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Supplementary Figures

Primer ID Forward sequence (5’-3") Reverse sequence (5'-3") Application
CAC aagtttgtggttgaggctgttg gagcgaactccttcttgagtga RT-qPCR for CAC
CQ gtegetetgetaccgagataag cttgcacacacctccagaattg R;};};CRI}?EM

PS CAPS tcacttccttetggttcctcccacacaata tgcagttgagttcttgetgaaaccactcte MAS test

DAPRR2 atggtttgtactgccgacgatttac tcagggaggtctggagecgttgatt CDS of BAAPRR2

Supplementary Figure 1. Primers used in this study.
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Prime

+ID Primer X Primer Y Primer C Application
PS7 gaaggtgaccaagttcatgetgtetgeatt  gaaggtcggagtcaacggattgtetge  catccatggeatecte Reduce interval to
gtggcttcceate attgtggcttcecatt caggaac 3.6 Mb
PS8  gaaggtgaccaagttcatgctggaac gaaggtcggagtcaacggattgaa aagaaccgtcgggag — Reduce interval to
tccecgacagttctttaca ctcccgacagttctttacg ttcccag 3.6 Mb
PS11 Reduce interval to
gaaggtgaccaagttcatgctgttctcget  gaaggtcggagtcaacggattgttctc  aaattaccaaaacaca 3.6 Mb and 179
cttgtttggatcaaac gctcttgtttggatcaaaa tgagtgttacatagce Kb
PS13 gaaggtcggagtcaacggattttat Reduce interval to
gaaggtgaccaagttcatgcttaggt — aggtaaaaatgtcaacgttacagat tcaacatgtcaagettg 3.6 Mband 179
aaaaatgtcaacgttacagatc t cttgtggce Kb
PS13.4  gaaggtgaccaagttcatgctettcatett — gaaggtcggagtcaacggatttcttcat  cggctggaatctacaa  Reduce interval to
gatatcctccattctag cttgatatcctccattctaa tctacaatatattg 179 Kb
PS13.6 gtaaaaccattaatgtc  Reduce interval to
gaaggtgaccaagttcatgettttggtgee  gaaggtcggagtcaacggattgtttgg  atagataaacaatttca 179 Kb
aattagatgtttgttatg tggcaattagatgtttgttatt ca
PS14  gaaggtgaccaagttcatgctcaatc — gaaggtcggagtcaacggatttcc  cggttaacgaattgaa  Reduce interval to
ccacgattggtaggtttaca cacgattggtaggtttacg tcaaagaaacaaatc 179 Kb
PSI5  gaaggtgaccaagttcatgetgaagettg  gaaggtcggagtcaacggattggaag — ccagcegaatttccagtt  Reduce interval to
gtcagccatggg cttggtcagccatgga ctttcaacc 3.6 Mb
PS16 Reduce interval to
gaaggtgaccaagttcatgctcattag gaaggtcggagtcaacggattgtc  gtgcagtcttgatcatg 3.6 Mb and 179
ataacaccaaggatgactg attagataacaccaaggatgacta  gacttcag Kb
PS18 catatagaaataagaa  Reduce interval to
gaaggtgaccaagttcatgetgetac  gaaggtcggagtcaacggattcta  tatatgcattaagettta 3.6 Mband 179
caaattaatcaatcacacaatga ccaaattaatcaatcacacaatgg  gg Kb
PS20  gaaggtgaccaagttcatgetgaagactc  gaaggtcggagtcaacggattgaaga —gaagttgaagtcttgg  Reduce interval to
ttaaagactgaagtccg ctcttaaagactgaagtcct aagaatacttgtatc 3.6 Mb



PS21

PS25

PS7

PS29

PS31

PS33

gaaggtgaccaagttcatgetccace
acaaagggctccaacat

gaaggtgaccaagttcatgetgtgttg
tggtttgttttacacttttgg

gaaggtgaccaagttcatgctaacaa
ttcaaattaatccaaaaactgattctt

gaaggtgaccaagttcatgetggcag
catttggtacacataatcc

gaaggtgaccaagttcatgetccctat
gatccecaagtatcca

gaaggtgaccaagttcatgctgaatta
gtgaattgagtgaatttgaaatge

gaaggtcggagtcaacggattcac
cacaaagggctccaacac

gaaggtcggagtcaacggattgtg
ttgtggtttgttttacacttttga

gaaggtcggagtcaacggattcaa
ttcaaattaatccaaaaactgattct
c

gaaggtcggagtcaacggattgg
cagcatttggtacacataatcg

gaaggtcggagtcaacggattccc
tatgatccccaagtatcecg

gaaggtcggagtcaacggattgaa
ttagtgaattgagtgaatttgaaatg
a

gtggattcacttcgag
gtetgee

atggaaggcaggga
ggtgttgg

cataaggtccccttagt
aactcaaaagg

gaatctgtataaaaga
ggggtagaccag

tggagcacttcgcetttg
taaagagg

gaaaaccccaaattta
aacatttcatattgaaat
tc

Reduce interval to
3.6 Mb

Reduce interval to
3.6 Mb

Reduce interval to
3.6 Mb

Reduce interval to
3.6 Mb

Reduce interval to
3.6 Mb

Reduce interval to
3.6 Mb

Supplementary Figure 2. KASP markers used in this study.
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Number Inbred line Phenotype Genotype Number Inbredline Phenotype Genotype
*

7 GX-71 green A 30 KF-4-3 green A
8 MY-1 white B 31 Hechijiegua green A
9 Fiof GX- green H 32 7-2-1-4-2-2  green A
71xMY-1
10 KX-2 green A 33 YO-13-2-2- green A
1
11 YO-16 white B 34 Mengshanji  green A
egua
12 Fiof KX- green H 35 Baidonggua green A
2xYO-16
13 GK-3-4-3-  green A 36 YO-11-3-1 green A
2-1-3
14 HX-1 green A 37 GM-7-2-2-  green A
2
15 Rongshuijie green A 38 YMY-1-6-  white B
gua 8-1
16 TL-1-2-2 green A 39 YS-1-3-1-1  white B
17 LF-1 green A 40 YMY-1-5- white B
0-1
18 Kx-2-3 green A 41 YSB-1-3-1  white B
19 HT-7-1-2-1 green A 42 YO-16-1-2- white B
6-1
20 GH-1-1-3 green A 43 YMY-24-1- white B
6-1



21 YO-2-2-1-  green A 44 YMY-2-2-1 white B

6-1
22 GK-3-4-3 green A 45 YSB-1-1-2  white B
23 GF-7-1-1 green A 46 JINGYUA  white B
N2HAO
24 YO-6-3-1-  green A 47 YMY-2-2  white B
2-1
25 7-2-1-2 green A 48 YO-11-1-1  white B
26 GD-1 green A 49 YO-24-1-3- white B
1
27 NH-2 green A 50 YO-2-2-3 white B
28 GF-71 green A 51 YS-4-5-1 white B
29 M-1-2-1 green A 52 YL-1-1-1 white B

Supplementary Figure 3. MAS testing in 40 Benincasa hispida inbred lines and four parent lines
and Fiusing PS CAPS.*A representatives genotype of male parent(green),B representatives genotype
of female parent(white).H representatives Heterozygote.
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Supplementary Figure 4. Manhattan plot for mapping of wax gourd peel colour across two
populations, KX-2 and YO-16.
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Supplementary Figure 5. Full-length coding sequence of four parents.
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PQLSDENRSGVKSDPLAAENSIQGSDVNHSAGPRARKTEVLWNFQLHRREVOAVEQLGIDHAIPSEVLELMEVEGLTRANVASHLORYRMCRKRHVMQREENPRWSHYPRCTICTNHLEP L
PQLSDKNRSGVKSOPLAAENSIQGSOVNHSAGPRARKTRVOWNPCLHRRFVQAVEQLGIDHATIPSEVLELMEVEGLTRHNVASHLCRYRMCREHVMCREENPRWSHY PRCTICTNHLEPT
PQLSDENRSGVKSDPLRAENSIQGSDVNHSAGPRARKTEVLWNFQLHRREVOAVEQLGIDHAIPSEVLELMEVEGLTRANVASHLORYRMCRRHVMQREENPRWSHYPRCTICTHHLEP L

palsdknksgvksdplaaensiggsdvnhsagpkarktkvdunpglhrkEvgaveglgidnaipskvlelnkvegltrhnvashlgkyrngkkhvngreenprwshypretigtnhlkpd

MAYPSSYQPNCGISVSAVYPTWRQTRGHPFIVHINGPPGYS . HWFQCGIQPWNSYAGVRADAWGCFVMLPSHTPYFSFPQHASASHOMCTVNESYGHPOSLCOLOPDEEVVOIRIVEEAMR
MAYPSSYQPNCGISVSAVYPTWRQTNGHPPIVHIWGPPGYS . HWPQCGICPWNSYAGVRADAWGCFVMLEPSHTPYFSFPQHEASASHOMCTVNESYGMPOSLCOLOQPDEEVVOIRIVREAMR
MAYPSS5YQPHCGISVSAVCPTWRCTRGHPPIVHTWGPPGYS . HWPQRGIQPWNSYAGVRADAWGC PVMLPSHTPYFSFPCHASASHIMHTVRNESYGMPCSLCOLOPDEEVVORIVKEAMR

KPWSPLPLGLESP . TESVLTELSROGISTVEPQINGSRP
KPWSPLPLGLKSP.TESVLTELSRCGISTVPPQINGSRP
KPWSPLPLGLRPPSTESVLTELSROGISTVPPQINGSRP

kpusplplglk p tesvltelsrqgistvppgingsrp

Supplementary Figure 6. Protein sequences of four parents.
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Supplementary Figure 7. Expression analysis of KX-2 and YO-16 in different periods in different
tissues. *: 0.01 <P <0.05, **: P<0.01.
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Species Accession
Cucumis sativus AMIJ39435.1
Cucumis melo XP_008465934.1
Momordica charantia XP_022156603.1
Cucurbita pepo subsp. pepo XP 023554702.1
Cucurbita moschat XP_022952808.1
Cucurbita maxima XP_022971967.1

Citrullus lanatus (Watermelon (97103) v2) Cla97C09G175170
Benincasa hispida XP _038877823.1

Arabidopsis thaliana NP 567548

Supplementary Figure 8. Accession numbers of amino acid sequences
downloaded from NCBI
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