2.7.4.4 Data Processing and Statistical Analysis
Data were processed using Spectronaut v19.5, which implemented the DirectDIA+ workflow with the Biognosys Standard (BGS) analysis framework. The canonical human reference proteome (UniProt, released 24 January 2024; 17,179 entries) was used as the reference database. Searches were conducted using Pulsar, with enzymatic specificity for trypsin/P and LysC/P, allowing up to 2 missed cleavages. Peptide lengths were restricted to 7–52 amino acids. Carbamidomethylation (C) was set as a fixed modification, while variable modifications included protein N-terminal acetylation, methionine oxidation, and methylation and demethylation. A maximum of five variable modifications per peptide was permitted. Peptide-spectrum matches (PSMs), peptides, and protein groups were filtered at a % false discovery rate (FDR) of 1%. Label-free quantification (LFQ) was performed automatically using MS2 area integration with default normalisation strategies. Protein inference employed the IDPicker algorithm.
Ingenuity Pathway Analysis (IPA, Qiagen) was implemented for pathway enrichment analyses using differentially expressed proteins (DEPs at absolute Log2FC   0.58 and Q 0.05) to identify canonical pathways responsible for the antiproliferative mechanisms of mono treatment vs. control and the synergistic effects of the combinations vs. the mono-treatments against the HKB-11 lymphoma cells.
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