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Abstract: Improvement upon, and expansion of, diagnostic tools for clinical infections have been
increasing in recent years. The simplicity and rapidity of techniques are imperative for their
adoption and widespread usage at point-of-care. The fabrication and evaluation of such a device is
reported in this work. The use of a small bioreceptor array (based on lectin-carbohydrate binding)
resulted in a unique response profile, which has the potential to be used for pathogen identification,
as demonstrated by Principal Component Analysis (PCA). The performance of the chemiresistive
device was tested with Escherichia coli K12, Enterococcus faecalis, Streptococcus mutans, and Salmonella typhi.
The limits of detection, based on concanavalin A (conA) lectin as the bioreceptor, are 4.7 × 103 cfu/mL,
25 cfu/mL, 7.4 × 104 cfu/mL, and 6.3 × 102 cfu/mL. This shows that the detection of pathogenic
bacteria is achieved with clinically relevant concentrations. Importantly, responses measured in spiked
artificial saliva showed minimal matrix interference. Furthermore, the exploitation of the distinctive
outer composition of the bacteria and selectivity of lectin-carbohydrate interactions allowed for the
discrimination of bacterial infections from viral infections, which is a current and urgent need for
diagnosing common clinical infections.

Keywords: pathogens; lectins; CNTs; PCA; point-of-care; label-free detection

1. Introduction

The detection of bacteria is important for human health, both to prevent and determine the
cause of illness. Recent reports by the Centers for Disease Control and Prevention (CDC) [1]
approximate that 48 million cases of infections occur each year in the United States. In the same
report, Salmonella and E. coli ranked number one and five, respectively, with respect to the leading
causes of bacterial foodborne illness resulting in hospitalization. While some strains of bacteria have
less severe symptoms, exposure to certain strains can lead to serious complications. Such is the case
for the E. coli strain, O157:H7, whose initial symptoms can progress from diarrhea, fever, and/or
urinary tract infections (UTIs) to hemolytic uremic syndrome (HUS) [2], a potentially life-threatening
condition. Rapid detection and diagnosis is imperative when dealing with severe and fast-acting
bacterial infections and is the first step towards the treatment and recovery of patients. An accurate,
yet rapid and simple, sensor would be beneficial, not only in cases of severe infections, but also in
diagnosing common infections that occur in the ear, throat, and sinus. Currently, infections rank
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among the top 10 most common medical misdiagnosis and top 10 causes of death [3]. Development
and employment of sensors that can determine if an infection is viral or bacterial would contribute
enormously to curbing misdiagnosis and antibiotic misuse [4–6]. Additional benefits of developing
detection technologies include shorter infection duration and decreased numbers of doctor visits.
In this work, we report an array biosensor, which has a fast response time, is easy to use and has the
potential to distinguish bacterial from viral infections.

Current methods for the detection of pathogenic bacteria focus on the use of antibodies or
DNA. The standard methods are enzyme-linked immunosorbent assay (ELISA) and polymerase chain
reaction (PCR) [7], respectively. Generally speaking, ELISA requires ~103 cfu/mL of bacteria [8,9],
and the PCR cell requirement varies in the tens of cells to generate a good signal, depending on
the target [9]. Though these methods have a high sensitivity and specificity, they require trained
personnel and have long assay-times. These limitations impede their use as rapid, broad-range
detection platforms, which are critically needed for point-of-care in clinical settings. Many efforts are
being made to develop additional techniques for the detection of pathogens, such as quartz crystal
microbalance (QCM) [10], surface plasmon resonance (SPR) [11], and optical fiber-based devices [11].
Their sensitivities also depend on the target, and range between 102 and 103 cfu/mL. Some methods,
such as culture-based, colorimetric [12], and electrochemical detection [13], can monitor the growth
of bacteria cells. This allows for the assessment of the viability of cells over time and after antibiotic
treatment. Developing and optimizing growth conditions for new bacteria, though interesting and
relatively simple, is time-consuming and material-intensive. Improvements upon culturing methods
exemplify the advances in the field of pathogen detection and demonstrates the interest and concern
for addressing the lack of point-of-care diagnostics. Electrochemical methods, however, due to their
robustness, rapidity, and simplicity, provide a more than suitable and desirable platform for the
detection of pathogens [14].

The biosensor reported in this work is able to detect a broad spectrum of bacterial species and,
inherently, by use of an array, generates a response profile, which can be used to identify the bacteria
without having to modify the device for exquisite selectivity. Briefly, the design of the biosensor began
with the development of a carbon nanotube (CNT)-based chemiresistive device. Choosing an electrical
method for detection provides quick and simple measurement options, which are easily interpreted.
Two types of bioreceptor, lectins and saccharides were used to capture bacterial cells on the device
surface, regardless of the strain, which proved to be selective enough to generate a unique response
pattern when used in an array format. The former captures bacteria through their polysaccharides,
each type of lectin binding saccharides with different affinities [15,16]. The latter captures cells through
the lectins existing on the cell surface. Thus, using lectins as receptors and lectins of bacteria as target,
it is possible, as is demonstrated in this work, to generate a binding profile for each bacteria. There
are only a few reports providing information on these lectins [17,18]. However, the performances
of detection schemes were evaluated, compared, and used to compose arrays that result in unique
profiles for identifying bacteria.

In order to functionalize the device with lectin, the CNTs were first incubated with a linker molecule,
1-pyrenebutanoic acid succinimidyl ester (PBASE), so as to not disturb the pristineness/electronic
properties of the CNT network, which introduces an amine reactive ester. Upon the addition of the
lectins to the PBASE-modified CNTs, the lectins were covalently bound to the surface (Figure 1).
Correspondingly, to functionalize them with saccharides, PBASE-modified CNTs were incubated with
amine-modified saccharides that bound the saccharides covalently.
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galactoside (Gal), and wheat-germ agglutinin (WGA) were purchased from Sigma Aldrich (St. Louis, 
MO, USA) and used as received. Aminophenyl mannoside was purchased from Santa Ana 
Biotechnology (Santa Ana, CA, USA). Lyophilized lectins, concanavalin A (conA) and arachis 
hypogeae (arachis) were purchased from MP Biomedicals (Santa Ana, CA, USA) and BioWorld 
(Dublin, OH, USA), respectively. Ethanolamine (99%) was purchased from Acros Organics 
(Pittsburgh, PA, USA). Polyethylene glycol sorbitan monolaurate (Tween20) was purchased from 
BioRad Laboratories (Irvine, CA, USA). Dimethylformamide (DMF) was purchased from Fisher 
Scientific (Waltham, MA, USA). 10 mM phosphate buffer (PB) was prepared with mono- and di-basic 
phosphate, purchased from Fisher Scientific, and pH was adjusted to 7.4 using diluted hydrochloric 
acid (HCl) or diluted sodium hydroxide (NaOH), also purchased from Fisher Scientific. PB was 
enriched with CaCl2 and MnCl2, purchased from Fisher Scientific, for lectin and bacteria incubations. 
The divalent cations (Ca2+ and Mn2+) must be present and bound to the lectin in order for the binding 
to occur [15]. All other chemicals and broth components for bacteria culturing were purchased from 
Fisher Scientific. 
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The preparation of SWNT devices follows a previously reported method [19]. A schematic of the 
device preparation is provided in Figure 1. Briefly, the 3 µm-gap-gold electrodes (Figure 2A) were 
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cleaned by 10 min of sonication in acetone and 30 min in piranha, oxygen plasma and UV ozone, then 
treated with 1-aminopropyltriethoxy silane (APTES), and incubated with SWNTs, to achieve a 
uniform assembly of SWNTs on the electrode surface. Excess SWNTs were washed off under running 
deionized water and the devices were annealed in a Lindberg Blue M tube furnace for 1 h at 250 °C 
to improve the contact between SWNTs and gold electrodes by removing solvents. As seen in the 
atomic force microscope (AFM) image (Figure 2B), the device fabrication method used in this work 
produced uniformly covered dense networks of SWNTs. Devices were incubated with the linker 
molecule, PBASE (3 mg/mL in DMF), for 1 h, followed by rinsing with DMF and PB. The bioreceptor 

Figure 1. Device fabrication schematic. Using PBASE linker molecule, two bioreceptors can be
functionalized onto the surface, amine-modified saccharides or lectin proteins.

2. Materials and Methods

2.1. Materials

Single-walled carbon nanotubes (SWNTs) were purchased from NanoIntegris (Boisbriand, QC,
Canada). To extend their shelf-life, SWNT stock was aliquoted and stored in the dark. 1-pyrenebutanoic
acid succinimidyl ester (PBASE, 95%), aminophenyl glucoside (Glc), aminophenyl galactoside (Gal),
and wheat-germ agglutinin (WGA) were purchased from Sigma Aldrich (St. Louis, MO, USA) and
used as received. Aminophenyl mannoside was purchased from Santa Ana Biotechnology (Santa
Ana, CA, USA). Lyophilized lectins, concanavalin A (conA) and arachis hypogeae (arachis) were
purchased from MP Biomedicals (Santa Ana, CA, USA) and BioWorld (Dublin, OH, USA), respectively.
Ethanolamine (99%) was purchased from Acros Organics (Pittsburgh, PA, USA). Polyethylene
glycol sorbitan monolaurate (Tween20) was purchased from BioRad Laboratories (Irvine, CA, USA).
Dimethylformamide (DMF) was purchased from Fisher Scientific (Waltham, MA, USA). 10 mM
phosphate buffer (PB) was prepared with mono- and di-basic phosphate, purchased from Fisher
Scientific, and pH was adjusted to 7.4 using diluted hydrochloric acid (HCl) or diluted sodium
hydroxide (NaOH), also purchased from Fisher Scientific. PB was enriched with CaCl2 and MnCl2,
purchased from Fisher Scientific, for lectin and bacteria incubations. The divalent cations (Ca2+ and
Mn2+) must be present and bound to the lectin in order for the binding to occur [15]. All other chemicals
and broth components for bacteria culturing were purchased from Fisher Scientific.

2.2. Preparation of Functionalized SWNT Devices

The preparation of SWNT devices follows a previously reported method [19]. A schematic of the
device preparation is provided in Figure 1. Briefly, the 3 µm-gap-gold electrodes (Figure 2A) were
photolithographically patterned onto silicon/silicon dioxide wafers. The surface of these wafers were
cleaned by 10 min of sonication in acetone and 30 min in piranha, oxygen plasma and UV ozone,
then treated with 1-aminopropyltriethoxy silane (APTES), and incubated with SWNTs, to achieve
a uniform assembly of SWNTs on the electrode surface. Excess SWNTs were washed off under running
deionized water and the devices were annealed in a Lindberg Blue M tube furnace for 1 h at 250 ◦C to
improve the contact between SWNTs and gold electrodes by removing solvents. As seen in the atomic
force microscope (AFM) image (Figure 2B), the device fabrication method used in this work produced
uniformly covered dense networks of SWNTs. Devices were incubated with the linker molecule,
PBASE (3 mg/mL in DMF), for 1 h, followed by rinsing with DMF and PB. The bioreceptor was then
introduced onto the surface of the devices. One of two schemes was used: (a) aminophenyl saccharides
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(3 mg/mL in DMF) or (b) lectins (3 mg/mL in enriched PB). After 2 h of incubation, the device was
rinsed with DMF and PB in the case of aminophenyl saccharides and rinsed with only PB in case of
lectins to remove excess. Ethanolamine (0.1% in deionized water) was used to block unreacted PBASE
sites and 0.1% Tween20, used to block open SWNT areas, minimizing non-specific binding. The latter
two incubations lasted 10 min and were followed by rinsing with PB. To monitor the effectiveness and
magnitude of each subsequent functionalization, I-V measurements were performed before and after
each incubation step using a CHI 1202A electrochemical workstation, and resistances were calculated
from the slope (Figure 3). The drive current in the CNT chemiresistive device at a given voltage
decreased after modification with PBASE and a bioreceptor. It is worth noting that the resistance of
the device increases with the functionalization steps (Figure 3). This observation is attributed to the
addition of negative charge via the π–π stacking interaction between CNTs and pyrene, in the case of
PBASE, and the scattering potential generated and/or the electron donation from the molecules to
the nanotubes, in the case of bioreceptor [19]. The current remained constant after ethanolamine and
Tween20 blocking.
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2.3. Bacteria Growth

E. coli and Salmonella were grown in Luria Broth at 37 ◦C with shaking at 150 rpm, and were
harvested during their exponential growth phase, which occurred after 6–9 h. Enterococcus and
Streptococcus were grown in brain heart infusion (BHI) growth media at 37 ◦C with no shaking, and
were harvested during their exponential growth phase, which occurred 6–9 h later. Bacteria were
freshly grown on each day of testing. The optical density was measured at 600 nm wavelength on
a Beckman Coulter DU800 spectrophotometer to determine the concentration of the bacteria. Serial
dilution was carried out with enriched PB to obtain desired concentrations.

2.4. MS2 Phage and Influenza H1N1 Virus Preparation

The bacteriophage MS2 and H1N1 virus served as models to test the ability of the device to
distinguish between viral and bacterial infections. The bacteriophage MS2 was harvested via the Single
Agar Layer (SAL) Environmental Protection Agency (EPA) method 1602. H1N1 virus was propagated
in Madin Darby canine kidney (MDCK) cells. Serial dilutions were prepared in PB. Detection of the
virus was performed on both lectin and saccharide platforms and followed the same methodology as
the bacteria detection, described in Section 2.6.

2.5. Artificial Matrices Preparation

Two artificial matrices were prepared: Urine and saliva. Preparation of artificial urine included
the following: 170 mM urea, 90 mM KCl, 90 mM NaCl, 25 mM NH4Cl, 7.0 mM creatinine, 7.0 mM
K2HPO4, 7.0 mM KH2PO4, 2.5 mM CaCl2, 2.0 mM MgSO4, 2.0 mM MnCl2, and 0.4 mM uric acid
mixed together in deionized water with pH adjusted to 6.25, by the addition of HCl, and refrigerated
at 4 ◦C [20]. Preparation of artificial saliva included the following: 2 g/L mucin, 50 mM urea, 6.8 mM
NaCl, 5.4 mM CaCl2, 5.4 mM KCl, 4.2 mM Na2HPO4, and 2.0 mM MnCl2 dissolved in deionized water,
adjusted to pH 7.2 with HCl, sterilized by autoclaving and stored in the refrigerator until use [21].
Both artificial matrices were used within 2 weeks of preparation. Artificial matrices were spiked with
bacteria, followed by serial dilutions using the respective matrix.

2.6. Detection

The lectin-functionalized CNT devices were incubated with bacteria for 1 h at room temperature.
The unbound bacteria were washed away with PB. The addition of charge, as stated earlier, results in
a change in the device’s electronic properties. The negatively charged bacteria produces a change in
these properties which can be monitored by measuring device resistance [19]. The resistance of the
device at each concentration was measured by scanning the potential between the source and drain
electrodes from −0.2 V to +0.2 V at a scan rate of 20 mV/s, and recording the current using a CHI
1202A electrochemical workstation. The resistance is the inverse of the slope of the I-V curve.

3. Results and Discussion

3.1. Device Reproducibility

The electrodes prepared by the afore-mentioned process displayed very good reproducibility in
initial resistance, stability, and performance. Intra-chip resistances (55 electrodes) were within 19% of
each other. Stability studies on 25 electrodes over a one-month period retained 103% ± 12% of their
initial resistance.

3.2. Validation Studies

Initially, lectins having high or no specificity to aminophenyl saccharides were tested to
demonstrate the ability of our device to bind bacteria through their naturally occurring surface
lectins. The lectins used in this work were conA, arachis, and WGA. Literature on lectin and saccharide
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affinities report that conA has the highest affinity to glucose and mannose, arachis to galactose and
WGA to N-acetylglucosamine [22,23]. Stock solutions of each lectin (3 mg/mL) were made fresh for
each set of trials and prepared in enriched PB (containing 1 mM Ca2+ and Mn2+ ions). These ions are
required for specific lectins, called c-lectins, which have metal binding sites that must be occupied in
order to attain correct conformation allowing them to bind carbohydrates [22].

Validation of protocols and incubation methods, through the detection of free lectins by their
respective saccharides, shows good correlation to literature reports (Figure 4) [23,24]. While each lectin
has a saccharide to which it binds most strongly, the strength of that highest affinity is different. The
affinity binding constants attest to this [25–27]. The detection scheme was designed to take advantage
of these differences. For example, the detection of WGA, captured through galactoside, towards which
it has low affinity, resulted in a small signal. Whereas, detection of arachis via galactoside, towards
which it has a high affinity, provided a large signal. For these reasons, the signals of lectin detection
via their respective saccharides vary.
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Figure 4. Detection of different lectins on a saccharide-functionalized CNT-device. The bar graphs show
a relative binding affinity with saccharides for three lectins. The data points are average measurements
from 5 independent biosensors, and error bars represent ±1 standard deviation.

3.3. Device Sensitivity

As stated above, PBASE can react with amine-modified saccharides which in turn can capture
bacteria through their surface lectins. Devices functionalized with aminophenyl saccharides were each
incubated with one of the four different bacteria used in this work at varying concentrations for 1 h,
followed by rinsing with PB and resistance measurement for the quantitative detection, sensitivity,
dynamic range, and limit of detection. The normalized response of the biosensor [(R − R0)/R0], where
R0 is the resistance of the device after functionalization and blocking of unoccupied sites with Tween20,
and R is the resistance after incubation with bacteria] as a function of the log of bacteria concentration is
shown in Figure 5A. This treatment of the data showed the clearest relationship between the target and
receptor. As shown in Figure 5A, the response is correlated linearly to the log of concentration over the
detection range, the slope of which differs for each target/bioreceptor combination used. This agrees
with other studies of similar systems [11,28]. Regression equations fitted for the concentration range,
2 × 103 to 2 × 108 cfu/mL, were: y = 0.92x − 0.90 (R2 = 0.95) for E. coli on galactoside, y = 0.61x − 2.2
(R2 = 0.92) for E. coli on mannoside, and y = 0.31x − 1.1 (R2 = 0.62) for E. coli on glucoside, where y is
the relative change in resistance [(R − R0)/R0] and x is the logarithmic concentration of bacteria.
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Figure 5. Calibration curves for the detection of (A) E. coli via saccharide-modified CNT-devices and
(B) Streptococcus mutans via lectin-modified CNT-devices. The data points are average measurements
from 10 independent biosensors, and error bars represent one standard deviation.

Alternatively, PBASE can react with the amines found on the lectins. This in turn targets the
saccharides on the surface of the bacteria for binding.

Figure 5B shows the normalized response [(R − R0)/R0] of the biosensor. As shown in the figure,
the response is linear over the detection range, which differs for each bioreceptor used. Regression
equations, fitted from 5.5 × 104 to 5.5 × 108 cfu/mL, were: y = 0.16x − 0.64 (R2 = 0.82) for Streptococcus
on conA, y = 0.027x + 0.037 (R2 = 0.90) for Streptococcus on WGA, and y = 0.056x − 0.23 (R2 = 0.71)
for Streptococcus on arachis, where y is the relative change in resistance [(R − R0)/R0] and x is the
logarithmic concentration of bacteria.

When detecting bacteria in relevant artificial matrices, several challenges were faced. For the
detection of E. coli in artificial urine, detection was suppressed 10-fold by the presence of urea.
It is known that urea, at high enough concentrations, can unfold proteins [29]. For the detection
scheme employed here, unfolding the protein means losing the binding pocket and therefore losing
detection. The device could be regenerated by, first, treating the surface with a diluted HCl and glycine
mixture [26] to disrupt the interaction between the cells and receptor (unbinding them from the surface)
and then rinsing it with enriched PB solution to return the lectin to the correct binding conformation.

In the case of Streptococcus mutans, the mucin in the artificial saliva contributed some background
signal. To minimize the adhesion of mucin to the device, the CNT-functionalized device was treated
with 0.1% mercaptohexanol (MCH) prior to subsequent functionalization steps [30]. The contribution
of the mucin after MCH treatment was determined to be 20% of the signal, a result similar to that
obtained in previously reported work [30].

3.4. Identification of Infection-Type

3.4.1. Response Profiles

Detection of four bacteria, one bacteriophage and one virus was achieved in a phosphate buffer
on the same three lectins and three saccharides used in the method validation. These results can be
seen in Figure 6, in which the slopes of fitted calibration curves, ∆R/R0%/log cfu/mL, are reported.
The bacteriophage had little affinity with any of the 6 receptors, while the H1N1 virus had a slight
affinity with each receptor, most notably with the lectins. This is corroborated by previous work,
which reports virus separation from matrix through agglutination via lectins [27]. The low response of
device to viruses is twofold. The small size of the virus contributes less to the electronic properties
of device and their surface lacks the targeted molecules. However, detection of bacteria by these
six receptors resulted in much larger responses and unique profiles for each bacteria. Because
Gram-negative bacteria have a lipopolysaccharide (LPS) layer, which has a high variation in structure
and composition [15], these bacteria produced the most different response patterns and are easily
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distinguishable. On the other hand, Gram-positive bacteria are similar in their outer structure, which
is composed mainly of peptidoglycan. Because they are similar, the two Gram-positive bacteria
tested in this work resulted in similar response patterns. It is necessary to note that the responses of
saccharide-functionalized devices produced a higher response than the lectins, and this provides
a higher sensitivity. Additionally, because not all bacteria have lectins on their surface, using
saccharides as the bioreceptor results in a higher specificity. From these results, an array, whose
bioreceptors are chosen carefully, could be used to distinguish between bacterial and viral infections,
and has the potential to discriminate Gram-type bacteria and, in the case of Gram-positive bacteria,
further identify the species.
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lectins and saccharides. The data points are average measurements from 10 independent biosensors,
and the error bars represent ±1 standard deviation.

3.4.2. Principal Component Analysis (PCA)

In order to statistically determine that the responses of each bacteria were unique or differentiable,
principal component analysis (PCA) was administered. PCA is a chemometric tool used to analyze
multivariable data [31]. Often plotting the resulting PCA scores generates clusters. The proximity of
theses clusters can be interpreted as the extent to which the data are related or similar i.e., if generated
clusters do not overlap, the data of each cluster are distinguishable or different. Determining likeness
of data from each bacteria was the goal of performing this analysis. From the PCA analysis and
subsequent plots, one can extract which variables contribute most to, or most define, the uniqueness of
the analyte, in this case the bacteria. This is useful for designing an array, which is composed of the
strongest or most important receptors for discriminating the bacteria. Therefore, an optimized array
with minimal components can be designed to have a high selectivity.

Data, consisting of individual measurements (∆R/R0) of bacterial concentrations between 2 × 103

and 6 × 107 cfu/mL for 6 receptors, were arranged as an 18-element row. Each row corresponds
to a complete array. Three rows were generated for each of the four bacteria. 95% of the total
variance across the array was captured by the first two PCA factors. Plotting PCA scores for these two
factors (Figure 7A) showed 4 individual clusters, one for each bacterium, demonstrating that each is
distinguishable regardless of their Gram-type.
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Figure 7. PCA analysis and plot results in clustering with respect to a bacteria type with good resolution
using (A) six receptors (3 saccharides and 3 lectins) and (B) four receptors (3 saccharides and conA
lectin). It is shown that a reduced array retains the ability to distinguish four bacteria.

This analysis was repeated using different combinations of the 6 receptors in order to determine
which receptors contributed most to the uniqueness of the response profiles. Data from the three
saccharides and conA had the tightest clustering among all combinations (Figure 7B). This means that
saccharides and conA lectin were the four major contributors to the uniqueness of the response profiles
and that four receptors were sufficient to retain cluster separation (i.e., bacteria identification). This
method is useful for optimizing arrays to a minimum number, which will improve cost-effectiveness
and the overall efficiency of devices.

4. Conclusions

In conclusion, an effective platform to capture bacteria has been developed through the
exploitation of lectin-carbohydrate interactions. Results demonstrate the possibility of using this
sensor to distinguish between viral and bacterial infections, which is greatly needed for point-of-care
applications, and can do so for clinically relevant bacterial concentrations [32]. The resultant response
profiles can assist in determining Gram-type, which can guide the selection of antibiotics, another
area which relies too heavily on “trial and error” approaches. In the future our work will include the
development of similar platforms to distinguish viable and non-viable cells, providing a method for
determining the effectiveness of antibiotics against individual infections.

Author Contributions: Conceptualization, Supervision, Writing—Review and Editing, A.M.; SWNT Preparation
Methodology and Writing—Review and Editing, T.P. and Y.G.; Investigation, Formal Analysis and
Writing—Original Draft, N.M.S.

Funding: This research was funded by the National Science Foundation grant 1606181 and W. Ruel Johnson Chair
in Environmental Engineering to AM.

Acknowledgments: We thank Dane Reano and Daniel Wasik for their assistance in providing and harvesting the
MS2 and Influenza H1N1 virus, respectively.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Scallan, E.; Hoekstra, R.M.; Angulo, F.J.; Tauxe, R.V.; Widdowson, M.; Roy, S.L.; Griffin, P.M. Foodborne
Illness Acquired in the United States—Major Pathogens. Emerg. Infect. Dis. 2011, 17, 7–15. [CrossRef]
[PubMed]

2. Rangel, J.M.; Sparling, P.H.; Crowe, C.; Griffin, P.M.; Swerdlow, D.L. Epidemiology of Escherichia coli O157:
H7 outbreaks, United States, 1982–2002. Emerg. Infect. Dis. 2005, 11, 603–609. [CrossRef] [PubMed]

http://dx.doi.org/10.3201/eid1701.P11101
http://www.ncbi.nlm.nih.gov/pubmed/21192848
http://dx.doi.org/10.3201/eid1104.040739
http://www.ncbi.nlm.nih.gov/pubmed/15829201


Biosensors 2018, 8, 63 10 of 11

3. Heron, M. Deaths: Leading causes for 2015. National vital statistics reports: From the Centers for Disease
Control and Prevention, National Center for Health Statistics. Natl. Vital Stat. Syst. 2017, 66, 1–96.

4. CDC. Antibiotic Resistance Threats in the United States; Centers for Disease Control and Prevention,
US Department of Health and Human Services: Washington, DC, USA, 2013.

5. President’s Council of Advisors on Science and Technology (PCAST). Report to the President on Combating
Antibiotic Resistance; PCAST: Washington, DC, USA, 2014.

6. CDC. Antibiotic Use in the United States, 2017: Progress and Opportunities; Centers for Disease Control and
Prevention, US Department of Health and Human Services: Washington, DC, USA, 2017.

7. Saucedo, N.M.; Mulchandani, A. Sensing of biological contaminants: Pathogens and toxins. In Biosensors
for Sustainable Food—New Opportunities and Technical Challenges; Scognamiglio, V., Rea, G., Arduini, F.,
Palleschi, G., Eds.; Elsvier: Cambridge, MA, USA, 2016; Volume 24, pp. 73–89. ISBN 978-0-444-63579-2.

8. Safarik, I.; Safarikova, M.; Forsythe, S.J. The application of magnetic separations in applied microbiology.
J. Appl. Microbiol. 1995, 78, 575–585. [CrossRef]

9. Lazcka, O.; Del Campo, F.J.; Munoz, F.X. Pathogen detection: A perspective of traditional methods and
biosensors. Biosens. Bioelectron. 2007, 22, 1205–1217. [CrossRef] [PubMed]

10. Ozalp, V.C.; Bayramoglu, G.; Erdem, Z.; Arica, M.Y. Pathogen detection in complex samples by quartz crystal
microbalance sensor coupled to aptamer functionalized core–shell type magnetic separation. Anal. Chim.
Acta 2015, 853, 533–540. [CrossRef] [PubMed]

11. Wang, Y.; Ye, Z.; Si, C.; Ying, Y. Monitoring of Escherichia coli O157: H7 in food samples using lectin based
surface plasmon resonance biosensor. Food Chem. 2013, 136, 1303–1308. [CrossRef] [PubMed]

12. Carey, J.R.; Suslick, K.S.; Hulkower, K.I.; Imlay, J.A.; Imlay, K.R.C.; Ingison, C.K.; Ponder, J.B.; Sen, A.;
Wittrig, A.E. Rapid identification of bacteria with a disposable colorimetric sensing array. J. Am. Chem. Soc.
2011, 133, 7571–7576. [CrossRef] [PubMed]

13. Huang, Y.; Dong, X.; Liu, Y.; Li, L.J.; Chen, P. Graphene-based biosensors for detection of bacteria and their
metabolic activities. J. Mater. Chem. 2011, 21, 12358–12362. [CrossRef]

14. Ramnani, P.; Saucedo, N.M.; Mulchandani, A. Carbon nanomaterial-based electrochemical biosensors for
label-free sensing of environmental pollutants. Chemosphere 2016, 143, 85–98. [CrossRef] [PubMed]

15. Lis, H.; Sharon, N. Lectins: Carbohydrate-specific proteins that mediate cellular recognition. Chem. Rev.
1998, 98, 637–674. [CrossRef] [PubMed]

16. Knirel, Y.A.; Valvano, M.A. Bacterial Liposaccharides: Structure, Chemical Synthesis, Biogenesis and Interaction
with Host Cells; Springer Science and Business Media: New York, NY, USA, 2011.

17. Mukhopadhyay, B.; Martins, M.B.; Karamanska, R.; Russell, D.A.; Field, R.A. Bacterial detection using
carbohydrate-functionalised CdS quantum dots: A model study exploiting E. coli recognition of mannosides.
Tetrahedron Lett. 2009, 50, 886–889. [CrossRef]

18. Mader, A.; Gruber, K.; Castelli, R.; Hermann, B.A.; Seeberger, P.H.; Rädler, J.O.; Leisner, M. Discrimination
of Escherichia coli strains using glycan cantilever array sensors. Nano Lett. 2011, 12, 420–423. [CrossRef]
[PubMed]

19. Ramnani, P.; Gao, Y.; Ozsoz, M.; Mulchandani, A. Electronic detection of microRNA at attomolar level with
high specificity. Anal. Chem. 2013, 85, 8061–8064. [CrossRef] [PubMed]

20. Brooks, T.; Keevil, C.W. A simple artificial urine for the growth of urinary pathogens. Lett. Appl. Microbial.
1997, 24, 203–206. [CrossRef]

21. Tlili, C.; Myung, N.V.; Shetty, V.; Mulchandani, A. Label-free, chemiresistor immunosensor for stress
biomarker cortisol in saliva. Biosens. Bioelectron. 2011, 26, 4382–4386. [CrossRef] [PubMed]

22. Cole, H.B.; Ezzell, J.W.; Keller, K.F.; Doyle, R.J. Differentiation of Bacillus anthracis and other Bacillus species
by lectins. J. Clin. Microbial. 1984, 19, 48–53.

23. Serra, B.; Gamella, M.; Reviejo, A.J.; Pingarron, J.M. Lectin-modified piezoelectric biosensors for bacteria
recognition and quantification. Anal. Bioanal. Chem. 2008, 391, 1853–1860. [CrossRef] [PubMed]

24. Zebda, N.; Bailly, M.; Brown, S.; Doré, J.F.; Berthier-Vergnes, O. Expression of PNA-binding sites on specific
glycoproteins by human melanoma cells is associated with a high metastatic potential. J. Cell. Biochem. 1994,
54, 161–173. [CrossRef] [PubMed]

25. Swamy, M.J.; Gupta, D.; Mahanta, S.K.; Surolia, A. Further characterization of the saccharide specificity of
peanut (Arachis hypogaea) agglutinin. Carbohydr. Res. 1991, 213, 59–67. [CrossRef]

http://dx.doi.org/10.1111/j.1365-2672.1995.tb03102.x
http://dx.doi.org/10.1016/j.bios.2006.06.036
http://www.ncbi.nlm.nih.gov/pubmed/16934970
http://dx.doi.org/10.1016/j.aca.2014.10.010
http://www.ncbi.nlm.nih.gov/pubmed/25467500
http://dx.doi.org/10.1016/j.foodchem.2012.09.069
http://www.ncbi.nlm.nih.gov/pubmed/23194527
http://dx.doi.org/10.1021/ja201634d
http://www.ncbi.nlm.nih.gov/pubmed/21524080
http://dx.doi.org/10.1039/c1jm11436k
http://dx.doi.org/10.1016/j.chemosphere.2015.04.063
http://www.ncbi.nlm.nih.gov/pubmed/25956023
http://dx.doi.org/10.1021/cr940413g
http://www.ncbi.nlm.nih.gov/pubmed/11848911
http://dx.doi.org/10.1016/j.tetlet.2008.12.029
http://dx.doi.org/10.1021/nl203736u
http://www.ncbi.nlm.nih.gov/pubmed/22136522
http://dx.doi.org/10.1021/ac4018346
http://www.ncbi.nlm.nih.gov/pubmed/23909395
http://dx.doi.org/10.1046/j.1472-765X.1997.00378.x
http://dx.doi.org/10.1016/j.bios.2011.04.045
http://www.ncbi.nlm.nih.gov/pubmed/21621995
http://dx.doi.org/10.1007/s00216-008-2141-6
http://www.ncbi.nlm.nih.gov/pubmed/18523759
http://dx.doi.org/10.1002/jcb.240540205
http://www.ncbi.nlm.nih.gov/pubmed/8175891
http://dx.doi.org/10.1016/S0008-6215(00)90598-6


Biosensors 2018, 8, 63 11 of 11

26. Safina, G.; van Lier, M.; Danielsson, B. Flow-injection assay of the pathogenic bacteria using lectin-based
quartz crystal microbalance biosensor. Talanta 2008, 77, 468–472. [CrossRef]

27. Ko, S.M.; Kwon, J.; Vaidya, B.; Choi, J.S.; Lee, H.M.; Oh, M.J.; Bae, H.J.; Cho, S.Y.; Oh, K.S.; Kim, D.
Development of Lectin-Linked Immunomagnetic Separation for the Detection of Hepatitis A Virus. Viruses
2014, 6, 1037–1048. [CrossRef] [PubMed]

28. Mo, H.; Winter, H.C.; Van Damme, E.J.; Peumans, W.J.; Misaki, A.; Goldstein, I.J. Carbohydrate binding
properties of banana (Musa acuminata) lectin. FEBS J. 2001, 268, 2609–2615. [CrossRef]

29. Pace, C.N.; Huyghues-Despointes, B.M.P.; Fu, H.; Takano, K.; Scholtz, J.M.; Grimsley, G.R. Urea denatured
state ensembles contain extensive secondary structure that is increased in hydrophobic proteins. Protein Sci.
2010, 19, 929–943. [CrossRef] [PubMed]

30. Tlili, C.; Badhulika, S.; Tran, T.T.; Lee, I.; Mulchandani, A. Affinity chemiresistor sensor for sugars. Talanta
2014, 128, 473–479. [CrossRef] [PubMed]

31. Lavine, B.K.; Davidson, C.E. Classification and Pattern Recognition. In Practical Guide to Chemometrics, 2nd
ed.; Gemperline, P.J., Ed.; CRC Press: Boca Raton, FL, USA, 2006; pp. 339–374. ISBN 1-57444-783-1.

32. Jacobsen, S.M.; Stickler, D.J.; Mobley, H.L.T.; Shirtliff, M.E. Complicated catheter-associated urinary tract
infections due to Escherichia coli and Proteus mirabilis. Clin. Microbial. Rev. 2008, 21, 26–59. [CrossRef]
[PubMed]

© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1016/j.talanta.2008.03.033
http://dx.doi.org/10.3390/v6031037
http://www.ncbi.nlm.nih.gov/pubmed/24599279
http://dx.doi.org/10.1046/j.1432-1327.2001.02148.x
http://dx.doi.org/10.1002/pro.370
http://www.ncbi.nlm.nih.gov/pubmed/20198681
http://dx.doi.org/10.1016/j.talanta.2014.05.055
http://www.ncbi.nlm.nih.gov/pubmed/25059188
http://dx.doi.org/10.1128/CMR.00019-07
http://www.ncbi.nlm.nih.gov/pubmed/18202436
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Preparation of Functionalized SWNT Devices 
	Bacteria Growth 
	MS2 Phage and Influenza H1N1 Virus Preparation 
	Artificial Matrices Preparation 
	Detection 

	Results and Discussion 
	Device Reproducibility 
	Validation Studies 
	Device Sensitivity 
	Identification of Infection-Type 
	Response Profiles 
	Principal Component Analysis (PCA) 


	Conclusions 
	References



