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A toolkit of HTT protein resources

Table S1. Database search results for HTT1-3144 Q23 expressed in EXPI293F cells. Proteins with five
or more total no. spectra are listed. Of the peptides which do not correspond to HTT protein, most either
have very high scores in the CRAPome (1), suggesting that these are non-specific contaminants of the co-
immunoprecipitation step, not true HTT interactors, or they are very low abundance.

Protein Accession Total no.No. UMY otein Accession Total no. No. UMGUE b otein Accession Total no.No. umque
spectra |peptides spectra |peptides spectra |peptides

P42858HD 7681 1150 IPOCOS5[H2AZ 14 4 060391]NMD3B 3 2
Q13748/TBA3C |175 29 IPOCOS8[H2A1 14 4 075534|CSDE1 3 2
Q13885/TBB2A 111 26 P16104/H2AX 14 4 P49137]MAPK2 3 2
QI9BVAI1|TBB2B [111 26 IP20671|H2A1D 14 4 P62269|RS18 8 2
P07900|HS90A  |110 24 IP34931|HS71L 14 5 Q16695|H31T 3 2
Q6PEY2|TBA3E |64 13 Q16777H2A2C 14 4 Q8NCGS5|CHST4 8 2
QI9BYE2|TMPSD |56 7 QO6FI13[H2A2A 14 4 Q8WUA7|TB22A 8 2
QINY65TBAS |54 9 Q71UI9H2AV 14 4 QINRC6|SPTNS 3 2
Q71U36|TBAIA |51 12 Q7L7L0O[H2A3 14 4 QINRDIIDUOX1 |8 2
P04350TBB4A 48 12 Q93077H2A1C 14 4 O15381|NVL 7 2
P60709]ACTB 45 13 Q96KKSH2AIH |14 4 Q15021|CND1 7 2
P11142[HSP7C 44 12 Q96QV6H2AIA |14 4 Q5TI9S5|CCD18 7 2
P63261|ACTG 44 13 Q99878|H2A1J 14 4 Q5VZP5DUS27 7 2
P23396|RS3 43 11 QIBTMI1H2AJ 14 4 Q6WRIO|IIGS10 7 2
P54652|HSP72 43 12 Q9H2MIIRBGPR |14 2 Q709C8|VP13C 7 2
P15880|RS2 38 11 QINY93IDDXS56 |14 3 Q96JC1]VPS39 7 2
Q13509|TBB3 36 8 Q9P225|DYH2 14 4 Q9BSJ2|GCP2 7 2
tr]AOAOB4J269 32 7 QIUKN7MYO15 |14 3 QI9P1Y6|PHRFI 7 2
PODMVS8HS71A 31 9 Q58FF7[H90B3 13 5 QI9P1Z3HCN3 7 2
PODMV9HS71B 31 9 QSIVLI|NAV2 13 3 Q9P2ES5|CHPF2 7 2
P07437|TBBS5 30 7 QI9HS853|TBA4B |13 3 QIULS51|HCN2 7 2
Q9BWHG6|RPAPL 27 4 IP02549|SPTAI 12 2 Q9Y3Q4HCN4 7 2
Q5VYK3[ECM29 26 6 P62805H4 12 2 IAGNES2|WDR97 6 1
Q8WXGI|GPRI8 26 4 Q14568|HS902 12 5 043314|VIP2 6 1
Q562R1|JACTBL P24 7 Q5CZCO|FSIP2 12 5 043896/KIF1C 6 2
QIUPN3MACF1 P23 4 Q5S007|LRRK2 12 2 P05164|PERM 6 2
A6NKT7RGPD3 22 6 Q7Z5J8JANKAR |12 3 P08670|VIME 6 1
P17066|HSP76 21 7 Q8TE73|DYHS 12 6 P19823|ITIH2 6 2
Q03001|DYST 21 3 Q96JB1DYHS 12 4 Q13608|PEX6 6 1
P08238HS90B 120 7 Q96PX9PKH4B |12 2 Q13683|ITA7 6 1
Q9BQGOMBBI1A 20 5 QIUDT6|CLIP2 12 3 Q2LD37K1109 6 1
P11021|GRP78 19 6 0O60890|OPHNI 11 3 Q5JV73|FRPD3 6 3
Q58FG1HS904 |19 4 Q02224|CENPE 11 3 Q5JWRS|DOP1 6 1
Q8NETS|TRPV3 |19 3 Q6ZQQ6|WDR87 |11 2 Q6NO069INAAL6 6 2
060814/H2B1K |18 3 Q7Z333|SETX 11 4 Q86XA9HTRSA 6 1
P06899|H2B1J 18 3 Q86UQ4|ABCAD |11 4 Q8NCMEDYHC2 |6 1
P23527H2B1O |18 3 QIY4F4/TGRM1 |11 3 Q8TD57|DYH3 6 2
P33778H2BIB |18 3 P21817|RYRI 10 2 Q92997 DVL3 6 1
P57053|H2BFS 18 3 Q12955|ANK3 10 5 Q96A08H2B1A 6 1
P58876/H2B1D |18 3 QIXHIOISKDAL |10 2 Q96QT4/TRPM7 6 1
P62807H2BIC |18 3 Q5TIBOJAXDN1 |10 2 Q99996|AKAP9 6 3
Q16778 H2B2E |18 3 Q86U86/PB1 10 3 QIHCKS|CHDS 6 3
Q5QNW6|H2B2F |18 3 Q86VI3|IQGA3 10 3 QINYCI9IDYH9 6 1
Q8N257|H2B3B |18 3 Q8IZDI9IDOCK3 |10 3 Q9P2D1|CHD7? 6 3
Q93079|H2B1H |18 3 Q13136|LIPA1 9 4 PO9131|P3 5 1
Q99877H2BIN |18 3 Q15751 HERC1 9 3 Q13576]IQGA2 5 2
Q99879H2BIM |18 3 Q6PI48|SYDM 9 3 Q15746]MYLK 5 1
Q99880|H2BIL |18 3 Q9HBJ7[UBP29 9 3 Q86VVERTTN 5 3
QI12931|TRAP1 |16 5 QI9POL2IMARKI1 9 1 Q8NBXO|SCPDL |5 2
QS8IVF2|AHNK2 |16 1 QI9P217|ZSWMS5 9 3 Q8TD26|CHD6 5 2
014647|CHD2 15 2 tr|QSTEC6|QSTEC6(9 3 QIULTSHECD!1 5 3
P04908H2A1B |14 4 015078|CE290 3 3

¢
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Figure S1. Western blot analysis of HTT samples from different expression systems. C-terminally
FLAG-tagged HTT derived from EXPI293F expression, either by transient transfection or baculoviral
transduction in EXPI293F cells or baculoviral transduction in Sf9 cells, were subject to Western Blot
analysis with ab109115 which binds an epitope at amino acids 1-100.
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Figure S2. Primary sequence coverage maps of Sf9 HTT1-3144 Q23. A) 97% coverage obtained by
combining the database search results obtained from 5 enzymes (pepsin, WaLP, MaLP, lysargiNase, and
trypsin), and B) 66% coverage obtained from 2 enzymes (lysargiNase and trypsin). NB: table displays HTT
Q21 sequence as UniProt database used in sequence search.
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A)

1 MATLEKT VKA FESLES™( OP LLPQPQPTPPE PPPEPPGPAV AREEPLHRPKK ELSATEKDRV
NHCLTICENI VAQSVRNSPE FQKI™TAV7 T.-LLCSDDAE SDVRMVADEC LNKV KALMD SNLPRLQLEL YKFTHKXNGAT 35T RAALWRF AELAHLVRPQ
KCRPYLVNLL PCLTRTSXRP EESVQETLAA AVPKIMASFG NFANDNEIKY 1.7 KAFIANLK SSSPTIRRTA AGSAVSICQH SRRTOYFYSW LLNVILGLLV
PVEDEHSTLY, TLGVLLTLRY LVFLLQQOVH DTSLKGSFGY TRKEMEVSPS AEQLVQVYEL TLHHTQHQDH NVVTGALELL QQLFRTPPPE LLQTLTAVGG
IGQLTAAKEE SGGR::SGSI VELIAGGGSS CSPVLSRK(OK :VLLGEEEA LEDDSESRSD VSSSALTASV KDEISGELAA SSGVSTPGSA GHDIITEQPR
SQHTLOADSV DIASCDLTSS ATDGDEEDTL SHSSSQVSAV PSDEAMDLND GTQASSPISD SSQTTTEGPD SAVTPSDSSE IVLDGTDNQY LGLQIGQPOD
ROFEATGILP DEASEAFRNS SMALQQAHLL KiiSHCQPS DSSVDKF. i DEATEPGDQE NKPCRIKGDI GQSTDDDSAP LVHCVRLLSA SFLLTGGKNV
LVPDROVEVS VXALALSCVG AAVALHPESF FSKLYKVPLD TTEYPEEQYV SDILNYIDHG DPQVRGATAI LCGTLICSIL SR5-FHVGDW MGTIRTLTGN
TFSLADCIPL LRKTLKDESS VTCKLACTAV RICYMS SYSFLGLOTT TOVLTIRNSS YWIVRTELLE TLAEIDFRLV SFLEAKAENL HRGAHHYTGL
LKI,OFRVLNN VVIHLLGDED PRVAEVAAAS LIRTVPKIFY KCDQGQADPV VAVARDQSSV YLKLLMHETQ PPSHFSVSTI TRIYRGYNLL PSITDVIMEN

1 NLSRVIAAVS HELITSTTRA LTFGCCEALC LLSTAFPVCT WSLGWHCGVP PLSASDESRX 5CTVGMATMT TTTLASAWFE LDT3AHODAT ILAGNLLAAS
| APK:[SSWA SEEEANPAAT KQEEVWPALG DRALVPMVEQ LFSHLLKVIN ICAHVLDDVA PGPAIKAALP SLTNPPSLSP IRR*GKEKEP GEQASVPLSP
| KKGSEASAAS RQSDTSGPVT TSKSSSLGSF YHLPSYLKLH DVLKATHANY KVTLDLQNST ERFGGFLRSA LDVLSQILEL ATLODIGKCV EEILGYLKSC
| FSREPMMATV CVQQLLKTLF GTNLASQFDG LSSNPSKSOG RAQRLGSSSV RPGLYHYC M &>YTHFTQAL ADASLRNMVQ AEQENDTSGW FDVLQKVSTQ
14 LKTHMLTSVTK H=A[*NAIHN HIRLFEPLVI KilKQYTTTT CVQLQKQVLD LLAQLVQLRY V(™ TTSLOV KQFE YIEVGQFRES EAIIPNIFFF
| LVLLSYERYH SKQIIGIPKI IQLCDGIMAS GRKAVTHAIP ALQPIVHDLF VLRCTNXADA GKELETQKEV VVSMLLRLIQ YHQVLEMFIL VLQQCHKENE
1 DKWFRT,5RQI ADITLPMLAK QQMHIDSHEA LGVLNTLFEI LAPSSLRPVD MLLRSNMFVTT NTMASVSTV( THWISGILAIL RVLISQSTED IVLSRIQELS
1 FSPYLISCTV INRLRDGDST STLEEHSEGK (TXNLPEETF SRFILQLVGT LLEDIVTEQL KVEMSEQQHT FYC TLL MCLIHIFKSG MZRRITAAAT
18 RIFRSDGCGG SFYTLDSLNL R:FSMITTHP ALVLLWCQIL LLVNHTDYRW WAEVQQTPKR HSLSSTKLLS PQMSGEEEDS DLAAKLGMCN RF IVRRGALT
| SECDYVOQET HOSFHTTWLI VNHIQDLISL SHEPPVQDFI SAVHRNSAAS GLFIQATQSR CENLSTPTML K-TLQCLEGI HLSQSGAVLT LYVDRLLCTP
FRYVTARMVDI LACRTVEMLL AANLQSSMAQ LPMEELNRIQ EYLQSSGLAQ RH(RLYSLLD R73LSTMODS LSPSPPVSSH PLDGDGHVSL ETVSPDKDWY
VHLVKSQCWT RSDSALLEGA ELVNRIPAED MNAF-I1S7F NLSLLAPCLS LGMSEISGGQ KSALFEAARE VTLARVSGTV QQLPAVHHVF QPELPAEPAA
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Figure S3. Primary sequence coverage maps of EXPI293F HTT1-3144 Q23 digested with trypsin. A)
77% coverage obtained from solution, and B) 62% coverage from a gel band. NB: table displays HTT Q21
sequence as UniProt database used in sequence search.
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Figure S4. Exemplary spectra of pepsin digested HTT1-3144 Q23 from Sf9. Full data can be found
through PRIDE (2) with accession PXD010865.
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Figure SS. Exemplary spectra of trypsin or lysargiNase digested HTT1-3144 Q23 from Sf9. Full data

can be found through PRIDE (2) with accession PXD010865.
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Figure S6. Exemplary spectra of trypsin digested HTT1-3144 Q23 from EXPI293F.

Full data can be found through PRIDE (2) with accession PXD010865.
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Figure S7. Mapping HTT posttranslational modifications identified from HTT1-3144 samples from
Sf9 and EXPI293F cells onto the HTT structure.

HTT is viewed top-down looking through the void in the N-terminal HEAT domain on the right hand side.
Phosphorylation sites are shown in pink and all other modification sites are shown in green. As these
samples were expressed in the absence of the stabilising HAP40 protein, it is likely that the more
conformationally flexible apo HTT protein molecule would have greater exposure of different domain
surfaces that would permit more sites to be modified than might be estimated from assessing the HTT-
HAP40 molecule.
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