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Characteristics of antibodies and standard materials of BNP immunoassays used in the

study [6,23,27].

Epitope
recognized by Epitope recognized
Immunoassay/ capture by detection Standard
Instrument antibody antibody material
Alere Triage 5-13 Omniclonal (epitope Recombinant
not characterized) BNP
Siemens Centaur 27-32 14-21 Synthetic
XP BNP
Abbott [-STAT 5-13 26-32 Synthetic
BNP
Beckman Access2 Omniclonal 5-13 Recombinant
(epitope not BNP
characterized)
ET Healthcare 11-17 Recognizes the Glycosylated
Pylon immune complex of proBNP

capture antibody
with BNP/proBNP

Agreement between BNP concentrations measured by different BNP assays with different calibrators.
The equations obtained with Passing-Bablock regression analysis (y = ax + b) and coefficient of determination (R?) for every calibrator used to recalculate the BNP values in patients'

plasma samples are presented in table cells for every pair of assays.

Calibrator
Assays combination Internal Synthetic BNP Recombinant Recombinant Recombinant Recombinant Recombinant
calibrator BNP proBNP proBNP proBNP proBNP
nonglyc nonglyc glyc (CHO cells)  glyc (HEK cells)
His-tagged
Alere Triage/Abbot I-STAT 0.53x + 4.36 0.78x — 5.23 0.81x — 1.89 1.21x — 5.19 1.67x + 24.19 0.44x — 247 0.97x — 15.84
R2 = 0.99 R2 = 0.99 R2 = 0.99 R2 = 0.99 R2 = 0.99 R2 = 0.99 R2 = 0.99
Beckman Access2/Abbot I-STAT 0.69x + 3.33 0.57x — 1.09 0.56x + 5.16 0.62x — 4.84 0.73x — 17.06 0.44x — 3.40 0.87x — 3.03
R2 = 0.98 R2 = 0.98 R2 =098 R2 = 0.98 R2 =097 R2 =098 R2 =098
Beckman Access2/Alere Triage 1.35x — 22.0 0.76x — 6.31 0.71x + 2.90 0.54x — 22.53  0.45x — 64.64 0.27x — 31.93 0.92x — 3.58
R2 = 0.98 R2 = 0.98 Rz = 0.99 R2 = 0.98 Rz = 0.98 Rz = 0.98 Rz = 0.99
Beckman Access2/Siemens Centaur XP 1.29x — 341 1.07x — 4.29 0.94x + 0.41 1.10x — 2.85 1.37x — 6.82 0.84x + 6.89 0.83x — 1643
R2 = 1.00 R?2 = 1.00 Rz = 1.00 R2 = 1.00 R2 = 1.00 R2 = 1.00 R2 = 0.99
ET Healthcare Pylon/Abbot I-STAT 0.93x + 9.33 0.77x + 9.90 0.99x — 2.66 1.10x — 19.14  1.16x — 61.91 0.49x — 11.84 1.04x — 7.53
R2 = 0.96 R2 = 0.95 R2 = 0.96 R2 = 0.98 R2 = 0.96 R2 = 0.96 R2 = 0.96
ET Healthcare Pylon/Alere Triage 1.69x — 1524  0.96x + 11.02 1.20x — 0.78 0.88x — 19.60  0.66x — 84.12 0.28x — 18.39 1.04x + 8.20
Rz = 0.94 R2 = 0.92 R2 =093 R2 = 0.94 R2 =094 R2 =093 R2 =093
ET Healthcare Pylon/Beckman Access2 1.29x — 8.7 1.23x + 1237 1.72x — 11.09 1.69x — 532 1.58x — 32.06 0.63x + 0.54 1.14x — 1.75
Rz = 0.93 R2 = 0.92 R2 = 094 R2 = 0.98 R2 = 093 R2 = 093 R2 =093
ET Healthcare Pylon/Siemens Centaur XP  1.65x — 19.09 1.37x + 7.19 1.57x — 11.41 1.86x — 17.95  2.12x — 44.51 0.88x — 5.04 0.97x — 24.38
R2 =094 R2 =093 R2 =094 R2 = 0.93 R2 =093 R2 =093 R2 =094
Siemens Centaur XP/Abbot I-STAT 0.56x + 1.82 0.56x + 1.07 0.63x + 344 0.58x — 4.65 0.54x — 14.16 0.85x — 9.92 1.07x + 11.24
R2 = 0.99 R2 = 0.99 R2 = 0.99 R2 = 0.99 R2 =098 R2 = 0.99 R2 = 0.99
Siemens Centaur XP/Alere Triage 1.06x — 11.11 0.72x + 141 0.78x + 1.88 0.50x — 10.35  0.34x — 39.18 0.53x — 41.10 1.09x + 19.76
R?2 = 0.99 R2 = 0.99 Rz = 0.99 R2 = 0.99 Rz = 0.98 Rz = 0.99 Rz = 0.99
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Table 3 . N 2 CHO HEK proBNP
Equivalence of 5 commercial BNP assays (Alere Triage, Siemens Centaur XP, Abbott [-STAT,
Beckman Access2 and ET Healthcare Pylon BNP) calculated as the mean between-assay CV SDS-PAGE HEK pro BNP
(%) for internal calibrators and 6 external calibrators.
Calibrator Mean between-assay CV (%) (SD) CHO proBNP
Internal calibrators 28.9 (4.8) HEK proBNP O-
Synthetic BNP 274 (4.3)
Recombinant BNP 24.5 (4.4) CHO proBNP
Nonglycosylated proBNP 33.1(5.9)
His-tagged nonglycosylated proBNP 47.2 (11.1)
Glycosylated proBNP (CHO) 36.2 (5.9) proBNP  proBNP
Glycosylated proBNP (HEK) 14.8 (6.5) (H EK) (C HO)
B G B G
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Fig. 2. Western blot analysis of purified proBNP expressed in HEK and CHO cells. Samples
of recombinant proBNPs (1.5 pg/lane) were treated with either a deglycosylation cocktail
(G) or buffer alone (B) for 16 h. Immunostaining was performed with anti-NT-proBNP
antibodies 15F11 (epitope 13-20).
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Fig. 1. Relative measured concentrations of human synthetic BNP, recombinant nonglycosylated proBNP, recombinant His-tagged nonglycosylated proBNP, recombinant glycosylated
proBNP (HEK cells) and recombinant glycosylated proBNP (CHO cells) measured with Alere Triage, Siemens Centaur XP, Abbott I-STAT, Beckman Access2 and ET Healthcare Pylon BNP
assays. The data are expressed as percentage of measured concentration obtained for recombinant BNP. The ratios of values for 4 measurements (0.585, 0.195, 0.065, 0.022 nM for
each calibrator) were averaged (+SD).
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