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No statistical method was used to pre-determine sample size, but the sample size was chosen to be adequate to receive significant results as

determined by preliminary experiments.

Mice that died for unknown reasons (no tumor lesions were detected) were excluded from analysis.

All experiments were repeated independently at least two times. Each individual experiment contained 2 or more biological/technical repeats.
All the replication attempts were successful as described in the figures.

Mice were randomly assigned to either control or treatment group. Male and female mice were used and age-matched. For in vitro assays,
glioma cells were subcultured from the same initial plate and divided randomly between the plates or wells for subsequent co-culture with
either control or CAR specific T cells.

Since most of the experiments were performed and analyzed by the same person, blinding was not possible in most of the experiments. All
imaging samples were quantified using the least biased approach possible. This included the use of image analysis programs as indicated in
the methods section.

Anti-hCD3 (Biolegend, Cat. No. 317326, clone OKT3, Lot B317658, 1 "g/ml) anti-hCD28 (Biolegend, Cat. No. 302934, clone CD28.2,
Lot B318445, 1 "g/ml) anti-mCD3 (Cat. No. 100331, clone 145-2C11, Lot B206702, 30 ng/ml), anti-mCD28 (Cat. No. 102112, clone
37.51, Lot B212837, 30 ng/ml), mouse anti-GC1qR/p32 (Abcam , Cat. No. ab24733, clone 60.11, lot no. GR3208495-4 dilution
1:1000), rabbit anti-tubulin (Santa cruz, Cat. No. Sc53646, clone 10D8, lot no. K0515, dilution 1:1000), goat anti-mouse-HRP (Jackson
ImmunoResearch Cat. No. 115-035-166, Lot 124784, Dilution:1:10,000), goat anti-rabbit HRP (Jackson ImmunoResearch Cat. No.
115-035-166, Lot 128223, Dilution:1:10,000) Anti-mouse CD3!-APC (Biolegend, Cat No. 100311, clone 145-2C11, lot B291091,
dilution 1:100). Anti-mouse CD8a-alexa 488 (Biolegend, Cat No. 100723, clone 53-6.7, lot B254526, dilution 1:200). Anti-mouse CD4-
BV 785 (Biolegend, Cat No. 100453, clone GK1.5, lot B236697, dilution 1:100). Anti-mouse CD25-PE (Biolegend, Cat No. 101904,
clone 3C7, lot B247733, dilution 1:50). Anti-mouse LAG3-PerCP-Cy5.5 (Biolegend, Cat No. 125211, clone C9B7W, lot B261544,
dilution 1:200). Anti-mouse PD-1-PerCP-Cy5.5 (Biolegend, Cat No. 135208, clone 29F.1A12, lot B302661, dilution 1:200). Anti-human
CD3!-APC (Biolegend, Cat No. 300439, clone UCHT1, lot B278610, 5ul per test). Anti-human CD4-FITC (Biolegend, Cat No. 317408,
clone OKT4, lot B234953, 5ul per test). Anti-human CD8a ef450 (Biolegend, Cat No. 48008842, clone RPA-TB, lot 1988089, 5ul per
test). Anti-human CD25-FITC (Biolegend, Cat No. 302604, clone BC-96, lot B253407, 5ul per test). Anti human LAG3-APC (Biolegend,
Cat No. 369212, clone 7H2C65, lot B294090, 5ul per test). Anti human CD45RA-APC (Biolegend, Cat No. 304112, clone HI100, lot
B276540, dilution 1:200). Anti human CCR7-FITC APC (Biolegend, Cat No. 353216, clone G043H7, lot B194490, dilution 1:200). Anti
human PD-1-FITC (Biolegend, Cat No. 621611, clone A17188B, dilution 1:200). Rabbit anti-FLAG (Cell Signaling, Cat. No. 14793, clone
145-2C11, Lot B206702, Dilution 1:400). Rabbit IgG Isotype control (Cell Signaling, Cat. No.3900, Dilution: same concentration as
corresponding primary antibody). Anti-mouse/human C1QBP-PE (Santa Cruz, Cat. No. sc-23884, Clone 60.11, Lot L0403, Dilution: 20
ul per test). TruStain FcXTM-Fc blocker CD16/32 (Biolegend, Cat. No. 101320, clone 93, Lot no. B275367, dilution 1:100) PE-
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conjugated anti-IFN-g antibody (Biolegend, Cat. No. 505807, Clone XMG1.2, Lot no. B240650, dilution 1:100), rabbit anti-p32
polyclonal antibody (gift from Prof. Tambet Teesalu, stock 4.5 mg/ml, Dilution: 1:100), rabbit anti-vWF (Abcam, Cat. No. ab6994, Lot
GR3180938-1, Dilution 1:100), goat anti-rabbit-Alexa 488 (Abcam, Cat No. ab150077, dilution 1:500), or goat anti-rabbit Cy3 (Jackson
ImmunoResearch, Cat No 111-165-144, Lot 123834, dilution 1:400).

All antibodies used were validated for the specific application and species by the manufacturers and validation data and references
were provided in the manufacturers website. All antibodies were used according to the manufactures instructions only for the
validated species and application. Validation statements on the manufacturer’s website for all primary antibodies used:C1QBP-PE
conjugated antibody (Santa Cruz. Cat No. sc-23884) was tested by the manufacturer and have reported application for flow
cytometry on murine and human cells.

Anti-FLAG (Cell Signaling , Cat No.14793) was tested by the manufacturer and have reported application for flow cytometry on
murine and human cells. Anti-Tubulin (Santa cruz, Cat No.sc-53646) was tested by the manufacturer and have reported application
for WB on murine and human cells. Anti-Von Willebrand Factor (vWF) antibody (Abcam, Cat No. ab6994) was tested by the
manufacturer and have reported application for IHC-P on human cells and we have publications where we tested in mouse cells and
tissue. Murine targeting Biolegend antibodies listed were tested by the manufacturer for flow cytometry on murine cells. Human
targeting Biolegend antibodies listed were tested by the manufacturer for flow cytometry on human cells. Anti-human CD8a ef450
(Invitogene, Cat No. 48008842) was tested by the manufacturer and have reported application for flow cytometry on human cells.
Anti-GC1qR/p32 (Abcam, Cat No. ab24733) was tested by the manufacturer and have reported application for WB on murine and
human cells. Purified Rat Anti-Mouse CD31 (BD Biosciences, Cat No. 557355) was tested by the manufacturer and have reported
application for flow cytometry on murine cells. Rabbit anti-p32 polyclonal antibody was provided by Prof. Tambet Teesalu who has
publications testing the antibody in both murine and human tissue (IF, IHC)

Secondary antibodies:

Goat anti-Rabbit Alexa 647 (Abcam, Cat No. ab150079), Goat anti-mouse Alexa 647 (Abcam, Cat No. ab150115) and Goat anti-Rabbit
AlexaFluor 488 (Abcam, Cat No. ab150077), were tested by the manufacturer for flow cytometry and IF.

Mouse anti Rat Alexa 647 (Biolegend, Cat No. 407511) was tested by the manufacturer for flow cytometry and IF.

Goat anti Rabbit Cy3 (Jackson ImmunoResearch, Cat No. 111-165-144) was tested by the manufacturer for flow cytometry and IF.

Goat anti Mouse HRP (Jackson ImmunoResearch, Cat No. 115-035-166) and Goat anti Rabbit HRP (Jackson ImmunoResearch, Cat No.
111-035-144) were tested by the manufacturer for WB.

Human embryonic kidney 293T cells (HEK 293T), U87, U118, U178 were obtained from the American Type Culture Collection
(ATCC, Manassas, VA, USA). U251 human GBM cell line was obtained from the European Collection of Authenticated Cell
Cultures (ECACC) (Porton Down, Salisbury, UK). GBM83, GBM1005, GBM1027, GBM1079, GBM1051 were obtained from
Prof. Ichiro Nakano. G179, G26, G7 were obtained from Prof. SM Pollard/Peter Dirks. BL line was obtained from Prof. Santosh
Kesari. NCH421K line was obtained from Prof. C. Herold-Mende and received from Prof. Tambet Teesalu. Human primary
cells H-6067, H-6034, H-6013, H-6044 were purchased from cell biologics, and N7805-100 was purchased from Gibco. 005 is
a murine glioma stem cell line generated from a lentiviral HRasV12 induced tumor in a p53-/- knockout mouse and GBM83 is
a patient tumor-derived GSC (newly diagnosed female, 72 years old, 30-35% Ki67 index). AFFR53 are transformed primary
astrocytes with HRas-shp53 lentivirus. O1 cells were derived from FGFR1mut-shp53 lentiviral induced tumor. For a complete
list and summary of all the cell lines please refer to Supplementary Table 1.

Cell lines from ATCC have been thoroughly tested and authenticated; ATCC uses morphology, karyotyping, and PCR based
approaches to confirm the identity of human cell lines. U251 cell line was authenticated by the European Collection of
Authenticated Cell Cultures (ECACC) using morphology, karyotyping, PCR-based techniques, and Cytocrome oxidase I assay,
following manufacturer validated procedures. Murine derived cells lines (005, AFFR53 and O1) and patient derived cell lines
were not authenticated by the authors.

All cell lines were routinely tested for mycoplasma using the EZ-PCR-Mycoplasma test kit (Biological Industries). All cells used
were tested negative for mycoplasma contamination.

The ICLAC identifies U118 as misidentified line, a derivative of U138, possibly sharing a common donor. We only used this cell
line once in the manuscript to check expression of p32 on surface (FACS analysis).

All the animals were maintained within the Tel Aviv University specific pathogen free (SPF) facility. Groups of up to five mice per IVC
cage (Lab-Products) were housed on a 12 h light/dark cycle, on autoclaved ASPEN wood chips bedding, at an ambient temperature of
22°C±1°C, with humidity controlled at 50%. The animals used for the in vivo experiments were randomized to receive either control
or CART treatment. No statistical method was used to pre-determine sample size, but the sample size was chosen to be adequate to
receive significant results as determined by preliminary experiments. Mice that died for unknown reasons (no tumor lesions were
found) were excluded from analysis. C57Bl/6J and Nude male and female 8-12 weeks old mice were purchased from Envigo
Jerusalem Israel.

The study did not involve wild animals.

The study did not involve field-collected samples




