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AbstractJObjective;To construct human cytochrome enzyme P450 2A13 (CYP2A13) and green fluorescent protein (GFP) co-
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expressing lentiviral vector,and transfect AS549 lung cancer
cells for highly expressing CYP2A13 gene continuously.
Methods ; Gene recombinant technology was employed to link
CYP2A13 and GFP genes for construciing lentiviral vector.After

transfecting 293T cells, virus was collected and the titer was
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measured. The packed lentiviral vector was used to infect A549 cells.Then laser scanning confocal microscope(LSCM) were applied

to detect the location of fusion protein GFP-CYP2A 13 while real~time PCR and Western blot were applied to deteat and the expression

of CYP2A13 in the infected A549 cells respectively. Results: A recombinant lentiviral vector co—expressing CYP2A13 and GFP gene

was constructed successfully. After transfection,a large number of 293T cells with green fluorescence were observed under fluorescent

microscope, and green fluorescence was seen in the nucleus and cytoplasm of A549 cells under LSCM.Real-time PCR and Western

blot showed that CYP2A13 gene was highly expressed. Conclusion ; Successful construction of human CYP2A13 and GFP co-

expressing lentiviral vector provides a stable vector for further investigation of the relationship between CYP2A13 gene and respiratory

tumors.
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428 P450 2A13(Cytochrome P450 2A13,CYP2A13)
B 1 R EARAHTELTIEER CYPASO0 B, FEAEMR R
gerpakn, ARG L SR BUBYR, InEE P EENBOE
M1 4- B WORH BR -1 -3 -k B L -1 - T W ¥4 —(Methylni-
trosamino)—1-(3- pyridyl)—1-butanone, NNK], AFB18, Z&M1)
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H A R ARSI T CYP2A 135 @96 B 11 (Green flu-
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1 #MREFEE

1.1 #H#
111 ok, BAMRAZIME  BUk pWPXL mifit H WEL K2
T. Didier 191514 ; B S0 bk AS49 A\ JE'B 41 /M % (293T)
MR B hRBeA: LT,
112 EEEEAAR FRHERIEE Miu 1 \EcoR 1 Kpn
I .BamH 1 #1 Xba I (Fermentas);50 bp Lad der(EATHEZ);
T4 DNA ligase (NEB) ; SYBR Primscrip™ RT-PCR kit,Taq
polymerase ., Trizol ( Takara ) ; ANTP ( Promega ) ; Lipofectamine
2000 (Invitrogen) ; B 4= L7 , B8 (GIBCO) ; i FIMUA & |
TR ERIEN &£ B Qiagen 22 ,BCA HHKE EEEN
A& Beta—actin — 31 . EHBRBBIEL DB _H (B =
K);CYP2A13 —Hi  FHi Bt SR —Hi(bio-world)
12 F#¥k
1.2.1 #H A CYP2A13 B8R R pWPXL K E
12.1.1 FIYMEITSEM  §5FA CYP2A13 89 mRNA ¥
5 (NCBI GenBank, %5 ;NM_000766 ), &334, 3F 4
SIERRS Y LI AR RS, B33 LA T
EYHERAFTER, 5 WFFIIE 1,
1212 W A CYP2A13 EEBRERE pWPXL fotas
B 100 mg A\ BB 2, # B8 Trizol PERFHH IR A RNA,
FIF5I9 1(CYP-F1,CYP-F1) & PCR KM iA&, AT

CYP2A13 WFF R REHESR i 1448 3 CDS X, A PCR =)
difhiRF & F PCR =9, BRI B HERE 1; F B3 2
(CYP-F2.CYP-F2)Z 37 PCR L& R #4791, Bk PCR
T HAE A pEGFP-N1 ik, t5 CYP-GFP @& kL, R
JEFIH CYP-F1 X RFP-R ¥ 4% CYP-GFP @i 4% H DNA
AR, B8 HERE 2, ¥EIMENEREZ
BamH 171 Xba 1 3UE§Y), 853 T4 DNA EEMGEE R
BHMAK pWPXL |, B, TATTLIES 4 HIBREREK, 5
$)2928 24K pWPXL—Control  #EH7 CYP2A13 HH 12555
2 & pWPXL-CYP2A13 ### GFP M8 H R K pWPXL-
GFP LA R¥EH CYP2A13 5 B & GFPi 18 7R F R A pWPX L~
CYP2A13-GFP(B|HIF3InZE 1),
%1 S5

Bk 23S 519553 BRI
CYP-F1 GCGACGCGTATGCTGGCCTCAGGGCTG M 1
CYP-R1 CCGGAATTCTCAGCGGGGCAGGAAGCTCA EcoR 1
CYP-F2 CCGGAATTCATGCTGGCCTCAGGGCTG EcoR 1
CYP-R2 GGGGTACCGCGCGGGGCAGGAAGCTCAT — Kpn 1
RFP-R  CCGGAATTCGATCTAGAGTCGCGGCCG EcoR 1

122 ERERENEE

12.2.1 3 FoRiIbES 293 T4 BO B KA 293 T
YR TR QAT 1 d R THESRAR, 35 5% 24 h HHARHE
iX#) 70%~80%, X H B 1 & FL P mA B 4 895 FF DNA
¥5 ¥l [Transfer vector(pWPXL) ,Packaging plasmid (pA2),En—
velope plasmid (pMDG2)], filli& & DMEM R 4] ;¥ Lipofec—
tamine2000 A 7 —& 1 , iniE & DMEM; # & 5 min, ¥ 2
HRE, ZHEME 20~25 min BB K Lipofectamine2000 i&
BVIHARESE 293 T HIMRAIEFES, 48 h 5, LB
AR GFP MR A EMIWES L ENIERE, ZRT,
3 000 r/min BS.0> 5 min, i 0.45 pm )3 B85S 0T 08 KR 2
W, IATERT] BB TR -80°CH-7F,

1222 REMERNSE £1K,% 203 T AREMHD 6 7L
N, K H G 1| FLAIRITH R4 B AR FLIN AR SRk
(Polybrene),30 min /5 , INANSEE (B #E BILBEEMA, 10,50,












