Supplemental Data
Giddings et al. - “A stereoselective hydroxylation step of alkaloid
biosynthesis in Catharanthus roseus”

Locus_88716 AAACAACTAGATTTCTCTAGCAAGAAAAATATGTTGTCTTCATTGAAAGATTTCTTCGTT

Locus_88716 CTAéTTCTéCCTTfCTTCATTGGéATTGéATTTATATAiAAATiATGGAATTTéACATéC
Locus_88716 AAGAAAAATETTCC&CCATEGCCAAGAAG;CTAC&GATT;TCGGAAACC;TCAT&AGCTé
Locus_88716 AGTAAATTT;CTCAACGTTEACTGAGAAC;TTAT&AGAA;AATA&GGGCéTGTCATGTT;
Locus_88716 CTTéATTTTEGTAGEAAGCEAGTT&TGGT;ATAT&CTCA&CAGAAGCAGéTAAAéAAGT;
Locus_88716 ATGAAAATC;ATGA&GTTTETTTCéCTGA;AGGCéTAAA;GGTA%GCTGéTGGTAGGGT;
Locus_88716 CTTTATGAA;TTAA&GATA;GACA&TTTC;CCCTATGGT;AGTA&TGGA&ACAA&CTAG;
Locus_87898 GGTGAGTATTGGAGACAAGCTAGA
Locus_87898 AGTA&ATGT&TTCT&CAGCETCTAAGTAA&AAAA&GGTT&AATCiTTTAAAGGTATTAGA
Locus_87898 GAAéAAGAG;TAAGéGCAA;GTTGéAAAA;ATAAATCAAéCTAG&AATA;TTCAAGTAT&
Locus_87898 ATTAATGGT;ATGA&ATTT;CTCGACACT;ACAAATGAC;TAATiGGAAéATCTéCTTT;
Locus_87898 GGGAEGAAA}TTTC&GAAG;AGAAAGTGG;AGTAAATTA;GAAAAGTTC;TCAAéATTTé
Locus_87898 CCAébTTTG}TAGGETCTT&CAAT&TTGG;GATTiTATTéCATGéCTTTéTTGGéTTAA;
Locus_87898 TATf&AAATEGTTT&GAAA;AAAA&TGAAECAAG&TTCA;AAGA%TGTG;TCAA&ATCT;
Locus_87898 GAGéAAGTT;TTGA&GATA;GAGGAAGAG;GATGAAGAA;ATGGAGCTA;TAACAATGGé
Locus_87898 GGAAATCAT;GAAA&TTTG;TAGTETTCT;CTTCATCTCéAGAAAGAAG;TGTCAAGGG;
Locus_87898 TTTébTTCA;AAAAAGATT;TCTTAAAGC;ATCA&TTTGéACATéATTG;TGGGéGAAC;
Locus_87898 GACAEAACALATTTéCTTT;GCAT%GGGT;ATCA&AGAG&TTCTéAAAA;CAAAéATGT;
Locus_87898 ATGAETAAA&TACAAAAAGAGGTGAGAGAAATAG&CGGAAGAAAATGGGAGATAACTGA%
Locus_87898 GAAéACAAAbAAAAAATGAAATAT%TACA&GCAG&TATAAAAGA&GCACéCCGGiTACAi
Locus_87898 CCbeTCTTECTTTACTCG;TCCCAGAGT;GCAA&AGAG&ATATAAACC;AATGéGTTA;
Locus_87898 CGCé&AGCG;AAGGbACAG;AGTGATTAT;AATGéTTGGéCAATAGCGAéAGATéCATCé
Locus_87898 TACféGGATEAAGCEGAGG;GTTTAAGCC;GAGA&ATTC;TGAG%AATA;TTTT&ATTT;
Locus_87898 AAAééACTT;ATTT&GAGTATATT&CATT;GGTTéTGGA;GAAGAAGTTéCCCTéGATC;
Locus_87898 TCAf&TGCA;TCCCEATTG;AGAAEACAC;GTGG&ACAT;TGATéCATA;ATTCAATAT;
Locus_87898 GAGf&GCCA;ATGGAGTCA;TGCTéAAGA;TTTGATCCC;CAGAéGCCG;TGGAéTCGT;
Locus_87898 TCTC.ATGAC:CAAAA.CCC'I‘CfI‘CTCG.TTTGTE;GCAAEITCCG(:STTAC(':ATTT’;"-;'i‘ACTT'I:‘
Locus_87898 CACT&GGTG;TAAG&AAAA;GTTCAAATA&TTTA.

Figure S1. Assembly of Locus 88716 and Locus 87898 to form
SOC-001 contig. Overlapping region is in bold. Start codon is
highlighted in green. Stop codon 1s highlighted in red.
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Figure S2. 'H NMR spectrum of 19-hydroxytabersonine.
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Figure S3. 13C NMR spectrum of 19-hydroxytabersonine.
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Figure S4. 'H, 3C HSQC spectrum of 19-hydroxytabersonine.
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Figure SS. Substrates that were not turned over by enriched
CYP71BJ1 microsomes
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Figure S6. UV spectra of 19-hydroxytabersonine (A), lochnericine (B),
and horhammericine (C) isolated from C. roseus hairy root cultures.
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Figure S7. Incubation of microsomes containing CYP71BJ1 with a 1-
1 mixture of tabersonine and lochnericine (55 uM concentration) in the
presence and absence of NADPH. Samples were incubated for 15
hours at 30°C; conditions were as reported in Materials and Methods.
Assays were analyzed by LC-MS.
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Table S1. Exact mass data for compounds assayed with CYP71BJI.

Compound Calculated Mass Observed Mass Error
19-hydroxytabersonine 353.1860 353.1848 0.0012
lochnericine 353.1860 353.1866 0.0006
horhammericine 369.1809 369.1804 0.0005
16-hydroxytabersonine 353.1860 353.1857 0.0003
16-methoxytabersonine 367.2016 367.2006 0.0010




