
Vol.: (0123456789)
1 3

Biotechnol Lett (2023) 45:1431–1440 
https://doi.org/10.1007/s10529-023-03425-4

ORIGINAL RESEARCH PAPER

Magnetic particle‑based chemiluminescence immunoassay 
for serum human heart‑type fatty acid binding protein 
measurement

Jiao Zheng · Yilan Qiu · Ye Xu · Meifang Quan · 
Zhihong Zhong · Qinglin Wang · Yi Wu · 
Xuan Zeng · Chuan Xia · Rushi Liu 

Received: 6 June 2023 / Accepted: 10 August 2023 / Published online: 22 September 2023 
© The Author(s), under exclusive licence to Springer Nature B.V. 2023

enzyme immunoassay (CLEIA) generated. Analytical 
performance of the CLEIA was evaluated by measur-
ing serum HFABP.
Results The prokaryotically expressed rHFABP was 
purified and four anti-HFABP mAbs with  superior 
detection performance were obtained after immuniz-
ing BALB/c mice. MAbs 2B8 and 6B3 were selected 
as respective capture and detection antibodies for 
HFABP measurement by CLEIA (detection range, 
0.01–128  μg/L). Results using the CLEIA showed 
excellent correlation (r, 0.9622) and the correla-
tion coefficient was 0.9809 (P < 0.05) by the Tukey 
test statistical analysis with those of latex-enhanced 
immunoturbidimetry in hospitals.
Conclusion Our mAbs and CLEIA for HFABP 
detection represent new diagnostic tools for measure-
ment of human serum HFABP.

Keywords Chemiluminescence enzyme 
immunoassay · Double sandwich enzyme-linked 
immunosorbent assay · Heart-type fatty acid binding 
protein · Monoclonal antibody

Introduction

Human heart fatty acid binding protein (HFABP) 
is a low molecular-weight protein (approximately 
15  kDa) composed of 132 amino acids (Furuhashi 
et  al. 2008). HFABP is mainly found in cardiomyo-
cytes, and HFABP levels are very low in serum or 

Abstract 
Objectives Human heart-type fatty acid binding 
protein (HFABP) is a biomarker for diagnosis, risk 
assessment, and prognosis of acute myocardial infarc-
tion, and we aimed to establish an immunoassay for 
HFABP quantitation.
Methods Human HFABP monoclonal antibodies 
(mAbs) were developed, evaluated by enzyme-linked 
immunosorbent assay, and a chemiluminescence 
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plasma from healthy humans (Xu et  al. 2018; Colli 
et  al. 2007). During acute myocardial infarction 
(AMI), cardiomyocytes are damaged and HFABP 
can be quickly released into the extracellular space; it 
can be detected at 1–3 h, reaches a peak at 6–8 h, and 
returns to normal at 12–24 h (Xu et al. 2008; Rezar 
et al. 2020). These characteristics contribute to more 
comprehensive diagnosis and treatment of AMI, mak-
ing HFABP a potentially promising biomarker for 
AMI detection (Kakoti et al. 2013).

Clinically, HFABP detection methods include the 
latex turbidimetric immunoassay (Kim et  al. 2010), 
enzyme-linked immunosorbent assay (ELISA) 
(Lichtenauer et  al. 2017), colloidal gold immuno-
chromatography analysis (Watanabe et  al. 2001), 
and an organic photoelectrochemical method (Shi 
et  al. 2022), among others. However, the accurately 
detection of serum HFABP remains critical and chal-
lenging for the diagnostic value of HFABP in serum 
(only ~ 6.2 μg/L) (Otaki et  al. 2017). These methods 
are usually limited by expensive instruments and 
detection reagents or insufficient sensitivity. There-
fore, it is still highly desirable to develop  simply, 
rapidly and high-performance methods for detection 
of serum HFABP. Our developed relatively low-cost 
monoclonal antibodies and preliminarily established 
detection methods could match to domestic instru-
ments which could reduce dependence on imports 
and had more advantages in promotion in China.

At present, commonly used indicators for clinical 
diagnosis of AMI include myoglobin, troponin, and 
creatine kinase and its isoenzymes (Ye et  al. 2018). 
However, these indicators only increase after a few 
hours of myocardial necrosis, whereas HFABP is 
extremely sensitive for early diagnosis of AMI, in the 
first 6  h after myocardial injury (Goel et  al. 2020), 
and can even be detected within 1  h for ruling out 
AMI in low-risk early presenters. The sensitivity and 
specificity of HFABP are better than those of cardiac 
troponin I (cTnI) and creatine kinase isoenzymes 
(CK-MB) (Tarighi et  al. 2017; Kabekkodu et  al. 
2016; Pyati et al. 2015), but its accuracy rate gradu-
ally decreases after 6 h. Therefore, a combination of 
HFABP and other markers, such as cTnI which is a 
routine diagnosing marker for AMI and maintains 
the contractile and diastolic ability of the heart, can 
effectively improve the accuracy of clinical diagno-
sis (Guan et al. 2022; Topf et al. 2021). In addition, 
HFABP is also related to other clinical parameters in 

patients with AMI, such as leukocytosis, and that may 
be caused by a complex cascade of inflammatory in 
the setting of AMI (Schernthaner et al. 2017). There-
fore, HFABP can serve as a better biochemical indi-
cator for early diagnosis, risk assessment, and prog-
nosis judgment in AMI.

In recent years, the development of new, rapid 
methods to detect crucial biomarkers has become a 
focus of immunodiagnostics (Mihailescu et al. 2015). 
In this context, the purpose of the present research 
was to develop monoclonal antibodies (mAbs) with 
superior performance against HFABP, and use them 
to establish a magnetic particle-based chemilumi-
nescence enzyme immunoassay (CLEIA) for accu-
rate, rapid, and low-cost HFABP quantification. To 
evaluate the prospects for potential application of the 
developed monoclonal antibodies and CLEIA, serum 
HFABP levels determined by CLEIA were com-
pared with clinical values detected by latex-enhanced 
immunoturbidimetry in the hospital.

Materials and methods

Materials

The HFABP amplification plasmid and expression 
plasmid, competent Escherichia coli (TOP10F`, 
ER2566), and the myeloma cell line SP2/0 were 
maintained in our laboratory. Human cardiomyo-
cytes were donated by the Second Xiangya Hospital 
of Central South University. Endonuclease was pur-
chased from TAKARA. Fetal bovine serum was pur-
chased from ExCell Bio. BALB/c mice (6–8 weeks-
old) were purchased from an experimental animal 
company in Hunan Province. RPMI 1640 medium 
was purchased from Gibco. Hypoxanthine-thymidine, 
hypoxanthine-aminopterin-thymidine, complete and 
incomplete Freund’s adjuvant, and polyethylene gly-
col (PEG) were from Sigma-Aldrich. Ammonium sul-
fate, BCA protein assay kit, Ni-chelating and Protein 
A/G affinity chromatographic columns were obtained 
from Sangon Biotech. Magnosphere™ MS300/Tosyl 
beads were from JSR Life Sciences. Horseradish 
peroxidase (HRP), alkaline phosphatase (AP), Sulfo-
NHS, and EDC were from Thermo Fisher. All chemi-
cals used were molecular biology grade or higher and 
purchased from Sangon Biotech.
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Human serum samples and ethics approval

Clinical serum samples were donated by the First 
Affiliated Hospital of Hunan Normal University 
(Hunan Provincial People’s Hospital), and stored at 
-80℃ until use. Ethical approval was obtained from 
Hunan Normal University. Animal experiments were 
approved by the Ethics Committee Board of Hunan 
Normal University, and performed according to the 
guidelines of the National Institutes of Health guide 
for the care and use of laboratory animals (NIH Pub-
lications No. 8023, revised 1978).

Expression and purification of recombinant 
HFABP (rHFABP).

The HFABP coding sequence was amplified from 
human cardiomyocytes, and sequenced to verify 
its authenticity. The recombinant plasmid, pTO-
T7-HFABP, was transformed into E. coli strain 
ER2566, and recombinant his-tag fusion HFABP was 
expressed after induction with 1 mmol/L isopropyl-β-
D-thiogalactoside (IPTG). Cells expressing HFABP 
protein were harvested and lysed by sonication. 
Supernatants were purified by saturated ammonium 
sulfate precipitation, Ni-affinity chromatography, and 
molecular sieve chromatography.

Preparation and purification of mAbs

The rHFABP and Freund’s adjuvant were fully emul-
sified at a 1:1 ratio and used to immunize BALB/c 
mice (6–8  weeks-old) by multi-point subcutaneous 
injection at a dose of 100 μg per mouse and at 2 week 
intervals. Myeloma cells (strain SP2/0) were fused 
with spleen cells from immunized mice using PEG, 
and the resulting hybridoma cells secreting antibod-
ies against HFABP screened by indirect ELISA (Liao 
et al. 2021). After four rounds of subclone screening 
using the limiting dilution method, hybridoma cell 
lines that could stably secrete anti-HFABP mAbs 
were stored in liquid nitrogen.

Each BALB/c mouse was inoculated with 1 ×  106 
hybridoma cells to produce ascites, 1  week after 
sensitization by intraperitoneal injection with 
0.5 ml mineral oil. Solution containing mAb against 
rHFABP from ascites was purified by successive 50% 
saturated ammonium sulfate precipitation and Pro-
tein A/G affinity chromatography. Purified antibodies 
were dialyzed against phosphate buffer (pH 7.45) at 

4 °C for 12 h. The concentration of rHFABP and anti-
bodies was determined by BCA protein assay kit.

Indirect ELISA

Each well of a 96-well microplate was coated with 
100 μL purified rHFABP (10  μg/mL) at 4℃ over-
night, and then blocked with 200 μL TBST buffer 
(0.2  mol/L Tris–HCl, 0.9% NaCl, 0.05% Tween-
20, pH7.4) containing 0.25% casein, at 37℃ for 2 h. 
Then, 100 μL of sample was added to each well of the 
prepared microplate and incubated at 37℃ for 60 min, 
followed by washing three times with TBST using an 
automatic plate washer. Diluted HRP-conjugated anti-
mouse IgG antibody solution (100 μL per well) was 
added to the plate and incubated at 37℃ for 30 min, 
plates washed three times with TBST, and a TMB 
enzymatic reaction conducted using a reagent kit, 
according to the manufacturer’s instructions. Absorb-
ance at 450/630 nm was measured and recorded using 
a microplate reader (Biotek Elx800).

Double antibody sandwich ELISA (DAS-ELISA)

Detection mAb (5  mg) was labeled with activated 
HRP, the antibody precipitate dissolved in 1 mL 50% 
glycerol, and HRP-labeled antibody stored at -20ºC. 
Each well of a 96-well microplate was coated with 
100 μL capture mAb (10 μg/mL) at 4  °C overnight. 
Then, 200 μL TBST buffer containing 0.25% casein 
was added to each well to block the remaining reac-
tive sites, and incubated at 37℃ for 2 h. After wash-
ing the plates three times with TBST buffer, 100 μL 
of sample was added per well and plates incubated at 
37  °C for 30  min, followed by washing three times 
with TBST buffer. HRP-conjugated antibody solu-
tion (100 μL) was added to each well and incubated 
at 37℃ for 30  min, plates washed three times with 
TBST, and the enzymatic chromogenic reaction 
visualized using TMB substrate, with absorbance 
recorded at 450/630 nm, as described above.

Development of a CLEIA

Magnetic beads-conjugated monoclonal antibodies 
and AP-labeled monoclonal antibodies were gener-
ated as previously reported by our research team 
(Liao et al. 2021). Magnetic beads-conjugated mAbs 
were used as capture antibodies, and AP-labeled 
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mAbs were used as detection antibodies. Detection 
and capture antibodies were paired with one another 
and the best antibody pairing for detection obtained 
by screening.

Standard HFABP assay kits used in hospitals 
(based on latex-enhanced immunoturbidimetry) (Ref, 
H-FABP 7080; Lot, H-FABP 191101) were used as 
standard, and diluted with dilution buffer (50 mmol/L 
Tris, 2% hydrolyzed casein, 5% BSA, 2% Lactose, 
0.2% EDTA, pH 7.4). Calibrator concentrations 
were 0, 0.2, 2, 10, 50, and 100 μg/L (as declared by 
the manufacturer) and calibrators and samples were 
measured using a RangeCL-1200i Chemilumines-
cence Immunoanalyzer (Yuan Jing Biotechnology 
Co. Ltd., Changsha, Hunan, China). Sample (10 
μL) and magnetic beads-conjugated antibody (30 
μL, 0.05  mg/mL) were added into reaction tubes 
and incubated at 37 °C for 5 min, then washed three 
times. Then, 50 μL AP-labeled antibody (diluted at 
1:500 or higher) was added and incubated at 37  °C 
for 5 min, then washed three times, followed by addi-
tion of 200 μL chemiluminescence substrate solution 
(Lot, 20,200,518; Yuan jing Biotech) and reading of 
total relative luminous unit (RLU) values in 10 s. All 
measurements of HFABP calibrators and samples 
were conducted in triplicate. Logistic four-parameter 
fitting was conducted using Zecen software on the 
RangeCL Immunoanalyzer, based on HFABP calibra-
tor concentrations and corresponding calculated mean 
RLU read values.

Western blot

Serum HFABP (42.85  μg/L) which was collected 
from visiting patient with suspected AMI in the 
Hunan Provincial People’s Hospital, was separated 
by sodium dodecyl sulfate polyacrylamide gel elec-
trophoresis and then electrophoretically transferred 
to polyvinylidene fluoride membrane. After blocking, 
mAbs were incubated with the membranes (dilution, 
1:2000). After washing, membranes were further 
incubated with HRP-conjugated secondary antibody 
(goat anti-mouse IgG, abs20001, Absin Bioscience 
Co. Ltd., China; dilution, 1:5000). ECL reagent 
(130,231, Monad Biotech. Co. Ltd., China) was used 
to detect immune complexes and chemiluminescence 
signals imaged using a Tanon 5500 system (Tanon 
Co. Ltd., Shanghai, China).

Measurement of serum HFABP by CLEIA

Human serum samples (n = 106) for HFABP meas-
urement were collected from local hospital within 
5 days. Human serum samples were respectively col-
lected from 73 visiting patient with suspected AMI in 
department of cardiology, and 33 healthy individuals 
for physical examination in the same period in the 
Hunan Provincial People’s Hospital. Clinical HFABP 
concentration values were simultaneously obtained 
using the Heart-type fatty acid-binding protein assay 
kit (latex-enhanced  immunoturbidimetry). Aliquots 
(10 μL) of serum samples were used for each HFABP 
test, and then the CLEIA procedure performed using 
the methods described above. HFABP serum samples 
were diluted to > 100 μg/L and 0.05 mg/mL magnetic 
beads-conjugated 2B8 was used as capture antibody, 
with 6B3-AP (dilution, 1:2,000) as detection anti-
body. Then, serum HFABP values were calculated 
based on calibration curves generated using HFABP 
standards (0, 0.2, 2, 10, 50, and 100 μg/L).

Data analyses.
Calculation of mean and standard deviation (SD) 

values, analysis of linear regression and correlation, 
and Tukey test were all carried out using Graph-
Pad PRISM 6 software. The closer the value of r is 
to + 1, the stronger the linear relationshipis (corre-
lation) between two variables. Two methods were 
considered to be in good agreement and statistically 
significant for P < 0.05. CLEIA calibration curves 
were plotted using Zecen software on the RangeCL 
immunoanalyzer.

Results

Prokaryotic expression and purification of rHFABP

Total RNA was extracted from human cardiomyo-
cytes and reverse transcribed into cDNA, which 
was used as a template to amplify the HFABP cod-
ing sequence by PCR (Fig.  1A). The HFABP cod-
ing sequence was cloned into an expression vector, 
and then transformed into E. coli strain ER2566. 
Recombinant his-tag fusion HFABP was expressed 
after induction with IPTG (Fig.  1B and 1C). Super-
natants of bacterial lysates expressing rHFABP were 
purified by saturated ammonium sulfate precipitation, 
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Ni-affinity chromatography, and molecular sieve 
chromatography.

Development of mAbs against rHFABP

Four cell lines stably secreting monoclonal antibody 
(mAb) against HFABP were screened by the hybri-
doma technique and the four developed mAbs (2B8, 
10D5, 6B3, and 7E7) were purified. Anti-HFABP 
mAb subtypes were determined by indirect ELISA 
with prepared mAb solution (1  mg/mL). As shown 
in Fig.  2A, the four developed mAbs (2B8, 10D5, 
6B3, and 7E7) were identified as IgG1 subtype, and 
showed good efficient for rHFABP detection, at titers 
of 1:51,200 or higher in indirect ELISA (Fig. 2B).

Development of CLEIA for HFABP detection

To screen mAb pairs for recombinant HFABP 
detection, the developed mAbs were investigated 
with DAS-ELISA. As illustrated in Fig.  3A, the 
mAb 2B8 and 7E7 were superior as capture anti-
body and the HRP-conjugated mAb 6B3 and 10D5 
were superior as detection antibody. In addition, the 

monoclonal antibodies simultaneously as capture 
antibody and detection antibody meant that mAbs 
should target different epitopes in DAS-ELISA. The 
superior monoclonal antibody pairing had different 
epitopes, such as mAb 2B8 and 10D5. Then mAb 
7E7 and 6B3 may target the same epitope. Based on 
the performance of the developed mAbs in DAS-
ELISA, a CLEIA was established. MAb 2B8 and 
7E7 were selected as magnetic beads-conjugated 
antibodies and mAb 6B3 and 10D5 as AP-conju-
gated antibodies.

As illustrated in Fig.  3B, sensitivity was superior 
for 2B8/6B3-AP to other mAb pairs, was considered 
to be the most promising for effective detection of 
rHFABP, and was therefore used for further perfor-
mance evaluation.

The detection efficacy of AP-conjugated antibod-
ies at a series of dilutions was investigated. As shown 
in Fig. 3C, mAb 6B3-AP presented detection effect at 
a dilution ratio of 1:2000 and was, therefore, used at 
this ratio in subsequent analyses for cost saving.

As shown in Fig. 3D and 3E, mAb 2B8 and 6B3 
were confirmed to have good immunoreactivity for 
recognizing and detecting endogenous HFABP in 

Fig. 1  Prokaryotic expression of rHFABP and protein puri-
fication and identification. A Amplification of the HFABP 
coding sequence by PCR (lane M, DNA relative molecular 
weight markers; lane 1, negative control; lane 2, HFABP cod-
ing sequence). B rHFABP expression (lane M, protein relative 
molecular weight markers; lanes 1 and 2, bacterial lysate with-

out or with IPTG induction, respectively. C rHFABP purifica-
tion (lane M, protein relative molecular weight markers; lane 
1: total proteins in the supernatant; lane 2, protein purified 
using 60% saturated ammonium sulfate; lane 3, protein puri-
fied using Ni-IDA resin; lane 4: protein purified by molecular 
sieve chromatography (TSK-GEL G3000 SW)
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serum by western blot and formed an immune com-
plex band at 15 kDa.

Evaluation of the developed CLEIA based on the 
2B8/6B3-AP mAb pair

The limit of detection (LoD) is the lowest detectable 
concentration of analyte distinguishable from null 
concentration. Analyte signal is generally required 
to be three to ten times greater than the background 
signal, which defines the point at which analysis 
becomes possible. 20 replicates of the blank control 
(rHFABP 0 μg/L) were measured, and then the mean 
and SD of RLU read values calculated. LoD was 
defined as concentration converted from mean RLU 
plus three SD (n = 20) of blank control readings. The 
LoD of the developed CLEIA, calculated according 
to the calibration curve from the same batch, was 
0.01 μg/L.

The rHFABP was diluted to ten gradient concen-
trations ranging from 0.01 to 0.1 μg/L, and measured 
using the developed CLEIA. As illustrated in Fig. 4A, 
the proposed CLEIA exhibited good correlation 
for measurement of HFABP at low concentrations 
(r = 0.9912, p < 0.0001). Dose–response is an impor-
tant indicator for quantitative analysis. The  rHFABP 
was diluted to 12 gradient concentrations ranging 
from 0 to 128 μg/L and detected using the proposed 

CLEIA. As illustrated in Fig.  4B, the assay showed 
good measurement linearity (r = 0.9964, p < 0.0001).

The locally weighted regression (LWR) method 
aims to model nonlinearity using several local lin-
ear regressions and also can verify other widely used 
linear approaches, such as linear regression (Zav-
ala-Ortiz et  al. 2020). As illustrated in Fig.  4C, the 
residuals scattered randomly from the zero line which 
indicated the linear model fit a linear relationship, 
and can predict concentration linearity.

Coefficient of variation (CV) is defined as the 
standard variation divided by the mean. Three 
HFABP calibrators and two serum samples were 
measured in triplicate each day for 3 days. As shown 
in Fig.  4D, the precision CV for HFABP measure-
ment was < 7%, indicating satisfactory reproducibility 
of the proposed assay.

HFABP measurement in serum samples using the 
developed CLEIA

Human serum samples (n = 106) were measured 
using the developed CLEIA based on the mAb pair, 
2B8/6B3-AP, to evaluate its prospects for clini-
cal application. The serum HFABP values obtained 
using our assay were compared with clinical values 
obtained using latex-enhanced immunoturbidimetry 
at our hospital (Hunan Provincial People’s Hospital). 

Fig. 2  The evaluation of developed anti-HFABP monoclonal 
antibodies. A Antibody subtypes were determined by indirect 
ELISA. B Developed mAbs titers were determined by indirect 

ELISA. The four developed mAbs, 2B8, 10D5, 6B3, and 7E7, 
had a good efficient for rHFABP
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As shown in Fig. 5A and 5B, there was a significant 
correlation between the two assays in measurement of 
serum HFABP in the range 0–200  μg/L (r = 0.9622, 
n = 106, p < 0.0001). These results suggest that our 
proposed analytical method has outstanding prospects 
for application in clinical diagnosis.

Many researchers use a Tukey test for statistical 
analysis of two related paired samples (Zavala-Ortiz 
et al. 2022). The correlation coefficient, r, is a meas-
ure of  the  strength of  the  linear relationship (corre-
lation) between two variables. The statistical analysis 
by Tukey test showed that the correlation coefficient 

was 0.9809 and P-value < 0.05 which revealed signifi-
cant correlation between our developed CLEIA and 
latex-enhanced immunoturbidimetry at our hospital 
for the whole concentration frame (0–200 μg/L).

Discussion

HFABP potentially has great clinical application 
value as a biomarker for early diagnosis, risk assess-
ment, and prognosis judgment of cardiovascular dis-
ease (Collinson et al. 2017), with high sensitivity and 

Fig. 3  Detection performances of mAb pairs in CLEIA. A 
Evaluation of developed mAbs by DAS-ELISA. The reactivity 
of our mAbs against human rHFABP was explored by cross-
pairing. The mAb pair, 2B8/6B3-HRP, exhibited excellent sen-
sitivity.  B Comparison of rHFABP detection efficacy among 
four mAb pairs. The RLU is relative luminous uint. Magnetic 
beads-conjugated mAb 2B8 or 7E7 (0.05 mg/mL) was used as 
capture antibody and AP-conjugated 6B3 or 10D5 (dilution, 

1:500) was used as detection antibody. C Optimization of the 
dilution ratio of AP-conjugated antibody. Magnetic beads-con-
jugated mAb 2B8 (0.05 mg/mL) was used as capture antibody. 
AP-conjugated 6B3 was used as detection antibody at dilution 
ratios ranging from 1:500 to 1:2000. D and E Immunoreac-
tive identification of endogenous HFABP in serum using mAb 
2B8 and 6B3 respectively (lane M, protein relative molecular 
weight markers)
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specificity for the early diagnosis and treatment of 
AMI and acute coronary syndrome, and is superior 
to commonly used markers, such as MYO, CK-MB, 
cTnI, and cTnT (Tarighi et al. 2017; Zeng et al. 2013; 
Kang et al. 2015). However, in China, the main tech-
nology and key raw materials for HFABP detection 
are essentially completely dependent on imports. 
Hence, the establishment of anti-HFABP monoclonal 
antibody production and HFABP rapid quantitative 
detection technologies, with independent intellectual 
property rights, is the current direction of develop-
ment of diagnostic reagents for cardiovascular disease 
in China.

Monoclonal antibody quality is vital for estab-
lishment of analytical methods with high sensitiv-
ity and precision. The prokaryotically  expressed 

rHFABP was used to immunize BALB/c mice after 
purified. Several rounds of immunization and screen-
ing were conducted to obtain anti-HFABP mAbs 
targeting different epitopes with  superior detection 
performance and independent intellectual property 
rights. The developed CLEIA was calibrated using 
the same standards as those for the latex-enhanced 
immunoturbidimetry in a hospital setting, to secure 
concordance and correlation at established clini-
cal cut-off points. There was a significant correla-
tion  through statistical analysis between our CLEIA 
and the latex-enhanced immunoturbidimetry in hos-
pital for detection of serum HFABP in the concen-
tration frame (0–200  μg/L). In the present study, 
our proposed CLEIA (HFABP detection range, 
0.01–128  μg/L) also had comparable sensitivity to 

Fig. 4  Sensitivity and linearity analysis of proposed CLEIA. 
Magnetic particles-conjugated mAb 2B8 (0.05 mg/mL) and 
AP-labeled mAb 6B3 (diluted as 1:2000) were used to estab-
lish the developed CLEIA for HFABP measurement. A Ten 
gradient diluted rHFABP samples (0.01 to 0.1 μg/L) were 
measured using the developed CLEIA. Linear regression of 
the RLU reads and assigned rHFABP concentrations was per-
formed. B A gradient of rHFABP dilutions was constructed (0, 
0.1, 0.2, 0.5, 1, 2, 4, 8, 16, 32, 64, and 128 μg/L) and meas-

ured using the developed CLEIA based on the 2B8/6B3-AP 
mAb pair. C The locally weighted regression (LWR) method 
showed that the residuals scattered randomly from the zero line 
and had a good linear relationship for the concentration frame 
(0-128 μg/L). D Three rHFABP samples (0.2, 10 ,and 50 μg/L) 
and two serum samples (14.5 and 42.85 μg/L) were measured 
three times per day for 3 days using the developed CLEIA. The 
CV value was calculated based on daily RLU reads for each 
sample
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the Randox Laboratories immunoturbidimetric assay 
(0.747–120  μg/L) (Van et  al. 2018; Da et  al. 2014; 
Vera et al. 2021). In addition, the developed CLEIA 
was superior to the  integrated microfluidic electro-
chemiluminescence device for point-of-care test-
ing with a detection range of 0.72–100 μg/L, which 
needed high-cost chip and mesoporous silica nano-
particles (Zhu et al. 2023). The results of preliminary 
assessment of correlation and clinical concordance 
between our assay and the latex-enhanced immuno-
turbidimetry were quite encouraging. However, analy-
sis of serum samples from a larger population should 
be completed to draw a more credible conclusion.

The performance of our proposed CLEIA for 
HFABP detection met the guidelines commonly used 
by health authorities in China. Our HFABP CLEIA 
system will be further optimized for clinical use in 
the near future, with the aim of reducing costs, rela-
tive to imported HFABP assays. We are actively pre-
paring to declare the approval of the assay as a medi-
cal diagnostic reagent for HFABP with a cooperating 
local company (Yuan Jing Biotechnology Co. Ltd., 
Changsha, Hunan, China). We also plan to use our 
newly-developed mAbs to establish other more sim-
ple and efficient immunoassay methods.

Author contributions RSL, JZ and YLQ designed the study. 
JZ, ZHZ, YW, QLW and RSL drafted and revised the manu-
script. JZ, YX, XZ, and MFQ performed the research, collected 

data and analyzed the data. CX revised the manuscript. All the 
authors reviewed and approved the final manuscript.

Funding This work was supported by National Natural Sci-
ence Foundation of China (No. 81702005), Hunan Provin-
cial Natural Science Foundation of China (No. 2019JJ50370), 
Science and Technology Plan Project of Changsha (No. 
KQ1801039 and KQ1907130), Science and Technology Plan 
of Hunan Provincial People’s Hospital (No. RS20160208), Sci-
entific Research Project of Hunan Provincial Health Commis-
sion (B202311009257).

Declarations 

Conflict of interest The authors declare that they have no 
conflicts of interest.

Ethical approval The authors state that they have followed 
the principles outlined in the Declaration of Helsinki for all ani-
mal experimental investigations.

References

Colli A, Josa M, Pomar JL, Mestres CA, Gherli T (2007) 
Heart fatty acid binding protein in the diagnosis of myo-
cardial infarction: where do we stand today? Cardiology 
108(1):4–10

Collinson P (2017) Laboratory medicine is faced with the evo-
lution of medical practice. J Med Biochem 36(3):211–215

Da Molin S, Cappellini F, Falbo R, Signorini S, Brambilla P 
(2014) Verification of an immunoturbidimetric assay for 
heart-type fatty acid-binding protein (H-FABP) on a clinical 

Fig. 5  Correlation analysis of serum HFABP values obtained 
by two analytical methods. Serum samples (n = 106) were 
measured by latex-enhanced immunoturbidimetry and using 
our developed CLEIA based on the mAb pair, 2B8/6B3-AP. 

Serum HFABP values obtained by these two assays were ana-
lyzed by linear regression, Pearson correlation analysis, and 
Bland-Altman analysis. A HFABP concentration, 0 to 5 μg/L. 
B HFABP concentration, 5 to 200 μg/L



1440 Biotechnol Lett (2023) 45:1431–1440

1 3
Vol:. (1234567890)

chemistry platform and establishment of the upper reference 
limit. Clin Biochem 47(16–17):247–249

Furuhashi M, Hotamisligil GS (2008) Fatty acid-binding pro-
teins: Role in metabolic diseases and potential as drug tar-
gets. Nat Rev Drug Discov 7:489–503

Goel H, Melot J, Krinock MD, Kumar A, Nadar SK, Lip GYH 
(2020) Heart-type fatty acid-binding protein: an overlooked 
cardiac biomarker. Ann Med 52(8):444–461

Guan X, Liang T, Fan J, Yang W, Wu D, Li X (2022) The value 
of Copeptin, myocardial fatty acid-binding protein and myo-
cardial markers in the early diagnosis of acute myocardial 
infarction. Am J Transl Res 14(11):8002–8008

Kabekkodu SP, Mananje SR, Saya RP (2016) A study on the 
role of heart type fatty acid binding protein in the diagno-
sis of acute myocardial infarction. J Clin Diagn Res 10(1): 
OC07–OC10

Kakoti A, Goswami P (2013) Heart type fatty acid binding pro-
tein: structure, function and biosensing applications for early 
detection of myocardial infarction. Biosens Bioelectron 
43:400–411

Kang K, Wu P, Li W, Tang S, Wang J, Luo X, Xie M (2015) 
Evaluation of a newly developed quantitative heart-type 
fatty acid binding protein assay based on fluorescence 
immunochromatography using specific monoclonal antibod-
ies. Scand J Clin Lab Invest 75(8):693–698

Kim Y, Kim H, Kim SY, Lee HK, Kwon HJ, Kim YG, Lee J, 
Kim HM, So BH (2010) Automated heart-type fatty acid-
binding protein assay for the early diagnosis of acute myo-
cardial infarction. Am J Clin Pathol 134(1):157–162

Liao M, Zheng J, Xu Y, Qiu Y, Xia C, Zhong Z, Liu L, Liu H, 
Liu R, Liang S (2021) Development of magnetic particle-
based chemiluminescence immunoassay for measurement 
of human procalcitonin in serum. J Immunol Methods 
488:112913

Lichtenauer M, Jirak P, Wernly B, Paar V et al (2017) A compar-
ative analysis of novel cardiovascular biomarkers in patients 
with chronic heart failure. Eur J Intern Med 44:31–38

Mihailescu CM, Stan D, Iosub R, Moldovan C, Savin M (2015) 
A sensitive capacitive immunosensor for direct detection of 
human heart fatty acid-binding protein (h-FABP). Talanta 
132:37–43

Otaki Y, Watanabe T, Kubota I (2017) Heart-type fatty acid-bind-
ing protein in cardiovascular disease: A systemic review. 
Clin Chim Acta 474:44–53

Pyati AK, Devaranavadagi BB, Sajjannar SL, Nikam SV, Shan-
nawaz M, Sudharani (2015) Heart-type fatty acid binding 
protein: a better cardiac biomarker than CK-MB and myo-
globin in the early diagnosis of acute myocardial infarction. 
J Clin Diagn Res 9(10): BC08-BC11

Rezar R, Jirak P, Gschwandtner M, Derler R et al (2020) Heart-
type fatty acid-binding protein (H-FABP) and its role as a 
biomarker in heart failure: what do we know so far? J Clin 
Med 9(1):164

Schernthaner C, Lichtenauer M, Wernly B, Paar V et al (2017) 
Multibiomarker analysis in patients with acute myocardial 
infarction. Eur J Clin Invest 47(9):638–648

Shi Z, Xu Z, Hu J, Wei W et al (2022) Ascorbic acid-mediated 
organic photoelectrochemical transistor sensing strategy for 
highly sensitive detection of heart-type fatty acid binding 
protein. Biosens Bioelectron 201:113958

Tarighi S, Najafi M, Hossein-Nezhad A, Ghaedi H, Meshkani 
R, Moradi N, Fadaei R, Kazerouni F, Shanaki M (2017) 

Association Between Two Common Polymorphisms of 
Vitamin D Binding Protein and the Risk of Coronary 
Artery Disease: A Case-control Study. J Med Biochem 
36(4):349–357

Topf A, Mirna M, Bacher N, Paar V et  al (2021) Analysis of 
selected cardiovascular biomarkers in Takotsubo cardio-
myopathy and the most frequent cardiomyopathies. Front 
Cardiovasc Med 8:700169

Van Hise CB, Greenslade JH, Parsonage W, Than M, Young J, 
Cullen L (2018) External validation of heart-type fatty acid 
binding protein, high-sensitivity cardiac troponin, and elec-
trocardiography as rule-out for acute myocardial infarction. 
Clin Biochem 52:161–163

Vera MA, Koch CD, Kavsak PA, El-Khoury JM (2021) Determi-
nation of 97.5th and 99th percentile upper reference limits 
for heart-type fatty acid-binding protein (H-FABP) in a US 
population. Clin Chim Acta 523:397–401

Watanabe T, Ohkubo Y, Matsuoka H, Kimura H et  al (2001) 
Development of a simple whole blood panel test for detec-
tion of human heart-type fatty acid-binding protein. Clin 
Biochem 34(4):257–263

Xu LQ, Yang YM, Tong H, Xu CF (2018) Early diagnostic 
performance of heart-type fatty acid binding protein in 
suspected acute myocardial infarction: evidence from a 
meta-analysis of contemporary studies. Heart Lung Circ 
27(4):503–512

Ye XD, He Y, Wang S, Wong GT, Irwin MG, Xia Z (2018) 
Heart-type fatty acid binding protein (H-FABP) as a bio-
marker for acute myocardial injury and long-term post-
ischemic prognosis. Acta Pharmacol Sin 39(7):1155–1163

Zavala-Ortiz DA, Ebel B, Li MY, Barradas-Dermitz DM, Hay-
ward-Jones PM, Aguilar-Uscanga MG, Marc A, Guedon E 
(2020) Interest of locally weighted regression to overcome 
nonlinear effects during in situ NIR monitoring of CHO cell 
culture parameters and antibody glycosylation. Biotechnol 
Prog 36(1):e2924

Zavala-Ortiz DA, Denner A, Aguilar-Uscanga MG, Marc A, Ebel 
B, Guedon E (2022) Comparison of partial least square, 
artificial neural network, and support vector regressions 
for real-time monitoring of CHO cell culture processes 
using in situ near-infrared spectroscopy. Biotechnol Bioeng 
119(2):535–549

Zeng QH, Zhang XW, Xu XL, Jiang MH, Xu KP, Piao JH, Zhu 
L, Chen J, Jiang JG (2013) Antioxidant and anticomplement 
functions of flavonoids extracted from Penthorum chinense 
Pursh. Food Funct 4(12):1811–1818

Zhu L, Fu W, Zhu B, Feng Q et al (2023) An integrated micro-
fluidic electrochemiluminescence device for point-of-care 
testing of acute myocardial infarction. Talanta 262:124626

Publisher’s Note Springer Nature remains neutral with regard 
to jurisdictional claims in published maps and institutional 
affiliations.

Springer Nature or its licensor (e.g. a society or other partner) 
holds exclusive rights to this article under a publishing agreement 
with the author(s) or other rightsholder(s); author self-archiving of 
the accepted manuscript version of this article is solely governed 
by the terms of such publishing agreement and applicable law.


	Magnetic particle-based chemiluminescence immunoassay for serum human heart-type fatty acid binding protein measurement
	Abstract 
	Objectives 
	Methods 
	Results 
	Conclusion 

	Introduction
	Materials and methods
	Materials
	Human serum samples and ethics approval
	Preparation and purification of mAbs
	Indirect ELISA
	Double antibody sandwich ELISA (DAS-ELISA)
	Development of a CLEIA
	Western blot
	Measurement of serum HFABP by CLEIA

	Results
	Prokaryotic expression and purification of rHFABP
	Development of mAbs against rHFABP
	Development of CLEIA for HFABP detection
	Evaluation of the developed CLEIA based on the 2B86B3-AP mAb pair
	HFABP measurement in serum samples using the developed CLEIA

	Discussion
	References




