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Commassie Blue staining of GST-fused PGC-10..

GST-PGC-1a and GST-PGC-1a fragments were separated on a pre-cast
4-12% SDS polyacrylamide gel (Invitrogen) and stained with Commassie
Brilliant Blue (Bio-Rad). Arrows indicate the relevant proteins at the
expected size.
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Ectopic Cidea expression in IMBAT-1 Cells.

IMBAT cells were transfected with pcDNA3 or pcDNA3-Cidea-V5. Protein extracts were
prepared in laemmli buffer , subjected to Western Blotting and probed with antibodies
against V5, PPARy,and GAPDH (A). Before protein extraction transfected cells were
visualised by phase contrast microscopy (B). The absence of PPARyinduction indicates
that the ectopic Cidea expression does not induce adipogenesis. C, Oxygen consumption
by differentiated IMBAT-1 cells infected with adenovirus expressing GFP or CIDEA was
measured using the BD Oxygen Biosensor System (BD Biosciences, San Diego, CA) with
20,000 cells per well, in triplicate, using a fluorescence plate reader at 485 nm excitation
and 630 nm emission. Fluorescence values for each well were normalized to their initial
value and then to the values of no-cell controls at each time point. A representative
graph is show of three replicate experiments.
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Gene expression in the brown fat cell line IMBAT-1

The expression of aP2, PPARY, PGC-1o and RIP140 was analysed by
real-time PCR in untreated or differentiated IMBAT-1 cells (A and B)
in presence of CL316,243 (10uM) as indicated.
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RIP140 and PGC-10. target genes in the brown fat cell line IMBAT-1
Gene expression in differentiated IMBAT-1 cells was assessed by real-time
PCR following adenoviral-mediated expression of RIP140 or PGC-1¢..
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Cidea Promoter Sequence

aatgcaaatttgctgggaggagagacacaaacgtttaaggacgtcactcaagaggaagagattagcagttctctatctgtgagettg

gaggccagactgggctagaggggtggggagactaaggatttaaatcaaaggtgtttaaataaacaagcgaatccatcagagecgctgg
R —_—

gggctctgagcctggctatgcagATGGTCActccgataccctgtgecatectggacatgtgagttccAGGACAgeccagggctatacagg

gaaaccctgtctcggaaaaaaaaaaagtttctctacagtgagacattttctaacaggtggtttgaatggattggtcccattttctcea

cctcctectgagaggtgtcagtaggagggtceccgectaatgagecccAGGTGACttTGTCCAgecccatagectgtgggcaggaaaggcage
ERRE

tttgtgagcctcttgcagggcgttcactgggaaactgcttttagcttctacttccgtgaggtgthGGACAc cgaT
GACCCcgaagaaggagcagtcttttgctcctgtgagatgtaccagagaagagggctggtgaccgagcctggaacacagtaacaagtt
cttggacagtgatagtgagcagaaaactagcaactcctaattccagaccttgtagecttgecgaagaaagtcatccaattttgtagecga
gctgtggtgaatgctcgccaactcggtgtagggcagctgectgttcacgaaaaccttcectcectaaatcttgtgetttecctTCTGTGEcte

agaaactgcctaacctacaagtccagttattaatgggtggcagcattatgctteccteccactcecctecgacgegactcectectacttacct
-
acccacagggaagccctggcacctctgagaacccgaagtgetgeggttacgegTGTCCCcagcaactteccteccTGTCCCeccgggaac
_—
tcgctggccagcecgcecccagecctgggtecgggectttggagacteccagecatgcagacagecctgt tAGGACActccgectegececcacgcea
cacctgcttctctactgccaagccatatcgectgacattgatgATGTCAcCAGTCAccccagtctccagaagagaaaaacaaactgac
NRF-1 Binding Site

aagagccaccaacatcaE}AAATCCTGGGGTTTTGGGCCCTCGG CCGTTTGCGCHCGAAGGGGCGTGGCCCCGGGACCCAGGCCA

GGGAGCCAGAACTATTCGCTGCTCGCAGGAGCGCAGCCTGTCGCCAAGGTCGGGTCAAGTCGTCGCGGGGCGTGGCTGATAGGGCAG

TGATTﬂXhGAGACGCGGCTTTGGGACAGdeGACCCGCACthTGGAGACCGCCAGGGACTACGCGGGAGCCCTCATCAGgCgagtg
= = =

ccgaccacgtacccctgcgecccgggtcacecttetttcagaatactectgetegtectecatttectecctetgeteccccagttectectyg

agccccaagtcaccaactccccgegegttececgtgaatcectectecectectcacacceccatcacctaccececgggtectetgeteeectgg

gccatagtccceccecgtgecgggectgttectacccacgagecccagcagceccagaggttectececcgaaaaaggeccacaggtgeccagtgg

agtgctcccgaggtgegtgggagtccgcaaacaagtgacatttgtgaacgeggggeggggggtggggggtggegggaagggtge

Sequence of the mouse CIDEA promoter

5'RACE was carried out using the FirstChoice RLM-RACE kit (Ambion) on RNA extracted from
differentiated IMBAT-1 cells to identify the CIDEA transcription start site.The sequence 5' and
3' of the translational start site (in bold) in the first exon of the CIDEA gene is presented.The
exon is capitalised, transcription start sites are boxed (|:|),and CpG islands, identified by UCSC
Goldenpath are underlined.The binding sites identified for ERR and NRF-1 are indicated as are
additional potential nuclear receptor half-sites.
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Gene expression in the brown fat cell line IMBAT-1 in response to PPAR ligands
CIDEA mRNA expression in 9 day differentiated IMBAT-1 cells treated for the last
72h of culture with DMSO (control), GW7647 (10uM), GW501516 (10uM), or
Rosiglitazone (5M) was assessed by real-time PCR.
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RIP140 Does Not Affect Transcription from Gal-SRC1
Transient transfection of Cos cells with pGal-DBDx5/Iuc in the presence
of Gal4 or Gal-SRC1 with increasing amounts of pEF-RIP140.



