S1 Fig. Putative nofunctionalization nature of JcCERF043 and JCERF071 genes in the physic nut

genome.
JcERF043 ATGTCATTGCCACAACTTACCCAAGATCAAGAACTCTCCATCATGGTCTCTGCTCTGAAA 60
JiERF043 ATGTCATTGCCACAACTTGCCCAAGATCAAGAGCTCTCCATCATGGTCTCTGCTCTGAAA 60
sk skeosie sk skt sk siotokosiotokoiolokolole stolototokotolokolololololksiokostolokostolokostolokoskoiokokokolokokololokoskolokokok
JCcERF043 AATGTTGTCTCCGGCGACGCCACCAGTAGCACAACGGTGGCTTCAGATTTCTCACAGGTT 120
JiERF043 AATGTTGTCTCCGGCGACGCCACCAGTAGCACAACGGTGGCTTCAAATTTCTCACAGGTT 120
sk sk sk sk sk st sk sk skeosk sk sk sk sk sk sk st sk sk st sk skt st skt sttt sk skt skoskokoskokokokokok skokokok skekoskokoskokokoskokokoskokokok
JcERF043 CGTCAATTCCCCTCCAATGGTTATGGTTATAGTTCTAGTTACTCCTCTGCCGCTGTTACT 180
JiERF043 CGTCAATTCCCCTCCATTGGTTATGGTTATAGCTCTAGCTCCTCCGCTGCCGTTGTTACT 180
skoskostokokookoskokokoskokoskoskoksk skokokokokokokoskokokokokoskoskosk skoekskoksk sk skokoksk skekokokokek skokeskokokoskok
JcERF043 GGTGCAGTTGCTACCACCACCACTAGTTTTTATAACGCATCAGATCTTGACACGTGTAGC 240
J1ERF043 GGTGCAGTTGCTACCACCACCGCTAGTTTTTATAACGCATCAGATCTTGACACGTGTAGC 240
skoskoskosk sk ok ok skokok skokok sk okokokokokskok sk sk sk sk ok skosk sk sk sk sk sk sk ok sk sk sk sk sk skoskok sk skok sk sk ok ok ko skokok sk ok
JcERF043 ATATGCAAAATCAACGGATGTTTAGGATGCAACTTCTTCCCGCCAAATCAAGAGGAAAAA 300
JiERF043 ATATGCAAAATCAACGGATGTTTAGGATGCAACTTTTTCCCTCCAAATCAAGAGGAAAAA 300
sk sk sk sk sk sk sk sk skeosk sk skoskosiokoskokokokokokokokokokokoskokokoskokokoskokosk skokoskokosk skokokok skokok skokok skoskok skokokskok
JcERF043 AAGGGGAGAAGAAAAAGAATAAAGAAAAATTACAGAGGAGTAAGGCAGAGGCCGTGGGGA 360
JiERF043 AAGGGGAGAAGAAAAAGAATAAAGAAAAATTACAGAGGAGTAAGGCAGAGGCCGTGGGGA 360
sk sk sk sk sk sk ok ok sk ok sk sk sk sk ok sk sk ok ok sk sk sk sk sk sk ok sk sk sk sk sk sk sk sk sk ok sk sksk sk sk sk skosk sk sk skok sk sk sk sk skokok sk ok
JCcERF043 AAATGGGCGGCGGAGATAAGAGACCCACGGCGAGCGACAAGGGTGTGGCTAGGGACTTTT 420
JiERF043 AAATGGGTGGCGGAGATAAGAGACCCACGGCGAGCGACAAGGGTGTGGCTAGGGACTTTT 420
skekeosteoskoskoskosk skeoskoskoskosk sk sk sk sk sk sk st sk sk st st sk st sk sk st sk skeoske sk stk sk sk sk sk stk sk sk sk sk stk skeoskosk skeoskok sk skokoskoskokok
Stop
JcERF043 AACACGGCGGTGTAGGCTGCTAGAGCCTATGATAAGGCCGCGATAGATTTTCGAGGGCCG 480
JiERF043 AACACGGCGGAGGACGCTGCTAGAGCCTATGATAAGGCGGCGATAGATTTTCGAGGGCCG 480
sokokokokokskokorsk sk sk skokokokoskokoskoskokoskokokokskokoskokokskokokokskskokskoskoskok sk sk skok sk skskoskokok skokokosk ok
JCcERF043 AGAGCGAAGCTGAATTTTCCATTTCCAGATAATACAGACAGTAATGGTTCAAAATTAGGA 540
J1ERF043 AGAGCCAAGCTGAATTTTCCATTTCCAGATAATACAGACAGTAATGGTTCGAATTTAGGA 540
skokoskoskosk skosk sk sk skosk sk sk sk sk sk sk st sk skt sttt stttk kot kokok skokokoskokokoskokokoskokokoskokok skok skokekoskokok
JcERF043 GAGCAAATTATTCCTCAAGAACAAGAACAGAAAGAAAATAGGAAAGGAAAGGAATTTGAA 600
JiERF043 GAACAAATTATTGCTCAAGAACAAGAACAGAAAGAAAATAGGAAAGGAAAGGAATTTGAA 600
sk skokokokooRokokok  skoskoskoskosk ok skl sk sk sk sk sk sk skosk sk sk sk sk sk sk sk sk sk sk sk sk sk sk sk sk skl sk sk skoskoskok skokok skok
JcERF043 GTGGAAATGGAAAATCGAAACGATTTTGAATTCTGGGAAGGAGTTGGTAAAGATGAAATT 660
J1ERF043 GTGGAAATGGAAAATCGAAAGGATTTTGAATTCTGGGAAGGAATTGGTAAAGATGAAATT 660
skokskokokskokskoskokskokok sk kokokokok sk skokokokskskorskokskskokskokokokoskoskokosk ok skokokoskskokosk sk skokskoskskskosk sk ok
JcERF043 GAACAATGGA-——————- TGATGAATTTTAATAGGGATTCATCAGATTCTTCTGCTACT 711
JiERF043 GAACAATGGACGATGATGATGATGAATTTTAATGGGGATTCATCAGATTCTTCTGCTACT 720
skeoskeosfeoskoskoskosk skoskosk sfeskeoskeoskeoskotokokolokokokokok skeokokokeoskokokokokokokokokokokoskoskokoskokokoskokokoskok
JcERF043 ATTATTTTGTAA 723
JiERF043 ATTAATTTGTAA 732

SRk kokokRoR R

(A), DNA sequence alignment of ERF043 coding domain sequences from J. curcas and J. integerrima,

showing a nonsense mutation site in JCERF043.



S1 Fig. (Continued.)

JCERF042 MHKSSKRLKHTGPPPTEYLPPAMLLPRLTQDQELF IMVSALKNVVSG-TTSSTSVATDL- 58
J1ERF042 MHKSSKRLKHTGPPPTEYLPPYMPLPRLTQDQELS IMVSALKNVVSG-TTSSTSVATDL- 58
JCcERF043 MSLPQLTQDQELSTIMVSALKNVVSGDATSSTTVASDES 38
J1ERF043 MSLPQLAQDQELSTIMVSALKNVVSGDATSSTTVASNES 38
H ks D Dokokokok SkolokokololololoRkoksk L skokokok Dkok [ D
JCERF042 —FHQFAAAAS—-—SSSPATAVASTAVTTTTDSLYNPIPPPSDLDTCNICKIKGCLGCNFFP 115
JiERF042 —FHQFTSAAS——SSSSATAVASTAVSTTTASLYNPIPPPSDLDTCNICKIKGCLGCNFFP 115
JcERF043 QVRQFPSNGYGYSSSYSSAAVTGAVATTTTSFYN-———ASDLDTCSICK INGCLGCNFFP 94
J1ERF043 QVRQFPSIGYGYSSSSSAAVVTGAVATTTASFYN-———ASDLDTCSICKINGCLGCNFFP 94
Cikk L sk Dl 1 skekl ok sk DRk Ckokskokokok Lok | ok okok

AP2/ERF domain

JcERF042 PNQEEKKGTRKRVKKNYRGVRQRPWGKWAAE TRDPRRATRVWLGTENTAEEAARAYDKAA 175
J1ERF042 PNQEEKKGTRKRVKKNYRGVRQRPWGKWAAE IRDPRRATRVWLGTENTAEEAARAYDKAA 175
JcERF043 PNQEEKKGRRKR IKKNYRGVRQRPWGKWAAE IRDPRRATRVWLGTFNTAV « AARAYDKAA 153
J1ERF043 PNQEEKKGRRKR TKKNYRGVRQRPWGKWVAE TRDPRRATRVWLGTENTAEDAARAYDKAA 154
soksokskolokok skokok Dkkokokoloksokskolokooksok | sokeokokeloksokskoloksoksolokook k. stokatokskolokok
JcERF042 IDFRGPRAKLNFPFPDNTAS———- NLEGQSTPQEQQQKENGKRKELEVEMQVGKEYEFW 230
J1ERF042 IDFRGPRAKLNFPFPDNTASASNITNLEGQSTPQEQQQKENGKRK———DMQLGNEHEFW 231
JcERF043 IDFRGPRAKLNFPFPDNTDS--NGSKLGEQ I IPQEQEQKENRKGKEFEVEMENRNDFEFW 211
J1ERF043 IDFRGPRAKLNFPFPDNTDS--NGSNLGEQI IAQEQEQKENRKGKEFEVEMENRKDFEEW 212
skofeoskokoskokokokokokokokokoskokokok sk % Ckook kekek Ddokoksk sk kD DD kk
JCcERF042 EKTGEDEIQQWMN-MMDENGDSSDSTGTAATTTIAN 265
J1ERF042 EKIGEDEIQQWMN-MMDENGDSSDSTGTA--TTIAN 264
JcERF043 EGVGKDE [EQW———MMNFNRDSSDSSATI [L - 239
J1ERF043 EGIGKDETEQWTMMMMNENGDSSDSSAT INL-———- 243
s Dk Dsdoksk Dkok dok Dk kofokaok [k

(B), Amino acid sequence alignment of ERF042 and ERF043 proteins from J. curcas and J. integerrima:
the nonsense mutation in the JCERF043 gene results in an incomplete AP2/ERF domain in the protein

that it encodes.



S1 Fig. (Continued.)

JcERFO71
JcERFO70

JcERFO71
JCcERFO70

JCERFO71
JCcERFO70

JcERFO71
JcERFO70

JcERFO71
JcERFO70

JCERFO71
JCcERFO70

(C), Amino acid sequence alignment of annotated JcCERFO071 and JcERFO70 proteins. JCERFO071 has lost
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SLREMWRCRRRAGRLSWTGRVALG——LGILGEKKLG——AQNGEYGRFDTLGLG 183
——REEPQGDEALTPSSWTAIMDGGDLKGIFNVPPLSPFSPHPPLG-YSQLIVS 348
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3 amino acid residues from within the AP2/ERF domain.
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S1 Fig. (Continued.)

JcERFO70 ATGGAGGCTGAAA--CTCATGTAGCTTCTGCTTTAGAGTTCATCAAGCATCATTTACTTG 58
JcERFO71 ~TCCAAATTGAAAATTTTATATTATTATCGCCCTAAA-——-TTCAAAT-——-TTTGCTAA 51
* * skt kokk ok * Hk EE seokokok skokk kok
JCERFO70 GTGATCTTCTCTCACC——TGTTGGTGCTTCATGTTCTTATTCCACCCTTAATGATGTAAA 116
JCERFO71 G——ATTTTAAATAAAAAATATTAAAGTG-——-GATCCCACAGCACCCCTT-TGGGGTTAA 104
JCERFO70 TATGGAGCTTTCGAGCTCTGAAAATGAGTC-TAATTGCTCCCGGACTTCAAGTATTGATT 175
JCERFO71 CTTAA-———— CCAAGGTGTCAAAAGGCGTCG JACACCATACTC--ACCATT--TT 155
JCERFO70 CAACAATCTCATTCTCTGATTACTTTACAAGCAACAATATTGATGACGATTTCTTCCAAT 235
JCERFO71 CAACAATCTCAT-CTTCAATCACTGTCT--TCTTGAATGCCAAAGA--ACCCCTAC-——- 206
JCERFO70 TTGAAGCTAAACCTCAAATCGTTGATCTCACTGCTCCAAGATCTTGCGATTCGCCAACTA 295
JcERFO71 —————GC——AACCTCAAATCGTCGATCTCACTGCTCCAAGATCTTGTGATTCGTCAACCA 259
ok sololokoskok sololok 3k
JCERFO70 GTTTTGAATTTGATGCAAAACCTCAACTAATCTCTCAATCAAGTAACGAATTCTTCGAAT 355
JcERFO71 GTTTTGAATTTGATGCAAAACCTCAACTAATCTCTCAATCAAGTAACGAAATCTTCGAAT 319
JCERFO70 TCGAATCAAAACCTCAAATACAACACATTCAGAATTTCAGATTTGAATCAAAA-CCTCAA 414
JcERFO71 TCGAATCAAAACCTCAAATACAACACATTCAGAATTTCCGATTTGAATCAAAAACCTCAA 379
EEE TS
JCERFO70 AGTATTTCTCTATCAAATAACGTTTTCAACGATTTCGAATCAAAACCTGAAATACCATCT 474
JcERFO71 AGTATTTCTCAATCAAATAACGTTTTCAATGATTTTGAATCAAAACCTCAAATATCACCG 439
kokok sk ok sokokoksk kok ok
JcERFO70 GTTGGTTCAAGTTCTCAGGGGAACCGAAAGCCGTCTTTGAAAATATCGTTGCCCAAAAAA 534
JcERFO71 GTTGGTTCAACTTCTACGACGAATTAAAAGTCGTACTTCAAGATA-————-CTCA-———— 488
skeokokoskokokokokoksk skokokok * kK skkksk kokok kR kok skokok * kK
Stop
JCERFO70 ACCGAATGGATCCAATTTGCTGAACCGAACCAGCAATCGGTCCAAGCTGACTCGGGTGCT 594
JeERFO71 TCCAATTTGCTGAACGGAACCAGCAACCGGTCCAAGCTGACTCGGGTGCT 538
JCERFO70 TCTGCTGTAGAAGAGAAAAGGCATTACAGAGGAGTCCGACAGAGACCGTGGGGCAAATAC 654
JcERFO71 TTTGCTGTAGAAAAGAAAAGGCATTACGGAGGAGTCCGACAGAGACCGTGGAGCAAATAC 598
JCERFO70 GCAGCGGAGATCCGAGACCCGAACCGGAAAGGCACTCGGTTGTGGCTOGGAACCTTCGAA 714
JcERFO71 GCAGCGGAGATCCGAGACCCGAATCGGAAAGGCCGTCGATTGTGGCTCGGCACATTCGA- 657
Heokok sk skokokskok
JcERFO70 ACAGCTATCGAAGCCGCCAAAGCCTACGATCAAGCAGCGTTCAAGTTTCGCGGCTCAAAA 774
JeERFO71 CGAAGCCGCCAAAGCCTACGATCAAGCAGCGTTCAAGTTTTGCGGCTCAAAA 709
JCERFO70 GCCATTCTGAACTTCCCTCTAGAAGCTGGGAAATGGAACACACGTGCCAGTGAAGGAAAC 834
JcERFO71 GCCATTCTGAACTTCACTCTAAAAGCTAGGAAATGGAACACACGTTCCAGTGAAGCAAGC 769
skeokokoskoskokokokokoskokokokokok kokskokok skokokokok Kk ok
JcERFO70 GAACGGAAACGAACAAGAGAAAGTGAGATTGTAGAAGAGGAAGCGAAGAAGGTGGTGAAG 894
JcERFO71 GAACAGAAAGGAACAGGAGAAAGTGAGATTGTAGAAGAGGAAGCGAAGAAGGCGGTGA-G 828
skokoksk skokokok skokokokok skokokokk sk
JcERFO70 AGAGAAGAGCCTCAGGGAGATGAGGOGTTGACGCCGTCGAGCTGGACGGCAATTATGGAC 954
JcERFO71 AGAGAGGAGCCTACGAGAGATGTGGOGTTGTCGCCGTCGAGCTGGACGGCTATCATGGAC 888
skokokokok skokokskokok sk okskskokokok ok kokskokokok
JcERFO70 GGAGG———-CGATTTGAAA-—-GGAATCTTC AAT- 981
JcERFO71 GGGGAGAGTTGCTTTAGGATTAGGGATTTTGGGGGAAAAAAAATTGGGGGCGCAAAACGG 948
Kk Ok ko kskok * Kk kk ko skokok
JCERFO70 ———GTACCGCCGTTGT-———-CTCCGTTTT: CTCCTC 1009
JCERFO71 TGAGTATGGTCGTTTTGACACCTTGGGCTTGGGTTAAGCTGATCCAACAGTGGTGCTATG 1008
skokok ko okkckk ok Kok * Kk Kk Kk
JCERFO70 ——ATCCGCCGTTAGGATATTCTCAGCTTATAGTTTCA-TAA—————-—— 1047
JCERFO71 GGATCCACT-TTAATATTTTTTTA-TTTAAAATTCTAGCAAAATTTGAAT 1056

sk sk skdok ksk skok sk R okk sk Rk ok kk

(D), DNA sequence alignment of JcCERFO071 and JCERFO70 genes, showing DNA sequence divergence.



