Supplementary Tables
Table 1: Guide RNA targeting Id2 and Id4
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Table 2: Antibody list 
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Table 3: qPCR primer list 
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Table 4: Pyrosequencing primer list
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Supplementary Figures
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[bookmark: _GoBack]Figure S1 – Treatment with 5-AZA does not affect Oli-neu cell viability at a concentration of 1 µM. Oli-neu cells were treated with different concentrations of 5-AZA for 48 hours. DMSO was used as a vehicle control condition. Cell viability was assessed via an MTT-assay. Data are represented as mean + SEM and are relative to the control condition (n = 6; **p<0.01, ***p<0.001, ****p<0.0001).   
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Figure S2 – Top 3 off-target hits of the Id2/Id4 sgRNA. (A,C) The most likely off-targets of the designed sgRNAs are determined by the Benchling software®. The mismatches are depicted in red. (B,D) Off-target effects are analyzed by qPCR of the relevant genes. No difference between the active and inactive constructs is observed. Data are represented as mean ± SEM, n=5 (one sample t-test). 
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Figure S3 – ID2 and ID4 methylation levels per measured CpG site. Methylation analysis within the CpG island of the ID2 and ID4 genes in chronically demyelinated MS lesions, the surrounding NAWM and matched control samples (n=10, two-way repeated measures ANOVA with Šídák's multiple comparisons test). Data are represented as mean ± SEM, *p<0.05. 



Supplementary Methods 
Cell viability assay
The effect of 5-AZA on cell viability and cell survival was measured via the 3-(4, 5-dimethylthiazolyl-2)-2,5-diphenyltetrazolium bromide (MTT) assay. Oli-neu cells were seeded in a 96-well plate at a density of 20 x 103 cells per well in standard culture medium (DMEM, 10% FCS, 1% P/S). Cells were treated with increasing concentrations of 5-AZA or dimethylsufloxide (DMSO; Sigma-Aldrich) as a control. After 48 hours, medium was removed and cells were incubated with 500 µg/ml MTT (Sigma-Aldrich) in DMEM for four hours at 37°C. After removal of the MTT-solution, a glycine-DMSO mixture was added to induce reduction of MTT to formazan. The absorbance was measured at 540 nm with the iMark Microplate Reader (Bio-rad Laboratories, Temse, Belgium).      
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image1.png
Target gene Guide RNA (5’-3’)

ld2 ATC AAG AGG CTC GAACTG TT
ld4 TCG CCCGCG TCC GGTTCT TG
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Antigen Company (reference number) Dilution

04 R&D systems (MAB1326) 1:1000
MBP Merck (MAB386) 1:500
PLP AbD Serotec (MCA839G) 1:100
HLA-DR eBioscience (14-9956-82) 1:100
NeuN Millipore (MAB377) 1:200
NG2 Abcam (ab101807) 1:500
Goat anti-mouse IgM  Life Technologies (A21042) 1:600

Goat anti-rat IgG Life Technologies (A21434) 1:600
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Target gene

Forward primer (5°-3’)

Reverse primer (5’-3’)

1d2 (mouse)
Id4 (mouse)
Mbp (mouse)
Plp (mouse)
Sox10 (mouse)
Sox2 (mouse)
Myrf (mouse)
Olig1 (mouse)
0Olig2 (mouse)
Sox5 (mouse)
Mag (mouse)
Pdgfra (mouse)
Dbp (mouse)
Pip4k2b (mouse)
Rpl13a (mouse)
Cypa (mouse)
Yhwaz (mouse)
Pgk-1 (mouse)
MBP (human)
PLP1 (human
ID2 (human)
ID4 (human)
YHWAZ (human)
TBP (human)

GGA CAT CAG CAT CCTGTCCT

TCC CGC CCAACA AGAAAG TC
TCA CAG AAG AGA CCCTCACAGC
TTG TTT GGG AAA ATG GCT AGG A
GGA GAT CAG CCACGA GGT AAT G
AAC TTT TGT CCG AGA CCGAGA A
GCA TGG GCA CCG CCCCTA AG
CGA CGC CAA AGA GGAACAG
CCG AAG CAA TGG GAG CAT

TGATTT ACCTCA GGA GTT TGA AAG G

ACA CCCCCAACATIGTGG TT
GGG GAG AGT GAA GTG AGC TG
ACC GTG GAG GTG CTA ATG

CCA GCA AAA CCAAGA CCAAGAA
GGA TCC CTC CAC CCT ATG ACA
GCGTCT CCTTCG AGCTGT T

GCA ACG ATG TAC TGT CTC TTT TGG
GAA GGG AAG GGA AAA GAT GC
AAG ACA GGC CCT CTG AGT CC
GGC CAA CAT CAAGCTCATTCTT
ATG AAA GCCTTC AGT CCCGT
TGA ACA AGC AGG GCG ACA

CTT GAC ATT GTG GAC ATC GG

TAT AAT CCCAAG CGG TTT GC

CTC CTG GTG AAATGG CTG AT
TCA GCA AAG CAG GGT GAG TC
GAG TCA AGG ATG CCCGTG TC
GCA GAT GGA CAG AAG GTT GGA
GTT GGG TGG CAG GTATTG GT
CCT CCGGGAAGCGTGTACT
GGG GCG AGT CTG GCA GTG TG
GCC AAG TTC AGG TCC TGC AT
GGA GTG TTC AGC CAAAGA GTCA
TAC CTC TCC ATC TGT CTC CCCATA
CGA ACT GCA AGG TGG TGT TG
CAT CCG TCT GAG TGT GGT TG
ATG GCC TGG AAT GCT TGA

ACA TCA GGA CGCTGA GAATCG
CTG GTA CTT CCA CCC GACCTC
AAG TCA CCACCCTGG CA

GTA CAC AAT TCCTTT CTT GTC ATC
GCT ATG GGC TCG GTG TGC

GGA GGG TCT CTT CTG TGAC G
AGG TGA TGC CCA CAAACT TGT
CGATCT GCA GGT CCAAGA TG
CGT GCA AAG AAA GAA TGA AAG
TAT TTG TGG GAC AGC ATG GA
GCT GGA AAA CCCAACTTC TG
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Target Forward primer Reverse primer Sequencing primer Genomic Number of Reference
gene (5’-3%) (5’-3%) (5’-3") coordinates CpGs covered genome
Id2 (mouse) ~ AGGAAAATTTGAGTAAG  CTCAAATAATAAATCACTTC  AAGGTAAGGTTTGTAATG  chrl2:25.097.141- 5 GRCM38/mm10
GTAAGGTTTGTAA CAAACTTAAT chr12:25.097.740

Id4 (mouse) ~ ATTGTTTTTTTGATTGGTT  ATAACTACCCCCCCTCAA GTTTTATAAATATTGTTGTG chr13:48.260.426- 7 GRCM38/mm10
GGTTAT chr13:48.261.426

ID2 (human) ~ GGGTTTAGTAGGTATTGA  CCCTACAACCTTATCCTC AGGTATTGATTAGTTGGG chr2:8.677.850- 11 GRCh38/hg38
TTAGTTGG chr2:8.678.864

ID4 (human) ~ GTAGTATAGGGAGTGGG ~ ATAACCCACCCCAATATCCT — GGAGTGGGGTGATTT chr15:19.836.385- 5 GRCh38/hg38

GTGAT

AATC

chr15:19.837.760
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Off-target hits (ID2 guide)

Sequence PAM Gene Locus
ATTTAGAGGCTCGAACGGTT TGG chr6:-113029600
TAACAGAGGCTCGAACTGTT CAG  Pip4k2b (ENSMUSG00000018547) chr11:497715252
ATCGAGAGGGTGGAACTGTT AAG chr15:425497551
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Off-target hits (ID4 guide)

Sequence PAM Gene Locus
TCCCCCGGGCCCGGCTCTTG CAG  Dbp (ENSMUSG00000059824) chr7:+45706934
TCTCCCGTGACCGGTTCCTG CGG chr6:+114490227
TCGGCGGCTTCCGGTTCTGG AAG chr3:+80038745
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