Supplementary Figure S1 SIRT3 mRNA expression and secondary sphere formation by NAM treatment in SSEA1+ cells and the effect of NAM and FK866 treatment in SSEA1- cells. (a) SIRT3 mRNA expression in each subpopulation was determined by real-time PCR analysis. (b) Serial secondary sphere forming assay of NAM-treated SSEA1+ cells. (c) U373MG SSEA1- cells were sorted and then incubated with 1 mM of NAM (NAD+ precursor) or 0.1 nM of FK866 (inhibitor of NAD+ biosynthesis). Representative cell images at 48 hours after treatment are shown. (d) The NAD+ levels in each lysate were quantified. (e) Clonogenicity was determined in each condition using limiting dilution analysis. (f) SIRT3 enzyme activity in the mitochondrial fraction and (g) lactate production in each condition were determined. *p < 0.05; **p < 0.01; ***p < 0.001 (Student’s t-test). Scale bar = 50 m.
Supplementary Figure S2 The effect of NNT overexpression or knockdown on clonogenicity of SSEA1- TICs is shown. (a) U373MG SSEA1- cells were sorted and then transduced with retroviral NNT or transfected with siRNA for NNT (siNNT). Representative morphology of each population at 3 days after treatment is shown. Scale bar = 50 m. (b) Overexpression or knockdown of NNT was confirmed by real-time PCR analysis. (c) Clonogenicity of each condition was compared using limiting dilution analysis. (d) Representative sphere images, (e) the diameter of spheres, (f) sphere numbers per well (initial seeding number = 50 cells) in each condition were quantitated at the end-point of the limiting dilution analysis (4-week incubation). 1 mM of NAM and 0.1 nM of FK866 were used as the comparison groups. *p < 0.05; **p < 0.01; ***p < 0.001 (Student’s t-test). Scale bar = 200 m.
Supplementary Figure S3 The effect of NMNAT3 overexpression or knockdown on the clonogenicity of SSEA1+ TICs is shown. (a) U373MG SSEA1+ cells were transduced with retroviral NMNAT3 or transfected with siRNA for NMNAT3 (siNMNAT3). Representative morphology of each population at 3 days after treatment is shown. (b) Clonogenicity of each condition was compared using limiting dilution analysis. (c) The diameter of spheres in each condition was quantitated at the end-point of limiting dilution analysis (4-week incubation). Box plots indicate the median and 25th and 75th percentiles. Whiskers indicate the minimum and maximum values. ***p < 0.001 (Student’s t-test); Scale bar = 50 m.
Supplementary Figure S4 NNT overexpression decreases the expression of neural stem cell markers, namely, SSEA1, Nestin, and Sox2. NNT overexpressed- or siNNT transfected-U373MG SSEA1+ cells were fixed and stained with indicated antibodies at 7 days after treatment. Scale bar = 50 m.
Supplementary Figure S5 The tumorigenic potential of NNT-overexpressed or -knock downed SSEA1+ TICs. Control, retroviral NNT-transduced, or siNNT-transfected U373MG SSEA1+ cells were injected subcutaneously and representative images of mice at 6 weeks after injection of each group were shown. 
Supplementary Figure S6 Summary of data from NNT overexpression and knockdown in SSEA1+ TICs. NNT level increase and followed induction of mitochondrial NAD+ level and SIRT3 activity impair clonogenicity of SSEA1+ glioma TICs.



Supporting Information Table 1. Antibodies used in this study.
	Antibodies
	Catalog No.
	Company
	Dilution

	anti-SIRT1
	8469
	Cell Signaling
	1:1000

	anti-SIRT2
	2313
	Cell Signaling
	1:1000

	anti-SIRT3
	5490
	Cell Signaling
	1:1000

	anti-actin
	A1978
	Sigma
	1:500000

	anti-NNT
	ab110352
	Abcam
	1:200

	anti-GFAP
	Z0334
	DAKO
	1:200

	anti-Tuj1
	MMS-435p
	Covance
	1:500

	anti-Sox2
	MAB2018
	R&D Systems
	1:100

	anti-SSEA1
	MAB2155
	R&D Systems
	1:100

	anti-Nestin
	sc-21247
	SantaCruz
	1:100





Supporting Information Table 2. Primers used in this study.
	Gene
	Primer (Forward)
	Primer (Reverse)

	hNNT
	GGGGTCCTGTAAGGGTCTAC
	ATGCCACTCGCTTCTCATTTT

	hSIRT3
	ACCCAGTGGCATTCCAGAC
	GGCTTGGGGTTGTGAAAGAAG

	hβ-actin
	GGACTTCGAGCAAGAGATGG
	AGCACTGTGTTGGCGTACAG
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