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Supplementary Figure 1.
NOTCH1

|>gi|27894368|mf|NP 060087.2| notchl preproprotein [Homo sapiens] |
MPPLIAPLLC IALLPALAAR GPRCSQPGET CLNGGKCEAR NGTEACVCGG AFVGPRCQDP NPCLSTPCKN AGICHVVDRR GVADYACSCA LGFSGPLCLT PLDNACLINP CRNGGTCDLL
TLTEYKCRCP PGWSGKSCQQ ADPCASNECA NGGQCLPFEA SYICHCPPSF HGPTCHQDVN ECBQRPGICH HGGICHNEVG SYRCVCRATH TGENCERPYV PCSPSPCONG GTCRETGDVT
HECACLEGFT GNCEENTDD CRGNNCKNGG ACVDGVNTYN CRCEPERTGQ YCTEDVDECQ LMPNACQNGG TCHNTHGGYN CVCVNGHTGE DCSENIDDCA SPACEHGATC HDRWASFYCH
EPHGRTGLLC HLNDACISNP CNEGSNCDIN PVNGKALCIC PSGYTGEACS QDVDECSLGA NECERAGKCI NILGSFECOC LOSYIGPRCE IDVNECVSNE CQNDATCLD) IGEFQCICMP
GYEGVECEVN TDECASSPCL HENGRCLDKIN EFQCECPTGF TGHLCQYDVD ECASTPCKNG AKCLDGENTY TCVCTEGYTG THCEVDIDEC DEDPCHYGSC KDGVATETCL CRPGYTGHHC
EININECSSQ PCRHGGICQD RDNAYLCFCL KGTTGPNCEI NLDDCASSEC DSGICLDKID GYECACEPGY TGSMCNINID ECAGNECHNG GICEDGINGF TCRCPEGYHD PTCLSEVNEC
NSNPCVHGAC RDSLNGYKCD CDPGHSGINC DINNNECES PCVNGGTCKD MISGYVCTCR EGFSGENCQT NINECASNPC LNQGTCIDDV AGYKCNCLLP YTGATCEVVL APCAPSPCRN
GGECRQSEDY ESFSCVCPIG WQAGQTCEVD INECVLSECR HGASCONTHG GYRCHCQAGY SGRNCETDID DCRENPCHNG GSCTDGINTA FCDCLPGFRG TFCEEDINEC ASDPCRNGAN
CTDCVDSYTC TCPAGFSGIH CENNTPDCTE SSCENGGICY DGINSFICLC PPGETGSYCQ HDVNECDSQP CLHGGTCQDG CGSYRCTCBQ GYTGENCNL VHWCDSSPCK NGGKCHQTHT
QYRCECPSGW TGLYCDVESYV SCEVAAQRQG VOVARECQHG GLCVDAGNTH HCRCQRGYTG SYCEDLVDEC SPSPCONGAT CTDYLGGYSC KCVAGYHGVN CSEEIDECLS HPCQNGGICL
DLENTYXCSC PREIQGVECE INVDDCNPBV DRVSRSPKCE NNGICVDQVG GYSCICPEGE VGERCEGDVN ECLSNECDAR GTQNCVQRFN DEBCECRAGH TGRRCESVIN GCKGKECKNG
GTCAVASNTA RGFICKCPAG FEGATCENDA RTCGSLRCLN GGTCISGERS PTCLCLGPFT GPECQFPASS PCLGGNECYN QGICEPTSES PFYRCLCPAK FNGLLCHILD YSFGGGAGRD
TPPPLIFEAC ELPECQEDAG NKVCSLQCNN HACGWDGGDC SLNENDPWKN CTQSLOCWKY FSDGHCDSQC NSAGCLFDGF DCQRAEGQCN PLYDQYCKDH FSDGHCDQGC NSAECEWDGL
DCAEHVPERL AAGTLVVVVL NPPEQURNSS FHFLRELSHY IBTNVVERRD AHGOOMIFPY YGREEELRKH PIKRAREGHA APDALLGQVK ASLLPGGSEG GHRRRELDRM DVRGSIVYLE
IDNRQCVOAS SQCFQSATDV ARFLGALASL GSLNIPYKIE AVQSETVEPP PPAQLEFMYV ARAAFVLLFF VGCGVLLSRK RRRQHGQLWF PEGFKVSEAS KKKRREPLGE DSVGLKPLKN
ASDGALMDDN NEWGDEDLE TKKERFEEPV VLEDLDDQTD HROWTQQHLD AADIRMSAMA PTPPQGEVDA DCMOVNVRGE DGFTPIMIAS CSGGGLETGN SEEEEDAPAV ISDFIYQGAS
LNQTDTGE TALETABRYS RSOAAKRLLE ASADANIQDN MGRTPLEAAV SADAQGVQT LIRNRATDLD ARVEDGITEL ILARRIAVEG MLEDLINSHA DVNAVDDLGK SALEWAAAVN
NVIAAVVLLK NGANKDMONN REETPLFLAA REGSYETAKY LLDEFANRDI TDEMDRLERD IAQFRMEEDI VRLLDEYNLV RSPQLAGAPL GGTPTLSEEL CSENGYLGSL KEGVQGKKVR
KPSSKGLACG SKEAKDLKAR RKKSQDGKGC LLDSSGILSP VDSLESPHGY LSDVASPELL PSPFQQSPSV PLNHLEGYED THLGIGHLNV ARKPEMRALG GGSHLAFETG PERLSHLPVA
SGTSTVLGSS SGRAINFIVG GSTSINGQCE WLSRLOSGMV PNQYNPLRGS VAPGPLSTQR PSLQHGMVGP LHSSLAASAL SQUMSYQGLP STRIATQPHL VQTQQVQPQN LOMOQONLQP
ANIQQQQSLQ PPPPPPQPHL GVSSAASGHL GRSFLSGEPS QADVQPLGPS SLAVHTILPQ ESPALPTSLP SSLVPPVIAA QFLIPPSGHS YSSEVDNTPS HQLQVPEHPF LTPSPESPI)
WSSSSPHSNV SDWSEGVSSP PTSMQSQIAR IPEAFK

MONO MW: 272384, pl: 4.95
Database = lhomelsorcererifasta/ RefSeqHuman_082508.fasta
Links: Google Google Scholar NCBI UniProtkB

Position Mass Peptide

177-190 1545.7 QDVNECGQKPGLCR

354-365 1367.58 VASFYCECPHGR

1116-1133 1919.83 LCQHGGLCVDAGNTHHCR
1213-1235 2450.1 GTQGVHCEINVDDCNPPVDPVSR
1289-1297 1121.44 VNDFHCECR

1600-1608 1055.61 VLHTNVVFK

1651-1662 1099.56 ASLLPGGSEGGR

1928-1938 1138.61 TGETALHLAAR

2080-2088 1083.58 VLLDHFANR

2265-2273 986.52 LAFETGPPR



NOTCH2

\>gi|24041035|ref|NP 077719.2| notch 2 preproprotein [Homo sapiens]

MPALRPALLW ALIAWLCCA APAHALQCRD GYEPCVNEGH CVTYHNGTGY CKCPEGFLGE YOERDBCER NRCONGSTCV ACAMLGRATC RCASGTGED CQYSTSHECE VSRPCLNGGT
CAv,RDTYE CICOVGRTER FCOWTIACLS HRCANGSTCT TVANQFSCKC LTGFTGOKCE TDVNECDTRG ROQHGGTCIN LRGSYQCQCP QGFTGOYCDS LYVECARSEC VNGGTCRYTG
DFTFECHCL? GFEGSTCERN IDDCNERC) NGGVCVDGVN TYNCRCPEQR TGFCTEDVD ECLLQPNAC) NGGTCANRNG GYGCVCVNGH SGDCSENID DCAFASCTEG STCIDRRSE
SCHCPEGKAG LLCHLDDACT SNECHKGALC DTNPLNGOYI CTCPOGYKGA DCTEDVDECA MANSNECEEA GRCVNTDGAF HCECLKGYAG PRCEMDINEC HSDECONDAT CLDKIGGRT]
LCMPGRR(SVE CELEINEC)S NPCVNNGOCV DKVNREQCLC PPGFIGPVCQ IDIDDCSSTP CLNGAKCIDH PNGYECQCAT GFTGVLCEEN IDNCDPDPCH HGQCQDGIDS YICICNEGYM
GAICSDQIDE CYSSECLNDS RCIDLVNGY) CNCQPGTSGV NCELNEDDCA SNECTHGICH DGINRYSCVC SBGFTGQRCY IDIDECASNE CREGATCING VNGERCICEE GPEHESCYS)
WNECLSNECT HGNCIGGLSS YECLCDAGHY GINCEVDRNE CLSNPCONGG TCONLVNGYR CTCKKGEXSY NCQUNIDECA SNECLNQGTC FDDISGYTCH CVLEYTGHHC QIVEARCSRY
PCENARVCRE SPNFESYICL CAPGHQGORC TIDIDECISK PCMNHGLCAN TQGSYMCECP PGFSGDCEE DIDDCLANEC ONGGSCMDGY NTFSCLCLEG FIGIKCQTIM NECLSEECKN
GGTCSDYVNS YTCKCQAGFD GVHCENNINE CTESSCENGG TCVDGINSES CLCRVGFTGS FCLHEINECS SHPCINEGIC VDGLGTYRCS CELEYRGRNC QTLVRLCSRS PCKNKGICU)
KRAESOCICP SGHAGAYCOV PNVECDIAAS RRGVLVEHLC QHSGVCINAG NTHYCQCPLG YIGSYCEEQL DECASNPCQH GATCSDFIGG YRCECVEGY) GVNCEYEVIE CQNQPCONGG
TCIDLVNEEK (CSCRRGIRGL LCEENTDDCA RGPACLNGS) CMDRIGGYSC RCLPGFAGER CESDINECLS WCSSEGSLD CIQLTNDYLC VCRSAFTGRH CETEVDVCE) MCLGGTCA
VASIMPDGFT CRCBRGESGA RCQSSCSQVK CHRGEQCVET ASGERCECPS PROCESGCAS SPCQHGGSCH PQRBRYYSC QCAPPESGSR CELYTAZPST PPATCLSQYC ADKARDGVCD
EACNSHACQH DGGDCSLTME NPHANCSSPL PCHDYINNQC DELCNTVECL FDNFECQGNS KTCKYDKYCA DHFKDNHCD) GCNSEECGHD GLDCAADQPE NIAEGTLVIV VIMPPEQLL()
DRRSFLAALG TLINTNLRIK ROSQGELMVY PYYGERSAAM KKORMTRRSL PGEQEQEVAG SKVELEIDNR OCVODSDHCE KNTORARALL ASHATOSTLS YPLVSVVSES LTPERTLLY
LLAVAVVIIL FIILLGVIMA KRERKHGSLH LPEFTLRRD ASNAKRRERV GOPAVGLENL SVQVSEANLT GIGTSEHWVD DEPQPKKVK AEDEALISEE DDPIDRREWT (OHLEAADIR
RIPSLALTEP QAEQEVDVLD VNVRGEDGCT PLMLASLRGG SSDLSDELED AEDSSANIIT DLVYQGASLQ AQTORTGEMA LHLAARYSRA DAAKRLLDAG ADANAQDIMG RCPLEAAVAR
DAQGVFQILT RNRVIDLDAR MNDGTTLIL AARLAVEGMV AELINCQADV NAVDDHGKSA LHWAAAVNAV EATLLLIKNG ANRIMCDNKE ETPLFIARRE GSYEAAKTLL DHFANRDITD
HMDRLPROVA RDRMEHDIVR LLDEYNVIES PPGIVLTSAL SPVICGENRS FLSLKHTPMG KKSRRESAKS TMPTSLEMIA KEAKDAKGSR REKSLSEKVQ LSESSVILSP VDSLESPTY
USDITSSPHT TSPGILOASP NPMLATAAPP APVHAQHALS FSNLHEMQPL AHGASTVLPS VSQLLSHEHI VSPGSGSAGS LSRIHPVEVP ADWMVRMEVN ETQYNENFGM VIAPARGTHP
GIAPQSRPPE GKAITTPREP LPPIVIFQLT PKGSIAQPAG APQRQSTCEP AVAGELPTMY (TPEMARLPS VAFPTAMME() ODGQVAQTIL PAVHPFPASV GKYPTPPS(H SYASSNAAER
TESHSGHLQG EHPYLTESPE SPDQHSSSSE HSASDHSDVI TSPIPGGAGG GQRGEGTHMS EPPHMIRMQVY A

MONO MW 285228, pl- 4.95
Database = home/sorcererifasta/RefSeqHuman 082608 fasta
Links: Googe Google Scholar NCBI UniProtkB

Position  Mass Peptide
53-65 1537.64 CPEGFLGEYCQHR
53-70 2109.87 CPEGFLGEYCQHRDPCEK

127-140 1550.64 DTYECTCQVGFTGK
260-268 1082.46 NIDDCPNHR
357-368 1257.52 VASFSCMCPEGK

409-432 2465.92 GADCTEDVDECAMANSNPCEHAGK
475-487 1372.63 IGGFTCLCMPGFK
666-6738 1403.6 YSCVCSPGFTGQR

829-849 2160.94 NCQTVLAPCSPNPCENAAVCK

1049-1058  1027.45CSCPLGYTGK
1059-1069  1249.59 NCQTLVNLCSR
1082-1111  3100.35 KAESQCLCPSGWAGAYCDVPNVSCDIAASR
1211-1218 819.34 CSCPPGTR

1219-1231  1449.62 GLLCEENIDDCAR
1245-1251 754.341GGYSCR

1333-1341 890.41 CPPGFSGAR
1353-1365 1368.66 KGEQCVHTASGPR
1366-1372 808.34 CFCPSPR

1394-1410 1886.81 QPPYYSCQCAPPFSGSR
1568-1578 1207.7 ALGTLLHTNLR
1582-1596  1777.79 DSQGELMVYPYYGEK
1726-1738  1423.79 RREPVGQDAVGLK



NOTCH3

Dgi| 134244285 | ref NP 000426.2| Notch homolog 3 [Homo sapiens] |
MGPGARGRRR RRRPMSPPPP PPPVRALPLL LLIAGPGAAA PPCLDGSPCA NGGRCIQLRS REAACLCPPG WVGERCOLED PCHSGECAGR GVCQSSWVAG TARFSCRCPR GFRGPDCSLP
DPCLSSPCAH GARCSVGPDG RELCSCPRGY QGRSCRSDVD ECRVGEPCRH GGICLNTPGS FRCQCPAGYT GPLCENPAVP CAPSPCRNGG TCRQSGDLTY DCACLPGFEG QONCEVNVDDC
PGHRCLNGGT CVDGVNTYNC QCPPEWTGQF CTEDVDECQL QPNACHNGGT CENTLGGHSC VCVNGWTGES CSQNIDDCAT AVCFHGATCH DGLLCH LDDACVSNEC
HEDAICDINP VNGRAICTCP PGFTGGACDQ DVDECSIGAN PCEHLGRCVN TQGSFLCQCG RGYTGPRCET DVNECLSGPC RNQATCLDRI GQFTCICMAG FTGTYCEVDI DECQSSPCUN
GGVCKDRVNG FSCTCPSGES GSTCQLDVDE CASTPCRNGA KCVDQPDGYE CRCAEGFEGT LCDRM PCHHGRCY DGIASFSCAC APGYTGTSQP CRHGGKCLDL
VDKYLCRCPS GTTGVNCEVN IDDCASNPCT FGVCRDGINR YDCVCQPGET GPLCNVEINE CASSPCGEGG SCVDGENGER CLCPPGSLPP LCLPPSHPCA HEPCSHGICY DAPGGFRCVC
EPGHSGPRCS QSIARDACES QPCRAGGTCS SDGMGFHCTC PPGVQGROCE LLSPCTENPC EHGGRCESAP GQLPVCSCPQ GWQGPRCQQD VDECAGPAPC GPHGICINIA GSFSCTCHGG
YTGPSCDQDI NDCDENBCLN GGSCQDGVGS FSCSCLPGFA GPRCARDVDE CLSNPCGPGT CTDHVASFTC TCPPGYGGFH CEQDLPDCSP SSCENGGICV DGVNSFSCLC RPGYTGAHCQ
HEADPCLSRP CLHGGVCSAA HPGFRCTCLE SFTGPQCQTL VDWCSRQBCQ NGGRCVQTGA YCLCPPGWSG RLCDIRSLPC REABAQIGVR LEQLCQAGGQ) CVDEDSSHYC VCPEGRTGSH
CEQEVDECLA QPCQHGGTCR GYMGGYMCEC LPGYNGDNCE DDVDECASQP CQHGGSCIDL VARYLCSCPP GTLGVLCEIN EDDCGPGPPL DSGPRCLENG TCVDLVGGFR CTCPPGYTGL
SGACHARHTR DCLQDPGGGF RCLCHAGFSG PRCQTVLSPC ESQPCQHGG) CRPSPGPGGG LIFTCHCAQP FWGPRCERVA RSCRELQCEV GVRCQOTPRG PRCACPRGLS
FPGS PPGASNASCA ARPCLHGGSC RPAPLAPFFR CACAQGHTGP RCEAPAAAPE VSEEPRCPRA ACQAKRGDQR CDRECNSPGC GWDGGDCSLS VGDPWRQCEA LQCHRLFNNS
RCDPACSSPA CLYDNFDCHA GGRERITCNPV YERYCADHFA DGRCDOGCNT EECGWDGLDC ASEVPALIAR GVLVLTVLLP PEELLRSSAD FLQRLSAIIR TSLRFRLDAH GQAMVFPYHR
PSPGSEPRAR RELAPEVIGS VVMLEIDNRL CLQSPENDHC FPDAQSAADY IGALSAVERL DFPYPLRDVR GEPLEPPEPS VPLLPLLVAG AVLLLVILVL GVMVARRKRE HSTLWFPEGF
SLHKDVASGH KGRREPVGQD ALGMKNMAKG ESIMGEVATD WMDTECPEAK RLKVEEPGMG AEEAVDCRQW TQHHLVAADI RVAPAMALTP PQGDADADGM DVNVRGPDGF TPLMLASFCG
GALEPMPTEE DEADDTSASI ISDLICQGAQ LGARTDA RADAAKRLLD AGADTNAQDH SGRTPLHTAV TADAQGVFQI LIRNRSTDLD ARMADGSTAL IIAARLAVEG
MVEELTASHA DVNAVDELGK SALHWARAVN NVEATIALLK NGANKDMQDS KEETPLFIAA REGSYFAAKL LLDHFANREI TDHLDRLPRD VAQERLHQDI VRLLDQPSGP RSPPGPHGLG
PLLCPPGAFL PGLKAAQSGS KKSRRPPGR GKKLTIACPG PLADSSVTLS PVDSLDSPRP FGGPPASPGG FPLEGPYAAA TATAVSIAQL GGPGRAGLGR QPPGGCVLSL
GLINPVAVPL DWARLPPPAP PGPSFLLPLA PGPQLINPGT PVSPQERPPP YLAVPGHGEE YPAAGAHSSP PKARFIRVPS EHPYLTPSPE SPEHWASPSP PSLSDWSEST PSPATATGAM
ATTTGALPAQ PLPLSVPSSL AQAQTQLGPQ PEVIPKRQVL A

HONO M- 243468, i 5.18
Database = InomelsorcererifastaRefSeqHuman_ 062508 fasta
Links: Google Google Scholar NCBI UniProtkB

Position Mass Peptide

55-61 803.4 CTQLPSR

62-75 1486.67 EAACLCPPGWVGER
91-103 1233.61 GVCQSSVVAGTAR
134-141 789.34 CSVGPDGR
142-153 1326.58 FLCSCPPGYQGR
333-344 1275.55 VASFYCACPMGK
545-558 1550.6 NVDDCSPDPCHHGR
579-587 1067.4 CESQVDECR

1042-1050
1051-1076
1202-1210
1221-1231
1232-1242
1295-1309
1313-1325
1361-1371
1372-1386
1427-1435
1466-1473
1474-1483
1838-1848
2070-2078

913.5 EAAAQIGVR
2825.15 LEQLCQAGGQCVDEDSSHYCVCPEGR
1051.41 CEADINECR

1163.5 DCLODPGGGFR
1146.51 CLCHAGFSGPR
1653.8 ELQCPVGVPCQQTPR
1246.53 CACPPGLSGPSCR
1148.49 CACAQGWTGPR
1554.7 CEAPAAAPEVSEEPR
1135.49 QCEALQCWR
952.43 TCNPVYEK
1153.46 YCADHFADGR
1138.61 TGETALHLAAR
851.46 AGLGPQGPR

Supplementary Figure 1. Mass spectrometry identification of NOTCH family proteins as Actl-interacting proteins.
Hela cell lysates were immunoprecipitated with anti-Actl antibody followed by mass spectrometry analysis of
co-precipitated proteins. Co-immunoprecipitated proteins were identified by mass spectrometry. Shown are the
NOTCH1, NOTCH2 and NOTCH3 peptides identified in the analysis.



Supplementary Figure 2.
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Supplementary Figure 2. E3 ligase activity of Actl is indispensable for engaging NOTCH pathway. (a) Hela cells
were transfected with GFP-NICD and indicated Flag tagged wild-type Actl or Actl deletion mutants. Transfected cells
were fixed and stained with anti-Flag antibody followed by analysis with confocal microscope under a 63X objective.
Arrow indicates U box deletion mutant of Actl (A 260-360) (b) Hela cells were transfected with HA-NICD and vector,
wild-type Actl or U-box deletion mutant of Actl (Actl AU). Cell lysates were immunoprecipitated with anti-FLAG
antibody, followed by immunoblot analysis for indicated proteins. IB: immunoblotting; IP: Immunoprecipitation, WCL:
whole cell lysates. (c) Hela cells were transfected with Hesl-luciferase reporter (100ng) alone or in combination
with the different amounts of wild-type Actl (200ng and 500ng) or Actl AU (200ng and 500ng) and NICD1 (200ng).
Data is reported as fold induction of luciferase activity in indicated transfection over Hesl-reporter transfection
alone. Data are repeated two different experiments. (d) Hela cells were transfected with HA-Ub in combination with
wild-type myc-Actl, myc-Actl AU and FLAG-NICD as indicated. Cell lysates were immunoprecipitated with anti-FLAG
antibody, followed by immunoblot analysis for indicated proteins. IB: immunoblotting; IP: Immunoprecipitation, WCL:

whole cell lysates. Data are representative of two independent experiments.



Supplementary Figure 3.
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Supplementary Figure 3. IL-17 stimulation does not induce NOTCH1 ligand expression in astrocytes. Astrocytes
were stimulated with IL-17 (50ng ml?) for indicated time. Stimulated cells were subjected to RT-PCR analysis for the

expression of indicated NOTCH ligand. Data are representative of two experiments.



Supplementary Figure 4.

Cytoplasm nuclear

Astrocytes”*CAstrocytes’™™© Astrocytes? O Astrocytes’*©

IL-17: (hours) 01218240121824 01218240 121824
IB: NICD1 : _ —_
IB: Actl 2D — > e e e o - =

IB: o-Tublin 55KD— S ———
IB: H3 17KD— e @R ST

Supplementary Figure 4. Jaggedl expressed in astrocytes is required for IL-17-induced Actl nuclear translocation
and OPCs maturation. OPCs co-cultured with Actl KO or Jaggedl KO astrocytes were left untreated or treated with
IL-17 (50ng ml?) for indicated time, followed by cell fractionation for cytoplasmic and nuclear proteins. Cell fractions
were analyzed by immunoblot analysis for indicated proteins. Data are representative of two independent
experiments.



Supplementary Figure 5.
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Supplementary Figure 5. Differential regulation of
axis. (a) Actl- and NOTCH1 -dependent genes. Wil

astrocytes were treated with IL-17 for indicated time, followed by real-time PCR analysis of different gene induction.
Actl KO astrocytes were treated with TGFf for indicated time,

(b) Wild-type or NOTCH KO OPCs co-cultured with

followed by real-time PCR analysis of different gene induction. (c) OPCs co-cultured with Actl KO astrocytes were

stimulated with IL-17 for indicated time, followed by RT-PCR analysis for indicated genes. Error bars represent SEM

of technical replicates. *P < 0.05 based on Mann-Whitney U test. Data are representative of three independent

experiments.
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Supplementary Figure 6
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Supplementary Figure 6. NOTCH1 deficiency in NG2+ cells does not affect Thl-induced EAE.

(a) Mice (n=15) of indicated genotypes were adoptively transferred with MOG-reactive Th1 cells. Clinical scores of
EAE symptoms are graphed over experimental time course. (b) Infiltrating cells from the brain of mice with Thl
induced EAE (n=5) were analyzed by flow cytometry at the peak of the disease. (c) RT-PCR analysis of inflammatory
gene expression in spinal cords of mice (n=5) with Thl induced EAE. All error bars represent SEM of biological
replicates. *: p<0.05 based on Mann-Whitney U test. Data are representative of three independent experiments.



Supplementary Figure 7
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Supplementary Figure 7. Ablation of RBP-J in OPCs ameliorates Th17- but not Thl-induced EAE. (a) Immunoblot
analysis of RBP-J expression in NG2* cells sorted from brains of indicated mice. (b) Mice of indicated genotypes were
adoptively transferred with MOG-reactive Th17 cells (n = 5) to induce EAE. Clinical score of symptoms are graphed
over the experimental time course. (c) Mice of indicated genotypes were adoptively transferred with MOG-reactive
Th1 cells (n = 5) to induce EAE. Clinical score of symptoms are graphed over the experimental time course. Data are
representative of three independent experiments.



Supplementary Figure 8

Control peptide RA peptide
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Supplementary Figure 8. IL-17RA decoy peptide does not block TGFB-induced NOTCH1 activation in OPC-astrocyte
co-culture. OPCs co-cultured with Actl KO astrocytes were left untreated or treated with recombinant TGFp (10ng

ml?) for indicated time, followed by immune blot for NICD1 and Actin. Data are representative of two independent
experiments.
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Supplementary Figure 9. Uncropped image of films for all the Figures.
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Supplementary table 1: Primer sequence

Gene name Forward primer Reverse Primer

Ccl7
Steap4
Ptx3
Csf2
Ccl20
Cxcl1
Cp
Mmp9
5100a9
Hes5
Hes7
Mbp
Mag
Mog

5’-tcaaggagaagcagatcctagc-3

5’-accagtagtcggtgtccctg-3’
5’-gaacactagatgcaagccgg-3’
5’-gggtggactcctacagattgg-3’
5’-ctaacatgtgtgcagacccg-3’
5’-cacaagacagatggccgatg-3’
5’-ccagagcttgaaggtgttgc-3’
5’-gtgactgtaacaagccctcg-3’
5’-cgacatagacggcatccagt-3’
5’-ggccaacaaagcaccttctc-3’
5’-tgcaccaggactacagcgag-3’

5’-catcaaccgcagcctagaag-3’

5’-cttcagaccatccaagaagacc-3’

’

5’-ccttctcaagagtggttcacct-3’

5’-ctatagcctcctcgacccacttc-3’

5’-gagagatccttggtccagtgg-3’
5’-ctgagaacccgatcccagat-3’
5’-gtctggtagtagctggcetgtc-3’
5’-cccttttcacccagttctge-3’
5’-tgaaccaagggagcttcagg-3’
5’-agtgaagatgtccgtcccag-3’
5’-gataggccgtgggaggtatag-3’
5’-tccttcttgctcagggtgte-3’
5’-cgctggaagtggtaaagcag-3’
5’-cgaactccagtatctccgcet-3’
5’-gtacttgctgtggccaggtact-3’
5’-tctcagccacacaccagtattc-3’

5’-gggtaacctttccctcactgat-3’
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IL-17RA
433-320

IL-17RA
A33-83

IL-17RA
483-133

IL-17RA
4133-183

IL-17RA
4183-233

IL-17RA
A233-283

IL-17RA
4283-320

5’ 5’

-CTGGGCGTGCTGGCCCCGGGTGGC -GGATGGAGATGCCCGTGATGAACCAGTA
GCCTCCGTGTACTGGTTCATCACGG CACGGAGGCGCCACCCGGGGCCAGCACGC
GCATCTCCATCC-3’ CCAG-3’

5 )
5 )
-CGTGCTGGCCCCGGGTGGCGCCTCC
CACACCCAACAAGGAGACCTGTTCC -GGAACAGGTCTCCTTGTTGGGTGTGGGAG

3’ GCGCCACCCGGGGCCAGCACG-3’

5 )
5 )
Reslieuacalicusceilu il -ACCGCCTGTGGTGATGCCTCAGTTTAAAG

A:;,?\ACTGAGGCATCACCACAGGCGGT TGCAGCTGGATCTGCAGGTCC-3?

5’

B
;;G; (c;;'f GGTTGC:(? é; AT gggéfg;;igifg G -CCTTCATCCTGGCGTGCTCACAGTCGGAC
3’ AGAAACTCAAACCTGACGCAC-3’

b

5’

5
;)(EF%AAGCTCCX:(??F?F??;;E%%TS GTC? : ((;:,I -TCTCCATGTGCGGAAAACTGGTCAGAGGC
3 ACAAGGAAATTCTTGGACTGG-3’

)

5’

3
-CGAATCTACCCATTACCAGATCCTG
CAGCCCTTCTTCAGCAGCTGCCTCA- -TGAGGCAGCTGCTGAAGAAGGGCTGCAG

3’ GATCTGGTAATGGGTAGATTCG-3’

’

5’

e
-GGTGCTGTCGCCACCAAGTGCAGAT
CGTGTACTGGTTCATCACGGGCATC -AGATGCCCGTGATGAACCAGTACACGATC

T3’ TGCACTTGGTGGCGACAGCACC-3’

)
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Actl
450-100

Actl
A100-130

Actl
4130-155

Actl
A155-190

Actl
A190-260

Actl
A260-360

Actl
A360-375

Actl
A375-420

57

5
C?CS :‘: GC:?: (g':'STC(;rTC(;: ?:é g:;:éf -GGTGTCTCCTGCAGAAACTGTCTTCCCTT
ATATTTGGAGCAGGTGGTTCT-3’

b

CC-3’

5’ 5’

-GCACTCAAGTTCTGGAGGACGTTG -TCTGCAGGGAGGGCTCCAACGTCCTCCAG
GAGCCCTCCCTGCAGA-3’ AACTTGAGTGC-3’

5’ 5’

-GCGAGCCTGCGTCTGAGTCTGCGG -CCAGTGTCAGGAGAAGCCGCAGACTCAG
CTTCTCCTGACACTGG-3’ ACGCAGGCTCGC-3’

5 b
5 b
AR RSB BRI E T TR -GGCCTGCTCGGTTCCTGTGAGGCTGAAGC

;E%ASCCTCACAGGAACCGAGCAG TGAGATACCAGCCATTGATTAC-3’

5 )
5’
"COGTAGCCAGGAGATEGTGCAACS -\ GCATGTGGEGAAAGATTGGGAGGCCE

g?TCCCAATCTTTCCCCACATGCT TTGCACCATCTCCTGGCTACCG-3’

5’
57

-GAGGTATCCAGCATGTGCACAGAT
GGCTGGTGCTCCTGGGGAGTCCTTG -GCTGGGGAACCTGTGGATTAGGTGGCTGG

TGA-3’
G-3’
5’ 5’
-TCACCAGCCACCTAATCCACAGGT -AGATGCCCGTGATGAACCAGTACACGATC
TCCCCAGC-3’ TGCACTTGGTGGCGACAGCACC-3’

5’
5’

EEGCC?F?;%-LQFC;ELGGGA@GJS é: gf C;SE:‘IC';"I'A -TCACGAATTTCACCACCTCCATAGCCAGC
CGTGA-3’ TCTGCAGGGCACTCCAAGGACTCC-3’
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Supplementary table 2 : ChIP primer sequence

CXCL1 ChIP

S100A9 ChIP

PTX3 ChIP

STEAP4 ChIP

CCL7 ChIP

CP ChIP

Control ChIP

5’ )
-TTGGCTCCTGAGTCTAAGAA-3’ 2
5" -GGTTGCCAACTGTGCTTCCA-3’ 5’

5 b
-AGGGTAGTAGCCCTGCCATC-3’

)

5’ )
-TGGCATCCATTTAGGTAACAT-3’ 5
5’ 5’
-CCCTGCCCTTGCCTAATACTC-3’

5’

-TATACATTTAGATACATGCCAC-3 5’

’

5’ ,
-TCGATATCCACGTGACATCCA-3’ 2

-GTAAAACTGAGTCTTTGAATATT-3’

-ATGGCCAACAAAGCACCTTCT-3’

-GAACCACTCCCAGAGGATACC-3’

-CTCTGTGTTCTCCAGGGCT-3’

-AAGTGTCCAGGCACATAGGC-3’

-GAATGATTTTACTCAACTGGAA-3’

-GCAGCATTTTTTTACCCCCTC-3’
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