
We have analyzed the common ENTEx samples to validate and characterize our annotation. Specifically, in ongoing unpublished work, the ENTEx RNA-seq data sets were used to assess pseudogene expression in various human tissues. We also investigated personalized molecular profiling using MS data from ENtex samples and mapping peptides directly to exons rather than transcripts to reduce ambiguity when looking at protein isoforms and enable validation of individual exons and their differential expression. 
Our pseudogene annotation pipeline11, including PseudoPipe27, 28, RCPedia29, and Retrofinder30, focused on refining the annotations of pseudogenes. We identified 271 mouse and 431 human putative unitary pseudogenes  for manual review using a combination of multi-sequence alignments, manual curation, and a specialised workflow, including a new pipeline leveraging Ensembl protein-coding annotation of eukaryotic species. In addition, we created a population-based pseudogene annotation of 16 closely related mouse strains and used it to construct a pangenome pseudogene data set of 49,262 unique entries across strains31. We defined orthology relationship patterns of pseudogene gain and loss across the strains as a prototype for work annotating human pseudogenes leveraging variation across the human population31. We also extended our methods to quantify the transcription and activity of pseudogenes in human and mouse using RNA-seq data by minimizing the mis-mapping of RNA-seq reads caused by the sequence similarity between pseudogenes and parent genes, highlighting tissue and strain-specific transcribed pseudogenes31, 32.
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