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Comparative integromics on BMP/GDF family
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Abstract. WNT, Notch, FGF, Hedgehog and BMP signaling
pathways network together during embryogenesis, tissue re-
generation, and carcinogenesis. BMP2, BMP3, BMP4, BMPS5,
BMP6, BMP7, BMPS8A, BMPS8B, BMP10, BMP15, AMH,
GDF1, GDF2, GDF3, GDF5, GDF6, GDF7, GDFS8, GDF9,
GDF10, GDFI11, and GDF15 are BMP/GDF family genes
within the human genome; however, transcriptional regulation
of BMP/GDF family members by the canonical WNT
signaling pathway remains unclear. We searched for the
TCF/LEF-binding site within the promoter region of
BMP/GDF family genes by using bioinformatics and human
intelligence. Because four TCF/LEF-binding sites were
identified within human GDFI0 promoter, comparative
genomics analyses on GDFI0 orthologs were further
performed. Chimpanzee GDF10 gene, encoding a 477-
amino-acid protein, was identified within NW_112875.1
genome sequence. AY412135.1 was not the correct coding
sequence for chimpanzee GDF10. Chimpanzee GDF10
showed 99.2%, 83.2% and 47.4% total amino-acid identity
with human GDF10, mouse Gdf10 and human BMP3,
respectively. RASGEFIA-GDF10-PRKGI locus at human
chromosome 10q11 and BMP3-PRKG2-RASGEFIB locus at
human chromosome 4q21 were paralogous regions with
insertions/deletions and recombination. Human GDF10 mRNA
was expressed in fetal cochlea, fetal lung, testis, retina, pineal
gland, other neural tissues, head and neck tumors, while
mouse Gdf10 mRNA was expressed in fetal liver, inner ear,
cerebellum, other neural tissues, prostate and blood vessels.
Four TCF/LEF-binding sites in human GDF10 promoter were
conserved in chimpanzee GDFI0 promoter, but not in the
mouse Gdf10 promoter; however, another TCF/LEF-binding
site occurred in mouse Gdf10 promoter. Four bHLH-binding
sites in human GDF10 promoter were conserved in
chimpanzee GDF'10 promoter, but only one in mouse GdfI0
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promoter. Primate GDF10 promoters were divergent from
mouse Gdf10 promoter. Because GDF10 was characterized
as a potential target of canonical WNT signaling pathway in
neural tissues, GDF10 is one of the targets of systems
medicine, especially in the field of regenerative medicine.

Introduction

WNT, Notch, FGF, Hedgehog, and BMP signaling pathways
network together during embryogenesis, tissue regeneration,
and carcinogenesis (1-8). Canonical WNT signals are trans-
duced through Frizzled receptors and LRP5/6 co-receptors to
activate transcription of target genes, such as FGFI8, FGF20,
DKKI and DKK4, based on the transcriptional complex
consisting of TCF/LEF, B-catenin, BCL9/BCLIL, and PYGO1/
PYGO2 (9-19).

TGFB superfamily members are classified into TFGB/
Nodal/Activin group and BMP/GDF group. TFGf/Nodal/
Activin signals are transduced through type I and type II
receptors for each member to R-SMAD proteins, such as
SMAD?2 and SMAD3, while BMP/GDF signals are transduced
through type I and type II receptors for each member to
R-SMAD proteins, such as SMAD1, SMADS and SMADS.
Phosphorylated R-SMADs associated with SMAD4 are then
translocated to the nucleus to activate transcription of target
genes (20-24).

BMP2, BMP3, BMP4, BMP5, BMP6, BMP7, BMPSA,
BMPS8B, BMP10, BMP15, AMH, GDF1, GDF2, GDF3, GDF5,
GDF6, GDF7, GDF8, GDF9, GDF10, GDF11, and GDF15
are BMP/GDF family genes within the human genome (http://
www.gene.ucl.ac.uk); however, transcriptional regulation
of BMP/GDF family members by the canonical WNT
signaling pathway remains unclear. We searched for the
TCF/LEF-binding site within the promoter region of
BMP/GDF family genes by using bioinformatics and human
intelligence. Because four TCF/LEF-binding sites were
identified within human GDFI0 promoter, comparative
genomics analyses on GDF10 orthologs were further
performed.

Materials and methods

WNT target gene screening. Genome sequences corresponding
to human BMP2, BMP3, BMP4, BMP5, BMP6, BMP7,
BMPSA, BMPSB, BMP10, BMP15, AMH, GDF1, GDF2,
GDF3, GDFS5, GDF6, GDF7, GDFS8, GDF9, GDF10, GDF11
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Human RefSeq ID Genome TCF/LEF - Human RefSeq ID Genome TCF/LEF -
gene clone binding sites gene clone binding sites
BMP2 NM_001200.2 AL035668.15 0 GDF1 NM_001492.3 AC005197.1 1]
BMP3 NM_001201.1 AC093883.2 1 GDF2 NM_016204.1 AL731561.12 2
BMP4 NM_001202.2 AL138478.4 1 GDF3 NM_020634.1 AC006927.27 3
BMPS NM_021073.2 AL137178.7 2 GDF5 NM_000557.2 AL121586.31 1]
BMPE& NM_001718.2 AL135778.9 0 GDF6 NM_001001557.1 AC015998.8 o
BMP7 NM_001719.1 AL122058.19 0 GDF7 NM_182828.2 AC012065.8 1
BMP8A NM_181809.1 AL365277.23 0 GDF8 NM_005259.1 AC073120.5 0
BMP8B NM_001720.3 AL033527.28 0 GDF9 NM_005260.2 AC004500.1 0
BMP10 NM_014482.1 AC097495.3 0 GDF10 NM_004962.2 AL731561.12 4
BMP15 NM_005448.1 AL359914.14 [1] GDF11 NM_005811.2 AC073487.34 0
AMH NM_000479.2 AC138127.1 [ GDF15 NM_004864.1 AC008397.7 1
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Figure 1. (A), Human BMP/GDF gene family. Genome sequences corresponding to 5'-promoter region of 22 BMP/GDF family members are listed up. Four TCF/
LEF-binding sites occur within the GDF10 promoter. (B), Nucleotide and amino-acid sequences of chimpanzee GDF10. Nucleotides and amino-acid residues are

numbered on the right.

and GDF15 genes were searched for with BLAST programs
(http://www ncbi.nlm.nih.gov) as described previously (25-28).
TCF/LEF-binding sites within the 5'-flanking promoter region
of the above genes were searched for based on bioinformatics
and manual inspection as described previously (29,30).

Identification of the chimpanzee GDF10 ortholog. Chimpanzee
genome sequences homologous to human GDFI0 were
searched for with BLAST programs as described previously
(31-34). Exon-intron boundaries were determined based on
the consensus sequence of exon-intron junctions (‘gt ... ag’
rule of intronic sequence) and codon usage within the coding
region as described previously (35-38). Coding sequence of
chimpanzee GDF10 was determined by assembling exonic
regions.

Comparative proteomics analysis. Phylogenetic analyses on
mammalian BMP/GDF family members were performed by
using the CLUSTALW program.

Comparative genomics analyses. Promoter region of mam-
malian GDF10 orthologs were aligned by using the Genetyx
program and manual curation. TCF/LEF-binding sites within
the promoter region were determined as mentioned above.

In silico expression analysis. Expressed sequence tags (ESTSs)
derived from GDF10 orthologs were searched for by using
the BLAST programs. The sources of ESTs were listed up for
in silico expression analysis on GDF10 orthologs.

Results

Screening of TCF/LEF-binding site within promoter region
of BMP/GDF family genes. Human BMP2 Refseq
(NM_001200.2), BMP3 Refseq (NM_001201.1), BMP4
Refseq (NM_001202.2), BMP5 Refseq (NM_021073.2), BMP6
Refseq (NM_001718.2), BMP7 Refseq (NM_001719.1),
BMP8A Refseq (NM_181809.1), BMP8B Refseq
(NM_001720.3), BMP10 Refseq (NM_014482.1), BMP15
Refseq (NM_005448.1), AMH Refseq (NM_000479.2), GDF1
Refseq (NM_001492.3), GDF2 Refseq (NM_016204.1), GDF3
Refseq (NM_020634.1), GDF5 Refseq (NM_000557.2), GDF6
Refseq (NM_001001557.1), GDF7 Refseq (NM_182828.2),
GDF8 Refseq (NM_005259.1), GDF9 Refseq (NM_005260.2),
GDF10 Refseq (NM_004962.2), GDF11 Refseq (NM_
005811.2) and GDF15 Refseq (NM_004864.1) were used as
query sequences for the BLAST programs to identify genome
clones corresponding to BMP/GDF family genes. The 5'-
flanking promoter region of human BMP2, BMP3, BMP4,
BMP5, BMP6, BMP7, BMPS8A, BMPSB, BMP10, BMP15,
AMH, GDF1, GDF2, GDF3, GDF5, GDF6, GDF7, GDFS,
GDF9, GDF10, GDF11 and GDF15 genes were identified
within AL035668.15, AC093883.2, AL138479.4, AL137178.7,
AL135778.9, AL122058.19, AL365277.23, AL033527.26,
AC097495.3, AL359914.14, AC138127.1, AC005197.1,
AL731561.12, AC006927.27, AL121586.31, AC015998 .8,
AC012065.8, AC073120.5, AC004500.1, AL731561.12,
AC073487.34 and AC008397.7 genome sequences, respectively
(Fig. 1A). TCF/LEF-binding sites within the 5'-promoter region
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Pt GDF10 |MAHVPARTSPGPGPQLL-LLLPLFLLLLRDVAGSERA-PAWSALPAAADGLQGDRDPQREPGDAAATLGPSAQDMVAVHMERLYEKYSRQGARP~ GGGNTVRSFRARLEVVDQ-KAVY 114
Hs GDF10 |MAHVPARTSPGPGPQLLLLLLPLFLLLLRDVAGSHRA-PAWSALPAAADGLQGDRDLOREPGDAAATLGPSAQDMVAVEMERLYEKYSRQGARP- GGGNTVRSFRARLEVVDQ-KAVY 115
Mm GDF10 |MAPGPARISLG--SQLL-PMVPL-LLLLRGAGCGERG-PSWSSLPSAARGLQGDRDSQQSPGDARAALGPGAQDMVAIHMLRLYEKYNRRGAPP - GGGNTVRSFRARLEMIDQ-KPVY 111
HS BMP3 |MAGASR---—--——- LLFLWLGCFCVSLAQGERPRPPFPELRKAVPGDRTAGGGPDSELQPQDKVSEEMLRLY DRY STVQAARTPGSLEGGSQPWRPRLLREGNTVRSFRARAAETLERKGLY 114
Mm BMP3 |MAGARG--—-——--- LLCLWLGYFCLNLAQGRRPNLELPGLRETEPSDRATGGSPSPDLRPHDKVSEEMLWLYDRY 8- -G8 SRVQATRTPGSQLPGPQPLRGGNTVRSFRARAAGTPQTRKGLE 112
*x .k * * * * % * * HrhE A RAR *
Pt GDF10 FFNLTSMQDSEMILTATFHFYSEPPRWPRALEVLCKPRAKNASGRPLPLGPPTRQELLFRSLSQNTATQGLLRGAMALAPPPRGLWQAKDISPIVRAARRDGELLLSAQLDSEERDPGVPQPS 237
Hs GDF10 FFNLTSMQDSEMILTATFHFYSEPPRWPRALEVLCKPRAKNASGRPLPLGPPTRQELLFRSLSQNTATQGLLRGAMALAPPPRGLWQAKDISPIVRAARRDGELLLSAQLDSEERDPGVPRPS 238
Mm GDF10 FFNLTSMQDSEMILTAAFHFYSEPPRWPRAREVFCRPRAKNASCRLLTPGLPARLELIFRSLBQNTATQGLLRGAMALTPPPRGLWQARDISSIIRAARRDGELLLSAQLDTGEKDPGVPRPS 234
Hs BMP3  IFNLTSLTKSENILBATLYFCIG---ELGNISLSCPVSGGCSHHAQRRHIQIDLSAWTLKFSRNQSQLLGHLSVDMAKSERDIMSWLSKDITQFLRKAKENEEFLIGFNITSKGRQLPKRRLP 234
Mm BMP3  TFNLTSLTRSENILSATLYFYVG---ELVNISLSCPEPQGCSHHTQRQEIQIDLSAWILKS--NQSQLLGHLSVDVVRPYRDSVSWLEKDITQLLRKARQNEEFLIGFNITSRARELPRRMLF 230
Akkkk ok KE ok * * * % hw * * %
Pt GDF10 PYAPYILVYANDLAISEPNSVAVTILQRYDPFPAG-DP--EPRGAPNNSADPRVRRAAQATGPLQDNELPGLDERP-PRAHAQHFHRHQLWPSPFRALKPRPGRKDRRRRKGQEVFMAA-SQVLD 355
Hs GDF10 PYAPYILVYANDLAISEPNSVAVTLQRYDPFPAG-DP-~EPRAAPNNSADPRVRRAAQATGPLODNELPGLDERP-PRAEAQHFHRHEQLWPSPFRALKPRPGRKDRRRRGQEVFMAA-SQVLD 356
Mm GDF10 SHMPYILVYANDLAISEPNSVAVSLQRYDPFPAG-DF-~EPGAAPNSSADPRVRRAAQVSKPLODNELPGLDERPAPALEAQNFHKHEFHSSPFRALKPRTGRKDRKKKDQDTFTAASSQVLD 354
Hs BMP3  FPEPYILVYANDAAISEPESVVSSLQGHRNFPTGTVPKWDSHIRAALSIERRKKRSTGVLLPLQNNELPGAEYQY-KKDEVWEERK-——-—~ PYKTLQAQAPERSKNKKRQRKGPHRKSQTLQ 350
Mm BMP3  FPEPYILVYANDAAISEPESVVSSLQRERDFTAGTGPRLDSHVREALSVERRKRRSTGILLPLONNELPGAEYQY-KEEGAWEERK-—~~-~ PYKSLQTQPPERSRNKKKQRRGSHQKGQTLQ 346
KRR ERHEE KRRKE A *x * * P P * * * PPN P
TGFB - like domain
Pt GDF10 FDEKTMQKARRRQWDEPRVCSRRYLKVDFADIGWNEWIISPRKSFDAYYCAGACEFPMPKIVRPSNHATIQSIVRAVGIIPGIPEPCCVPDKMNSLGVLFLDESRNVVLKVYPNMSVDTCACR | 477
Hs GDF10 FDEKTMQRARRKQWDEPRVCSRRYLKVDFADIGWNEWIISPKSFDAYYCAGACEFPMPKIVRPSNHATIQSIVRAVGIIPGIPEPCCVPDKMNSLGVLFLDENRNVVLRVYPNMSVDTCACR | 478
Mm GDF10 FDEKTMQRARRRQWDEPRVCSRRYLRVDFADIGWNEWIISPRSFDAYYCAGACEFPMPKIVRPSNHATIQSIVRAVGIVPGIPEPCCVPDRMNSLGVLFLDENRNAVLRKVYPNMSVETCACR | 476
Hs BMP3  FDEQTLKKARREQWIEPRNCARRYLKVDFADIGWSEWIISPKSFDAYYCSGACQFPMPKSLEKPSNHATIQSIVRAVGVVPGIPEPCCVPERMSSLSILFFDENKNVVLRKVYPNMTVESCACR | 472
Mm BMP3  FDEQTLKKARRKQWVEPRNCARRYLRVDFADIGWSEWIISPKSFDAFYCSGACQFPMPKSLEPSNHATIQSIVRAVGVVSGIPEPCCVPERMSSLSILFFDENKNVVLRKVYPNMTVDSCACR | 468
*kk * kkdoh ko kkfk ok Akkkhhkhkhkkkdr hkddhkkhdrhk hk hhk hokokokk dedkode ek Aok ok ok ok ok ok ok ok ke dkhkhhkak Sk kk LA 21 * HkkkkhE R Ok ek ok

Figure 2. (A), Phylogenetic analyses on BMP/GDF family. GDF10 and BMP3 are paralogs. (B), Alignment of GDF10 orthologs and BMP3 orthologs.
Amino-acid residues are numbered on the right. Conserved amino-acid residues are shown by asterisks. GDF10 and BMP3 orthologs are well conserved

within the C-terminal TGFB-like domain (boxed).

of human BMP/GDF family genes were then searched for
based on manual inspection. Four TCF/LEF-binding sites
were identified within the human GDF10 promoter (Fig. 1A).

Identification of the chimpanzee GDF10 gene. BLAST
programs using human GDF10 RefSeq revealed that
chimpanzee GDF10 gene was located within NW_112875.1
genome sequence. Exon-intron boundaries of chimpanzee
GDF10 gene were determined based on the consensus
sequence of exon-intron junctions. Exon 1 corresponded to
nucleotide position 152574-151803 of NW_112875.1 genome
sequence, exon 2 to nucleotide position 143019-142962 and
142824-141957, and exon 3 to nucleotide position 140077-
139106. Chimpanzee GDFI0 gene was found consisting of
three exons.

Because AY412135.1 was a partial sequence derived from
chimpanzee GDF10 gene, complete coding sequence (CDS) of
chimpanzee GDF10 was determined by assembling nucleotide
sequences of three exons in this study (Fig. 1B). Genetyx
program revealed that nucleotide position 457-1890 was the
coding region of chimpanzee GDF10 complete CDS (Fig. 1B).
Chimpanzee GDF'10 gene was found to encode a 477-amino-
acid protein.

Comparative integromics analysis on mammalian BMP/GDF
Jfamily members. Phylogenetic analysis on human and mouse

BMP/GDF family members revealed that GDF10 and BMP3
were paralogs (Fig. 2A). Chimpanzee GDF10 showed 99.2%,
83.2% and 47 4% total amino-acid identity with human GDF10,
mouse Gdf10 and human BMP3, respectively. Alignment of
human GDF10, BMP3, chimpanzee GDF10, mouse Gdf10
and Bmp3 revealed that GDF10 and BMP3 homologs were
well conserved, especially within the C-terminal TGFB-like
domain (Fig. 2B).

Intra-species comparative genomics next revealed that
RASGEFI1A-GDF10-PRKG]1 locus at human chromosome
10q11 and BMP3-PRKG2-RASGEF IB locus at human chromo-
some 4q21 were paralogous regions with insertions/deletions
and recombination.

Expression of human GDF10 mRNA. In silico expression
analyses were performed to investigate expression of human
GDF10 and mouse Gdf10 mRNAs. Human GDF10 mRNA
was expressed in fetal cochlea, fetal lung, testis, retina, pineal
gland, other neural tissues, head and neck tumors, while
mouse GdfI0 mRNA was expressed in fetal liver, inner ear,
cerebellum, other neural tissues, prostate and blood vessels.

Comparative genomics analyses on GDF10 promoters. Human
GDF10 promoter and chimpanzee GDFI0 promoter were
located within AL731561.12 and NW_112875.1 genome
sequences, respectively, as mentioned above. BLAST programs
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TCF/LEF
d=f ==
TAARGGGAACAGCCTGT TCACAAGT TTGCAAATAGTCCT T TGAAATGTAGCATAGACTGTATCTGGGAGCTTTCTGGAAGAACATGGGCTTGACGTGGTCCTITYCCTITCCCTCTCAAGGG

Pt TAAAGAGAACAGCCTGTTCACAAGTTTGCAAATAGTCCTTITGAAATGTAGCATAGACTGTATCTGGGAGCTTTCTGGAAGAACATGGGCTTGACGTGGTCCTTTCCTTCTCTCTCAAGGG
Mm TCAAGACAGCAATTAARATTACA-GTTAAGAAGTAGCAATAGAAATAATTTTATGGTTGGGGTTTACCARA--ACAGGAAGAAC- TGTATTARAAGGTCACAGCATCTAGAGTCTAAAGAG
X oxxx x o wx X xxx xww [ * e * x % PR x X oNKRARREE X% PR xx Sk mkx %
TCF/LEF
====fumm
Hs TCCTTAAACTTTTTAGGTGGGTICTTGGGCCCCCTTCTAAGTCTAGGGAARGCCAGTGGACCCCTTCTTAAARGRATGTTTTTAAATGCATAARATARAATATGCAGAGT TACAAAGGAAGA
Pt TCCTTAARACTTITTTAGGTGGGTCTTGGGCCCCTTTCTAAGTCTAGGGAARGCCAGTGGACCCCTTCTTAAARGAATGTTTTTAAATGCATAARATAAAATATGCAGAGTTACAAAGGAAGA
Mm TCCTTCA--CGTTTAGGT~~~CCCTGGEGCGTCTTTCIA-GCCTIGCTARAT TCTGIGGACTCCICTCCTAAAGAATGTTTTTAAATGCACAARAATGGAATTCCCAAGTTAACAGAGAAAAC
AEEwx % TEYEY: X ARAEE A AAWKE X A% *H ok EHRERAE KAK e * % X omEk o wx oxa
Hs CAATTACGTTAGAATAGAGTTATCACAAATATTTAAAAACAATTTTGTAACATAGTAACTATG---~-TTCCTTTTTGCTAACT -~~~ -ARCTAGCAG-~-~-TAGGCCTAACTGAR--~~~~
Pt CAATTACATTAGAATAGAGTTATCACAAATATTTAAAAACAATTTTGTAARCATAGTAACTATG--~-TTCCTTTTTGCTAACT----AACTAGCAG-~~-TAGGCTTAACTGAA -~~~
Mm CARCAGTACTCTAATATA----- TAARAAATATCTTAAAGCACCTCTIGCAGCATGACAATAATAAATAT ICTATTTCAT TAATTCCTTAATTAGCAGGGCCCAAGACTTGTTGTAATTTCA
e X mmxx o X oREEEKN K KEE KK K KK A Ak *x xw xkw xww xax % ok xw A EER * o % ko x
TCF/LEF bHLH
=====§{ =====
Hs GTGGTAATG-AGCAARACATGATACTTTGATGAATCCGCAAC-CACTCTICATGTGATATGAARATATCTGTGGATGGTGCCTATTGGTGACAAAGTCACTAA---TACCACTGTGGTTGGT
Pt GTGGTAATG-AGCAAARCATGATACTTTGATGAATCTGCAAC-CGCTCTCATGTGATATGAAARATATCTGTIGGATGGTGCCTATTGGTGACAAAGTCACTAA---TACCACTGTGGTTGGT
Mm ATAGTGTTTAAGCAAAAAARTTTACTTTGGGAAATCTGGAAAACCTTCCCAGGTCCAATGAAAATATCTA--ACTAATGTCTATCTGTGA-AAAGCCACAGCACTTGCCACTATGACTGCT
P [ ——_— xwax ko wx X wx mx xw PRy i ® ww wrxE  ARwx kA mAN X kmmAE Rx wx %
Hs TGCTTGCATTTATAACATTAGTTAATGCTAAGTTTCAGTTAGAGT TAATGAARATAAAGATGTATTTTTTITCCCCATCAAGT TCATAAGAGCCCTTGAATTCTATCAATGGAGAAGARAT
Pt TGCTTGCATTTATAACTFTAGTTAATGCTAAGTTTCAGTTAGAGGTAATGAARATAAAGATGCATTTTTTTCCCCATCAAGTTCATARAGAGCCCTTGARTTCTATCARTGGAGAAGARAT
Mm  TTCTTGITCACATAACATTAGAAATTACTATGITTCAGITAAAGTTGGTAARRATGA- ——~CCAGATCTTCCCCCACCABGA-—-~~-—-- CCCCGAATTCTATCTATAGGGAGGTAAG
* wawk MR kKK RKKK K K KKK KNKKKRKKAK KK K K KKAKE P KK KRR EARANAR AR K Xk ok Hw
Hs CCTGCTAGAGGCAAGA--CAAAGATCAGGACCTTCTGCCCCAGGGTTAAGCTGAGGGGCAGTGGGCCAGGGACTCACTACACCCTCACTTICACTGGGARTCCTTCTT-AGGAAAGCCACT
Pt CCTGCTAGAGGCAAGA-~CAAAGATCAGGACCTTCTGCCCCAGGGTTAAGCTGAGGAGCAGTGGGCCAGGGACTCACTACACCCTCACTTCACTGGGARTCCTTICTT-AGGARAGCCACT
Mm TTTGCTAGAG!GAAGCACCT!TGGGGC!GCCCTTC!GCCCCGGGACTAAGC!GCCCTAGCAGGGGTCAGCGACACCCTACACCAGCACTTCATTCGGAACTCTTTTTCAAOAAAACTGTG
KR REAKN A RH * K ORKA KKK KKARR MK KK KANRK Kk K KKK KKK A KAKKAKKR  NHAAANK K KAKK  KAXK KK K KKK %
TCF/LEF
------- EEELE R X
He G-CTTTCTCTCTTCCTGCTCTGATGCTTTGGAAATGTTTTTAARGGCAAATTGAARGCATGTCTTATTCCTGCARTCCTGAAGGCCACATGTCCARAGATTARTAAGGACCTTTGATGTG
Pt G-CTTTCTCTCCTCCTGCTCTGATGCTTTGGAAATGTTTTTARAGGCAAATTGAAAGCATGTCTTACTCCTIGCARTCCTGAAGGCTACATGTCCARAGATTAATAAGGACCTTTGATGTG
Mm  GGCTTTTICTCCTCCTTCCCTGACGCTTITGARACTITITACAARG-TAAATTGAAAGCATGCCCTTTITCTT -~ TTTTARGCAATCCIGTCCOATGTITTCTACAGACCTIICCTOTG
KRN EE RRAA KERK A KKK KKNEEKE EF K KRE  NEHR  AENAKAAXKAKKAK A & A% PR * A A KK N AR
bHLH
Fpep—
Hs TTTCTTCAACAACTGAAATTACTCTCGTCAAATAAAGGGCTG-GTTAATGAG~~~~- -~ CTAATTCTGAGTTTTAATCACGATCTEGTITCCAGTTCCCTITUGGTGGCATGAGCTTTGGGGT
Pt TTTCTTCAACAACTGGAARTTACTCTCGCCAAATAAAGGGCTG-GTTAATCAG-—--—- CTAATTTTGAGTTTTAATCACGATCTTGTTCCAGTTCCCTTGCGTGGCATGAGCTTTGGGOT
Mm TGTCTTCAACAAGTGGAARACACCGTTGCCAAAGAAAGGGTCAAGTTAACCTGATGATTCTAATTTTGTIGTITTTGATCAARGATCTTGCTTCCACCGATTTAGGTTGGTTGAGCTTTGGARA
oA XREAREEE AE XK kK A N KKRE AKX KAK okoww R * AAKEAK KR RKEEKE RHAK KKENKEK Kk Kk K KR KEKANK KN
-
Hs GAGG-GCTTTTCTTTACGGAGTCA~GCCCAGAGA -~ - —-m - - - oo mmmm e mmmmmm oo GGATCTCTGTTCCCCA--~—— CACTCTCACATTTTGGACATACGCTGACTCCGAGGC
Pt GAGG-GCTTTTCTTTACGGAGTCA-GCCCAGAGA -~ — - - - m e oo mmmm e — e GGATCTCTGTTCCCCA- ===~ CACTCTCACATTTTGGACATACGCTGACTCCGAGGC
Mm CACACACACACACACACACACRCACACACACACACACACACACCTTCTGTTGTTAARTCGCCGGAGCTCCTG!TCCCAAGACTGCACCTTTGCATTTTBAGCACACACTAOCTCAGAGAC
Xk ok owmw ox o kk % ¥ KKK KRR K * Ax Ak K NAAKEER KK KK KK Kkl RAK %
bHLH bHLH
====# ===
Hs AARCTGGGCGCACACATATCCCCTICTCTGGTICCTICACAGGGOGAGCTGTCATCTTGCAATCACATAGCCATCGCATGCCATTGCAGGGGCAACCCAGCAGGCAGGCCCCCCTCCAACTGCCE
Pt AACTGGGCGCACACATATCCCCTCTCTGGTCCTCACAGGGGAGCTGTCATCTTGCAATCACATAGCCATCGCATGCCATTGCAGGGGCAACCCAGCAGGCAGGCCCCCCTCCAACTGCCE
¥m AACTAGGC--ACACATGGCCTCTG---GGTCCTCATGGGGGAGCTGTCATCTTCCAACCACATAGCCATAGCATGCCATTGCAGGGACARCCCCGCAGGCGEGCCCCC-TCCAAAGCCCE
NkE K KKK AAkx Rk K% K% KA KKAEAA KR ANKKAKAAAERIAN KKK KARRAAKERNE HAKARK AR KAR AR N KK KKK KRA AXKRAKD AARRARR KA K *h % ox
Hs CCCAGCCCCCCTCGCAGCCAGGGCAGGCTGC-GGCGCCGACACACAGGAGCCGGCTGCGGGGCTGGGTCTCGGGCTCTCGGCTGGGOAGCGGGGAGCGCGCTCGCCCACGCCC-————— c
Pt CCCAGCCCCC-TCGCAGCCAGGGCAGGCTGC-GGCGCCGACACACAGGAGCCGGCTGCGGGGCTGGGTICTCGGGTTICTCGGCGGGGOAGCGEGGAGCGCGCTCGCCCACGCCCACGECCT
Mm CCCAGCCCCCGCGACGCCCIGGCTCAGCTGCAGGCAGCGACACTCCGOAGCCGGCTGCGGOGCTAG-TCICCGGCTCTICOGCGGGGOAGCGEEGAGCGCECCCECCCACACCCACGRECT
KRR KKK KA K *x oxx xx KRR KK kk K KK KRA R K KRR KA KK KKKEAKAKKKA K KKK KK KAKNKKKK KXRAKARRNAXANAXNKKNK A XRARE A Ak
Hs CCACACTCGCGGGCGCACACCCCGGCGCGCGCACGCTGC/CACACACGGOCGCACGCACACGGCAGCCGGGCCAGGGACGACCCTGTCAGCTGCAGCCCCAGAGGTC-~--CGGGRCGCGC
Pt CCACACTCGCGGGCGCACACCCCGGCGCGCGCGCGCTGC/CACACACGGGCGCACGCACACGEGCAGACGGGCCAGGGACGACCCTGTCAGCTGCAGCCCCAGRGGTC----CGGGGCGCGC
Mm CCACACTCGGGAGCGCACACCCCGECGCGCGCACGCCCGICACACCGGGACGCACGCACAGCACACCGGGOECCACAGACCOTC-TCTTGGCGGCGECGAGTEGGEGACACAGCAGGATCCCC
KRR AKEH K KA KA KRN A KA AKN A AN KR AN H KK kKKK Ak KR KKK KN KK * % Rk KKK KKK « ox % xw ok ww o xx w x wx * %

Figure 3. Mammalian GDF10 promoter. Hs, human; Pt, chimpanzee; Mm, mouse. The region corresponding to exon 1 of human GDF10 gene is boxed. Four
TCF/LEF-binding sites and four bHLH-binding sites, conserved between human and chimpanzee GDF 10 promoters, are shown by over-lines. Nucleotide changes
to disrupt the conserved TCF/LEF- and bHLH-binding sites in mouse GdfI0 promoter are shown by a sharp. TCF/LEF-binding site in mouse Gdjf!0 promoter is

shown by an over-line.

revealed that mouse GdfI10 promoter and rat GdfI10 promoter
were located within AC166828.3 and AC106060.5 genome
sequences, respectively. Because sequence gap occurred
within the Gdf10 promoter region in rat AC106060.5 genome
sequence, rat GdfI/0 promoter was not used for the
following comparative genomics analyses on GDF10
promoters.

GC content of human GDF10 promoter was 53.9%, that of
chimpanzee GDF'10 promoter was 53.8%, and that of mouse
Gdf10 promoter was 51.4. No significant change in the GC
content was observed among mammalian GDF10 promoters.

Four TCF/LEF-binding sites within human and chimpanzee
GDF10 promoters were not conserved in mouse Gdf10
promoter; however, another TCF/LEF-binding site occurred
in mouse Gdf10 promoter (Fig. 3). In addition, four bHLH-
binding sites within human GDF/0 promoter were conserved
in chimpanzee GDF'10 promoter, but only one in mouse Gdf10
promoter (Fig. 3). These facts indicate that primate GDFI0
promoters and mouse GdfI0 promoter were significantly
divergent.

Discussion

TCF/LEF-binding sites within the promoter region of 22
members of BMP/GDF gene family were searched for in this

study. Because four TCF/LEF-binding sites were identified
within human GDFI10 promoter (Fig. 1A), comparative
genomics analyses on GDF10 orthologs were further per-
formed. Chimpanzee GDFI0 gene, consisting of three exons,
was identified within NW_112875.1 genome sequence
(Fig. 1B). AY412135.1 was not the correct coding sequence
for chimpanzee GDF10. Chimpanzee GDF'10 gene, encoding
a 477-amino-acid protein, showed 99.2% and 83.2% total
amino-acid identity with human GDF10 and mouse Gdf10,
respectively.

Phylogenetic analysis revealed that GDF10 and BMP3
were paralogs (Fig. 2A). GDF10 and BMP3 homologs were
well conserved, especially within the C-terminal TGFB-like
domain (Fig. 2B). Intra-species comparative genomics next
revealed that RASGEFIA-GDFI-PRKG]I locus at human
chromosome 10q11 and BMP3-PRKG2-RASGEFIB locus
at human chromosome 4q21 were paralogous regions with
insertions/deletions and recombination.

Human GDF10 mRNA was expressed in fetal cochlea, fetal
lung, testis, retina, pineal gland, other neural tissues, head
and neck tumors, while mouse Gdf/0 mRNA was expressed in
fetal liver, inner ear, cerebellum, other neural tissues, prostate
and blood vessels. Four TCF/LEF-binding sites in human
GDF10 promoter were conserved in chimpanzee GDF10
promoter, but not in mouse Gdf10 promoter, however, another
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B2 spANDIDOS-binding site occurred in mouse GdfI0 promoter

Py PUBLICATIONS B yr bHLH-binding sites within human GDF10

promoter were conserved in chimpanzee GDF 10 promoter, but
only one in mouse Gdf10 promoter (Fig. 3). Primate GDF10
promoters were divergent from mouse Gdf10 promoter.
Because GDF'10 was characterized as a potential target of the
canonical WNT signaling pathway in neural tissues, GDF10
is one of targets of systems medicine, especially in the field
of re-generative medicine.
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