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Figure S1 Statistical analysis for viability analysis of U251 and U87 cells after 72 hours of
treatment with different concentrations of TMZ and Simva in 2D culture and GoC model.
2D and 3D viability were calculated using PrestoBlue and Live/Dead staining assays,
respectively. Each set has been compared with its control goup. a) U251 cells treated with TMZ.
b) U251 cells treated with Simva. c¢) U87 cells treated with TMZ. d) U87 cells treated with
Simva. Data expressed as mean + standard deviation (n=3). *P<0.05, **P<0.01, ***P<0.001,
**%*%P<0.0001.
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Figure S2 Statistical analysis for viability analysis of U251 and U87 cells in GoC model
after 72 hours of treatment with different concentrations of TMZ and Simva. Viability was
calculated using Live/Dead staining assay. a) Comparison of the response of U251 and U87 cells
to different concentrations of TMZ. b) Comparison of the response of U251 and U87 cells to
different concentrations of Simva. Data expressed as mean + standard deviation (n=3). *P<0.05,
**P<0.01, ***P<0.001, ****P<0.0001.

Bright field images of invasion analysis
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Figure S3. Bright field images of a) U251 and b) U87 cells invading to the side compartment
under treatment with different concentration of temozolomide (0 — 500 uM).

Quantification of Vimentin marker

ImagelJ was used for the quantification of the expression of vimentin in the cells under different
treatments. Fig. S3a shows a sample of the immunofluorescence images taken from US87 cells
treated with SuM of simvastatin. The number of the DAPI-stained nuclei was counted as 8. For
measuring the area of vimentin, first the scale was set in the software according to the scale bar
from the microscopy image. Then, the green channel of the image was converted to grey scale
color, as shown in Fig. S3b. The histogram thresholds of the image were set between the two
values of 40 and 255, which was observed to be the best range considering all samples, and the

background was set to white. The area of the black region was measured and divided to the
number of the nuclei.



Figure S4 Quantification of vimentin. a) Immunofluorescence image if the cells, with nuclei
stained in blue and vimenting stained in green. b) The green channel of the vimenting converted
to grey scale. c) Adjusting the color threshold of the image such that the stained area is in blak
and the background is in white.

n = 8 (the number of nuclei)
Av = 2129.28 pm? (calculated area of the vimentin)
Vimentin area per cell = Ay /n = 2129.28 um? /8 = 266.16 pm? / cell



