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Validation

No a priori power calculation was made. The sample size was simply decided based on availability of analysis capacity and each individual is
analysed three times. The design included the largest possible longitudinal study cohorts for both healthy and T2D, given the high frequency
of visits and the extensive analyses.

Only subjects with full longitudinal data and complete series of plasma samples were included in the analysis. The number of included
individuals per dataset has been stated.

All of the plasma samples measured by PEA-NGS were also analyzed using PEA-qPCR as replication. Most of the assays (~82%) were found to
correlate well with a high cross-platform correlation >0.7. A pairwise correlation of all protein levels across the 372 samples also showed high
concordance with a median Pearson correlation of 0.985.

Samples were randomized and several bridging samples were included on each plate for normalization

No blinding. The study aims to give a “knowledge-based map” of the protein levels in blood. To validate possible biomarkers for follow-up
studies, we strongly recommend blinding.

PEA probes are generated by the manufacturer (Olink) from two paired antibodies, either matched monoclonal antibodies (mAb),
one polyclonal antibody (pAb) split in two or a mix of both (one mAb and one pAb). For probe generation, antibodies were
resuspended to 2 mg/ml in PBS according to the concentration stated by the antibody manufacture. Ten µg antibody was used in the
conjugation reaction generating the PEA probes used in Olink Explore.

The analytical performance of PEA is validated for each protein assay by the manufacturer, included in the library and performance
data is made available at www.olink.com. In short, technical criteria include assessing sensitivity, dynamic range, specificity, precision,
scalability, endogenous interference and detectability in both healthy and pathological plasma and serum samples.




