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ABSTRACT Objective: To investigate the differentiation in methotrexate-induced macrophages and the effect of the macrophages
on apoptosis of osteosarcoma cells. Methods: Macrophages were stimulated with methotrexate for 24 hours. The expressions of CD86
and inducible nitric oxide synthase, which are markers of M1-like macrophages, were respectively detected by flow cytometry and im-
munofluorescence. To evaluate the effect of methotrexate on the polarization of macrophages, lipopolysaccharide, LPS, was adopted as a
positive control, and untreated cells were used as a negative control. The macrophages, stimulated with MTX, were co-cultured with os-
teosarcoma cells to assess the effects of the macrophages on the apoptosis of osteosarcoma cells. The rates of apoptosis in osteosarcoma
cells were detected by Flow cytometry. Results: After co-cultured with methotrexate, the expression of M1-like macrophage' markers,
such as CD86 and iNOS in macrophages was significantly up-regulated, and the degree of upregulation is comparable to that of the LPS
group. Similar to LPS-induced macrophage' polarization, methotrexate can cause NF-kB activation. Macrophages stimulated by
methotrexate can increase the apoptosis rate of osteosarcoma cells. Conclusion: Methotrexate can induce macrophages to differentiate in-
to M1 like and differentiated macrophages can promote the apoptosis of osteosarcoma cells.
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