Supplementary information S2 (box) | High success rates for TALENs

[bookmark: _GoBack]We recently used our high-throughput FLASH assembly method to perform a large-scale test of the success rate and targeting range of TALEN technology.1  This study demonstrated that >90% of 144 TALEN pairs made by FLASH could induce NHEJ-mediated mutations on target endogenous genes or on an integrated single-copy reporter gene with high frequencies in human cells (Supplementary information S1).  Importantly, this large-scale test also strongly suggested that essentially any sequence could be targeted with TALENs and that previously described computationally-derived guidelines that strongly limit the choice of TALEN target sites2 do not appear to predict failure.  Based on our results, we conservatively estimate that an average of three TALEN pairs can be made for any given bp of random DNA sequence.1  We believe it is likely that the success rates we observed in human somatic cells will also extend to other cell types because the FLASH-assembled TALENs we used for our large-scale study were all made on the same specific architecture that has been used to make TALENs that function efficiently in C. elegans,3 rats,4 zebrafish,5-7 and human pluripotent stem cells8 (Supplementary information S1).  This TALEN architecture consists of particular TALE repeat sequence frameworks and truncated amino- and carboxy-terminal TALE-derived sequences flanking the repeat array that were first described by Rebar and colleagues.9  We note that our REAL5, 10, REAL-Fast10, and FLASH1 methods all generate TALENs made on this specific architecture.  
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