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Figure S1. siRNA Validation from Figure 1D

mRNA expression levels of TBL1, CtBP1 and CtBP2 are measured by RT-PCR to
validate siRNA efficiency. Normalization is done using the house-keeping gene GAPDH.
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Figure S2. Hesl Gene Expression in C2C12 Cells
RT-PCR analysis of Hesl expression in C2C12 cells at different days after induction of

skeletal muscle differentiation.
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Figure S3. TBL1 Interacts with CtBP and Mediates Its Degradation

(A) Immunoprecipitation of transiently transfected Flag-NCoR by o-TBLR1 and o-
TBLR1 confirming that both antibodies are equally efficient in immunoprecipitating a
known interacting protein.

(B) Western blot a—CtBP in transiently transfected U20S cells confirming the specificity
of the bands identified by the antibody.
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Figure S4. Validation of Mono-P-TBLR1 Antibody

Immunoprecipitation of transiently transfected Flag-TBLR1 (F-TBLR1) or Myc-TBLR1
(M-TBLR1) wildtype and mutated at the two phosphorylation sites (“5” corresponds to
Ser123 and “2” corresponds to Ser199/Thr203/Ser204) confirmed site specificity of the
a-MonoP-TBLRI.
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Figure S5. Validation of the Expression Plasmids for TBL1 and TBLR1 Wild-Type
and Mutants

(A) Western blot a-FLAG for TBL1 wild type and mutant expression plasmids.

(B) Western blot a-Myc for TBLR1 wild type and mutant expression plasmids.



CLUSTAL W (1.83) multiple sequence alignment

hTBL1R MSISSDEVNFLVYRYLOESGFSHSAFTFGIESHISQSNINGALVPPAALISITOKGLOYV 60
mTBL1R MSISSDEVNFLVYRYLQESGFSHSAFTFGIESHISQSNINGALVPPAALISITIOKGLOYV 60
hTBL1X MSITSDEVNFLVYRYLOESGFSHSAFTFGIESHISQSNINGTLVPPAALISILOKGLOYV 60
mTBL1X MSITSDEVNFLVYRYLOESGFSHSAFTFGIESHISQSNINGTLVPPAALISILOKGLOYV 60
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mTBLIR EAEVSINEDGTLFDGRPIESLSLIDAVMPDVVQTROQAYRDKLAQOHAAAAARARAAT— 118
hTBL1X EAEISINEDGTVFDGRPIESLSLIDAVMPDVVQTROQAFREKLAQOQASARARARAATAR 120
mTBL1X EARISINEDGTVFDGRPIESLSLIDAVMPDVVQTROQAFREKLAQOQANARARARAARAT 120
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RTBLIR: @ cocssw ANGEENGAHTIANNHTDMMEVDGDVEIPENKAVVLR 166
mTBLIR J—— GAHTIANNHTDMMEVDGDVEIPSNKAVVLR 166
hTBL1X AT-AATTTSAGVSHONPSKNREATVNGEENRAHSVNN-HAKPMEIDGEVELP: 178
mTBL1X ATSTAATTPAAARQONPPKNGEATVNGEENGAHATNN-HSKPMEIDGDVEL 179
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2-CK1/GSK3
hTBL1R GHESEVFICAWNPVSDLLASGSGDSTAR STSGSTOLVLRHCIREGGODVPSNK 226

mTBLIR GHESEVFICAWNPVSDLLASGSGDSTARIW! SGPTOLVLRHCTREGGQDVPSNK 226

hTBL1X WSMIWSMMMWMWCW 238

mTBL1X GHESEVFICAWNPVSDLLASGSGDSTARIWNLNENSNGGSTQLVLRHCIREGGHDVPSNK 239
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hTBLIR DVTSLDWNSEGTLLATGSYDGFARTWIKDGNLASTLGOHKGPTFALKWNKKGNFILSAGV 286
mTBLIR DVTSLDWNSEGTLLATGSYDGFARI W TKDGNLASTLGOHKGPTFALKWNKKGNFILSAGV 286
hTBL1X DVTSLDWNTNGTLLATGSYDGFARI/TEDGNLASTLGOHKGPIFALKWNRKGNYILSAGY 298
nTBLIX DVTSLDWNSDGTLLATGSYDGFARI/TEDGNLASTLGOHKGPIFALKWNKKGNYILSAGV 299
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hTBLIR DKTTIINDAHTGEAKQOFPFHSAPALDVDWQSNNTFASCSTDMCIHVCKLGODRPIKTFQ 346
mTBLIR DKTTIIWDAHTGEAKQQFPFHSAP : ASCSTDMCIHVCKLGQDRPIKTFQ 346
hTBL1X DKTTIIWDAHTGEARQQFPFHSAP, TDMCIHVCRLGCDRPVKIFQ 358
mTBL1X DKTTITWDAHTGEAKQQFPFHSAP TDMCIHVCRLGCDREVKTFQ 359
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hTBLIR GHTNEVNATKWDPTGNLLASCSDDMTLKIWSMKODNCVHDLOAHNKETYTTKWSPTGPGT 406

mTBL1R GHTNEVNAIKWDPTGNLLASCSDDMILKIWSMKODNCVHDLOAHNKEIYTIKWSPTGPGT 406

hTBL1X GHTNEVNATKWDPSGMLLASCSDDMTLKIWSMKQEVCTHDLOAHNKETYTTKWSPTGPAT 418

mTBL1X GHTNEVNAIKWDPSGMLLASCSDDMTLKIWSMKODACVHDLOAHSKEIYTIKWSPTGPAT 419
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4-CKI/GSK3

hTBL1R NNPNE ASFDSTVRLWDOVDRGICIHTLTKHQEPVYSVAFSPDGRYLASGSFDRCV 466

mTBL1R ASFDSTVRLWDVDRGICTHTLTKHQEPVYSVAFSPDGRYLASGSFDECV 466

hTBL1X ASFDSTVRLWDIERGVCTHTLTKHOEPVYSVAFSPDGKYLASGSFDRCV 478

mTBL1X ASFDSTVRLWOVERGVCIHTLTKHQEPVYSVAFSPDGKYLASGSFDRCV 479
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hTBL1R HIWNTQTGALVHSYRGTGGIFEVCWNAAGDKVGASASDGSVCVLDLRE 514

mTBL1R HIWNTQTGALVHSYRGTGGIFEVCWNAAGDKVGASASDGSVCVLDLRK 514

hTBL1X HIWNTQSGNLVHSYRGTGGIFEVCWNARGDKVGASASDGSVCVLDLRE 526

mTBL1X HIWNTQSGSLVHSYRGTGGIFEVCWNARGDKVGASASDGSVCVLDLRK 527
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Figure S6. TBL1 and TBLR1 Sequence Alignment

CustalW alignment of TBL1 and TBLR1 murine and human aminoacid sequences.
Highlighted in yellow are the F-box and the six WD40 domains, in blue the TBLI-
specific phosphorylation sites, in red the TBLR1-specific phosphorylation sites with

predicted kinases.



