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Abstract: The development of sensitive and affordable testing devices for infectious diseases is
essential to preserve public health, especially in pandemic scenarios. In this work, we have developed
an attractive analytical method to monitor products of genetic amplification, particularly the loop-
mediated isothermal amplification reaction (RT-LAMP). The method is based on electrochemical
impedance measurements and the distribution of relaxation times model, to provide the so-called
time-constant-domain spectroscopy (TCDS). The proposed method is tested for the SARS-CoV-2
genome, since it has been of worldwide interest due to the COVID-19 pandemic. Particularly, once
the method is calibrated, its performance is demonstrated using real wastewater samples. Moreover,
we propose a simple classification algorithm based on TCDS data to discriminate among positive and
negative samples. Results show how a TCDS-based method provides an alternative mechanism for
label-free and automated assays, exhibiting robustness and specificity for genetic detection.

Keywords: impedance spectroscopy; electrochemical sensor; distribution of relaxation times; data an-
alytics; isothermal amplification; SARS-CoV-2

1. Introduction

Pathogens are one the main causes of human diseases. Recently, the world popula-
tion experienced a pandemic of the SARS-CoV-2 virus causing COVID-19, which brought
serious human, social and economic consequences [1]. From it, we have learned that fast,
affordable and decentralized diagnostic tests are mandatory to detect new outbreaks to
mitigate the spread rate and for early diagnosis. Classical diagnostic methods are based
on molecular techniques, the polymerase chain reaction (PCR) being the gold standard [2].
On the other hand, rapid assays based on the detection of antigens and antibodies are
an alternative to PCR, but have some inherent drawbacks such as less sensitivity and
specificity [3]. Although molecular techniques have been used in clinical settings with
appreciable sensitivity, these tools require specialized infrastructure and qualified per-
sonnel, whose availability is limited during a pandemic. In this sense, it is necessary to
have technological alternatives to overcome the disadvantages of conventional analytical
methods. For example, it has been shown that new sensitive materials and transduction
methods [4] make it possible to develop rapid and affordable diagnostic tests at large
scales, especially in regions with limited resources. On the other hand, novel paradigms
for epidemiological surveillance, such as the so-called wastewater-based epidemiology
(WWBE) [5], work around molecular analysis. Wherein, the sophisticated infrastructure
causes a bottleneck when trying to perform tests, thus limiting its versatility [6].
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Isothermal amplification techniques have emerged as an alternative to PCR because the
reaction is performed at a constant temperature in a relatively short-time [7]. Particularly,
the loop-mediated isothermal amplification (LAMP) has demonstrated promising results in
diagnosis tests for infectious diseases [8]. In the case of SARS-CoV-2, it has been shown that
its genetic material can be detected by a reverse transcriptase-LAMP (RT-LAMP) reaction
with enough sensitivity and specificity. Furthermore, since the COVID-19 pandemic, the use
of isothermal reactions coupled with automated and portable sensing, pave the road to
develop innovative analytical devices. For instance, for emergent pathogens one can find
recent developments based on optical detection [9], electrochemical transduction [10],
nanomaterial-based sensors [11], colorimetric assays [12] and field-effect devices [13],
to mention only a few. Jointly, there is a current need to provide solutions not only for viral
particles, but also for easy-to-use and rapid molecular tests.

Electrochemical sensors and biosensors are useful devices to capture biological and
biochemical events, and directly translate the results into electrical signals encoding useful
information [14]. Its potentiality has been demonstrated in detecting several pathogens
such as Escherichia coli [15], HIN1 [16] and Mycobacterium tuberculosis [17], to mention only
a few. Recently, the performance of electrochemical sensors has been enhanced by using
novel nanomaterials [18] and advanced surfaces [19]. These trends has demonstrated its
versatility as signal amplification strategies for pathogens detection [20]. In particular,
electrical impedance spectroscopy (EIS), is a powerful, non-destructive and label-free tool
for assessing several physicochemical processes involved in sensing devices [21]. Hence,
EIS-based sensors are a current trend due to their features performance [22]. Nonetheless,
impedance measurements should be interpreted by sophisticated models, which complicate
their usage as analytical devices [23]. Classically, such a procedure is performed by fitting
the experimental data to an equivalent circuit model (ECM), whose parameters are related
with the underlying phenomena [24]. Though the ECM is the rule-of-thumb method for
analyzing EIS data, its structure should be selected with prior knowledge of the experiment,
thus limiting its performance in real-time or automated measurements [25]. Thereby,
the selection of an adequate model to interpret EIS data shunts the versatility of the method
to provide quantitative results.

On the other hand, the distribution of the relaxation times (DRT) model offers an attrac-
tive alternative to analyze EIS data [26]. In general, DRT allows a detailed representation
of the underlying phenomena by deconvolving the impedance spectrum [27]. Thus, DRT
retrieves a distribution function in a time-constant domain, that straightforwardly isolates
and resolves the electrochemical processes. Solving DRT is an ill-posed mathematical
problem, for which several algebraic and numerical solutions have been proposed [28-32].
However, the applications of DRT remain limited, and are mainly focused on energy stor-
age devices, materials science and for studying interfaces. Interestingly, DRT has started to
gain attention for characterizing biological media such as tissues [33] and cells [34]. More
recently, DRT was proposed as the basis of the so-called time-constant domain spectroscopy
(TCDS). Thereby, the TCDS is an automated method to interpret impedance measurements
with applications in sensors and biosensors [35]. Nonetheless, its versatility requires more
research attention for real-world applications, such as the detection of pathogens using
molecular methods in sensing platforms. Hence, we hypothesize that the TCDS could be
an alternative method to characterize and analyze genetic amplification reactions, which
has not been previously reported in the state-of-the-art.

In this work, we introduce an automated analysis of RT-LAMP reactions using
impedance measurements and TCDS. We present, for the first time, the analysis of EIS data
using the DRT model for monitoring genetic amplification processes. Particularly, we show
how the TCDS has a twofold advantage compared with classical sensing platforms. Firstly,
the TCDS serves as an impedance-based analytical method to quantify RT-LAMP products.
This feature outperforms ECM analyses as the TCDS can be processed online. On the
other hand, the TCDS signals encode relevant features of the electrochemical process, such
that it can be used for classification purposes. That is, by means of TCDS, one can sense
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and simultaneously discriminate among positive and negative samples in an automated
way. To illustrate the performance of the proposed analysis, we consider the SARS-CoV-2
genome as a study case due its relevance in recent years.

Hence, the TCDS-based analysis aims to be a simple, but robust, spectroscopic method
for sensing and detection purposes. The proposal preserves the features of EIS-based
sensors, but provides smartness to the device, which is not straightforward to perform in
other detection methods due to instrumental or data constraints.

2. Theoretical Background
2.1. Electrochemical Impedance

The electrochemical impedance is given by the ratio of voltage and current phasors,
given by the discrete Fourier transform F of the applied voltage V (w;) £ F{v(t)} and the
measured current I(w;) £ F{i(t)}. Hence, at an arbitrary frequency w;, fori = 1,2,...,N,
the i-th impedance measurement is given by

V(wi)

Z(jen) & Jroy = 27(@i) + 127 (wi), (1)

where j = \/—1, Z®(w) is the real and Z™(w) the imaginary component. In practice,
the measured impedance is fitted to an ECM [36], which generally considers the intercon-
nection of resistors, capacitors and/or constant-phase-elements (CPE). For fitting purposes,
the CPE has good performance as it deals with non-idealities; however, its physical interpre-
tation is not straightforward, even more for sensing purposes in biochemical processes [37].

2.2. Distribution of Relaxation Times Model
The DRT model has an associated impedance given by the following Fredholm integral:

o
Zorr(jw) = Reo + /O Yﬁ‘;ﬁd(ln 7), )
where R, is the high-frequency-related resistance, y(In 7) is a distribution function and t
is the time-constant domain scale. However, solving for (-) in (2) is an inverse problem
with a non-trivial solution. Therein, the aim is to find the optimal function, y(In 7), such
that the impedance measurements well approximate the model, i.e., Z(jw;) ~ Zpgrr(jw).
In this work, we establish that an estimate of the distribution function y(In 7) in a time-
constant-domain scale will be the retrieved spectrum encoding the relevant electrochemical
processes to monitor a RT-LAMP reaction.

3. Materials and Methods

Figure 1 shows the workflow of the proposed methodology. Firstly, the genome
target is extracted and the sample concentrated, using a custom and sensitive method [38].
Subsequently, the RI-LAMP mixture is mainly made up by specific designed primers
and methylene blue (MB) acting as a redox intercalating probe. Hence, a volume of
approximately 50 pL of the reaction mixture is drop-cast over the surface of the screen-
printed-electrodes (SPEs) acting as the sensitive element. Therein, the RT-LAMP reaction
takes place by regulating the local temperature at ~63 °C. The transduction signal relies
upon the application of an electrical potential, while measuring the resulting density
current, which is enhanced by the presence of MB. Thus, as the RT-LAMP progresses,
the electrochemical impedance is measured to obtain the real Z™ and imaginary Z™
components. These data encode the amount/number of RI-LAMP products, namely
amplicons, which can be straightforward quantified through the TCDS. Finally, the retrieved
TCDS data are useful for extracting relevant features of the reaction, which are used to
automatically classify samples as negative or positive. Jointly, the procedure takes around
2 h to succeed starting from the raw sample.
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Figure 1. Workflow of the proposed method for analyzing isothermal amplification using electrical
impedance spectroscopy (EIS) measurements and time-constant-domain spectroscopy (TCDS).

3.1. Chemicals and Materials

A QuantiTect Reverse Transcription kit and RNeasy Power Microbiome extraction kit
were obtained from Qiagen (Hilden, Germany). A 0.45 pm pore diameter nitrocellulose
membrane was purchased from Millipore (Burlington, MA, USA). Bst 2.0 enzyme, Bst
buffer, and MgSO,; were purchased from NEB (Northborough, MA, USA). dNTPs mix
10 mM, nuclease-free water and SYBR Safe DNA gel stain were obtained from Thermo
Fisher Scientific (Waltham, MA, USA). HC], tris acetate buffer (TAE) and methylene blue
(MB) were purchased from Sigma-Aldrich (St Louis, MO, USA). All chemicals were of
analytical grade. Aqueous solutions were prepared with Milli-Q water. The electrodes
were fabricated using the screen printing method. Carbon conductive ink paste was
obtained from Nanochemazone (Edmonton, AB, Canada) to fabricate the working electrode
(WE) and the counter electrode (CE). Ag/AgCl ink was obtained from Creative Materials
(Ayer, MA, USA) to elaborate the reference electrode (RE). The electrodes were deposited
over a ceramic substrate to reach an active area of 12.56 mm?2. Prior to its use, the SPEs were
prepared and cleaned by cyclic voltammetry (CV) in the range of 1.0 to —0.6 V, at 100 mV /s,
using TAE, and rinsed with deionized water. Electrochemical impedance measurements
and temperature control were carried out using a custom measurement system [35].

3.2. Sample Collection and Preparation

To test the proposed method, we used real wastewater samples taken from the effluent.
The raw samples should be prepared to extract and concentrate the genetic material as it is
highly diluted. Firstly, the concentration was carried out by adsorption onto a negatively
charged membrane [38]. The pH of the samples was set to 3.5 using 2 N HCl. Then,
the samples were filtered through a negatively charged nitrocellulose membrane of 0.45 pm
pore diameter. Afterwards, the membrane was stored at —20 °C, cut and used directly in
the RNeasy Power Microbiome kit for RNA extraction.

3.3. RI-LAMP Assay

After the extraction of SARS-CoV-2, 5 uL. of RN A was reverse transcribed with the
QuantiTect Reverse Transcription kit according to the manufacturer’s instructions. For the
proposed detection, a volume of 50 pL of the RT-LAMP reaction mixture is made up of:
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5 uL of Bst buffer, 3 pL of MgSQOy, 5 uL of 2 mM dNTPs, 2 uL of 10x primer’s core mix, 2 pL
of 10x primer’s loop mix, 10 U of Bst 2.0 DNA polymerase, 4 uL. cDNA and nuclease free
water. The specificity of the detection is based on the RT-LAMP primers. These have been
designed for the N and ORF1lab fragments of the SARS-CoV-2 according to the methodology
described in [39]. The RT-LAMP primers were also validated using the PrimerExplorer
V5 tool (https:/ /primerexplorer.jp/e/, accessed on 21 November 2022). Experimentally,
a custom control system was developed to regulate the temperature, at 63 + 0.5 °C using an
adaptive scheme. This value was selected using a temperature ramp test in the range from
60 °C to 65 °C, where the Bst polymerase is able to be amplified. Hence, we found that the
RT-LAMP reaction was more efficient at 63 °C. All the reactions were run on 1% agarose
gel stained with SYBR Safe DNA Gel Stain for the presence of a visual ladder pattern.
Finally, the RT-LAMP products were also verified by sequencing to test its specificity
(Genbank OM522662).

3.4. Electrochemical Impedance Measurements

A low-cost electrochemical cell based on screen-printed-electrodes (SPE) is used as
the sensing element. This configuration allows the sensor to be treated as a low-cost test
strip. Due to the features and performance of the cell, it allows reproducible results using a
sample volume of 50 pL in the form of a drop over the surface of the electrodes. Therein,
the RT-LAMP reaction takes place to retrieve the electrochemical impedance signal. EIS
measurements were performed using a custom-made potentiostat [35]. The input voltage
signal was a multisine with the form v;(t) = v4q. + Yf_; Ag cos(wyt + ), with a constant
potential v4. = 0.28 V, amplitude Ay = +5 mV, phase §; and wy = 27tf; frequencies,
with F = 46 points, in the range form of 10 Hz to 150 kHz.

3.5. Time-Constant-Domain Spectroscopy

Once the EIS data are available, they should be transformed into the TCDS. For this
purpose, we adopt the regularized least-squares (RLS) method [40] to solve the integral
equation of the DRT model in (2). Specifically, the DRT solution is given by minimizing the
following cost function

Are

V(0) = [|((Reo1) + A0) — Z|3 + A0 - Z™[3 + R, @)

with 1 € REX1 a vector of ones, Z™ € REX! and Z™ € RL*! the measurement vector of
the impedance real and imaginary parts, respectively. Additionally, (2) can be written in
matrix notation thus leading to AR® € RL*M and AI™ ¢ RE*M the real and imaginary
components of the DRT model. The cost function in (3) includes a regularization term
REA | 6”%/ with A > 0, denoting the /»-norm of the vector 0, related with the amplitude of
the function 7 (In 7). Regularization allows to prevent overfitting and provides smoothness
to the solution of the problem 6* = arg min, 4., V(0), for which 6* is the optimal parameter
vector. Thereby, once 6" is retrieved, the TCDS is straightforward given by 4(InT; 6*).
Thus, the electrochemical phenomena encoded by 4(-) can be easily identified via the
local maxima centered at the characteristic time-constant 7. Finally, one can derive the
following hypothesis: the RT-LAMP reactions can be analyzed in an automated and robust
way by the TCDS, instead of fitting impedance data to an ECM whose interpretation is
not straightforward.

3.6. Classification Algorithm

In line with the device capacities, we propose a machine learning (ML) algorithm to
classify and discriminate among positive and negative samples. Particularly, a linear model
based on logistic regression is well-suited for the problem [41]. Briefly, the algorithm works
with a training data set D = {(x1,y1), ..., (Xm, ym)}, and the empirical risk minimization
problem is given by
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m

w” = arg min 1 Z log(1+ exp(—y;(w, b;))), 4)

werd M=

which is equal to the well-known maximum likelihood estimator in statistics. The logistic

model is optimized using the gradient descent algorithm for solving (4). In this work, we

consider a binary classification problem for two categories of TCDS. This latter is assumed
to encode negative and positive results for the presence of the SARS-CoV-2 genome.

4. Results
4.1. Performance to Detect the SARS-CoV-2 Genome

As the first experiment, we characterized the specificity and the performance of the
TCDS as an analytical method to detect RT-LAMP reactions. For this purpose, a negative
template control (NTC) and a positive sample to SARS-CoV-2, previously labeled by a
classical PCR reaction, were used. For this latter, we performed 10x dilution series in the
range from 5000 to 0.05 pg/uL. A sample volume of ~50 uL was placed over the SPE,
where the temperature control was held at 63 £ 0.5 °C for 35 min to complete the RT-LAMP
reaction. All the reactions were measured in triplicate by EIS, and further processed to
retrieve the TCDS. Thus, this latter aims to provide a specific method to analyze a genetic
amplification reaction specificity, which extends the previous usages of DRT [33] and
TCDS [35].

4.1.1. Impedance Measurements of RI-LAMP Reactions

Figure 2a shows the Nyquist plots of the mean impedance of the triplicate for the NTC
and the concentrations ¢; = 5000, c; = 500, c3 =50, ¢4 =5, ¢5 = 0.5, and ¢4 = 0.05 pg/pL.
Additionally, the Figure 2b depicts the ECM commonly used to describe the impedance
measurements. From the experimental data (circles) and the fitted model (solid line) shown
in Figure 2a, it was possible to perform the following analysis using the ECM parameters
of Figure 2b. The element CPE; models the double layer capacitance arising from the
electrode—electrolyte interface. The element CPE; is related to the diffusion process of
the species. The resistor R is associated with the charge transfer resistance of the redox
reaction. The element R; is modeling the high-frequency conductivity. Furthermore, using
the impedance plots in Figure 2a, it is possible to identify two relevant electrochemical
processes. (i) At low frequencies (<100 Hz), the straight line is due to the diffusion process.
(i) In frequencies above 100 Hz, the presence of an apparent semi-circle suggests changes in
the charge transfer resistance, Rt This latter process is highly correlated with the amount
of products generated by the RI-LAMP reaction for each concentration. As a first approach,
one can notice that the larger the concentration, the higher the value of R is, as can be seen
in the semicircles shown in the impedance plots of Figure 2a. Nonetheless, a quantitative
analysis of the RT-LAMP reactions is not trivial from the raw EIS data and the ECM model.
Therefore, by means of TCDS in a sensing framework [35], it would be feasible to monitor
the electrochemical processes involved in the RT-LAMP reactions with enough sensitivity
and accuracy.

4.1.2. Time-Constant-Domain Spectroscopy of RI-LAMP Reactions

Herein, we report the TCDS as an analytical technique to circumvent the drawbacks
of the classical EIS analysis. Figure 2c shows the resultant mean TCDS in the triplicate
for the NTC and the six concentrations. As a result, the TCDS confirms the presence of
two dominant processes described by the maxima of the distribution function. Thereby,
the maximum value of ¥, located at T ~ 107! s, is related to the diffusion process denoted
by D. On the other hand, in the range from 107* < 7 < 1072 there exists a second
maximum of small amplitude, but the location of which could be related with the charge
transfer process, CT. For the diffusion phenomenon, the maximum of 4 does not exhibit a
significant change in its location at 7. This indicates that the time-constant related to the
diffusion could not be highly sensitive to detect the RT-LAMP reactions. On the contrary,
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the charge transfer mechanism shown in the inset of Figure 2c suggests that its amplitude
and location in 7 is different for each concentration. Hence, it is convenient to perform
a detailed analysis of the TCDS in the range from 10~* < 7 < 1072. For this purpose,
the maxima related to the diffusion D are filtered out from the spectra by attenuating
its amplitude.

a
\ (2)
b
N (b)
Co CPE;
o ®C3 Ry
=27 ccy
‘A:N ® Cy
| Ry CPE,
11 ® Cq
® NTC
O T T
0 1 2 3
77 (kQ)
(c)
5 -
cT
47 0.10
34 — )
= 0.05 1
N~— 2 . T ——
<« 0.00 - T T T
1 107% 1073 1072
t )
0 —————— _J/
105 1074 1073 102 1071 100

7 (s)

Figure 2. Impedance measurements and time-constant domain spectroscopy for six concentrations
of the SARS-CoV-2 genome, c; to cg. (a) EIS measurements in a Nyquist plot after 35 min of the
RT-LAMP reaction. (b) Equivalent circuit model used for EIS data fitting. (c) TCDS retrieved
from the estimated distribution function §(-) by processing EIS data using the DRT model. Two
electrochemical processes are highlighted, charge transfer: CT (inset), and diffusion: D.

Figure 3 shows the results for monitoring RT-LAMP reactions using the TCDS. Firstly,
Figure 3a depicts the new representation of the TCDS signals, where the diffusion process
has been removed, and keeping only information of the charge transfer effect. For the
sake of visual representation, an arbitrary offset was added to amplitude in the spectra of
Figure 3a. This modification supposes no effect in the further analysis owing that it will be
focused in the time-constant scale. Hence, in Figure 3a it is worth noticing a shift, from left
to right, of the maximum in the distribution function (). This shift, in turn, is related with
the concentration of each sample with respect to the NTC. More specifically, the MB in the
RT-LAMP mixture acts as a redox intercalating probe. Hence, whenever the amplification
reaction progresses, the MB binds to the dsDNA, becoming less electroactive at the electrode
surface. Likewise, the RT-LAMP does not generate amplicons for the NTC sample, so the
amount of electroactive species remain free in the electrodes. This situation is related to
the charge transfer resistance, promoted by the MB, which increases with the amount of
RT-LAMP products. Hence, the larger the number of amplicons, the higher the equivalent
electrical resistance. Likewise, this latter value influences the time-constant associated with
the CT process (see Figure 3a). To quantify the amount of RT-LAMP products generated in
a positive sample, we used the spectra of Figure 3a, and the time-constant shift parameter
is defined as

AT =T, — ™NTC, &)
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where, T; is the characteristic time-constant of each concentration, and tnc is the constant
associated with the negative control. Thus, it is possible to establish a relationship among
the shift AT and the nucleic acid concentration detected by the sensor.

(a) (b)

41 AT — Fit
NTC c1 9 Data

y=0.93x+1.79

r2=0.979
— —— 1_
O_
10-4 10-2 10 1 0 1 2 3
7 (s) log[C] (pg/pL)

Figure 3. (a) Time-constant-domain spectroscopy filtered signals preserving only the charge transfer
process. The spectra are normalized in amplitude for the negative template control (NTC) and six
concentrations. (b) Calibration curve using TCDS as the transduction signal. Sensor response AT as a
function of the logarithmic concentration of SARS-CoV-2 genome.

Figure 3b depicts the calibration curve of the sensor using TCDS as the transduction
signal. Therein, the plot shows the experimental data (dots), the measurement uncertainty
in a triplicate (bars), and the best fitted model (solid line). From the curve of Figure 3b,
it is possible to confirm that the sensor exhibits a highly linear response, which increases
proportionally to the logarithmic concentration. Quantitatively, the sensor exhibits a
sensitivity of 0.93 (M) , a limit-of-detection (LoD) of 0.045 pg/uL, and a linearity of
approximately 98%. Interestingly, with our proposal, the impedance data are represented by
a smooth spectrum, for which a shift in the characteristic time-constant is straightforward
related with the products of the RT-LAMP reaction. Moreover, the TCDS as an analytical
technique exhibits a high linear response, which interpretation is more easy than the
classical ECM commonly used for EIS data.

For comparison purposes, we contrasted the TCDS-based analysis with ECM shown
in Figure 2b, considering the charge transfer resistance Rt as the sensing parameter.
The LoD was obtained to investigate the performance of the TCDS and the ECM, achieving
0.045 pg/uL and 0.175 pg/uL, respectively. Hence, the TCDS exhibits superior perfor-
mance as the LoD is one order of magnitude below than for the ECM. On the other hand,
we evaluated the computation time for both methods when fitting the raw impedance
data to the models. As a result, the TCDS-based approach retrieved results afer ~1.2 ms,
whereas the ECM required ~25 ms. This situation is due to TCDS is an algebraic method
with a closed-form solution, whilst fitting to an ECM uses a non-linear-least-squares (NLLS)
alongside an iterative solver. Thus, the advantages of detecting genetic amplification via
TCDS could be attractive to develop label-free and portable sensing platforms to retrieve
fast and accurate results [42]. Additionally, the versatility of TCDS is confirmed because it
could be applied to sense both dielectric [35] and electrochemical processes, as reported in
this work.

4.2. Detecting SARS-CoV-2 Genome in Wastewater Samples

To test the specificity of the TCDS to detect the amplification reaction, three positive
samples to SARS-CoV-2, 51, s, and s3 and a NTC were used. Firstly, the TCDS was retrieved
for each sample in an end-point configuration. That is, the TCDS was obtained after 30 min
of the RT-LAMP reaction. Figure 4 shows the results of the mean TCDS in a triplicate for
the three positive samples and the negative control.
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Figure 4. Detection of SARS-CoV-2 genome using a negative control (NTC) and three positive samples
51, 52 and s3. (a,b) TCDS signals for genes N and ORFlab, respectively. (c,d) Gel electrophoresis of
the RT-LAMP reaction for genes N and ORFlab, respectively.

In Figure 4a, we show the TCDS signals for the specific detection of gene N from
SARS-CoV-2 genome. Therein, one can see how the positive samples clearly exhibit a shift
in T with respect to the NTC samples. In the three positive cases, the maxima of the function
4 are located around ™y ~ 1072 s. Likewise, Figure 4b shows the TCDS signals when
detecting the ORF1lab fragment of the SARS-CoV-2. In line with the previous findings, it
is confirmed that the TCDS for positive samples reveal a shift towards higher values of 7.
Hence, for this case, the maxima of the distribution function are near to Torp1ap =~ 1072 s.
Therefore, we could confirm that, by an appropriate design of the genetic amplification
reaction, the TCDS is highly sensitive to specifically detect genome fragments. This was
not the case in previous reports of TCDS in biological applications [33,35], since it worked
on bulky systems neglecting the specificity in the detection.

Concurrently to this experiment, the RT-LAMP reactions were verified using gel
electrophoresis as shown in Figure 4c,d, for the genes N and ORFlab, respectively. Therein,
one can see the agarose gels for molecular weight markers (MW), negative control samples
(NTC) and the three tested samples (51, 52 and s3). Additionally, from Figure 4c,d, it is worth
observing that only the positive reactions resulted in a quasi-ladder pattern, while the
NTCs did not show detectable RI-LAMP products. Thus, the electrophoresis test allowed
us to corroborate that the results retrieved by TCDS were successful to specifically detect
two genome regions of the SARS-CoV-2 as a study case.

4.3. Automatic Classification of Samples

Once the performance of the method was verified, the next step consisted of a deep
analysis of wastewater samples. For classification purposes, it was necessary to perform a
feature extraction step on the TCDS data. Hence, the hypothesis was that the time-constants
TN and Torpiap are those representative parameters of the samples analyzed by the TCDS
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for the SARS-CoV-2 genome. For this study, a total of Ni,in = 40 samples for the training
data set and Niest = 20 for the test set were considered.

Subsequently, the vector of features ® = {Tn, Torr1ab} € R2*Numain was the input of
the linear classifier, for which 0.1 and 300,000 were the values of the learning rate and the
number of iterations, respectively, to solve the problem in (4). Figure 5 shows the results of
the classifier for the TCDS obtained from wastewater samples. Firstly, Figure 5a depicts
the results of the classifier training process. Therein, one can observe that the decision
boundary (dashed line) is able to distinguish among two classes of samples, negative (dots)
and positives (stars).

(a) (b)
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Figure 5. Classification results for SARS-CoV-2 genome detection. (a) Linear model for the training
data set based on logistic regression. (b) Confusion matrix describing the classifier performance in
prediction, of which the accuracy is 85%.

On the other hand, Figure 5b depicts the performance of the classifier in terms of a
confusion matrix when using the test data set. Therein, the results are shown for actual
negative (AN) and actual positive (AP), determined using a classical PCR assay; whereas,
the predicted negative (PN) and predicted positive (PP) are those classes retrieved by the
algorithm. Quantitatively, it can be deduced that the classifier operates with a PN value of
100% for all the negative samples. Nevertheless, one can observe that the method retrieved
three false positives in the analyzed samples, which results in an accuracy of 85%. In general,
the performance of the classifier could be considered good enough due to the experimental
variability of the samples. Furthermore, one should note that a simple linear classifier was
able to deal with sensor data in a simple but effective way. Hence, the classification results
are promissory on the basis of novel automated methods to analyze biochemical assays [43]
such as genetic amplification, which can be easily extended to analyze the presence of
several pathogens.

5. Conclusions

This work introduced an attractive method to automatically analyze isothermal ampli-
fication reactions using electrochemical impedance spectroscopy (EIS) and data science-like
methods. The proposal demonstrated the potentiality of the so-called time-constant-domain
spectroscopy (TCDS) as an analytical method in the framework of impedance-based sensors.
Moreover, we showed the TCDS is a powerful tool for monitoring the reverse transcriptase-
loop mediated isothermal amplification (RT-LAMP) of the SARS-CoV-2 genome. Interest-
ingly, the TCDS results showed a twofold advantage when compared with classical sensing
platforms. Firstly, the TCDS could serve as a sensor to quantify the amplification reaction
with a limit-of-detection of 0.045 pg/uL and a high linear response (98%). On the other
hand, the TCDS data encoded relevant features of the electrochemical processes within
the RT-LAMP reaction. These features could be considered as the input of a classification
algorithm, which was able to discriminate among positive and negative samples with an
accuracy of 85%. Although the findings presented in this work are promissory, they require
an extensive validation with more samples to reach a fully integrated device. Additionally,
the proposed method could be extended for detecting other pathogens and /or for multiplex
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assays. Future work will consider real-time measurements within an integrated portable
system for quantitative analyses. Ultimately, we demonstrated the versatility of EIS cou-
pled with TCDS to develop novel analytical methods and attractive solutions to monitor
amplification reactions, mainly focused on affordable devices in low-resource settings.
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