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Fig. 1 Construction of the recombinant pfasmid pRNTI15
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Fig. 2  Restriction analysis of plasmid pRN5101 and
recombinant plasmid pMD18 - T15
1: Marker/\DNA/HindIll ; 2; pRN5101/BamH 1 , Puu 1l ;
3: pMD18 ~T15/Not 1 5 4; pMD18 -T15/BamH I , Pou1l ;
5: PCR-1, 5 kb; 6: Positive CK of PCR~1, 5 kb;

7: Markerlll; 8: Negative CK of PCR Product
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Fig. 3 Restriction analysis of plasmid pRN15
1: Marker/\DNA/HindIl; 2;: pRN15/Not [ ;
3: pRN15/BamH 1, Pl ; 4 MarkerIl
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Fig.4 Restriction analysis of tet gene
1: Market/ADNA/HindIll ; 2: tet/PCR;
3: pMDI18 - Tet; 4; pRNI15/EcoT221, Sacl;
5: pRNT15/EcoT221, SacI ; 6: Marker/ DI2 000
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Construction of Temperature Sensitivity Recombinant Plasmid
pRNT15 with Tetracycline Resistance Gene

THIAESE . R NI R G AR SR R E A B FURL pRNTLS (448 85
JIA Yan-hua, SUN Fan, PANG Yi
(State Key Laboratory of Biocontrol and Institute of Entomology,
Sun Yat-sen University , Guangzhou 510275, China) |
1
Abstract; The engineered strain Bacillus thuringiensis (Bt) TnX, which has high virulence to mosquito larvae,
was confined in commercial application due to the existence of erythromycin gene in its chromosome. Plasmid
pRN15 was constructed by ligating a homologous recombination sequence, primers of which were synthesized ac-
cording to the sequence of transposon Tn917, to plasmid pRN5101 by means of overlap polymerase chain reaction
(PCR). According to the sequence of plasmid pBU4, a tetracycline resistance gene sequence was synthesized and
ligated to pRN15, with the previous erythromycin gene deleted at the meantime, constructing a recombinant plas-
mid pRNT15 by PCR. The characteristic of tetracycline resistance expanded the application of pRNT15. The re-
combinarit plasmid was significant for its expanding use in genetic engineering, such as for knocking out the eryth-
romycin resistance gene from the chromosome of engineered strain Bt Tnx.

Key words: Bacillus thuringiensis; overlap PCR; resistance gene; knock out





