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GMPS inhibits the proliferation and migration of non-small cell lung cancer via the regulation of the DNMT 1 / SERPINB2 axis





































Table S1. List of genes and primers used for analysis.
	Genes
	Primer sequences
(5’-3’)
	Product size (bp)

	SERPINB2 
(NM_001143818)
	F:GAGGAGCATTGCCCGTCAG
	146

	
	R:GTTGTAGTGCAAGAAATGCTGGT
	

	ACTB 
(NM_001101)
	F:ACAGAGCCTCGCCTTTGCC
	250

	
	R:GATATCATCATCCATGGTGAGCTGG
	

	PCNA
(NM_002592)
	F:TCTTCCCTTACGCAAGTCTCAG
	109

	
	R:CTTGAGTGCCTCCAACACC
	

	MKi67
(NM_002417)
	F:CTTTGGGTGCGACTTGACGA
	209

	
	R:ACAACTCTTCCACTGGGACG
	

	SERPINB10 
(NM_005024)
	F:TCAACTCTTCAGCCACAATCTCT
	172

	
	R:AGAGTCCATTGAGGAAACCTTGT
	

	SRPX
(NM_001170750)
	F:TCCCTTGGTCTCTTCGGTCT
	141

	
	R:ACCACGGGGTATCTGGGAA
	

	MNS1
(NM_018365)
	F:AGCTCCACCGTTGCCAAG
	193

	
	R:TTCTCCTTTTGGAACCCATCTT
	

	FAM171A1
(NM_001010924)
	F:GGTTTGACCAGAAGCTGGGA
	102

	
	R:TGTGTTACAACGGGACCTGG
	

	GMPS
(NM_003875)
	F:TCAGGGAGTCTGGGTATGCT
	138

	
	R:AGGCTGCTTTTGAAGTGGGT
	



[bookmark: _GoBack][image: Figure 1s-ai]Figure S1. GMPS expression was used for lung cancer single-cell data analysis.
(A) UMAP displays subclusters of lung cancer samples including normal and tumor tissues.
(B) Expression of GPMS in each cell subset on normal and tumor tissues.
(C) Doxplot Analysis of GPMS expression in each subset.
(D) KEGG analysis of related signaling pathways upregulated in tumor tissues.
    







[image: Figure 1s-1-ai]
Figure S2. GMPS expression and localisation in cell lines.
(A) Detection of mRNA expression of GMPS in multiple non-small cell lung cancer cells using RT-qPCR.
(B) Protein expression levels of GMPS in multiple non-small cell lung cancer cell lines. 
(C) Cellular immunofluorescence reveals major localisation of GMPS in PC-9 and SK-MES-1 cell lines. **, p<0.01; ****, p<0.0001.
(D) Survival analysis of lung squamous cell carcinoma in the TCGA database.                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                                  [image: Figure 2s-ai]

Figure S3. Construction of GMPS overexpression and knockdown cell lines.
(A) Knockdown efficiency of GMPS in SK-MES-1 and PC-9 detected by RT-qPCR .
(B) Western blot detection of GMPS stable knockdown of intracellular GMPS protein expression in SK-MES-1 and PC-9.
(C) mRNA efficiency of RT-qPCR for GMPS overexpression in SK-MES-1 and H1299 .
(D) Western blot detection of GMPS in SK-MES-1 and H1299 protein overexpression efficiency . *, p<0.05; ****, p<0.0001.
           [image: 未标题-1]

Figure S4. Overexpression of GMPS promotes tumour proliferation .
(A) Transwell assay to verify the effect of GMPS overexpression on the migratory ability of SK-MES-1 and H1299 cells .
(B) RT-qPCR for mRNA expression of Ki67 and PCNA in H1299 overexpressing cell lines. **, p<0.01; ***, p<0.001 .
[image: Figure 4s-ai]

Figure S5. DOX-induced GMPS stable knockdown cell model construction .
(A) Different concentrations of DOX induced knockdown efficiency of GMPS in SK-MES-1.
(B) Microscopic observation of cell growth after addition of DOX induced GMPS knockdown in GMPS conditionally induced knockdown cell model . scale：100µm . 
(C) CCK8 to detect the proliferative capacity of wild-type SK-MES-1 under the action of DOX on wild-type SK-MES-1. ns: no signification .

[image: Figure 5s-ai]

Figure S6. RNA-seq sequencing analysis of SK-MES-1 cells in control and GMPS knockdown groups .
(A) Bar graph of differentially expressed genes, red represents significantly up-regulated genes; blue represents significantly down-regulated genes .
(B) Clustering analysis of differentially expressed genes after knockdown of GMPS, clustering by RPKM values, red indicates highly expressed genes, blue indicates lowly expressed genes . 
(C) GO enrichment analysis of genes whose knockdown of GMPS resulted in significant downregulation of transcript levels .
(D-F) GSEA enrichment analysis of RNA-seq sequencing data after knockdown of GMPS .

[image: Figure 7s-ai]
Figure S7. Detection of uPA expression after GMPS knockdown .
(A) Westren blot for GMPS knockdown and control SERPINB2 and uPA protein expression expression levels .
(B) GraphPad Prism 10 Statistical analysis of protein grey values in Measurement A . 
(C) Westren blot detection of protein expression after GMPS knockdown and RNA interference with SERPINB2 .
(D) GraphPad Prism 10 Statistical analysis of protein grey values in Measurement C .*, p<0.05; **, p<0.01; ***, p<0.001; ****, p<0.0001 .
(E) Methylation status of the SERPINB2 promoter in GMPS knockdown and controls at four sites .
(F) Mean values of methylation status comparisons of SERPINB2 promoters .
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