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Supplementary Figure S3 
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LEGEND TO SUPPLEMENTARY FIGURES 

Supplementary Figure S1: NOTCH1 silencing mimics the effect of DAPT in increasing the 

levels of phospho c-Jun after LPS stimulation. Primary chondrocytes were treated with 

NOTCH1 siRNA (N1, ON-TARGETplus SMART pool with si-NOTCH1) or  control siRNA 

(NC, treated with ON-TARGETplus Non-targeting Pool, as described in [1]).  Left figure: 

efficiency of NOTCH1 silencing was confirmed by significant reduced NOTCH1 mRNA 

expression following LPS treatment (n=5).  Right figure: in both unstimulated and LPS-

stimulated conditions the level of activated (phosphorylated) c-Jun (normalized to β-actin) 

was increased in N1 compared to NC chondrocytes (n=3). Statistical analysis was 

performed by ANOVA, followed by Newman-Keuls’ post hoc test, with **p< 0.01. 

Supplementary Figure S2:  Inhibiting effects of OE and HT on LPS induced 

MMP-13 release from OA chondrocytes, following 24h exposure to LPS. No pattern: 

unstimulated samples; dashed pattern: LPS stimulated samples; white fill: no 

pretreatment; grey fill: nutraceutical pretreatment. Three different primary cultures 

were tested, with triplicate wells for each condition, so that each column represents 

the mean±SEM (n=3). Results obtained from the three different primary cultures were 

represented with the same Y scale to highlight the different inducibility. However, across 

the different conditions the trend was similar, with oleuropein always exhibiting a 

complete inhibiting activity on MMP-13 release induced by LPS treatment. Statistical 

analysis was performed by ANOVA, followed by Newman-Keuls’ post hoc test, with 

**p< 0.01, *** p<0.001. 

Supplementary Figure S3: Morphological and phenotypical  characterization of 

primary chondrocytes used in the study. Left image is representative of the primary 

cultures used in our manuscript and shows that, as previously reported [2], when kept at 

high density, chondrocytes retain a round to polygonal instead of the 

elongated shape of dedifferentiated chondrocytes [2].  On the right:  upper image 

shows the western blot assessment of collagen 2 expression in 2 lysates of 

chondrocytes kept at high density monolayer (2-D) and one lysate of chondrocytes 

kept in 3-D culture. The lysates were treated with pepsin  as described in [2], 

subjected to SDS-PAGE and western blot as described in the main manuscript and 

probed with a 1:1000 dilution of anti-collagen 2 antibody (Chemicon MAB8887); lower 

image is derived from our previous paper [3] and compares the SOX9 level of 

proliferating versus high density culture (protein lysates derived from 100,000 cells, 

loaded in each well). This image confirms that the experimental settings used in the 

manuscript (high density cultures) are respectful of the differentiated phenotype with 

higher level of SOX9 compared to proliferating chondrocytes [3,4]. 
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