
 

SI Fig. 1. Generation of Foxp2 (R552H)-KI mice by homologous recombination.  

To first introduce the point mutation for Foxp2 (R552H) into the mouse wild-type 

Foxp2 locus, we constructed the targeting vector without PCR cloning (A) and 

subsequently transfected it to ES cells. The point mutation along with a neo selection 

cassette was inserted via homologous recombination into exon 17 of the mouse Foxp2 

gene locus (B). Because transcriptionally active selectable marker cassettes can alter the 

expression of nearby genes (Hug et al., 1996), we designed the targeting vector with 

loxP sites flanking the neo cassette to facilitate its subsequent removal, which was 

achieved via transient expression of Cre recombinase in the targeted ES clone (C). After 

Cre transfection, Southern blot hybridization confirmed Cre-mediated excision of the 

neo cassette, identifying several subclones with a single loxP site that retained the 

Foxp2 point mutation but lacked the neo cassette. Blastocyst injection of 

Cre-transfected (Δneo) clones was performed to generate chimeric male founder 

animals. 
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