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[bookmark: _zc30hhby5oxb]Supplementary Methods
[bookmark: _kse7bnbutyfs]S1. Three-dimensional (sphere) culture
For 3D culture, tumor spheres were generated by seeding 1 × 10⁴ cells per well in 96-well flat-bottom low-adhesion plates (Corning) in 100 µL of DMEM/F-12 (Gibco) supplemented with 1× B-27, 1× N-2 (all Gibco), 20 ng/mL human EGF and FGF (PeproTech), 1× antibiotic-antimycotic, and 1× Normocin (InvivoGen). An additional 50 µL of medium was added on day 4, and spheres were maintained for up to 7 days. Cells were subcultured with TrypLE Select (Gibco) and cryopreserved in CryoStor CS10 (STEMCELL Technologies) at -80°C or in liquid nitrogen.
[bookmark: _p3zcadkbw9wc]S2. TMZ-resistance induction 
Temozolomide (TMZ; T2577, Sigma-Aldrich) was dissolved in DMSO (Sigma-Aldrich) at 50 mM and stored at 4°C, protected from light, for up to one month. Cells were seeded at 2 × 10⁵ per well in six-well plates (Corning) and treated sequentially with 5, 10, 20, and 40 µM TMZ over 28 days. Medium containing TMZ was refreshed every 3 days, and the dose was doubled only when cells reached ~80% confluence, at which point they were counted and re-plated at 2 × 10⁵ cells/well. Control cells received DMSO at equivalent volumes. At the end of selection, both resistant (R) and control (CTRL) cells were expanded in TMZ-free medium for up to three passages, with cryopreservation performed at each passage.
[bookmark: _3a0tw44wzxkt]S3. Senescence-associated β-galactosidase staining
Cells were washed in 1× PBS and fixed with 3.7% formaldehyde for 30 min at room temperature. β-galactosidase staining solution was applied and cells were incubated overnight at 37 °C. Images were acquired on an EVOS XL microscope.
[bookmark: _qfodc9sbul2f]S4. ZIKV infection (seeding densities and volumes)
Cells were seeded at 1.1 × 10³ cells/well in chamber slides (Lab-Tek, cat. no. 154534, Thermo Fisher Scientific), 5 × 10³ cells/well in 96-well plates (Corning) or RTCA E-plates (Agilent), or 5.5 × 10⁴ cells/well in 24-well plates (Corning). 24h after seeding, culture medium was aspirated and replaced with ZIKV diluted at the indicated MOI in DMEM without supplements or antibiotics (56.5 µL/well for chamber slides, 96-well plates, or RTCA E-plates; 150 µL/well for 24-well plates). After 1h of adsorption at 37°C, the inoculum was removed and replaced with complete medium (200 µL/well for chamber slides, 96-well plates, or RTCA E-plates; 500 µL/well for 24-well plates).
[bookmark: _vd0dftmwks4c]S5. MTT viability assay
MTT (Sigma-Aldrich) was prepared at 0.5 mg/mL. 100 µL was added per well and cells were incubated for 4h at 37°C. Following incubation, 100µL of DMSO (Sigma-Aldrich) was added to solubilise the formazan crystals, and absorbance was read at 570nm on an Epoch microplate reader (Agilent). All chemotherapy assays were conducted protected from light.
[bookmark: _gz9c57r5lega]S6. LIVE/DEAD assay - detailed protocol
The LIVE/DEAD Viability/Cytotoxicity Kit (cat. no. L3224, Thermo Fisher Scientific) was reconstituted with calcein-AM at 1:1000 and ethidium homodimer-1 at 1:500 in 1× PBS. For monolayer cultures, culture medium was aspirated, cells were washed once in 1× PBS, and the diluted staining solution was applied for 30min at room temperature, protected from light. For three-dimensional cultures, tumor spheres were stained directly under the same conditions. Images were acquired on a BioTek Cytation C10 microscope (Agilent) using TRITC and GFP filters, capturing four fields per condition at 10× magnification.
[bookmark: _7bipjktabg4q]S7. Flow cytometric analysis of apoptosis and necrosis
CTRL and R cells were seeded at 5.5 × 10⁵ cells/well in 24-well plates. Twenty-four hours later, cells were infected with ZIKV at MOI 0.1 (U251, U87) or MOI 0.5 (LN18, U138); MOCK controls received virus-free medium. At 72h post-infection, supernatants and cells were collected and stained using the Dead Cell Apoptosis Kit with Annexin V Alexa Fluor 488 and propidium iodide (cat. no. V13242, Thermo Fisher Scientific) according to the manufacturer's protocol. Acquisition was performed on a FACSymphony A1 instrument (BD Biosciences), with Annexin V detected in the FITC channel (Alexa Fluor 488) and PI in the PE-CF594 channel. A total of 50,000 events were acquired per sample per experiment. Analysis was performed in FlowJo (BD Biosciences); after doublet exclusion, quadrant gates were set relative to the MOCK condition for each respective CTRL or R group.
[bookmark: _faz5sw7ybjl2]S8. Plaque-forming unit (PFU) assay
PFU assay was performed as described by Baer & Kehn-Hall (2014)[23]. VERO cells were seeded at 7.5 × 10⁴ cells/well in 24-well plates 48 h before the assay. Samples were serially diluted (10⁻¹ to 10⁻⁶) in duplicate, and 150 µL of each dilution was added to VERO wells. After 1 h of adsorption at 37 °C, supernatants were removed and overlaid with DMEM containing 2% FBS and 0.3% ultra-low-gelling-temperature agarose (cat. no. A5030, Sigma-Aldrich). After 4 days of incubation, plates were fixed with 3.7% formaldehyde for 30 min, washed, and stained with 1% crystal violet for 15 min. Plaques were counted and titer expressed as PFU/mL = (plaques × dilution factor) / sample volume.
[bookmark: _fz50hms76uva]S9. RT-qPCR for viral RNA quantification
Viral RNA was extracted from 100 µL of culture supernatant using the QIAamp Viral RNA Mini Kit (Qiagen) according to the manufacturer's protocol. Reactions were performed in triplicate using the TaqMan One-Step RT-PCR system (Thermo Fisher Scientific) on a 7500 Fast Real-Time PCR System (Applied Biosystems) with 3µL of template, 400nM primers, and 200nM probe (Supplementary Table 1). Cycling conditions were: 50°C for 1 min, 95°C for 20s, then 40 cycles of 95°C for 3s and 60°C for 30s. Absolute copy numbers were derived from a standard curve (10¹ to 10⁸ copies/µL) generated from a synthetic double-stranded DNA fragment (gBlock, IDT) corresponding to the ZIKV envelope gene region.
[bookmark: _yt9f2c2itfj7]S10. Gene expression by RT-qPCR
Total RNA was extracted from CTRL and R cells at ~70% confluence, 48h post-ZIKV infection (MOI 0.1 for U251 and U87; MOI 0.5 for LN18 and U138), using the RNeasy Mini Kit (Qiagen). Reverse transcription was performed using SuperScript III (Life Technologies). RT-qPCR was performed on a 7500 Real-Time PCR System (Applied Biosystems) using 45 ng cDNA, 250 ng of each forward and reverse primer, and SYBR Green Master Mix (Thermo Fisher Scientific). All reactions were run with an annealing temperature of 56.8°C. Target gene expression was normalized to GAPDH and analysed using the 2^−ΔΔCt method.
[bookmark: _eew4jofq759b]S11. Immunocytochemistry full staining protocol
At 48h post-infection, cells were washed in 1× PBS and fixed in 3.7% formaldehyde (Sigma-Aldrich) for 30min at room temperature. Cells were permeabilised and blocked in PBSAT (1× PBS, 0.1% Triton X-100, 1% BSA; all Sigma-Aldrich) for 60min at room temperature. Primary antibodies were applied overnight at 4°C in PBSAT: anti-flavivirus envelope 4G2 (1:250, Biomanguinhos), anti-GFAP (1:400, cat. no. G9269, Sigma-Aldrich), and anti-γH2AX (1:400, Abcam). After PBS washes, cells were incubated for 60min at room temperature with secondary antibodies (Alexa Fluor 488 anti-mouse and Alexa Fluor 647 anti-rabbit, 1:500, Thermo Fisher Scientific) and DAPI (2.5 ng/mL, Thermo Fisher Scientific) in PBSAT. Slides were mounted in Fluoromount (Thermo Fisher Scientific).
Images were acquired on a BioTek Cytation C10 microscope (Agilent) using DAPI, Cy5, and GFP filters. Quantification was performed using custom Python scripts based on contour detection: total cells were identified as red (cytoplasmic) contours containing blue (nuclear) contours, and ZIKV-positive cells were identified as green-positive contours. The proportion of infected cells (green / total) was normalised to the respective MOCK condition prior to statistical analysis. For γH2AX quantification, nuclei were segmented from the DAPI channel by intensity thresholding followed by watershed separation, and per-nucleus γH2AX signal was expressed as the number of positive pixels per segmented nuclear region divided by the total number of nuclei detected.
[bookmark: _mydykrjxrrig]S12. MGMT pharmacological inhibition
The MGMT inhibitor O⁶-benzylguanine (O⁶-BG; Merck) was dissolved in DMSO and stored at −20 °C, protected from light. LN18 and U138 cells were seeded at 5 × 10³ cells/well in 96-well plates. Cells were pre-treated with O⁶-BG at 25 µM or 50 µM, or with DMSO at the equivalent volume (vehicle control), for 1h prior to ZIKV infection. Following pre-treatment, cells were infected with ZIKV at MOI 0.5, and O⁶-BG was maintained in the post-infection medium. Cell viability was assessed by MTT assay at 72 h post-infection, and viral particles in the supernatant were quantified by RT-qPCR as described in Sections S5 and S9.
[bookmark: _ooees86cgmi0]S13. Patient-derived organoid (GBO) generation, maintenance and passaging
GBOs were generated following the protocol of Jacob et al. (2020)[24]. Briefly, GBM tissue fragments were maintained in six-well ultra-low attachment plates (Corning) in GBO medium consisting of 47% DMEM/F-12, 47% Neurobasal medium, 2% B-27 supplement minus vitamin A (50×; Thermo Fisher Scientific, cat. no. 12587010), 1% MEM non-essential amino acids (100×; Gibco, cat. no. 11140050), 1% N-2 supplement (100×; Gibco, cat. no. 17502048), 1% penicillin-streptomycin (100×; Gibco, cat. no. 15070063), 0.02% human insulin (Sigma-Aldrich, cat. no. I9278), and 0.1% 2-mercaptoethanol (Thermo Fisher Scientific, cat. no. 21985023). Cultures were maintained at 37 °C, 5% CO₂, and 90% humidity on an orbital shaker at 120 rpm. Organoid growth was monitored by a cross-sectional area using ImageJ.
When GBOs reached 1–2 mm in diameter, they were transferred to 15 mL conical tubes, allowed to settle by gravity, and the supernatant removed. Organoids were washed in glioblastoma dissection medium (Hibernate-A supplemented with 1% GlutaMAX (100×) and 1% antibiotic-antimycotic (100×); all Thermo Fisher Scientific) and transferred to a glass petri dish, where they were mechanically dissected into four fragments using a scalpel. Fragments were washed three times in 10 mL DMEM/F-12 and re-plated in six-well non-treated flat-bottom plates at 10–20 fragments per well in 4 mL GBO medium.
[bookmark: _2c75sa8fu005]S14. Whole-mount immunofluorescence of GBOs
GBOs were fixed in Bouin's solution (Sigma-Aldrich) for 3h at 4°C, transferred to 50% ethanol for 1h at room temperature, and stored in 70% ethanol with daily exchanges over 72h. Organoids were permeabilised in PBS containing 0.5% Triton X-100 for 30min at room temperature (80rpm), then blocked in PBS containing 2% BSA and 0.1% Triton X-100 (TBST) for 1h at room temperature (80rpm). Primary antibodies were incubated overnight at 4°C (80 rpm): anti-ZIKV (Biomanguinhos, 1:200) and anti-GFAP (1:400, cat. no. G9269, Sigma-Aldrich). After two TBST washes, GBOs were incubated for 3h at room temperature with Alexa Fluor 488–conjugated goat anti-mouse and Alexa Fluor 647–conjugated goat anti-rabbit secondary antibodies (1:400, Invitrogen, cat. no. A11029), counterstained with DAPI for 1 h, and mounted in Fluoromount. Coverslips were sealed and stored overnight at 4 °C protected from light. Images were acquired on a Zeiss LSM 800 confocal microscope and analysed in Python.


