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In this project, we worked on elucidating the cyclization mechanism of
DUF3328 cyclization factor for fungal ribosomal peptides, which catalyzes the formation of
cyclophane structure. We identified that the factor localized in vacuole with other two
indispensable factors for core peptide cyclization. On the other hand, it was difficult to obtain
the purified target protein neither from E. coli nor from the filamentous fungus. As we succeeded to
observe another homologous cyclization factor in a soluble fraction from E. coli, we expect to
obtain sufficient amount of the target protein for crystal structure analysis and function analysis.
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Table 1. Proteinsfused and expressed with mCherry

Protein/peptide mCherry postion Function

Organelle markers

H2B C Nucleus localization marker
Usel N ER localization marker
Sed5 N Golgi apparatus localization marker
Nyv1l N Vacuole localization marker
Tlg2 N Endosome |ocalization marker
PTS1 N Peroxisome localization signal
PlaA C Mitochondrion localization marker
Ustiloxin biosynthetic proteins
UstYb N Cyclization factor (homologous to UstYa)
UstQ N Tyrosinase (indispensable for cyclization)
UstT N Major facilitator transporter
UstM N Methyltransferases
UstC N Cytochrome P450
UstF1 N Flavin-contai ning monooxygenase
UstF2 N Flavin-contai ning monooxygenase
UstD N Cysteine desulfurase
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Figure 3. Overlap percentage of GFP-fused UstYa
and mCherry-fused other ustiloxin biosynthetic
proteins.
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