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Supp. Fig. 1. Detailed construct design and genotyping of the generated mouse lines. A. Murine a.Syn genomic locus.
Primers 1 and 2 were used for genotyping (see also (C) and (E)). Southern probes 1 and 2 used in Southern analyses
to identify targeted ES cell clones. B. We targeted exon 3 of the mouse aSyn. The targeting vector included a floxed-
wild type haSyn (blue), either haSynTP (red) or haSyn®119 (green), a pLAP reporter and a neo cassette. Various
regulatory sequences and homologous arms were also included. DTA: Diphtheria toxin A; En-2 SA: Engrail-2
splicing acceptor; IRES: Internal ribosomal entry site; pGK-1: phosphoglycerate kinase 1 promoter; neo: neomycin;
pLAP: placental alkaline phosphatase reporter; SA: splicing acceptor. C. Targeted allele. Primers 1, 2 and 3 were
used for genotyping (see (E) and (F)). Southern probes 1 and 2 used in Southern analyses to identify positive ES cell
clones. D. Southern blots of positive clones using Southern probes 1 and 2. Southern probe 1 was used to identify
genomic DNA digested with BglIl. This enzyme generated a 9.7 kb fragment in the WT allele or a 14.2 kb fragment
for the targeted allele, indicated by a thick horizontal line in (A) and (C). Southern probe 2 was used to identify
genomic DNA digested with Blpl. This enzyme generated a 7.3 kb fragment in the WT allele or a 5.9 kb fragment for
the targeted allele, indicated by a thick horizontal line in (A) and (C). Blots shown here are from the haSyntm] line.
Screening for the haSyn™2 line used the same strategy yielding diagnostic fragments of 14.2 kb and 5.9 kb for BglII
and BlpI mutant DNA digests (not shown). E. PCR genotyping of haSyn?! and haSynTP mice required two PCR
reactions. Primers 1 + 2 generated a 256 bp product for WT and a 366 bp product for the haSyn?™! allele. Primers 1
+ 3 generated a 225 bp product in the haSynTF allele. F. PCR genotyping of the haSynt™2 and haSyn4119 mice
required two PCR reactions. Primers 1 + 2 generated a 256 bp product for WT and a 366 bp product for the
haSynt™?2 allele. Primers 1 + 3 generated a 225 bp product in the haSynd119 allele.



