Appendix A The qRT-PCR primers in carotenoid pathway.

Gene ID Symbol Forward primer Reverse primer
Cla010898 PDS GTGTTGGCTCGGTCGCTTGT GAGAGTGGTAGTTGTAGTGGCAGATT
Cla003751 ZDS CGCTGTATGCTTACTATCTTCTCGTTGT CCTCTGTCCGTGATATACTTCCTTATGG
Cla017593 CRTISO CTTCTTCGGCTACTCGGTTGGTT ACTATTGCGGCACGACGGATAT
Cla005011 LCYB GAGCATTGAAGAGGATGAGCATTGTG CGCTGCTAGAGTTCTTGCTACCATAT
Cla009779 NCED-1 CTGCTTCCCTCGCCTTAG CTTCTTCCACTAGCGAGACCATCCT
Cla005404 NCED-7 CCAACCCACTTCACGAACCC CGGCAAGCGTAACTAACACC
Cla011420 CHXE TTCTGCTGTGGGCATGGAAT AACCCTCGGCTTGTGATGAG
Cla006149 CHYB CCATAATCAACGCTGTGCCG GGCCATCCCAAAGACCGTAA
Cla009122 PSY1 CCCAAATTCCCGATTCTTCCAGATTCT ACAGAGCCATATCCACCTTCACAGA

Cla020175 CLYLS8 AGAACGGCTTGTGGTCATTC GAGGCCAACACTTCATCCAT




Appendix B Expression levels of 9 candidate gene in the fine mapping region obtained via RNA-seq.
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Appendix C  Comparative analysis of the cloning sequence and amino acid sequence of Cla007528
between COS and P1 186490. Cloning alignment of the Cla007528 sequence in both parents and (B)
gene structure of Cla007528, including two exons and one intron. The red color indicates that the

change of SNP leads to the amino acid change.

A B-moam 1 ATSSCTATGRCTACTICTICTTTTCCTOSECCETOSaCCACCRS 0

CDE-EI184420 1 ATSECIATSSITACTECTICTTIToCTCSSCtoTOECCACtSE: TTI56 0

CDE-CCE 3 ST IICCICUGECaTORSCTACCS €3

S eOReEse8000s0050808050008000000s0eIeesssses

CDS-87103 (V3) &1 ITCAACGC3ETGCTIS OGRATEC: “‘a 129

COE-£118£430 £1 -'cu_ .-:nv. = ‘:—:.:-M AATTCARCGCSSTGLT TSARA ‘s’“ A GCTEEA 13

CDE-CCS Sl SCCAATITOTTCGAGATCSGARRATICARCGLIITENTTSARAASTT SSAAT SISO T S 120
ST ETee0eTstePerITIteteIresererereeeatsseritITesettrsTitves

COE-87103(V1) 131  ICTIGITCATCTGSCLGATIICTTIONGECTCCTCNS 180

COE-F112€490 28 180

CDE-203 122 123

CDE-57103 (V1) 421  RICARRRIAGICCTCIUTIRCCASASC GO dRpGCARARCE T OSTTOGCTTTAGCCCAR 20

CD3-PI12£49D 421 ATCAARATAGCCCTCGCTSROCACAGTES SCARAACET GETTTAGCSE: 429

CDE-C08 $31 ARG CC T oS TS otACASS e SRECCARARCCTCCTICECTTTAGCCCAR 430
TEARCEO AR BPEEE SETASIDRPSSEHRY NSRRI COD SER O TRRSSEE

CDS-97103 (V1) '3 G AARATTOTCASCTTIAAT CROCCT GAATCCCOTTOASSOAATAGITT CT 340

CDI-FIise4a0 481  CARAAR AT T TGOS T AR CCE e T SN T OO CTOEAS CORACAGEGT 0 540

cos-co8 421 ORI AT ST RSO S T AR T OGO o TSR T SO S TGRS SEAROASGS T O 540
PSRN eI NP SORReHITRROCORVASDAIEASPHOPIVID HISREPESOONS

ChS-57103 (V1| 551 GOCAAGCAMACICATCCOCASTCTISAMATACAICIICCAATCETTES €0

COE-F1186490 541 €30

COS-C08 541 €30

782 340

731 240

781 540

CDS-$7103 (Vi) £41 TTOATOGSORAGARGORGAT 300

CDS-PI126490 261 TOGIOARTARITAGAT 300

£05-203 241 IAAGARGOAGAT 200

SEsssasanasesnannhann PeNANGEIASENSIsIENNARASORAS

Cla007528

chri6_7040350

PI 186490 GCGGGC CGCTAT CGCC TTGTAT
(gly) (tyr) (arg) (tyr)

COS GCGCGC  CGCTCT CGCCGA TIGTGT

(arg) (ser) (arg) (cys)




Appendix D Genotyping for Cla007528 by the LGC-KASP marker. LGC-KASP marker
chr06_7040350 was designed on Cla007528, and genotyping for extreme phenotypic traits was carried
out in the F, population. C/C, G/C and G/G represent the genotypes of COS, F; and Pl 186490,

respectively.
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Appendix E SNP (chr06_7040350) variation in the natural population. 9 watermelon lines :COS (pale
yellow), P1 186490 (white), 97103 (red), Garden Female Parent (red), LSW-177 (red), ZXG00812 (red),
ZXG01061 (red) ZXG1555 (green) and Pl 192938 (orange) were used for the candidate gene
alignment. Therein, ZXG1555 and Pl 192938 were aligned with the reference genome 97103 V2, and

other lines were aligned with the reference genome 97103 V1.
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Appendix F The key KEGG pathways in COS at the 18nd day after pollination, 26nd day after
pollination, and 42nd day after pollination. (A):

COS18-1_COS18-2_COS18-3 vs_COS26-1_COS26-2_C0OS26-3. KEGG._classification
(B): COS18-1_COS18-2_COS18-3 vs_COS42-1_COS42-2_COS42-3. KEGG_classification
(C): COS26-1_COS26-2_COS26-3 vs_COS42-1_COS42-2_COS42-3. KEGG_classification

COS_18-1, COS_18-2, and COS_18-3 represent the three replications of COS after 18 days of
pollination; COS_26-1, COS_26-2, and COS_26-3 represent the three replications of COS after 26
days of pollination; COS 42-1, COS 42-2, and COS_42-3 represent the three replications of COS after

42 days of pollination.
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Appendix G Comparative analysis of the cloning sequence and amino acid sequence of Cla007528
between COS and PI 186490. (A) Cloning alignment of the Cla007528 sequence in both parents and (B)
gene structure of Cla007528, including two exons and one intron. The red color indicates that the

change of SNP leads to the amino acid change.
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