Figure S1

CCTCT
T”TTG“”G

A

3GAGTCGCTTTGCAGTACCTGCTGCTGTTCC A'

V AL Q Y L L S A A
CTTCCCGRAAGGAGCTGGAAGAAAAGGAAGATGAGAGCACGTATGAS
PKELEEKEDEST

TTGAAGAGTGACCAG!
D
CTCCCTGACA(
L
GAAAGCGATTTCCTGAAG
D F
:AAL—vCrCPTLCAT(J(‘ CCACT!
H

5CCGCAGGAGATGG
A G

@

T
T
G
-
CAC
31¢ 3
Pelodiscus sinensis  MHLVTL & ITEPKEL. .... EEXEDEST I 139
Trachemys scripta TESKELGE! 128
Homo sapiens ML 55
Mus musculus 53
Gallus gallus ¥ o8
Xenopus laevis MLEML 74
Danio rerio .MLEQTREEL 53
Pelodiscus sinensis  RNSRRYGLOCS 279
scripta KNS 27
Homn sapiens ALGGDSNGSSSEY 186
Mus musculus 3 183
Gallus gallus B 241
Xenopus laevis e 212
Danio rerio v 187
Pelodiscus sinensis L el L L E B X CE TR T £ L L L L ] ss2
Trachemys scripta Gasvrsarrsarg 1 1 416
Homo sapiens L 301
Mus musculus T ITVDEPAGANSGST 1 ! . GLSI 298
Gallus gallus g e o LSEPHEGTAELE . PRTTASPANTT R 385
Xenopus laevis 1 TS THI R 332
Danio rerio | TGGWSHG . HTHLR 3 X 1 L HIERERTRD. . oovenieneeneennene.s 291
Pelodiscus sinensis 352
n scripta ASCLERWIR FXTHETE £ | EQNSQALLE. . . .CCFGHWRLEGTHRCRLLEKERVT 550
Homo sapiens RVY. . . PARASAPRLA®E PDAIAGEEC D ] RETAAT PLHDPTSAPWAT, aanSE 427
Mus musculus R . . . LTQASNTCLAR PGAIASHEC o o SPRARTEREEMPLAGPASAPHAAGICRRVAVERSE A SN T L EGLPETAPE s 424
Gallus gallus iR SEPPTCRSSQHWI EQUY ETMGH E A o PQEGGAGLE. . . . GHEGDWGPEGTHQLLMGKRNIV IHSM DIEF i . . PEGSGE 516
Xenopus laevis TIXLPLDHDHSUGIMYE Bag i LSGNRFLQG. . . . TKVLQEKLAGRIDKMTHREVLENEE L asc 472
Danio rerio pq. SXSTTRGODPSA] SLOTHHSIEPLRLGIESTE LS s EQRQEGLAT..... HRVEVTLDSEBISVLRMEIES EAMMeNE COEAGRKMIDRICKITELSA . . . . . . LSPDGEDSEAATKDHKEAG a2
AMH-N domain TGF-B domain 1d(%)
Pelodiscus sinensis e 100 65
Trachemys scripta 47 676
Homo sapiens 21.06 559
Mus musculus 19.25 553
Gallus gallus 32.22 €43
Xenopus laevis 18.55 602
Danio rerio 11.30 548

C A Pelodiscus sinensis

100 Trachemys scripta

52 L Gallusgallus

Xenopus laevis

100,7 Mus musculus

Homo sapiens

Danio rerio

0.1

Figure S1. Sequence and phylogenetic analyses of P. sinensis Amh. (A) The complete



cDNA sequence of P. sinensis Amh and deduced amino acid sequence. The start
codon ATG was underlined, and the stop codon was indicated by an asterisk. (B)
Alignment of amino acid sequence of P. sinensis AMH with those from other typical
species. The two characteristic functional domains of the TGF-B superfamily, AMH-N
and TGF-B domain, were marked. (C) AMH phylogenetic tree from P. sinensis and
other typical species based on Neighbor-Joining (N-J) method. Numbers at branches
were confidence values based on 1000 bootstraps. Each branch length scale in terms

of genetic distance was indicated above the tree.
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Figure S2. Establishment of Amh-Knockdown and -overexpressing turtle model
using lentivirus vectors. (A, A’) The whole embryos of stage 15 infected with

scrambled lentiviral vector (LV-NC) at stage 14 showed widespread GFP expression.



Bright (A) and epifluorescence (A’) images. Scale bars are 1 mm. (B, C) gRT-PCR of
Amh showed >5-fold downregulation in ZZ gonads with LV-Amh-shRNA treatment (B)
and >50-fold upregulation in ZW gonads with LV-Amh-OE treatment (C), respectively.

Data are shown as means + S.D. N>3. **, P < 0.01; ***, P<0.001.
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Figure S3. Sex-diagnostic amplification in Pelodiscus sinensis. Lower bands
represent Z-linked amplified fragments, and higher bands represent W-linked
sex-diagnostic fragments. One- and two-band indicated genetic male (ZZ) and female

(ZW), respectively.



