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Fig. S1 IFNy treatment increases expression of MHCII in GFAP-positive hippocampal rat astrocytes in
organotypic slices (a and b) Confocal images of control hippocampal astrocytes (Con, A) and
astrocytes treated with IFNy for 48 h (IFNy, b), immunolabeled by anti-GFAP and secondary Alexa
488-conjugated antibody (green), and counterstained with DAPI (blue). Scale bars: 50 um (a and b). (c)
Confocal image of double-labeled astrocyte displaying immunofluorescent MHCII (red) and GFAP
(green). Scale bar: 20 pm (large images; ¢c-h) and 1 um (insets; C, G, and H). (d—f) Confocal (d) and the
corresponding thresholded mask images (e and f) of astrocyte GFAP fluorescence (the same as

displayed in c) depict stages of estimation of the GFAP-positive cell area (for details, see Materials and
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methods). (g and h) Immunofluorescent MHCI|I vesicles (red) in control (g) and IFNy-activated
astrocytes (h). The white curve outlines the cell (GFAP) area. Insets display a magnified view of the
MHCII-positive vesicles in control and IFNy-activated astrocytes. (i) The relative proportion of MHCII-
positive cell area (%; surface area of MHCII-positive pixels with fluorescence above 20% of maximal
fluorescence) normalized to cell (GFAP) area. Note the substantial increase in the proportion of MHCII-
positive cell area in IFNy-activated astrocytes. The numbers at the bottom of the bars indicate the

number of cell images analyzed. ***P < 0.001 versus control (Mann-Whitney U test).

Con e Con f Con

GFAP : GFAP
open area filled area

i‘f area

3 outline

N
o
i
1

MHCII / GFAP area (%)
(@] [6)]



