO mice. (A) Oil-Red O 

staining of macrophages with myelin debris in control and mGcm2 icKO LPC lesions, 

at 7 and 14 dpi. (B) Quantification of Oil-Red-O+ area in LPC lesions from 2 to 21 dpi, 

in control and mGcm2 icKO animals. (C) Percentage of Oil-Red-O+ area in LPC 

lesions from 2 to 21 dpi in both experimental groups. Note that the clearance of myelin 

debris by macrophages in demyelinated lesions is not altered in mGcm2 icKO with 

respect to control mice. Scale bar: (A), 100m. 

 



 

Supplementary Figure 4. Loss of mGcm2 function in microglia delays 

oligodendrocyte differentiation in demyelinated lesions. (A) Immunolabelling with 

Olig2 (red) and CC1 (green) in LPC lesions of the spinal cord at 14 dpi, in control and 

mGcm2 icKO mice. Nuclei are counterstained with DAPI. (B,C) Graphs indicating the 

percentage of Olig2/CC1-double positive differentiated oligodendrocytes and Olig2-

positive/CC1-negative OPCs in demyelinated lesions from 7 to 21 dpi, in control and 

mGcm2 icKO mice. (D) Quantification of the number of total Olig2-positive 

oligodendroglia in LPC lesions at 7, 14 and 21 dpi, in control and mGcm2 icKO 

animals. Two-way ANOVA followed by Tukey’s multiple comparison tests were used 

for statistical analysis. *p< 0.05, **p< 0.01. Scale bar: (A), 100 m. 

 



 

Supplementary Figure 5. An inducible system tracing gcm expression. (A) 

Immunolabelling of adult Drosophila brain with gcm tracing (gcm>g-trace=GFP) in 

green, Repo (white), Elav (white) and DAPI (blue). (B) Immunolabelling of adult 

Drosophila brain with gcm tracing (gcm>g-trace) in green, Repo (grey), Elav (red) and 

DAPI (blue), Scale bar: 20 μm. (C) Immunolabelling of hemocytes from gcm>g-trace 

strain. The pan-hemocyte marker Hemese (red), g-trace (green), DAPI (blue). Animals 

were raised at 18°C and shifted at 29°C at second instar larval. scale bar: 20 μm. 

 



 
Supplementary Table 1. Primary and secondary antibodies 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 
Supplementary Table 2. MS and control cases used to study hGCM2 expression 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 
Supplementary Table 3. Taqman probes used for qRT-PCR analysis of LPC 

lesions 

 


