


Figure 7. Increase in BAG3 and FLNC immunoreactivity in ky/ky soleus muscle.

A) Representative images of immunofluorescence against BAG3 and FLNC on longitudinal
sections of WT and ky/ky soleus. Higher reactivity for BAG3 and FLNC is observed in the
ky/ky soleus consistent with the increased cytoskeletal BAG3 observed on WB in the mutant
(see figure 6). Amplified insets (squares) show that BAG3 and FLNC appear to remain
primarily co-localised to striations, presumed to be the z-disc. Antibody pools were shared
between WT and ky/ky sections and camera settings were maintained.

B) Quantitative RT-PCR of FInc shows no significant increases comparing WT and ky/ky
tissue between siblings (paired student’s T-test, p>0.05, n=3). This suggests the apparent
increase in FLNC protein may not be accounted for by increased transcription. Error bars

indicate SEM.
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Fig S2. Myh7 as a marker of myotube differentiation.

A) RT-PCR of Myh7 shows low levels of expression in proliferative myoblasts and
differentiating myoblasts/myotubes after 1 and 3 days in differentiation media. Robust
expression is seen after 10 days in differentiation media, indicating Myh7 is suitable as a
marker for late differentiation stages.

B) Quantitative RT-PCR of Myh7 in WT and disruptive clones shows some variance of
transcript levels, though only K is significantly different from WT (One-way ANOVA/Dunnett’s,

p<0.05, n=7). Error bars indicate SEM.
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Fig S3. Endogenous levels of ubiquitinated proteins are higher in muscles from ky/ky
mice.

A) Western blots of soluble muscle extracts with anti-ubiquitin antibody, as labelled. Samples
of soleus were loaded at 40ug. Samples of EDL muscle were loaded at 20ug. Ponceau red
stain of the blots indicates equal loading. Each lane indicates the genotype of the mouse, with
the number in brackets indicating age and sex matching. B) Immunofluorescence of soleus
muscle sections showing higher levels of BAG3 and ubiquitinated proteins in sections from
ky/ky mice. Images are representative of observations from n=3 mice per genotype. FITC
(green) or TRITC (red)- conjugated secondary antibodies were used to detect the primary
antibody as indicated by the colour of the labels on each panel. The overlay includes DAPI
stained nuclei. White arrows point at regions of overlapping signal in the green and red
channels, potentially indicating co-localization of the target proteins. Sections of mutant and
control shared the same antibody solution and all images were taken with identical exposure
settings. Size bar=50microns. C) Immunofluorescence of soleus muscle sections showing
higher levels of FLNC and ubiquitinated proteins in sections from ky/ky mice. Images are
representative of observations from n=3 mice per genotype. FITC (green) or TRITC (red)-
conjugated secondary antibodies were used to detect the primary antibody as indicated by the
colour of the labels on each panel. The overlay includes DAPI stained nuclei. White arrows
point at regions of overlapping signal in the green and red channels, potentially indicating co-
localization of the target proteins. Sections of mutant and control shared the same antibody

solution and all images were taken with identical exposure settings. Size bar=50microns.
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Fig S4. Neither ky deficiency or methylcellulose challenge induces changes in fast/slow
muscle distribution in zebrafish embryos.

Full panel of sections represented in figure 6C. Fibre-typing of transverse sections of
embryonic zebrafish muscle shows no changes to slow (green) or fast (red) muscle distribution

in any of the treatment groups (WT/ WT + methylcellulose/ ky**'/ky¥®* /| kyY°'/ky*** +
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methylcellulose), indicating shifts in finc isoform expression cannot be explained by fibre-type

shifting.





