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Online Resource Fig. S1 Purification, yield and SDS-PAGE of catechol oxidase from Vitis vinifera
(wCO). Catechol oxidase from Vitis vinifera (wCQO) was purified to homogeneity and used as a
reference enzyme to compare the substrate specificity of aurone synthase with a confirmed catechol
oxidase.

Isolation of wCO was performed analogous to the procedure described for cgAUS, starting form 1.5
kg of grape berries. Enzymatic assays were performed by monitoring the oxidation of 5 mm 4-tert-
butylcatechol in 1 ml 125 mm sodium citrate pH 5.5 at 400 nm. Two different active forms were
observed during purification (vwCO 1; wCO 2). A yield of 1.00 mg and 0.47 mg, respectively, was
obtained and the purity of both samples was verified by SDS-PAGE (Fig. 3c). The sample containing
the higher amount of protein was used for determining kinetic parameters of Vitis vinifera catechol
oxidase. a CEX chromatography using SP-Sepharose FF. Buffer A: 20 mm sodium acetate, pH 5.0.
Buffer B: 20 mm NaOAc, pH 5,0, 700 mm NaCl. b CEX chromatography using Mono S. Buffer A: 20
mM sodium acetate, pH 5.0. Buffer B: 20 mmMm NaOAc, pH 5,0, 700 mm NaCl. ¢ Polishing CEX
chromatography using Mono S. Buffer A: 20 mm sodium acetate, pH 5.0. Buffer B: 20 mm NaOAc,
pH 5,0, 700 mm NaCl. d Polishing CEX chromatography using Mono S. Buffer A: 20 mm sodium
acetate, pH 5.0. Buffer B: 20 mm NaOAc, pH 5,0, 700 mm NaCl. e SDS-PAGE of purified wCO;
Laemmli sample buffer contained DTT. Lane-number 1. vwCO 1; lane-number 2: wCO 2; M:
molecular weight marker. f SDS-PAGE of purified wCO; Leammli sample buffer did not contain
DTT. Lane-number 1: vwCO 1; lane-number 2: wCO 2; M: molecular weight marker
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