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Supplementary Figure S1: Spatial and context-dependent expression of Cd83 in microglia
(A) Histrogram overlay of eGFP signal from microglia treated with actinomycin D. Microglia cells were isolated either from the CNS of wild-type or CD83-eGFP reporter mice. CD83e-GFP brains were divided into two different isolation media: for one hemisphere, 4 µM actinomycin D was added to all used solutions (i.e. RPMI, 1xHBSS, and 37 % Percoll); the other hemisphere was processed as stated in the methods section. Wild-type microglia served as negative fluorescence control. (B) Two-Photon-microscopy image of brainstems of CD83-eGFP mice isolated at the peak of EAE. Brain slices were fixed in 4 % PFA and stained with P2RY12 antibody for 48 h. White arrowheads indicate exemplified double labeling of cells with P2RY12, whereas representative GFP-negative microglia are labeled with white asterisks. (C) Two-Photon-microscopy images of frontal cortex and spinal cord from either CD83-eGFP or C57BL/6 wild-type mice. Only in the spinal cord, co-localization of P2RY12 and eGFP is visible (i.e. yellow cells). Length of all scale bars: 20 µm.  (D) Distribution of eGFP-signal in monocytes isolated from the spinal cords either of healthy CD83-eGFP mice or at the peak of EAE. Representative dot plots of monocytes (CD11b+/CD45high/Ly6Chigh), further gated on CD11c and MHC-II with color mapping to indicate CD83-eGFP fluorescence intensity, and quantitative analysis of eGFP-signal strength (n=3 for healthy and n=5 for EAE mice; pooled from two independent experiments). (E) Distribution of eGFP-signal in neutrophil granulocytes isolated from the spinal cords either of healthy CD83-eGFP mice or at the peak of EAE. Representative dot plots of granulocytes (CD11b+/CD45high/Ly6Clow), gated on SSC-A versus Ly6G with color mapping to indicate CD83-eGFP fluorescence intensity, and quantitative analysis of eGFP-signal strength (n=3 for healthy and n=5 for EAE mice; pooled from two independent experiments). Expression of Tmem119 (F) and Msr1 (G) in microglial cultures upon treatment with IFN-γ, TNF-α, LPS, or IL-4 for 24 h (n=6-19, data are pooled from five independent experiments). Statistically significant differences were determined with Mann-Whitney-U-test.
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Supplementary Figure S2: Phenotypic analysis of CD83ΔMG mice
(A) Flow cytometric analyses of splenic DCs from CD83ΔMG and CD83wtCre mice (at least) seven weeks after tamoxifen injection. Single cells were pre-gated on a B220-, CD11c+, and MHC-IIhigh subset, and CD83+ DCs were geated (n=7, pooled from two independent experiments). (B) Surface level of CD83 on bone-marrow derived DCs from CD83ΔMG and CD83wtCre mice after maturation with 100 ng/ml LPS for 16 h (n=4). (C,D) Gene expression analysis in acutely isolated microglia. (E) Percentage of cells positive for pHrodo-coupled myelin after 90 min incubation. Cells were pre-gated on CD11b+/CD45low/CX3CR1+ and cells incubated with myelin at 4 °C served as negative controls (n=9, pooled from three independent experiments). Statistically significant differences were determined with Mann-Whitney-U-test for all charts.
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(A) Expression of Cd83 on microglia (left) and MDCs (right) at the peak of disease, i.e. day 18 p.i. (n=12, pooled from two independent experiments). (B) Flow cytometric analyses of CD86 and MHC-II on microglia cells at the peak of disease (n=10, pooled from two independent experiments). (C,D) Expression levels of (C) Ccl3 and (D) Msr1 on microglia at the peak of disease. (E) Chemokine expression on MDCs at the peak of disease. (F) Percentage of GM-CSF (left) and IL-17A (right) producing T cells. Single cell suspensions of EAE-CNS were re-stimulated with PMA/ionomycin for 5 h in the presence of golgi transport inhibitors and intracellularly stained for GM-CSF and IL-17A (n=10-11, pooled from two independent experiments). (F) Proportions of CD25+FoxP3+ Tregs and IFN-γ producing T cells in the inguinal draining lymph nodes of EAE animals at the peak of disease (n=10-11, pooled from two independent experiments). (H) Gene expression of spinal cords at the peak of disease (n=10-11, pooled from two independent experiments). Statistically significant differences were determined with Mann-Whitney-U-test for all charts.
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