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Precipitation of M icor samal Proteins in H elicoverpa am igera by PEG8000
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Acadany of Sciences, Beijing 100080, China 2 Key L aboratory of Pesticide Chemistry and Application Technology,
D eparment of Applied Chemistry, China Agricultural U niversity, Beijing 100094, China)

Abstract: In order to develop a protocol for purifying cytochrome P450 in the cotton bolwom,
Helicoverpa amigera, the precipitation results of PEG8000 at different concentration to microsomal
proteins of cotton bolwom were compared The results showed that at the concentration of
8 0x10' mg/L, 78% microsomal proteins including 28% total P450 of midgutm icrosome or 34%
total P4A50 of fatbody microsomew ere precipitated SD S-PAGE show ed that most of the precipitated
microsomal proteins from midgut were those w hich molecular weight was anong the range of
14 1 40 kD and 66 97 kD.
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teroid) (gibberellins) Immol/L BEDTA Q 1mmol/L DTT 1mmol/L
, P450 PTU 1 mmol/L PM SF 10% )
, P450 , ; 10 000 x g
, 15min; 105 000 x g
60 min, ;
. P450 , (pH 7. 5 0 1 molL
, Immol/L EDTA QO 1 mmol/L DTT 1mmol/L
MM SF 20% ) ;
PA450 , Eppendorf , -80
P450 , 0 4 ,
PA450 . PTU M SF
P450 o8 14 P450
P450 P450 141 PEG8000 P450
, , W heelock s
P450 , ,
8000 , 2 mg/mL;
(PEG8000) , 1x10°mg/L CHAPS, 5 x
P450 PEG8000 10'mglL, ;4 h
PASO | 1mL , 4 0 %10 mg/L
PEG8000, 0 2 0 x 10
1 50x10' 8 0x10" 1 1x10° 1 4 x10° mg/L,
11 0min, 4 10 000 x g
Helicoverpa amigera 1988 15 min, P450
1.4 2 P450 PEG -
12 8000 8 0x10'mg/L 141
(BSA) (DTT) 15 P450
(PTU) (PM SF) Omuro  Sato e
(Acr) (Bis) (AP) pH7 5 0O 1mol/L
(TBMED ) CHAPS{3-[ (3- 03 0 4mg/mL,
cholam idop ropy|) -dim ethy lanm onio] -1-p ropanosulf- 4 5mg - 5min ,
onate} 8000 (PEGS8000) (Signa - (L anbda B io 40, PE )
); (A B) (A Idrich ); :
R250 ( Fluka E 1 min, 10 min 390
(Pham acia ) 500 nm , oD
(EDTA) 450 490 mm
( ) (91L- an''- mmol ")
13 P450 PA450
Qiu e 16 -
, (D SPAGE)
(pH7 5 0 1mollL L aemm li e 4%
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12% : Bio-Rad Protean
, B io-Rad ; 140v
( ) 60 min, R250
17
B radford (el , BSA
18
SPSS11 0 ,
t ( )
2
21 PEGS8000
PEG 8000
( 1),
PEGS8000 ,
PEG8000
; , PEG8000 8 0 x
10'mg/L 1 1x10 mgL

Tablel The effects of PEG8000 at different
concentration on the precipitation

of microsomal proteins in H. amigera

PEGS000 Protein concentration/mg- mL ~ !

/mg- L M idgut Ratio Fatbody Ratio
0 1 920 £0 085 10 2 102 £0. 215 10
2 0x10* 1373+0069 072 15880091 076
5 0x10* 0. 832 +0 028 043 09450 075 0 45
8 0 x10* 0. 419 £0. 033 022 0471+0 065 0 22
11x10° 0. 288 +0. 045 015 0369+0 061 0 18
1 4 x10° 0. 200 +0. 030 010 0175+0 020 0 08

22 PEG8000 P450

PEG 8000
P450 ,
PEG 8000 , P450
( 2) :
50x10" 8 0x10'mg/L , PEG8000
PA450

P450,

Table 2 The effects of PEG8000 at different
concentration on the precipitation
of microsomal P450 in H. amigera

Cytochrome P450/nmol- (mg pro) ~*

PEG8000
/mg- L M idgut Ratio Fatbody Ratio
0 0. 691 +0 015 10 0. 303 =0 007 10

2 0x10* 0. 623 £0. 015 0. 90 0. 259 £0. 010 0. 86

5 0 x10* 0. 563 +0. 014 082 02320015 077

8 0 x10* 0 498 +0 050 072 01990 003 O 66

1 1x10° 0. 152 +0. 028 0 22 0. 092 £0 015 0. 30

1 4 x10° 0. 050 £0. 007 0. 07 0. 028 £0. 006 0. 09

P450
P450 , , P450
PEG 8000 1 1x10 mg/L
, P450 ( > 70%) ,
P450,
P450 . PEG8000
2 0x10'mg/lL 90%
P450, 30% ,
: P450
PEG8000 P450
, PEG8000 8 0 x

10" mgi/L P450

2 3 PEGS8000 P450

5 0 x10° mg/L

CHAPS 8 0 x10' mg/L  PEG8000
P450 21 ,P450
72%
1 P4A50 5 0x10°mgi/L
CHAPS 8 0x10'mg/L  PEG8000
, SDS-PAGE
, , 14 1 40 kD
66 97 kD PEG 8000
, 40 62 kD

, P450
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Fig 1 The SDS-PAGE profiles of microsomes
PA50 from midgut in H. amigera

L ane 1 represents m arkers w ith m olecular w eights
of 97. 4,66 2,43 0,31 0, 20 1, 14 4 kD.
Lane 2 4 represents microsom al preparation, superanant

and pellet of PEG 8000 precipitation, respectively.
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