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A miniaturized electrochemical assay for
homocysteine using screen-printed electrodes
with cytochrome c anchored gold nanoparticles†
Thangamuthu Madasamy,* Christian Santschi and Olivier J. F. Martin
Determination of homocysteine (HcySH) is highly beneﬁcial in human physiology and pathophysiology for
diagnosis and prognosis of cardiovascular diseases (CVD). Unfortunately, the practicability of the existing
methodologies for the determination of HcySH is limited in terms of sample requirements, preparation
time and instrumentation cost. To overcome these limitations, we have developed a new miniaturized
electrochemical assay for HcySH in which cytochrome c (cyt c) immobilized on gold nanoparticle (GNP)
modiﬁed screen printed carbon electrode (SPE) is employed as a biosensing element. The electrochemical characterization of the biosensor (cyt c–GNP–SPE) shows quasi-reversible redox peaks at the potentials 0 and −0.2 V, conﬁrming the cyt c binding. The methodology of quantiﬁcation is based on the
electrochemical oxidation of HcySH by the Fe3+/Fe2+ crevice of cyt c, observed at a potential of +0.56 V.
Using the amperometric technique, the detection limit of HcySH is found to be 0.3 ± 0.025 µM in the
linear range between 0.4 µM and 700 µM, with a sensitivity of 3.8 ± 0.12 nA µM−1 cm−2. The practical
application of the present assay is validated through the measurement of HcySH in blood plasma samples
and the selectivity is ensured by eliminating the impact of the common interfering biological substrates
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using a Naﬁon membrane. This biosensor shows striking analytical properties of good repeatability, repro-

DOI: 10.1039/c5an00752f

ducibility (2.85% SD) and high stability (83% of its initial current response after 4 weeks). This work paves
the way for cheap, eﬃcient and reliable point-of-care biosensors for screening one of the major causes

www.rsc.org/analyst

of deaths both in the developed and developing countries.

Introduction
Homocysteine (HcySH) is a potential biomarker of cardiovascular diseases (CVD) including hypertension, coronary heart
diseases, stroke and atherosclerosis resulting from the
abnormalities in lipoprotein metabolism, oxidative stress and
chronic inflammation.1 Under these conditions, the level of
naturally produced HcySH is elevated in blood and becomes
essential for the diagnosis and prognosis of CVD.2 Earlier
clinical studies have demonstrated that the increased total
plasma HcySH level correlates better than cholesterol with the
risk of CVD3,4 and also proved to be an appropriate analytical
tool for the diagnosis of Alzheimer’s disease (AD).5 Recently,
the assessment of the HcySH level is used to monitor breast
cancer patients during their hormonal treatment with suitable
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drugs.6 Further, HcySH is also considered as a biomarker of
vitamin B12 (methyl-cobalamine), vitamin B6 and folic acid
status due to its important metabolic links with these nutrients.7 Therefore, there is substantial interest in the development of methods to determine the total HcySH at biologically
relevant concentrations.
Direct determination of HcySH is hampered because of the
coexisting interfering substrates and hence separation based
techniques8 such as high performance liquid chromatography,9,10 gas chromatography-mass spectrometry11 and capillary electrophoresis12,13 have been commonly used. Despite its
good selectivity and low detection limits, it requires extensive,
time-consuming sample preparation and derivatization steps
prior to sample analysis. Further, optical methods, viz. chemiluminescence,14 fluorescence,15 and UV-Vis detection protocols,16,17 which are also employed for clinical HcySH assays,
involve expensive reagents and instrumentation systems. To
overcome these limitations, electrochemical biosensor techniques have recently been considered as an alternative for the
measurement of clinically important biomarkers owing to the
obvious practical advantages of operation simplicity (less
labor-intensive), low costs of fabrication, and suitability for
real time detection.18–21
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Hence, there is growing interest in the development
of direct and indirect electrochemical methods for the determination of HcySH. Initially, the ability of specific chemicals –
for instance aminothiadiazole, nitrogen doped graphene
nanosheets and cobalt phthalocyanine modified electrodes –
was investigated for the direct oxidation of HcySH.22–24
Unfortunately, these chemically modified electrodes are
kinetically slow, resulting in poor voltammetric responses
on conventional electrodes, due to the large oxidation over
potential of HcySH. Modifying the electrodes with nanomaterials, viz. gold nanoparticles (GNP), carbon nanotubes
(CNT) and their combination with mediators to improve the
kinetics, leads to a determination of HcySH with improved
sensitivity.25–29 However, the selectivity of these nanomaterial
modified electrodes is uncertain and limits their application
for real sample analysis. To solve this issue, a new approach
based on the nucleophilic addition of thiols to the o-quinone
(1,4-Michael addition reaction) using catechol as an electrochemical indicator has been recently preferred;30,31 although
it is indirect and additional reagents increase the sample
volume and the cost of the analysis. Consequently, a highly
specific enzyme modified screen printed electrode (SPE) would
be an outstanding approach for the direct measurement of
HcySH in miniaturized sample volumes; furthermore, this
approach would lend itself into the mass production of
electrochemical biosensors at a low cost in comparison with
other commonly used electrodes.32 Using this approach,
Ching et al. developed a biosensor for HcySH using a D-amino
acid oxidase modified SPE,33 which has potential for fulfilling
these requirements but has not yet been tested on biological samples. Hence, there is a real need for the development of a cheap, eﬃcient and reliable point-of-care assay for
HcySH.
In the present study we have developed a low cost electrochemical assay for the direct determination of HcySH in one
drop of the plasma sample using SPE modified with cytochrome c (cyt c) anchored gold nanoparticles (GNP) as the biosensing element. Several biosensors have been reported using
cyt c as the biosensing element for the measurement of hydrogen peroxide, nitrite, nitric oxide, etc.34–36 Moreover, the
electrochemistry of cyt c over GNP modified electrodes were
also investigated for sensor application.37,38 But, the combination of cyt c and GNP for the quantification of HcySH has
not been reported yet. To the best of our knowledge, this is the
first time that the electrochemical oxidation of HcySH by the
Fe3+/Fe2+ crevice of cyt c is investigated in detail by means of
the rate of the reaction, electron transfer coeﬃcient, and
diﬀusion coeﬃcient. The present method is based on the
reduction of cyt c with thiols in accordance with the earlier
report.39 The modification of SPE with GNP oﬀers a suitable
matrix for the binding of cyt c, thereby mediating heterogeneous electron transfer between the active site of cyt c and
the electrode surface. Such a SPE modified with GNP (GNP–
SPE) enables nanoampere sensitive measurements with a large
linear dynamic range and a low limit of detection. Finally,
measurements of HcySH in human plasma samples validate
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the analytical applicability of the present electrochemical
assay.

Experimental
Chemicals and reagents
All the chemicals and reagents were purchased from SigmaAldrich (St. Louis, MO, USA) at their highest available purity
and used as received without further purification; cyt c from
bovine heart, L-HcySH, L-methionine (MeSH), L-cysteine
(CySH), glutathione (GSH), ascorbic acid (AsA), uric acid (UA),
potassium chloride (KCl), potassium nitrate (KNO3), sodium
borohydride (NaBH4), Nafion perfluorinated resin solution,
chloroauric acid trihydrate (HAuCl4·3H2O) and 1-ethyl-3-(3-dimethylaminopropyl)carbodiimide (EDC). HcySH solutions
were prepared immediately before use. All the solutions were
prepared with deaerated 0.1 M PBS ( pH 7.2, used as the electrolyte) and doubly distilled water.
Measurement of HcySH in blood plasma samples
A commercially available lyophilized human blood plasma
sample was reconstituted in 0.1 M PBS ( pH 7.2) and diluted 10
times separately. Then, a 500 µl of the plasma sample was
mixed with 500 µl of a 2 M NaBH4 solution which reduces the
protein-bound HcySH into free HcySH within 10 min. Then,
the determination of HcySH was performed using the amperometric technique by placing 30 µl of the sample over the biosensing element surface. The concentration of HcySH was
quantified from the standard addition calibration curve and
multiplied by the dilution factor.
Instrumentation
Cyclic voltammetric and amperometric experiments were performed using the CHI 1240B electrochemical workstation (CH
Instruments, Austin, USA) with a conventional three electrode
system. A three electrode type of SPE (TE100, CH Instruments)
consisting of a Ag/AgCl reference electrode, a carbon counter
electrode and a carbon working electrode modified with GNP
and cyt c was used as the biosensing element. The surface area
of the working electrode is 0.071 cm2. The electrode was equilibrated in 0.1 M PBS electrolyte by using cyclic voltammetry
until the voltammogram became constant. The morphological
scanning electron microscopy (SEM) images and energy dispersive X-ray (EDX) analysis spectra were obtained using a
FEI XL30 EBSP SEM and X-ray spectroscopy (Oxford Instruments, UK).
Configuration of the biosensor
Prior to configuration of the biosensor electrode, the SPE
was pre-treated as per an earlier report40 to remove the organic
ink constituents or contaminants and to increase the surface
functionalities. Briefly, 1 M H2SO4 solution was placed over
the SPE and the potential was swept from −0.5 to +1.0 V
(vs. Ag/AgCl) for 10 cycles at a rate of 50 mV s−1. After this pretreatment, the GNP was electrodeposited on SPE by placing
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Fig. 1 Schematic representation of the construction of the biosensing element (cyt c–GNP–SPE) and illustration of the electrochemical oxidation
of HcySH.

the mixture of 0.5 mM HAuCl4·3H2O and 0.1 M KNO3
deaerated solutions and cycling the potential from 0.9 to 0 V
at a rate of 50 mV s−1. Then, 3 µl of 1 mM cyt c solution prepared using 0.1 M PBS was dropped over GNP–SPE and maintained at 25 °C for 5 min. Subsequently, 2 µl of 2 M EDC
solution was added to the cyt c as a cross linking agent and
maintained for 4 h at ambient temperature. During these
steps, the positively charged cyt c (neutral pH) is electrostatically attached to the negative GNP41 and forms a stable cyt c
layer due to the eﬃcient cross linking with EDC (Fig. S1†).
Finally, the fully functionalized SPE is immersed in 0.1 M
PBS to remove the loosely attached cyt c and stored at 4 °C
when not in use. Fig. 1 shows the schematic of the
biosensor preparation including the electrochemical oxidation
of HcySH.

Results and discussion
Direct electron transfer (DET) to or from a deeply buried active
site of enzyme to the conducting electrode surface is relatively
unique for the development of enzymatic biosensors. Hemoproteins such as quinohemoproteins and cyt c containing proteins are able to transfer an electron directly towards
electrodes. Among them, quinohemoproteins are mostly preferred for DET because they oﬀer a relatively long and intrinsic
electron transfer pathway and they are suitably oriented on the
hydrophobic electrode surface which guarantees very good
diﬀusional access of the substrate.42 However, cyt c familiar
for biosensing due to its redox behaviour allows measuring the
change in the electrochemical signal corresponding to the concentration of the substrates.43 Even if enzymes are available for
DET towards the electrode, in many cases this process is slow
due to long electron transfer tunnelling distances. To solve
this issue modification of electrodes using suitable nanomaterials has been preferred. In the present work, cyt c is used
for the biosensing of HcySH and the DET of cyt c is enhanced
by immobilizing it over GNP which reduces electron transfer
distance between SPE and the active site moiety (Fe3+/Fe2+)
of cyt c.

This journal is © The Royal Society of Chemistry 2015

Morphological characterization
The morphologies of the bare SPE and GNP–SPE were investigated using scanning electron microscopy. As can be seen
from Fig. 2, the surface of the bare SPE is porous (Fig. 2a)
which may allow more eﬃcient GNP binding. Fig. 2b shows
the distribution of ≈40–100 nm sized GNP over the SPE
surface. The GNP modified surface provides a suitable environment for the binding of biomolecules, without losing its biological activity and hence this GNP matrix was chosen for the cyt c
immobilization. Further, energy dispersive X-ray (EDX) spectra
of the GNP incorporated SPE shown in Fig. S2† indicate a 7.62%
and 69.65% of atomic and weight percentages of GNP.
Electrochemical characterization
The electrochemical behaviors of the bare SPE (curve a), GNP–
SPE (curve b) and cyt c–GNP–SPE (curve c) were characterized
using cyclic voltammetry in 0.1 M PBS ( pH 7.2) at a scan rate
of 50 mV s−1, as shown in Fig. 3. The voltammograms
observed for the bare SPE and GNP–SPE are not showing any
characteristic peak but cyt c–GNP–SPE shows quasi-reversible
redox peaks (separation potential ΔEp = Epa − Epc = 200 mV,
which is greater than 59 mV and ic/ia = 1.36 > 1) at the potentials of 0 and −0.2 V. Those peaks are characteristic of cyt c44
confirming the attachment of cyt c over the GNP–SPE surface.
Further, investigations of cyt c behavior on the bare SPE also
revealed the same characteristic peaks but they were unclear
and disappeared at later cycles (data not shown). This may be
due to enzyme denaturation and a weak binding mechanism

Fig. 2 SEM images of (a) bare SPE (scale bar – 50 μm) and (b) GNP–SPE
(scale bar – 1 μm).
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Fig. 3 Typical electrochemical responses obtained for the (a) bare SPE,
(b) GNP–SPE and (c) cyt c–GNP–SPE in 0.1 M PBS ( pH 7.2) at a scan rate
of 50 mV s−1.

of cyt c on the SPE surface. Furthermore, the eﬀective surface
coverage of cyt c onto the GNP–SPE was estimated using the
Randles–Sevcik equation by measuring the peak intensity of
HcySH oxidation:
I p ¼ ð2:69  105 ÞAn 3=2 D 1=2 Cγ 1=2 ;

ð3:1Þ

where C and D are the concentration and diﬀusion coeﬃcients
of HcySH, respectively. The parameters Ip, n, γ and A correspond to the maximum current response, the number of electrons transferred per molecule, the scan rate and the eﬀective
surface area, respectively. The calculated surface coverage of
562.4 nmol cm−2 proves the eﬀective binding of cyt c to the
GNP–SPE surface and the value is related to the surface oﬀered
by the spherical shaped GNP (40–100 nm).45
Eﬀect of pH
The influence of pH on the activity of the cyt c immobilized on
GNP–SPE was investigated in the buﬀered solutions within pH
ranging from 3.5 to 8.5 and compared with the results
obtained for the cyt c on the bare SPE, as shown in Fig. S3.†
The maximum response was observed at pH 7.2 in both cases,
indicating that the electrocatalytic response is controlled by
the activity of cyt c. Furthermore, cyt c attached to the GNP–
SPE (Fig. S3,† curve a) shows a higher current response than
on the bare SPE (curve b). This may be due to the better
aﬃnity of cyt c to the GNP than to carbon, resulting in immobilization of more cyt c.46 An earlier reported strategy47 indicates that cyt c shows its optimum activity at pH 7.0, hence,
the present immobilization process does not strongly aﬀect
the catalytic function of cyt c.
Electrocatalytic oxidation of homocysteine by cyt c
The electrochemical oxidation of HcySH on cyt c–GNP–SPE
and cyt c–SPE surfaces was investigated as shown in Fig. 4a in
the absence (curves a and b) and presence (curves c and d) of
100 µM HcySH in 0.1 M PBS at a scan rate of 50 mV s−1. Prior
to the addition of HcySH, no changes were observed on both
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Fig. 4 (a) Electrochemical responses obtained for the cyt c–SPE and
cyt c–GNP–SPE in the absence (curves a and b) and presence (curve c
and d) of 100 µM HcySH in 0.1 M PBS at a scan rate 50 mV s−1. (b) Plot
of the peak current (I) vs. square root of the scan rate (γ1/2) for the
100 µM HcySH in 0.1 M PBS at cyt c–GNP–SPE. Inset: typical cyclic
voltammograms of the cyt c–GNP–SPE for 100 µM HcySH in 0.1 M
PBS at various scan rates from (a) 50 to (g) 350 mV s−1.

surfaces, whereas after addition a clear oxidation peak was
observed at the potential starting from +0.3 V and extending to
+0.6 V, which is in agreement with earlier reports.48,49 HcySH
oxidation occurs due to the electron release from the thiol
group in the presence of an electron acceptor cyt c as shown in
the following equation:
2Cyt c ðFe3þ Þ þ 2HcySH ! HcySScyH þ 2Cyt c ðFe2þ Þ þ 2Hþ
ð3:2Þ
Further, cyt c–GNP–SPE (curve d in Fig. 4a) shows a 4 µA
higher oxidation current than cyt c–SPE (curve c), probably due
to the eﬀect of the GNP matrix that oﬀers a suitable environment for the eﬃcient binding of cyt c and triggers the electron
transfer by reducing the distance between the Fe3+/Fe2+ crevice
and the electrode surface. In order to verify that the electrochemical oxidation of HcySH at the cyt c–GNP–SPE surface is
diﬀusion controlled, cyclic voltammograms for various scan
rates (50 mV s−1 to 350 mV s−1) were recorded. The resulting
oxidation current linearly increased with the square root of the
scan rate (I = −0.8827γ1/2 + 3.08, r2 = 0.9918) as shown in
Fig. 4b. The slope (0.88 × 10−6 cm2 S−1) corresponds to the
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diﬀusion coeﬃcient D, i.e. the diﬀusion rate of HcySH molecules towards the surface of the electrode, which is proportional to the concentration gradient (Fick’s law). The
kinetics of the electrocatalytic oxidation of HcySH by cyt c is
considered as a pseudo first order reaction due to the constant
amount of cyt c. The reaction rate was obtained from chronoamperometric data using the Cottrell equation,
pﬃﬃﬃﬃﬃ
nFACj0 Dj
p
ﬃﬃﬃﬃ
i¼
ð3:3Þ
πt
where i, n, F, A and t are the oxidation current, number of electrons per molecule, Faraday constant, area of the electrode and
time, respectively. The parameters C0j and Dj are the initial concentration and diﬀusion coeﬃcient of HcySH. This equation
simplifies to i = kt−1/2, where k is the rate constant. The average
k value was found to be 23.95 ± 3.69 M s−1 using the slope
of the current (i) vs. t−1/2 plots, obtained for various concentrations of HcySH (Fig. S4†). Furthermore, the nature of the
electrochemical reaction between HcySH and cyt c was also verified by determining the electron transfer coeﬃcient (α) which
is a measure of the energy barrier symmetry. In the present
investigations, the value of α is found to be 0.296 using the
slope of the Tafel plot (2.303RT/αnF) as shown in Fig. S5,†
strongly confirming the oxidation. In addition, this value also
suggests that the transition state is formed close to the reactant side (α values less than 0.5 are transition states close to
the reactant side whereas for transition states close to the
product side the α values are higher than 0.5).50
Amperometric determination of homocysteine
In order to determine the optimum operating potential for the
measurement of HcySH, the anodic current dependency on
the applied potential was investigated with time based
amperometry for diﬀerent constant potentials. As shown in
Fig. 4a (curve d), the oxidation signal gradually increased from

Paper

+0.3 to +0.56 V and reaches a maximum at +0.56 V. Therefore,
the performance of the biosensing element (cyt c–GNP–SPE)
for various concentrations of HcySH was investigated using the
amperometric technique by applying a constant potential of
+0.56 V as shown in Fig. 5a. A linear increase in the oxidation
current with increasing HcySH concentration was observed in
the amperograms (current vs. time) and the observed anodic
currents vs. HcySH concentrations were plotted as depicted in
Fig. 5b (the inset represents a linear calibration curve over the
whole range). The obtained calibration curve exhibits a
dynamic linear range over the concentration of HcySH from
0.4 µM to 700 µM with a detection limit of 0.3 ± 0.025 µM and
a sensitivity of 3.8 ± 0.12 nA µM−1 cm−2. These values are comparable to the earlier reported methods as shown in Table 1.
Specificity
Since the oxidation potential of HcySH is positive and relatively high, other electroactive species such as ascorbic acid
(AsA) and uric acid (UA) present in the blood plasma would
also be oxidized and interfere with the measurements. Structurally similar amino acids are also suspected for altering the
current response. So, it is essential to study possible interferences for the selective measurement of HcySH. To investigate
the selectivity of the assay, the change in the oxidation current
was observed upon the addition of 100 µM of each interfering
substrate with 100 µM HcySH. An addition of 100 µM UA did
not alter the current response, confirming that UA does not
interfere with the measurement. Nevertheless, addition of AsA
steeply reduced the current response as shown in Fig. 6, due to
the strong reducing property of AsA converting the ferric heme
group of cyt c (Fe3+) into the ferrous form (Fe2+) and subsequently cyt c loses its activity for the oxidation of HcySH.
In order to eliminate the interference due to AsA, the biosensing element (cyt c–GNP–SPE) was covered with a Nafion
membrane52 by placing the Nafion resin solution (5% solution

Fig. 5 (a) Typical amperometric time vs. current responses of the cyt c–GNP–SPE in 0.1 M PBS containing (a) 1 µM, (b) 2 µM, (c) 3 µM, (d) 4 µM, (e)
5 µM, (f ) 6 µM, (g) 7 µM, (h) 8 µM, (i) 9 µM of HcySH at a ﬁxed potential of +0.56 V. (b) Linear calibration plot of the anodic oxidation current vs.
HcySH concentrations in the range of 1–9 µM of (y = −3.815x + 5.0519, r2 = 0.9921). Inset: the linear calibration plot of the anodic oxidation current
vs. HcySH concentrations in the range of 0.4–700 µM (y = −3.81x − 5.848, r2 = 0.9966). Each point represents the average value over three
measurements.

This journal is © The Royal Society of Chemistry 2015
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Comparison of the electroanalytical parameters of the present electrochemical assay with earlier reported biosensors

Sensing elements

Linearity (µM)

Sensitivity (µA µM−1 cm−2)

Detection limit (µM)

Reference

CNT/SPE
CNT/GCEa
MWCNT/CPEb
MnO2/SPE
p-ATDc/GCE
PGEd
D-AOxe/SPE
Cyt c/GNP/SPE

1–10
2.5–1000
5–800
5–80
0.1–1.4
2–20
6.4–100
0.4–700

0.2 ± 0.02
NR f
NR
NR
0.24 ± NR
NR
0.029 ± NR
(3.8 ± 0.12) × 10−3

0.660 ± NR
0.89 ± 3.53
3.3 ± NR
0.47 ± NR
0.051 × 10−3 ± NR
1.21 ± NR
6.4 ± NR
0.3 ± 0.025

Lee et al. (2014)30
Salehzadeh et al. (2014)31
Fouladgar et al. (2014)49
Liano et al. (2008)51
Kalimuthu et al. (2010)22
Eksin et al. (2014)48
Ching et al. (2011)33
Present work

a

Glassy carbon electrode. b Carbon paste electrode. c Polymerized film of 2-amino-1,3,4-thiadiazole. d Pencil graphite electrode.
oxidase. f Data not reported.

Fig. 6 Histograms representing the oxidation current obtained for the
cyt c–GNP–SPE before and after Naﬁon membrane coating, upon
addition of 100 µM of UA, AsA, CySH, MeSH and GSH in 0.1 M PBS containing 100 µM HcySH.

e

D-Amino

acid

was evaluated by monitoring the current response for 10 subsequent measurements in the presence of 10 µM HcySH while
the rest of the time it was stored at 4 °C and after 24 h again
subjected to the same repetitive measurements. Both sets of
experiments exhibit no appreciable changes in the oxidation
potential and the peak current inferred from the coeﬃcient of
variation (0.45 and 0.52%) which means that the biosensor is
stable, not aﬀected by the oxidation products, and can be used
for repeatable series of measurements. Nevertheless, for very
long term storage, the current response was reduced to 83%
after 1 month and 67% after 2 months, as shown in Fig. 7.
Further, to ensure a good reproducibility of the experimental
results, four biosensors were configured and the magnitude of
the current response towards the oxidation of 10 µM HcySH
shows among them a SD of 2.85%, which confirms that the
measurements are highly reproducible.
Real sample analysis

(w/w) diluted to a final concentration of 1% (w/w) using
ethanol) onto the substrate and drying at room temperature,
which resulted in a thin, porous and negatively charged membrane. After Nafion coating, the interference with AsA was
eliminated, as indicated by the enhanced oxidation current as
shown in Fig. 6. In addition this membrane also reduces the
fouling of the biosensor electrode caused by non-specific
adsorption of proteins and other molecules typically present
in biological samples. Furthermore, the interference with
structurally similar thiol compounds such as cysteine (CySH),
glutathione (GSH) and methionine (MeSH) was investigated
and found that the CySH and GSH were producing negligible
changes in the current, Fig. 6. However, the presence of MeSH
considerably alters the oxidation current but it can be eliminated by oxidizing into disulfide using hydrogen peroxide53
(100 µM) prior to the HcySH measurement. The utilization of
the Nafion membrane slightly reduces the overall oxidation
current due to the lower rate of diﬀusion of HcySH towards the
sensing element.

In common human blood plasma, the HcySH can be found in
diﬀerent forms, viz. free or reduced form (contributing for
1–2%), while low-molecular weight disulfides and mixed disulfides contribute to about 10–30% and protein-disulfide
coupled HcySH with about 70–80%.54 Protein-bound HcySH
represents a further diﬃculty for reliable and automated
measurements. Hence, the total HcySH, i.e. the sum of afore-

Stability, repeatability and reproducibility
Long term storage and operational stability are important for
the continuous measurements of HcySH over long periods. It
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Fig. 7 Relative oxidation current response of the cyt c–GNP–SPE over
very long term storage.
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Measurement of HcySH in human blood plasma samples

Human blood
plasma

HcySH
added (µM)

HcySH found
(µM)

Recovery
(%)

RSD
(%)

Sample 1
Sample 2
Sample 3
Sample 4
Sample 5

10
20
30
40
50

10.13
18.63
27.84
41.16
47.85

101.3
93.15
92.60
102.9
95.70

2.1
1.8
2.3
2.0
1.9

mentioned HcySH species present in the plasma, becomes an
essential clinical parameter of interest. In the present assay,
the concentration of the total HcySH was quantified using a
standard addition technique in the human plasma after reducing it with NaBH4. A drop of the sample was placed on the
Nafion membrane covered biosensing element and the corresponding current responses were observed in amperograms.
The concentration of HcySH was quantified for each addition,
as shown in Table 2, by interpolating the current response into
the calibration curve. Each reading represents the average of
three measurements. The accuracy of the present assay was
tested by determining the recovery of known amounts of
HcySH added to the real samples. The good recovery values
from 92.6% to 102.9% indicate a good accuracy. The HcySH
concentration in the examined plasma sample was found to be
8.5 ± 1.62 µM, indicating that the commercial sample was
withdrawn from normal human subjects inferred from the
clinically reported normal range (5–16 µM). This value is in
good agreement with earlier reported colorimetric methods.55
The dynamic linear range of the biosensing element suggests
its applicability for the hyperhomocysteinemia range, i.e. moderate (16–30 µM), medium (30–100 µM) and severe (>100 µM)
and hence the present electrochemical assay can potentially be
used for point-of-care HcySH measurements.

Conclusion
An electrochemical assay for the direct determination of
HcySH concentrations has been successfully demonstrated
with a new approach based on the electrochemical oxidation
of HcySH using cyt c anchored GNP modified SPE. The resulting current corresponds to the concentration of HcySH. The
observed kinetic parameters strongly support the methodology
of the assay and allow measurements of HcySH in a wide spectrum of concentrations, with a low limit of detection. Further,
binding of cyt c onto the GNP matrix oﬀers DET by reducing
the electron transfer distance between the active site of cyt c
and the electrode surface which results in measurements with
a sensitivity in the nA range. The selectivity of this assay
towards biological samples was ensured by eliminating the
suspecting interfering substrates using a Nafion membrane.
Finally, the analytical applicability of the assay was validated
for human plasma samples and the obtained results were in
good agreement with standard methods. We conclude that the

This journal is © The Royal Society of Chemistry 2015

present electrochemical assay can be highly beneficial towards
quality health care management and could be adapted to be
part of a point-of care diagnosis of CVD.
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