2012 8

Journal of Huazhong Agricultural University

Vol.31 No. 4
Aug. 2012,423~427

Y
1.2 2 2 2 1
1. . 430070;
2. s 100101
Trizol RNA, ¢cDNA s ;
Bac-to-Bac s Ni- o
SDS-PAGE s Ellman
s 2.219X10" mol/(min +* g).,
Q 814 A 1000-2421(2012)04-0423-05
(AChE) . \ Ll
, — OPH
’ tr-s] ’
[ 0.3 pmol/L",
[10]
R R (achel), Bac-to-Bac AChE1
s 23 , R SDS-PAGE
38%, . .
1t R ,
=0 1
75 0 )
77%, 1.1 N
6 , 5 . 2007 7
b b ’ ( 14
R o1 h/10 h, (25£2) C) . pMDI18-T
y TaKaRa ; pFastBacl JE. coli DH10Bac. E.
, coli DH5q, sf9 \SuperScript First-Strand
s Invitrogen; Powerprep™ Hpplasmid
Purification Kits
(TLO). (HPLO) . OriGene,
(GO) ., - (GC/MS) 1.2
o (EAGLE EYE™ ]I,
y y STRATEGENE) ,PCR  (Perkin-Elmer 9600 Ce-
: 2011-06-01
“863” (2009AA06A417)

. E-mail: tanfeng0402@163. com

. E-mail: wlchen@ mail. hzau. edu. cn



424 31
tus thermal cycler 9600) . (Millipore) | PTG -B-D- ) X-gal(5 -
(Bio-Rad) , (DU-800, 4~ -3- -B-D- )
BECKMAN) , (Bio-Rad) . PCR 48 h, , . M13-F.5"-
(Perkin-Elmer 9600 Cetus thermal cycler 9600) . GTTTTCCCAGTCACGAC-3' ,
(Soniprep 150 MSE), M13-R: 5'-ACGTTTTCTTCCGATACGA-3'
1.3 (achel) s PCR ,
Trizol RNA cDNA . Bacmid-achel, Powerprep™ Hpplasmid Pur-
. 600 pL Trizol ification Kits Bacmid-ache,
, 5 min,4 C 12 000 r/min 10 .
min, , 200 pL , 1.5 AChE
3 min.4 °C 10 000 r/min 15 min, Bacmid ,
., 500 pL : 10 DH10Bac ,
min,4 °C 10 000 r/min 15 min, ,75% . AChE
, DEPC R In- R achel
vitrogen SuperScript First-Strand , SV40 polyA, sf9
¢cDNA . o
GenBank  achel mRNA 10 pg DNA, 0.9%
( XM 001847396) , 200 pl, 4 L, 0.9%
5'-CGGGATCCATGGAGATTCGA-3' ( 200 pl, .
BamH | ) 5'-G 5 min, VigoFect, 15 min,
CCTCGAGTTAGTGATGGTGATGGTGATGA - sf9 ,27 °C .
ATCTTGAAC3'C  Xho T 6 1 Pl. Pl ;
Do c¢cDNA , P2, s (500
PCR (94 C 4 min; 94 C 45 5,56 °C  mmol/L NaCl; 20 mmol/L ;20 mmol/L
45 5,72 °C 2 min, 30 ; 72 °C spH 7. 4) s
10 min 10 ‘C)achel . .
. Invitrogen . Ni-sepharose ,
1.4 AChE 2 mL )
Bac-to-Bac ; 10 mLL 5 4 mL
pFastBacl, (500 mmol/L NaCl;20 mmol/L ;
, 250 mmol/L spH 7. 4) ,
) 1 Tn7 , 1 , . SDS-PAGE )
1 SV40 (SV40 10%, 5%
polyA) , Tn7 R achel 1.6 AChE
pFastBacl , Tn7 Ellman''" , : 1 mmol/L
Bacmid . (ASChD) 0. 5 mmol/L 5,5~
achel BamH | Xho | (2- ) (DTNB) . . 20
, pFastBacl , mmol/L (pH 7. 6), 100
pFast-achel, E. coli DH10Bac , 100 plL. , 100
) (Bacmid) , ne (pH 7.6) . 30 C ,
pFastBacl Tn7 . Beckman DUS800 Dysow - 15s
Bacmid . . 1 Bradford
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AD 1 ’ 97%.
1.36X10" " V/1000Xp’ 2 9
AChE ’ AD V. achel pFastBacl ,
’ plsp ’ Tn7 Bacmid s
mg/mL; AChE 2 s PCR
mol/(mm . g) ° 3 PCR s
2 ,  Mi13 achel
2.1 achel 9 3 AChE
GenBank  achel mRNA Bacmid-achel sf9
( XM 001847396) s o9 achel
cDNA achel , (
2109 b D, GenBank .
P ) enban 2), Ni-sepharose , 35
1 2
mL o SDS-PAGE « D,
2000bp
s R-250 1h ,
, 4 AChE,
78 ku ) [}
AChE,
2.4 AChE
Ellman
0
1:achel; 2;Marker. ’ L. 24%.
1 achel Bradford 0.011
Fig.1 Electrophoretogram of achel mg/mL, 2.219X10" mol/(min * @),
TnTR Gen) —p, achel SV40pA  Tn7L
Transposed
pFasiBac sequence B
i
BamH] Xhol
128 bp 145 bp
Bacmid DNA
mini-att'T'n7
— S—
Tn7 Bacmid M13(-40) Forward (Gen(+)). M13 Reverse Lachel
SV40 ; achel s sf9

Transposon was controlled by Tn7 sequence contains gentamicin resistance gene, polyhedrin promoter,achel,SV40 polyadeny-

lation signal. The expression of achel was controlled by polyhedrin promoter, which was recognized by transcription elements

of sf9 cells.

2 Bacmid-achel

Fig.2 Schematic diagram of

Bacmid-ache1 expression vector
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5000 bp

2500 bp

1. MI3F + MI3R; 2. MI3F + achelR;
4.achelF+achelR; 5:Marker.
3 Bacmid-achel

3: achelF + MI3R;

Fig.3 Electrophoretogram of Bacmid-ache 1
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= - +«94.0ku
P
+ e « 66.2 ku
jrorrs AChE -
—_
-
— .
1. Total lysate of cells; 2. Efflux
after purification; 3 ,AChE 78 ku Solu-

tion after purification, molecular mass of AChE was 78 ku; 4.
Lysate of control cells; 5:
Solution after purification of control cells; 6:Marker.
4 AChE
Fig.4 SDS-PAGE of AChE
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Abstract

The residues of the high toxic organophosphorous can cause chronic poisoning. At pres-

ent,the detection of organophosphorous residue needs complicated operation, time consuming and high

cost. Here, we harvested total RNA of mosquito by Trizol methods, constructed cDNA library,and got

the exon of acetylcholinesterase. The acetylcholinesterase from culex was expressed by Bac-to-Bac sys-

tem, then the enzyme was purified using Ni-sepharose. The crude and purified enzyme was tested and

verified by SDS-PAGE. The enzyme activity was determined by Ellman methods. It will be of great sig-

nificance to biosensors in organophosphorous pesticides detection.
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