Cleavage of the vaspin N-terminus releases cell-penetrating peptides that affect early
stages of adipogenesis and inhibit lipolysis in mature adipocytes
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Supplementary Figure 1: A) Vaspin peptide internalization into HepG2 cells. Upper panel: Fluorescence
microscopy images of control or vaspin peptide treated cells (20 uM of respective peptide for 30 min).
Lower panel: Fluorescence microscopy images of cells treated with TAT (2 uM) or VaspinN (50 uM) for
30 min. B) Fluorescence microscopy images of VaspinN internalization into 3T3-L1 cells at 500 nM. C)
Fluorescence microscopy images of cells incubated with increasing concentrations of TAT and VaspinN
peptide (range 0-5 uM and 5-50 uM for 30 min, respectively) and quantification of relative
fluorescence in cells treated with increasing concentrations (5-20 uM for 30 min) of all three vaspin
peptides. Cells treated with 1 uM TAT served as reference. Scale bar for fluorescence microscopy
images: 20 uM. Blue: Hoechst 33342 nuclear stain, red: TAMRA-fluorescence of labelled peptides. Data
were normalized to the fluorescence of reference cells and are presented as mean + SEM of at least 2
experiments in triplicates.
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Supplementary Figure 2: High content imaging-based quantification of relative fluorescence in 3T3-L1
cells pretreated with various concentrations of different protease and proteasome inhibitors followed
by 10 uM VaspinN for 30 min. Fluorescence was quantified immediately or 6 h after 30 min VaspinN
treatment. Data are presented as mean + SEM.
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Supplementary Figure 3: LDH Assay of 3T3-L1 cells. ODagonm Vvalues of cells treated with different
vaspinN concentrations (0-100 uM) for 24h. Control cells were treated with 1% Triton X-100. Data are

presented as mean + SEM of at least 3 experiments.
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Supplementary Figure 4: Enriched GO terms related to biological processes in DEGs (up and down
regulated) after VaspinN treatment in differentiated primary subcutaneous adipocytes.
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Supplementary Figure 5: Western Blot analysis of PKA activation by adenylyl cyclase activator forskolin
in differentiated 3T3-L1 adipocytes after treatment with or without 100 nM of VaspinN for 24 h. Upper
panel: anti-phospho-PKA substrate antibody; lower panel: loading control using Ponceau S.

Chemiluminescence was quantified and normalized to untreated controls. VaspinN inhibited PKA
activation.



