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inflammation-associated gene expression, and are required for
induction of autoimmune encephalomyelitis
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TTGGCTGGCG

CTGGTGATGG

ATAACATGTA

GTACCAAGGC

GCAGAGTCAC

AATCACAGAT

GCCTGCAGGG

GAGCAGTGTG

CACCCAATGT

TGCAGTCGGG

CGAACACCGA

TGGTGGCGTG

GTACCCCGGC

CAACCGACGT

GCAGAAAATG

CACCACCACG

GCCGATGACT

ACAACACCGC

CGCCCAGATA

CGGGGGGGAG

CCATCCCATC

CCCCCAGGCC

CGTGCTTGGG

CGGCGAGCGG

CAATACGGTG

GGGGACGGCC

TATCGGGGAC

CCTGTATAAC

CAATGTCACG

CAAACTGGGT

CAAGAGGAGC

TGGTTACATA

ATTGCCCAAT

GCAGTCCCAG

CAGTCCTCAC

GTTTTGCAAG

CGAGCAAACC

GCGGCGCGGT

GCGACCCTGC

AAACTCCCGC

CATCAACACG

ACGGCGTTGC

CCCACGCTAC

CAACTGCTGG

TACTGGCGGG

CTCGACCAGG

ACAATGGGCA

GCTGGGAGCT

GCCGCCCTCC

GTGCTGGCGT

GCCCTTCCGG

CTGGACCTGG

CGGTATCTGC

GTGCCGCCCC

ACGTTATTTA

GTGTTTGCCT

AGGCTGCTGG

GCCATCCTGA

AATGAGTTCG

AACATAAAGG

CACACAAACA

AGACCCTGGT

CCTGATCCTC

AGGAAGCAAA

CCGCCCAGCG

CCGAGGTCCA

AGCGACCCGC

ACCTCTTCGG
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GGGCGTTGCG

AATTCCCGCA

TTTATTTTTC

GCTTCAATAA

TCCCTTTTTT
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GAGCGGGCGC

CCGCGCTTAA

AATCTCATGA

GAAAAGATCA

ACAAAAAAAC

TTTCCGAAGG
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ATCCTGTTAC
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GGGTTTCGCC

CTATGGAAAA

GCTCACATGT

TCCGGCTCGT

TGACCATGAT

CAGGCGGCCG

TTAATATTTT

AGGCCGAAAT

TTGTTCCAGT

GAAAAACCGT

TGGGGTCGAG

CTTGACGGGG

TAGGGCGCTG

TGCGCCGCTA

CCAAAATCCC

AAGGATCTTC

CACCGCTACC

TAACTGGCTT

GCCACCACTT

CAGTGGCTGC

TACCGGATAA

AGCGAACGAC

TTCCCGAAGG
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ACCTCTGACT

ACGCCAGCAA

AATGTGAGTT

ATGTTGTGTG

TACGCCAAGC

CGAATTCACT

GTTAAAATTC

CGGCAAAATC

TTGGAACAAG

CTATCAGGGC

GTGCCGTAAA

AAAGCGAACG

GCAAGTGTAG

CAGGGCGCGT

TTAACGTGAG

TTGAGATCCT

AGCGGTGGTT

CAGCAGAGCG

CAAGAACTCT

TGCCAGTGGC

GGCGCAGCGG

CTACACCGAA

GAGAAAGGCG

GCTTCCAGGG

TGAGCGTCGA

CGCGGCCTTT

AGCTCACTCA

GAATTGTGAG

TACTCCAACG

AGTGATTGAC

GCGTTAAATT

CCTTATAAAT

AGTCCACTAT

GATGGCCCAC

GCACTAAATC

TGGCGAGAAA

CGGTCACGCT

AAAAGGATCT

TTTTCGTTCC

TTTTTTCTGC

TGTTTGCCGG

CAGATACCAA

GTAGCACCGC

GATAAGTCGT

TCGGGCTGAA

CTGAGATACC

GACAGGTATC

GGAAACGCCT

TTTTTGTGAT

TTACGGTTCC

TTAGGCACCC

CGGATAACAA

CGTTGGGAGC

CGTGACGTCA

TTTGTTAAAT

CAAAAGAATA

TAAAGAACGT

TACGTGAACC

GGAACCCTAA

GGAAGGGAAG

GCGCGTAACC

AGGTGAAGAT

ACTGAGCGTC

GCGTAATCTG

ATCAAGAGCT

ATACTGTTCT

CTACATACCT

GTCTTACCGG

CGGGGGGTTC

TACAGCGTGA

CGGTAAGCGG

GGTATCTTTA

GCTCGTCAGG

TGGCCTTTTG

CAGGCTTTAC

TTTCACACAG

TCTCCCATAT

Figure S1. Structure and sequence of CD18 gene locus exon 3 targeting vector B044.2. B044.2 consists
of the pGEM-T Easy vector (Promega, Madison, WI). The CD18 gene locus encompassing insert was
derived from the BAC clone RP23-95M21 (222.chori.org/bacpac). Part of intron 2 and total exon 3
were cloned into the Agel site of pGEM-T Easy. The FRT-neomycin resistance-SV40-FRT cassette
was cloned downstream of exon 3 (Agel and HindIIl/SnaBI restriction sites). Sequences comprising
exons 4-6 were cloned into SnaBI site. The thymidine kinase expression cassette was cloned into the
Ascl site at the 3’end of exon 6. The 5 loxP site is located upstream of exon 3 and the 3" loxP site

adjacent to the FRT-neomycin resistance-SV40-FRT cassette upstream of exon 4.
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Table S1. Antibodies used for flow cytometric analysis

Antibody specificity Clone Fluorescence label
CD3 145-2C11, 500A2 eF1506, PE-Cy5, APC
CD4 GK1.5, RM4-5 eF1450, FITC, AF700, APC-Cy7
CD8 07.06.53 eFl1450, FITC, BV510, PE-Cy5, APC-Cy7
CD11a M17/4 PE-Cy7

CD11b M1/70 PE, PE-Cy5, PE-Cy7
CD11c N418 APC, PE-Cy7

CD18 M18/2 FITC, APC

CD19 1D3 PE-Cy5, SB702, APC, APC-Cy7
CD25 7D4 FITC

CD40 1C10 APC

CD45 30-F11, A20 FITC, SB702

CD62L MEL-14 APC

CD68 FA-11 FITC, PE

CD69 H1.2F3 PE

CD80 16-10A1 PE

CD86 GL1 FITC

CD103 2,00E+007 PE

CD172a P84 PE-Cy7

CD207 eBioL31 PE

CD317 9,27E+002 BV711

F4/80 BMS, T45-2342 e-Flour450, BB790
Foxp3 FjK-16a FITC

GATA-3 TWA]J PE

GR-1 RB6-8C5 APC

Ly6-C AL-21, HK1.4 FITC, BV570, APC
Ly6-G 1A8 e-Flour450

MHCII M5/114.15.2 eFl1450, PE-Cy5
NK1.1 PK136 PE-Cy5, APC
phospho-STAT1 A15158B PE

phospho-STAT3 13A3-1 AF488
phospho-STATS 12-9010-42 PE

ROR-yt AFK]JS-9 APC

T-bet eBio4B1 PerCP-Cy5.5

XCR1 ZET BV650
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Figure S2. Gating strategy of leukocyte populations in blood (Attune NXT flow cytometer).
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Figure S3. Frequencies of leukocyte populations in bone marrow are unaltered in CD18P!c cKO
mice. (A, B) Gating strategies of (A) B cells and T cells as well as of (B) polymorphonuclear granu-
locytes [PMN] and monocytes as assessed by flow cytometry are shown. (C) Frequencies of either
cell type in bone marrow are shown (mean+SEM of 4 experiments).
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Figure S4. Gating strategy for splenic DC populations (Attune NxT flow cytometer).
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Figure S5. BMDC lacking B2 integrins display disturbed regulation of SOCS protein expression.
BMDC (CD18%, CD18¢P!c cKO) were stimulated overnight in parallel with LPS and R848 or were
left untreated (Ctrl). On the next day, SOCS protein expression was assessed on cytospins by immu-
nofluorescence (AF647; red) and nuclei were stained with Hoechst dye (blue) (experimental details
given in 2.10.). Pictures are representative of 3-4 experiments each.
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Figure S6. Downregulation of B2 integrins in BMDC results in attenuated expression of genes asso-
ciated with inflammatory signaling and upregulation of genes involved in metabolic pathways, and
transcription factor Myc/EF2 targets. Unstimulated BMDC (CD18, CD18<Pc cKO, each n=3) were
subjected to RNA-seq analysis. (A) Heatmap representation of the Top 50 genes significantly upreg-
ulated (left panel) and downregulated (right panel) in CD18CD11c cKO versus CD18%1 BMDC clus-
tered by hierarchical clustering. The color legend denotes the level of gene expression (low: blue,
high: red) and represents z-scores. (B) Left panel: Volcano plot of all quantified mRNA species. Sig-
nificantly regulated genes (t-test q-value < 0.05 and log2[fold-change] > 2) are given in red. Top 10
genes are named. Right panel: Functional role of Top 10 genes. (C) Gene set enrichment plots of
significantly regulated pathways (FDR adjusted g-values <0.05). The normalized enrichment score
(NES) and FDR g-values are given.
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Figure S7. B2 integrin-deficient BMDC display higher antigen uptake and processing capacity.
BMDC were kept on ice or at 37 °C, and OVA derivatives (OVA-AF647, OVA-DQ); each 25 ug/ml)
were applied for 1h. OVA uptake (left panel), processing (middle panel) and endo-/lysosomal en-
richment of processed OVA in MHCII-expressing cells were assessed by flow cytometry. Data de-
note the MFI (mean+SEM of 6-9 experiments). Statistical differences versus *CD18%"f and *versus
according control group (on ice) are indicated (one way ANOVA, Tukey test). **p<0.05, *p<0.01,
++p<0.001.
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Figure S8. Gating strategy for intracellular detection of transcription factors in CD4* T cells in
spleen, lymph node and spinal cord (FACSymphony).
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Figure S9. Gating strategy for detection of DC populations in spleen, lymph node and spinal cord
(FACSymphony).
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Figure S10. CD207+ DC of CD18P!!c cKO mice emigrate at lower extent from ears after FITC appli-
cation. Mouse ears were split, both halves were placed into 12-well plates (1 ml of IMDM-based
culture media) with the outside upwards. Then, 5 ul of FITC solution (fluorescein isothiocyanate, 5
mg/ml) dissolved in 1:1 (v/v) acetone:dibutylphalate (all from sigma-Aldrich) were applied to half
of all samples. On the next day, frequencies of CD45*CD207* DC in culture media was assessed by
flow cytometry (mean +SEM, n=4). Statistical differences versus *untreated (w/o) and *CD18%f are
indicated (one way ANOVA, Tukey test). *p<0.05, **p<0.001.
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Figure S11. Spinal cord of CD18P!c ¢KO mice displays somewhat lower leukocyte infiltration.
Spines were retrieved on d38 after the onset of EAE and stored in 10% paraformaldehyde for histo-
pathological analysis. Paraffin-embedded blocks were prepared, and derived sections (5 pm) were
stained with hematoxylin and eosin (H&E) to assess infiltration of leukocytes. For this, H&E-stained
sections were examined microscopically using a BX40 microscope equipped with a CCD camera
(both from Olympus, Hamburg, Germany) for total cells per field of view (CD18%f: 338, CD18<P!1
cKO: 264). Pictures are representative of samples obtained from two animals each.
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