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Supplemental Fig. 2 Quantification of IBA-1 and MOG co-localization in active and mixed active/inactive
lesions.

In 5 active and 12 mixed active/inactive lesions dissected from 13 cases at a standard location of the Medulla
Oblongata (b) IBA-1 and MOG double immunohistochemistry was performed using NBT/BCIP (blue) and AEC
(red) as chromogens, respectively. After the NBT/BCIP reaction, the sections were boiled for 10 min in
microwave 700 watt before incubation with second primary antibody. Control sections showed no MOG signal
after boiling the sections (not shown). a. percentages of IBA-1 signal co-localized with the MOG signal in active
and mixed active/inactive lesions. b. example of HLA-PLP expression from an active lesion in which 2 regions
were analyzed. c. images of a double staining of an active lesion are shown in ¢ and e and composites of spectral
images with IBA-1 signal in blue and MOG signal in red are shown in d and f. For each lesion or lesion rim, 2 or
3 pictures were captured and co-localization was measured using the set spectra, the mean % of IBA-1 positive
signal co-localized with MOG signal was calculated for each lesion. For the active lesion shown here this is
(15.82+33.51)/2=24.67%. In 2/5 (40%) of the active lesions, MOG co-localization is >25%. Scale bars represent
inb 2.5mm, in ¢c and e 100pum and in d and f 10pm.
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