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Supplementary Figure legends 

 

Figure S1. Effects of Temozolomide (TMZ) treatment on glioblastoma in 2D cell cytotoxicity assay. 

A-B. Dose-response effect of TMZ treatments on U87MG (A) and U118MG (B) cytotoxicity using 

image-based analysis. The number of fluorescent-positive dead cell was quantified per well. The 

assay was performed with triplicates from three (B) to six (A) independent experiments. Data rep-

resent mean and SEM. Statistical differences between the groups were determined using Kruskal-

Wallis’ test followed by Dunn’s multiple comparisons test (* p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001, 

**** p ≤ 0.0001). 
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Figure S2. Evaluation of spontaneous spheroid formation using U138MG, U87MG, U118MG, and 

GL261 cells. Representative pictures of U138MG, U87MG, U118MG, and GL261 cells after 24, 48, 

and 120 hours of culture in 96 well plate CellCarrier Spheroid ULA Microplates™ (Perkin Elmer®) 

in culture medium. Scale = 300 µm. 
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Figure S3. Effects of Temozolomide (TMZ) on glioblastoma cells in 3D tumor spheroid assay. A-F. 

Dose-response effect of TMZ treatment on GL261 (A-C) and U138MG (D-F) spheroid size (A and 

D) and cytotoxicity (B and E). The spheroid area and fluorescent-positive surface was quantified 

per spheroid (C and F). Representative pictures of cells after 69 hours’ post-treatment with 0, 100, 

and 1000 µM of TMZ were shown. Scale = 500 µm. The assay was performed with 3 to 4 replicates 

from 2 to 3 independent experiments. Data represent mean and SEM. Statistical differences were 

determined using a mixed-effects model (REML, groups and time as factor) and Bonferroni’s mul-

tiple comparisons test (vs. control, * p ≤ 0.05). 

 



Cancers 2023, x, x FOR PEER REVIEW 4 of 7 

 

 

 

Figure S4. Effects of Temozolomide (TMZ) treatment in glioblastoma mouse subcutaneous xeno-

graft models. A-C Impact of TMZ at 10 mg/kg administered 5 times a week (p.o.) on tumor vol-

ume in U87MG xenograft (A), U118MG xenograft (B), and U138MG xenograft (C) models. Discon-

tinuous line highlights treatment beginning. Statistical differences between the groups were de-

termined using a mixed-effects model (REML, groups and time as factor) followed by Bonferroni’s 

multiple comparisons test (* p ≤ 0.05). Data represent mean and SD. n=5-6 (A), n=6 (B), n=6 (C) 

mice per group at the start of treatments. 
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Figure S5. Analysis of publicly available clinical data of S1PR1, S1PR2, S1PR3, S1PR4, and S1PR5 

expression in LGG patients from TCGA cohort. A-E S1PR2 and S1PR3 are significantly overex-

pressed in GBM tumors as compared to non-tumoral brains. S1PR1, S1PR4, and SP1R5 are not sig-

nificantly affect despite an observable increase for S1PR1 and S1PR4. The number of patients in 

each group is indicated below the graphs (T=Tumor in red; N=normal non-tumoral brain in grey), 

p-values indicate the significance of expression difference between the groups of individuals by 

ANOVA. F-J. High expression of S1PR3 is correlated with poor overall survival (OS) of LGG pa-

tients. Expression of S1PR1, S1PR2, S1PR4, and S1PR5 are not correlated with OS of LGG patients. 

Patients were stratified in low or high-expressing groups according to the expression of the differ-

ent genes using the median value. The number of patients in each group is indicated below the 
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graphs, p-values indicate the significance of survival difference between the groups of individuals 

by log-rank test. 

 

Figure S6. Effects of Fingolimod treatment on GBM in 2D cell cytotoxicity assay. A-B. Dose-

response effect of Fingolimod treatment on U87MG (A) and U118MG (B) cytotoxicity using image-

based analysis. The number of fluorescent-positive dead cell was quantified per well. The assay 

was performed with triplicates from three (B) to six (A) independent experiments. Data represent 

mean and SEM. Statistical differences between the groups were determined using Kruskal-Wallis’ 

test followed by Dunn’s multiple comparisons test (* p ≤ 0.05, ** p ≤ 0.01, *** p ≤ 0.001, 

**** p ≤ 0.0001). C. Dose-response effect of Fingolimod treatment on GL261 cell health using MTS-

incorporation assay. Data represent mean and SEM. 
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Figure S7. Effects of Temozolomide (TMZ) on glioblastoma cells in 3D tumor spheroid assay. A-F. 

Dose-response effect of TMZ treatment on U118MG (A-C) and U138MG (D-F) spheroid size (A 

and D) and cytotoxicity (B and E). The spheroid area and fluorescent-positive surface was quanti-

fied per spheroid (C and F). Representative pictures of cells after 69 hours’ post-treatment with 0, 

100, and 1000 µM of TMZ were shown. Scale = 500 µm. The assay was performed with 3 to 4 repli-

cates from 2 to 3 independent experiments. Data represent mean and SEM. Statistical differences 

were determined using a mixed-effects model (REML, groups and time as factor) and Bonferroni’s 

multiple comparisons test (vs. control, * p ≤ 0.05). 

 


