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DB3. 1 cedB * cedB 1
o pMD® 19-T Simple Vector Xem 1 ccdB
N N T- 0
1
1.1 N ccdB Gateway rf A cassette( Invitrogen) T- pMD® 19-T
Simple Vector( Takara) LA taq ( Takara) T4 Fermentas Xem 1 NEB
Thermo Fisher Scientific DHS5Sa DB3.1 o
1.2 ccdB 1 XT+  XTR Gateway 1f A cassetie LA taq
o PCR 94 C 3 min 94 C 30 s 50 C 30 s 72 C 1 min
32 72 °C 10 min. 1.2 % PCR o
1 ccdB
Tab.1 Primers and sequences
Primer Primer sequence/(5°3") Product size/bp
XTF CCAATACTTGTATGGggettactaaaag
XT-R CCAATACTTGTATGGgtegacelgcag 703
MI13-F TGTAAAACGACGGCCAGT
MI3-R CAGGAAACAGCTATGACC 817
1.3 T pXCT ccdB pMD® 19-T Simple Vector
DB3.1 LB 37 C o
XT+ XTR o cedB lac o
XT¥+ M13R
pXCT.
1.4 pXCT pXCT 50 ng  pXCT
100 pL DH5«x 50 pL IPTG IPTG LB
NEB  Xem 12 pL NEBuffer 2.1 5 pL pXCT 10 pg 50 pL 37 C
T- pXCTX. pMD® 19-T Sim-
ple Vector DNA (500 bp) 1 ( 1500
bp) pXCTX PCR o
T- pXCTX 20 ng DNA/ 20 ng T4 buffer 2 pL T4 0.4 pL 22 C 30 mino
2
2.1 pXCT T-  pXCT 1
ccdB PCR 2 o 2( a)
10 o 1 XT+ MI3-R
10 PCR 2(b) 10 4 (136
10) ccdB o
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1 pXCT
Fig.1  Construction of vector pXCT

2 pXCT
(a)1 ~ 14: PCR 7 (b1 ~10: PCR ccdB
Fig.2 Positive clone screening of recombinant plasmid pXCT

(a) 1d44: Clones for PCR identification; (b) 1-40: Clones for PCR direction identification; M: DNA Marker

pXCT DH5«a DB3.1 DH5«a o
cedB  pXCT IPTG pXCT  DH5« IPTG
IPTG 1B 3 o DB3.1 LB
DHS5a LB o pXCT ccdB
DH5« IPTG o
3 pXCT DB3.1 DH5«
Fig.3 Comparison of lethal effect of pXCT plasmid in the DB3. 1 and DH5« strains
2.2 T pXCT-X pXCT  Xem 1 4-a,

pXCT 2 ccdB 700 bp 3c
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1 T pXCT-X, DNA 14
M13+¥ M13-R PCR o 13 4-b
( 2 ~14) . 4= 1 ~10 12 ~14) . 5
4 pXCT
(a) 1~3: pXCT  Xem 1 Marker; DL10000; (b) 1 ~ 14 pXCT Marker:
DLI000; (¢) 1 ~14: pXCT Marker: DIL.2000

Fig.4 Enzyme digestion (a) and the cloning test (b) (¢) of pXCT
(a) 13: Enzyme digestion of pXCT Marker: DL10000; (b) 1-4: Cloning test of pXCT with control DNA Marker: DL1000;
(¢) 144: Cloning test of pXCT with target DNA  Marker: DL2000
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Construction of T-Vector with High Efficiency and Low
Background based on the ccdB Killer Gene

GENG Xiaoshan' LIU Qin' DANG Huijie® WU Junzheng® LUO Lijuan'
(1. College of Agronomy Hainan University Haikou Hainan 570228 China;

2. Hainan Key Laboratory for Sustainable Utilization of Tropical Bioresources Hainan University Haikou Hainan 570228 China)

Abstract: A simple and effective method for construction of the T—~ector with high efficiency and low background

was

The

developed under the universal conditions in laboratory for improving the efficiency of PCR products cloning.

ccdB gene fragment containing restriction enzyme cleavage site was inserted as a medium DNA to the vector

backbone pMD19-T Simple. The recombinant plasmid was confirmed by PCR identification digestion pattern

and

sequencing and the recombinant plasmid can then produce a liner T-vector by Xem 1 restriction enzyme di—

gestion. This T-vector reduced the background interference of vector selfdigation and improved the efficiency of

T-A

cloning with high positive cloning rate. The vector had not only high efficiency and low background but also

many advantages of pMD19-T Simple vector and its preparation was quite simple and convenient for molecular

cloning.
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