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Abstract: [Objective] To investigate the function and molecular mechanism of osteosarcoma cells derived exosome on
microenvironment of target organs. [ Methods] The osteosarcoma derived exosomes were extracted and injected into nude
mice through tail vein after PKH26 fluorescence staining. The liver, spleen, lung, kidney and brain tissues were extracted
24 hours later and then the amount of red fluorescence in different fields was counted under fluorescence microscope. The
uptake of exosomes in different types of cells was detected by immunofluorescence. 143B derived exosomes were co—cul-
tured with human lung fibroblasts, and the uptake was detected by fluorescence microscopy. The expression levels of in-
flammatory cytokines IL-1f, IL-6 and TNF-a were detected by RT-qPCR, while the changes of p—p65 in inflammatory
signaling pathway of NF- kB and p—-ERK, p-p38 in MAPK signaling were detected by western blotting. [ Results]
TSG101, Flotillin-1, CD63 and CD9 were expressed in 143B derived exosomes, and Calnexin expression was absent (pP<
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0.05). The exosomes presented a saucer—like structure under electron microscope. The size of the exosomes is (141.92+

52.85) nm. The exosomes distributed more in lung tissue than liver, kidney, spleen and brain after injection through the

tail vein of nude mice (P<0.05). The mRNA levels of inflammatory cytokines IL-1@, IL-6and TNF-a were significantly
increased in human lung fibroblast cells after incubation with 143B exosomes (P<0.05). p—p65, p—ERK and p—p38MAPK

were significantly up—regulated (P<0.05).[ Conclusions] Osteosarcoma cells derived exosomes could activate inflammatory

signaling pathway NF-«kB and MAPK, and up-regulate the expression of the inflammatory cytokines IL-1f3, IL-6 and

TNF-a in lung fibroblast cells.
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Fig.1 Validation of osteosarcoma cells derived exosomes
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A-E: Distribution of osteosarcoma cells derived exosomes in lung, liver, kidney, spleen and brain of mice. Scale bars, 50 wm. F: Immunofluores-

cence quantification of exosome—positive cells. H=13.075, P=0.011. 1) P<0.05, versus Lung by Bonferroni multiple comparisons test after Kruskal-Wal-
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Fig. 2 Distribution of exosomes in organs of mice
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A: Osteosarcoma derived exosomes were mainly concentrated in fibroblast rather than macrophage and endothelial cell. B: Osteosarcoma derived

exosomes could be ingested by HPF in vitro. Scale bars, 10 pm.
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Fig.3 Lung fibroblast cells ingested the osteosarcoma cells derived exosomes
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Fig.4 Osteosarcoma cells derived exosomes activated inflammatory signaling of lung fibroblast cells.
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