FOXO1-suppressed miR-424 regulates the proliferation and osteogenic

differentiation of MSCs by targeting FGF2 under oxidative stress
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GAGGGGCGGGGAGAGAAAACTGAGTAAGGGGCAGTGACCGACTGTCAGCCTCGCTAGGGTCGGGAGCGACTG
GTTTTGACAGAATGTAAATGAACTTTTCCTCTTATTTGCAAGAAGTTAGTTATGTCTTGGAAAGAAATGTGT
GATTAATTTCACATTGTCTCTCCCGAATTAAAACTTTAAAGGTTGTTTAGTTTTCCCCGTAGGGACTTGACA
TTGTGGAAGTTTGGCTAGAATGCGCCGAGAGAAGGTACATCGTGTGTTTGGGGTGTGGGGGACGAAGGCATA
TGCAAAATTAAAAGACAAAACGTTGTAGAGTATGAACAGAGGAAGAGGCGTATTCTTTGGCTCTTAAATCAT
TTAGCCAAACACATTGCAGTTCAGAAGGGGGTGGGGCTATGGCAACTCGAAAGTATCGATTCTTTGTCTATT
GTATCAGTGAATGACCCTCTCCTGAAGTGACAAGACGCCCCTTTGTAATCTCTTTTCGTAAGTAAATTTCAG
TCTAAGGGGAAATATGTAAACTAGGGGATCGAGGTGGCTTTTTAGGGGTGTAACTCGTTGTACTATCACTGG
GAGAGATGAAAGGGGTTAGGGTGAAAGGTATAAATGAATTTGATTGTGGAACAAAATGTTGGGATGTGGAAC

2naaTGTTGGGATCCARGAGCAATCTGGAAGGGACCTTCG] N - cc22rc22cTT

TTGTTTTTCTAAGTAGTCAACTAAGGAAATGTTAAATTAGGCATGACTTTAACTTCTGACATGATGGCTCGT
araTTrc e -~ . T TG TGGAGT T TTACATGATAATTGTACATT TGCTARACAT
GTTTTTTTTTTCTTTTTAAGGGCAGTCAACGACATTTTTCTCCATTAATCCCAAAGTCAGTGTAAAAGTTGT
TTGTAAATATCATTGCCAAAACAAGATGGAATGTAGAGATACTTGATTGTCGCAATTTAGGGAATGGGGTTA
TTGTTACTAATGACTTTTTTTTTTTACCATGACATAGTGTATTTGTTACCACTGGATCTCAGTCTGGATGTT
ATAAATTCGATACTTAATCTTATTAAATACTCTGCACATTTTATTAACTAATAAATAGGACACTTAACATTC
ATTGTACTGGTTTTGAAAAACCGACTTAATTTGTAAGTGTAACAAGATACTTACAGTTGGATAATTTAAATG
TCTATTACTTGTGCTGAAATGTATTTAACTTTCAAAACCATTACAGTTAGTGCTGATTTTGTTGTTTTAACT
TTTAGGTTTGTGATTGAGGATTTCAGAGTGGGTTTTTTTTTTAATGCTTAATTGAATATTGTATTCAAACAA
AAAGAGGGCATGCATGTGACTTGTTGCTAATATGTGTCCATTTTAAAAAGGAAAAAGTGGTATCTAATGAGT
TAATCATTAAGGAGTATGCGCAGTGCCGGCCATTTCAGGACATGAAAGTTTCTGTGGAGCTGCTTGAAACAG
GAAGGAGCGACTTGACATCAAGTATTTAAACTTTTTGATTTATGTTTTGATAGATGACATTGATAGGTATAA
ATTATAAATAAGTTTGAGTAACCAGTTTAATATGTAAACTGGTATTTCATCTACAGAAAGTTCTCTGTCATT
GTTTGGAGCTCTTTAAAATAACTCAGCTGGGGTGTTTAAGAATAAARAACACTAGCAGTGAGTTAGGACATCT
aatcerTTTAAAGATAGATGTATATGTCGCAACGATAGTGTAAGAATCAGCTC
IGTTATTTTCTTTCAGTCATCTGAGTCCATTTCCAATAAAGGTTGTTTTTTTGTTTCGTTTTTTGTTTTTTT
772ATGGGGACAATGAATGAGACTTGTAA T - -2 crrrc2racTeecnn
GAATGATCCAGATGTCCAATTGCCTCTACTTAACCTTATTCGTCTACCTTCAGAAGTAATTAGATTCTCTTC
CACACTAATTCGTATCCCCCATCGCTCTGCTTTTCACCCACTACGTTGTTCCAAGATTCATCCTCAGGGGAA
AAAATTGAGAGCCACACTTTCGGCTCCACCTGCAGCTCCTGGAAATCAAATGGTGAAGTTATAAGAAGTACC
TTAACTTGGAGTGAAGTGGCCTAGTCATAAGTTTTGCCCTATTCCTTGCCAGGGGGTGGGGCGGGGCTTCCT
TCAGTCATCCAGTCTTTATTCACCCGCAGGTACCCCCAGATCGATCCCCCT (TCATTGACTCCGAGGGGATA
CAGCAGCAATTCATGTTTTGAAGTGTTCTAAATGGTTCAAAACGTGAGGCGCTGCTATACCCCCTCGTGGGG
AAGGTAGAAGGTGGGGTCT) miR424 sequence

We obtained the human miR-424 promoter and predicted FOXO1 binding sites using the
JASPAR database

( http://jaspar.genereg.net/cgi-bin/jaspar_db.pl?rm=browse&db=core&tax_group=vertebrates

) Accordingly, three primers were designed and then PCRs were performed for the analysis of


http://jaspar.genereg.net/cgi-bin/jaspar_db.pl?rm=browse&db=core&tax_group=vertebrates
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FOXO1 binding to the promoter of miR-424. The oligonucleotides were as follows:

The primer at -1559bp that encompass FOXO1 BS1 of the human miR-424 promoter( 5to 3’ ):
Forward: CCTTTGACACCGATGCTGTT

Reverse: TCCCAACATTTTGTTCCACA

- Foxol | 9.284 | 0.883446088820745 | 679 | 689 | 1 | G C

The primer at -1418bp that encompass FOXO1 BS2 of the human miR-424 promoter( 5to 3’ ):

Forward: TGTTGGGAGAAAGTTGTGGA

Reverse: CCATCTTGTTTTGGCAATGA

- Foxal 7195 | 0.851567806040198 | 821 831 (1 ACATG I

The primer at -412 ~-443bp that encompass FOXO1 BS3 of the human miR-424 promoter

(5103 ):

Forward: AAGCTACCGGTGAGGTTTTG

Reverse: TGAAACTTCTTCCTGCTGCAT

Foxal 9.477 | 0.886391282012054 | 1801 [1811 |1 GGTTG

Foxol 9.710 | 0.889946877937314 | 1821 [ 1831 |1 G
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Supplementary Figure 1: FOXO1 mRNA levels after the knockdown of FOXO1 alone and the

concomitant knockdown of FOXO1 and miR-424



