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            Abstract
Artificial endonucleases consisting of a FokI cleavage domain tethered to engineered zinc-finger DNA-binding proteins have proven useful for stimulating homologous recombination in a variety of cell types. Because the catalytic domain of zinc-finger nucleases (ZFNs) must dimerize to become active, two subunits are typically assembled as heterodimers at the cleavage site. The use of ZFNs is often associated with significant cytotoxicity, presumably due to cleavage at off-target sites. Here we describe a structure-based approach to reducing off-target cleavage. Using in silico protein modeling and energy calculations, we increased the specificity of target site cleavage by preventing homodimerization and lowering the dimerization energy. Cell-based recombination assays confirmed that the modified ZFNs were as active as the original ZFNs but elicit significantly less genotoxicity. The improved safety profile may facilitate therapeutic application of the ZFN technology.
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                    Figure 1: Structure-based redesign of the FokI dimer interface.[image: ]


Figure 2: In vitro cleavage specificity.[image: ]


Figure 3: Single strand annealing assay.[image: ]


Figure 4: Stimulation of homologous recombination with episomal and chromosomal target locus.[image: ]


Figure 5: Stimulation of chromosomal homologous recombination by single and double variant ZFNs.[image: ]


Figure 6: ZFN-associated genotoxicity.[image: ]
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