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LEGEND TO SUPPLEMENTARY FIGURES 

Figure S1: Full blots used to derive the calnexin and golgin results shown in Figure 1d of the main 

manuscript, obtained with lysates of adipose derived stromal cells and purified exosomes loaded in 

NuPAGE Novex 4-12% Bis-Tris gels. Samples were run with NuPAGE MOPS along with Novex 

Sharp Pre-Stained Protein Standards. After protein transfer, the lanes containing the standards were 

cut from the membranes containing the samples. To assess the molecular weight of western blot 

stained bands the pre-stained bands of the markers were highlighted by mean of a Glow Writer pen 

(http://divbio.com/glow-writerpen.aspx) and at the end of western blotting, the lanes containing the 

Protein Standards were juxtaposed to the original membranes. The dashed rectangles indicates the 

bands included in the crops, and on the right the arrow indicates the bands used to set up Figure 1d.  

Figure S2. To confirm the specificity of the images shown in Figure 2,  a “blank” control was 

carried out. Indeed, the long aliphatic dye PKH26 is prone to form micelles of similar size to small 

Extracellular Vesicles. Therefore, a labeling experiments was carried out using PKH26 at the same 

concentration used in experiments shown in Figure 2 (4 µM) and the labeled material was applied at 

both chondrocytes and synoviocytes and left for both 8 and 12 hours, time points that gave the 

strongest evidence of vesicle uptake in Figure 2. Then the samples were fixed and stained as 

described at section 2.9 of the manuscript, with visualization of the cells by means of actin staining 

and DAPI nuclear counterstaining. Three images were taken at each time points for both 

chondrocytes and synoviocytes, that indicate only sporadic occurrence of red spots at a negligible 

level compared to what shown in Figure 2. 

Figure S3. EXO effects on Cytokines/Chemokines protein release from chondrocytes (left graphs: 

white histograms, CTR and EXO conditions at 4 hours, and grey histograms: CTR and EXO 

conditions at 15 hours) and synoviocytes  (right graphs: lighter histograms, CTR and EXO 

conditions at 4 hours, and black histograms: CTR and EXO conditions at 15 hours). Data were 

expressed as mean ± SD. These results have been obtained by mean of the Bio-Plex Protein Array 

System and integrate those shown in Figure 4 of the manuscript. Statistical analysis was performed 

by mean of the GRAPHPAD Prism 5.0 software.  Since comparisons were undertaken among 

multiple groups (CTR- IL-1β-treated and EXO treatment of IL-1 stimulated samples  at 4 and 15 

hours) the means of the groups were compared by mean of ANOVA, followed by Tukey’s post hoc 

test. The differences were considered significant when P < 0.05 with *P < 0.05; **P < 0.01; and 

***P < 0.001. 
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Figure S4. EXO effects on gene expression of Cytokines/Chemokines (A), Catabolic Enzymes (B) 

and Angiogenetic and Pain Factors (C) in both chondrocytes and synoviocytes grown in co-culture. 

Data were normalized to GAPDH and expressed as mean ± SD. Left graphs are related to 

chondrocytes while right graphs are related to synoviocytes. Different pattern are used for different 

cells and time points: chondrocytes at 4h, white; chondrocytes at 15 h, gray; synoviocytes at 4h, 

fine dotted pattern; synoviocytes at 15 h, black. The means of the groups were compared by mean 

of ANOVA, followed by Tukey’s post hoc test. The differences were considered significant when P 

< 0.05 with *P < 0.05; **P < 0.01; and ***P < 0.001. 

Figure S5. EXO effects on Cytokines/Chemokine protein release from cocultures. Data were 

expressed as mean ± SD. The dashed pattern indicates cocultures. Different filling colours are used 

for different time points: 4h: white; 15 h: gray. The means of the groups were compared by mean of 

ANOVA, followed by Tukey’s post hoc test. The differences were considered significant when P < 

0.05 with *P < 0.05; **P < 0.01; and ***P < 0.001. 

Figure S6 and figure S7: Full blots used to derive the original phospho-p65 results shown in 

Figure 5c  of the main manuscript (Figure S6A and Figure S7A), along with β-actin, as loading 

control (Figure S6B and Figure S7B). These results were obtained with lysates from chondrocytes 

(Figure S6) and synoviocytes (Figure S7) in CTR (IL-1β treated) or sEV (IL-1β+sEV treated) 

conditions at 4 and 15 h. The dashed rectangles indicate the bands included in figure 5 and on the 

right the arrows indicate the insets used to set up Figure 5c.  

 

 


