Supplementary Figure S1. Western blot analysis of PNS from the left ventricles (A), liver (B) and
white adipose tissue (C) obtained from SHR and SHR-Glo1*/ rats. After SDS-PAGE (10 mg of
total protein per lane), the proteins were visualized with GLUT4, AMPK and pAMPK antibodies
as described in Materials and Methods. Typical immunoblots are shown (at the top). The
relative proteins levels (mean + S.E.M.) determined in 3 separate experiments using individual
samples from 6 animals in each group are plotted in arbitrary units (a.u.). Results were

compared by one-way ANOVA followed by Bonferonni’s post hoc test.
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B - Liver tissue samples
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Supplementary Figure S2. Effect of Glol downregulation on GLUT4 expression level in crude
plasma membranes (CPM) and light microsomal membranes (LM) prepared by fractionation
of the left ventricles (A), liver (B) and white fat tissue (C) from SHR and SHR-Glo*" rats. Equal
sample volumes were subjected to electrophoresis and immunoblotted with antibodies
against GLUT4 as described in Materials and Methods. The relative GLUT4 levels (mean *
S.E.M.) determined in 3 separate experiments using individual samples from 6 animals in each
group are plotted in arbitrary units (a.u.). Protein expression levels in CPM and LM in samples
from SHR and SHR-Glo* rats were compared by one-way ANOVA followed by Bonferroni’s

post-hoc test (***, p<0.001 vs CPM; #, p<0.05; ##p<0.001 vs SHR).
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Supplementary Figure S3. Monitoring of equal loading and transfer efficiency by Ponceau S
total protein staining. Samples of CPM and LM (10 pl per lane) prepared by fractionation of
the left ventricles (A), liver (B) and white adipose tissue (C) from SHR and SHR-Glo1*/" rats
were subjected to SDS-PAGE and electrotransferred onto nitrocellulose membranes. After
washing in water (three times for 5 min), the membranes were stained for 1 min with
Ponceau S stain solution and then briefly destained with several changes of water (about 30
sec each). Subsequently, a permanent record of the staining pattern was made by
photocopying the blots. Optical density of protein bands in each lane was determined by
using densitometric software (Imagel). The total amount of protein in each lane
(corresponding to individual samples) was used to normalize the abundance of the protein
of interest. Nevertheless, there were no significant differences between the results obtained
before and after normalization. Densitometric analysis of Ponceau S-stained blots indicated
that there were no significant differences between loading of respective samples. Optical
densities of the total protein load in the individual lanes as well as average optical densities
(£ S.E.M.) of the total protein load in the corresponding samples are shown in tables next to

the respective images.
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C — Fat tissue samples
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Supplementary Materials

Examples of original images of immunoblots

Abbreviations:

St, molecular weight standard; CPM, crude plasma membranes; LM, light microsomal membranes;
PNS, postnuclear supernatant; WAT, white adipose tissue

Fig. 1 — Levels of Glo1 in PNS from heart, liver and WAT of SHR and SHR-Glo1* rats
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Fig. 2 — Markers of CPM and LM
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Fig. 3A — Heart tissue samples
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Fig. 3B — Liver tissue samples
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