Supplemental data
Generation of conditional MYH9Δ mice.  The DNA surrounding exon 1 of the MYH9 gene in 129sv mice was PCR amplified using 3 primer pairs (1: 5’gagaattcgcgactctgcagaagggaccatgatcc3’ and 5’ctggatcctgcggggctgttgc3’; 2: 5’gcaacagccccgcaggatccag3’ and 5’cggatgcagcatcggcttcatctagatg3’; 3: 5’catctagatgaagccgatgctgcatccg3’ and 3’ctccgcggcatcccacgcttcctgcatcttcactg5’). The products were cloned into the pBluescript-II KS vector to reconstitute part of the MYH9 gene and sequenced to confirm identity with MYH9. The cloning strategy used for the targeting construct is illustrated in Figure 1a and in supplemental data. A LoxP site was introduced upstream of exon 1 at the BamHI restriction site, resulting in disruption of this BamHI site. The floxed neomycin resistance gene cassette was inserted downstream of exon 1, at the XbaI restriction site (Fig. S1,a). The final construct was electroporated into 129sv mouse embryonic stem (ES) cells as previously described 35 (Mouse Clinical Institute, Illkirch, France). The homologous recombination was checked by Southern Blot at the 5’ end (Fig. S1,b) and by  PCR amplification of the 3’ end of the construct (3067 bp for the wt allele, 4870 bp for the homologous recombination) followed by sequencing (forward primer: 5’ aagacatgtcattagtgtcctgagagcagtg 3’; reverse primer: 5’ taagggacaatcaaggcataaagcctcact 3’). 30% homologous recombination was obtained (Fig. S1,b). Positive clones were then electroporated with a cre-recombinase expressing vector and screened for LoxP site recombination. Clones having eliminated the neomycin gene without disrupting exon 1 were selected (MYH9Flx) (Fig. S1,a and S1, c). 
Figure S1: Generation of a platelet-specific MYH9Δ knock-down strain.
(a) LoxP sites (    ) were inserted from part to part of exon 1 from MYH9 (i, ii). The construct was linearized and electroporated into ES cells. Homologous recombinant clones were screened by Southern Blot (probe shown in (i) and by PCR amplification (open arrows) and then transiently transfected with a plasmid expressing Cre recombinase to delete the neomycin selection cassette and to obtain the floxed MYH9Flx allele (iii). Cells with the floxed allele were injected into blastocysts to produce chimeric mice. The deletion of the MYH9 allele (MYH9Δ) was obtained after the floxed allele was exposed to in vivo cre recombinase expression (iv). (b) Southern blot analysis using the probe shown in (a,(i)). The wt allele is 6.6 kb in length and the floxed allele is 8.3 kb. (c) PCR analysis of wt, heterozygous or homozygous MYH9Flx using primers apart from the first LoxP site (small arrows).

Video S1: Intravital observation of thrombus growth following FeCl3-induced injury of the carotid artery of wt mice after busulfan-induced thrombocytopenia. Platelets were labeled with DIOC6 and the growth of the thrombus was recorded based on fluorescence intensity. Images were acquired sequentially (1 image/s) and the movie was accelerated 10 times.
Video S2: Intravital observation of thrombus growth following FeCl3-induced injury of the carotid artery of MYH9Δ mice. Platelets were labeled with DIOC6 and the growth of the thrombus was recorded based on fluorescence intensity. Images were acquired sequentially (1 image/s) and the movie was accelerated 10 times.








- 1 -


