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Supplementary Methods

Supplementary Fig. S1

Comparison of the proliferation of parental and DOX-resistant OS cells. 

Supplementary Fig. S2

Comparison of the morphology of parental and DOX-resistant OS cells.

Supplementary Fig. S3

Comparison of the CAR expression on the surface of parental and DOX-resistant OS cells.

Supplementary Fig. S4

Tumor growth curve of individual mice bearing DOX-resistant MNNG/HOS tumors.



Supplementary Methods

Cell proliferation assay

Four human OS cell lines (U2OS, DOX-resistant U2OS, MNNG/HOS, DOX-resistant MNNG/HOS) 

were seeded at a density of 104 cells/well in 24-well tissue culture plates. Cells were counted on days 1, 3, 

and 4. The average number of cells was determined at each time point from triplicate samples. Cell 

morphology was examined under a light microscope.

Flow cytometric analysis

To analyze the expression of coxsackie and adenovirus receptor (CAR), cells were incubated with mouse 

anti-CAR primary antibody (Upstate Biotechnology, Lake Placid, NY, USA) or isotype control IgG for 

60 min on ice. Then cells were labeled with fluorescein isothiocyanate-conjugated rabbit anti-mouse IgG 

secondary antibody (Invitrogen, Carlsbad, CA, USA) for 30 min, and were then analyzed using flow 

cytometry (FACSLyric; BD Biosciences, San Jose, CA, USA). The mean fluorescence intensity (MFI) for 

each cell line was determined by calculating the difference between the MFI in antibody-treated and 

isotype control IgG-treated cells from three independent experiments. 
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Supplementary Fig. S1

Comparison of the proliferation of parental and DOX-resistant OS cells. 

Parental and DOX-resistant U2OS and MNNG/HOS cells were seeded at a density of 104

cells/well in 24-well tissue culture plates. Cells were counted on days 1, 3, and 4. Data are 

expressed as mean ± SD (n = 3).
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Supplementary Fig. S2

Comparison of the morphology of parental and DOX-resistant OS cells. 

Parental and DOX-resistant U2OS and MNNG/HOS cells were seeded at a density of 104

cells/well in 24-well tissue culture plates. Photographs of parental and DOX-resistant OS 

cells were obtained under a light microscope. Scale bars, 100 mm.
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Supplementary Fig. S3

Comparison of the CAR expression on the surface of parental and DOX-

resistant OS cells. 

Expression levels of CAR on parental and DOX-resistant U2OS and MNNG/HOS cells 

were assessed by flow cytometric analysis. The mean fluorescence intensity (MFI) for 

each cell line was determined by calculating the differences between the MFI in 

antibody-treated and isotype control IgG-treated cells. Data are expressed as mean ± SD 

(n = 3 in each group; ** P < 0.01).
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Supplementary Fig. S4

Tumor growth curve of individual mice bearing DOX-resistant MNNG/HOS 

tumors. 
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