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Reconstruction of plasn id DNA with Red-mediated hamnologous recanbnation com-
bned with restr iction digestion
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(1 Institute of Biotechnology , Academy of M ilitaryM edical Sciences Beijing 100850 , Chinag 2 Xiamen University, Xia
men 361005, China)

[Abstract] Objective: To precisely delete a2 100 bp DNA sequence in pBR322-Red plasnid using Red mediated sin-
gle-stranded oligonucleotides in vivo hanologous recambination combined with restriction digestion strategy M ethods. A sin-
gle-stranded oligonucleotidesDNA target cassette was introduced into W 3110 (pBR322-Red) host strain by electroporation,
a2 100 bp DNA fragment fram kil o N gene that contains a unique Xhol site in pBR322-Red plasnid was deleted by Red
mediated in vivo hanologous recombination The recombinant plasnid DNA was screened fram the plasnid DNA mixture
with Xho restriction endonuclease digestion, and retrandomed intoW 3110 campetent cells The positive cloneswere fur-
ther identified by colony PCR assay Results One positive clone out of ten cloneswas successully identified without any
slectable marker Conclusion: This new method of DNA sequence deletion mutation is smple and accurate It could avoid
nev mutation in PCR process of traditional DNA manipulation method
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