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Figure S8. Construction of Sox2 insertion lines. A) Plasmids constructed to generate the Venus tag at the 3’end of
Sox2. F1 ESCs are transfected with a plasmid containing the P2A-Venus cassette (middle) and a plasmid (bottom) with
Cas9-mCherry, a puromycin resistance marker and expression constructs for three gRNAs: Sox2, which targets CRISPR/
Cas9 to the 3’end of the Sox2 coding sequence (top), and MH5"and MH3;, which target CRISPR/Cas9 to the termini of
the P2A-Venus cassette to generate 8 bp microhomology arms. B) Insertion of the recombinase-mediated cassette
exchange construct. The Sox2-Venus+/- line is transfected with two plasmids: one (middle) containing an FRT-puro-tk-
F3 cassette for positive-negative selection, flanked by homology arms for the Sox2 intervening sequence, and one
(bottom) containing Cas9, mCherry and a construct for expression of one gRNA, which targets CRISPR/Cas9 to a
musculus site located between Sox2 and the SCR (top).



