Intraarticular injection of liposomal adenosine reduces cartilage damage in established
murine and rat models of osteoarthritis
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Supplemental figures

Supplemental figure 1

Adenosine in liposome
(% vs free adenosine)
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S1- Adenosine remaining in liposomes after incubation at 37°C. The graph shows
percentage of adenosine encapsulated in liposomes after 1, 2, 24 and 48 hours of incubation in
PBS at 37°C (Data are expressed as meanzs.e.m; n=4 for each time point).
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S2- Body composition of obese mice. DEXA scan analysis was performed in obese mice

treated with empty-liposomes, Lipo-Ade and Lipo-CGS at different time point from the

beginning of the high fat diet until the end of the experiment. As expected fat tissue and total

tissue were significantly higher in obese mice compare to those fed a control diet. Bone

composition did not change with the diet. No differences in weight gain or % body fat were

detectable between the various treatment groups (n=5 for each group).
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S3- Systemic inflammation in obese mice. Increased levels of 1L-6, Leptin and Resistin were
detected in the plasma of mice with obesity-induced osteoarthritis. The local injection of
liposomes did not change the systemic level of inflammation. (Data are expressed as meanzs.d.
of n=3-5 for each group; *P<0.05; **P<0.01).
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S4-Restoring collagen 2 staining in PTOA cartilage. Representative pictures of PTOA rat’s
cartilage staining for collagen-1 didn’t show any differences between different groups. Knee
cartilage of saline and empty-liposomes treated rats lacks Collagen-2 in the cartilage matrix.
Collagen-2 in cartilage matrix increases in Lipo-Ade and in Lipo-CGS groups. ADAMTS 5
decreases in Lipo-Adenosine and Lipo-CGS21680 treated rats.
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Lipo vs Lipo-CGS21680
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S5-Pathway analysis of RNAseq data. Bars in green are those obtained for chondrocytes from
knees treated with empty liposomes whereas the red bars represent the changes observed in
knees treated with liposomal CGS21689 injections. The pathway analysis of genes regulated
by Lipo-CGS intra-articular injection suggests alteration in genes involved in cell proliferation,
inflammation and MAP-kinases activity.
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S6-A2AR stimulation promotes aggrecan and collagen-2 synthesis in murine
chondrocytes. (A) Representative image of aggrecan staining (Alcian blue) in cell culture of
primary murine chondrocytes after stimulation of CGS21680 (1 uM) and co-incubation with
the A2AR antagonist ZM241385 (1 uM). Quantification of the staining is shown in the graph
below. (B) A2AR stimulation prevents IL-1p mediated Col2a mRNA reduction (*, p<0.05; **,
p<0.01; n=3).
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