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Table S1: Primers used for Full-length Gene amplification and colony PCR

Gene Strand In-Fusion Site Primer Sequence (5°-3")

110H Forward ACCCTCACTAAAGGGCGGCCGCAACC ATGGAGCTGATCGTCTCCTTC

110H Reverse =~ GTCATCCTTGTAATCCATCGATAC TGCTTCATCCATCATTACC

P450-2 Forward ACCCTCACTAAAGGGCGGCCGCAACC ATGGAGTTAGTCACTGCC

P450-2 Reverse = GTCATCCTTGTAATCCATCGATAC CACAGAAGAATGACTATAAGGAATTG

P450-3 Forward ACCCTCACTAAAGGGCGGCCGCAACC GAGCTCATCTTCTTTGTCTG

P450-3 Reverse =~ GTCATCCTTGTAATCCATCGATAC TTGTAGATAAGAACGGGAGTG

P450-4 Forward ACCCTCACTAAAGGGCGGCCGCAACC ATGGAGCTCATCTTTCTCTTCTG

P450-4 Reverse =~ GTCATCCTTGTAATCCATCGATAC GATCGCTTTTTTCAAAGAAGAAC

P450-5 Forward ACCCTCACTAAAGGGCGGCCGCAACC ATGGAGTTCATTCTTTTCCTTTGCATTC

P450-5 Reverse =~ GTCATCCTTGTAATCCATCGATAC CTCCAGTTTTAGGAAAGAACC

N100OMT  Forward AAGTTCTGTTTCAGGGC CCGGACGCGAAATCTGCCGAAC

NI10OMT  Reverse ATGGTCTAGAAAGCTTTA AGGATACACTTCAATGAGACTCC

OMT-2 Forward AAGTTCTGTTTCAGGGC CCGGCAATGGTTGAGAAATCTGC

OMT-2 Reverse = ATGGTCTAGAAAGCTTTA AGGATAGACCTCAATGAGAC

OMT-3 Forward AAGTTCTGTTTCAGGGC CCGGGAGAAGCCCAGGCTCAG

OMT-3 Reverse = ATGGTCTAGAAAGCTTTA AGGGTAGGCTTCAATGACAG

OMT-4 Forward AAGTTCTGTTTCAGGGC CCGAGTGTAGCTTTGAATGGTG

OMT-4 Reverse = ATGGTCTAGAAAGCTTTA ATAATAAACCTCAATAAGAGATCTC

OMT-5 Forward AAGTTCTGTTTCAGGGC CCGGCAGGAGAAGAGGAAGCTTG

OMT-5 Reverse = ATGGTCTAGAAAGCTTTA TTTAAGCAATTCCATAATCCAACTGTTG

OMT-6 Forward AAGTTCTGTTTCAGGGC CCGGATTCTTCCCCCACAATCC

OMT-6 Reverse = ATGGTCTAGAAAGCTTTA CTTGTAGAACTCCATGATCCAC
Primers used for Colony PCR

Name Strand Vector Primer Sequence (5°-3")

GAL10-F  Forward pESC-leu2A GGTGGTAATGCCATGTAATATG

GAL10-R  Reverse  pESC-leu2A GGCAAGGTAGACAAGCCGACAAC

T7-F Forward pOPINF TAATACGACTCACTATAGGG

pOPINF-R Reverse = pOPINF TAGCCAGAAGTCAGATGCT
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Table S2: Primers used for RT-qPCR

Gene Strand Primer Sequence (5°-3°)

110H Forward AGGCCTCCCTCACTGTGTCCT
110H Reverse TGGATGGTCTGTCGGCAAAGA
N10OMT Forward AAGTGCGCTTACGATGCT
N10OMT Reverse TCTTCATTCTGGAACCACTCAC
N2227 Forward GTGAACGTGACCAGTGCTATAA
N2227 Reverse CAAGCAGGTGGACTCTCTTTAC
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Table S3: NMR spectra of Coronaridine

Number This Study Reference (22)
'H (J/H) B¢ 'H (J/Hz) B¢
2 - 138.5 - 136.6
3 2.79 (2H, ddd, 8.5, 1.7, 1.7), 2.94 (2H, ddd, 2.5, 3.7, 8.5)  54.3 2.81 (1H, brd), 2.89-2.92 (1H,m) 51.6
5 3.40 (1H, m), 3.00-3.16 (1H, m) 54.7 | 3.36-3.42 (1H, m), 3.15-3.23 (1H, m)  53.1
6 3.00-3.16 (2H, m) 22.8 | 2.98-3.04 (1H, m), 3.15-3.23 (1H, m) 22.1
7 - 110.7 - 110.3
8 - 137.6 - 128.8
9 7.40 (1H, ddd, 7.8, 1.0, 1.0) 118.7 7.47 (1H, brd) 118.4
10 7.02 (1H, ddd, 7.6, 7.6, 1.2) 122.2 7.08 (1H, ddd) 119.2
11 6.96 (1H, ddd, 7.5, 7.5, 1.1) 119.5 7.14 (1H, ddd) 121.9
12 7.24 (1H, ddd, 7.9,1.0, 1.0) 111.5 7.24 (1H, dd) 110.3
13 - 129.6 - 135.5
14 1.85 (1H, m) 29.0 1.88 (brs) 27.4
15 1.12 (1H, m), 1.76 (1H, m) 332 1.13 (1H, ddt), 1.73 (1H, m) 32.0
16 - 56.4 - 55.1
17 1.92 (1H, m), 2.72 (1H, ddd, 13.1, 2.1, 2.1) 37.0 1.9 (1H, ddd), 2.58 (1H, dd) 36.5
18 091 (3H,t,7.4) 12.1 0.9 (3H,t) 11.6
19 1.34-1.49 (1H, m), 1.50-1.62 (1H, m) 28.0 1.4-1.47 (1H, m), 1.53-1.60 (1H, m) 26.7
20 1.34-1.49 (1H, m) 40.1 1.32-1.35 (1H, m) 39.1
21 3.62 (1H, brs) 57.9 3.56 (1H, brs) 57.5
22 - 176.3 - 175.7
CO,CHj3 3.69 (3H, s) 52.9 3.71 (1H, s) 52.5
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CYPTIA13_camalexin:

crrae:
CYPs2_REPI_sosphine
CYPa2T:_noacapins

Figure S1: Amino acid sequence alignment of I10H with characterized and uncharacterized P450s. Asterisk
indicate absolutely conserved cysteine residue for coordination of iron. I10H is highlighted in red.
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40MT1_PAPEO: MGS-— DAETHE ITYGYADSLVLRCTVEIGIADII--RNNN--GSITLSELVSKL-~PL! 1GQQTCA YSLKPVGTLLL
40MT2_EAPEO: DA 1 IIYGFADSLVLRCAVEIGIADII ITLAQLARRL--PITI IEQET! ¥YSLRPVGTLLL
40MT_COBR: ITYGFADSI GIVDIT ADLASRL RI iR EPIATLL
eouT_cosaa: A ANTI--2 sELsSRL LETRS IDGELRYGLAPPAKYLY
€OMT_PAPSO: MET 1 VLECAVQLETAETL g SELASKL--PVAQ FR FRT APPARYLL
K7OMT_PAPSO: INKQT T ILELARRL--PIDQP---VNI vISTL T APPARYLI
70MT6_MEDSA: --SINGRRPSEIFKAQALLYRHIYAFT! ENII SLENLVSIL Ir REEESYALTVASELL
E ALLYRHIYAFI BRI SLSNLVSIL--QVES 1T TVASELLY
-SINGRRPSEIFKAQALLYRHIYAFI IENII SLSNLVSIL--QY 1 AHNGEFEIT REEESYALTVASELL
L ENIVELDIENIT G--KPITVSELVSIL--XVEQ RSELLY
SOMT2_SOYSN: MAS------------F FOGQALLYRELLGED TEDID --QPITESELVSIL--QVER---~TKT TVRT IEAYALTARSELLVRESE-—---------—
140MT_GLYEC: HAQIHLYREVYNE TADVT LVEGK!
140MT_MEDTR: ¥ VYNEVSSMALRSAMELGIADAT LTPPSKLLISGRE-—
GIADAT AYVLTPSSKLLVSGRS
LESAVELGIADAT LEELASSL--KLE TLYRFLRLLTHNGEFARTT EETAYULTESSKLLVSGK
LESAMELGIADVI TLEELATAL--NLRE-- AYGLT v
IQLGIEDIL--HRHD--HPMTLSQLLEAI--PI " IRLLIRGRE------mmmmmmmm
IQLGIPDIL--HRHG--RPMTLSQLLQSI--PL T QEVCYWLTPASCLLL
SIRCAVQLGIEDVI SELTAAL--AIKP T AGRLLY
Ti_N100MT: FRAQAHIFKQUECFTNGASLRCAVQLGIPDAI--DNHG--KAMTLSELTDAL- ~PINP IHRLMRILVTAGEEVEERL LENEK
Ti_owT_ L RCAVQLGIEDAI--ENHG--KAMTLIELTDAL-~PLNP—— THELMRILVNAGEEVEERL- APPGHLLL
RIAQARFETQUESE RCAVQLGIEDAI LSDLTNSL--PT TYRLMRILY: YSLTPETRLLL
SLECAVELGIEDTI TLSELTRALVEEY : 1Lz
MERLXSFRHLNNNIDLILNEENSTEILGRQARIWNQIENET IQLGIEDIT ISQLTLAL--PL MRILIHSGEEAL SRLLL
repTr SELIRAM--RI MRIL FVRS Y ASKLLL
ROMT_VITVI ~LANGVISAELL IFNFIRSMSLECAIQLGIEDII LPELVARL--PY 1 TS SRLLL
Qe0MT_MENPI: - 3 IQLGIEDAI--HRHG--NPITLIQLADAL- -NINK---~ v LTPASRLLL
el ity . % T AL RN AT CEAAT P O da A PTARE AL JGLHB omm TEE teiacire ST ERGSRTEL
OMI3_SORBI: MVL---------------Ii AVALDLEIADAI--HRRG--GARTL8QILGEI- -GVRP----CKLPGLHRIMRVLTVSGTFTIVQPSAETMSES-DGREEVYRLTTASILLYSSESS -~~~
2RP4_MAIZE: MEL-— T RSATHLATADAT--HLHG--GARSLIQILSV- -HLE LTTT! YTLTPVSRLLI e
Ti_OMT_: IELGIADVL AIMREL SYAQTPLSRLLMRD
BX7_MRIZE: L LPDTI--DRCG-~ ELIARS--EI 1ran ISYQLTPASRLL TTT
70MT_PAES0: FUDSMALECAVELGIEDII: T -~ LVHRRLETSELEQ 1 L
OMT2_HUMLU: RDQTEAA: 1 ELRTEDT TLAQL SYLSRTMRLLVRRXIFSQHRSL HSSRLLLSKTTLI
OMT1_CHRAE: ~LFAMQLASASVLEMVLESATELDLLETI--RGQD--TCMSETEIASHL- ~PIT] ILRLLSCYSUVIC QRVYGLAPVCEYLT
Ti_OMT_ --GEEEACLLAMRLASASVLEMVLRSATELDLLELI: BSELARQL--PTQ! APVMLDRILRLL APVCEFLT
Ti_OMT_6: ILLRTV SLEMVLLAAIRLOVEEIT SESEIAARM--SSENE- L IPRLYGLAPVAKYF
ok *
40MT1_PAPSO: RSMAPVILGLSQRDELEV YL D IRAIHEAFPHI-KCTLYDLEVI --NIL vPSAQUL
40MT2_PAPSO: RSMVPMI T INRYL RLLTKTLIEDCRDTE-QGLD- TIRATYEAFPHI-RCTLYDL P--NIERVPGDMFRSVPSAQAT
soux Gopms. msuaury o Bt LiTasir o ATSDALEHI-KCTLOLEMIIANSYDLE- NIR aacar
€OMT_COBJA: KCMVGSILAITDRDEMAPWHY-LKDGL AFERAL-GTN - M2 IF-NGIT-TLVD! IANAFPHI-RCTVYDLEHVIADSEGYS-~EVHCVAGDMFREIPKADAT
€OMT_PAES0: XSMVDSILCINDKDELAPWHH-I -------CDAFERAL-GRSINV FNARMA v IFSDGIS- ISRAFPDI-KCTIYDLEHVIADSPEIP--NITRISGDMFRSIPSADAT
N70MT_PAPSO: QSMVPSVLGIIDEDMFABWHI-L IFETAL-GRSIS snGaMA 1R-T RAISKAFPNI-KCTLEDLEHVIADSPEIP--TITKVSGDMFRSIPSADAL
70MT6_MEDSA: LOLAPMVECVLDPTLSGSYHE-LKRWIYEE-D-----LTLEGVIL- LI-NLALROCDEVE-DGLE-ST PRL-KCT YUGGDUF DAV
70MTS_MEDSA: LCLAPMVECVLDPTLSGSYHE-LRAWI TLEGVTL-GSGEWDEL LI-NLALRDCDEVE-DGLE-SIVDV RIICETEPRL-KCIVE YVGGDME
70MTS_MEDSA: LCLAPMVECVLDPTLSGSYHE-LRAWI TLEGVIL-GSGEWDEL! LI-NLALRDCDEVE-DGLE-ST RIICETFPRL-KCT YVGGDUF
D70MT_GLYEC: LCLAPMVECVLDPTL3GSYHQ-LKEWIVE! TLEGVSL-GIHEWEFL 1Az IVDVGGGIGTTARI ICDTEPNL-KCIVE ¥ 2
S0MT2_SOYSN: LSLAPMVEYFLEPNCQGAWNQ-LERWVHEE-D-----LTVEGVSL-GTPEWDEL N1 E-sT RIICEAFPRL- DV
T40MT_GLYEC: TCLASIVRGALEESSL TLFESAT- L 1n - TRLINEEFPHL-KCTVE TepADAY
T40MT_MEDTR: TCLSSIVRGALHPSSL LFECAT- 1 - THLIEEIFPHEL-KCT DAY
M3OM1_PEA:  TCLSSLVKGALHPSSL L LF-KLA g TAGGTGGVAKLIHEAFPHI-KCTVE PSADAY
M30M2_PEA:  TCL3SVVRGALHPISLDLWGY-SKEWEHEDRE-- sT LE-KLA E LIHEAFPHI-KCT RSVPSADAY
I40MT_LOTJA: TCLAPIVKGALEPSSL 1 ELTLFESAT-GESEWEEL L G-sL THLIREAFPHV-KCTVE RSVPPADAY
CVMT1_OCISA: LTVAPLVQVVLDPTET TQEEAAN-GCTEWEKL I-DGIR-T 7AT ~KCTVLDLEEVVAGLESTD--KLSYIGGDMFQSIPSADAT
LTVIPLVQUVLDPTET! T QFEA. 1 I-EGIR-T IVEAMETI-KCTVIDLEHVVAGLESTD--NLNYIGGDMEQSIPSADAT
ENERGSVIMTLDPVMVRERET-L 1 F-EGLI- RAIAETFPRL-KCTVYDLEQUUANLQGSE--NEEEVAGDMFREIPTANAL
LSIRASALTME A - FAEDEGL TEVL IARTEPSL-RCTVEDLEHVVANLEETE--NLDEVAGDMEGKIPEANAT
QNLRELVFLVLDPVMLREWNY-L: WDYTSEEPREC ISELL F-EGL IARMEPCL-KCTVYDLEHVVADLEGTE--NLDEVAGDMFERTPSANAT
LNSISMVLGVNQIAELR: GUMARDSTLVSKMLIPEFNYLF-EGLD-SLVDVGGGTGTIARATARSFPOL-KCTVEDLEHVVANLESTE--NLEFVGGDMFERTPSANAT
LNLRGIV] AANES-L s ISKLLIGEYRELF-EGLA-3LVDIGGGTGTIARATARNFPQL-KCTVEDLEHVVANLESKE--NVEFVAGDMFERIPSANAT
MSVTPELLAMLDFVMTRENDE-L 2--RF] LUTSVVT VDVGGETGTVASSIARAFPHI-QCTVEDLEHVVADLOGGN -~ NLNEVGGDMEVDVEATEVY
~PTPFUTSH-GSTLWDLAGHEPRLN--¥FT LvSGL -QGLN-SLYDT RAIADAFFHL-KCTVLDLEHVVQGLEGTR--NLDYVGGDMENSILETDAY
LSIRPLVLAMLDPILTREWHY-L -pTPEHTA LLTS - AGLN-! IANAFPHL-NCTVLDLSHVVAGLQGSK--KLNYFAGDMFEATPRADAT
QEOMT_MENPI: LSVAPFALAMSDPVYTETWHE —VARFDTKY-GMTFPEYAVADDRLN--VL D ILTTECRET AAAFPGM-ECTVLOLENVVGGLAGSE--KLSEVSGDMFDETPHADAT
ASMT1_ORYSJ: HGL VSLFEVAH-GCTRWEME. 1L RGIN- PDI-KCTVLDLEHIV IQEVGGDLFEFIPAADVY
OMT2_SORSI: ASLSPMLNHVLSPERDSEL PETLMY-GTT ALENRAMA LMQILL 1 IARAFPCL-KCTVLOL a ESIPPANVY
ZRP4_MAIZE: LAQTPLA TIvERESE-L PDECTFRET! TRDDATFD--ALVNDGLASDSQLIVDVAL QEIS-SLYD! ARQAT: DL \PTHT--DVQFIAGDMFESIPEADAY
Ti_OMT RSMAAFVLLENSPVMLEEWHG-LRARVL LED! LAVSATI FE-KGIS-SLVDV( LGNLIRACPWI-RGINFDL IPRADAR
BX7 MAIZE:  PSILENIAHLVRPNTISLL YET CEHVE-DGIR- PHIQRCTVMDL DAL
70MT_PAPSO: FNLSPLVLETNPILLEEWQY-L THDLAL 1 SL 11 ~QGINEDLERVUATARES PEADAV
OMT2_HUMLU: VTLAPEVAFMTHPYLSAPWSC-L DL TTMATL YE-CGIC- IVRSHPHI-KGINYDL T TAVAY
OMT1_CHRAE: VSIARL H-LEDAVL PENEAY- ILSKYPTI-RCINFDLEHVIEDAPEYP--GIEHVGGDMEVSVPXGDAT
Ti_OMT_ VSMARLL v H-LEDAVL PENEAY- IIMRRILDTYRG-F-EGLE-T SMIVSRHPAI-KGINEDLEHVIEDAPSHP--GVEHVGGDMFVSVPRGDAT
Ti_OMT_6:  ASLGGLLALLQDRVEIDSWYE- GTHAE INATTIAINRIL F-EHLR-3LVDVGGGLGIT -~KGINFOLEEVIEHAPTYP--GVERVGGDMEQSVERGDAL
40MT1_PAPSO: RECKEAT IIVDVAL LILDT LER ---AT-QSVIEAFP----
40MT2_PAPSO: LLELT RRCKEAT TTVDVAL LoImM LLERA IR---AI-QSVIEAFR----
4OMT_COPJR: ILKLIL I ITVDVAL SSTRLILDIDMLVN-TGGRERTREVNEKIVESAGESGCRIRHIA---AI-QSVIEVFP----
€0MT_COBJR: MMECT Iz TIVDIVL ¥ DLIMMLN- L1 1TQIT QsvI
€OMT_PAPSO: FMECI 1 L TIVDVVIDM---DSTH-~PYARIRLTLDLIMMLE-TGGH FDAR TaT.
N7OMT_PAPSO: FMRNI L TMVEMVL 1 FDAX
70MT6_MEDSA: LLEYT I T TIIDMVIDE---KRDE-NQI FIEAGE
70MTE_MEDSA: LLRYT 1L T TIDMVIDK---RRDE-NQ FIEAGE
70MTS_MEDSA: LLRYIL RIL T TIIDNVT QUTQr = FIEAGE
D7OMT_GLYEC: LLEWILENWIDNDCRRILEKCREAVS-SDGEKGRVIIIEMVINE---KQDE-HEITGTKLLMDVNMAC-~LKGRERSEEENRKLFIEAGFRDYKISPLT
SOMT2_SO¥EN: LLK ILEKCREAIS-GESKTGRVVVIDTVE : c1-1 ——
140MT_GLYEC: LRILENSKEAI ITIDISI TEL v P 1TPI
T40MT_MEDTR: RILKNSKEAIS- 1IIDISIDE---TSDD-RGLTELQLDYDLVMLTM-FL LT 1TPI
M30M1_PEA: LRILKNSKEATS- IIpIsT FMLTM-FL T¥DA PI
M30M2_PEA:  LLEWVLHDWNDELSLKILEKSREAL ITIDISIDE MULTM-FLGK LT TPI
140MT_LOTJA: ILRNCREAT 11IDIST X T TPI
CVMT1_0CIBA: LLEEII 1 IGERVITIDVY LISARGETSYRLT! 1
EOMT1_OCISA: LLESII RILEKCKDAVY--—-1 TTIDVVVGY---KH -ENAK TYDAGERSYRLT s-RSLI
G=0MT: LLENI ILRNCRRATE-GRDKGGRVILIE QD-NESIETE AL PMV---GL-RSLI
Ti_N100MT: TLENCRRAT 1IVDT 1 MLVSER BVL---GI-RSLIEVYE----
TLENCREAT 111 Q -1 FREAGLADHNLEPML---GTSRCLIEVYP----
LLERI 1 TLIETVLMD- SKRHEN- yE-FTA BT
ILRSCRRAT 111 IYPRL
TLRRCKE: 111 FOMLIAL o 1TPIL
_ouT_ ILRRCKEKT TETQLELDMLMMVL-VTGRERTEKDWAKLELOAGEIEYRITPLL
ROMT_VITVI: LLEWI ILRRCREAT LFLDA ITPIL---GL-RSLIEVYP:
QSOMT_MENPI: FMREI ILRRCEE! FEDAGETNYRITRVL---GL-RSVIEVER
ASMT1_ORYSJ: LLRCI b IBVL-
OMT3_SORBI: LLRWI RNCRQATE- DESD-TRLLETQUI¥DLHLMK-~IGGVERDEQERKRIFLEAGERDYRIMPIL:
ZRP4_MAIZE: LLESVL TLRNCREAT GPSD-) TEDVYIME 1 1PV
Ti_OMT_ FLEWVLEDREDDECIQILRRCKEAIR--~PETGRVIIVEAVT FLK IR
BX7_MRIZE:  MLEWI RIMERCKE IIIDTV RETYVLDLEIL IFLARGEROYRITHTR---GI~PSIIEVFR---~
70MT_PAPSO: IMEWI ILENCYRAT: 1IVDCVLRE---DGND-~LEDRMGLIE DY LMMARTTAGRERTEAERK I LLNNAGEERYNVIRT -~ ~AF ~ECTIEAFPE-——
OMT2_HUMLU: FMRWI I EEGGE LXIP---AL-TSVIEAYEQ
OMT1_CHRAE: Le- b YITEFSRQICN
FMEWICHDWSDEHCLRELENCYRALE LARGAGFRGESKICC =

FMEWILEDWDDDECLRLLENCYGALE:

Figure S2: Amino acid sequence alignment of NIOOMT with characterized and uncharacterized OMTs.
asterisks indicate conserved residues for SAM binding. N10OMT is highlighted in red.
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CYP71Aj1_psoralen_synthase
CYP71Aj4_angelicin_synthase

CrGO
CYP71D13_gelsemium_sempervirens
Ti_P450_3 1
Ti_P450_2 CYP71s involved in MIA
CYP71D12_tabersonine_hydroxylase biosynthesis

Ti_IM0H
Ti_P450_3 2
Ti_P450_5
CYP736A12
CYP76A26_Cr_lridoid_oxidase
CYP80F1_hyoscyamine_synthase

CYP80A1_berbamunine_synthase
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CYP81E1
CYP81E8
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CYP82Y1_noscapine
CYP82X1_noscapine
CYP82X2_noscapine

CYP79B2_camalexin
CYP77A3
l& CYP719B1_Salutaridine_synthase

212 CYP719A5_cheilanthifoline_synthase
53 o2 CYP719A1_canadine_synthase
— CYP719A2_stylopine_synthase

CYP710A1_sterol_desaturase
e CYP707A4_ABA
oas CYP716A52v2
CYP72A1_secologanin_synthase
CYP72A219
CYP97A3

023

CYP86A8
os
o °:; Ti_OMT_4
o OMT3_HUMLU
> of — ROMT_VITVI
- o Q8OMT_MENPI
o6 =~ CVMT1_OCIBA
L. EomT1_ocCIBA
224 GsOMT
022 — MOMT_CATRO OMTs involved in MIA
. HTOMT_CATRO biosynthesis
Ti_N100OMT
Ti_OMT_:
21 |4OMT_LOTJA
¢ 14O0MT_GLYEC
i = 14OMT_MEDTR
_ 031 ' M30OM1_PEA
2 M30OM2_PEA
— SOMT2_SOYBN
D7OMT_GLYEC
7OMT9_MEDSA
' OMT6_MEDSA
LE] 70MT8_MEDSA
o BX7_MAIZE
ASMT1_ORYSJ
OMT3_SORBI
ZRP4_MAIZE
o 0z 40MT1_PAPSO
03 29 40MT2_PAPSO
- 22 60MT_COPJA
028 034
N7OMT_PAPSO
— Ti_OMT_3
o 251 7OMT_PAPSO
OMT2_HUMLU
— Ti_OMT_6
b = OMT1_CHRAE

Figure S3: Phylogenetic trees of [10H (TOP) and N10OMT(Bottom) with characterized and uncharacterized

proteins. CYP71D12 C.roseus tabersonine hydroxylase, TI6H; HTOMT CATRO, C.roseus 160MT. 110H
and N10OMT are highlighted in red.
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Molecular Weight
Marker
N100OMT
OMT2
OMT3
OMT4
OMTS
OMT6

48 KDa

33 KDa

Figure S4: SDS-PAGE of recombinant OMTs produced in Escherichia coli. The left lane contains molecular
weight protein markers and corresponding sizes are indicated to the left of the panel. All other lanes feature
purified protein from E. coli strain soluBL21. Purification of polyhistidine-tagged recombinant proteins was
achieved using a Nickel-affinity column and size exclusion chromatography. Visualization was achieved
using Coomassie blue staining.
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