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[ Abstract] Objective To construct L-methionine ~y —lyase gene recombinant adenovirus vector. Methods
Using Cre—LoxP recombination system and recombinant DNA technology, L-methionine vy —lyase Gene was con—
nected to the pPDNR-CMYV donor vector, and the pDNR-Metase—~CMV recombinant vector containing Metase was
generated. Then, the eukaryotic adenovirus vector PLP—Ade—Metase—CMV was constructed from recombinate
pDNR-Metase—-CMV fragment and eukaryotic vector PLP—Ade—X-CMV in vitro. Results The recombinant aden—
ovirus vector was obtained, and the Metase gene was confirmed to be contained. Conclusion The recombinant

adenovirus vector containing L-methionine <y -lyase gene could be constructed by using LoxP/Cre in vitro recombi—

nation.
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FRORIYE N VTG, T4 &30, T DHS o,
Taq DNA &, DNA Marker ¥ H TaKaRa /A ]
1.2 Ak
1.2.1 ESBRBEERRNHIKEREE - HX
M -y 4% M JE N OCAE pMDI9-T #% A
(pMD19-T-Metase) , I 5 PR JBREAS 52 56 28 £ 4
WP, 5 YK & GenBank, F Primer premier 5.0 %X
%3t PCR 510 : See-F 5" TCCTGCGTCGA —
CCACCATGAGCCGCCGCCTGC 3' 32bp Sec-R 5
T-GGACGAAGCTTTCAAAAGATCGCGAGGGCTCA-
A3' 34 bp X} pMD19-T-Metase FURIAE PCR ., )4
FE, FREE R T
1.2.2 PDNR-CMV #F# k5 Metase EH 4
SR Cre—LoxP HAAMG RS, [HH PDNR-CMV
HAR EAPIA LoxP A7, ALK HBYZEEHE A 2
A~ LoxP v 522 8], [A]if pLP-Ade-X— CMV #F {4
B 14 LoxP (5, @i LoxP/Cre 24 H Cre
Recombinase (NEB), #] LI PDNR-CMV #5442
A LoxP o7 548 A F| pLP-Ade—X— CMV #Z4& I LoxP
kb, M5 A BEFZEFEY PDNR-CMV 84K -
A P —FEYI 7 5 EcoRT A1 Hind T, IF HAZLF 2 4
LoxP i & Z [ . JH EcoRI, Hind M i 4]
pDNR-CMV {4, (4R, Jfalifh @ &
pMD19-T-Metase 5 0§ 18 , [ Y] Metase 3t [K A
B, aifbE . FIFH T4 DNA &3, Breebkaif
J& B pDNR-CMV 4K 540405 1 Metase JE[RITR &
v, ¥ pDNR-Metase—CMV H2H 431
1.2.3 pLP-Ade-X-CMV % {& % & 5 pDNR -
Metase-CMV RRIEZH pLP-Ade-X-CMV JRHK#E
AR EA 1 Rz . TR 1k R A 2R A
Mo, EFEERE . MR . AR RN EBEAE
P, [T AT LoxP o7 A5, 3@ 3f o] % 4
PDNR-CMV 5| A Metase % [H. pLP-Ade-X-CMV
ZARFAR L] pPDNR-Metase—CMV J5ikr 2 PFRHK DNA
DT IFELIEIL, A Cre Recombinase (NEB) il
il LoxP/Cre & & & N, W & W
pLP—Ade-Metase—-CMV A TR
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2.1 ESBRBERERNEE

L- FREIR - v 2N ORF £ K8 1197
bp, Ml E51#3 K 1231 bp. Lk pMDI19-T-Metase
kAR, DL Sec—F. Sec—R H5|¥#E1T PCR -
W, PIROEEIN B BE R 1231bp AT, HLIK
SER UL 1. (R DL b Bk A ) 2 R R U

Kpnl, Sall i), Ecorl, Xbal X{J§Y], FEFI%E
REHISE 2, BIKESRILE 2. %k E g
TR, 5 GenBank X FLIE#A.
2.2 pDNR-Metase-CMV EAHEHKELE

PA Sec—F. Sec—R H5|¥), pDNR-Metase—CMV
A A, PCR Y, P IMIERE B
FRISAY 1231 bp AHAF, HAIKZERILE 3. ] EcoRI,
Hind X B 41 B 7 T RGO RG], 458 5 3
WAEAAE, Bk R ILE 4. JF6 2 FifgA T
¥, 5 GenBank X H IEHf.
2.3 pLP-Ade-Metase—-CMV E4H DNA 53 FLE

PL Sec—F. Sec-R K 5| %1, LI pLP-Ade -
Metase-CMV E 2 DNA 43+ MR T PCR 4734,
PAEL R By 1231bp, SEUSEARSE; L
Ade RGRINIRA519 (F1, F2, Rev) M54,
LA pLP-Ade-Metase—CMV FE 4] DNA 43 A A it
17 PCR ¥ 3, ¥ 5L Bran S 2 BHM: 25 5
660 bp, WA BATESEF/NT 500 bp. 455 555
HAHSE, LIRSS H LK 5. F Xhol (MBI) . EcoRI
(MBI) MY 2 ok, H4E SimVector 2.0 #f4:
43 M1 pLP-Ade-Metase—CMV i 2H Jii H7 ) i 1) 17
&L, EcoRI B U] i Bt K & . 23 857 bp, 5511
bp, 4264bp, 3149bp, 68bp CK/N, HLIKEAR
W) 5 Xhol HAEFYI R B EE: 14 500 bp, 9 797
bp, 8046 bp, 2466 bp, 1445bp, 595bp S5H
WKE R B G, KSR 6. Ik % LigE
T, 5 GenBank X LU IEHA.
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1 pMD19-T —Metase ffi#i PCR £ H ik EiZ
Fig. 1 pMD19-T -Metase Plasimd PCR product cert-
ification picture
1:BA P % B8 s 2:Pmd—19-T-Pmetase k. PCR 7247 ; 3:
DNA Marker DL.2000.
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2000 bp
1 000 bp —

2 pMD19-T —Metase [F i iR FI MBS o 47
Fig. 2 Restriction enzyme assay of pMD19-T -Metase
Plasimd byEcoRI/ HindIll/ Sall /KpnI Digest
1:DNA Marker DL2000; 2:EcoRI #il Hind Il 3 4] ; 3:sall
FAREYT; 4:Kpnl PAEFY]; 5:pMD19-T —Metase JE IR Bk

2000 bp —

1200 b
oo bp — P

3 pDNR-Metase-CMV E A& PCR F=#1£ B ik
Fig. 3 pDNR-Metase-CMV Plasimd PCR product
certification picture
L:BATEST I 2:DNA Marker DL2000; 3:PCR F=#JRE S, 1# 5
4:PCR J”¥IFE i 2# 3 5:PCR “HIFESD 34.

5000 bp—
2000 bp—
I 000 bp —

4 pDNR-Metase -CMV B IR ALk
Fig. 4 Restriction enzyme assay of pDNR-Metase -
CMV Plasimd byEcoRI/Xbal Digest
1:1Kb Marker; 2:pDNR-metase~CMV 5. EcoRl/ Hind Il X
fiff ¥ ;  3:pDNR-metase—-CMV J5i ki EcoRI H. i ] ; 4:
pDNR-metase-CMV 5 k7 Hind T P f ] ; 5
pDNR-metase—CMV J5L4f 5 k7.

I 200 bp——
il bp

5 PLP-Ade-Metase-CMV Jii#L PCR ¥
Fig. 5 PLP-Ade-Metase-CMV Plasimd PCR pro-
duct certification picture
1:PLP-Ade—Metase-CMV PCR %5 #F (5| ¥} Sec-F.
Sec—R) ; 2:DNA Marker DIL2000 ; 3: FH 4 X+ B8 ; 4.
PLP-Ade—Metase-CMV PCR %%%@M@j\] F1,F2,Rev)

1 2 3 45 6

— 2 000 bp

— 1 (00 bp

6 PLP-Ade-Metase-CMV JRHIEGHILE
Fig. 6 Restriction enzyme assay of PLP-Ade -
Metase-CMYV Plasimd byEcoRI/Xbal Digest
1: N =HindIIl Marker; 2:DNA Marker DL2000; 3:
PLP-Ade—Metase—-CMV G %7 ; 4:Xhol PAJiFEY]; 5:EcoRI
FARE); 6:1 kb Marker
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