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O Results

a. Accuracy, Precision & Sensitivity
Inter-assay (between runs) and intra-assay (within runs) accuracy and precision were assessed by performing 6 runs on 4 different days by 4 different
analysts. Each run consisted of calibration curve, diluent QCs (HQC, MQC, LQC), matrix QCs (EQC1-EDTA plasma, EQC2-Serum, EQC3-CSF), and
upper and lower limit of quantitation samples (ULOQ, LLOQ) tested in duplicate. The pT217 and pT181 assays demonstrated good accuracy and
precision. Inter-assay and intra-assay accuracy and precision for diluent and matrix QC samples were £20% and <20%, respectively. Samples prepared
at the ULOQ and LLOQ exhibited within and between run precision of <25%, accuracy of 75-125% and total error (measurement of bias) of <40%. LLOQ
represents assay sensitivity.

@ Abstract

Aggregation of phosphorylated tau (pTau) into neurofibrillary tangles is closely associated with Alzheimer’s disease (AD). Hyper-phosphorylated tau
in the brain has been imaged by classical biochemical techniques like immunohistochemical staining, but in vivo histological investigations are not
possible. Measurement of circulating levels of tau phosphorylated at unique sites holds promise for research regarding early AD detection and
potential treatment, as well as selection, classification, and monitoring in clinical trials. Moreover, blood-based biomarker detection assays can
simplify sample acquisition further by removing the need for an invasive spinal tap, which is necessary for collecting cerebrospinal fluid (CSF). An
accurate, reliable, and ultra-sensitive, blood-based pTau assay should significantly benefit AD research and fuel new understandings in pre-clinical
research and screening.

d. Selectivity
Selectivity was assessed by spiking calibrator in human serum (n=10), EDTA plasma (n=10), and CSF (n=5) samples. There was no discernable
matrix effect in serum and CSF: >80% of samples recovered within £20% across both assays. Over-recovery was observed in calibrator-spiked
EDTA plasma samples due to the nature of the recombinant calibrator. Recovery within £20% was obtained with spiked native analyte (high CSF
sample) in EDTA plasma samples. Both assays are tolerant to hemolysis and lipemia.
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Samples (human serum, EDTA plasma and CSF) were analyzed after being subjected to storage at RT (23°C + 2°C) or 2-8°C for 4 and 24 hours,
or subjected to 1, 3 or 5 freeze-thaws cycles. The data indicates that all samples are stable, with percent recoveries within £25% of baseline
sample concentrations and precision <20%, through storage at RT for 24 hours (except for CSF), 2-8°C for 24 hours and up to 5 freeze-thaw
cycles. CSF is stable for 4 hours at RT.

MSD’s electrochemiluminescence detection technology uses SULFO-TAG™ labels that emit light upon electrochemical stimulation initiated at the

electrode surfaces of MULTI-ARRAY® and MULTI-SPOT® microplates. b. Dilution Linearity & Prozone Effect

Good dilution linearity (%recovery range £20%) was observed between neat to 8-fold dilutions in CSF and serum, and 2- to 8-fold dilutions in EDTA
plasma across the two assays. A slight matrix effect was observed in neat EDTA plasma samples.
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* Multiple rounds of label excitation and emission Two sets of samples were tested neat in duplicate to evaluate pT217 and pT181 levels in human serum, EDTA plasma, and CSF. Data are shown
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