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Abstract We report the fabrication of a label free nano
biosensor platform comprising single nanofiber that is
derived out of multi-walled carbon nanotubes (MWCNTs) embedded SU-8 photoresist, for the detection of
three important human cardiac biomarkers viz., myoglobin
(Myo), cardiac Troponin I (cTn I) and Creatine KinaseMB (CK-MB). These composite nanofibers were synthesized using electrospinning process. Single nanofibers were
aligned between pairs of electrodes in-situ during the electrospinning process. The target proteins were detected using
chemiresistive detection methodology. Each biomarker was
detected using a specific, single, aligned nanofiber, functionalized with its corresponding monoclonal antibody.
Chemiresistive detection involves measuring the change in
conductance of the functionalized nanofibers upon the binding of the targeted antigen. The minimum detection limits
of Myo, CK-MB and cTn I were experimentally found
out to be as low as 6, 20 and 50 fg/ml respectively. No
response was observed when the nanofibers were exposed
to a non-specific protein, demonstrating excellent specificity to the targeted detection. These MWCNTs embedded
SU-8 nanofibers based nanobiosensor platform shows great
promise in the detection of cardiac markers and other proteins as they have fast response time, high sensitivity and
good specificity.

 Siva Rama Krishna Vanjari

svanjari@iith.ac.in
1

Department of Electrical Engineering, Indian Institute
of Technology Hyderabad, Telangana, India

2

Department of Chemical Engineering, Indian Institute
of Technology Hyderabad, Telangana, India

Keywords Nanobiosensor · Nanofiber · Chemiresistive ·
MWCNT · SU-8 photoresist · Label free

1 Introduction
Acute myocardial infarction (AMI) is one of the leading causes of mortality worldwide, early detection of the
same is of great clinical relevance as it can potentially
save several lives (Zhu et al. 2013). Recording of ECG,
a well-established technique, is one of the ways to detect
infarction. However, these are tests that are performed at
the last moment and may not give the information beforehand. Research in understanding Cardio Vascular Disease
(CVD) has progressed so much so that a variety of proteins whose levels get elevated because of various types and
stages of vascular injury have been identified and categorized as Cardiac biomarkers (Singh et al. 2010). Among
these 177 odd cardiac biomarkers, Creatine Kinase MB,
Troponin I and Myoglobin have been identified as vital
biomarkers as they indicate early stage of vascular necrosis (Aldous 2013; Pervaiz et al. 1997). Various labelled
approaches proposed for the detection of these biomarkers include mass spectrometry (Naveena et al. 2010), liquid
chromatography (Giaretta et al. 2013), luminescence (Yue
and Song 2006) and colorimetric (Zhang et al. 2011) detection mechanisms. In labelled biosensors, labels such as
flouropores, gold nanoparticles are used to identify and
quantify the target proteins. Attaching fluoropores or gold
nanoparticles is a time taking procedure that needs to be
carried out externally and hence labelled biosensors may
not be ideal candidates for point-of-care diagnostics. In
contrast, label-free detection mechanisms such as electrochemical (Lee et al. 2011; Mandal et al. 2013; Moreira
et al. 2013a; Moreira et al. 2013b; Mishra et al. 2012) and
Surface Plasmon Resonance (SPR) (Gnedenko et al. 2013;
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Masson et al. 2007; Matveeva et al. 2004; Osman et al.
2013) rely on the change in physical properties upon the
binding of target proteins. These are highly sensitive and are
devoid of any external steps, thus making them amenable
for point of care applications. Miniaturization is the key for
successfull, economically viable, point of care diagnostics.
Several lab on chip approaches and microfabrication technologies have been proposed for the detection of cardiac
biomarkers and is very well reviewed (Qureshi et al. 2012).
Recently Rao’s group have developed a SU-8 photoresist
based peizoresistive polymer cantilever platform for detecting these biomarkers (Joshi et al. 2007; Joshi et al. 2007;
Rao et al. 2010). The platform is a stable, repeatable platform but it involves a little more complex process which
involves multiple fabrication steps. Care needs to be taken
to remove residual stress in the microcantilevers.
Shrinking down the device dimensions to nanoregime
exploits the inherent advantage of high surface to volume
ratio, superior electrical and mechanical properties. For the
same geometric area, the active area for functionalization is
far more in the case of nanomaterials. Furthermore, the analyte molecules of interest have similar dimensions as that of
nanomaterials resulting in an order of increase in the mutual
interactions. Not only that since the interaction happen over
a length scale compared to Debye length, any minute change
due to surface modification of these materials would result
in change in electronic properties thereby affecting the conductivity of the materials. Hence these materials are good
candidates for developing label free biosensors. The simplest transduction mechanism that can be easily adapted
in the case of these nanomaterials is the chemiresistive
mechanism, wherein the mutual interactions between nanomaterials and the targeted proteins manifests into change in
resistivity/conductivity.
Carbon based one dimensional nanomaterials have an
added advantage of amenability for surface functionalization apart from their inherent transductional properties.
Design and development of biosensors using Single Walled
Carbon Nanotubes (SWCNTs) and Multiwalled Carbon
Nanotubes (MWCNTs) have been reported (Zhang et al.
2014; Holzinger et al. 2009; Yang et al. 2015). They are
most suited for developing sensors which rely on change
in the conductivity as transduction mechanism because
the small cross-sectional area of these nanotubes maximize the current response along the axial direction of the
nanowires resulting in large conductance changes. Several chemiresistive biosensors based on carbon nanotubes
for detection of microorganisms such as E-coli and myoglobin were reported (Garca-Aljaro et al. 2010; Singh et al.
2014; Puri et al. 2014). However, the synthesis of aligned
nanotubes is still a challenge that needs to be addressed.
Though surface functional groups are available on these
nanotubes, they are very few in number which limits the
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number of target analyte molecules closely interacting with
them. It is thus imperative to increase the number of functional groups so as to increase the interactions with the
desired biomolecules. A viable alternative for increasing
the number of target analyte molecules closely interacting with the nanotubes is to embed these nanotubes into
polymers. This will not increase the functional groups in
the nanotubes but the presence of polymer sheath on top
of MWCNTs ensures abundant functional groups, as creating the same on polymers, is a well-established process.
Nanotubes embedded polymers combine the ultrasensitive
transduction properties of nanotubes with abundant availability of functional groups on the polymer materials and
act in a complementary manner resulting in a new platform which is much more sensitive. The challenges is to
create this hybrid materials in nanoregime and develop a
simple protocol to fabricate a biosensing platform with these
materials.
Electrospun nanofibers emerge as frontrunners for developing these devices. Electrospinning is a simple, versatile
and widely used low cost method to produce nanofibers at
large scale and has a variety of applications. Not only that, it
is possible to align single nanofiber between two conductive
posts by optimizing electrospinning parameters (Sharma
et al. 2011). In this work, we have aligned single nanofiber
of MWCNTs embedded SU-8 photoresist between pair of
patterned electrodes. SU-8 is an epoxy based negative photoresist available in various viscosities and is vastly used for
developing various kinds of MEMS and biomedical devices.
Apart from it being biocompatible, the functionalization
protocols of SU-8 are standardized (Joshi et al. 2007). Also,
dispersion of very small percentages of MWCNTs in SU-8
has already been reported (Sharma et al. 2011). However the
conductivity of the wire is very less to be used as a biosensors. In our previous work (Durga et al. 2014), we have
optimized the amount of MWCNTs to be loaded in SU-8 to
achieve maximum conductivity in single, aligned nanofiber.
Beyond 11 % of MWCNTs, the conductivity of the single
nanofiber tends to degrade (Durga et al. 2014) and hence
for all biosensing experiments, the percentage of MWCNTs
embedded in SU-8 is fixed to 11 %.
In this work, we have demonstrated chemiresistive
biosensor based on a functionalized single MWCNTs
embedded SU-8 nanofiber to detect Myoglobin (Myo),
Troponin I (cTn I) and Creatine kinase-MB (CK-MB).
Antibodies of the three biomarkers are attached to the
nanofibers using standard 1-Ethyl-3-(3- dimethylaminopropyl) carbodiimide (EDC) and N-Hydroxysuccinimide
(NHS) crosslinking chemistry (Lee et al. 2011). The
response time of the sensor is less than a minute. Selectivity is guaranteed as the detection methodology uses
immunoassay technique wherein the monoclonal antibodyantigen reactions are highly specific. High sensitivity is
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assured because of the presence of MWCNTs, as proven by the
detection limits of 6 fg/ml, 20 fg/ml and 50 fg/ml for Myo, CKMB and cTn I respectively. Typically, in case of the targeted
biomarkers, the desired detection limits according to clinical relevance for early diagnosis of CVD are in the orders
of ng/ml. As reported in literature, the detection limits for
different biosensor platforms for detection of the targeted
analytes vary from pg/ml to hundreds of nanograms per ml
(Qureshi et al. 2012). The principle protocol for developing this simple biosensor platform is demonstrated in Fig. 1.
The results are repeatable even after a month of preparation
of these fibers with a CV<5 %, proving the efficacy of this
easily fabricated, ultrasensitive nanobiosensor platform.

2 Experimental
2.1 Materials
Standard multi-walled carbon nanotubes (MWCNTs) with
diameter range of 5-20 nm ware purchased from Reinste Nano Ventures Pvt. Ltd. (New Delhi, India). SU-8
(SU-8 2015 The four digit number is a measure of viscosity/maximum achievable thickness) was purchased from
MicroChem Crop. USA. Phosphate buffered saline tablets
(PBS), EDC, NHS, bovine serum albumin (BSA), myoglobin from equine skeletal muscle, troponin I from human
heart and creatine kinase MB fraction human heart were
purchased from Sigma Aldrich. Myo mAbs, cTn I mAbs
and CK-MB mAbs were purchased from Abcam. Ultrapure
water (18.2 M-cm) was used throughout.
2.2 Fabrication of single MWCNTs embedded SU-8
nanofiber
In order to align nanofibers precisely between two electrodes, Cu microelectrode array was fabricated on glass
Fig. 1 Schematic representation
of Chemiresistive immunosensor
(a) Microelectodes array, (b)
Aligned nanofiber between two
electrodes, (c) MWCNTs
embedded SU-8 nanofiber On
the copper electrodes with 50
μm gap (inset: blown up
schematic and SEM image), (d)
EDC/NHS and mAbs
functionalized MWCNTs
embedded SU-8 nanofiber and
(e) Antigen interacts with
antibody on the nanofiber
surface
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substrate using standard liftoff process. Firstly the reverse
pattern of the desired microelectrode was formed using
S1813 photoresist. Sequential deposition of 50 nm Ti and
200 nm Cu was carried out onto this patterned glass substrate using DC sputtering. This was followed by lift off
of photoresist which resulted in the desired microelectrode.
The diameter of each electrode is 200 μm and the spacing between them is 50 μm. This patterned glass substrate
was used as cathode during electrospinning process. Electrospinning process involves the release of nanopolymer jet
upon the application of high electrostatic force between a
syringe loaded with polymer solution and cathode. Polymer
jets out once the electrostatic force overcomes the surface
tension force of the polymer solution. In this work, MWCNTs embedded SU-8 solution was loaded into the syringe.
The optimized process parameters for obtaining aligned
electrospun nanofibres include 10 μL/min flow rate of the
polymer solution, distance of 12 cm between the syringe and
substrate and a bias of 1.5 KV/cm. Prior to loading into the
syringe, MWCNTs dispersion in SU-8 was carried out as
follows. MWCNTs were dispersed in chloroform and mixed
in SU-8. SU-8 MWCNTs mixture was probe-sonicated for
half an hour to ensure proper dispersion. During probe
sonication process, the solvent evaporates, thereby leaving
MWCNTs in SU-8 matrix.The amount of MWCNTs was
fixed to 11 % as the conductivity tends to degrade beyond
this percentage (Durga et al. 2014).
2.3 Functionalization of single MWCNTs embedded
SU-8 nanofiber with monoclonal antibodies (mAbs)
Surface immobilization of mAbs onto the nanofiber was
carried out using standard EDC/NHS cross linking chemistry. Just prior to the functionalization, aligned nanofibers
were soaked in HCl of 0.1 M for 10 min, to maximize the
presence of the amine functional group on SU-8. This was
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was chosen to be 200 μg/ml. After surface immobilization,
the single MWCNTs embedded SU-8 nanofibers were then
soaked in a high concentration BSA (2 mg/mL) for 30 minutes to block the non-specific proteins interaction on the
nanofibers surface.
2.4 Characterization

Fig. 2 FESEM images: (a) copper microelectrodes array; and (b)
Aligned single MWCNT embedded electrospun SU-8 nanofiber
between copper electodes

followed by EDC/NHS chemistry which results in amide
bond formation between the nanofiber and maAbs. A mixture solution of EDC/NHS (0.2/0.2 M) with the mAbs of
target proteins was dropped on the top of the single MWCNTs embedded SU-8 nanofibers and kept for 6 hours at
room temperature in a dark area. Then, the MWCNTs
embedded SU-8 nanofibers were washed using a phosphate
buffer saline (PBS, 1×, pH 7.4) and deionized water to eliminate non-immobilized mAbs on the nanofibers, glass layer,
and Cu electrodes. The optimized concentration of mAbs

Fig. 3 XRD data for SU-8 derived MWCNTs nanofiber

Morphologies of the electrospun single MWCNTs embedded SU-8 nanofibers and mats were observed using a
Field Emission Scanning Electron Microscopy (FESEM)
(Quanta 200, FEI, Frankfurt am Main, Germany; SUPRA
40 VP, Gemini, Carl Zeiss, Oberkochen, Germany). The
electric conductivity of the single MWCNTs embedded SU8 nanofiber was measured by using Cascade two-probe
method, the current through the sample was measured with
a Keithley’s 4200 Semiconductor Characterization Systems.
The sample was measured five times by applying the potential of −0.5 to +0.5 V and average value was calculated.
XRD studies (X-Pert PRO) using Cu Ka radiation, were performed and Raman studies were carried on a Senterra inVia
opus Raman spectrometer (Senterra, Bruker, UK) using 785
nm excitation. TEM analysis (Philips, CM200) was carried
out to reaffirm the successful embedment of MWCNTs in
SU-8 nanofibers.

3 Results and discussion
3.1 SEM characterization
In order to investigate the surface structure and morphology
of the nanofiber and ensure alignment of single nanofiber
between a pair of electrodes, SEM analysis was carried
out. Electrospinning parameters play an important role in

Fig. 4 Raman spectra of SU-8 derived MWCNTs nanofiber
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Fig. 5 The HR-TEM analysis
of (a) Electrospun SU-8
nanofiber, (b) MWCNTs
embedded electrospun SU-8
nanofiber, (c) The The zoomed
version of MWCNTs embedded
electrospun SU-8 nanofiber and
(d) An individual MWCNT
(inset: the SAED pattern of the
MWCNT)

achieving aligned single nanofibers. Figure 2a shows the
fabricated copper electrodes array and Fig. 2b indicates successful in-situ alignment of single nanofiber between two
conductive posts achieved by optimizing electrospinning
parameters.

indicative of the presence of MWCNTs as SU-8 doesn’t
have any crystallinity. The presence of D and G-band peaks
at 1320 cm−1 and 1582 cm−1 , are signatures of graphitic
structure of MWCNTs (Li et al. 1997) . This confirms the

3.2 XRD characterization
In order to ensure successful embedment of MWCNTs in
SU-8 nanofibers, XRD was carried out. SU-8 is not crystalline in nature and hence no peaks can be expected from
SU-8. The presence of peak at 2θ = 26◦ corresponds in
Fig. 3 to MWCNTs and it is an affirmation of the presence of MWCNTs in their original crystalline form with a
(0 0 2) orientation (Saleha et al. 2011). High electric field,
an inherent part of electrospinning process, is not damaging MWCNTs and they are not getting agglomerated. The
other prominent peak at 2θ = 33◦ corresponds to Silicon
which was used as the substrate for carrying out the XRD
analysis.
3.3 Raman analysis
Figure 4 shows Raman spectra of the MWCNT/SU-8 composite nanofibers. The crystalline peaks in the fibers are

Fig. 6 The measurement of conductance changes on a single nonfunctionalized MWCNTs embedded SU-8 nanofiber (a: PBS, b: BSA
of 10 μg/mL, and c: Myo of 100 pg/mL, d: cTn I of 100 pg/mL and e:
CK-MB of 100 pg/mL)
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Fig. 7 Biosensing of Myoglobin: (a) Detection of Myo on a single
MWCNTs embedded SU-8 nanofiber biosensor (a: PBS; b: Myo of
6 fg/mL; c: Myo of 100 fg/mL; d: Myo of 10 pg/mL; e: Myo of 100
pg/mL; f: Myo of 10 ng/mL; g: Myo of 100 ng/mL and h: Myo of 100
μg/mL), (b) Myoglobin variation vs conductance and (d) Myoglobin
linearity
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Fig. 8 Biosensing of Creatine kinace MB: (a) Detection of CK-MB
on a single MWCNTs embedded SU-8 nanofiber biosensor (a: PBS;
b: CK-MB of 20 fg/mL; c: CK-MB of 100 fg/mL; d: CK-MB of
10 pg/mL; e: CK-MB of 100 pg/mL; f: CK-MB of 10 ng/mL; and
g: CK-MB of 100 ng/mL), (b) CK-MB variation vs conductance and
(d) CK-MB linearity
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crystalline nature of the MWCNTs is retained intact in the
nanofiber.
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the conductance (Lee et al. 2011; Singh et al. 2010). A
minimum detection limit of 6 fg/ml is achieved for myoglobin with a linearity range of 20 fg/ml - 70 fg/ml as

3.4 TEM analysis
To reaffirm proper loading of the MWCNT into SU-8
nanofibers, TEM analysis was carried out on the nanofiber
samples extracted for this purpose. The fibers were directly
spun onto TEM lacey grids as well as on powdered samples extracted from Al foils onto which the nanofibers were
spun. Figure 5a and b shows the TEM images of pure SU-8
fibers and multiwall carbon nanotube embedded SU-8
fibers. A sharp contrast of color can be observed between
two figures. The zoomed version of MWCNTs embedded
SU-8 Fig. 5c shows random path formed by MWCNTs in
the SU-8 matrix. Furthermore, presence of MWCNTs is
confirmed with the help of selected area electron diffraction (SAED) pattern which shows graphitic (002) and (004)
reflections which are key signature features of MWCNTs
Fig. 5d.
3.5 Detection of cardiac biomarkers
3.5.1 Conductivity measurements on non-functionalized
MWCNTs embedded SU-8
Conductivity experiments were carried out on the single non
functionalized MWCNTs embedded SU-8 nanofiber precisely aligned between a pair of electrodes. Figure 6 shows
the variation in the conductance upon the sequential addition of phosphate buffer saline (pH 7) and various analyte
molecules of known concentration. Sufficient time gap was
allowed before adding one more analyte. From the minimal
variation in the conductance throughout the experimentation
it can be inferred that, the nanofiber is not responding to any
non-specific binding or physisorption. The initial conductance of the wire is almost remaining unaffected immaterial
of the analyte being added. This behaviour is expected as the
nanofiber is not functionalized and hence is not expected to
bind any analyte molecule.
3.5.2 Detection of myoglobin
In order to detect myoglobin, the aligned nanofiber is functionalized with the antibodies of myoglobin using the protocol described in the experimental section. pH 7 Phosphate
Buffer Saline (PBS) buffer is used as a supporting electrolyte. The conductance of the nanofibers varied with the
concentration of myoglobin as shown in Fig. 7a & b unlike
the non-functionalized case where there is no change in the
conductance. Upon the binding of myoglobin, the surface
stress on the nanofiber increases which in turn increases the
mobility of charge carriers in MWCNTs, thus increasing

Fig. 9 Biosensing of cardiac Troponin I: (a) Detection of cTn I on a
single MWCNTs embedded SU-8 nanofiber biosensor (a: PBS; b: cTn
I of 50 fg/mL; c: cTn I of 100 fg/mL; d: cTn I of 10 pg/mL; e: cTn I
of 100 pg/mL; f: cTn I of 10 ng/mL; and g: cTn I of 100 ng/mL) (b)
cTn I variation vs conductance and (d) cTn I linearity
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Table 1 Comparison of Limit of Detection with existing literature
Biomarker

Transduction Mechanism

LOD

Myoglobin
Myoglobin, CKMB, cTnI
cTnI
Myoglobin and cTnT/I
cTnI and myoglobin
Myoglobin
fcTnI
fCK-MB

ELISA (Wu et al. 2010)
Chemiluminescence (Cho et al. 2009)
Electro- chemiluminescence (Park et al. 2010)
SPR (Masson et al. 2007)
Optical fiber (Tang and Kang 2006)
Chemiresistive [Present work]
fChemiresistive [Present work]
fChemiresistive [Present work]

16 ng/mL
Myoglobin -1.2 ng/mL; CKMB - 0.6 ng/mL; cTnI - 5.6 ng/mL
2 pg/mL
<1 ng/mL
cTnI - 7 pg/mL; Myo - 70 ng/mL
f6 fg/mL
f50 fg/mL
f20 fg/mL

shown in Fig. 7c. This linearity range can be tuned by optimizing the antibody functionalization protocol. The change
in resistance due to binding could be observed with in a
minute.
3.5.3 Detection of Creatine Kinase-MB and Troponin-I
The procedure for the detection of the other two biomarkers
is exactly the same but for the change in the antibodies that
are functionalized on top of the nanofibers. Figures 8 and 9
show the variation in conductance upon the sequential addition of respective antigens. The minimum detection limit for
CK-MB is found out to be 20 fg/ml with a linearity range
of 30 fg/ml - 100 fg/ml whereas for cTn I the minimum is
found to be 50 fg/ml with a linearity range of 50 fg/ml - 100
fg/ml. The variation in the minimum detection limit can be
attributed to the difference in surface charge of the antigens.
Myoglobin is charged molecule because of the presence
of iron. Since there is an electrostatic interaction apart of

stress induced by the chemisorption of myoglobin, we can
expect that even minute concentration of myoglobin can
result in a change in the conductance. Also there is no need
to conduct cross sensitivity experimentations among various
biomarkers as the sensing platform is based on immunoassay protocol which is highly selective (Joshi et al. 2007).
Monoclonal antibodies will bind to their respective antigens
only. The response time in these cases is also less than a
minute.
3.6 Durability test of proposed nanobiosensing platform
Table 1 provides a comparison of our results with the best of
previously reported literature. Comprehensive review on the
mechanism, detection range and limit of detection of cardiac
biomarkers is well documented by Qureshi et al. (2012). The
response time for existing platform is in the range of 20 min
to 1 hr (Qureshi et al. 2012). The response time of proposed
platform is less than one minute. Also, from the table, It is
evident that the proposed methodology is far more sensitive
than the existing ones.
In order to check the durability of the platform, functionalized nanowires were stored under controlled ambience
(4 ◦ C) over a period of four months. The variation in
resistance upon the binding of target analytes of fixed concentration (100 pg/mL) was studied periodically. As shown
in Fig. 10, the variation in the change in conductivity is
minimal over the entire duration of study, suggesting the
longevity and durability of the proposed platform.

4 Conclusions

Fig. 10 Reproducibility analysis of the proposed platform. All the
experiments were carried out with a fixed analyte concentration of 100
pg/mL

A simple, ultrasensitive, selective, label free nanobiosensor
platform for the detection of cardiac biomarkers is demonstrated. This platform consists of single aligned nanofiber
derived out of MWCNTs embedded SU-8 photoresist. Electrospinning is utilized to synthesize the nanofibers and single nanofibers are precisely aligned in-situ between pairs of
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electrodes by optimizing electrospinning parameters. Morphological and physical characterizations are carried out
to prove the successful embedment of MWCNTs in SU8 nanofibers. This combination of excellent transduction
properties of MWCNTs and the ease of functionalization of SU-8 is the forte of this platform. It is generic
in nature and can be extended to any other immunoassay
based detection methodology. This nanobiosensor platform
is ideal candidate for detecting cancer biomarkers given
its ability to detect ultra-low concentrations of targeted
analyte.
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