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Combination and optimization of three method, Red recombination, FLP/FRT recombination, and P1
transduction, allowed us to insert multiple genes into favorite loci of E. coli chromosome. The promoter
variant was also developed, so that the inserted gene expression could be regulated. Three elements for
insert, which were copy number, promoter, and locus, allowed tight regulation of desired gene
containing tRNAs. Thus, it is possible to develop a codon-synchronized E. coli by using this method.
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