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Proteomics and Protein Markers

Processed B-Type Natriuretic Peptide Is a Biomarker of
Postinterventional Restenosis in Ischemic Heart Disease

Hirotaka Fujimoto, 2" Toru Suzuki, "™

Kenichi Aizawa,'" Daigo Sawaki,"® Junichi Ishida," Jiro Ando,’

Hideo Fujita," Issei Komuro," and Ryozo Nagai'

BACKGROUND: Restenosis, a condition in which the le-
sion vessel renarrows after a coronary intervention
procedure, remains a limitation in management. A sur-
rogate biomarker for risk stratification of restenosis
would be welcome. B-type natriuretic peptide (BNP) is
secreted in response to pathologic stress from the heart.
Its use as a biomarker of heart failure is well known;
however, its diagnostic potential in ischemic heart dis-
ease is less explored. Recently, it has been reported that
processed forms of BNP exist in the circulation. We
hypothesized that circulating processed forms of BNP
might be a biomarker of ischemic heart disease.

METHODS: We characterized processed forms of BNP
by a newly developed mass spectrometry—based detec-
tion method combined with immunocapture using
commercial anti-BNP antibodies.

rESULTS: Measurements of processed forms of BNP by
this assay were found to be strongly associated with pres-
ence of restenosis. Reduced concentrations of the amino-
terminal processed peptide BNP(5-32) relative to
BNP(3-32) [as the index parameter BNP(5-32)/BNP(3—
32) ratio] were seen in patients with restenosis [median
(interquartile range) 1.19 (1.11~1.34), n = 22] vs without
restenosis [1.43 (1.22-1.61),n = 83; P<<0.001] in a cross-
sectional study of 105 patients undergoing follow-up cor-
onary angiography. A sensitivity of 100% to rule out the
presence of restenosis was attained at a ratio of 1.52.

concLusions: Processed forms of BNP may serve as vi-
able potential biomarkers to rule out restenosis.
© 2013 American Association for Clinical Chemistry

Percutaneous coronary intervention (PCI)* proce-
dures are widely used today to treat coronary artery

disease (1, 2 ). Even with use of drug-eluting stents, re-
stenosis (as defined as renarrowing of the treated lesion
at approximately 3—6 months after the procedure,
which often requires another intervention procedure
to treat) still remains a limitation and occurs in >10%
of patients. The pathology underlying restenosis is
complex, involving a multitude of processes (inflam-
matory response to endothelial denudation and subin-
timal hemorrhage triggered by angioplasty followed by
vascular smooth muscle cell proliferation and migra-
tion, extracellular matrix formation, and vascular re-
modeling) (3). The mechanisms of restenosis are not
yet fully understood, and, therefore, targeted medical
intervention and biomarkers reflective of the process
have yet to be developed to improve management of
the condition and risk stratification. Clinical algo-
rithms for the identification of patients at risk for this
condition have not proven reliable, making clinical as-
sessment of the condition difficult (4—6). Owing to a
compliant medical care system, patients undergoing an
intervention procedure in Japan are generally given a
follow-up angiogram at approximately 6 months to ex-
amine for presence of restenosis, but in most countries
a follow-up angiogram is still limited to symptomatic
patients. A surrogate biomarker that could help iden-
tify patients at risk for restenosis would therefore be
welcome.

B-type natriuretic peptide (BNP) is a bioactive
peptide that counteracts hemodynamic stress induced
by various pathologic conditions through actions such
as natriuresis and vasodilation (7, 8 ). BNP is released
into the circulation in large amounts during heart fail-
ure, allowing its measured circulating concentrations
to be used in diagnosis of this condition (7-10). BNP
concentrations are also moderately increased in ische-
mic heart disease, but their diagnostic potential in this
condition is less well explored (11, 12). BNP is synthe-
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sized as a propeptide, preproBNP(1-134), that under-
goes rapid removal of a 26—~amino acid (26-aa) signal
peptide, resulting in the formation of a 108-aa prohor-
mone, proBNP(1-108). Subsequently, proBNP(1-
108) is cleaved by proteolytic enzymes furin and corin
to release 2 processed peptides, the biologically inert
76-aa amino-terminal portion NT-proBNP(1-76) and
the biologically active 32-aa molecule BNP(1-32) [see
(13) for review]. Recently, other processed (proteo-
Iytic) forms of BNP [e.g., BNP(3-32), BNP(4--32), and
BNP(5-32)] have been shown to exist in the circula-
tion, but the clinical implications of these BNP pep-
tides remain poorly understood (14-16).

Protein processing via proteases is central to the
metabolism of many peptides. In the heart, myofila-
ment proteins such as troponin have been shown to be
processed under ischemic conditions, which may lead
to myocardial contractile dysfunction through effects
on calcium-dependent muscle contraction responses
(17 ). Measurement of processed troponin peptides re-
leased into the circulation from damaged and/or ne-
crotic cardiomyocytes has been suggested to be of po-
tential use in risk stratification of patients with
coronary syndromes (18 ). There are other clinical sit-
uations in which processed proteins/peptides serve as
diagnostic biomarkers, such as the use of amyloid 8
(AB) peptides in Alzheimer disease. The A peptides
generated through sequential proteolytic processing
of the amyloid precursor protein by 2 enzymes,
B-secretase and +y-secretase, have been shown to be re-
flective of Alzheimer disease pathophysiology [see (19)
for review], with lower concentrations of AB42 (asaratio
to AB40) being associated with cognitive decline (20).
Protein processing is also the target of therapeutic inter-
ventions such as use of dipeptidyl-peptidase IV (DPP-IV)
inhibitors, which inhibit protease processing of glucagon-
like peptide 1 and glucose-dependent insulinotropic pep-
tidein treatment of diabetes (2123 ). In the present study,
we hypothesized that processing of BNP might have value
as a diagnostic biomarker for ischemic heart disease and
found that it is associated with restenosis.

Methods

PATIENTS AND PROTOCOLS

Between June 2007 and November 2011, we examined
a total of 105 consecutive consenting patients with
mildly increased BNP concentrations who underwent
PCI with follow-up coronary angiography (CAG) ap-
proximately 6 months after the procedure. Patients
were excluded if they had acute myocardial infarction,
unstable angina pectoris, congestive heart failure, or
chronic renal failure [serum creatinine >2.0 mg/dL
(>176.8 umol/L)], because of confounding effects on
BNP concentrations. Patients with BNP concentra-
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tions =200 pg/mL were excluded because of possible
confounding heart failure and other heart disease as
described. Coronary angiograms were assessed by 2 ex-
perienced angiographers who were unaware of the re-
sults of analysis of BNP forms as described herein. Sig-
nificant stenosis was defined as >>50% narrowing of the
coronary artery as determined by quantitative coro-
nary angiography according to American Heart Asso-
ciation guidelines (24).

Blood samples were obtained at time of follow-up
CAG after PCI. Samples were transferred immediately
into tubes containing EDTA-2Na and aprotinin (Neo-
tube NP-EA0305, Nipro Corp.) and kept at 4 °C until
plasma was separated by centrifugation within 6 h,
and then stored at —80 °C until analysis. We mea-
sured plasma total BNP concentrations using a con-
ventional enzyme immunoassay (Rapidpia, Sekisui
Medical) (25).

Nonstenotic concentrations of BNP(5-32)/
BNP(3-32) ratio and BNP in this study were measured
using blood samples from consenting patients diag-
nosed to not have coronary stenosis on diagnostic CAG
(n = 66).

This study was approved by the ethics committee
of the Graduate School of Medicine, the University of
Tokyo, and written informed consent was obtained
from each patient.

DETECTION OF BNP FORMS
We developed a mass spectrometry—based immunoas-
say (MS-IA) procedure (as described in detail in Sup-
plemental Text, which accompanies the online version
of this article at http://www.clinchem.org/content/
vol59/issue9) to measure circulating BNP peptides.
Briefly, after capturing BNP peptides with an antibody
raised against the ring region of BNP(1-32) (an anti-
body routinely used in a commercial BNP assay avail-
able from Shionogi) (26) bound to magnetic beads,
captured BNP peptides were eluted and then detected
by MALDI-TOF mass spectrometry (Axima CFR Plus
and Axima Confidence, Shimadzu Corp.). Results of
coronary angiograms were not made available at time
of measurement. The analytical measurement range of
the assay was approximately 20-3000 pg/mL. Within-
run reproducibility as a measure of analytic precision
showed a CV between 7.4% and 8.8% (see online Sup-
plemental Table 1).

STATISTICAL ANALYSIS
We analyzed continuous data, expressed as median
with interquartile ranges, by the Wilcoxon rank-sum
test to compare medians of values and discrete vari-
ables with the Fisher exact test. We used multivariate
logistic regression analysis to determine variables asso-
ciated with restenosis. For multivariable models, a

Clinical Chemistry 59:9 (2013) 1331



Immunological capture

A

&*,Sxi}ﬁ

i

2

plasma

B

Restenosis

g

Relalive intensity

BNP(4-32)

A\ 4

Mass spectrometry

h/

l

|

intensity
e

Relative

BNP(3-32) BNP(1-32)

No stenosis

Relative intensity

3350 3450

stepwise variable selection was performed starting with
all of the variables from the univariate model thathad a
P value of <0.2. The final model was generated with
backward stepwise logistic regression (P to leave: 0.05)
(note that a forward stepwise model gave the same re-
sults). The final model included only variables that had
a P value of <0.05. We determined ROC curves, stan-
dard diagnostic sensitivity and specificity, likelihood
ratios, and predictive value to evaluate diagnostic per-
formance. All statistical analyses were performed with
JMP version 8.0.2 (SAS Institute) and MedCalc version
12.3 (MedCalc Software). A 2-tailed P < 0.05 was con-
sidered statistically significant.

Results
MASS SPECTROMETRY IMMUNOASSAY FOR DETECTION OF
CIRCULATING PROCESSED FORMS OF BNP

Because currently available conventional immunoas-
says cannot discriminate individual processed BNP
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peptides, we developed a mass spectrometry—based de-
tection method combined with immunocapture by
commercial anti-BNP antibodies to detect processed
forms of BNP in the circulation, as shown in Fig. 1A.
The assay consisted of 2 steps: the first involved immu-
nocapture in which all forms of circulating BNP
were captured by anti-BNP monoclonal antibody
bound to magnetic beads; the second step involved
analysis by mass spectrometry in which captured
BNP was eluted from the magnetic beads and ana-
lyzed with MALDI-TOF mass spectrometry (further
details on the methodology can be found in online
Supplemental Text 1).

By use of this method, we detected 3 major forms
of BNP: BNP(3-32), BNP(4-32), and BNP(5-32),
numbered as amino acids from the amino-terminal
end of the 32-amino acid BNP (Fig. 1B). Ofthe 3 forms,
BNP(5-32) was pursued further, as initial measure-
ments showed reduced concentrations of this peptide
in patients with restenosis (Fig. 1B). An index peptide
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Factors associated with restenosis (cross-sectional study)

Total

Age, years

Coexisting conditions

Diabetes mellitus

Laboratory values
Totalf'BNP pg/mL
Creatmlne mg/dL

0. 78 (O 65-0. 89)
060312
3.1 (2 8-3. 8)
1760(149.0-197.0)
50.5 {41.5-65.0)

tio Of total cholesterol to HDL holesteml

5 (152.5-190.5)

kTotal cholesterol mg/dL .
53 2 (44 5-68.6)

‘ HDL cholesterol mg/dL
,::,'Tnglycendes mg/dL ’
LDL choiestero! mg/dL

Lipid-lowering agents

Drug-eluting stent 79 (75) 69 (83) 10 (45) <0.001

2 Data are median (IQR) or n (%).
b P values were determined by the Fisher exact test for discrete variables and the Wilcoxon rank-sum test for continuous variables.
©%DS, percent diameter stenosis; QCA, quantitative coronary angiography.

to serve as an internal control to quantify concentra- mg/L (IQR 0.3-1.2); HDL cholesterol was 53.2 mg/dL
tions of BNP(5-32) was needed, but because the full- (IQR 44.5-68.6) [1.4 mmol/L (IQR 1.2-1.8)]; LDL
length peptide, BNP(1-32), was detected in only min-  cholesterol was 88.5 mg/dL (IQR 78.3-103.5) [2.3
ute amounts in contrast to BNP(3-32), which was mmol/L (IQR 2.0-2.7)]; and BNP was 51.9 pg/mL

present at higher stable concentrations, an arbitrary in- (IQR 37.5-83.7). 75% of patients (79 cases) were

dex of the ratio of BNP(5-32) to BNP(3-32) was used treated with drug-eluting stents, and angiographic

for further analytical purposes. outcome at follow-up CAG showed 22 cases of de-
fined restenosis (21% overall, 13% for drug-eluting

DIAGNOSTIC IMPLICATIONS OF PROCESSED FORMS OF BNP stents).

Of the 105 patients enrolled (Table 1 and online Sup- The BNP(5-32)/BNP(3-32) ratio was signifi-

plemental Table 2), 63% were male (n = 66) and the  cantly lower in patients with restenosis at time of
median age was 70 years [interquartile range (IQR) 63— follow-up CAG (restenosis 1.19, IQR 1.11-1.34, n =
76]. Comorbid coronary risk factors included hyper- 22, vs without restenosis 1.43, IQR 1.22-1.61, n = 83;
tension in 90 cases (86%), diabetes mellitus in 65 cases P < 0.001) (Table 1 and Fig. 2A). Notably, total BNP
(62%), and smoking in 71 cases (68%). Serum creati- concentrations as measured with a standard commer-
nine was 0.83 mg/dL (IQR 0.70-0.94) [73.4 pmol/L cial immunoassay did not show association with reste-
(IQR 61.4-83.1)]; C-reactive protein (CRP) was 0.5 nosis (Table 1 and Fig. 2B). Reference median concen-
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trations of BNP and BNP(5-32)/BNP(3-32) ratio in
the present study were 57.5 pg/mL (IQR 39.5-94.2,n =
66) and 1.43 (IQR 1.28-1.72, n = 66), respectively.
ROC analysis of the diagnostic accuracy of the
BNP(5-32)/BNP(3-32) ratio for those with presence
of restenosis showed an area under the curve of 0.775
(95% CI 0.683—0.851), and the optimal cutoff value for
discrimination of stenosis was 1.41 (sensitivity, speci-
ficity, positive likelihood ratio, and negative likelihood
ratio were 91%, 54%, 1.99, and 0.17, respectively) (see
online Supplemental Table 3 and Supplemental Fig. 1).
Sensitivity and specificity as well as negative and posi-
tive likelihood ratios in addition to positive and nega-
tive predictive values are shown in online Supplemen-
tal Table S3. Of interest, a negative likelihood ratio of
<0.1 allowing for reliable rule-out (27 ) was attained at
a ratio of 1.52, with both sensitivity and negative pre-
dictive value of 100%. Thus, measuring BNP processed

1334 Clinical Chemistry 59:9 (2013)
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forms as the BNP(5-32)/BNP(3-32) ratio had diag-
nostic value for ruling out restenosis.

We used univariate and multivariate analyses to
examine the association of the BNP(5-32)/BNP(3-32)
ratio with restenosis, taking into account the measured
concentrations of other laboratory blood tests (total
BNP, serum creatinine, CRP, ratio of total cholesterol
to HDL cholesterol, total cholesterol, HDL cholesterol,
triglycerides, and LDL cholesterol), risk factors (age,
sex, hypertension, diabetes mellitus, smoking, use of
lipid-lowering agents, and antihypertensive treat-
ment), systolic and diastolic blood pressure, lesion
length, and drug-eluting stent use for PCI. The BNP(5—
32)/BNP(3-32) ratio [odds ratio (OR) 0.63; 95% CI
0.45-0.83; P < 0.001] and failure to use a drug-eluting
stent (OR 4.20; 95% CI 1.40-12.99; P = 0.011) were
significantly and independently associated with reste-
nosis (Table 2). OR analysis showed that there was a
1.59-fold reduction in likelihood for restenosis with
each 0.1 U increase in the BNP(5-32)/BNP(3-32)
ratio.

Discussion

Peptide processing has become increasingly recognized
as important not only in metabolism of peptides but
also in regulation of various pathologies, particularly
since peptide processing has become the target of ther-
apeutic intervention with pharmaceutical develop-
ment of protease inhibitors in treatment of disease
[e.g., DPP-IV inhibitors (22, 23 )]. Recent studies have
also focused on the possible exploitation of peptide
processing in diagnosis of Alzheimer disease (20) and a
potential role in ischemic heart disease (17, 18). In the
present study, we focused on the bioactive cardiac hor-
mone BNP, whose circulating concentrations are re-
flective of pathogenic activity and have been clinically
used for diagnostic purposes, and showed that its pro-
cessed forms are strongly associated with the condition
of restenosis in ischemic heart disease. Methods to
measure these peptide forms were developed using
mass spectrometry—based detection combined with
immunocapture, because conventional immunoassay
methods are not able to discriminate the different
forms. Our initial experience shows that measurement
of BNP processing with this method is of potential use
to diagnose restenosis.

We found that 3 major processed forms of circu-
Jating BNP—BNP(3-32), BNP(4-32), and BNP(5-
32)—in addition to minute amounts of full-length
BNP(1-32), were those primarily detected in the circu-
lation in ischemic heart disease. Markedly lower con-
centrations of BNP(5-32) were seen in patients with
restenosis at time of follow-up CAG. OR analysis
showed that there was a 1.59-fold reduction in likeli-
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Univariate analysis

Male sex

Hypertensi
Diabetes mellitus

Systolic blood pressure

 Distlc blood pressre

% CI)

0.51(0.19-1.33) 0.17

 BNP(5~32)/BNP(3-32)

Li id-lowéﬁng agents
Antihypertensive trea

a P value of <0.05.

V Drug—eiuting étent not uséd 5.91 (2.'1‘6—16.80)

@ Only variables from the univariate analysis that had a P value of <0.2 were retained in the multivariate model. The final model included only variables that had

<0001

 0.63(0.45-0.83)

<0.001 420 (1 .40—12.99) 0.011

hood for presence of restenosis with each 0.1 U increase
in the BNP(5-32)/BNP(3-32) ratio. Importantly, this
ratio of the concentrations of processed forms of BNP was
to be found useful as a new biomarker to rule out the
presence of restenosis at cutoff concentrations of 1.52.
Our results suggest that processed forms of BNP,
especially BNP(5-32), may reflect the pathophysiolog-
ical process involved in restenosis. BNP is synthesized
as preproBNP(1-134), which results in proBNP(1-
108) after the removal of a 26-aa signal peptide.
ProBNP(1-108) is cleaved to a biologically inac-
tive amino-terminal NT-proBNP(1-76) and active
BNP(1-32) (13). A cardiac transmembrane serine pro-
tease, corin, and a ubiquitous serine protease, furin,
are currently proposed as possible convertases
(16, 28, 29 ). Recently, other processed forms of BNP,
including BNP(3-32), BNP(4-32), and BNP(5-32),
have been detected in plasma from heart failure pa-
tients in the presence of protease inhibitors benzami-
dine (as a trypsin, plasmin, thrombin inhibitor) and
4-(2-aminoethyl)benzenesulfonyl fluoride hydrochlo-
ride (as an inhibitor for serine protease such as DPP-

IV) to minimize the effect of protease degradation
(15). Of the 3 processed forms of BNP, BNP(3-32) has
been reported to be processed from BNP(1-32) by
DPP-IV (14 ). BNP(4-32) has been reported to be pro-
cessed by corin from proBNP, not from BNP(1-32)
(16). Additionally, BNP(5-32) has been reported to be
processed possibly from BNP(1-32) by neutral endo-
peptidase (30), but another study has reported that
BNP(1-32) is resistant to neutral endopeptidase—
mediated cleavage (14 ). Further, a recent study has re-
ported that human proBNP injected into rats is pro-
cessed into BNP(5-32) (31), thus indicating that
BNP(5-32) may be processed by an unknown protease
in rats. Thus, the underlying pathologic mechanisms of
BNP processing are thought to involve the combined
actions of membrane-bound-type protease(s) such as
neutral endopeptidases and dipeptidyl peptidases, but
the precise underlying mechanisms of action are not
understood. Pathogenic regulation of peptidase activ-
ity in disease states likely defines the proportion of BNP
forms present in the circulation, and will be a topic of
further investigation in the future.

Clinical Chemistry 59:9 (2013) 1335



Other attempts including some by our group to
develop biomarkers of restenosis by use of in-
terleukin-6 (32), oxidized LDL cholesterol markers
(33 ), LDL cholesterol (34 ), HDL cholesterol (35 ), CRP
(36-38), adiponectin (39), and their combinations
have not proven clinically useful. Clinical algorithms
also are not reliable (4, 5 ). Reduced relative concentra-
tions of BNP(5-32), as measured with an analytical ra-
tio of BNP(5-32)/BNP(3-32), were found to be
strongly associated with presence of restenosis in our
cross-sectional study. To our knowledge, diagnostic
performance of the magnitude described in the present
study has not been achieved by any other biomarker to
date. Importantly, a rule-out biomarker has not been
available for this condition to assist in risk stratification
of patients.

The described biomarker might aid in identify-
ing patients with less risk of restenosis after a PCI
procedure. A tool for noninvasive identification of
patients without restenosis after a PCI procedure
would be helpful to reduce the burden of performing
routine follow-up CAG. It would also be of merit in
those settings in which follow-up CAG is not rou-
tinely done but is reserved as a tool to assist in ruling
out the presence of restenosis when assessing pa-
tients with ambiguous chest pain after PCIL. It is im-
portant to note that restenosis had been generally
thought to be associated with relatively benign out-
come, but recent evidence suggests that it is associ-
ated with myocardial damage and adverse clinical
outcome (30% to 60% present with acute coronary
syndrome, 5% present with ST-elevation myocardial
infarction) [see (40) for review]. Therefore, given
this need to identify patients at risk for restenosis, a
noninvasive biomarker would be a welcome tool in
management of the condition.

Longitudinal studies to determine the prognostic
value of processed forms of BNP and clinical studies to
address the association of these novel biomarkers with
coronary events will be of further interest and are
presently ongoing. The limitations of the current study
include the need for further large-scale studies at mul-

tiple centers to validate the present findings. Addition-
ally, there is need for studies that explore combined use
of clinical algorithms with this and possibly other bio-
markers to more accurately assess risk of restenosis.
Further modification of this technology will be neces-
sary to make this method or its derivatives more widely
available for patient care.

In summary, we provide our initial experience
with a newly developed method to measure processed
forms of BNP as a biomarker for risk assessment in
patients undergoing PCI for ruling out restenosis.
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Supplemental Data:

Text S1. Detailed description of the mass spectrometry-based immunoassay (MS-1A) procedure.

Mass Spectrometry-based Immunoassay

A mass spectrometry-based immunoassay (MS-IA) procedure was developed to measure
circulating BNP processed forms. The assay consisted of two steps; the first step involved an
immuno-capture step in which all forms of circulating BNP were captured by anti-BNP
monoclonal antibody-bound magnetic beads, and the second step involved analysis by mass
spectrometry in which captured BNP was eluted from magnetic beads and analyzed using
matrix-assisted laser desorption/ionization-time of flight mass spectrometry (MALDI-TOF MS).

Magnetic beads (5 pL suspension per 330 puL. sample) with covalently bound sheep anti-
mouse IgG (Dynabeads M-280 Sheep anti-mouse IgG, Invitrogen Dynal AS, Oslo, Norway)
were pre-washed three times with 1 mL of phosphate-buffered saline (PBS, pH 7.4) then pelleted
for 1 min using a magnetic particle concentrator (Dynal MPC-S, Invitrogen Dynal AS, Oslo,
Norway). After removal of PBS, the beads were incubated with 7 pg of the monoclonal
antibody, KY-hBNP II (kindly provided by Shionogi & Co., Ltd., Osaka, Japan) (1), in 1 mL of
PBS for 1 hour at room temperature on a rotary shaker. The remaining unbound antibody was
removed by washing five times with 1 mL of PBS. For control experiments, beads were
incubated without antibody. 330 pL of plasma, thawed at 37°C in a water bath, was added to the
antibody-coated beads in PBS containing 0.1% zwittergent 3—16 detergent (Calbiochem,
Darmstadt, Germany) in duplicate (final volume of 1 mL), and then incubated for an additional 1

hour at room temperature. For control experiments, plasma was incubated with beads not coated
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with antibody. Beads were pelleted for 1 min using a magnetic particle concentrator and then
further washed four times with PBS and two times with 20 mM ammonium bicarbonate. Beads
were then washed with 5 pL of 0.01% trifluoroacetic acid (TFA) in water. Extracted BNP was
eluted by adding 2.5 pL. of 0.02% TFA in water. After vortexing for 10 seconds, the beads were
pelleted by a magnetic particle concentrator. Eluents were spotted onto a MALDI target plate.
One microliter of matrix solution (10 mg/mL 2,5 dihydroxybenzoic acid in 0.05% TFA
and 50% acetonitrile : 5 mg/mL a-cyano-4-hydroxycinnamic acid in 0.05% TFA and 50%
acetonitrile = 1 : 1) was added to the MALDI plate and the sample was then left to completely
dry in air on a 37°C heat block. MALDI-TOF MS measurements were performed using an
AXIMA-CFR plus and AXIMA confidence (Shimadzu Corporation, Kyoto, Japan) operating in
linear mode. The spectra represent an average of more than 400 profiles (5 shots/profile)
recorded up to 20,000 Da and calibrated using an external calibration standard
(adrenocorticotropic hormone 18-39 fragment, m/z 2466.72 [average]; and oxidized insulin B
chain, m/z 3496.96 [average]). Two spectra were obtained from each sample and analyzed in
duplicate. All mass spectra were analyzed by Launchpad ver. 2.4.0 software for AXIMA-CFR
plus and ver. 2.8 for AXIMA confidence (Shimadzu Corporation, Kyoto, Japan) using baseline
subtraction and then smoothed with a 20-width average method. All reported m/z are the
average peaks. Results of coronary angiograms were not made available at time of measurement.
Based on preliminary analysis of patients showing three predominant alternate forms of
BNP — BNP(3-32), BNP(4-32) and BNP(5-32) — in the circulation, synthesized peptides of
these forms and commercially available BNP(1-32) (all peptides from Peptide Institute Inc.,
Osaka, Japan) were added at equimolar concentrations to normal plasma from healthy volunteers

to evaluate antibody specificity as well as sensitivity and reproducibility of measurements. The
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antibody was able to capture these three different forms of BNPs in a specific manner (Figure
S2). The measuring range of the assay was around 20 to 3,000 pg/mL. Assay sensitivity of 2.5
fmol per sample for each peptide which corresponds to approximately 8.8 pg of BNP(1-32), 8.3
pg of BNP(3-32), 7.9 pg of BNP (4-32), and 7.6 pg of BNP (5-32) was achieved.

To evaluate intra- and inter-assay precision, we prepared normal plasma from healthy
volunteers spiked with known amounts of BNPs and then made measurements over a period of
three consecutive days. Intra-assay precision (coefficient of variation) was 7.4% and 8.8% at 2.5
fmol and 10 fmol, respectively, and inter-assay precision (coefficient of variation) for triplicate
analyses over three days was 9.8% and 11.8% at 2.5 fmol and 10 fmol, respectively (Table S1).

BNP is known to be degraded by proteases in the circulation and plasma collection
conditions are crucial to preserve the molecular heterogeneity of BNP (2, 3). The degradation
pattern of commercially available BNP(1-32) spiked at 200 fmol/mL (approximately 700
pg/mL) into whole blood collected in serum or plasma (ethylenediaminetetraacetate-2Na and
aprotinin) from a healthy volunteer and patient was tested (Figure S3A~D). Rapid degradation
of intact BNP(1-32) was observed both in serum and plasma samples. After 15 minutes from
blood sampling, new peaks that could be assigned to BNP(3—-32) appeared. For serum samples,
BNP(3-32) continued to be degraded to other BNP forms such as BNP(4-32), BNP(1-29),
BNP(3-30), BNP(3-29), BNP(4-29), BNP(5-29) and BNP(6-29) (Figure S3A, C). In contrast,
for plasma samples, BNP(3-32) did not continue to be degraded up to 6 hours at 4°C except that
BNP(4-32) could be faintly detected (Figure S3B, D). Further, endogenous BNP in patient
samples showed degradation of endogenous BNP in serum samples with appearance of signals
for BNP(3-29), BNP(5-29) and BNP(6-29) which did not occur in plasma (Figure S3F).

Processed endogenous BNP was not detectable in plasma from a healthy volunteer (Figure S3E).
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Detected signals are summarized in Figure S3G. Note that BNP(5-32) was only detected in
endogenous BNP in patient samples, and to be stable in plasma without further degradation. It is,

therefore, unlikely that BNP(5-32) is an artifact of ex vivo degradation of BNP(3-32).
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Table S1. Intra- and Inter-assay Precision

BNP(5-32)/BNP(3-32)

2.5 fmol

Mean 1.08 1.02

Coefficient of variation, % 7.4 9.8

Replicates

Standard deviation 0.09 0.11
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Table S2. Diagnostic Performance of the BNP(5-32)/BNP(3-32) Ratio for Presence of Restenosis

Cut-off
value

Sensitivity, % 95% CI Specificity, % 95% Cl PLR NLR PPV,%' NPV, %

0.93 13.6 2.9-34.9 160.0 95.7-100.0 - 0.86 100.0 81.4

1 40.7-82.8
149.8-89.3

270 00,0 ‘ 0.0 0043 1.00

? Prevalence rate of 10% for restenosis (drug-eluting stents) was used for predictive value calculations (ref, 4).
Cl, confidence interval; PLR, positive likelihood ratio; NLR, negative likelihood ratio; PPV, positive predictive value;
NPV, negative predictive value.
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Figure S1. Diagnostic performance of the developed mass spectrometry-based immunoassay
procedure for diagnosis for presence of restenosis as shown by ROC curve analysis. Area under

the curve, 0.775 (95% CI, 0.683 to 0.851).
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Figure S2. Specificity of the BNP monoclonal antibody (KY-hBNP II). KY-hBNP II
recognized various types of BNP molecules including BNP(1-32), BNP(3-32), BNP(4-32) and

BNP(5-32).
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Figure S3. Processing of BNP. Time course for BNP(1-32) proteolysis in serum (A, C) and
plasma (B, D). Plasma sampling tube contains ethylenediaminetetraacetate-2Na and aprotinin.
Commercially available BNP(1-32) was added at 200 fmol/mL immediately after drawing blood
from a healthy volunteer (A, B) and from a patient (C, D). (E) Processed endogenous BNP was
not detectable in plasma from a healthy volunteer. (F) The degradation patterns of endogenous
BNP in serum (upper 4 panels) and plasma (lower 4 panels) from a patient. Detected signals are
summarized in (G). + indicates signals which were detected, and — indicates signals which were

not detected.
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