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Fig2. Nfatc1+ cells contribute to both SV and ventricular endocardium. A-C, Schematic showing
the knockin strategy of Nfatc1-Cre allele, lineage tracing principle and experimental procedures.
D,E, Immunostaining for tdTomato and CDH5 on sections of E9.5 and E11.5 Nfatc1-Cre;R26-
tdTomato embryos showed Nfatc1+ cells contribute to endothelial cells in SV (tdTomato+ CDH5+,
arrowheads), and in ventricle (V) and atrium (A). F, Whole-mount fluorescence view of E15.5
embryos showed labeling of coronary vessels. G, Immunostaining for tdTomato and coronary
vascular endothelial cell marker FABP4 on heart sections of Nfatc1-Cre;R26-tdTomato embryo
showed Nfatc1+ cells contribute to the majority of coronary vascular endothelial cells
(arrowheads) in the compact myocardium. A, atrium, V, ventricle; SV, sinus venosus. Scale bars,
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Fig3. Nfatc1+ cells contribute significantly to both SV and subepicardial vessels. A, Schematic
showing the strateqgy for lineage tracing of Nfatc1+ cells by Dre-Rox system. B,C, Immunostaining
for tdTomato and PECAM on Nfatc1-Dre;R26-RSR-tdTomato embryonic sections. Boxed region is
magnification of SV. Nfatc1+ cells contribute to a substantial number of SV endothelial cells
(arrowheads). D, Cartoon figure showing atrium, ventricle and sinus venosus are labeled by
Nfatc1-Dre. E, Immunostaining for tdTomato and PECAM on E12.5 heart section shows that
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Nfatc1-Dre labels subepicardial vessels (arrowheads). F. Immunostaining for tdTomato and
PECAM on E15.5 heart sections shows Nfatc1+ cells contribute to subepicardial vessels
(arrowheads) and intramyocardial vessels. Dotted line indicates the border between compact
myocardium and trabecular myocardium (Trab.). G, Quantification of the percentage of
tdTomato+ coronary vessels shows there is no significance (n.s.) in percentage between
intramyocardial vessels and subepicardial vessels. The percentage of tdTomato+ cells in
coronary vessels was averaged from four E15.5 hearts. H, Immunostaining for tdTomato, PECAM
with arterial marker CX40 shows Nfatc1-derived cells contribute to arterial endothelial cells
(arrowheads). A, atrium; V, ventricle; SV, sinus venosus; RV, right ventricle; LV, left ventricle.
Scale bars, yellow 500 pm; white 100 pm.
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