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[ Abstract] Objective To investigate the effect and mechanism of osteosarcoma exosomes on tumor-associated
fibroblast transformation. Methods The exosomes of osteosarcoma cells U2-OS, Mg-63 and human osteoblasts hfobl. 19
were extracted and identified. The exosomes of PBS, hFoBl. 19, U2-OS and Mg-63 were incubated with human lung
fibroblasts MRC-5. The proliferation ability of MRC-5 was detected by CCK8 method. the migration and invasion ability
of MRC-5 was detected by Transwell chamber method, and the inflammatory factor IL-1 in MRC-5 cells was detected by
QRT-PCR-3. The expression of 1L.-6 and 1L.-8 was detected by Western blot a The expression of SMA, vimentin and
FAP, and the activation of JAK2/STAT3 signaling pathway. Results he exosomes were identified by transmission
electron microscope and Western blot. When CO incubated with U2-OS and Mg-63 exosomes, the proliferation, migra-
tion and invasion of MRC 5 increased significantly; IL-18, IL-6 and IL-8 in MRC 5 increased significantly; the expres-
sions of -SMA, vimentin and FAP were significantly increased, and the phosphorylation levels of JAK2 and STAT3
were significantly increased (all P<C0.001). Conclusion Osteosarcoma cell exosomes promote the transformation of
fibroblasts into tumor-associated fibroblasts by activating JAK2/STATS3 signaling pathway.
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Table 1 Primer sequence of IL-1f, IL-6, IL-8 and GAPDH

FH Bkl

IL-1B Forward: ATGATGGCTTATTACAGTGGCAA
Reverse: GTCGGAGATTCGTAGCTGGA

IL-6 Forward: ACTCACCTCTTCAGAACGAATTG
Reverse: CCATCTTTGGAAGGTTCAGGTTG

I1-8 Forward: TTTTGCCAAGGAGTGCTAAAGA
Reverse: AACCCTCTGCACCCAGTTTTC

GAPDH Forward: AGAAGGCTGGGGCTCATTTG

Reverse: AGGGGCCATCCACAGTCTTC

1.9 Western blot W 54M AT 24 h J5 1)
MRC-5 4iffg 1 X 10" /MEfb FE.0& L 8 RIPA &
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Figure 1 Transmission electron microscope is used to observe the morphology of exosomes
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Figure 2 Western blot is used to detect the exosomal marker proteins
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Figure 3 The CCK8 method is used to detect the effect of osteosarcoma
exosomes on the proliferation of MRC-5 cells
W5 PBS A, DP<C0. 01, @P<0. 001
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Figure 4 Transwell is used to detect the effect of osteosarcoma exosomes on cell migration
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Figure 5 Cell invasion test is used to detect the effect of osteosarcoma exosomes on cell invasion
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Figure 6 qRT-PCR was used to detect the effect of osteosarcoma exo-
somes on the expression of inflammatory factors in MRC-5
cells
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Figure 7 Western blot was used to detect the effects of osteosarcoma exo-
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Figure 8 Western blot was used to detect the effect of osteosarcoma exosomes on the activation of JAK2/STAT3 signaling pathway
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