INSTRUCTIONS FOR USE NBNP2

VITROS

Immunodiagnostic Products NT-proBNP Il Reagent Pack 684 4452

VITROS

Immunodiagnostic Products NT-proBNP |l Calibrators 5] 6844453

Intended

Use

For /n vitro diagnostic use only.

VITROS Immunodiagnostic Products NT-proBNP |l Reagent Pack

For the quantitative measurement of N-terminal pro Brain Natriuretic Peptide (NT-proBNP) in human serum and plasma
(EDTA or heparin) using the VITROS ECIi/ECiQ/3600 Immunodiagnostic Systems and the VITROS 5600/XT 7600
Integrated Systems to aid in the diagnosis of heart failure and for the risk stratification of acute coronary syndrome and
heart failure. The test is further indicated as an aid in the assessment of increased risk of cardiovascular events and
mortality in patients who have stable coronary artery disease. The test can also be used in the assessment of heart failure
severity in patients diagnosed with heart failure.

VITROS Immunodiagnostic Products NT-proBNP Il Calibrators

For use in the calibration of the VITROS ECI/ECiQ/3600 Immunodiagnostic Systems and the VITROS 5600/XT 7600
Integrated Systems for the quantitative measurement of N-terminal pro Brain Natriuretic Peptide (NT-proBNP) in human
serum and plasma (EDTA or heparin).

Summary and Explanation of the Test

Version 3.0

Biochemical Characteristics of Amino-terminal proBNP:

Amino-terminal proBNP (NT-proBNP) and B-type (BNP) natriuretic peptides (NP) are part of the cardiovascular endocrine
system. Both are co-released within minutes of their synthesis, in equimolar amounts, following left ventricular (LV) heart
wall stress. ! 2 Induction of the brp gene yields production of proBNP,_,os prohormone, which is cleaved by proteases into
the biologically active 32-amino acid peptide, BNP, and the biologically inert 76-amino acid peptide, NT-proBNP. All three
peptides (proBNP, BNP and NT-proBNP) circulate in humans. 2 3 BNP elicits natriuresis, diuresis, and vasodilation through
activation of cell surface receptor proteins located in kidney, blood vessels and heart. Additionally, BNP opposes activity of
the renin—angiotensin-aldosterone system and reduces cardiovascular fibrosis. Overall, these effects work in conjunction to
compensate and minimize heart failure (HF) consequences. 4 > BNP and NT-proBNP are cleared passively by numerous
organs and equally through kidney filtration. '- 5 6 In addition, BNP is cleared actively from circulation by receptor binding
and enzyme (e.g. neprilysin) degradation ® 7 ; given the differences in clearance mechanisms, BNP has a considerably
shorter half-life (~ 20 min) than NT-proBNP (60-120 min). 8 In healthy adults, circulating concentrations of BNP and NT-
proBNP are low, and females tend to have slightly higher NP concentrations than males. In states of acutely
decompensated HF (ADHF), NP concentrations typically increase significantly, and sex-dependent differences become less
important. 2 BNP and NT-proBNP exhibit parallel changes with age, LV ejection fraction (LVEF), and LV diameter in
patients with chronic and symptomatic HF. °

Non-heart failure clinical conditions which could modify NP levels:

Although LV dysfunction wall stress is a prime factor responsible for the release of natriuretic peptides, several other
conditions may trigger elevation in BNP or NT-proBNP such as valvular abnormalities, arrythmias, pericardial diseases,
acute coronary syndrome, heart muscle disease, pulmonary embolism, pulmonary hypertension, sepsis, stroke, cardiotoxic
drugs, and renal dysfunction. Obesity, flash pulmonary edema, cardiac tamponade, and pericardial constriction are
conditions associated with reduced NP. Therefore, the NT-proBNP (and BNP) values have to be interpreted in the clinical
context. 2

Heart failure definition and terminology:

HF is a clinical syndrome characterized by typical symptoms (e.g. breathlessness, ankle swelling and fatigue) that may be
accompanied by signs (e.g. elevated jugular venous pressure, pulmonary crackles and peripheral edema). It is caused by a
structural and/or functional cardiac abnormality, resulting in a reduced cardiac output and/or elevated intracardiac
pressures at rest or during stress.

Time course and symptoms classify HF into acute (de “novo”), acutely decompensated (when chronic stable HF
deteriorates), or chronic stable. '° Before clinical symptoms become apparent, patients can present with asymptomatic
structural or functional cardiac abnormalities (systolic or diastolic LV dysfunction) associated with increased risk for
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symptomatic HF and mortality. 1912 13 The prevalence of asymptomatic LV dysfunction ranges from 6%-21% and increases
with age. 13- 16

Heart functionality is assessed by the LV ejection fraction (LVEF); HF comprises patients with similar clinical signs and
symptoms and a wide range of LVEF: 250% [HF with preserved EF (HFpEF)], 40%-49% [HF with mid-range EF
(HFmrEF)], and <40% [HF with reduced EF (HFrEF)]. °

Heart Failure severity:

Complementary information regarding the presence and severity of heart failure is provided by the ACCF/AHA stages of
HF(A-D) which underline structural changes and by the more subjective but widely used NYHA functional classification (I-
IV) which focuses on the severity of symptoms. ' 17 Rising NT-proBNP levels were shown to correlate with increasing
severity of HF. 1819

NT-proBNP Testing for Aid in Diagnosis:

The clinical utility of NT-proBNP testing for aid in diagnosis or exclusion of HF in the acute or non-acute setting was
established in numerous studies and led to guideline recommendations for use in clinical practice. 1% 420 The N-terminal
Pro-BNP Investigation of Dyspnea in the Emergency Department (PRIDE) study showed that an elevated NT-proBNP value
strongly predicted HF diagnosis and was superior to clinical judgement when used in conjunction with clinical assessment
for the identification or exclusion of HF. '® The ICON (International Collaborative on NT-proBNP) and ICON-RELOADED
studies further improved diagnostic accuracy by validating age stratification cutoffs for NT-proBNP and concluded that a
threshold value <300 pg/mL excludes HF with high negative predictive value (NPV) in the acute setting. '® 2! In the non-
acute setting, NT-proBNP measurement can be useful in determining if new symptoms are likely due to heart failure and in
assessing the need for further cardiological investigation in patients with elevated values. 22-26 A NT-proBNP threshold of
125 pg/mL was found to have high sensitivity and NPV. 23 2425 Hence, the guidelines recommend that, following clinical
assessment, NT-proBNP concentrations be used as an initial diagnostic test in patients at risk for HF or with suspected HF,
to guide diagnosis and patient management. ' 20 Patients with NT-proBNP levels below the indicated threshold (300 pg/mL
in acute setting and 125 pg/mL in non-acute setting) are unlikely to have HF. 1

NT-proBNP Testing for Risk Stratification:

Elevated NT-proBNP values, when not associated with heart failure, have been shown to reflect the functional
cardiovascular status, thus representing an invaluable tool for risk stratification. 2° Natriuretic peptide prognostic information
in acute coronary syndrome (ACS) has been attributed to the association between the extent of myocardial injury,
subsequent ventricular dysfunction and increased circulating concentrations of these peptides. Myocardial ischemia may
also cause increased production of cardiac natriuretic peptides due to ventricular relaxation abnormalities which could be a
stimulus for synthesis and release of NT-proBNP. 27

Numerous studies have demonstrated that NT-proBNP has cumulative prognostic value to standard approaches of risk
assessment, regardless of the variability of the NT-proBNP threshold levels, risk prediction models and lengths of follow-
up. 20-28-36 patients with ACS and NT-proBNP levels above certain threshold levels ( i.e. 500 pg/mL 28 or higher) have a
higher incidence of death and/or cardiovascular events. 2836 In the GUSTO IV study, NT-proBNP elevation in patients with
non-ST-segment-elevation ACS was a strong predictor of long-term mortality, both independently or when used in
conjunction with other biomarkers (creatinine clearance, cardiac troponin): 1 year mortality increased from 0.4% in patients
with NT-proBNP levels <98 ng/L to 27.1% when levels exceeded 4634 ng/L. %

Published studies and current guidelines indicate that measurement of NT-proBNP is also useful for predicting prognosis in
patients with HF. 19 20.37-42 A median NT-proBNP value of 2994 pg/mL was predictive of both death and a composite score
of death or readmission with worsening HF. 37 In the ICON study, a NT-proBNP threshold of >5180 pg/mL in patients with
acute HF, predicted 76-day mortality with odds ratio (OR) of 5.2 (95% Cl = 2.2-8.1). '® NT-proBNP was shown to be a
powerful marker of 30-day mortality in patients with decompensated heart failure. Compared with single baseline
measurements, serial measurements of NT-proBNP plasma levels within 12 hours after hospital admission may be used to
increase the predictive value of NT-proBNP for the early identification of patients who are at high risk of mortality. 38

In patients with stable coronary artery disease (CAD), data demonstrated that NT-proBNP is a strong and independent
prognostic marker associated with incidence of cardiovascular events and death. 3-53 While the distribution of
concentrations varied between studies, baseline NT-proBNP 43-51.53 or changes in NT-proBNP at 5 years 2 were
significantly higher among individuals with cardiovascular events and/or mortality compared with those without events.
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Principles of the Procedure

The VITROS NT-proBNP Il test utilizes a one-step immunometric bridging design. A well is pushed from the pack and
patient sample is dispensed into the antibody coated well. The NT-proBNP Il test reagent and the NT-proBNP Il HRP
reagent are then dispensed into the well with the patient sample. NT-proBNP present in the sample binds with horseradish
peroxidase (HRP)-labelled antibody conjugate which is captured by biotinylated anti-NT-proBNP capture antibody which is
bound to Streptavidin coated microwells. The well is incubated for 8 minutes, before unbound materials are removed by
washing.

The bound HRP conjugate is measured by a luminescent reaction. A reagent containing luminogenic substrate (a luminol
derivative and a peracid salt) and an electron transfer agent, is added to the wells. The HRP in the bound conjugate
catalyzes the oxidation of the luminol derivative, producing light. The electron transfer agent (a substituted acetanilide)
increases the level of light produced and prolongs its emission. The light signals are read by the System. The amount of
HRP conjugate bound is directly proportional to the concentration of NT-proBNP present.

Reaction Sample
Test Type System * Incubation Time | Time to first result | Test Temperature Volume
. ECI/ECiQ, 3600, . . o
Immunometric 5600/XT 7600 8 minutes 15 minutes 37 °C 40 uL
" Not all products and systems are available in all countries.
Reaction Scheme
Streptavidin
Coated Wells
Signal Reagent
Biotinylated HRP-labeled
NT-proBNP NT-proBNP NT-proBNP
Capture Antibody Detection Antibody ’ \
I l Luminescence

Warnings and Precautions

WARNING: Potentially Infectious Material

Use caution when handling material of human onigin. Consider all samples
potentially infectious. No test method can offer complete assurance that hepatitis B
virus, hepatitis C virus (HCV), human immunodeficiency virus (HIV 1+2) or other
infectious agents are absent. Handle, use, store and dispose of solid and liquid
waste from samples and test components, in accordance with procedures defined
by appropriate national biohazard safety guideline or regulation (e.g. CLS/
document M29). %

WARNING: Contains ProClin 300 (CAS 55965-84-9) % and ProClin 950 (CAS 2682-20-4)

The VITROS NT-proBNP Il Reagent Pack contains 0.5% ProClin 950 and VITROS
NT-proBNP Il Calibrators contain 1% ProClin 300. H317: May cause an allergic
skin reaction. P280: Wear profective gloves. P302 + P352: IF ON SKIN: Wash with
plenty of soap and water. P333 + P313: If skin irritation or rash occurs: Get medical
advice/attention. P363: Wash contaminated clothing before reuse.

Refer to www.Orthoclinicaldiagnostics.com for the Safety Data Sheets and for
Ortho contact information.
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Reagents

Reagent Pack Contents
1 reagent pack containing:
* 100 coated wells (mouse monoclonal anti-NT-proBNP antibody, 1 pg/mL)
+ 8.7 mL test reagent (buffer with sheep serum, bovine gamma globulin, bovine serum albumin, and antimicrobial agent)

+ 8.7 mL conjugate reagent (HRP-conjugated sheep monoclonal anti-NT-proBNP antibody, 1 pg/mL in buffer with bovine
serum albumin and antimicrobial agent)

Reagent Pack Handling
» The reagent pack is supplied ready for use.

* The reagent pack contains homogeneous liquid reagents that do not require shaking or mixing prior to loading onto the
system.
» Handle the reagent pack with care. Avoid the following:
— allowing condensation to form on the pack
— causing reagents to foam
— agitation of the pack

Reagent Pack Storage and Preparation

Reagent Storage Condition Stability
Unopened Refrigerated 2-8 °C (36-46 °F) expiration date
Opened On system System turned on <8 weeks
Opened Refrigerated 2-8 °C (36-46 °F) <8 weeks

* The VITROS NT-proBNP Il Reagent Pack is suitable for use until the expiration date on the carton when stored and
handled as specified. Do not use beyond the expiration date.

» Do not freeze unopened reagent packs.
» Load reagent packs directly from refrigerated storage to minimize condensation.

» Opened reagent packs are moisture/humidity sensitive. Store opened refrigerated reagent packs in a sealed VITROS
Immunodiagnostic Products Reagent Pack Storage Box with desiccant.

Calibrator Contents

+ 1 setof VITROS NT-proBNP Il Calibrators 1, 2 and 3 (Recombinant NT-proBNP in buffer with bovine serum albumin and
antimicrobial agent, 2.0 mL; nominal values 0; 450; 20,000 pg/mL.)

* Lot calibration card
» Protocol card
* 24 calibrator bar code labels (8 for each calibrator)

Calibrator Handling

* Use only with reagent packs of the same lot number. Mix thoroughly by inversion and bring to 15-30 °C (59-86 °F)
before use. Each set contains sufficient volume for a minimum of 8 calibration events.

» Handle calibrators in stoppered containers to avoid contamination and evaporation. To avoid evaporation, limit the
amount of time calibrators are on the system. Refer to the operating instructions for your system. Return to 2-8 °C (36—
46 °F) as soon as possible after use, or load only sufficient volume for a single determination.

Calibrator Storage and Preparation

Calibrator Storage Condition Stability
Unopened Refrigerated 2-8 °C (3646 °F) expiration date
Opened Refrigerated 2-8 °C (3646 °F) <13 weeks

* VITROS NT-proBNP Il Calibrators are supplied ready for use.

* VITROS NT-proBNP Il Calibrators are suitable for use until the expiration date on the carton when stored and handled
as specified. Do not use beyond the expiration date.
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Specimen Collection, Preparation and Storage

* The VITROS NT-proBNP Il test uses 40 pL of calibrator for each determination. The VITROS NT-proBNP Il Calibrators
may be used directly on the VITROS Immunodiagnostic and VITROS Integrated Systems. Alternatively, transfer an
aliquot of each calibrator into a sample container (taking account of the minimum fill volume of the container), which may
be bar coded with labels provided. For details on minimum fill volume of sample cups or containers, refer to the
operating instructions for your system.

Specimen Collection, Preparation and Storage

Patient Preparation
No special patient preparation is necessary.

Specimens Recommended
+ Serum
+ Plasma (K, EDTA, Lithium Heparin)

Specimens Not Recommended
No specimen limitations were identified. Refer to the Limitations of the Procedure section.

Special Precautions

IMPORTANT: Certain collection devices have been reported fo affect other analytes and tests. %6
Owing to the variety of specimen collection devices available, Ortho Clinical
Diagnostics is unable to provide a definitive statement on the performance of its
products with these devices. Confirm that your collection devices are compatible
with this test.

Specimen Collection and Preparation
* Collect specimens using standard procedures. 57- 58
+ Samples should be thoroughly separated from all cellular material. Failure to do so may lead to an erroneous result.
»  Thoroughly mix samples by inversion and bring to 15-30 °C (59-86 °F) before use.

» The VITROS NT-proBNP Il test uses 40 pL of sample for each determination. This does not take account of the
minimum fill volume of the chosen sample container. For details on minimum fill volume of sample cups or containers,
refer to the operating instructions for your system.

Handling and Storage Conditions

* Handle samples in stoppered containers to avoid contamination and evaporation.

* Follow procedures within your laboratory to avoid cross contamination of patient specimens.

* The amount of time samples are on the system prior to analysis should be limited to avoid evaporation. Refer to the
operating instructions for your system.

» Return to 2-8 °C (36-46 °F) as soon as possible after use, or load sufficient volume for a single determination.

+ Serum and plasma samples may be stored for up to 4 days at 20-25 °C (68-77 °F), 4 days at 2-8 °C (36-46 °F) or
12 months at < -20 °C (-4 °F). 5960

» Avoid repeated freeze-thaw cycles.

Testing Procedure

Materials Provided
* VITROS Immunodiagnostic Products NT-proBNP Il Reagent Pack
* VITROS Immunodiagnostic Products NT-proBNP Il Calibrators

Materials Required but Not Provided
* VITROS Immunodiagnostic Products Signal Reagent
* VITROS Immunodiagnostic Products Universal Wash Reagent
* VITROS Immunodiagnostic Products High Sample Diluent B
* Quality control materials
* VITROS Immunodiagnostic Products Reagent Pack Storage Box with desiccant
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Calibration

Operating Instructions
Check the inventory regularly to aid the management of reagents and ensure that sufficient VITROS Signal Reagent,
VITROS Universal Wash Reagent and calibrated reagent lots are available for the work planned. When performing panels
of tests on a single sample, ensure that the sample volume is sufficient for the tests ordered.
For detailed information refer to the operating instructions for your system.

Note: Do not use visibly damaged product.

Sample Dilution
Serum or plasma (EDTA or heparin) samples with concentrations greater than the measuring range may be automatically
diluted on the system up to 10-fold (1 part sample with 9 parts diluent) by the VITROS Immunodiagnostic and VITROS
Integrated Systems with the VITROS High Sample Diluent B Reagent Pack prior to testing. Refer to the VITROS High
Sample Diluent B Reagent Pack Instructions for Use.

Default Test Name
The default test name which will appear on patient reports is NT-proBNP II. The default short name that will appear on the
test selection menus and laboratory reports is NBNP2. These defaults may be reconfigured, if required. For detailed
information refer to the operating instructions for your system.

Calibration

6 of 25

Calibration Procedure

+ Calibration is lot specific; reagent packs and calibrators are linked by lot number. Reagent packs from the same lot may
use the same calibration.

» A Master Calibration (a dose response curve covering the full calibration range) is established for each new reagent lot.
Concentrations for the linked lot of calibrators are determined from the Master Calibration.

» Ensure that the Master Calibration for each new reagent lot is available on your system.

» Process calibrators in the same manner as samples. Calibration need not be programmed if bar code labels are used;
load the calibrators in any order, calibration will be initiated automatically.

»  When the calibrators are processed the signal expected for each calibrator is compared against the actual signal
obtained. The Master Calibration is then rescaled to reflect the differences between the actual and expected signals. The
validity of this calibration curve is assessed against a range of quality parameters, and if acceptable, it is stored for use
with any reagent pack of that lot.

* The quality of calibration cannot be completely described by a single parameter. The calibration report should be used in
conjunction with acceptable control values to determine the validity of the calibration.

» Recalibration is required after a pre-determined calibration interval, or when a different reagent lot is loaded.

» Calibration results are assessed against a range of quality parameters. Failure to meet any of the defined quality
parameter ranges will be coded in the calibration report. For actions to be taken following a failed calibration refer to the
operating instructions for your system.

Refer to the operating instructions for your system for detailed instructions on the calibration process.

When to Calibrate
» Calibrate when the reagent pack and calibrator lot changes.
+ Calibrate every 70 days.
» After specified service procedures have been performed.
» If quality control results are consistently outside of your acceptable range.
For additional information on when to calibrate, refer to the operating instructions for your system.

Traceability of Calibration

Calibration of the VITROS NT-proBNP Il test is traceable to in-house reference calibrators, which have been
value-assigned to correlate to another commercially available test.

Calibration Model

A modified four-parameter logistic curve fit function is used to construct the Master Calibration. The calibration process
rescales the Master Calibration to establish a valid stored curve for the VITROS Immunodiagnostic and VITROS Integrated
Systems.

Measuring (Reportable) Range
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Quality Control

NBNP2

System

Measuring (Reportable) Range

ECI/ECIiQ, 3600, 5600, XT 7600

20.0-30,000 pg/mL (2.36-3,540 pmol/L)

Quality Control

Quality Control Material Selection

Controls containing suitable levels of NT-proBNP are recommended for use with the VITROS Immunodiagnostic and
VITROS Integrated Systems. The performance of commercial control fluids should be evaluated for compatibility with this
test before they are used for quality control.

Control materials may show a difference when compared with other NT-proBNP methods if they contain high

concentrations of preservatives, stabilizers, or other nonphysiological additives, or otherwise depart from a true human

sample matrix.

Appropriate quality control value ranges must be established for all quality control materials used with the VITROS

NT-proBNP || test.

Quality Control Procedure Recommendations

* Good laboratory practice requires that controls be processed to verify the performance of the test.

» Choose control levels that check the clinically relevant concentrations.
» To verify system performance, analyze control materials:

— After calibration

— Ifthe system is turned off for more than 2 hours
— After reloading reagent packs that have been removed from the MicroWell Supply and stored for later use

— According to local regulations or at least once each day that the test is being performed

— After specified service procedures are performed
If quality control procedures within your laboratory require more frequent use of controls, follow those procedures.
* Analyze quality control materials in the same manner as patient specimens.
« If control results fall outside your acceptable range, investigate the cause before deciding whether to report patient

results.

* Refer to published guidelines for general quality control recommendations. 8’
For more detailed information, refer to the operating instructions for your system.

Quality Control Material Preparation and Storage

Refer to the manufacturer’s product literature for preparation, storage, and stability information.

Results

Results are automatically calculated by the VITROS Immunodiagnostic and VITROS Integrated Systems.

Reporting Units and Unit Conversion

Conventional

Alternate

pg/mL (pmol/Lx 8.475)

pmol/L (pg/mLx 0.118)

Limitations of the Procedure

Known Interferences

The VITROS NT-proBNP Il test was evaluated for interference consistent with CLSI document EP07. %2 Commonly
encountered substances were tested on three lots of reagents. The following compound, when tested, caused the bias

Version 3.0

shown at the concentrations indicated.

Refer to “Specificity” for a list of compounds tested that did not show interference.
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Expected Values and Interpretation of Results

Analyte Conc” -
Interferent Interferent Concentration yt % Bias
pg/mL pmol/L
77.6 9.16 -25.4
697 mg/dL 15.5 mmol/L
- . 878 104 -22.3
Cefoxitin sodium
281 mg/dL 6.25 mmol/L 107 12.6 10
9 ' 797 94.0 10
Phenprocoumon 1.5 mg/dL 53.5 mmol/L 85.7 10.1 -10.6
(Marcumar) 1.38 mg/dL 49.2 mmol/L 86.3 10.2 -10
) ) 100 mg/dL 15.4 mmol/L 92.7 10.9 -12.5
Sodium Azide
77.5 mg/dL 11.9 mmol/L 954 11.3 -10
" Average test replicate determinations.
™ Estimate of the maximum difference observed as a percentage.
Note: These results are representative. The degree of interference at concentrations

other than those listed might not be predictable from these results. Other interfering
substances may be encountered in the patient population.

Other Limitations

*  Heterophilic antibodies in serum or plasma samples may cause interference in immunoassays. % These antibodies may
be present in blood samples from individuals regularly exposed to animals or who have been treated with animal serum
products. Results that are inconsistent with clinical observations indicate the need for additional testing.

* In extremely rare cases (global incidence: <1 in 10 million) patients may show discrepant results when tested with the
VITROS NT-proBNP Il test (values < Limit of Detection) due to a NT-proBNP genetic variant. %4

* The VITROS NT-proBNP Il test has no high dose hook effect up to a concentration of 300,000 pg/mL (35,400 pmol/L).

Expected Values and Interpretation of Results

Reference Interval
It is recommended that each laboratory establish its own expected values for the population it serves. The VITROS NT-
proBNP Il test Reference Interval (RI) was established for six subgroups, based on age and gender from the serum of 385
female and 374 male healthy donors. Analysis at the 95% confidence level yields the ranges shown in the table.

Age Gender n RI IE;;;?T:I_L)Im't RI l(J;)&(:,;LL)lmlt RI I(_gr\;]vglrlll__)lmlt RI l(Jpr:L)glr/ I|:)Imlt
22-<50 Female 129 <20.0 95.3 <2.36 11.2
50-<75 Female 127 <20.0 221 <2.36 26.1

275 Female 129 <20.0 296 <2.36 34.9
22-<50 Male 131 <20.0 125 <2.36 14.8
50-<75 Male 120 <20.0 299 <2.36 35.3

275 Male 123 <20.0 326 <2.36 38.5

Overall 756 <20.0 217 <2.36 25.6

Interpretation of Results
The age-independent and the age-dependent cutoffs at which assay performance was evaluated were previously identified
and validated in studies such as PRIDE, ICON, and ICON Reloaded. '8 ' 2" Results of this test should be used in
conjunction with clinical presentation, other diagnostic tests, and in accordance with the appropriate clinical guidelines.
The validated cutoffs should be interpreted as indicated in the table below:
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VITROS NT-proBNP Il Test Results

Age Group (Years Interpretation of Results
(pg/mL) g p (Years) p!
<300 All Negative: Heart Failure Unlikely
2300 to <450 22-<50
>300 to <900 50-<75 Gray Zone: Heart Failure Less Likely —
— Consider other causes of NT-proBNP elevation”
2300 to <1800 275
2450 22-<50
2900 50-<75 Positive: Heart Failure Likely
21800 275

" Natriuretic peptides values in the gray zones could be caused by several conditions other than heart failure. Clinical conditions such as
valvular abnormalities, acute coronary syndrome, heart muscle disease, pulmonary embolism, pulmonary hypertension, sepsis, stroke,
cardiotoxic drugs, and renal dysfunction will elevate NT-proBNP levels; obesity, flash pulmonary edema, cardiac tamponade, and
pericardial constriction are conditions associated with reduced NT-proBNP. 2. 65, 66

Performance Characteristics

Clinical Performance Characteristics

The clinical performance information should only be used as a guide. It is recommended that each laboratory determine
and confirm the diagnostic cutoffs for the population it serves.

Aid in Diagnosis of Heart Failure
A multi-center prospective study including 20 collection sites across the United States was conducted to establish the
performance characteristics of the VITROS NT-proBNP Il test. Subjects 22 years and older presenting to the Emergency
Department (ED) with dyspnea (acute or worsening) and suspicion of heart failure (HF) were enrolled into the study.
Subjects with terminal kidney failure on chronic dialysis and subjects with dyspnea clearly not secondary to HF were
excluded from the study. The final clinical HF diagnosis was adjudicated by independent cardiologists or ED physicians all
experienced in diagnosing HF.
The VITROS NT-proBNP Il test results were determined from 1020 subjects, 487 females and 533 males, ranging in age
from 22 to 97 years. The descriptive statistics for the VITROS NT-proBNP Il test results (pg/mL) were determined within
and across gender by age group and are summarized in the following tables:

Female Subjects

Pof)ﬁjlg:%n Heart Failure Non-Heart Failure
Age (years) | 22-<50 | 50-<75 <75 275 All 22-<50 | 50-<75 <75 275 All
N 24 105 129 102 231 36 151 187 69 256
Mean 15800 7910 9380 9930 9620 258 921 794 1130 885
SD 42900 9350 20300 14300 17900 433 2510 2280 1390 2080
Median 2130 4690 3700 5820 4850 58.5 254 209 631 290
Min 20.0 281 20.0 450 20.0 20.0 20.0 20.0 20.0 20.0
Max 167000 | 49200 167000 99200 167000 2350 23400 23400 6980 23400
Male Subjects
Poﬁﬁ:gzon Heart Failure Non-Heart Failure
Age (years)| 22-<50 | 50-<75 <75 275 All 22-<50 | 50-<75 <75 275 All
N 45 162 207 105 312 39 142 181 40 221
Mean 5950 8410 7880 9290 8350 470 1110 972 1230 1020
SD 7690 12200 11400 10000 10900 907 2510 2270 1460 2150
Median 3430 4710 4190 5930 4760 64.4 252 197 595 290
Min 671 188 188 630 188 20.0 20.0 20.0 271 20.0
Max 43000 86500 86500 60600 86500 4020 18500 18500 6440 18500
Version 3.0 Pub. No. GEM1317_XUS_EN 9of 25
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All Subjects
Poitl?l:zon Heart Failure Non-Heart Failure
Age (years) | 22—<50 | 50-<75 <75 275 All 22-<50 | 50-<75 <75 275 All
N 69 267 336 207 543 75 293 368 109 477
Mean 9370 8220 8450 9600 8890 368 1010 882 1170 947
SD 26200 11100 15400 12300 14300 723 2510 2280 1410 2110
Median 3080 4710 3990 5830 4830 63.4 254 206 626 290
Min 20.0 188 20.0 450 20.0 20.0 20.0 20.0 20.0 20.0
Max 167000 | 86500 167000 | 99200 167000 4020 23400 23400 6980 23400

Receiver Operating Characteristic (ROC) curves 87 were generated. The diagnostic accuracy of the VITROS NT-proBNP ||
test, as quantified by areas under the ROC curves (AUC) 68, within and across age group ranged from 0.92 to 0.95. AUC
and the two-tailed 95% confidence intervals (Cl) ® by age group is summarized in the following table:

All Subjects
Age Group (years) N AUC 95% Cl
22-<50 144 0.95 0.91-0.99
50-<75 560 0.92 0.90-0.94
<75 704 0.92 0.90-0.94
275 316 0.93 0.90-0.96
Overall 1020 0.93 0.91-0.94

The clinical performance and the two-tailed 95% confidence intervals (ClI) of the VITROS NT-proBNP Il test versus
adjudicated diagnosis was determined within and across gender by age group using the age-dependent rule-in (450 pg/mL
for subjects 22-<50 years old or 900 pg/mL for subjects 50-<75 years old or 1800 pg/mL for subjects 275 years old) and
age-independent rule-out (300 pg/mL) cutoffs and are summarized in the following tables:

Female Subjects

Age Group Sensitivity (%) o, ~r* ro Specificity (%) o, ~r* fo NPV (%) o, ~I* ro PPV (%) o, ~I* ro
(Years) N (IN) 95% CI" (%) (i) 95% CI" (%) (nIN) 95% CI" (%) (nIN) 95% CI" (%)
Rule-in

91.67 83.33 93.75 78.57
22-<50 60 (22/24) 73.00-98.97 (30/36) 67.19-93.63 (30/32) 79.19-99.23 (22/28) 59.05-91.70
90.48 77.48 92.13 73.64
50-<75 256 (95/105) 83.18-95.34 (1171151) 69.98-83.87 (171127) 86.00-96.16 (95/129) 65.16-81.01
. 90.70 78.61 92.45 74.52
<75 316 (117/129) 84.31-95.10 (1471187) 72.03-84.26 (147/159) 87.19-96.04 (1171157) 66.96-81.13
88.24 79.71 82.09 86.54
275 171 (90/102) 80.35-93.77 (55/69) 68.31-88.44 (55/67) 70.80-90.39 (90/104) 78.45-92.44
89.61 78.91 89.38 79.31
487 4.94-93.2 73.39-83.74 4.61-93. 73.88-84.
Overall 8 (207/231) 84.94-93.23 (202/256) 3.39-83 (202/226) 84.61-93.08 (207/261) 3.88-84.06
Rule-out
98.70 50.78 97.74 64.41
All Femal 487 .25-99.7 44.48-57. .55-99. 17-69.4
emales | 48 (228/231) 96.25-99.73 (130/256) 8-57.06 (130/133) 93.55-99.53 (228/354) 59 69.40
" 95% Exact Confidence Interval
" Combining age groups 22-<50 and 50-<75 years old after applying the age-dependent cutoffs
“ Combining all age groups after applying the age-dependent cutoffs
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Age Group (Years) | N LR- 95% Cl LR+ 95% ClI
Rule-in
22-<50 60 0.10 0.03-0.38 5.50 2.62-11.53
50-<75 256 0.12 0.07-0.22 4.02 2.97-5.44
<75" 316 0.12 0.07-0.21 4.24 3.20-5.61
>75 171 0.15 0.09-0.26 4.35 2.71-6.98
Overall™ 487 0.13 0.09-0.19 4.25 3.34-5.41
Rule-out
All Females 487 0.03 0.01-0.09 2.01 1.77-2.27

" Combining age groups 22-<50 and 50-<75 years old after applying the age-dependent cutoffs
™" Combining all age groups after applying the age-dependent cutoffs

Male Subjects
Age Group Sensitivity (%) o) 1 o Specificity (%) o 1 o NPV (%) o, 1 o PPV (%) o 1 o
(Years) N (N) 95% CI" (%) (IN) 95% CI" (%) (AIN) 95% CI" (%) (IN) 95% CI* (%)
Rule-in
100.00 71.79 100.00 80.36
22-<50 84 (45/45) 92.13-100.00 (28/39) 55.13-85.00 (28/28) 87.66-100.00 (45/56) 67.57-89.77
91.36 74.65 88.33 80.43
50-<75 304 (148/162) 85.93-95.19 (106/142) 66.67-81.57 (106/120) 81.20-93.47 (148/184) 73.96-85.90
- 93.24 74.03 90.54 80.42
<75 388 (193/207) 88.91-96.25 (134/181) 67.01-80.25 (134/148) 84.64-94.73 (193/240) 74.82-85.24
92.38 77.50 79.49 91.51
275 145 (97/105) 85.54-96.65 (31/40) 61.55-89.16 (31/39) 63.54-90.70 (97/106) 84.49-96.04
92.95 74.66 88.24 83.82
Overall 533 (290/312) 89.52-95.53 (165/221) 68.39-80.26 (165/187) 82.73-92.48 (290/346) 79.50-87.54
Rule-out
99.36 50.23 98.23 73.81
All Males | 533 (310/312) 97.70-99.92 (111/221) 43.44-57.00 (11/113) 93.75-99.78 (310/420) 69.33-77.95
" 95% Exact Confidence Interval
** Combining age groups 22-<50 and 50-<75 years old after applying the age-dependent cutoffs
" Combining all age groups after applying the age-dependent cutoffs
Age Group (Years) | N LR- 95% CI LR+ 95% CI
Rule-in
22-<50 84 0.00 N/A™ 3.55 2.15-5.85
50-<75 304 0.12 0.07-0.20 3.60 2.71-4.80
<75" 388 0.09 0.05-0.15 3.59 2.80-4.60
275 145 0.10 0.05-0.20 4.11 2.30-7.32
Overall™ 533 0.09 0.06-0.14 3.67 2.92-4.61
Rule-out
All Males 533 0.01 0.00-0.04 2.00 1.75-2.28
" Combining age groups 22-<50 and 50-<75 years old after applying the age-dependent cutoffs
™ Combining all age groups after applying the age-dependent cutoffs
"™ N/A: Not applicable. Sensitivity was 100%
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All Subjects
Age Group Sensitivity (%) o/ ~1* r0 Specificity (%) o/ ~1* (0 NPV (%) o/ ~1* r0 PPV (%) o/ ~1* r0
(Years) N (nIN) 95% CI" (%) (nIN) 95% CI' (%) (nIN) 95% CI" (%) (nIN) 95% CI" (%)
Rule-in
97.10 77.33 96.67 79.76
22-<50 144 (67/69) 89.92-99.65 (58/75) 66.21-86.21 (58/60) 88.47-99.59 (67/84) 69.59-87.75
91.01 76.11 90.28 77.64
50-<75 560 (2431267) 86.92-94.16 (223/293) 70.81-80.88 (2231247) 85.89-93.67 (243/313) 72.61-82.13
- 92.26 76.36 91.53 78.09
<75 704 (310/336) 88.87-94.88 (281/368) 71.68-80.61 (281/307) 87.84-94.39 (310/397) 73.69-82.06
90.34 78.90 81.13 89.05
275 316 (1871207) 85.47-94.00 (86/109) 70.04-86.13 (86/106) 72.38-88.08 (187/210) 84.02-92.93
91.53 76.94 88.86 81.88
Overall 1020 (497/543) 88.86-93.73 (367/477) 72.89-80.65 (367/413) 85.42-91.73 (497/607) 78.58-84.86
Rule-out
. 99.08 50.52 97.97 69.51
All Patients | 1020 (538/543) 97.86-99.70 (241/477) 45.94-55.10 (241/246) 95.32-99.34 (538/774) 66.13-72.74
" 95% Exact Confidence Interval
" Combining age groups 22-<50 and 50-<75 years old after applying the age-dependent cutoffs
" Combining all age groups after applying the age-dependent cutoffs
Age Group (Years) | N LR- 95% CI LR+ 95% CI
Rule-in
22-<50 144 0.04 0.01-0.16 4.28 2.81-6.52
50—<75 560 0.12 0.08-0.18 3.81 3.09-4.69
<75" 704 0.10 0.07-0.15 3.90 3.24-4.70
275 316 0.12 0.08-0.18 4.28 2.97-6.17
Overall™ 1020 0.1 0.08-0.15 3.97 3.36-4.69
Rule-out
All Patients 1020 0.02 0.01-0.05 2.00 1.83-2.19

" Combining age groups 22-<50 and 50-<75 years old after applying the age-dependent cutoffs
" Combining all age groups after applying the age-dependent cutoffs

The impact of the VITROS NT-proBNP Il test values between the rule-out cutoff and rule-in cutoffs or “gray zone” (=300
pg/mL to <450 pg/mL for subjects 22—-<50 years old; 2300 pg/mL to <900 pg/mL for subjects 50-<75 years old; 2300 pg/mL
to <1800 pg/mL for subjects 275 years old) for each age group was evaluated.
The prevalence, clinical performance and the two-tailed 95% confidence intervals (Cl) of the VITROS NT-proBNP Il test
result versus adjudicated diagnosis was determined using the age-dependent rule-in (450 pg/mL for subjects 22-<50 years
old or 900 pg/mL for subjects 50-<75 years old or 1800 pg/mL for subjects 275 years old) and age-independent rule-out
(300 pg/mL) cutoffs and are summarized in the following table:
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VITROS NT- Predictive Predictive
Age Group | Prevalence of | proBNP Il Test LR 95% Cl Value of HF | 95% CI* (%) |Value of non-| 95% CI* (%)

(Years) HF (%) (n/N) Result (%) (M) HF (%) (WN)

Interpretation

Positive 428 2.81-6.52 (23}:33) 69.59-87.75 (21%1) 12.25-30.41
22-<50 (397 /'195 2) Gray zone 0.00 N/A ™ (()6(/)2) 0.00-45.93 1(2?6()) 54.07-100.0
Negative 0.04 0.01-0.17 (32'/22) 0.45-12.75 (22'/353) 87.25-99.55
Positive 3.81 3.09-4.69 (21;}2‘; 3) 72.61-82.13 (725/'33?3) 17.87-27.39
50-<75 ( 2‘:377/6586 0) Gray zone 0.35 0.22-0.55 (2242/18‘;) 15.60-34.50 (:356/?53) 65.50-84.40
Negative 0.02 0.01-0.06 (31 /'f:()) 0.39-5.38 ( 19;'/1120) 94.62-99.61
Positive 3.90 3.24-4.70 (371%/%%7) 73.69-82.06 (571 /';’;7) 17.94-26.31
<75 (3‘;2'/77?) 4 Gray zone 0.32 0.20-0.51 (2221'/5983) 14.55-32.42 (7772'/‘;23) 67.58-85.45
Negative 0.03 0.01-0.06 (;';’f 4 0.76-5.37 (2%2'2? " 94.63-99.24
Positive 4.28 2.97-6.17 ( 1883'/251 0 84.02-92.93 (212/'3?0) 7.07-15.98
275 ( 2%57'/5311 6 Gray zone 0.20 0.12-0.31 (222'/33) 17.35-38.61 (21‘/31) 61.39-82.65
Negative 0.00 N/A (%'/%g) 0.00-10.89 (;g?ég) 89.11-100.0
Positive 3.97 3.36-4.69 ( 4217'/86%7) 78.58-84.86 ( 111?)'/57) 15.14-21.42
All Patients (522/'1232 o | Grayzone 0.29 0.21-0.40 (ff/'f;) 1823-3180 | 17256'/?67) 68.20-81.77
Negative 0.02 0.01-0.04 (52/'326) 0.66—4.68 (2371';16) 95.32-99.34

" 95% Exact Confidence Interval
" Combining age groups 22-<50 and 50-<75 years old after applying the age-dependent cutoffs
" Combining all age groups after applying the age-dependent cutoffs

rk

N/A: Not applicable: There were no samples with VITROS NT-proBNP Il test results in this interpretation group

Results of this test should be used in conjunction with clinical presentation, other diagnostic tests, and in accordance with
the appropriate clinical guidelines.

Correlation of the VITROS NT-proBNP Il test results with New York Heart Association (NYHA)
Functional Classification in patients diagnosed with HF
The clinical performance of the VITROS NT-proBNP |l test as an aid in the assessment of HF severity was determined
using samples from 3 sites in the United States. Samples from subjects that were diagnosed with HF and presenting to ED

or outpatient facilities were acquired. Subjects’ NYHA Class (I-IV) was assessed at the time of sample acquisition.

The VITROS NT-proBNP Il test results were determined from samples from 515 subjects, 211 females and 304 males,
ranging in age from 25 to 97 years. The descriptive statistics for the VITROS NT-proBNP Il test results (pg/mL) were
determined within and across gender and are summarized in the following tables:

Version 3.0

Pub. No. GEM1317_XUS_EN

13 of 25



NBNP2

Products

VITRHI="

Immunodiagnostic

INSTRUCTIONS FOR USE

Performance Characteristics

14 of 25

Female Subjects

Statistics NYHA Functional Classification
NYHA Class | NYHA Class I NYHA Class I NYHA Class IV
n 52 72 49 38
Mean 5660 6450 8960 11500
SD 16500 16000 13400 14300
5"Percentile 31.0 78.5 258 453
Median 1480 2110 3380 4560
95"Percentile 26400 22700 36200 49000
% >125 pg/mL 82.7 91.7 95.9 100
% >300 pg/mL 71.2 84.7 91.8 97.4
Jonckheere-Terpstra 7° test of trend p <0.0001
Male Subjects
o NYHA Functional Classification
Statistics
NYHA Class | NYHA Class I NYHA Class lll NYHA Class IV
n 97 64 92 51
Mean 6610 6010 7920 14900
SD 21500 9290 10300 17000
5"Percentile 53.0 42.1 510 1710
Median 1380 2260 3680 9010
95"Percentile 31600 28700 32500 50700
% >125 pg/mL 88.7 85.9 98.9 98.0
% >300 pg/mL 83.5 84.4 97.8 98.0
Jonckheere-Terpstra test of trend p <0.0001
All Subjects
L NYHA Functional Classification
Statistics
NYHA Class | NYHA Class I NYHA Class I NYHA Class IV
n 149 136 141 89
Mean 6280 6240 8280 13500
SD 19800 13200 11500 15900
5"Percentile 42.3 71.0 398 916
Median 1400 2190 3600 8190
95"Percentile 27300 28700 32500 49000
% >125 pg/mL 86.6 89.0 97.9 98.9
% >300 pg/mL 79.2 84.6 95.7 97.8

Jonckheere-Terpstra test of trend p <0.0001

Results of this test should be used in conjunction with clinical presentation, other diagnostic tests, and in accordance with
the appropriate clinical guidelines.

Risk Stratification

A literature review was conducted to demonstrate clinical performance and validity of the VITROS NT-proBNP Il test as an
aid in the assessment of increased risk of cardiovascular events and mortality in patients who have stable coronary artery

disease (CAD) and for the risk stratification of acute coronary syndrome (ACS) and heart failure (HF).

Review of evidence from published studies in patients with stable CAD, ACS and HF demonstrated consistently that
increased levels of NT-proBNP are associated with the increased incidence of death, cardiovascular events and composite

outcomes of death and cardiovascular events.

The literature references provided are representative of numerous publications evaluated during the literature

review. 21,27-53
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Limit of Detection
The Limit of Detection (LoD) for the VITROS NT-proBNP Il test is 0.49 pg/mL (0.058 pmol/L), determined according to CLSI
document EP17.7' The Limit of Quantitation (LoQ) was determined consistent with CLSI document EP17.7" The VITROS
NT-proBNP Il test was designed to have a LoQ less than or equal to 30.0 pg/mL (3.54 pmol/L) at 20% CV. The observed
Limit of Quantitation at 20% CV was determined to be 0.56 pg/mL (0.066 pmol/L) and the claimed LoQ was set at 20.0
pg/mL (2.36 pmol/L) to maintain linearity within the measuring range.

Limit of Detection and Limit of Quantitation

LoD LoQ
pg/mL pmol/L pg/mL pmol/L
0.49 0.058 20.0 2.36

Method Comparison

Accuracy was evaluated consistent with CLSI document EP09. 72 The plots and table show the results of a method
comparison study using patient samples analyzed on the VITROS 3600 Immunodiagnostic System compared with the
commercially available Elecsys® proBNP Il Inmunoassay. The relationship between the 2 methods was determined by
Passing-Bablok 73 regression and Pearson correlation.
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Comparative Method: Comparative Method:
Elecsys proBNP Il Immunoassay (pg/mL) Elecsys proBNP Il Immunoassay (pmol/L)
Conventional Units (pg/mL) Alternate Units (pmoL/L)
Correlation Range of Range of

System n Slope Coefficient Samples Intercept Samples Intercept
VITROS 3600 vs. 153 095  0.989 24523400  -8.46 2.89-2760 -1.00
Comparative Method

" Performance characteristics for the VITROS 3600 Immunodiagnostic System are applicable to the VITROS ECI/ECIQ
Immunodiagnostic System and the VITROS 5600/XT 7600 Integrated Systems.

Precision
Precision was evaluated consistent with CLSI document EP05. 7 Two replicates of each of eleven fluids, eight human
individual or serum pools and three controls, were tested on two separate occasions per day on at least 20 different test
days. The experiment was performed using three reagent lots on one VITROS ECI/ECiQ Immunodiagnostic System, one
VITROS 3600 Immunodiagnostic System, one VITROS 5600 Integrated System, and one VITROS XT 7600 Integrated
System. The data presented are a representation of the product performance.
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Conc. Units = pg/mL
NT-proBNP Within-run® Within-calibration™ Within-lab™ No. No.
System Conc. SD %CV SD %CV SD %CV Observ. Days
30.9 0.61 2.0 1.21 3.9 1.20 3.9 80 20
69.2 2.05 3.0 2.41 3.5 2.63 3.8 80 20
92.6 1.78 1.9 4.11 4.4 4.54 4.9 80 20
206 4.0 1.9 6.1 3.0 8.0 3.9 80 20
355 4.5 1.3 13.5 3.8 17.0 4.8 80 20
ECI/ECIQ 776 15.8 2.0 28.1 3.6 33.8 4.3 80 20
894 18.1 2.0 22.8 2.6 38.1 4.3 80 20
1660 31 1.9 77 4.6 94 5.7 80 20
5460 96 1.8 149 2.7 203 3.7 80 20
10600 180 1.7 300 2.8 400 3.8 80 20
23600 500 21 960 4.0 1220 5.1 80 20
33.6 0.52 1.5 1.63 4.9 1.91 5.7 80 20
70.3 1.45 21 3.31 4.7 3.87 5.5 80 20
97.8 1.45 15 3.90 4.0 4.62 4.7 80 20
214 3.9 1.8 6.4 3.0 7.9 3.7 80 20
365 4.4 1.2 10.9 3.0 14.0 3.8 80 20
3600 815 11.6 1.4 28.7 3.5 30.5 3.7 80 20
937 101 1.1 26.6 2.8 29.6 3.2 80 20
1730 19 1.1 86 5.0 84 4.8 80 20
5830 80 1.4 155 2.6 159 2.7 80 20
11300 110 1.0 210 1.9 270 2.4 80 20
24600 370 1.5 710 29 730 3.0 80 20
32.1 0.42 1.4 1.40 4.4 1.65 5.0 80 20
70.8 1.06 1.5 2.62 3.8 3.07 4.3 80 20
100 1.1 1.2 3.6 3.7 4.3 4.2 80 20
220 2.6 1.2 7.0 3.3 8.7 3.9 80 20
374 4.3 1.2 17.7 4.8 20.4 5.4 80 20
5600 814 9.4 1.2 26.1 3.3 32.9 4.0 80 20
924 11.4 1.3 23.9 2.6 34.7 3.7 80 20
1730 19 1.1 78 4.5 95 54 80 20
5720 65 1.2 148 2.6 176 3.0 80 20
11200 140 1.3 200 1.8 240 2.1 80 20
24300 290 1.2 730 3.1 750 3.0 80 20
35.0 0.67 1.9 1.61 4.7 2.26 6.4 80 20
72.7 1.90 2.6 3.50 4.9 4.86 6.6 80 20
102 2.2 2.2 3.6 3.6 5.6 5.4 80 20
219 3.6 1.7 6.5 3.0 10.0 4.5 80 20
369 5.3 15 141 3.9 18.2 4.9 80 20
XT 7600 801 10.7 1.3 26.6 3.3 294 3.6 80 20
920 12.5 1.4 25.5 2.8 35.7 3.8 80 20
1730 28 1.6 69 4.0 79 4.5 80 20
5830 77 1.3 147 2.5 201 3.4 80 20
11400 160 1.4 250 2.2 340 3.0 80 20
24700 370 1.5 550 2.2 780 3.1 80 20
" Within-run (repeatability). Between Duplicate precision averaged over all runs.
" Within-calibration. Total precision with weighted components of within-run, between-run, and between-day variation.
" Within-lab. A measure of the effect of recalibration on total precision, calculated within reagent lot, using data from at least 4
calibrations.
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Conc. Units = pmol/L
NT-proBNP Within-run® Within-calibration™ Within-lab™ No. No.
System Conc. SD %CV SD %CV SD %CV | Observ. Days
3.65 0.072 2.0 0.143 3.9 0.142 3.9 80 20
8.17 0.242 3.0 0.284 3.5 0.310 3.8 80 20
10.9 0.210 1.9 0.485 4.4 0.536 4.9 80 20
24.3 0.472 1.9 0.720 3.0 0.944 3.9 80 20
41.9 0.531 1.3 1.59 3.8 2.01 4.8 80 20
ECI/ECIQ 91.6 1.86 2.0 3.32 3.6 3.99 4.3 80 20
105 2.14 2.0 2.69 2.6 4.50 4.3 80 20
196 3.66 1.9 9.09 4.6 11.1 5.7 80 20
644 11.3 1.8 17.6 2.7 24.0 3.7 80 20
1250 21.2 1.7 35.4 2.8 47.2 3.8 80 20
2780 59.0 2.1 113 4.0 144 5.1 80 20
3.96 0.061 1.5 0.192 4.9 0.225 5.7 80 20
8.30 0.171 2.1 0.391 4.7 0.457 55 80 20
1.5 0.171 15 0.460 4.0 0.545 4.7 80 20
25.3 0.460 1.8 0.755 3.0 0.932 3.7 80 20
431 0.519 1.2 1.29 3.0 1.65 3.8 80 20
3600 96.2 1.37 1.4 3.39 3.5 3.60 3.7 80 20
111 1.19 1.1 3.14 2.8 3.49 3.2 80 20
204 2.24 1.1 10.1 5.0 9.91 4.8 80 20
688 9.44 1.4 18.3 2.6 18.8 2.7 80 20
1330 13.0 1.0 24.8 1.9 31.9 2.4 80 20
2900 437 1.5 83.8 2.9 86.1 3.0 80 20
3.79 0.050 14 0.165 4.4 0.195 5.0 80 20
8.35 0.125 1.5 0.309 3.8 0.362 4.3 80 20
11.8 0.130 1.2 0.425 3.7 0.507 4.2 80 20
26.0 0.307 1.2 0.826 3.3 1.03 3.9 80 20
441 0.507 1.2 2.09 4.8 2.41 5.4 80 20
5600 96.1 1.1 1.2 3.08 3.3 3.88 4.0 80 20
109 1.35 1.3 2.82 2.6 4.09 3.7 80 20
204 2.24 1.1 9.20 4.5 11.2 54 80 20
675 7.67 1.2 17.5 2.6 20.8 3.0 80 20
1320 16.5 1.3 23.6 1.8 28.3 2.1 80 20
2870 34.2 1.2 86.1 3.1 88.5 3.0 80 20
4.13 0.079 1.9 0.190 4.7 0.267 6.4 80 20
8.58 0.224 2.6 0.413 4.9 0.573 6.6 80 20
12.0 0.260 2.2 0.425 3.6 0.66 54 80 20
25.8 0.425 1.7 0.767 3.0 1.18 4.5 80 20
435 0.625 15 1.66 3.9 2.15 4.9 80 20
XT 7600 94.5 1.26 1.3 3.14 3.3 347 3.6 80 20
109 1.48 14 3.01 2.8 4.21 3.8 80 20
204 3.30 1.6 8.14 4.0 9.32 4.5 80 20
688 9.09 1.3 17.3 2.5 23.7 3.4 80 20
1350 18.9 1.4 29.5 2.2 401 3.0 80 20
2910 437 1.5 64.9 2.2 92.0 3.1 80 20

Version 3.0

“ Within-run (repeatability). Between Duplicate precision averaged over all runs.
" Within-calibration. Total precision with weighted components of within-run, between-run, and between-day variation.

" Within-lab. A measure of the effect of recalibration on total precision, calculated within reagent lot, using data from at least 4

calibrations.
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Specificity

Substances that do not Interfere
The VITROS NT-proBNP Il test was evaluated for interference consistent with CLSI document EP07. %2 Of the compounds
tested, none was found to cause a bias of >10% with the test at the concentrations indicated at nominal NT-proBNP
concentrations of 125 pg/mL (14.8 pmol/L) and 2000 pg/mL (236 pmol/L).

Compound Concentration Compound Concentration
Acetaminophen 156 pg/mL 1030 pmol/L Insulin 3.12 pg/dL 5.37 nmol/L
Acetylcysteine 15.0 mg/dL 920 pmol/L Intralipid 2.00 g/dL NA
Adrenaline (Epinephrine) 20.0 pg/dL 1.09 pmol/L L-dopa (Levodopa) 750 pg/dL 38.0 pmol/L
Alprazolam 25.8 pg/dL 836 nmol/L Levothyroxine 42.9 pg/dL 552 nmol/L
Amlodipine besylate 10.5 pg/dL 184 nmol/L Lidocaine 1.50 mg/dL 64.0 pmol/L
Amoxicillin 5.40 mg/dL 148 pmol/L Methyldopa sesquihydrate 2.25 mg/dL 94.4 ymol/L
Ascorbic acid 5.25 mg/dL 298 pmol/L Methylprednisolone 783 pg/dL 20.9 ymol/L
ﬁitr?%f:tt:t'” calcium 162 pgidL|  1.34 pmollL Metoprolol hemitartrate 150 pgidL| 219 pmoliL
Benazepril HCI 44.0 pg/dL 955 nmol/L Metronidazole 12.3 mg/dL 718 pmol/L
Bilirubin, conjugated 40.0 mg/dL 474 pmol/L Molsidomine 18.0 pg/dL 743 nmol/L
Bilirubin, unconjugated 40.0 mg/dL 684 pmol/L Naproxen sodium 39.3 mg/dL 1.56 mmol/L
Biotin 3510 ng/mL 14.4 pmol/L Nicardipine HCL 46.5 pg/dL 901 nmol/L
Caffeine 10.8 mg/dL 556 pmol/L Nifedipine 58.8 pg/dL 1.70 pymol/L
Carvedilol 43.2 pg/dL 1.06 pmol/L Omeprazole 840 pg/dL 24.3 pmol/L
E:;::'(i’;‘;’t‘:hdy'jfa‘igm 100 mg/dL| 1510 pmoliL Oxycodone HCI 324pg/dl|  0.92 pmolll
Cholesterol 400 mg/dL 10.3 mmol/L Phenobarbital 69.0 mg/dL 2.97 mmol/L
g‘l’fg't‘?gre' hydrogen 2.40 pg/dL 57.2 nmol/L Propafenone HCL 72.0 pg/dL 1.91 ymol/L
Cotinine 240 pg/dL 13.6 ymol/L Pseudoephedrine HCI 330 pg/dL 16.4 ymol/L
Creatinine 15.0 mg/dL 1.33 mmol/L Rheumatoid Factor 1500 IU/mL NA
Cyclosporine 180 pg/dL 1.50 pymol/L Rifampicin (Rifampin) 4.80 mg/dL 58.3 pmol/L
Dextran 2.40 g/dL 600 pmol/L Sacubitril calcium salt 0.915 mg/dL 21.3 ymol/L
Digitoxin 7.50 pg/dL 98.0 nmol/L Salicylic acid 2.86 mg/dL 207 pmol/L
Digoxin 3.90 pg/dL 49.9 nmol/L Salmeterol 1.65 pg/dL 39.7 nmol/L
Diphenhydramine HCI 77.4 pg/dL 2.65 pmol/L Sotalol hydrochloride 510 pg/dL 16.5 ymol/L
Dipyrone (as 4-

methylaminoantipyrine 3.30 mg/dL 130 pmol/L Spironolactone 55.5 pg/dL 1.33 pmol/L
Hydrochloride)

Dypyridamole 1.00 mg/dL 19.8 ymol/L Streptokinase 150,000 U/dL NA
Doxycycline hyclate 1.80 mg/dL 35.1 pmol/L Theophylline 6.00 mg/dL 333 pmol/L
Enalaprilat dihydrate 81.9 pg/dL 2.13 pmol/L Tolbutamide 54.9 mg/dL 2.03 mmol/L
Ethanol 600 mg/dL 130 mmol/L Total Protein 15.0 g/dL NA
Fibrinogen 1000 mg/dL NA tPA (Alteplase) 1.20 mg/dL NA
Furosemide 1.59 mg/dL 48.1 ymol/L Triglyceride 1500 mg/dL 16.9 mmol/L
Gentamicin Sulfate 3.51 mg/dL 61.0 pmol/L Valproic Acid 31.8 mg/dL 2.21 mmol/L
%ﬁfgg;’;g?;‘; 1.20 pg/dL 52.8 nmol/L Valsartan 1.17 mg/dL 26.9 umol/L
HAMA (Human Anti-Mouse 800 pg/L NA Vancomycin Hydrochloride 12.3 mg/dL 82.8 umol/L
Antibody

Hemoglobin 1000 mg/dL 155 pmol/L Verapamil Hydrochloride 160 pg/dL 3.26 ymol/L
Heparin (Sodium), UFH 330 U/dL NA Warfarin 8.00 mg/dL 260 pmoliL
Ibuprofen 21.9 mg/dL 1.06 mmol/L

Cross-Reactivity

The cross-reactivity of the VITROS NT-proBNP Il test was evaluated by adding the following substances to a human serum
sample containing no NT-proBNP.
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Mean Result of

Mean Result of

Cross-Reactant Concentration Control Sample Crosss::;?: tant I?eggg\?;;
pg/mL pmol/L pg/mL pmol/L
ANP,¢ 3.10 pg/mL 1.01 nmol/L * ¥ * * *
proBNP (glycosylated) 3000 pg/mL N/A -0.14 -0.02 57.6 6.80 1.9
proBNP (nonglycosylated) 3000 pg/mL | 0.249 nmol/L -0.13 -0.02 891 105 29.7
?:;(;‘;’;2’:’:::,;;) 3.50 ug/mL | 0.998 pmol/L . . . . .
z;;z:z‘m&zz) 1.00 ng/mL | 0.258 nmol/L : : : : :
I\:)T';Z:Z/:«NNFF”::fzs) 1.00 ng/mL | 0.458 nmoliL : . : . .
BNP,, (Natrecor®) 3.50 pg/mL 1.01 pmol/L * ) * * )
CNP,, 2.20 pg/mL 1.00 pymol/L * ) * * )
Adrenomedullin 1.00 ng/mL | 0.166 nmol/L " ¥ * " *
Aldosterone 0.600 ng/mL | 1.66 nmol/L * ) b * )
Angiotensin | 0.600 ng/mL | 0.463 nmol/L * ) * * )
Angiotensin Il 0.600 ng/mL | 0.574 nmol/L " * : " *
Angiotensin IlI 1.00 ng/mL 1.07 nmol/L * ) ) * )
Endothelin 20.0 pg/mL 8.03 pmol/L * ¥ * * *
Urodilatin 3.50 pg/mL | 0.998 pymol/L * ) b : )
Arg-Vasopressin 1.00 yg/mL | 0.922 pmol/L * ¥ * * ¥
Renin 50.0 ng/mL 28.4 nmol/L " ¥ * " *

" Not Detectable (ND). Concentration was below the measuring range of the test, 20.0 - 30,000 pg/mL (2.36 — 3,540 pmol/L).

The cross-reactivity of the VITROS NT-proBNP Il test was evaluated by adding the following substances to a human serum
sample containing NT-proBNP at a concentration of 125 pg/mL (14.8 pmol/L).
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Mean NT-proBNP | Mean NT-proBNP
. Result of Control Result of Cross- % Cross-
Cross-Reactant Concentration Sample Reactant Sample Reactivity
pg/mL | pmol/L pg/mL pmol/L
ANP,q 3.10 pg/mL 1.01 nmol/L 112 13.2 116 13.7 <1.0
proBNP (glycosylated) 3000 pg/mL N/A 105 12.4 183 21.6 2.6
proBNP (nonglycosylated) 3000 pg/mL 0.249 nmol/L 122 14.4 1310 155 39.6
?:;:;Z’:\':IF;Z"SS) 350 ug/mL | 0.998 ymollL | 105 12.4 774 913 <1.0
2;(;‘;‘;’:’:&:‘972) 1.00 ng/mL | 0.258 nmollL | 114 13.5 119 14.0 <1.0
?:;:;:‘;’:NN';::"L) 1.00ng/mL | 0458 nmollL | 114 | 135 | 121 14.3 <1.0
BNP,, (Natrecor®) 3.50 pg/mL 1.01 pmol/L 112 13.2 115 13.6 <1.0
CNP,, 2.20 pg/mL 1.00 pmol/L 116 13.7 120 14.2 <1.0
Adrenomedullin 1.00 ng/mL 0.166 nmol/L 114 13.5 117 13.8 <1.0
Aldosterone 0.600 ng/mL 1.66 nmol/L 112 13.2 117 13.8 <1.0
Angiotensin | 0.600 ng/mL 0.463 nmol/L 114 13.5 120 14.2 1.0
Angiotensin || 0.600 ng/mL 0.574 nmol/L 112 13.2 114 13.5 <1.0
Angiotensin IlI 1.00 ng/mL 1.07 nmol/L 114 13.5 119 14.0 <1.0
Endothelin 20.0 pg/mL 8.03 pmol/L 113 13.3 113 13.3 <1.0
Urodilatin 3.50 pg/mL 0.998 pmol/L 113 13.3 119 14.0 <1.0
Arg-Vasopressin 1.00 pg/mL 0.922 pmol/L 114 13.5 120 14.2 <1.0
Renin 50.0 ng/mL 28.4 nmol/L 114 13.5 122 14.4 <1.0

Cross-reactivity was expressed as the mean result obtained for the cross-reactant sample minus the mean result obtained
for the control sample divided by the cross-reactant concentration in percentage terms.

% Cross-reactivity =

(Mean NT-proBNP Result Cross-reactant Sample) - (Mean NT-proBNP Result Control Sample)
- x 100
Concentration of Cross-Reactant

References

20 of 25

1.

10.

Palmer SC, Yandle TG, Nicholls MG, Frampton CM, Richards AM. Regional clearance of amino-terminal pro-brain
natriuretic peptide from human plasma. Eur J Heart Fail 2009;11:832-839.

Ibrahim N., Januzzi J, Established and Emerging Roles of Biomarkers in Heart Failure Circ Res. 2018;123:614-629.
Vodovar et al., Post-translational modifications enhance NT-proBNP and BNP production in acute decompensated
heart failure, European Heart Journal (2014) 35, 3434-3441.

McFarlane S. et al., Role of the Natriuretic Peptide System in Cardiorenal Protection Arch Intern Med. 2003;163(22):
2696-2704.

Gaggin H. and Januzzi J., The past, the present, and the future of natriuretic peptides in the diagnosis of heart failure
European Heart Journal Supplements (2018) 20 (Supplement G), G11-G20.

Kimmenade R.J., et al., Renal Clearance of B-Type Natriuretic Peptide and Amino Terminal Pro-B-Type Natriuretic
Peptide J Am Coll Cardiol/ 2009;53:884-90.

Nakao K, Ogawa Y, Suga S, Imura H. Molecular biology and biochemistry of the natriuretic peptide system. II:
natriuretic peptide receptors. J Hypertens 1992;10:1111-1114.

Omland T, Hagve TA. Natriuretic peptides: physiologic and analytic considerations. Heart Fail Clin 2009; 5:471-487.
Masson S. et al., Direct Comparison of B-Type Natriuretic Peptide (BNP) and Amino-Terminal proBNP in a Large
Population of Patients with Chronic and Symptomatic Heart Failure: The Valsartan Heart Failure (Val-HeFT) Data
Clinical Chemistry (2006) 52:8 1528-1538 .

Ponikowski P. et al., 2016 ESC Guidelines for the diagnosis and treatment of acute and chronic heart failure, European
Journal of Heart Failure (2016) 18, 891-975.

Pub. No. GEM1317_XUS_EN Version 3.0



mmunodia. gn

ostic

INSTRUCTIONS FOR USE NBNP2

References

11.  Wang TJ. Natural history of asymptomatic left ventricular systolic dysfunction in the community. Circulation
2003;108:977-982.

12. The SOLVD Investigators. Effect of enalapril on mortality and the development of heart failure in asymptomatic patients
with reduced left ventricular ejection fractions. N Eng/ J Med 1992;327:685-691.

13. Redfield MM, Jacobsen SJ, Burnett JC Jr, et al. Burden of systolic and diastolic ventricular dysfunction in the
community: appreciating the scope of the heart failure epidemic. JAMA. 2003;289:194-202.

14. Yancy C., et al, 2013 ACCF/AHA Guideline for the Management of Heart Failure Circulation. 2013;128:e240-e327.

15. McDonagh TA, Morrison CE, Lawrence A, et al. Symptomatic and asymptomatic left-ventricular systolic dysfunction in
an urban population. Lancet. 1997;350:829-33.

16. Mosterd A, Hoes AW, de Bruyne MC, et al. Prevalence of heart failure and left ventricular dysfunction in the general
population: the Rotterdam Study. Eur Heart J. 1999;20:447-55.

17. Hunt SA, Abraham WT, Chin MH, et al. 2009 Focused update incorporated into the ACC/AHA 2005 guidelines for the
diagnosis and management of heart failure in adults: a report of the American College of Cardiology Foundation/
American Heart Association Task Force on Practice Guidelines. Circulation. 2009;119:€391-479.

18. Januzzi JL et al., NT-proBNP testing for diagnosis and short-term prognosis in acute destabilized heart failure: an
international pooled analysis of 1256 patients: the International Collaborative of NT-proBNP Study Eur Heart J. 2006
Feb;27(3):330-337.

19. Januzzi JL. et al., The N-terminal Pro-BNP Investigation of Dyspnea in the Emergency department (PRIDE) study. Am
J Cardjol. 2005 Apr 15;95(8):948-54.

20. Yancy C., et al, 2017 ACC/AHA/HFSA Focused Update of the 2013 ACCF/AHA Guideline for the Management of Heart
Failure; Circulation. 2017;136:137-e161.

21. Januzzi JL. et al., N-Terminal Pro-B-Type Natriuretic Peptide in the Emergency Department: The ICON-RELOADED
Study, J Am Coll Cardiol. 2018 Mar 20;71(11):1191-1200.

22. Hildebrandt, P. et al., Amino-Terminal Pro-B-Type Natriuretic Peptide Testing to Assist the Diagnostic Evaluation of
Heart Failure in Symptomatic Primary Care Patients. American Journal of Cardiology, Volume 101, Issue 3 , S25 -
S28.

23. Gustafsson, Finn et al., Diagnostic and Prognostic Performance of N-Terminal ProBNP in Primary Care Patients With
Suspected Heart Failure, Journal of Cardiac Failure, Volume 11 , Issue 5, S15 - S20.

24. Zaphiriou A. et al., The diagnostic accuracy of plasma BNP and NTproBNP in patients referred from primary care with
suspected heart failure: results of the UK natriuretic peptide study. Eur J Heart Fail 2005;7:537-541.

25. Pan, Yesheng et al., “NT-proBNP test with improved accuracy for the diagnosis of chronic heart failure.” Medicine vol.
96,51 (2017): €9181. doi:10.1097/MD.0000000000009181.

26. Fuat A. et al., The diagnostic accuracy and utility of a B-type natriuretic peptide test in a community population of
patients with suspected heart failure. Br J Gen Pract 2006;56:327-333.

27. Omland T, White HD. State of the art: Blood biomarkers for risk stratification in patients with stable ischemic heart
disease. Clinical Chemistry. 2017;63(1):165-176.

28. Weber M. et al., N-Terminal B-Type Natriuretic Peptide Assessment Provides Incremental Prognostic Information in
Patients With Acute Coronary Syndromes and Normal Troponin T Values Upon Admission, J Am Coll Cardiol.
2008;51(12):1188-1195.

29. Galvani M, Ottani F, Oltrona L, et al. N-terminal pro-brain natriuretic peptide on admission has prognostic value across
the whole spectrum of acute coronary syndromes. Circulation. 2004;110(2):128-134.

30. Khan SQ, Narayan H, Ng KH, et al. N-terminal pro-B-type natriuretic peptide complements the GRACE risk score in
predicting early and late mortality following acute coronary syndrome. Clinical Science. 2009;117(1):31-39.

31. Lorgis L, Zeller M, Dentan G, et al. Prognostic value of N-terminal pro-brain natriuretic peptide in elderly people with
acute myocardial infarction: Prospective observational study. BMJ (Online). 2009;338(7704):1195.

32. Zdravkovic V, Mladenovic V, Colic M, et al. NT-proBNP for prognostic and diagnostic evaluation in patients with acute
coronary syndromes. Kardiologia Polska. 2013;71(5):472-479.

33. Almeida R, Mariano L, Gavina C, et al. The value of NT-proBNP in early risk stratification of acute coronary syndromes.
Rev Port Cardiol. 2006;25(1):71-75.

34. Norgaard BL, Terkelsen CJ, Riiskjaer M, et al. Risk prediction in acute coronary syndrome from serial in-hospital
measurements of N-terminal pro-B-type natriuretic peptide. Acute Card Care. 2008;10(3):159-166.

35. James SK, Lindahl B, Siegbahn A, et al. N-terminal pro-brain natriuretic peptide and other risk markers for the separate
prediction of mortality and subsequent myocardial infarction in patients with unstable coronary artery disease: a Global
Utilization of Strategies To Open occluded arteries (GUSTO)-IV substudy. Circulation. 2003;108(3):275-281.

36. James SK, Lindback J, Tilly J, et al. Troponin-T and N-terminal pro-B-type natriuretic peptide predict mortality benefit
from coronary revascularization in acute coronary syndromes: a GUSTO-IV substudy. J Am Coll Cardiol. 2006;48(6):
1146-1154.

37. Fisher C. et al., N-terminal pro B type natriuretic peptide, but not the new putative cardiac hormone relaxin, predicts
prognosis in patients with chronic heart failure Heart 2003;89:879-881.

38. Luers C, et al., Serial NT-proBNP measurements for risk stratification of patients with decompensated heart failure,
Herz, 2010, Volume 35, Number 7, Page 488.

39. Curbelo J. et al., Comparison between inferior vena cava ultrasound, lung ultrasound, bioelectric impedance analysis,
and natriuretic peptides in chronic heart failure, Current Medical Research and Opinion, 2019, 35:4, 705-713.

40. van Boven, N et al. “In search of an efficient strategy to monitor disease status of chronic heart failure outpatients:

Version 3.0

added value of blood biomarkers to clinical assessment.” Netherlands heart journal : monthly journal of the Netherlands

Pub. No. GEM1317_XUS_EN 21 of 25



NBNP2

INSTRUCTIONS FOR USE
References

22 of 25

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54,

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

Society of Cardiology and the Netherlands Heart Foundation vol. 25,11 (2017): 634-642. doi:10.1007/
$12471-017-1040-x.

Berin R. et al., Single measurement of serum N-terminal pro-brain natriuretic peptide: the best predictor of long-term
mortality in patients with chronic systolic heart failure. Eur J Infern Med. 2014 Jun;25(5):458-62.

Fu, Shihui et al. “The predictive capacity and additional prognostic power of N-terminal pro-B-type natriuretic peptide in
Chinese elderly with chronic heart failure.” Clinical interventions in aging vol. 10 359-65. 27 Jan. 2015, doi:10.2147/
CIA.S77417.

Omland T, White HD. State of the art: Blood biomarkers for risk stratification in patients with stable ischemic heart
disease. Clinical Chemistry. 2017;63(1):165-176.

Blankenberg S, et al. Comparative impact of multiple biomarkers and N-Terminal pro-brain natriuretic peptide in the
context of conventional risk factors for the prediction of recurrent cardiovascular events in the Heart Outcomes
Prevention Evaluation (HOPE) Study. Circulation. 2006;114(3):201-208.

Omland T. B-type natriuretic peptides: Prognostic markers in stable coronary artery disease. Expert Review of
Molecular Diagnostics. 2008;8(2):217-225.

Kragelund C, et al., N-terminal pro-B-type natriuretic peptide and long-term mortality in stable coronary heart disease.
New England Journal of Medicine. 2005;352(7):666-675.

Ndrepepa G, Braun S, Niemoller K, et al. Prognostic value of N-terminal pro-brain natriuretic peptide in patients with
chronic stable angina. Circulation. 2005;112(14):2102-2107.

Schnabel R, Rupprecht HJ, Lackner KJ, et al. Analysis of N-terminal-pro-brain natriuretic peptide and C-reactive protein
for risk stratification in stable and unstable coronary artery disease: Results from the AtheroGene study. European
Heart Journal. 2005;26(3):241-249.

Ruwald MH, Goetze JP, Bech J, et al. NT-proBNP independently predicts long-term mortality in patients admitted for
coronary angiography. Angiology. 2014;65(1):31-36.

Omland T, Sabatine MS, Jablonski KA, et al. Prognostic Value of B-Type Natriuretic Peptides in Patients With Stable
Coronary Artery Disease. The PEACE Trial. Journal of the American College of Cardiology. 2007;50(3):205-214.
Harutyunyan MJ, Mathiasen AB, Winkel P, et al. High-sensitivity C-reactive protein and N-terminal pro-B-type
natriuretic peptide in patients with stable coronary artery disease: a prognostic study within the CLARICOR trial.
Scandinavian journal of clinical and laboratory investigation. 2011;71(1):52-62.

Mishra RK, Judson G, Christenson RH, Defilippi C, Wu AHB, Whooley MA. The Association of Five-Year Changes in
the Levels of N-Terminal Fragment of the Prohormone Brain-Type Natriuretic Peptide (NT-proBNP) with Subsequent
Heart Failure and Death in Patients with Stable Coronary Artery Disease: The Heart and Soul Study. Cardiology
(Switzerland). 2017;137(4):201-206.

Bibbins-Domingo K, Gupta R, Na B, Wu AH, Schiller NB, Whooley MA. N-terminal fragment of the prohormone brain-
type natriuretic peptide (NT-proBNP), cardiovascular events, and mortality in patients with stable coronary heart
disease. JAMA. 2007;297(2):169-176.

CLSI. Protection of Laboratory Workers From Occupationally Acquired Infections; Approved Guideline—Fourth Edition.
CLSI document M29-A4. Wayne, PA: Clinical and Laboratory Standards Institute; 2014.

Regulation (EC) No 1272/2008 of the European Parliament and of the Council of 16 December 2008 on classification,
labelling and packaging of substances and mixtures, amending and repealing Directives 67/548/EEC and 1999/45/EC,
and amending Regulation (EC) No 1907/2006.

Calam RR. Specimen Processing Separator Gels: An Update. J Clin Immunoassay. 11:86-90; 1988.

CLSI. Collection of Diagnostic Venous Blood Specimens. 7th ed. CLSI standard GP41. Wayne, PA: Clinical and
Laboratory Standards Institute; 2017.

CLSI. Tubes and Additives for Venous and Capillary Blood Specimen Collection,; Approved Standard—Sixth Edition.
CLSI document GP39-A6. Wayne, PA: Clinical and Laboratory Standards Institute; 2010.

Cauliez B., Guignery J., Marinier S., Mariau |., and Lavoinne A. Two-year stability of NT-proBNP in frozen samples
using the Roche Elecsys system. Ann Clin Biochem 2008; 45: 318-319.

Nowarzke, et al. Stability of N-Terminal Pro-Brain Natriuretic Peptide after Storage Frozen for One Year and after
Multiple Freeze-Thaw Cycles. Clin Chem 2003; 49: 1560-1562.

CLSI. Statistical Quality Control for Quantitative Measurements: Principles and Definitions; Approved Guideline - Fourth
Edition. CLSI guideline C24, Wayne, PA: Clinical and Laboratory Standards Institute; 2016.

CLSI. Interference Testing in Clinical Chemistry. 3rd ed. CLSI guideline EP07. Wayne, PA: Clinical and Laboratory
Standards Institute; 2018.

Levinson SS. The Nature of Heterophilic Antibodies and Their Role in Immunoassay Interference. J Clin Immunoassay.
15:108-115; 1992.

Elecsys Cobas e411 proBNP Il assay [IFU package insert]. Mannheim, Germany: Roche Diagnostics; 2017.

James L Januzzi, Annabel A Chen-Tournoux, Gordon Moe (2008). “Amino-terminal pro-B-type natriuretic peptide
testing for the diagnosis or exclusion of heart failure in patients with acute symptoms”, Am J Cardio/ 2008:101 (3A):
29-38.

Roland van Kimmenade, Yigal/ M. Pinto, and James L. Januzzi (2008). “Importance and Interpretation of Intermediate
(Gray Zone) Amino-Terminal Pro-B-Type Natriuretic". Am. J. Cardiol, Volume 101, Issue 3, S39-S42.

Zweig MH, Campbell G. Receiver-Operating Characteristic (ROC) Plots: A Fundamental Evaluation Tool in Clinical
Medicine. Clin Chem. 1993;39(4):561-577.

Bamber D. The Area above the Ordinal Dominance Graph and the Area below the Receiver Operating Characteristic
Graph. Journal of Mathematical Psychology. 1975;12:387-415.

Pub. No. GEM1317_XUS_EN Version 3.0



Products

VITRHI="

Immunodiagnostic

INSTRUCTIONS FOR USE

Glossary of Symbols

NBNP2

69. Clopper CJ, Pearson ES. The use of Confidence or Fiducial Limits lllustrated in the Case for the Binomial. Biometrika.

1934;26:404-413.

70. Bewick V, Cheek L, Ball J. Statistics review 10: further nonparametric methods. Critical Care. 2004;8:196-199.

71. CLSI. Evaluation of Detection Capability for Clinical Laboratory Measurement Procedures,; Approved Guideline —
Second Edition. CLS| document EP17-A2. Wayne, PA: Clinical and Laboratory Standards Institute; 2012.

72. CLSI. Measurement Procedure Comparison and Bias Estimation Using Patient Samples. 3rd ed. CLSI guideline
EP09c. Wayne, PA: Clinical and Laboratory Standards Institute; 2018.

73. Passing H, Bablok W. A New Biometrical Procedure of testing the Equality of Measurements from Two Different
Analytical Methods. J. Clin Chem Biochem. 21: 709-720, 1983.

74. CLSI. Evaluation of Precision of Quantitative Measurement Procedures; Approved Guideline — Third Edition. CLSI

document EP05-A3. Wayne, PA: Clinical and Laboratory Standards Institute; 2014.

Glossary of Symbols

The following symbols may have been used in the labeling of this product.

Version 3.0

Do Not Reuse

Use by or Expiration Date
(Year-Month-Day)

-

0]

pur}

Batch Code or Lot Number

Serial Number

Catalog Number or
Product Code

A

S DIkl Froe

E

Caution

Keep Dry (Protect from
Moisture/Humidity)

Manufacturer

Date of Manufacture

Authorized Representative
in the European Community

Corrosive

Health Hazards

/ﬂf Upper Limit of Temperature
Lower Limit of Temperature
Temperature Limitation

Consult Instructions for Use

Attention: The Instructions for
Use (IFU) has been updated

For use in Slide Supply 1
For use in Slide Supply 2

Sl Units
Conventional Units

Value

Flammable

Acute Toxicity

® @ Il EE-~

Range

Range of Means

Midpoint

Revised

Supersedes

Contains Sufficient for

n" Tests

in vitro Diagnostic

Medical Device

Der Griine Punkt (the Green Dot).
Manufacturer follows certain

packaging material waste disposal
management regulations

Estimated within-lab SD

Serious Health Hazards

Environmental or
Aquatic Toxicity

Pub. No. GEM1317_XUS_EN

23 of 25




NBNP2

Products

VITRHI="

Immunodiagnostic

INSTRUCTIONS FOR USE

Revision History

Revision History

24 of 25

Date of Revision

Version

Description of Technical Changes*

2020-08-24

+ Removed statement — Lots 40 and above
* Warnings and Precautions: updated P280 statement

* Handling and Storage Conditions: changed sample storage times from 2 days
and 3 days to 4 days for both conditions

* Known Interferences: updated Interferent table

»  Specificity: removed Phenprocoumon (Marcumar) and Sodium Azide from
Substances That Do Not Interfere

» References: removed associated references; updated reference section

* The change bars indicate the position of a technical amendment to the text with respect to the previous version of the document.

When this Instructions For Use is replaced, sign and date below and retain as specified by local regulations or laboratory

policies, as appropriate.

Signature

Obsolete Date
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