NADP-ME 1 MFSLNGTTFTDNSLCGISRCLTTQSRKRVSVPMVV--VSSNGRAADGNVSVLMENTLKE S 58

NADP-MES5 MFSLNGSSFTNNSLSGVSRCLTQSC-RRVSAPMVVAAVS SNGKPGDGHV SVLVENALTES 59
NADP-ME3 ~  ——-———————mm—m—mmm—mmmm o MISFTIPNFLRKALGKRRSGRINIRVVMESTLKEL 35
NADP-ME2 =~ ——mmmm oo 0

NADP-ME4 ~ ——mmmm oo ME SKMKEK 8

NADP-ME1 ---VAVIEKDDFKSTVSGGVGDVYGEDTASEDQT ITPWT FSVASGYSLLRDPHYNKGLAF 115
NADP-MES ---PVPVEK-ETKSTVTGGVGDVYGEDSATEDQS ITPWT LSVASGFSLLRNPHYNKGLAF 115
NADP-ME 3 SNGESVLDV-KDKCGVGGGVEDLYGEDRATEDQT ITPWT FSVASGYSLLRDPHYNKGLAF 94
NADP-ME2 ~ —---—- MESTLKEQIPAGGVEDV YGEDCATEDQC ITPWT IAVSSGYNLLRDPRYNKGLAF 54
NADP-ME 4 S--ESVVDMSPTSAVVEGGVEDI YGEDCATEDQLITPWT FQVSSGYNLLRDPRYNKGLAF €6

. Ak KokkxkEk kokkhk KkkAkk . Kokky kkkak. Ak kkxx

Putative nitration

NADP-ME1 SEKERDSEQLSGLLPPVVVDQELQVKKVMNVLRQYDVPLQRYMAMMDLQERNERLFYKLL 175
NADE-MES SERERDTHﬂLRGLLPPVVITHDLQVKKMMNSIRKYDVPLQRYMAMMDLQEMNERLFYKLL 175
NADP-ME3 TDAERDAEqLRGLLPPSVSNQELQEKKVMHNLRLYQVPLQRYMAMMDLQERNERLFYKLL 154
NADP-ME2 TERERDAEHLRGLLPPVVSTQELQEKKLMQSIRQYDLPLHKYVAMMELEERNERLFYKLL 114
NADP-ME 4 TEQERDVHYLRGI LPPAVMPQELQEKRLMOTLRR YEVPLNKYVALMELQERNERLFYKLL 126
s Tk % *|‘1(|* ‘X:**‘X * ::‘k* 1(::*: :‘X ‘X::‘X*::‘X:*:‘X:*:* *hkkkkkkk ok
** NADP-binding site
NADP-ME1 MENVEELLPIVYTPTVGEACQKYGSIFKRPQGLFISLKEKGKILEVLENWPEKKIQVIVV 235
NADP-MES IDNVEELLPIVYTPTVGEACQKYGSIFRRPQGLFISLEEKGKIHEVLENWPEKKIQVIVV 235
NADP-ME3 IDNVEELLPVVYTPTVGEACQKYGSIFKRPQGLFISLKEKGKILEVLENWPEKSIQVIVV 214
NADP-MEZ2 IDNVEELLPIVYTPTVGEACQKYGSLFKRPQGLY ISLKEKGRILEVLENWPERSIQVIVV 174
NADE-ME4 IDNVEELLPIVYTPTVGEACQKYGSIFRRPQGLY ISLKEKGRILEVLENWPERKIQVIVI 186
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""" NADP-bindingsite

NADP-ME 1 TDGERTLGLGDLGCRGMG T PVGKLSLY TALGGTRPSACLPVT IDVGTNNEKLLEDEF YT G 295
NADP-MES5 TDGERILGLGDLGCREMG I PVGKLSLYTALGGIRPSACLPVTIDVGTNNMNLLNDEFYIG 295
NADP-ME 3 TDGERILGLGDLGCQGMG I PVGKLSLYTALGGVRPSVCLPITIDVGTNNQQLLDDEFYIG 274
NADP-ME2 TDGERILGLGDLGCHEMG IPVGKLALYTALGEVRPSACLPITIDVETNNEKLINDEFYIG 234
NADP-ME 4 TDGERILGLGDLGCQGMG I PVGKLALYTALGGVRPSACLPITIDVGTNNEQLLNDEFYIG 246

tttttkttttttt*kt*t*tttt*:*tt*t*t:tt*.tt*:ttt*tttt :**:tt*ttt
lommmm e Metal-binding residues

— & -
NADP-ME1 LRQRRARGQEYAELLDEFMSSVKQTYGEKVLIQFEDFANHNAFDLLEKYGTSHLVFNqDT 355
NADP-ME5 LRQRRATGQEYAELLDEFMYAVKQNYGEKVLIQFEDFANHNAFDLLAKYGTSHLVFNDDE 355
NADP-ME 3 LKQKRARGQEYAELLLEFMSAVKQNYGERVLIQFEDFANHNAFELLAKYRTTHLVFNdDﬁ 334
NADP-ME 2 LRQNRATGQEYYDFLHEFMSAVKQNYGEKILIQFEDFANHNAFELLAKYRTTHLVFNqDE 294
NADP-ME4 LRQKRATGKEYHDFLDEFMKAVKQNYGEKVLVQYED#GNHNAFELLAKYGSTHLVFNDD& 306
Kok KX Kokk ..k KEE :***-***::*:*:h{Y-*****:** Ex] ::******k?
NADP-ME1 QGTASVVLAGLMAALNLVGGNLAQHTFLFLGAGEAGTGIAELIALEMSK————— QTGAPL 410
NADP-MES QGTASVVLAGLMAALNLVGGTLAEHTFLFLGAGEAGTGIAELIALEMSKQLFLVQTGIPL 415
NADP-ME3 QGTASVVLAGLIASLKLLGGTLADHTFLFLGAGEAGTGIAELIALEITK———— KTSVPL 389
NADP-ME 2 QGTASVVLAGLIASLELLGGALCDHTFLFLGAGEAGTGIRAELIALEISK-———— KTNTPV 349
NADP-ME 4 QGTAAVVLAGLVASLELLGGSLADHTFLFFGAGEAGTGIAELIALATSK————— KTNAPV 36l
AAIH XKL XEH 3K ok e Ko XK & AXXXK s XXXXXXXAXXXRAER S 2 o % T
NADP-ME1 EETREKKIWMVDSKGLIVRSRMES LQHFEMPWAHDHEPVKELVNAVELIKPTILIGSSGTG 470
NADP-ME 5 EETREKIWMVDSKGLIVKSRMEMLOHFERPWAHDHEPVEKELVNAVESIKPTVLIGSSGAG 475
NADP-ME3 EVARKKIWLVDSKGLIVSSRVESLQHFKKPWAHDHEPVEKELIDAVEAIKPTVLIGTSGVG 449
NADP-ME2 EETRRKIWLVDSKGLIVSGRRGTLOQAFKKPWAHEHEPVNNLLDAVEAVEPSVLIGTSGVG 409
NADP-ME4 EEARKNIWLVDSKGLIVSSREESLQAHKKPWAHEHEPVNNLLDTVEAIKPTAIIGTSGVG 421
* :t::t*:*tt***t* .t * % .t t**t:t*tt::*:::*t :t*: :tt:*t.t
NADP-ME1 KTFTKEVVRTIATFNKFVMQEPVIFALSNPTSQSECTAEEAYTWSDGRAIFASGSPFAPV 530
NADP-ME 5 RTFTEEVVQAMATFN----EKPI IFALSNPTSQSECTAEEAYSWSEGRAIFASGSPFAPV 531
NADP-ME 3 KTFTKEVVEAMASLN- PEPLVMALSNPTSQAECTAEEAYTWSKGHAIFASGSPFDPF 505
NADP-ME 2 RTFTKEVVEAMASMN----ERPLIMALSNPTSQAECTAEEAYTWSEGRAVEASGSPFPSE 465
NADP-ME 4 RTFTKEVIEAMAS IN----KRPLIMALSNPTEQSECTAEEAYAWSEGRAVFASGSPFPPV 477
:ttt**t:.::t::* :*:::**t*t*.t:t*tt***t:**.t:t:t**ttt*
NADP-ME1 EYEGKVFMSGQANNAYIFPGLGLGLIISGAIRVHEDDMLLAASEALAAEVSKENFERKGLIY 590
NADP-MES EYKGKVYASGOANNAYIFPGFGLGLIISGAIRVHDDMLLVASEALAEQVSQENFERKGLIY 591
NADP-ME 3 EFEGRTFVSGQANNAYIFPGFGLGIIMSGTIRVHDDMLLAASEALAAREVTEDDY LKGRIY 565
NADP-ME2 EYNEKLYFPGQANNCYIFPGFGFGLVMSGTIRVHDDMLLAASEALARQVTDEHY AKGMIY 525
NADP-ME 4 EYNNKLHIPSQANNCYIFPGFGFGLVMAGAIRVHNDMLLAASEALAGQVTEEHYVEGITY 537
EEE] . LKEEE KAEET K kg k KXKL KKKE KKK KX ok . 2 KK KK
NADP-ME 1 PPFANIRKISAHIARKVAAKAYELGLATRLPQPENLVSYAESCMYSPSYRSYR 643
NADP-MES PPFANIRKISAHIAAKVAAKAYELGLATRLPEPKDLIAYAESCMYSPAYRSYR 644
NADP-ME 3 PPEFTNIRKISAHIAREVAARKAYELGLATHLPRPKDLVREYAESCMYTPVYRHYR €18
NADP-MEZ PPFADIRKISAHIAARVAAKAYELGVATRLPRPADLVEYAESCMYTPNYRSYR 578
NADP-ME4 PPFGIIRKISAHIAANVAARAYGLGVATRLPQPADLVEYAESCFYSPNYRCYR 590
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Supplementary Figure S1. Alignment of the five NADP-ME sequences from pepper
identifying the conserved NADP (blue) and metal binding (green) sites, and the
possible tyrosine (Y) residue capable of being nitrated (orange). Asterisks denote
the shared amino acids among all NADP-MEs.
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Supplementary Figure S2. Illustrative picture showing the experimental design used in this study with the representative
phenotype of sweet pepper (Capsicum annuum L.) fruits at different stages and treatments: immature green, breaking point 1
(BP1), breaking point 2 without NO treatment (BP2 — NO), breaking point 2 with NO treatment (BP2 + NO), and ripe red. Fruits
were subjected to a NO-enriched atmosphere (5 ppm) in a hermetic box for 1 h and were then stored at room temperature (RT)
for 3 days. Reproduced with permission from Gonzalez-Gordo et al. (2022).




