A comprehensive analysis of molecular characteristics of hot and cold tumor of gastric cancer
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Supplementary Figure 1 The overall design of this study.

Supplementary Figure 2 Difference analysis of hot and cold tumor in five other algorithms including XCell (A), TIMER (B), EPIC (C), MCP-counter (D), and quanTIseq (E).

[bookmark: OLE_LINK86][bookmark: OLE_LINK85]Supplementary Figure 3 Presentation of clinical parameters between hot and cold tumor, including neoplasm histologic grade (A), pathologic T (B), vital status (C), gender (D), barretts esophagus (E), tumor stage (F), h_pylori infection (G), pathologic N (H), and pathologic M (I).

[bookmark: OLE_LINK48][bookmark: OLE_LINK91][bookmark: OLE_LINK87]Supplementary Figure 4 Multi-omics analysis based on mutation, copy number variation, and DNA methylation. (A). KEGG pathway enrichment analysis of mutated genes in hot tumor group (overall mutation rate > 5%, p < 0.05 and OR > 1). (B). KEGG pathway enrichment analysis of mutated genes in cold tumor group (overall mutation rate > 5%, p < 0.05 and OR < 1). (C). Heatmap showing the differences of CNV on different chromosomes in hot tumor (above) and cold tumor (below) group. The figure shows the top 5 sites with G-scores. (D). Waterfall plot of CNV rates in hot tumor group. The red line indicates copy number amplification and the blue line indicates copy number deletion. (E). The relationship between MCF2L methylation degree and corresponding CpG sites in hot and cold tumor group. (F). The expression of gene MCF2L of TCGA-STAD patients between hot and cold tumor. (G). The relationship between differentially methylated regions and corresponding CpG sites in hot and cold tumor group.

[bookmark: OLE_LINK69]Supplementary Figure 5 WGCNA analysis and Time-dependent ROC curves. (A). Analysis of network topology for different soft-threshold power. The left panel showing the impact of softthreshold power on the scale-free topology fit index; The right panel displaying the impact of soft-threshold power on the mean connectivity. (B). Heatmap showing the eigengene adjacency of modules. (C-F). Time-dependent ROC curves of 1-year, 3-year, and 5-year OS in the TCGA (C), GSE15459 (D), GSE66229 (E), and GSE84437 (F). 

[bookmark: OLE_LINK50][bookmark: OLE_LINK88]Supplementary Figure 6 Multivariate Cox regression of model regarding to risk score in TCGA (A), GSE66229 (B), GSE15459 (C), and GSE84437 (D). Univariate Cox regression of model regarding to risk score in TCGA (E), GSE66229 (F), GSE15459 (G), and GSE84437 (H). Data are presented as hazard ratio (HR) ± 95% confidence interval [CI].

[bookmark: OLE_LINK92][bookmark: OLE_LINK90]Supplementary Figure 7 Correlation analysis between risk score and immunological characteristics. (A). Bar plot showing the distribution of 28 immune cell subsets infiltration between high and low risk groups. (B). Heatmap showing 28 immune cell abundances in the high and low risk groups. (C-E). Correlation analysis between risk score and immunological characteristics, including immune cells (C), Chemokines (D), and immunoregulatory molecule (E). Red indicates positive correlation, while blue indicates negative correlation, and the color shade represents the degree of correlation. Statistic tests: pearson’s rank correlation analysis. ***, P<0.001; **, P<0.01; *, P<0.05; n.s., not significant.

[bookmark: OLE_LINK93][bookmark: OLE_LINK83]Supplementary Figure 8 Expression of HTTR in the first single cell cluster.

Supplementary Figure 9 Expression of HTTR in the second single-cell cluster.


