Noer et al.
Supplementary Table S1. t-test and mean + s.em. analysis of global CpG methylation

percentages in the LEP, PPARG2, FABP4 and LPL promoter regions examined.

Undifferentiated vs. differentiated ASCs
Mean + s.em.
P value Undifferentiated Differentiated
LEP 0.165 140+ 1.9 10.1+ 2.0
PPARG2 0.111 18.3+25 11.0+ 3.3
FABP4 0.838 27.0+87 305+ 139
LPL 0.968 16.9+54 16.6 + 5.6
Between-donor comparison
Mean = s.em.
D1vs. D2 P value Donor 1 Donor 2
LEP 0.507 85+ 27 6.3+1.9
PPARG2 0.02 83+ 37 31.3+x79
FABP4 0.127 17.3 £8.7 75+43
LPL 0.007 200+5.1 3.6+20
D2 vs. D3 Donor 2 Donor 3
LEP 0.06 6.3+19 159+ 2.7
PPARG2 0.425 31.3+79 23.3+6.1
FABP4 0.594 75+43 125+ 75
LPL 0.069 3.6+20 12.7+ 4.3
D1vs. D3 Donor 1 Donor 3
LEP 0.006 85+27 159+ 2.8
PPARG2 0.054 83+31 23.3+6.1
FABP4 0.594 17.3+8.7 125+ 75
LPL 0.285 20.0+5.0 12.7+ 4.3
Uncultured vs. cultured undifferentiated ASCs
Mean = s.em.
Uncultured Cultured
P value (all donors) (all clones)
LEP 0.166 103+ 2.1 144+ 1.9
PPARG2 0.497 21.2+56 170+ 1.9
FABP4 0.291 150+6.4 31.7+129
LPL 0.462 13.3+3.8 18.6+5.9




Supplementary Figure S1. CpG dinucleotide-containing regions examined in this study
in the human (A) LEP, (B) PPARG2, (C) FABP4, (D) LPL, (E) MYOG, (F) CD31 and
(G) GAPDH loci. ATG, trandational start site. TSS, transcriptional start site. Numbers
refer to nucleotide number in relation to the ATG start (+1). Arrows shown for MYOG,
CD31 and GAPDH indicate the first (5) and last (3') CpG examined by direct

sequencing of PCR products (see Supplementary Figure S3).

Supplementary Figure S2. DNA methylation anaysis of LEP, PPARG2, FABP4 and
LPL promoters in each ASC clone, before differentiation and after three weeks of
adipogenic differentiation. Percentage of methylation at each CpG for indicated loci is
shown. Note that data shown for LEP, clone A2, only rely on 2 bacterial clone sequences

(Figure 4A) dueto cloning difficulties.

Supplementary Figure S3. Sequences of PCR products from bisulfite-converted DNA
(direct sequencing). (A) MYOG, (B) CD31 and (C) GAPDH. White and black arrows
indicate, respectively, the 5’- and 3'-most CpG sequenced. Matching arrows in each
sequence are shown in Supplementary Figures S1IA-S1E. Note the reversed position of
the 3 and 5’ ends in Supplementary Figure S3 compared to Figures S1E-S1G, due to

reverse sequencing.



Noer et a.
Supplementary Figure S1

A

LEP
TSS (-59)
260 27 CpGs AT,
218 bp +1

SECECETGEUTCCT GGEEEGUEGAGGCCUTCCCTEGAGECCCEECGAGGTGUACACT GEEEGUCTAGES
CTAGCAGCEGCCEGGCACETCGCTACCCTCAGCEEEGECGEGECAGCTEECGCTAGRARTGEGCEGGEE
CCTGEGGGGCAGTTGOECARGTTGTGATCGGGCOGCTATARGAGGGGCEGGCAGGCATGGAGCCCCGTA

GGAATEGCAGEG
B PPARG2
-743 6 CpGs -264 TSS*(-124) ATG
480 bp +1

GCTGAAGTTTT TARGARARGCARAACCCGAT GTATARRATTGARACCATAT CAAARCCCTTCTTCATTCTCT
CAGCTATTTAATTTTACAGAAT TTAGATAGCAGTCAGTATCATT TTGGGCT TCACARAT CAGTAGAGTA
AGTACCTTAGGAATATAACATTTCAGTAGCATGCTGATACCARCGTTTARACTATGGATACATATTTGA
ATTCCARATTTTTCTTCARATAATGT GATTAGAGATT CAACCAGGAATAGACACCGAMAGAARACTTTG
CCCARATARGCTTTCTGGTATTTCAT ARGCARGAGAT TTAAGTTTTCCATT TARGARGCAAT TGTGAAT
TTTACAACAATAAARAAT GCAAGTGGATATTGAACAGTCTCTGCTCTGATAATTCTTAAATACAGTACA
GTTCAgGCCCCTCACARGACACTGAACAT GTGEETCACCEECEAGACAGTGTGGCARTATTTTCCCT

FABP4
-543 4 CpGs -130 ATG

413 bp +1

AGGTAATTCCTGAGACAGGAGTGTCCEGRAAGAGCCTTTGCAATTAT GTARGARTCTCOGAGGCAGTTCTT
ATGTTCCTCRATTCARARAGRACCACATARCTGCAATTTARATARCACCCCACACACACACACARRATAAG
GTEGAAGTTTATCTCARAATAATTTCCCCTCTCTACACT GGGATARATATGTATAGGAATANTAGGGGGA
ARTTCAGTGCACTGAGCATTARGC TGTCARRACAGGAAT GTTTARRATATCCTGTTA/ GGTGGTTTARRA
ATAATTTGTACTCTAAGT CCAGT GACTATTT GCCAGGGAGAACCARAGTTGAGAAATTTCTATTAARRATC
ATGACT CAGRGARARARAT GCAGAGGCCGETART GRAGGARATGATTGGAT CTCATTCCCARTTGE

LPL
-501 11 CpGs 134 ATG

457 bp +1

GGGAGGACTGCARGTGACARACAGGATTCETCARRAGRAGAGGTGTAT TARAGTGCOGAT CARATGTAAT
TTARCAGCTARRCTTTCCCTCCT T GGAARRCAGETGATTGT TGAGTATT TARCETGRAT CEGRTGTARAC
CTGTGTTTGGETGCTTAGRACH CCCLEGGTRAGAGT GEGAACCCCTTARGCTARGEERACRGEAGCC
TARCARAGCARATTTTTCCETCTGCCCTTTCCCCCTCTTCTEETTGGCAGGETTGATCCTCATTACTGT
TTGCTCARACGTTTAGARGTGAAT TTAGGTCCCTCCCCCCARCTTAT GATTTTATAGCCAATAGGTGAT
GAGGETTTATTTGCATATT TCCAGT CACATARGCAGCCTTGGEETGARRRCAGTGTCAGRCTEGATTCCC
CCTCTTCCTCCTCCTC

MYOG
ATG +87 16 CpGs +304
+1 217 bp

CCACCAGGCTACGAGCEGACGGAGCTCACCCTGAGCCCLGAGECCCCAGGGCCCCTTGAGGACA
AGGGGCTGEGGACCCCCGAGCACTGTCCAGECCAGTGCCTECCGTGGGLGTGTAAGGTGTGTARGAGS
AAGTEGETGTCEATGGACLEGCAGEAGGCAGCCACACT GAGGGAGARGEGCAGGCTCARGARGETGAR

'I'GF\GGUC'I"I?(J

CD31
352 18 CpGs ATG a4

385 bp

GACAGAGGGAGGGTCAAGARSGCCARGGCARAT GTCACTTGTGCCTTGTTTTTTCCCTARAGARR
CTARRCAARGCEGCCECETTOGGT GGCCCCTCAGGARGGCEGETCATTTCCT GAGGAGATATCAGGCE
RAGCCCAGGCCCCATTGTTCCEGGTTTCCAGCCAT GGCTGCCAT TACCTGRCCAGEGCCACAGCEGETT
CTCTGCAGEEGCCGGEAGAAGTGACCAGAGCART TTCTGCTTTTCACAGGEEGEET TTCTCAAGGGTG
ACTTETGEECAGTGCCTTCTECTGAGEGAGT CAT GECCeGAAGECAGAACTARCTGTGCCTGCAGTCT
TCRCTCTCRGGF\TGCRGCERGGTGGGCCCF\AGGGGCC}FTGT

G

GAPDH
-333i 886319 26 cpos 16 ATG

217 bp +1

YQCAGC CTCCEGCTTEECTCTCTGCTCCTCCTGTTEGACAGTCAGCEGCATCTTCTTTTGEETEGCC

AGGTGANGAZGGGCGGRGAGANACCCGGEAGECTAGGGACGECCTGAAGGEGGCAGGGGEGGGEGCA
GGCEGGATGT GTTCGCECCECT EEEEGEETGEGCCEGGECEECCTCCGCATTGUAGGEELEE AG
GACGTGATGEGGEGEG
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