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ABSTRACT

Ecdysone 20-monooxygenase is a cytochrome P450 enzyme involved in the biosynthesis of
the potential insect moulting hormone, 20-hydroxyecdysone, found in a diverse range of arthropods
and higher plants including Virex grabata, a medicinal plant of Thailand. Using degenerated
oligonucleotide primers synthesized based on amino acid sequence of cytochrome P450-
homologues enzymes and genomic DNA isolated from 10-day-old cell cultures, the corresponding
DNA fragment of cytochrome P450 monooxygenase gene was generated in the polymerase chain
reaction. This DNA fragment was cloned and nucleotide sequencing using the dideoxy chain
termination methods was performed. Homology analysis of nucleotide sequences of this DNA
fragment reveals highly homologous to several cytochrome P450-homologues genes including
CYP6A42 from Drosophila melunogaster (46%). CYP6H! from Locusta migratoria (46%), CYP6CI
from Musca domestica (46%), CYP86.44 from Arabidopsis thaliana (45%), CYP6E] from Culex
gquinguefusciatus (45%) and CYP4541 from Homarus americanus (44%). Southern hybridization
analysis revealed that the V. grahata cytochrome P450 monooxygenase gene present as a single
copy on the plant chromosome. According to the reverse transcription-PCR analysis, the V. grabata
cytochrome P450 monooxygenase was predominantly expressed at the exponential phase of growth,

suggesting that this gene may play a cruciat role during growth and development of plant cells.





