Fig. S1. Verification of lacZ expression in bone eminences of Sox9-CreER embryos. Prevalence of X-Gal-marked cells
measured in eminences from E15.5 Sox9-CreER, R26R-lacZ heterozygous embryos, relative to their prevalence in the primary
cartilage, defined as 1. Control staining (TM administration at E12.5-E13.5) shows the effectiveness of the system in marking
bone eminence cells. Deltoid tuberosity: 0.01899+0.008791; control deltoid tuberosity: 1.134+0.06149; great tuberosity:
0.2003+0.04917; control great tuberosity: 0.9819+0.08007; calcaneal tuberosity: 0.109+0.03516; control calcaneal
tuberosity: 1.044+0.05835; great trochanter: 0.1801+0.02033; control great trochanter: 1.173+0.0786; P<0.0001. Error bars

represent the s.e.m.



Fig. S2. Eminence progenitors express Scx. Cell lineage experiment using E16.5 Scx-Cre R26R-lacZ embryos demonstrates
that Scx-positive cells contribute to various eminences in the forelimb and hindlimb, indicated by arrows. Dashed lines
delineate eminence regions, which are magnified on the right.



Fig. S3. Tgfbr2 expression by bone eminence progenitors. (A) /n situ hybridization analysis of longitudinal humeral
sections from E12.5 wild-type mice using antisense complementary RNA probes for Tgfbr2 mRNA. Red arrows indicate the
expression of Tgfbr2 in eminence progenitors. Black lines indicate the primary cartilage borders. Right panel is a magnification
of the left panel. (B) Double fluorescence in situ hybridization of sagittal humeral sections from E13.5 control and Prx7-Tgf-BRII
mutant mice using anti-sense complementary RNA probes for Sox9 and Scx indicate the loss of Scx expression in the mutants.

White arrows indicate tendon inserition into the humerus.



Table S1. Probe sequences for in situ hybridization

Gene

Probe sequence

Sox9

ccgeggtgge ggecgetcta aactagtgga tecececeggge tgecaggaattcgategectg ctgettcgac atcacacgtg gecegeggte
geaggggtgggtgcggtgct getgatgeeg tagetgecag tgtaggtgac ctggeegtgggtggecggaa ccectgggte geegttgggt ggcaagtatt
ggtcaaactcattgecgtcg aaggtctcaa tgttggagat gacgtegcetg ctcagttcaccgatgtccac gtcgeggaag tegatggggg getgtetgee
cceetctgecagagggcegat caagettate gataccgtcg acctegaggg ggggeccggtacccagcettt tgtteccttt agtgagggtt aattgegege
ttggcgtaatcatggtcata getgtttcct gtgtgaaatt gttatccget cacaattccacacaacatac gagecgggag cataaagtgt aaagectggg
gtgcctaatgagtgagctaa ctcacattaa ttgegttgeg ctcactgecc getttccagtcgggaaacct gtecgtgecag ctgeattaat gaatcggeca
acgegeggggagaggcggtt tgegtattgg gegetettee gettectege tcactgactegetgegeteg gtegticgge tgeggegage ggtatcaget
cactcaaaggcggtaatacg gttatccaca gaatcagggg ataacgcagg aaagaacatgtgagcaaaag geccagcaaaa ggecaggaac cgtaaaaagg
ccgegttgetggegtttttc cataggetec geeceecetga cgageatca

Scx

ctceecgegg tggeggecge catttttttt tttttttttt tttttttggaagatactgtt tcatttttaa ttatacaaaa tttccagact ttatattatcatattaaaga cacaagatge
caacacttgg cccaggtaga gagccagcatggaaagtccc agtgggectg ggtcagtgtt cggetgcetta aagtcaagecatcacccgec tgtccatcte tetgttcata
ggecctgcete atagetggggceaggtetgge ctggtgageg tgetettggg gacctgeget cagatcaggtccaaagtggg geteteegtg actcttcagt ggeatccace
ttcactagtggcatcaccte ttggctgetg tggaccctec tecttctaac ttcgaatcgecgtetttctg tcacggtctt tgctcaactt tetctggttg
ctgaggcagaaggtgcagat ctgtttggge tgggtgttct cgeecgeegte tetggecagtggtggtggcg geggeggegg tggcagtggg ctgeeecgeac
gaccgcetgtggaagaaageg ggtececegagt ggeatggttg ccegtegeca caggectcacccaccageag cacattgece aggtgagaaa tgtagetgga
ggecaggegeagcegtctcaa tcttggagag cttgeggtee getggetegg tggggatgagtgtgcgeage gecagtgaaag cegtgttcac getgttggtg
cggteecgetcgegegeat

Tmnd

gtcgacggta tcgataagct tgatagtcag tgatttgggt tcccgecagaaaagcectattg aaaacagaga cttcctgaaa aattctaaaa ttctggagatttgcgataat
gtgaccatgt actggatcaa tcccactcta atagcagtttcagaattaca ggactttgag gaggacggtg aagatcttca ctttcctaccagtgaaaaaa aggggattga
ccagaatgag caatgggtge tcccgeaagtgaaggtggag aagacccgec acaccagaca agcaagegag gaagaccttectataaatga ctatactgaa
aatggaattg aatttgaccc aatgctggatgagagaggtt actgttgtat ttactgtcgt cgaggcaacc gttactgecgeegtgtetgt gaacctttac taggcetacta
cccatacccc tactgctaccaaggaggtcg agtcatctgt cgtgtcatea tgecttgeaa ctggtgggtggccegeatge ttgggagagt ctaataggaa gattgagttc
aaacgcttaaccttctgtta gccaatatat aattaatgca tgctactcca tgaatttctgectatgagge atttgectec aagtagecta tecttcagaa ttacttgtatgatattecte
tcttcatgtt atcgaattcc tgcagectgg gggat

Collal

gtcgacggta tcgataagct tgatatcgaa ttcctggtct ggggcaccaatgtccaaggg agecacatcg atgatgggea ggegggaggt cttggtggottttgtattcga
tgactgtctt gccccaagtt ccggtgtgac tcgtgecagecegtccacaagg gtgetgtagg tgaagegact gttgecttcg cetctgagetegatctegtt ggatccacta
gttctagage ggecgecace geggtggagetecagctttt gttcecttta gtgagggtta attgegeget tggegtaatcatggtcatag ctgtttectg tgtgaaattg
ttatccgcete acaattccacacaacatacg agccggaage ataaagtgta aagectgggg tgectaatgagtgagctaac tcacattaat tgegttgege tcactgeeeg
ctttccagtcgggaaacctg tcgtgecage tgeattaatg aatcggecaa cgegeggggagaggeggttt gegtattggg cgetettecg ctteeteget
cactgactcgetgegetcgg tegttcgget geggegageg gtatcagetce actcaaaggeggtaatacgg ttatccacag aatcagggga taacgcagga
aagaacatgtgagcaaaagg ccagcaaaag gccaggaacc gtaaaaagge cgegttgetggegtttttce ataggctecg cececectgac gageatcaca
aaaatcgacgctcaagtcag aggtggcgaa acccgacagg actataaaga taccaggcegtttccccetgg aageteccte gtgegcetcte ctgttcecgac cetgecgett

Tefbr2

gaattctgta ccccatcgga gaagatgtcc ttctetgttt tcacgaggagtactectegt aggggaagat cttgacagec acggtctcaa actgetctgaggtgttctge
ttcagcttgg ccttgtagac ctcggegaag cggeccttcecccaccagegt gteccageteg atgggceagea geteegtgtt gtggttgatgttgttggege acgtggaget
gatgtcggag cggtcgtect ccaggatgatggcacaattg tcactgaaat ccatcagttt ccggggcttg ctgetctcccaggacgggcet cagettetge tgtcggtgca
tggatccgga gagctcccaacgegttggat gcatagcettg agtattctat agtgtcacct aaatagettggegtaatcat ggtcataget gtttectgtg tgaaattgtt
atccgctcacaattccacac aacatacgag ccggaagcat aaagtgtaaa gectggggtgectaatgagt gagetaacte acattaattg cgttgegete
actgcccgctttccagtegg gaaacctgte gtgecagetg cattaatgaa tcggecaacgegeggggaga ggeggtttge gtattgggeg ctettecget
tcctegcetcactgacteget gegeteggte gttecggetge ggegageggt atcagetcactcaaaggegg taatacggtt atccacagaatcaggggata
acgcaggaaagaacatgtgagcaaaaggcc agcaaaagge caggaaccgtaaaaaggecgegttgetgge gttt




