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Supplementary Figure 1. Size distribution by TEM (A) and particle concentration by NTA (B) of EVs from
T98G, U8TMG, U251MG, and U373MG cells. (C) Representative profiles of roughness (red line) and
waviness (black line) across untreated and TMZ-treated T98G, US7TMG, U251MG, and U373MG cells. The
black vertical dotted lines separate the nuclear (Nu) and perinuclear/cellular edge (PNu/CE) regions. (D) Size
distribution of EVs isolated from TMZ-treated T98G, U251MG, U887MG, and U373MG cells measured by

NTA.
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Supplementary Figure 2. Effect of TMZ on the viability of U87MG and U251MG cells assessed using a
crystal violet assay. US7MG (A) and U251MG (B) cells were treated with 100, 200, 400, or 800 uM TMZ for
48 h. Data are reported as percentage compared to the control (untreated cells; CTRL) presented as mean +
SD of four individual biological replicates (n = 4). "P < 0.05 vs. control (Student’s ¢-test).
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Supplementary Figure 3. Microscopy fluorescence images showing the uptake of PKH26-labelled EVs from
untreated (EVs-TMZ) and TMZ-treated (EVs+TMZ) U87MG and U251MG cells in recipient GBM cells after
1, 3, and 24 h of incubation. PKH26-only controls (PKH26 CTRL) were included to confirm the absence of
free dye.



U87MG

U251MG

CTRL

EVs-TMZ
RINVA:T4)]

EVs+TMZ

Oh 1h 3h 6h 12h 24h 48h 72h

RINIA=r4)]

EVs+TMZ EVs-TMZ CTRL

Oh 0.5h 1h 3h 6h 12h 24h

EVs
oWL8N

EVs
U251MG U251MG

EVs
9WLSZN

EVs

Supplementary Figure 4. (A) Representative bright field images of the wound healing assay performed on
untreated (control, CTRL) and TMZ-treated US7MG and U251MG cells and reported in Figure 4B and C; (B)
Representative bright field images of the wound healing assay performed on untreated and EV-treated US7MG
and U251MG cells incubated with EVs derived from untreated and TMZ-treated U87MG and U251MG cells
reported and in Figure 4D and E.
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Supplementary Figure 5. Original uncropped Western blot images shown in Figure 5G (A) and 5K (B and
O).
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Supplementary Figure 6. (A) Representative Western blot images of CD80 and CD206 in BV-2 cells
untreated (CTRL) and treated with EVs from untreated and TMZ-treated US7MG and U251MG cells.
Ponceau red (bottom) was used as loading control. Original uncropped Western blot images are reported in

(B).
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Supplementary Figure 7. Representative gating strategy used to estimate the expression levels of CD86,
MHCII, and CD80 by flow cytometry reported in Figure 6. First, cell debris was gated out, after which
CD11c+ cells were selected. From CD11c¢+ population, CD86+, MHCII+ or CD80+ population was selected.



Supplementary Table 1. List of quantified and differential proteins.



