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Supplementary Figure S1. Irradiation and long-term treatment efficacy in GBM. A) The structural integrity and spheroid morphology were assessed for irradiated GBM spheroids (U87MG) (2, 4, 6, 8 Gy) after 3 days to determine the maximum tolerable radiation dose. 4 Gy was identified as optimal irradiation dose, as higher doses led to spheroid disintegration and did not ensure sustained experimental utility. Scale bar: 200 µm. B) Depiction of spheroid area obtained from bright field images for ZH757, U87MG, U251MG as bar plot showing mean ± SD, which were calculated from three technical and three biological replicates (n = 3) (N = 9 spheroids / treatment concentration for each cell line). Statistical analysis was performed using Kruskal-Wallis test followed by Dunn's multiple comparisons test in GraphPad Prism (v10, GraphPad Software). For all conditions comparable sizes to controls were maintained (ns). C) The impact of prolonged TMZ treatment on GBM spheroid growth is depicted. Spheroid area was quantified from bright-field images for U251MG, U87MG, and ZH757 under various TMZ doses (0, 0.1, 1, 10, 25, 50, 75, 100, 500, 1000 µM) and CdSO₄ control, comparing baseline (day 0), end of GliaMimic’s continuous treatment (day 3), and GliaMimic’s end of treatment (day 17). Data is represented as bar plots showing mean ± SD with three technical and three biological replicates (n = 3) (N = 9 spheroids / treatment concentration for each cell line). Statistical analysis was performed using Kruskal-Wallis test followed by Dunn's multiple comparisons test in GraphPad Prism (v10, GraphPad Software). Significance was predominantly observed between day 0 and day 17, underscoring the importance of clinically relevant and extended treatment regimes. All statistical results are presented as bar plots with the following significance notation: *p < 0.05, **p < 0.01, ***p < 0.001, and ****p < 0.0001; nonsignificant differences (p ≥ 0.05).
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Supplementary Figure S2. Relative spheroid area fold change over 30 days of treatment. A) Bright-field imaging was performed every two to three days to assess spheroid growth in ZH757, U251MG, and U251MG cell lines under increasing concentrations of TMZ (0, 0.1, 1, 10, 25, 50, 75, 100, 500, and 1000 µM), alongside a CdSO₄ control. The fold change in spheroid area was normalized to baseline measurements of each treatment condition (day 0) and data represent mean ± SD calculated from three technical and three biological replicates (n = 3) (N = 9 spheroids / timepoint / treatment concentration for each cell line). D) Tabular depiction of GBM spheroid growth rates for U87MG, U251MG and ZH757 in µm2/day.
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Supplementary Figure S3. Capturing treatment effects at end of GliaMimic treatment in spheroids. Bar plots are capturing treatment progression were calculated from three technical and three biological replicates across A) spheroid area (n = 3) (N = 9 spheroids / timepoint / treatment concentration for each cell line), B) metabolic activity (XTT assay) (N = 9 spheroids / timepoint / treatment concentration for each cell line), C) viable cell fraction (calcein+) (N = 3 spheroids / timepoint / treatment concentration for each cell line), D) necrotic cell fraction (PI+) (N = 3 spheroids / timepoint / treatment concentration for each cell line), E) cytotoxicity (LDH release) (N = 9 spheroids / timepoint / treatment concentration for each cell line), and F) apoptotic fraction (N = 3 spheroids / timepoint / treatment concentration for each cell line) at the end of treatment (day 17) in U251, U87MG, and ZH757 GBM models. Bar plots are representing mean ± SD. Treatment conditions (0, 0.1, 1, 10, 25, 50, 75, 100, 500, 1000 μM TMZ) and a CdSO₄ control were compared to the no treatment (NT) control. Statistical analysis was performed using Kruskal-Wallis test followed by Dunn's multiple comparisons test in GraphPad Prism (v10, GraphPad Software). All results are presented as bar plots with the following significance notation: *p < 0.05, **p < 0.01, ***p < 0.001, and ****p < 0.0001; non-significant differences (p ≥ 0.05).
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Supplementary Figure S4. Dose-dependent cytotoxicity (LDH release) in GBM cell lines after 3 days of continuous treatment. Bar plots show mean ± SD for A) U251MG, B) U87MG, and C) ZH757 calculated from three technical and three biological replicates (n = 3) (N = 9 spheroids / treatment concentration for each cell line) and demonstrating a clear dose-response relationship in U87MG and ZH757. 
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Supplementary Figure S5. Evaluation of GliaMimic treatment discontinuation and relapse in GBM spheroid models. Bar plots were calculated from three technical and three biological replicates (n=3) and depict A) spheroid area (N = 9 spheroids / timepoint / treatment concentration for each cell line), B) metabolic activity (XTT assay) (N = 9 spheroids / timepoint / treatment concentration for each cell line), and C) viable cell fraction (calcein+) (N = 3 spheroids / timepoint / treatment concentration for each cell line) for ZH757, U87MG, and U251MG at the end of treatment (day 17) and after 2 weeks of discontinuation (day 30, relapse timepoint). Data represent mean ± SD. 
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Supplementary Figure S6. Immunohistochemical characterization of patient-derived GBM organoids over 4 weeks of cultivation. Heatmaps A-E) display mean expression levels of endothelial and vascular markers (CD34, ERG), immune cell populations (CD3, Granzyme B, CD68), and a tumor cell panel (Ki-67, GFAP, Olig2, MAP2, apoptotic fraction) across PDOs from 5 GBM patients (N = 3 organoids / staining for each patient). Measurements were taken after 2 and 4 weeks, with additional comparison to the patient’s original tumor tissue (surgery day). PDOs exhibited pronounced inter- and intratumoral heterogeneity, including GBM cells, vasculature, and immune infiltrates. Notably, organoids closely mirrored the patient-matched tissue, supporting their clinical relevance as a tumor model. Statistical comparisons between timepoints were omitted due to the descriptive nature of the analysis.
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Supplementary Figure S8. Relative spheroid area fold change over 30 days of treatment. Bright-field imaging was performed every two to three days to assess organoid growth in A) patient 6, B) patient 7, C) patient 8 and D) patient 9 under increasing concentrations of TMZ (NT, 0,10, 50, 100 µM). The fold change in spheroid area was normalized to baseline measurements of each treatment condition (day 0) and data represent mean ± SD of three technical replicates (N = 3 organoids / timepoint / treatment concentration for each patient). 
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Supplementary Figure S9. Capturing treatment effects at end of GliaMimic treatment in PDOs. Bar plots comparing the effects of GliaMimic treatment across A) GBM organoid size, B) metabolic activity (XTT assay), C) viable cell fraction (calcein+), D) necrotic cell fraction (PI+), E) cytotoxicity (LDH release) at the end of treatment (day 17) in patient-derived organoids from 4 different patients. Bar plots are representing mean ± SD calculated from three technical replicates (N = 3 PDOs / timepoint / treatment concentration for each patient). Treatment conditions (0, 10, 50, 100 μM TMZ) were compared to the no treatment (NT) control. Statistical analysis was performed using Kruskal-Wallis test followed by Dunn's multiple comparisons test in GraphPad Prism (v10, GraphPad Software).  All results are presented as bar plots with the following significance notation: *p < 0.05, **p < 0.01, ***p < 0.001, and ****p < 0.0001; non-significant differences (p ≥ 0.05).
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Supplementary Figure S10 Evaluation of GliaMimic treatment discontinuation and relapse in GBM spheroid models. Bar plots depict A) patient-derived organoid area, B) metabolic activity (XTT assay), and C) viable cell fraction (calcein AM+). GBM PDOs derived from four patients at the end of treatment (day 17) and after two weeks of discontinuation (day 30, relapse timepoint). Data represents mean ± SD and were calculated from three technical replicates (N = 3 PDOs / timepoint / treatment concentration for each patient). 


Tables
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Supplementary Table 1 Patient information. Clinical indications (Patient #, GBO ID, HOCH Patient ID donor age, gender, informed consent, MGMT promoter methylation status, IDH status, pretreatments, primary/recurrent) about GBM patients used for the generation of patient-derived organoids is provided in a tabular form. 
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Supplementary Table 2. Mutational profiling (whole genome sequencing) of GBM PDOs derived from patient 8, 9 and 11, with corresponding patient tumor tissue available for comparison in patient 8 and 9. Tumor DNA was profiled using the Oncomine Comprehensive Assay v3 (ThermoFisher) on an Ion Torrent sequencing platform. Abbreviations used: AKT1 (AKT serine/threonine kinase 1), EGFR (epidermal growth factor receptor), KIT (KIT proto-oncogene, receptor tyrosine kinase), MDM2 (MDM2 proto-oncogene), MDM4 (MDM4 regulator of p53), PDGFRA (platelet-derived growth factor receptor alpha), PIK3CA (phosphatidylinositol-4,5-bisphosphate 3-kinase catalytic subunit alpha), PIK3R1 (phosphoinositide-3-kinase regulatory subunit 1), PTEN (phosphatase and tensin homolog), TERT (telomerase reverse transcriptase), TP53 (tumor protein p53), CNV (copy number variation), SNV (single nucleotide variant), and VAF (variant allele frequency).
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Supplementary Table 3 Calculation of GliaScore. In A) each time-independent GliaScore value for the three spheroid cell lines (ZH757, U87MG and U251MG) as well as for the PDOs (patient 6 - 9) are depicted for the three readouts size, metabolic activity and cell viability (calcein +). The overall normalized GliaScore value is shown in the last column with scores ranging from 0 (showing baseline values in the NT control) to 1 (indicating maximal possible treatment response). In B) RelapseScore values are depicted for end of treatment (day 17) and relapse time point (day 30), summarizing the RelapseScore value of size, metabolic activity and cell viability (calcein +). In the last column, the difference between relapse evaluation and end of treatment depict the RelapseScore with positive values indicating a tumor regrowth and potential relapse, while a negative score shows no increase in tumor size, metabolic activity nor viability in comparison to the end of treatment values.
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Patient _EmpaID__Gender _Informed consent _IDH status MGMT promoter methylation _Primary/recurrent _Pre-treatments __Recurrence-free survival __Overall survival
&3] [daysfromsurgery]  [days from surgery]
1 es male x wr Methylated (13%) primary None
2 7 male x wr Unmethylated (3%) primary None
3 3 male x wr Unmethylated (2%) primary None
a ps  female x wr Methylated (32%) primary None
s P11 male x wr Unmethylated (5.5%) primary None
6 P4 female x wr Unmethylated (5.3%) primary None 299 357
7 P17 female x wr Unmethylated (4.8%) primary None m a19
B P25 male x wr Unmethylated (1.5%) primary None 140 alive
) P26 male x wr Unmethylated (3.75%) primary None NA alive





image12.png
Sampel Gen Variant Typ Classification VAF (%) Coverage (x) P-Value
Patient 8-derived
organoids EGFR CNV: 13.61 CNV
EGFR p.(L7478), c.2240T>C SNV Exon 19 probably pathogenic 3.9 2000 0.00991
p.(Y178LfsTer2),
PTEN c.532dup Duplication Exon 6 pathogenic 2.8 1780 n.a.
TERT C228T, c.-124C>T SNV promoter region pathogenic 4.4 400 n.a.
Patient tissue (P8) EGFR CNV: 136.94 CNV
MDM4 CNV:5.57 CNV
p.(Y178LfsTer2),
PTEN c.532dup Duplication Exon 6 pathogenic 69.86 1765 0.00001
TERT C228T, c.-124C>T SNV promoter region pathogenic 43.16 519 0.00001
Patient 9-derived
organoids PIK3R1 p.(G376R), c.1126G>A SNV Exon 10 probably pathogenic 14.85 1913 0.00001
PTEN p.(D92N), c.274G>A SNV Exon 5 probably pathogenic 28.13 96 0.00001
TERT C228T,c.-124C>T SNV promoter region pathogenic 22.18 807 0.00001
TP53 p.(R273H), ¢.818G>A SNV Exon 8 pathogenic 16.15 2000 0.00001
TP53 p.(R306Ter), c.916C>T SNV Exon 8 pathogenic 26.05 2000 0.00001
Patient tissue (P9) PIK3CA p.(E453K), c.1357G>A SNV Exon 8 probably pathogenic 20.2 2000 0.00001
PTEN p.(D92N), c.274G>A SNV Exon 5 probably pathogenic 49.93 687 0.00001
TERT C228T,c.-124C>T SNV promoter region pathogenic 33.53 498 0.00001
TP53 p.(R273H), c.818G>A SNV Exon 8 pathogenic 45.6 2000 0.00001
Patient 11-derived
organoids TERT C228T, c.-124C>T SNV promoter region pathogenic 9.79 429 0.00001
TP53 p.(P152L), ¢.455C>T SNV Exon 5 pathogenic 9.4 2000 0.00001
TP53 p.(R248Q), c.743G>A SNV Exon 7 pathogenic 12.15 2000 0.00001
ZH757 AKT1 CNV: 33.34 CNV
KIT CNV: 21.31 CNV
MDM2 CNV: 55.89 CNV
PDGFRA CNV: 22.81 CNV
TERT C228T,c.-124C>T SNV promoter region pathogen 73.31 296 0.00001

Abbreviations used in this study: AKT7 (AKT serine/threonine kinase 1), EGFR (epidermal growth factor receptor), KIT (KIT proto-oncogene, receptor tyrosine
kinase), MDM2 (MDM2 proto-oncogene), MDM4 (MDM4 regulator of p53), PDGFRA (platelet-derived growth factor receptor alpha), PIK3CA (phosphatidylinositol-4,5-
bisphosphate 3-kinase catalytic subunit alpha), PIK3R7 (phosphoinositide-3-kinase regulatory subunit 1), PTEN (phosphatase and tensin homolog), TERT (telomerase
reverse transcriptase), and TP53 (tumor protein p53), CNV (copy number variation), SNV (single nucleotide variant), and VAF (variant allele frequency).
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Size Metabolic activity (XTT) : Cell viability (Calcein) Normalized GliaScore
NT 100 100 100 0
Clinical relevant TMZ | 93.7316667 64.87333333 86.85666667 0.182049313
ZH757 Blood plasma TMZ 60.2966667 2790333333 82.92 0.430202283
high-effect TMZ 18.9666667 5.363333333 4417666667 0772726261
CdSO, 0 042 0 1
NT 97.54 90.55 100 0
Clinical relevant TMZ | 85.9166667 90.06333333 85.37666667 0.092795076
U87MG Blood plasma TMZ 50.23 77.25 77.99666667 0.286762239
high-effect TMZ 17.44 39.27666667 7540666667 0541381744
CdSO, 0 0 0 1
NT 100 9047 89.14 0
Clinical relevant TMZ 8244 90.77666667 94.05666667 0.072257512
U251MG Blood plasma TMZ 73.0333333 69.38333333 84.17666667 0.213463385
high-effect TMZ 53.1633333 2491333333 84.88333333 0.434343434
CdSO, 0 0 0 1
Size Metabolic activity (XTT) | Cell viability (Calcein) | Normalized GliaScore
NT 100 100 87.78 0
f Clinical relevant TMZ 19.66 84.42 7296 0.384807839
_E Blood plasma TMZ 26.53 69.28 86.2 0.367537702
& high-effect TMZ 0 4946 75.11 0.567134617
Cdso, 0 0 0 1
NT 53.65 100 100 0
: Clinical relevant TMZ 97.56 62.69 35.51 0277716479
_E Blood plasma TMZ 0 4133 59.55 0.732885584
&  high-effect TMZ 45.02 27.82 80.66 0.480450947
CdSO, 452 0 0 1
NT 100 100 80.95 0
f Clinical relevant TMZ 4282 72.19 72.27 0.318397697
.5 Blood plasma TMZ 4933 5041 89.31 0.309906452
E high-effect TMZ 0 3742 4761 0.808923003
CdSO, 0 0 0 1
NT 19.07 100 439 0.120801336
?‘_, Clinical relevant TMZ 100 29.97 51.09 0
_E Blood plasma TMZ 0 32.88 929 0369148581
&  high-effect TMZ 31.31 16.07 100 0.22490818
CdsO, 31.31 0 0 1
D17 D30 GliaRelapse Score
NT 0 0 0
Clinical relevant 0.182049313 | 0.327969338 0.145920024
ZH757 Blood plasma values |0.430202283 : 0.30654943 -0.123652853
high-effect 0.772726261 ¢ 0.883324752 0.11059849
CDsSO4 1 1 0
NT 0 0 0
Clinical relevant 0.119189365: 0.378056843 0.258867478
U87MG Blood plasma values | 0.473016699 ; 0.672546369 0.19952967
high-effect 0.59725375 § 0.777752865 0.180499115
CDSO4 1 1 0
NT 0 0 0
Clinical relevant 0.103888696 : 0.127119208 0.023230512
U25TMG Blood plasma values | 0.246983721; 0.366405472 0.119421751
high-effect 0.600459539 0.705405118 0.104945579
CDsSO4 1.069312755 1 0
D17 D30 GliaRelapse Score
NT 0 0 0
£ Clinical relevant 0.394934943 | 0.249885338 -0.145049605
.E Blood plasma values | 0.491220833 {0.453725147 -0.037495685
&  high-effect 0.762753669 ; 0.738056044 -0.024697624
CDS0O4 1 1 0
NT 0 0 0
T Clinical relevant 0.433557579 ; -0.27287945 -0.706437029
_E Blood plasma values | 0.781669182 | -0.01282426 -0.79449344
& high-effect 0.962097822 : 0.802145189 -0.159952633
CDsO4 1 1 0
NT 0 0 0
% Clinical relevant 0.535719837 : 0.279844876 -0.255874961
.E Blood plasma values 0.481082827 1 0.417711205 -0.063371622
&  high-effect 0.872884024 : 0.756895147 -0.115988876
CDsO4 1 1 0
NT 0.191163935 0 -0.191163935
?_, Clinical relevant 0 -0.1403828 -0.140382799
.E Blood plasma values 0.690421353 1 0.955491574 0.26507022
&  high-effect 0.900165981 : 0.987159876 0.086993895
CDsS04 1 1 0
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Dunn's multiple comparisons test
D0 U251MG 0Gy 0 TMZ vs. D3 U251MG 0Gy 0 THZ
DO U251NG 0Gy 0 TMZ vs. D17 U251MG 0Gy 0 TMZ
D0 U251MG 4Gy 0 TMZ vs. D3 U251MG 4Gy 0 TMZ
DO U251NG 4Gy 0 TMZ vs. D17 U251MG 4Gy 0 TMZ
DO U251MG 4Gy 0.1 TMZ vs. D3 U251MG 4Gy 0.1 TMZ.
DO U251MG 4Gy 0.1 TMZ ve. D17 U25TMG 4Gy 0.1 TMZ
DO U251MG 4Gy 1 TMZ vs. D3 U251MG 4Gy 1 TMZ
DO U251MG 4Gy 1 TMZ vs. D17 U251MG 4Gy 1 TMZ
DO U251MG 4Gy 10 TMZ vs. D3 U251MG 4Gy 10 TMZ
DO U251MG 4Gy 10 TMZvs. D17 U261MG 4Gy 10 TMZ
DO U251MG 4Gy 25 TMZ vs. D3 U251MG 4Gy 25 TMZ
DO U251MG 4Gy 26 TMZ vs. D17 U261MG 4Gy 25 TMZ
DO U251MG 4Gy 50 TMZ vs. D3 U251MG 4Gy 50 TMZ
DO U251MG 4Gy 50 TMZ vs. D17 U251MG 4Gy 50 THZ
DO U251MG 4Gy 75 TMZ vs. D3 U251MG 4Gy 75 TMZ
DO U251MG 4Gy 75 TMZ vs. D17 U261MG 4Gy 75 TMZ
DO U251MG 4Gy 100 TMZ vs. D3 U251MG 4Gy 100 TMZ
DO U251MG 4Gy 100 TMZ vs. D17 U251MG 4Gy 100 TMZ
D0 U251MG 4Gy 500 TMZ vs. D3 U261MG 4Gy 500 TMZ
DO U251MG 4Gy 500 TMZ vs. D17 U251MG 4Gy 500 TMZ
DO U251MG 4Gy 1000 TMZ vs. D3 U251MG 4Gy 1000 TMZ

DO U251MG 4Gy 1000 TMZ vs. D17 U251MG 4Gy 1000 TMZ

DO U251MG 4Gy CDSO4 vs. D3 U251MG 4Gy CDSO4
DO U251NG 4Gy CDSO4 vs. D17 U251MG 4Gy CDSO4

Dunn's multiple comparisons test Mean r 3

D0 UBTMG 0Gy 0 TZ vs. D3 UBTMIG 0Gy 0 TMZ.
D0 US7MG 0Gy 0 TVZ vs. D17 USTMG 0Gy 0 TMZ.

DO UBTMG 4Gy 0 TWZ vs. D3 UBTMG 4Gy 0 TMZ.

DO USTMG 4Gy 0 TWZ vs. D17 UBTMG 4Gy 0 TMZ

DO USTMG 4Gy 0.1 TMZ vs. D3 USTMG 4Gy 0.1 TMZ
DO USTMG 4Gy 0.1 TMZ vs. D17 UBTNIG 4Gy 0.1 TWZ
DO USTMG 4Gy 1 TWZ vs. D3 UBTMIG 4Gy 1 TMZ.

DO USTMG 4Gy 1 TWZ vs. D17 UBTMG 4Gy 1 TMZ.

DO USTMG 4Gy 10 TMZ vs. D3 UBTMG 4Gy 10 TMZ

DO UBTMG 4Gy 10 TMZ vs. D17 UBTMG 4Gy 10 TMZ
DO USTMG 4Gy 25 TMZ vs. D3 UBTMG 4Gy 25 TMZ

DO USTMG 4Gy 26 TMZ vs. D17 USTMG 4Gy 25 TMZ
DO USTMG 4Gy 50 TMZ vs. D3 UBTMG 4Gy 50 TMZ

DO USTMG 4Gy 50 TMZ vs. D17 USTMG 4Gy 50 TMZ

DO UBTMG 4Gy 75 TMZ vs. D3 UBMG 4Gy 75 TMZ.

DO UBTMG 4Gy 75 TMZ vs. D17 UBTMG 4Gy 75 TMZ

DO UBZMG 4Gy 100 TMZ vs. D3 UBMG 4Gy 100 ThZ

DO UBTMG 4Gy 100 TMZ vs. D17 UB7MG 4Gy 100 TMZ
DO USTMG 4Gy 500 TMZ vs. D3 UBTMG 4Gy 500 TMZ
DO USTMG 4Gy 500 TMZ vs. D17 US7MG 4Gy 500 TMZ
DO UBTMG 4Gy 1000 TMZ vs. D3 UB7MG 4Gy 1000 TMZ
DO UBTMG 4Gy 1000 TMZ vs. D17 UBTMG 4Gy 1000 TMZ
DO UBTMG 4Gy CDSOA vs. D3 USTMG 4Gy CDSO4

DO UBTMG 4Gy CDSO4 vs. D17 UBTMG 4Gy COSO4

Dunn's multiple comparisons test
DO ZH757 0Gy 0 TMZ v5. D3 ZHT57 0Gy 0 TMZ.
DO ZK757 0Gy 0 TMZ vs. D17 ZH757 4Gy 0 TMZ
DO ZHTS7 4Gy 0 TMZ vs. D3 ZHT57 4Gy 0 TMZ.
DO ZH7S7 4Gy 0 TMZ v5. D17 ZHTS7 4Gy 0 TMZ
DO ZH7S7 4Gy 0.1 TZ vs. D3 ZHTST 4Gy 0.1 TMZ
DO ZH757 4Gy 0.1 TMZ vs. D17 ZH7ST 4Gy 0.1 TMZ
DO ZH7S7 4Gy 1 TMZ vs. D3 ZHT57 4Gy 1 TMZ.
DO ZH7S7 4Gy 1 TMZ vs. D17 ZHTS7 4Gy 1 TMZ.
DO ZHTST 4Gy 10 TMZ vs. D3 ZHTS7 4Gy 10 TMZ
DO ZH757 4Gy 10 TMZ vs. D17 ZH757 4Gy 10 TMZ
DO ZH7S7 4Gy 25 TMZ vs. D3 ZHTS7 4Gy 25 TMZ
DO ZHTS7 4Gy 25 TMZ vs. DIT ZH757 4Gy 25 TMZ
DO ZHTS7 4Gy 50 TMZ vs. D3 ZH757 4Gy 50 TMZ
DD ZH7S57 4Gy 50 TMZ vs. DIT ZH757 4Gy 50 TMZ
DO ZH7S7 4Gy 75 TMZ vs. D3 UBMG 4Gy 75 TMZ
DO ZH7S7 4Gy 75 TMZ vs. D17 ZH7ST 4Gy 75 TMZ
DO ZH757 4Gy 100 TNZ vs. D3 UBNG 4Gy 100 TMZ
DO ZK757 4Gy 100 TMZ vs. D17 ZH757 4Gy 100 TMZ
DO ZH757 4Gy 500 TMZ vs. D3 ZH757 4Gy 500 TMZ
DO ZH757 4Gy 500 TMZ vs. D17 ZH757 4Gy 500 TMZ
D0 ZH757 4Gy 1000 TIZ vs. D3 ZH757 4Gy 1000 TMZ.
DO ZHT7S7 4Gy 1000 TWIZ vs. D17 ZHTST 4Gy 1000 TMZ
DD ZH757 4Gy CDSOA s, D3 ZHTS7 4Gy CDSO4
DO ZH7S7 4Gy CDSO4 5. D17 ZH7ST 4Gy CDSO4.
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Dunn's multiple comparisons test Mean rank diff. =~ Summary Adjusted P Value
U251 0Gy vs. U251 4 Gy 0.7778 ns >0.9999
U87 0 Gy vs. U87 4 Gy -7.667 ns >0.9999
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Mean rank diff. Summary Adjusted P Value

U251MG 4Gy 0 TMZ 2556 ns >0.9999
U251MG 4Gy 0.1 TMZ 07778 ns >0.9999
U251M6 4Gy 1 TMZ 9.889 ns >0.9999
U251MG 4Gy 10 TMZ 18 ns >0.9999
U251MG 4Gy 25 TMZ 27.44 ns 06036
U251MG 4Gy 50 TMZ 3344 ns 0.2585
U251M6 4Gy 75 TMZ 4533 - 0.0235
U251M6 4Gy 100 TMZ 5789 - 0.001
U251MG 4Gy 500 TMZ 7061 R <0.0001
U251MG 4Gy 1000 TMZ 7572 R <0.0001
U251M6 4Gy CDSO4 8033 R <0.0001
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Dunn's multiple comparisons test Mean rank diff. Summary ljusted P Value
UB7MG 0Gy 0 TMZ vs. USTMG 4Gy 0 TMZ -13.11 ns >0.9999
UB7MG 0Gy 0 TMZ vs. U87TMG 4Gy 0.1 TMZ 2111 ns >0.9999
UB7MG 0Gy 0 TMZ vs. UB7MG 4Gy 1 TMZ -17.67 ns >0.9999
US7MG 0Gy 0 TMZ vs. USTMG 4Gy 10 TMZ 7.556 ns >0.9999
US7MG 0Gy 0 TMZ vs. USTMG 4Gy 25 TMZ 26.33 ns 08195
UB7MG 0Gy 0 TMZ vs. USTMG 4Gy 50 TMZ 2811 ns 06261
UB7MG 0Gy 0 TMZ vs. U87TMG 4Gy 75 TMZ 3233 ns 0.3139
UB7MG 0Gy 0 TMZ vs. U87MG 4Gy 100 TMZ 4711 * 0.0156
UB7MG 0Gy 0 TMZ vs. U87TMG 4Gy 500 TMZ 5278 = 0.0039
UB7MG 0Gy 0 TMZ vs. USTMG 4Gy 1000 TMZ 61.56 b 0.0003
UBTMG 0Gy 0 TMZ vs. UBTMG 4Gy CDSO4 53.56 - 0.0032
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comparisons test Summary
U87MG 0Gy 0 TMZ vs. US7MG 4Gy 0 TMZ 0 ns

U87MG 0Gy 0 TMZ vs. USTMG 4Gy 0.1 TMZ 2611 ns
U87MG 0Gy 0 TMZ vs. US7MG 4Gy 1 TMZ 1.056 ns
US7MG 0Gy 0 TMZ vs. USTMG 4Gy 10 TMZ M72 ns
US7MG DGy 0 TMZ vs. US7MG 4Gy 25 TMZ 3328 ns
US7MG DGy 0 TMZ vs. UB7MG 4Gy 50 TMZ 3472 ns
USTNG 0Gy 0 TMZ vs. USTMG 4Gy 75 TMZ 5272 -

U87MG 0Gy 0 TMZ vs. UBTMG 4Gy 100 TMZ 4417 =

U87MG 0Gy 0 TMZ vs. UBTMG 4Gy 500 TMZ 6117 e
U87MG 0Gy 0 TMZ vs. US7TMG 4Gy 1000 TMZ 72 e
US7MG DGy 0 TMZ vs. USTMG 4Gy CDS04 8472 e

D17 Calcein U87

fjusted P Value
>0.9999

>0.9999
>0.9999
00519
0.2662
0.2056
0.0039
0.0305
0.0004
<0.0001
<0.0001

Dunn's multiple comparisons test Summary
US7MG 0Gy 0 TMZ vs. UBTMG 4Gy 0 TMZ 1433 ns
US7MC 0Cy 0 TMZ vs. US7MC 4Cy 0.1 TMZ 1067 ns
USTMG 0Gy 0 TMZ vs. UBTMG 4Gy 1TMZ 6.667 ns
U87MG 0Gy 0 TMZ vs. UB7MG 4Gy 10 TMZ 1033 ns
U87MG 0Gy 0 TMZ vs. UB7MG 4Gy 25 TMZ 1567 ns
US7MG 0Gy 0 TMZ vs. UBTMG 4Gy 50 TMZ 6.333 ns
US7MG 0Gy 0 TMZ vs. UBTMG 4Gy 75 TMZ 7 ns
UB7MG 0Gy 0 TMZ vs. UB7MG 4Gy 100 TMZ 5 ns
USTMG 0Gy 0 TMZ vs. UBTMG 4Gy 500 TMZ 1567 ns
U87MG 0Gy 0 TMZ vs. UB7MG 4Gy 1000 TMZ 1833 ns
U87MG 0Gy 0 TMZ vs. UB7MG 4Gy CDS04 28 *

liusted P Value
>0.9999
~0.0009
>0.9999
>0.9999
0.7535
>0.9999
>0.9999
>0.9999
0.7535
0.3633
0.0124
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Dunn’s multiple comparisons test

Mean rank diff. Summary

Adjusted P Value

ZHT5T 0Gy 0 TMZ vs. ZHTS7 4Gy 0 TNZ 2422 ns >0.9999
ZHTST 0Gy 0 TMZ vs. ZHTST 4Gy 0.1 TMZ 26,67 ns 0.7758
ZH757 0Gy 0 TMZ vs. ZH757 4Gy 1 TMZ 23.56 ns >0.9999
ZH757 0Gy 0 TMZ vs. ZH757 4Gy 10 TMZ 3033 ns 0.4364
ZH757 0Gy 0 TMZ vs. ZH757 4Gy 25 TMZ 34 ns 02323
ZHT757 0Gy 0 TMZ vs. ZHT57 4Gy 50 TMZ 53.33 = 0.0033
ZHTST 0Gy 0 TMZ vs. ZHTST 4Gy 75 TMZ 7211 e <0.0001
ZHTST 0Gy 0 TMZ vs. ZHTST 4Gy 100 TMZ 86.78 e <0.0001
ZHTST 0Gy 0 TMZ vs. ZHTST 4Gy 500 TMZ 76.11 e <0.0001
ZHTST 0Gy 0 TMZ vs. ZHTST 4Gy 1000 TMZ 8222 e <0.0001
ZH75T 0Gy 0 TMZ vs. ZH757 4Gy CDSO4 84.67 - <0.0001
D17 XTT ZH757
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Dunn's multiple comparisons test
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Mean rank diff. Summary Adjusted P Value
04444

ZHT57 0Gy 0 TMZ vs. ZHT57 4Gy 0 TMZ ns >09999
ZHT57 0Gy 0 TMZ vs. ZHT57 4Gy 0.1 TMZ 15.11 ns >09999
ZHT57 0Gy 0 TMZ vs. ZHT57 4Gy 1 TMZ 17.56 ns >09999
ZH757 0Gy 0 TMZ vs. ZHT57 4Gy 10 TMZ 2733 ns 07055
ZH757 0Gy 0 TMZ vs. ZHT57 4Gy 25 TNZ 46.33 - 0.0187
ZH757 0y 0 TMZ vs. ZHT57 4Gy 50 TMZ 52 k 0.0047
ZHT5T 0y 0 TMZ vs. ZHT57 4Gy 75 TNZ 52.94 - 0.0037
ZHT57 0Gy 0 TMZ vs. ZHT57 4Gy 100 TMZ 54 e 0.0028
ZHT57 0Gy 0 TMZ vs. ZHT57 4Gy 500 TMZ 60.67 e 0.0004
ZHT57 0Gy 0 TMZ vs. ZHT57 4Gy 1000 TMZ 5767 e 0001
ZH757 0Gy 0 TMZ vs. ZHT57 4Gy CDS04 6328 = 00002

D17 Calcein ZH757

+

S
8

§

ity (calcein-pos. cells) [%]
» ~
T T

Dunn’s multiple comparisons test

ZH757 0Gy 0 TMZ vs. ZH757 4Gy 0 TMZ 5333
ZH757 0Cy 0 TMZ vo. ZH757 4Cy 0.1 TMZ 1067
ZHT757 0Gy 0 TMZ vs. ZHT57 4Gy 1 TMZ 9.333
ZHT757 0Gy 0 TMZ vs. ZH757 4Gy 10 TMZ 1133
ZHT757 0Gy 0 TMZ vs. ZH757 4Gy 25 TMZ 6.667

ZH757 0Gy 0 TMZ vs. ZH757 4Gy 50 TMZ 12

ZHT757 0Gy 0 TMZ vs. ZH757 4Gy 75 TMZ 2567
ZH757 0Gy 0 TMZ vs. ZH757 4Gy 100 TMZ 2317
ZHT5T 0Gy 0 TMZ vs. ZHT57 4Gy 500 TMZ 2467

ZHT757 0Gy 0 TMZ vs. ZH757 4Gy 1000 TMZ 25
ZHT757 0Gy 0 TMZ vs. ZH757 4Gy CDS04

ns

iff. Summary Adjusted P Value
>0.9999

~0.9000
>0.9999
>0.9999
>0.9999
>0.9999
0.0282
00713
0.0413
0.0364
00103
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