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Abstract: Point-of-care diagnostic devices that are rapid and reliable remain as an unmet need
highlighted by the coronavirus disease (COVID-19) pandemic crisis. The second/third wave of virus
spread in various parts of the world combined with new evidence of re-infections and inadequate
healthcare facilities demand increased testing rate to diagnose COVID-19 at its core. Although
traditional molecular diagnostic tests have served this purpose, there have been shortage of reagents
and other supplies at pandemic frontlines. This calls for novel alternate diagnostic processes with
potential for obtaining emergency use authorization and that can be deployed in the field at the
earliest opportunity. Here, we show an ultra-fast SARS-CoV-2 detection sensor for detecting coro-
navirus proteins in saliva within 100 milliseconds. Electrochemical oxidation of nickel hydroxide
has been controlled using cyclic voltammetry and chronoamperometry techniques for successful
detection of SARS-CoV-2. Test results have proven the capability of sensors to quantitatively detect
the concentration of virus in blinded analyses. The detection occurs by a process similar to that of
SARS-CoV-2 binding onto host cells. The sensor also shows prospects in distinguishing SARS-CoV-2
from other viruses such as HIV. More importantly, the sensor matches the detection limit of the gold
standard test for diagnosing early infection. The use of saliva as a non-invasive sampling technique
combined with the portability of the instrument has broadened the potential of this sensor.

Keywords: COVID-19 diagnosis; SARS-CoV-2 detection; antigen biosensor; electrochemical biosen-
sor; amperometric biosensor; point-of-care testing

1. Introduction

Rapid and reliable diagnostic techniques for viral detection are of utmost importance
for early the diagnosis and healthcare of affected individuals, especially during a pandemic
crisis. The number of people infected by severe acute respiratory syndrome coronavirus 2
(SARS-CoV-2) has been escalating since late 2019. Although the spread of virus seems to
be contained in some countries, lately several other countries have just started showing
exponential increases in the number of positive cases. Unfortunately, a second/third wave
of the virus transmission [1–4] reflects the challenge of containing a virus with such high
transmission rates, reproduction number [5,6] and infectious period [7]. In addition, re-
occurrence of COVID-19 [8] has accentuated the need for continued testing. On the other
end of the spectrum is the challenge of diagnosing the affected individuals early enough to
prevent further viral transmission, particularly when social distancing and face covering
restrictions have been significantly relaxed after the advent of the vaccine. Moreover, the
shortage of hospital beds and ventilators emphasize the need for early diagnosis to treat
patients at the earliest possible moment and not having to admit them in hospitals with
severe infection [2,9].

Reverse transcriptase polymerase chain reaction (RT-PCR) is the primary diagnostic
tool used in clinical laboratories for SARS-CoV-2 detection [10–12]. Nevertheless, RT-PCR
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requires specialized equipment and trained staff and facilities for turnaround time, result
interpretation and decision-making from the obtained data at the point-of-care [13,14],
which strains large scale testing. Efforts to employ rapid screening methods such as
antibody testing have helped to prioritize the molecular diagnoses of SARS-CoV-2 infected
subjects by RT-PCR. However, antibody-based testing techniques may not detect these
infections at early phases [15]. Hence, there is an enormous demand for alternate, portable
and user-friendly point-of-care techniques with potential for scaling up to rapidly and
reliably diagnose samples for meeting the testing requirement [11,13,16].

In terms of sample collection, nasal samples, sputum, blood, urine and feces have all
been used as clinical specimens for detection using RT-PCR [17]. Of these samples, typically
nasopharyngeal and oropharyngeal swabs are widely used in the diagnosis of early infec-
tion [18,19]. However, these sample collection techniques suffer from certain limitations
including unpleasant sample collection procedure, especially for children [20,21], shortage
of reagents including the viral transport media [12], increased false negative rates [22]
due to insufficient sampling of nasal cells and an increased risk of occupational exposure
among the clinical staff who collect the samples at the frontlines. The oral throat wash may
provide deeper access to the oropharyngeal area. Nevertheless, the collection of this type
of specimen requires solutions for gargling, which may bring false negatives at the very
beginning of the infection and a result of extra dilution of viral particles. Therefore, the use
of neat saliva as an alternate non-invasively collected sample for COVID-19 diagnosis is
being investigated [23,24]. The basis for using saliva as a potential alternate comes from
previous evidence with another pandemic virus, H1N1 Influenza [21]. Several articles
have shown that 85–92% of individuals infected with SARS-CoV-2 carry detectable virus in
saliva [23,25–27]. These studies favor the use of saliva as the preferred non-invasive tool
in COVID-19 diagnosis, which could be easily utilized in alternate COVID-19 screening
approaches that, ideally, are highly sensitive, specific and portable.

Herein, we present an ultra-rapid and reliable point-of-care electrochemical alternative
called Ultra-fast COVID-19 detection sensor (UFC-19) [28] for screening the exponentially
increasing number of samples for identification of SARS-CoV-2 infection, especially during
early infection. This nickel-based sensor directly analyzes electrochemical interactions
between the sensor probe (electrode/electrolyte interface) and viral proteins contained
in saliva within 100 milliseconds (ms). UFC-19 also has the ability to distinguish SARS-
CoV-2 from HIV which could provide insights into COVID-19 diagnosis in the presence of
co-infecting pathogens, which is a facet of COVID-19 that remains mostly unexplored.

2. Materials and Methods
2.1. Reagents

All the solutions used in our experiments are commercially available, including 1N
KOH solution in water (ACROS OrganicsTM, Fair Lawn, NJ, USA, Lot# A0411825), phos-
phate buffered saline (PBS) solution (Corning, Manassas, VA, USA), medical-grade artificial
saliva (Pickering Laboratories, Inc., Mountain View, CA, USA), and pooled normal human
saliva (Innovative Research, Novi, MI, USA, Catalog# IRHUSL5ML). We used recombinant
HIV-1 HXB2 NEF protein (ARP-13342, NIH HIV Reagent Program, Division of AIDS, con-
tributed by NIAID,DAIDS) and recombinant SARS-CoV-2 spike protein (RayBiotech Life,
Inc., Peachtree Corners, GA, USA or Sino Biological Inc., Beijing, China). For experiments
involving HIV-infected cells, we transfected HEK-293 cells with pNL43 plasmids encoding
for full length HIV tagged to Ds-Red fluorescent tag. HEK-293 cells were obtained from
the NIH HIV Reagent Program (ARP-103, Division of AIDS, contributed by Dr. Andrew
Rice) and plasmids. The HIV expression was confirmed by either flow cytometry or live
cell fluorescent imaging. The HIV-infected cells were pelleted and resuspended in PBS for
testing using the UFC-19 prototype.
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2.2. Electrode Probe Configuration
2.2.1. Rotating Disk Electrode (RDE) Setup

The 3-electrode electrochemical system (Figure 1a) comprised of a nickel (Pine Re-
search Instrumentation Inc., Durham, NC, USA, AFED050P040NI) working electrode (WE)
of 5 mm diameter at the center inserted in a rotating disk electrode setup (Pine Instrument
Company MSRX Speed Control Analytical Rotator, Grove City, PA, USA) surrounded by a
concentric platinum ring (ESPI metals, Ashland, OR, USA 0.75 in * 0.2 in * 0.005 in, 3N5
purity) as the counter electrode (CE). The distance of separation between the working
and counter electrodes was 10 mm. A platinum foil (ESPI metals, 0.3 in * 0.1 in * 0.005 in,
3N5 purity) was used as the pseudo reference electrode (RE) for these experiments. The
reference electrode was placed 2 mm below the working electrode. Nickel wires (Alfa
Aesar, Haverhill, MA, USA, 99.5%, 1 mm diameter) were spot welded (Miller® resistance
spot welder SSW-2020ATT, Miller Electric Mfg. Co., Appleton, WI, USA, 9 A/s) to the
reference and counter electrodes and used for current collection. A gold contact attached
to the shaft of the rotating disk electrode on the flip side of nickel disk was used as current
collector for working electrode. The sample volume tested using this setup was 20 mL.
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Figure 1. Schematic showing the bottom view of the electrode configuration used as the sensor probe in (a) RDE setup
and (b) miniature RDE setup. The materials and distance of separation between the electrodes are shown for a better
understanding of the position of electrodes.

2.2.2. Miniature RDE Setup

A miniature version of the RDE setup was used for experiments related to the deter-
mination of detection limit. Although the core configuration of this miniature RDE was
similar to the RDE setup, minor modifications were made. The sample volume tested
using the miniature RDE was 2 mL. Figure 1b shows that the nickel working electrode was
reduced to 2 mm diameter with counter and reference electrodes made from a platinum
wire (Alfa Aesar, Haverhill, MA, USA, Lot# Q08F020). The platinum counter electrode
was shaped into a ring (12.5 mm diameter) and placed concentric to the working electrode.
The platinum reference electrode was a piece of wire (3 mm) placed between the working
and counter electrodes. The current collectors for the counter and reference electrodes
were nickel wires (Alfa Aesar, Lot# X28F026) spot welded onto these electrodes using a
SUNKKO® 737G+ Battery Spot Welder (Sunkko, Las Vegas, NV, USA, Pulse: 1, Current: 18).

2.3. Testing Procedure

The standard operating procedure for each sample consisted of three steps, namely
cyclic voltammetry (activation), chronoamperometry (testing) and the rinsing step. A
similar approach was previously used to detect the bacterium E. coli in water and wastewa-
ter [29]. The electrochemical measurements were performed using a Gamry FrameworkTM
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data acquisition software version 7.8.2 associated with Gamry Reference 600+ Potentiostat
(Gamry Instruments, Warminster, PA, USA).

2.3.1. Activation

The cyclic voltammetry (CV) experiments were performed using the three-electrode
system. The electrolyte was a commercially purchased 1N KOH solution. The CVs were
performed in a potential window of 0.20 to 0.60 V and scan rate of 15 mV/s for 5 cycles,
with the fifth cycle being the sustained periodic cycle. The CV experiments were performed
under static conditions.

2.3.2. Sample Test

Once the CV curve was obtained, the sample for testing was prepared by adding the
desired amount of protein or saliva and diluted using PBS solution. A solution of 1N KOH
was used for adjusting the pH of this solution to 12. The final volumes of the samples
were 20 mL or 2 mL for RDE experiments or miniature RDE experiments, respectively. All
chronoamperometry experiments were performed at 1600 rpm. Chronoamperometry was
performed by recording the open circuit potential followed by a fixed oxidation potential
of 0.58 V vs. Pt for 5 s and a fixed reduction potential of 0.10 V vs. Pt for 15 s.

2.3.3. Rinse

The test solution was drained and fresh 1N KOH solution was added and held idle
for 30 s to disinfect the chamber. This process was repeated twice before moving to the
activation for subsequent test.

3. Results and Discussion

UFC-19 is an electrochemical sensor with a nickel working (sensing) electrode. A
schematic of the experimental setup and a visualization of the electrode/electrolyte inter-
face are shown in Figure 2. When nickel is placed in an alkaline medium, it is chemically
oxidized to nickel hydroxide. This nickel hydroxide upon electrochemical oxidation forms
nickel oxyhydroxide (NiOOH), as shown in Equation (1) [30].

Ni(OH)2 + OH− 
 NiOOH + H2O + e− E = 0.49 V vs. SHE (1)
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3.1. Calibration Generation

We detected and quantified the viral spike protein S1 in concentrations ranging from
10–40 µg (0.5 to 2 µg/mL). In the RDE setup, the S1 protein was diluted to 20 mL using
phosphate buffer saline (PBS) and potassium hydroxide solution (KOH) and tested using
our UFC-19 prototype in triplicates. The average electric current responses of the triplicates
were recorded and shown in Figure 3a. The current responses increased with an increase in
protein concentration. This increasing current with increasing spike protein concentration
has also been observed in a field-effect transistor-based diagnostic technique [31] and a
rolling circle amplification based electrochemical sensor [32]. Using the current density
values at 50 ms time point, a calibration curve (Figure 3b) was plotted equating the electric
current response as a function of concentration of SARS-CoV-2 spike protein. Least-squares
linear regression was used to fit the data points (R2 = 0.89).
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3.2. Calibration Validation

Our approach used the calibration curve obtained using known concentrations of
the viral protein to predict the viral protein concentrations that were unknown to the
researcher who analyzed the data in a blind fashion. The current density value recorded
for the unknown sample at 50 ms was substituted in the calibration equation shown in
Figure 3b to calculate the concentration of the sample. The actual concentration of the blind
sample was 1.5 µg/mL (30 µg) and the concentration predicted by UFC-19 prototype was
1.59 µg/mL (31.8 µg) with only 6% error compared to the actual concentration. Based on
the determination of analytical sensitivity of electrochemical biosensors using slope of the
calibration curve [33], the sensitivity of UFC-19 is 0.25 (mA/cm2)/(µg/mL).

3.3. Specificity

It is conceivable that the sensor may encounter other viruses in co-infected individuals.
In order to investigate the specificity of UFC-19 in capturing signals from SARS-CoV-2,
a mixed solution containing equal quantities (10 µg each) of SARS-CoV-2 protein and
Human Immunodeficiency Virus (HIV) NEF protein was prepared and tested. Although
HIV is not a respiratory virus, both HIV and SARS-CoV are viruses with similar underlying
disease-causing mechanisms, including severe immune cytopathic effects [34].
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Moreover, the ability to distinguish HIV (or other viruses/bacteria) and SARS-CoV-2
is essential when co-infections are a concern due to the immunosuppressing capacities of
viruses resulting in other infections. For instance, co-infection of SARS-CoV-2 and Influenza
have been studied recently [35–37], as well as co-infections of HIV and SARS-CoV-2 [38–40].
Distinguishing these disease-causing viruses could be a critical parameter in prioritizing
the treatment for individuals based on severity of the disease, especially during community
transmission phases when available resources are limited [40]. We chose HIV as a testing
co-pathogen to investigate the specificity of UFC-19 in the detection of SARS-CoV-2. While
HIV is a retrovirus and SARS-CoV-2 is a coronavirus, the surface proteins in both are still
foraneous to human saliva and will alter its electrochemical properties.

To this end, we challenged the device with saline solutions containing SARS-CoV-2
spike protein mixed with recombinant HIV protein or HIV-infected cells. The results
suggest that the electrochemical response from the HIV NEF protein (red) can be clearly
distinguished from that of the SARS-CoV-2 S1 protein (black). Figure 4a shows that S1
provides a positive current response compared to the baseline (blue) while NEF provides a
negative current response as compared to baseline (there is a drop in current instead of
increase). This trend was observed consistently even while testing cell-free HIV virions and
cell-associated HIV cells in separate experiments (Figure 4b). This ability to distinguish
between another pandemic virus suggests that UFC-19 has a high specificity towards
SARS-CoV-2. Moreover, the electric current response of the mixed solution was compared
to the current responses from same concentration (20 µg) of these individual proteins.
It is evident from Figure 4a that the solution containing a mix of NEF and S1 (yellow)
proteins responded in a similar manner with respect to the SARS-CoV-2 S1 protein alone
(black). These responses even overlap around 75 ms, showing that the current from S1
protein dominates the current from NEF protein, thereby rendering a specific detection of
S1 protein over NEF protein. A possible reason for this overlap is believed to be due to the
SARS-CoV-2 showing stronger electrical signals compared to HIV. This hypothesis as well
as the responses in the context of other viral diseases warrants further studies.
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3.4. SARS-CoV-2 Detection in Saliva

Guided by our initial calibration and specificity results in a laboratory setup, we
sought to leap a step further and test the samples in close-to-reality scenario. We sought
a technique where sample collection was non-invasive (extends the applicability of the
sensor as sample collection is easier). There are reports in the literature that 84.6% to 91.7%
patients carry detectable virus in saliva [23,26,27]. Moreover, the salivary glands have been
a target of previously known SARS-CoV [41,42]. These factors have shown that saliva is a
carrier of symptomatic/asymptomatic COVID-19 infections [25,43,44]. Hence, we mixed
the protein concentration of interest to medical-grade artificial saliva and mixed it with
PBS and 1N potassium hydroxide solution (KOH) (commercial standardized solution) in a
final volume of 20 mL to achieve a pH of 12. At such high pH, the cells and viruses will not
be viable [45] and are expected to lyse and release proteins in the solution. Therefore, our
experiments benefited from the use of recombinant viral proteins instead of the actual virus.

A new baseline/blank with saliva being included (no protein) was tested. We found
that this baseline exactly overlapped with the baseline without saliva, proving that the
use of saliva did not cause any hindrance to the testing procedure. Once the baseline with
medical-grade saliva was established, two different concentrations of the S1 protein (10 and
30 µg) were mixed with the saliva to prepare the samples. The results of this experiment
are illustrated in Figure 5. Similar to our observation in titrations (absence of saliva), there
was an increasing current response with an increase in the concentration of viral protein,
indicating that there was no interference from the components of saliva.
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Figure 5. Electric current responses recorded as a function of time from artificial saliva without any
proteins (blue), with 10 µg S1 protein (black), with 10 µg S1 protein (red) and solution mixed with
10 µg S1 protein and 10 µg NEF protein (yellow). The plot emphasizes that the use of artificial saliva
has not affected the measurement of SARS-CoV-2 protein and that there are no interferences in the
measurement due to presence of proteins from another virus.

The specificity test was also repeated in saliva and the electric current response from
a solution mixed (yellow) with 10 µg of S1 protein and 10 µg of HIV NEF protein can be
observed in Figure 5. The response is still positive and comparable to 10 µg S1 protein
rather than falling below the baseline and showing a false negative test result. These results
indicate that UFC-19 only detected and recorded signals from the SARS-CoV-2 S1 protein.
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Since human saliva contains a variety of components including electrolytes and
proteins such as enzymes and mucins [46], in addition to any potential contaminants
present after food ingestion, we further investigated the electric current response profiles
in commercially available human saliva as opposed to medical grade saliva. The results
shown in Figure 6 indicate that the current response of saliva was not compromised due to
any of the components or contaminants mentioned above. It is apparent that the currents
of baseline KOH solution and human saliva solution without SARS-CoV-2 S1 protein
overlapped with one another meaning that there was no interference from the constituents
present in human saliva. It is significant that the proteins in human saliva did not interfere
in the measurement indicating the specificity of UFC-19 to SARS-CoV-2 protein. The
reason for saliva constituents not interfering with the measurement is presumed to be
due to the addition of hydroxyl ions, which nullifies the effect of constituents present in
saliva at pH 12. Our experiments with human saliva also passed the specificity/sensitivity
tests after spiking the solutions with SARS CoV-2 protein (red). The solution with 25 µg
of SARS-CoV-2 protein showed a clear separation in current from either the baseline or
saliva solution without S1 protein (Figure 6). This increase in current for the saliva sample
containing the SARS-CoV-2 S1 protein reassures UFC-19’s ability to detect the presence of
viral protein in human saliva samples. These results show promise for using UFC-19 as a
diagnostic tool for clinical trials.
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Figure 6. Plot of current density as a function of time showing that the human saliva sample without
SARS-CoV-2 S1 protein overlapped with the baseline KOH solution indicating that there was no
interference from a SARS-CoV-2 negative sample. The SARS-CoV-2 negative sample spiked with
SARS-CoV-2 S1 protein showed an electric current higher than the baseline or negative sample,
proving the detection of the S1 protein in human saliva sample.
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3.5. Detection Limit for Practical Use

Despite establishing detection of SARS-CoV-2 viral proteins in medical grade and
human saliva, we realized that the concentrations being tested were higher than the
concentrations typically observed in COVID-19 positive patients. Current molecular
diagnostic tests possess a detection limit of approximately 50 to 100 copies/mL [47,48]. Seo
and co-workers developed a field-effect transistor (FET) based biosensor with detection
limit 1 fg/mL in PBS and 242 copies/mL in clinical samples [31]. A recent study indicates
that a detection limit of 1000 copies/mL was sufficient for diagnosing clinical samples
during early infection [32]. Comparing these systems, a detection limit in the order of
1 fg/mL is required for detecting early infection in COVID-19 affected individuals.

In order to achieve this detection limit, we made improvements to the RDE setup.
First, the initial sample volume of 20 mL (including saliva, PBS solution and KOH solution
to fit the sensing electrode) was reduced 10-fold down to 2 mL of pure (medical grade)
saliva mixed with a minimal volume of KOH to adjust the pH to 12. This approach
will compensate for the fact that the electrochemical detector does not involve any viral
amplification steps such as those involved in RT-PCR. Moreover, the newly adjusted
volume allows for miniaturization of the RDE setup, which increases portability at point-
of-care. The miniaturized hand-held sensor probe can be observed in Figure 7 and a closer
look at its tip can be observed in Figure 1b.
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Figure 7. A 3-D illustration of the miniaturized sensor probe containing the three electrodes placed
inside a 5 mL sample chamber.

Chronoamperometry experiments performed with miniaturized RDE (Figure 8) in
medical-grade saliva under similar experimental conditions as the RDE setup showed
that we were not only able to detect a concentration of 0.74 fg/mL but also a sample with
a concentration that was one order lower, 0.074 fg/mL. However, a sample diluted one
more order lower, 0.0074 fg/mL, showed currents overlapping with the baseline solution,
indicating that there was no detection. This finding allowed us to infer that the detection
limit of UFC-19 is 0.074 fg/mL, which is at least an order lower than previously reported
data and comparable to the detection limit of current gold standard diagnostic tests.
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Figure 8. Chronoamperometry plot showing the successful detection of a samples containing
0.74 fg/mL and 0.074 fg/mL (detection limit) SARS-CoV-2 spike protein, while the currents from a
0.0074 fg/mL sample overlap with the baseline and indicates no detection.

3.6. Mechanism Hypothesis

We hypothesize that the current response is a result of the electrostatic charge at the
NiOOH/spike protein interface. NiOOH is deprotonated during the applied oxidation
potential, causing a highly negative charge structure [49]. On the other hand, the spike
proteins act as the receptor binding domain (RBD) with a high content of protons that is
attracted to the negatively charged electrode surface. This interaction is taking place at the
electrical double layer (in Å. thickness) and its effect is caught at short response times. This
is analogous to the binding mechanism of SARS-CoV-2 S RBD to the angiotensin-converting
enzyme 2 (ACE2) found in host cells, where hydrogen bonds have been reported between
the S proteins and the ACE2 proteins [50]. These hydrogen bonds between the spike protein
and the NiOOH surface are responsible for the initial spike in the current at short times,
which is an indication of the changes that take place at the electrical double layer. In other
words, this results in an electric current response that is distinct from the electric current
response obtained in the absence of the viral protein. This increase in electric current as
compared to the blank solution (without any protein) indicates the presence or absence of
viral protein in a sample. This detection mechanism hypothesis is being explored in detail
using spectro-electrochemical techniques.

4. Conclusions

The need for alternate point-of-care diagnostic devices that are rapid and reliable for
SARS-CoV-2 has motivated us to respond with UFC-19. This device has shown potential
for ultra-fast and quantitative screening of saliva samples in pandemic frontlines and
community-based environments. Early diagnosis of COVID-19 in asymptomatic and
symptomatic patients could be the path to curtail the further transmission of this pandemic
virus. UFC-19’s knack to distinguish between SARS-CoV-2 and other viruses might be
the game-changer in accurately diagnosing patients with co-infection and the recurrence
of SARS-CoV-2 infections. Considering this sensor’s good responses in human saliva
samples, clinical trials should provide a clearer picture on its deployment in pandemic
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frontlines and for healthcare in general. Further studies regarding the co-infection of other
SARS-CoV-2 proteins could shed light on the potential interference of spike protein in
vaccinated population as compared to the infected.

With the advent of electrochemical biosensors for their benefits in being used as
point-of-care devices, one can imagine diagnostic devices such as UFC-19 could meet the
exponentially increasing testing requirements. Electrochemical biosensors such as UFC-19
are effective as they can adapt to diagnose other pandemic viruses and bacteria by adapting
the experimental conditions specific to those organisms. The hydrodynamics of the rotating
disk electrode are well established [51]. Models of this system can thus be developed and
extended to other pathogens by integrating transport, material balance, charge transfer
and other electrokinetic equations and parameters. This ultra-fast platform technology
could be expanded for the continuous monitoring of SARS-CoV-2 in air, water, wastewater,
etc. In the past, a similar sensor has been used for detecting the bacterium E. coli in water
and wastewater [29].

By integrating the electronics to mimic a potentiostat and graphical user interface [52],
UFC-19 can easily be controlled remotely. This could presumably be transformational
in terms of home-based test kits for COVID-19 diagnosis since there are no ostentatious
elements required for using this device. In fact, all the experiments presented in this study
were performed remotely by an engineer who controlled the potentiostat software of a
researcher conducting experiment in the laboratory. Furthermore, the use of saliva as a
sample fosters self-collection and self-use of this device and minimizes the risk of exposure
and transmission.
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