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Supplementary Information :

Fig. S1 Nucleotide sequence of the half-smooth tongue sole wnt4a cDNA. The red dot represents
the signal peptide cleavage site. The box represents glycosylation sites. The WNT conserved

domains are highlighted and the methylated island is underlined.
Fig. S2 Sense probe detected the gonads of female and male. F: female gonad, M: male gonad
Fig. S3 Multiple comparisons of the methylation level among different gonads

Fig. S4 Alignment of the 36 amino acid sequences, The WNT conserved domains are highlighted
and the blue dot represents the glycosylation sites and the red dot represents the positively selected

site in tongue sole.

Table. S1 Primers and their sequences used in this study.

Table. S2 Accession numbers of Wnt4 sequences used in this study.



acatggggagtgctgtgagaagtgaagacacaggageaggagecageagtgagaggaggagt
agactcggegegtltecgeacgegtcaaggtaaaatctggagagaaccegaggegegeagteggacagtaag
tcectggtageegetggtgeageageagecaataacaacaacaacaaccacaaagtgataagtetttaage
cglgagtgcaacaggagglggaggligaaggaggaggagecegatecggagetectgeagecggeggteat
cggactgacactcagecgecatctctagtggelggagigtctiggaaggaaaagegegtgttetgetaaaag
getegggtigatgetgagetetgactgticcagtcaacactacactactatttatcatttgatgtatgte
gcttcecttetgeggegeteggageggecagagaggacgggacatecteccgtiggtggatggacecgeggaget
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Table S1 Hu et al

Primers Promer sequences (5°-3”) Utilizations

UPM-long CTAATACGACTCACTATAGGGCAAGCAGTG 5’ or 3’RACE
GTATCAACGCAGAGT

UPM-short CTAATACGACTCACTATAGGGC 5’ or 3’RACE

Wnt4a-5’GSP AACTGAGAGTTGCGAGGCACCAGGAC 5’region clone

Wnt4a-3’GSP GAACCTTCACAACAATGAGGCTGGCA 3’region clone

Wnt4ash-S GCCGAATTCAGCACCAGTGGAACTTACAGC Situ hybridization

Wnt4ash-A GCCGATATCTTTGCGGTAACGAGGGC Situ hybridization

Wnt4a-S1 TAAAGGTCAGTCTTCCAGCCGA qRT-PCR

Wnt4a-Al TGGCACCATCAAACTTCTCCTT qRT-PCR

B-Actin-f CCAACAGGGAAAAGATGACC Internal control

B-Actin-r TTCTCCTTGATGTCACGCAC Internal control

Wnt4aMS-S GTTGTGAGAAGTGAAGATATAGGAGTAG DNA methylation

Wnt4aMS-A CAAACACTCCAACCACTAAAAATAC DNA methylation

CseF382F 5S'ATTCACTGACCCCTGAGAGC3', Genetic sex determination

CseF382R 5'TGGCACCATCATTGTAAAACTAZ' Genetic sex determination




Table S2.Hu et al

Species name

Accession number

Gasterosteus aculeatus
Oreochromis niloticus
Tetraodon nigrovirdis
Epinephelus coioides
Maylandia zebra
Dicentrarchus labrax
Oncorhynchus mykiss a2
Oncorhynchus mykiss al
Xiphophorus maculatus
Oryzias latipes

Gadus morhua

Astyanax fasciatus mexicanus
Danio rerio

Mus musculus

Homo sapiens

Equus caballus

Bubalus bubalis

Pan troglodytes

Rattus norvegicus
Cynoglossus semilaevis
Latimeria chalumnae
lepisosteus oculatus
cavia porcellus

macaca mulatta

bDanio rerio

bAstyanax fasciatus mexicanus
bGadus morhua
bGasterosteus aculeatus
bOreochromis niloticus
bOryzias latipes
bTakifugu rubripes
bTetraodon nigrovirdis
capitella teleta
Azumapecten farreri
Takifugu rubripes
Haplochromis burtoni

ENSGACG00000010904
XP_003442666.1
ENSTNIG00000007371
KC206549.1
XP_004559969.1
CBN80604.1
NP_001268268.1
NP_001268339.1
XP_005799140.1

NP _001153911.1
ENSGMOG00000016283
ENSAMXG00000003592
NP_001035477.1

NP _033549.1

NP _110388.2
XP_005607536.1
AFH66793.1

XP 5245973
NP_445854.1

KJ825677
ENSLACG00000014986
ENSLOCG00000001126
ENSCPOG00000005809
XP_001100814.1
ENSDARG00000040159
ENSAMXG00000010599
ENSGMOG00000015702
ENSGACG00000010089
ENSONIG00000012962
ENSORLG00000012515
ENSTRUG00000007912
ENSTNIG00000003321
ELU08380.1
AFU35435.1
XP_003973796.1

XP_ 005933542



http://www.ncbi.nlm.nih.gov/protein/526253012?report=genbank&log$=protalign&blast_rank=9&RID=K9WX64KD015
http://www.ncbi.nlm.nih.gov/protein/94536697?report=genbank&log$=protalign&blast_rank=10&RID=K9WX64KD015




