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Possible Insights for Targeted Neprilysin Inhibition
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Fig. 1. The known sites of BNP1-32 cleavage by NEP
(marked with arrows).
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Fig. 2. Novel BNP-neo17 immunoassay.

(A), Schematic representation of openBNP (5-17){18-32) form with BNP-neo17 immunoassay antibody epitopes: the PAb BNP-neo17
binding site is marked with a black curve, and the anti-BNP 50E1 binding site is marked with a straight black line. Lowercase numbers indicate
antibody epitope. (B), BNP forms, used for cross-reactivity testing with SES-BNP assay antibody epitopes (the gray area marks the SES-BNP
epitope). (C), BNP-neo17 immunoassay interaction with different antigens. (D), SES-BNP assay interaction with different antigens.
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Fig. 4. Change in average NP concentration in rat plasma with (+) and without (~) NEP inhibition by sacubitril.
(A), ANP immunoassay (P = 0.4619, 0.0028, 0.0014, 0.0135, and 1.0000 at 1, 2, 4, 8 and 20 min, respectively). (B), SES-BNP assay (P =
0.5635, 0.7132, 09581, 0.1893, and 0.0002 at 1, 2, 4, 8 and 20 min, respectively). (C), BNP-neo17 immunoassay (P = 0.0550, 0.0008,
0.0014, 0.0002, and 0.0027 at 1, 2, 4, 8 and 20 min, respectively). (D), BNP-neo’7/total BNP (P = 0.0246, 0.0008, 0.0002, 0.0002, and
0.0009at1,2, 4, 8.and 20 min, respectively). Error bars represent standard error of the mean (SE). If error bars e not visible, theyare smaller
than the marker size. Asterisks mark points where parameter difference  sacubitil was statistically significant.

Fig. 3. In vitro BNP cleavage by rat and human NEP.

Measurements with BNP-neo17 immunoassay with openBNP (5-
17)-(18-32) as calibrator. Error bars represent SD. Asterisks de-
note concentrations of BNP-neo17 below LOD.
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Fig. 5. BNP-neo17 measurement in HF patient plasma samples.
(A), BNP-neo17/total BNP ratio in HF patient plasma samples. (B), Correlation between BNP-neo17/total BNP ratio and total BNP concentra-
tions (r=—0.175, P = 0.680).
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Fig. 6. “Swimming pool” concept: schematic representation of active NP equilibrium in circulation.

The active NP poolis replenished through the “incoming pipe, " and expression and processing levels regulate the process. “Outcoming pipes”
are NP clearance and proteolytic degradation, with NEP representing one of several proteases involved.
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Clinical Chemistry 65:10

000-000(2019) Editorials

Step by step Tpward Biomarker-Based Precision
Medicine in Heart Failure

Antoni Bayes-Genis’2" and Julio Nafiez 3#
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