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Fig. S1 ROCK-mTOR kinase inhibitors reprogram GBM cells into iNs. GBM GM97 and PDC1 (patient-derived primary cells) cells were treated with ROCK-mTOR inhibitors (P+Y) in the induction medium. Morphology for GBM cells at 0, 7 and 21 days after induction. GBM cells in induction medium without ROCK-mTOR inhibitors still kept GBM cell morphology. Scale bar, 10 µm.

[image: image1.jpg]GM97

P+Y
Induction

PDC1

P+Y
Induction





Fig. S2 ROCK-mTOR kinase inhibitors reprogram GBM cells into iNs. GBM GM97 and PDC1 cells were treated with ROCK-mTOR inhibitors (P+Y) in the induction medium. Quantitative of iN cells is counted by MAP2 positive staining (A & C). Quantitative data are mean ± SEM from three independent experiments. B & D. Representative images for staining of Tuj1 and MAP2 staining from GM97 and PDC1 cells. Scale bar, 10 µm.
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Fig. S3 iNs did not express astrocyte and oligodendrocyte markers. Immunostaining for GFAP (astrocytes) and oligodendrocytes (O4) was performed in iNs from GBM GM97, U118 and PDC1 cells after 3 weeks induction. Astrocyte and oligodendrocyte positive control cells were from p53-/- IMR90 fibroblast conversion. Scale bar, 10 µm.
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Fig. S4 Effects of mTOR-ROCK inhibitor treatment on normal primary neurons/astrocytes.  Primary mouse neurons and astrocytes were treated with 2 µM P+Y. Proliferating cells (viable) were evaluated by the trypan blue dye exclusion assay at the indicated time points. Shown are the mean fold change in cell number relative to the 24-hour time point and SEM from three treatments. P > 0.5 between mock and P+Y treatment at days 2, 3 and 4 in neurons and astrocytes. B. Images showed primary mouse neurons with mock or P+Y treatment at day 4. C. Primary mouse neurons and astrocytes were treated by P+Y with indicate concentrations for 4 days. P > 0.5 among 2, 10 µM P+Y and no treatment; P < 0.01 among 10, 50, 250 µM P+Y treatment.
[image: image4.jpg]>

Cell proliferation (fold change)

Cell number count (fold change) o

59 == Mock
— Pty astrocyte
== Mock
— By neuron
2.51
3 3 —}
0 —_————————————{
1 2 3 4
Time (Day)
I
10 f
|
N == astrocyte
== neuron
0
0 2 10 50 250

P+Y (UM)

Primary neurons





Fig. S5 iNs lose abilities of proliferation. A. GBM GM97 and iN (3 weeks induction) cells were treated with 2 µM P+Y. Proliferating cells (viable) were evaluated by the trypan blue dye exclusion assay at the indicated time points. Shown are the mean fold change in cell number relative to the 24-hour time point and SEM from three treatments. B. TUNEL assay was performed in GBM GM97 and iN cells treated with 2 µM P+Y. Apoptotic cells were evaluated at the indicated time points and SEM from three treatments. P < 0.05 among GBM and iN cells at days 2, 3 and 4 with or without P+Y treatment. Etoposide treatment (5 µM) was used as a positive control.
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Fig. S6 Proliferation and invasion ability of iNs. A. GBM U118 and iN (3 weeks induction) cells were treated with 2 µM P+Y. Proliferating cells (viable) were evaluated by trypan blue dye exclusion assay at day 4 after treatment. Shown are the mean fold change in cell number relative to the 24-hour time point and SEM from three treatments. B. TUNEL assay was performed for GBM U118 and iN cells treated with 2 µM P+Y. Apoptotic cells were evaluated at day 4 after treatment from three treatments. Etoposide treatment (5 µM) was used as a positive control. C & D. GBM U118 and iN cells were seeded for soft agar assays (C) and invasion assays (D). Quantitative data are the mean ± SEM from three independent experiments.
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Fig. S7 Recurred tumors did not express MAP2. Recurred tumors from P+Y without induction medium, medium only or no treatment control were examined and GFP-positive cells did not express MAP2. The scale bar represents 10 μm.
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