Targeted inhibition of glycogen synthase kinase-3 using 9-ING-41 (Elraglusib) enhances CD8 T-cell-reactivity against neuroblastoma cells
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SUPPLEMENTARY INFORMATION 
Table S1. Antibodies used for flow cytometry staining.
	Antibody
	Catalog number (company)

	Ki67-FITC
	F726801-8 (Agilent)

	PD-L1-BV711
	329721 (Biolegend)

	CD25-BV711
	563159 (BD)

	HLA A2-PE
	343306 (Biolegend)

	CD8-BV605
	344742 (Biolegend)

	7-AAD
	559925 (BD)

	Fixable Viability Dye eFluor 780
	13539140 (Invitrogen™ eBioscience™)

	HLA-ABC-APC-CY7
	311426 (Biolegend)





Table S2. Primers used for qPCR.
	Gene
	Forward sequence (5’ – 3’)
	Reverse sequence (5’ – 3’)

	GSK-3β
	ATTTCACCTCAGGAGTGCGG
	AAGAGTGCAGGTGTGTCTCG

	TAP1
	ACAGTTCGAAGCTTTGCCAACGAG
	TCCCACTTTCAGCAGCATACCTGA

	TAP2
	TCACAATAGCAGCGGAGAAGGTGT
	GCCAATACAGCTGCCGACATTGTT

	HLA-B
	GGACAGCCAGACCAGCAACA
	GATTCTCCCCAGACGCCGAG

	STAT1
	GATTTAGGAAGTTCAACATTTTGGG
	AGACTGCCATTGGTGGACTC

	PSMB8
	GCTGCCTTCAACATAACATCA
	CTGCCACCACCACCATTA

	GAPDH
	GCCAGCCGAGCCACATC
	TGACCAGGCGCCCAATAC



[image: ]
Figure S1. (a) GSK-3β expression level in non-MYCN-amplified compared to MYCN-amplified neuroblastomas in the Versteeg cohort (R2 database; http://r2.amc.nl). (b) Association of GSK-3β expression level on tumor cells with survival of patients with neuroblastoma without MYCN amplification from the TARGET cohort (cBioPortal).  
[image: ]
Figure S2. Overexpression of MYCN gene in SH-SY5Y cells. SH-SY5Y cells were transfected with scrambled control or a MYCN-overexpressing vector. mRNA of MYCN and NDRG1 (a) and GSK-3β (b) was measured with qPCR and represented as fold induction compared to the scrambled control. (c) MHC-I cell surface expression measured on flow cytometry on neuroblastoma cells SH-SY5Y transfected with a scrambled control construct or a MYCN overexpressing construct, treated with or without 9-ING-41 and IFNγ. Cells were treated for 72h. Mann-Whitney U tests were used, where****p<0.0001. Data shown as mean ± SD.
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Figure S3. Gene expression in MYCN-amplified cell lines cultured with 9-ING-41. Gene expression in SK-N-BE (a) and IMR-32 (b) cell lines following a 72h treatment with or without 9-ING-41 and IFNγ. *p<0.05, **p<0.01, ***p<0.01, ****p<0.001, using one-way ANOVA with Šidák correction for multiple comparisons. Expression is normalized to GAPDH and shown relative to the unstimulated condition. Data shown as mean ± SD.
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Figure S4. Uncropped images for the Western Blots presented in figure 3. Neuroblastoma cell lines SH-SY5Y (a), SK-N-AS and SK-N-SH (b) were pre-treated for 30 minutes with the indicated concentrations of 9-ING-41 followed by 30 minutes of IFNγ. Protein expression was analyzed by Western Blotting on whole cell lysates. The original blot was cut above the 50 kDa mark. The upper part was then stained with an antibody against pSTAT1, while the lower part was stained with GAPDH loading control. An image was made from each of the two parts of the blot. The dashed rectangles represent the parts shown in the Fig. 3 of this manuscript. (c) STAT1 gene expression normalized to GAPDH in SK-N-SH cells. One-way ANOVA with Šidák correction.
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Figure S5. Flow cytometry gating strategy for the MHC-I mismatch reaction between SH-SY5Y and CD8+ T cells. 
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