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[bookmark: _8oua9lyt7n26]Supplementary Figure S1. Generation of TMZ-adapted glioblastoma cell lines
(A) Growth kinetics of A172 and U343 GBM cell lines during chronic exposure to escalating concentrations of temozolomide (TMZ; 5-40 μM) over 28 days. Cell numbers were monitored throughout the adaptation protocol.
(B) Representative brightfield images of A172 and U343 cells treated with vehicle control (DMSO) or TMZ. TMZ-treated cultures displayed morphological features consistent with growth arrest and were positive for senescence (dark blue cells). Scale bar = 200 μm.
(C) Growth kinetics of U251, U87, U138 and LN18 glioblastoma cell lines during chronic exposure to escalating concentrations of TMZ (5-40 μM) over 28 days.
(D) Representative brightfield images of U251, U87, U138 and LN18 cells following vehicle control (DMSO) or TMZ treatment. Unlike A172 and U343 cells, these cell lines maintained proliferative cultures throughout the adaptation protocol. Scale bar = 200 μm.
Data are presented as mean ± SD (n = 3). Each individual symbol represents independent biological replicates. Significance is indicated as *P < 0.05, **P < 0.01, ***P < 0.001, **P < 0.0001; ns, not significant.
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[bookmark: _eve13d8byuui]Supplementary Figure S2. Characterization of tumor sphere morphology and ZIKV susceptibility in control and TMZ-resistant GBM cells
(A) Representative brightfield images of tumor spheres generated from control (CTRL) and TMZ-resistant (R) U251, U87, U138 and LN18 GBM cell lines. Scale bar = 500 μm.
(B-C) Quantification of sphere area (B) and total sphere number (C) in CTRL and R cultures.
(D-F) Representative LIVE/DEAD fluorescence images and quantification of ZIKV-induced cell death in tumor spheres generated from U251 (D), U138 (E) and LN18 (F) CTRL and R cells. Live cells are shown in green and dead cells in red. Cell death was measured at 24, 48 and 72 h post-infection and normalized to mock-infected controls. Scale bar = 1000 μm.
Data are presented as mean ± SD (n = 3). Each individual symbol represents independent biological replicates. Significance is indicated as *P < 0.05, **P < 0.01, ***P < 0.001, **P < 0.0001; ns, not significant.
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[bookmark: _dq5cwfvsqost]Supplementary Figure S3. Characterization of primary tumor tissue from patients 11939 and 11947
Immunophenotyping of primary tumor tissue of patients 11939 and 11947. Results were analyzed by trained pathologists at Instituto do Câncer do Estado de São Paulo (ICESP). Scale bar: 200 µm.
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[bookmark: _lopcuk2g5yoa]Supplementary Figure S4. MGMT inhibition does not universally sensitize N-ADA GBM cells to ZIKV infection
(A) Cell viability of LN18 cells treated with a low concentration of MGMT inhibitor (iMGMT, 25 μM), ZIKV (MOI 0.5), or the combination of both treatments. 
(B) Cell viability of U138 cells treated with MGMT inhibitor (iMGMT, 50 μM), ZIKV (MOI 0.5), or the combination of both treatments (left). Production sof infectious viral particles following ZIKV infection in the presence or absence of MGMT inhibition (right). 
Data are presented as mean ± SD (n = 3). Each individual symbol represents independent biological replicates. Significance is indicated as ns, not significant
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