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Figure S3, related to Figure 2. nfatc1¥™° mice are born at normal Mendelian
frequency and do not display deficits in growth or exercise capabilities

(A) Expected and observed offspring of each genotype from crosses to generate
nfatc13*MK° mice. All genotypes were born at expected Mendelian ratios and survived to
adulthood (* = 3.701, 3 df; p = 0.2956, n.s.).

(B) gPCR on RNA isolated from the soleus muscles of 6 week old adult male mice.
nfatcl expression was reduced by greater than 80% in nfatc1%™° (cko) muscle

11"y Results are expressed as the

compared to wild type (wt) control mice (nfatc
relative mean mRNA expression plus SEM from 3 mice of each genotype.
(C) Western blot for NFATc1 protein showed a marked reduction in NFATc1 protein

15MKO (ko) compared to wild

expression in the gastrocnemius muscles from adult nfatc
type control mice. a-tubulin was examined as a loading control. Highly similar results
were obtained in 3 independent experiments.

(D) No significant difference in mean body weight of 49-day old male mice between
nfatc1%*™K° mice (cko, white bars) and nfatc1"®* control mice (wt, black bars).

(E) No significant differences (n.s.) were observed in the mean weight of the soleus,
gastrocnemius, or tibialis anterior muscles of 49-day old control (wt, black bars) and
nfatc1%*™K° mice (cko, white bars) male mice.

(F, G) Adult male mice were subjected to voluntary wheel running. Measurement of
distance run/night (F) and time run/night (G) were taken each day for 7 days and then
averaged. No significant differences (n.s.) between wild type mice (black bars, n =10)

SkMKO
1

and nfatc mice (n = 12) were observed for distance run/night (F) or time run/night

(G). Error bars represent SEM.
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Figure S4, related to Figure 4. NFATc1 does not affect MyoD nuclear localization
(A-C) Immunofluorescence labeling of MyoD (panel A, green fluorescence), NFATcl
(panel B, red fluorescence), and constitutively active (cA) NFATc1 (panel C, red
fluorescence) transfected C3H10T1/2 cells shows nuclear localization of MyoD (A),
cytoplasmic and nuclear localization of full length NFATc1 (B), and nuclear localization
of NFATc1(cA) after 24 h in low serum differentiation media.

(D-F).Merged images of MyoD, NFATc1, and NFATc1(cA) immunofluorescence and
DAPI (blue) to highlight nuclei in each panel.

(G-1) Immunofluorescence of C3H10T1/2 cells transfected with MyoD (panel G, green
fluorescence) and NFATc1 (panel H, red fluorescence) and the merged image (panel 1)
after 24 hours in low serum differentiation media shows MyoD expression remains
restricted to nuclei in the presence of NFATc1 (white arrows). The merged image of
NFATc1 and MyoD (panel 1) shows colocalization in numerous nuclei (white arrows).
(J-L) Immunofluorescence of C3H10T1/2 cells transfected with MyoD (panel J, green
fluorescence) and NFATc1(cA) (panel K, red fluorescence) and the merged image (panel
L) after 24 hours in low serum differentiation media shows MyoD expression remains
restricted to nuclei in the presence of NFATc1 (white arrows). The merged image shows

colocalization in numerous nuclei (white arrows). Scale bars, 100um in all panels.
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