Development of Kallikrein-Kinin System Biomarker Assays to Investigate Bradykinin-Mediated Diseases
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« Activation of the plasma kallikrein-kinin system (KKS) results in cleavage of high-molecular-weight « Kinin LC-MS/MS assay in blank matrix met qualification criteria. Within- and between-run accuracy - Standard curves were prepared by spiking iHMWK or cHMWK in kininogen-deficient plasma . A intra-indivi iability (CV <15%) for both iHMWK and cHMWK in both liquid PI
kini (HMWK) and production of vasodilatory kinins, such as bradykinin (BK) and its metabolite and precision. Coefficient of variation (CV) <15% (Figure 2). « For both proteins, the back-calculated concentrations of the standards met qualification criteria plasma and control EDTA plasma (Figure 7).
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either HMWK or low-molecular-weight kininogen (LMWK). Figure 2. Analysis of quality control (QC) samples for BK1-5, BK1-9 and KD in blank matrix Figure 7. iHMWK and cHMWK intra-individual variability in EDTA plasma and plasma with liquid P1
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+ Toinhibit ex vivo act of KKS proteases and proteolyticd of BK, a protease « Liquid P! efficiently inhibited KKS activation and stabilized BK1-9 levels compared with EDTA alone 0 1 2 3
inhibitor (PI) cocktail was manufactured in a liquid and lyophilized form. and was superior to lyophilized PI, resulting in low inter- and intra-run variability (CV <15%) for both Concentration (ug/mL) MWK (jg/ CcHMWK (pg/mL)
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« Liquid PI was shown to be superior to lyophilized Pl in in ng degradation of BK1-9.
« The established qualified KKS biomarker assays can be used to reliably measure KKS biomarkers in human plasma.
« These assays could become key tools for identifying, studying, and managing BK-mediated diseases, including BK-mediated AE.
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