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Fig.2 The O-demethylase activities of
dillerent incubation components
1. R R ER Standard (see text): 2. 01 NADPH
(-NADPH); 3. A NADHC1 mmol/L)EE NADPH
(-NADPI + NADH(L mumel/L)) s 4. %500 1 mmel/L
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Fig.3 Ellect of enzyme level on the rate of
p-nitroanisole O-demethylation by eotton
bollworm gut 750 g supernatant preparations
Assays were performed at 25 and pH 7.8 for 30 min
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Fig.1 The CO-dillerence spectrum ol microsome
[rom 6th instar larvae of colton

bollworm, Helicover pa armigera
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Fig.4 Time course ol p-nitroanisole O-demethylation
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Assays were conducted at 25 and pIl 7.8 using 2.5 gut

equivalents per incubation
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Fig.5 Ellect of incubation pH on the rate of p-nitro-  Fig.6 Ellect of incubation temperature on the rate of
anisole O-demethylation by cotton ballworm gut p-nitroanisole O-demethylation by cotton bollworm
750g supernatan{ preperations gut 750 g supernatant preparations
Assays were performed using 2.5 gut equivalents Assays were performed using 2.5 gut equivalents
per incubation at 25T for 30 min per incubation for 20 min at pH 7.8
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Fig.7 The Lineweaver-Burk plois of demethylase Fig.8 Ellect of NADPH concentration on the rate
activily vs subsirale concentration ol p-nitroaniscle demethylation by cotton
Assays were performed using 2.5 gut equivalents, 750 g bollworm 750 g supernatani preparations
supsrnatant preparations at 25T, pH 7.8 for 30min. S: substrate Assays were performed using 2.5 gut

added (mmal/LY; v, p-nitrophenal formed (nmoles/ (minemg?) equivalents at 25T, pH 7.8 for 30 min
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O-DEMETHYLASE ACTIVITY OF COTTON BOLLWORM
(HELICOVERPA ARMIGERA ) LARVAE: OPTIMAL ASSAY
CONDITIONS AND INDUCIBILITY BY PHENUBARBITAL

Qiu Xinghui Leng Xinfu
(Institute of Zoclogy, Chinese Academy of Sciences, State Key Laboratory of Integrated Management
of Pest Insects and Redents: Beijing 1000800

Abstract  CO-difference spectrum of midgut microsome preparation with P450 content of (687 L 11)
pmcl/ mgPr. showed absorbance peak at 430nm. O-demethylase of p-nitreanisile ¢ pNAD was maximally
active at pHl 7.8 and temperature 20—25C . Activity was linear with respect to time for up to 30min, and
with respect to enzyme level for up to 3 tissue equivalents/ incubation with 730g supernatant as enzyme
source. K'm and Vmax of O-demethylation of pNA estimated were 1.23mmel/ L and 2. 34nmal p-nitro-
phenal formed/mgPr/min. respectively., NADPH was one of the requirements for the O-demethylation of
pNA, the activity without external NADPT is 16% as that of with 0.23mmoel/T. NADPH. 1.3% BSA
added in the incubation mixture enhanced (1.2 folds) the production of p-nitrophencl. PRO (1 mmel/1.)
strikingly (90% ) inhibited O-demethylation. 1.73 folds induction of O-demethylase activity was ohserved
by dietary 0.25% PB.

Key words P450 moncoxygenases O-demethylase activity, induction, phenobarbital, Helicoterpa

armigera



