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Prokaryotic Expression, Purification and in Vitro Ubiquitination Assay of BOARC1 from Ornamental Kale
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acephala) BoARCL %X ()5 5134 3 A% R IA AR PET-14b [, LM U) % AF 447, I HEpET- FUASGHIERE S K

14b- P AT 4

BOARC1 ik ioki; 4 3RAF BH I R IE B A 3 KA IR IA 1 kkBL21 (DE3) pLysS ', FIHIPTG b A s

HHAT% G4KiE. SDS-PAGE 45 iR, 7£4) 169 kD & BoARCL & ARk ihif F4iE; FIHINi2+-NTA } Email Alert

AR SR 2 BT K 777238 BoARCL Rl G i . TEIZ FUEHE (EL) . ZH#4GUBCT (E2) Mz %

YRANE BACIIG, L s BN T HRril, o HIBOARCL il 8 1 NS KR 17 2 32 B AL 5 1 FRES

MU-box HRAFAL 323 fiiPro 584 Ala s HAbZ FALLL 5D, RN REREZ BB Ve A o
X WARHE  ARAEME ARCL BB RN g

Abstract: ARC1, which belonging to the plant-specific U-box/ARM protein, acts as a positive b 2R

mediator of self-incompatibility signaling in Brassica. Here, the BOARC1 coding region sequence was

amplified and inserted into the prokaryotic expression vector pET-14b. The pET-14b-BoARC1 constructs (RS

were confirmed by the double restriction enzyme and sequencing analysis. The E. coli BL21 (DE3) pLysS b EEA

cell was transformed pET-14b-BoARC1. SDS-PAGE results showed that the recombinant BoOARC1 fusion

protein about 69 kD was induced by IPTG and purification by affinity chromatography using Ni2+-NTA

resin. In vitro ubiquination assays were performed using a yeast E1 enzyme, a E2 enzyme His6-UBC7,

ubiquitin and His6-BoARC1. Western blot results showed that His6-BoARC1 mediated the polyubiquitination

of proteins with anti-ubiquitin antibodies. Further, a point mutation of U-box domain at

amino acid position 323 substituting Pro for Ala or omission of any of the components resulted in a loss of

protein ubiquitination.
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