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As nucleic acid testing is playing a vital role in increasingly many research fields, the
need for rapid on-site testing methods is also increasing. The test procedure often
consists of three steps: Sample preparation, amplification, and detection. This review
covers recent advances in on-chip methods for each of these three steps and
explains the principles underlying related methods. The sample preparation process
is further divided into cell lysis and nucleic acid purification, and methods for the
integration of these two steps on a single chip are discussed. Under amplification,
on-chip studies based on PCR and isothermal amplification are covered. Three
isothermal amplification methods reported to have good resistance to PCR inhibitors
are selected for discussion due to their potential for use in direct amplification. Chip
designs and novel strategies employed to achieve rapid extraction/amplification with
satisfactory efficiency are discussed. Four detection methods providing rapid
responses (fluorescent, optical, and electrochemical detection methods, plus
lateral flow assay) are evaluated for their potential in rapid on-site detection. In
the final section, we discuss strategies to improve the speed of the entire procedure
and to integrate all three steps onto a single chip; we also comment on recent
advances, and on obstacles to reducing the cost of chip manufacture and achieving
mass production. We conclude that future trends will focus on effective nucleic acid
extraction via combined methods and direct amplification via isothermal methods.

KEYWORDS

nucleic acid testing, rapid on-site detection, nucleic acid amplification, biosensor,
microfluidic chip

1 Introduction

Nucleic acids are biomacromolecules formed of nucleotide monomers; they are among the
most basic substances of life. Both deoxyribonucleic acid (DNA) and ribonucleic acid (RNA)
play a vital role in the transmission of genetic information. The importance of nucleic acid
detection is increasing in fields such as species authentication, point of care testing (POCT)
(Choi et al., 2021), diagnostics (Zhao et al., 2021), food safety (Shang et al., 2020), and forensics
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(Han et al, 2015), among others. Compared with conventional
immunoassay (Guo et al,, 2020; Ma et al,, 2020; Guo et al,, 2021),
nucleic acid testing could provide a lower detection limit after
amplification, more accurate and convenient quantification, and
higher specificity against pathogens that have similar shell
structures and different genetic materials. In these applications, a
very large number of samples need to be processed in limited time,
which has prompted the development of many new detection
methods. Even so, there remains a growing need for rapid on-site
detection methods, since this approach provides the most reliable
characterization of freshly collected samples and accelerates the entire
testing procedure, with little dependence on costly apparatus.
Moreover, rapid on-site methods are often easy to use and require
less operator training, which means they also have advantages in civic
applications. The ability to perform massive nucleic acid testing in
limited time has attracted further attention due to the outbreak of
COVID-19. Further development in the domain of rapid nucleic acid
detection methods is crucial to improve the current health care system.

Rapid on-site nucleic acid tests generally consist of three steps:
sample preparation, in which nucleic acid is extracted from the testing
subject; amplification, in which the target nucleic acid is amplified via
various methods; and detection, in which the amplified product is
qualitatively or quantitatively analyzed. Most publications refer to
“detection time” as the time required for the amplification and
detection steps, neglecting sample preparation time. However, the
three steps relate closely to one other and should not be discussed
separately. For instance, the use of isothermal nucleic acid
amplification methods may not dramatically decrease amplification
time compared to traditional polymerase chain reaction, but it can
greatly reduce sample preparation time.

Microfluidic methods have several benefits and have attracted
extensive attention. They are widely used in sample preparation,
amplification, and detection. On-chip methods enable automatic
sample manipulation and require smaller amounts of reagent and
less expensive testing devices. The high surface-volume ratio and
small thermal mass involved in these methods also improve the
efficiency of heat transfer during amplification. For these reasons,
microfluidic methods are suitable for the development of novel rapid
methods for on-site detection of nucleic acid. In recent years, an
increasing number of “all-in-one” or “sample-in-answer-out” systems
have been developed to perform each of these three steps on a single
chip. Many review papers have been published on this topic. For
instance, Wu et al. reviewed on-chip methods for DNA extraction,
PCR amplification, and detection, but this was the most recent
occasion on which on-chip methods were classified according to
these three steps in a systematic review (Wu et al, 2014). Since
then, vast improvement has occurred in isothermal amplification
methods, which calls for an update. Other recent reviews have
focused on different issues concerning related topics, such as on-
chip cell lysis (Grigorov et al., 2021; Chen Y. et al., 2022; Petrou and
Ladame, 2022), the role of magnetic beads in these steps (Chen et al.,
2020a), on-chip PCR methods (Chen S. et al., 2022), the contribution
of 3D printing to on-chip amplification (Tzivelekis et al., 2021) and
detection methods for all-in-one systems (Li et al, 2021), and
microfluidic sensors (Sharma and Sharma, 2022). Several other
reviews have also focused on these steps without limiting their
scope to on-chip methods; these have covered topics such as
sample preparation (Jeon et al., 2018; Danaeifar, 2022), isothermal
amplification (Obande and Singh, 2020; Pumford et al., 2020; Islam
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and Koirla, 2021; Maiti et al., 2022), and detection (Chiorcea-Paquim
and Oliveira-Brett, 2021; Leonardo et al., 2021; Reyes et al., 2021; Bhat
et al., 2022).

The aim of this paper is to offer a systematic introduction to on-
chip methods of nucleic acid sample preparation, amplification, and
detection that can be used in rapid on-site detection, and to discuss
recent advances and challenges in the process of integrating these steps
to develop an all-in-one system. The principles of various methods for
cell lysis, nucleic acid purification, amplification, and detection are
explained, with recent examples provided in each category. The
examples selected either exhibit great potential in the domain of
rapid on-site detection or employ novel designs that could help to
improve performance, throughput, and integration or to reduce costs.
In the final section, we discuss the integration of the three steps in all-
in-one systems and present predictions on future trends for further
development.

2 Rapid sample preparation methods

Samples containing target DNA or RNA fragments need to be
pretreated prior to further processing. The protocol for pretreatment
varies depending on nature of the sample (plant or animal cells, virus,
bacteria, etc.), the environment of sample collection (tissue sample,
saliva, blood, sweat, urine, etc.), and the subsequent test procedures
that will be carried out. In general, however, it involves two processes:
lysis (destruction of the plasma membrane) and purification (to
separate that
amplification). Below, we present recent advances in on-chip cell

the nucleic acid from inhibitors can affect
lysis and purification methods and discuss the key issues in combining

these two processes on a single chip.

2.1 On-chip cell lysis methods

Plasma membranes can be deformed using a chemical reagent,
mechanical force, electric field, or heat. Chemical lysis is the most
common choice for on-chip lysis; under this approach, alkaline
solution or surfactants are used to disrupt the plasma membrane.
In alkaline lysis, the solution is first adjusted to produce an alkaline
environment (often between 11.5 and 12.5 pH) so that hydroxide ions
(OH") can break down the fatty acid—glycerol ester bonds on the
plasma membrane, causing it to become permeable. Subsequently,
sodium dodecyl sulphate (SDS) is used to help dissolve the proteins
and membrane. Although alkaline lysis is applicable to most cell types,
its low reaction rate is a major disadvantage in rapid detection. Wang
et al. selected E. coli and E. durans as models to study the efficiency of
Gram-negative and Gram-positive bacteria lysis that could be
achieved within 2 min (Wang et al, 2020c). They found that E.
durans was barely lysed by homogeneous alkaline solution within
such a limited period; E. coli was found to be lysed when pH reached
10, and was best lysed at a pH of 13. Further increase in the pH did not
provide better results due to probable damage to the nucleic acid. In
comparison, they reported better results with electrochemical lysis
methods in 1 min. Surfactants or detergents, especially non-ionic
surfactants that cause less damage to proteins and enzymes, are
widely used for lysis of mammalian cells. However, surfactants
need to be combined with lysozymes when used to lyse cells that
have multiple outer layers, such as bacteria. The precise distribution
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and effective mixing of the sample and lysing buffer is the key issue in
on-chip chemical lysis; Grigorov et al. (2021) have provided a detailed
review of this question. Compared with a homogeneous liquid phase,
water—oil droplets might provide better mixing and prevent loss of
lysed content. For example, Shamloo and Hassani-Gangaraj, (2020)
utilized a water-oil droplet-based chip and took advantage of
secondary flows generated inside the droplet to provide better
contact between the lysis buffer and sample and to keep the
microchannel in good condition for reuse. Despite the convenience
of chemical lysis, chips using this method often need to be equipped
with a mixing unit to further decrease lysis time. Additionally, cell
residues in lysis buffer might disrupt subsequent steps and have to be
carefully removed.

Mechanical lysis physically destroys the plasma membrane via
shear stress. In the bead milling or bead beating method, samples are
ground with rigid beads made of glass, ceramic, metal, or metal oxides
at a high speed; the efficiency of this method depends on the size,
shape, and composition of beads (Claudel et al, 2021). Novel
mechanical lysis methods combine nanoscale patterning with the
use of acoustic or piezoelectric force to induce similar shear stress.
Wang K et al. (2019) built an acoustofluidic device containing
180 pairs of sharp edges and completed cell lysis via application of
high shear force created by an acoustic streaming effect. The surface of
the channel was incubated with 5% Pluronic F-127 to prevent
attachment of cell debris. Farooq et al. (2021) also used acoustic
streaming to induce collision between nanowires for cell lysis. Lysis
efficiency of 97% was achieved after 10 s of stimulation with power less
than 1 W, which suggests that this could be a gentle and effective
method of lysis. Nittala et al. (2022) fabricated silicon components
with various micro-patterns (pyramids, pillars, ridges, dense pointed
structures, and needles) and tested their lysis efficiency as driven by
piezoelectric actuation. Zhang G. et al. (2021) developed a pillar array
chip to trap and lyse red blood cells via acoustic wave. Simulations of
streaming velocity near the pillars and shear stress around the
micropillars were provided to help regulate cell lysis. The authors
also noted that the pillar array was not able to effectively trap all the
cells at high cell densities. In some studies, researchers have
experimented with creating microbubbles inside channels instead of
nanostructures, which could simplify the design and fabrication of
microchips. Frictional force generated by the gas/liquid interface could
create “cavitation microstreaming,” causing strong circulatory flow.
Liu X et al. (2020) designed a microbubble array to lyse multiple cells
with oscillating bubbles. The lysis efficiency of this system was
measured at 97.62% after 1 min, similar to the results obtained by
commercial chemical kits in 15 min. The primary drawbacks of
mechanical lysis are the difficulty and high cost of fabricating
delicate nanostructures and the decrease in lysis efficiency that
occurs when cell debris clings to the surface of the microchannel.

Electrical cell lysis produces irreversible pores in the cell
membranes through application of a high electric field. It has
several advantages, in the form of short lysis time, simple channel
structure, and low requirements for chemical reagents. Pandian et al.
(2020) have laid out a method of predicting transmembrane potential
at different coating thicknesses and voltages to help determine the
optimal lysis parameters. Lysis efficiency of 98% can be achieved by
following this guidance. More importantly, it is possible to selectively
lyse cell membranes by controlling the strength of the electrical field,
which enables the preservation of intracellular membrane structures
such as the nuclear membrane (Jeon et al., 2018). Wu et al. (2020)
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created field gradients at the surface of polarizable active metallo-
dielectric Janus particles with an external electric field, which led to
selective electroporation of bacteria.

In thermal lysis, an external heater is used to continuously
denature cell membranes. Qian et al. (2022) built a portable
microfluidic system that lyses exosomes at 95°C for 10 min.
Nguyen et al. (2022) applied a similar protocol for virus lysis. In
addition, they used a vibrator to agitate the solution for 30s every
minute during the heating process, which reduced the heating time
from 15 min to 10 min. Bacterial cell walls are relatively more difficult
to break down than those of mammalian cells, but this can still be
achieved with a slight alteration to the process. Rizzo et al. (2021)
applied vigorous agitation with magnetic beads that were used to
capture bacteria and improved lysis efficiency. Unfortunately, the
authors report only the optimal lysis parameters without indicating
the extent to which agitation improved lysis efficiency. Given that the
use of a heating process during nucleic acid amplification is
unavoidable, thermal lysis can make direct use of the same heating
device, which results in a greatly simplified system design. The greatest
drawback reported for thermal lysis is the damage that it causes to
certain proteins inside cells; although this may affect further analyses,
it is not a major concern for nucleic acid detection. For these reasons,
thermal lysis has good potential for use in rapid on-chip nucleic acid
detection.

Due to the need for quicker and more effective methods of cell
lysis, many studies have combined multiple lysis methods to produce
further improvements. Thermal and chemical lysis methods could be
combined with a simple mechanical method to facilitate heat transfer
or provide better contact between the lysis buffer and sample.

2.2 On-chip nucleic acid purification methods

Purification methods can be classified into centrifugation,
filtration, and magnetic methods. In addition, another direct
approach is available, in which nucleic acid amplification is
conducted without further purification. Centrifugation was one of
the earliest purification methods to be used in biochemical research,
and it lends itself perfectly to combination with a centrifugal
microfluidic chip for nucleic acid purification. Homann et al.
(2021) present a disk-like microfluidic chip for automatic
preparation of Mycobacterium tuberculosis samples; conventional
PCR tubes can be connected to the edge of the chip and purified
samples collected for further examination. However, with the need for
integration of additional steps on a centrifugal chip, channel and valve
design become more complicated. Brassard et al. designed a test
cartridge that combines pneumatic and centrifugal forces for fluidic
control. This design results in a tenfold reduction in the amount of
elution buffer used and a simplified channel pattern (Brassard et al.,
2019). As a result, the costs of the reagent and chip fabrication are both
reduced.

In filtration methods, a membrane is used to selectively filter the
desired DNA sample from undesired lysate. A silica membrane can
bind with DNA at a high salt concentration. Yoon et al. (2021)
designed a syringe-based DNA extraction device that uses a silica
membrane to separate out target DNA. In some cases, a commercially
available filter is externally connected to the chip; this approach makes
for an easy design process, but potentially presents problems with
leaking (Ryzhkov et al., 2020). In other cases, the membrane serves as
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one layer of a sandwich structure. Lee et al. (2020) used nanoimprint
technology to fabricate a silicon nitride filter membrane with a pore
size of 200 nm. Under this type of approach, the membrane is tightly
fixed using two sets of screws to form a sandwich structure with Teflon
compartments and PDMS panels, and an electric field is used to drive
negatively charged DNA and RNA across the membrane. The pore
size of membrane is often in the um range. If the microchannel is not
properly sealed, the liquid tends to leak elsewhere before passing over
the membrane. For this reason, on-chip filtration methods impose
stringent requirements for microfabrication and assembly.

The magnetic method uses magnetic beads coated with silica or
other probes that can form specific binding with target DNA; they also
make use of magnetic force for further separation. Researchers have
proposed various on-chip methods of this type to improve speed or
efficiency. Xu et al. (2020) prepared three sub-channels for the sample,
washing buffer, and eluate buffer. These sub-channels merged into a
main channel, creating multi-laminar flow. By controlling the position
of the magnetic field, magnetic beads carrying DNA can be made to
pass through each flow sequentially. This work simplifies the
procedure because the magnetic beads could pass through the main
channel and provide effective separation within 3s. Deraney et al.
(2020) incorporated use of an electric field into an existing magnetic
separation chip; DNA extraction yield was increased by 15% thanks to
the electroosmotic flow. Finally, bio-specific molecular interactions,
such as antigen-antibody interaction, can be used to specifically
separate target DNA. Bi et al. (2020) combined magnetic beads
with polyclonal antibody to detect Salmonella in processed duck
meat products; capture efficiency was found to surpass 95%, and
the enrichment process was completed within 20 min.

The direct amplification method is a technique that allows nucleic
acid amplification to be carried out directly after extraction. It relieves
researchers of implementing the purification process and reduces the
loss of original template nucleic acids to a minimum. The key to direct
amplification is to reduce the impact of inhibitors in the lysate. This
can be accomplished by the development of inhibitor-resistant DNA
polymerase-buffer systems or by diluting the lysate solution to lower
the concentration of inhibitors. Chin et al. (2016) used Phusion Pfu as
an inhibitor-resistant DNA polymerase in the detection of Salmonella
in pork samples without purification. Hedman et al. (2009) tested
several DNA polymerase-buffer systems as potential alternatives to the
standard AmpliTaq Gold polymerase used in PCR, and identified
three systems that offered better resistance against inhibitors in saliva
samples. A later study by the same authors showed that a further
increase in tolerance to inhibitors can be achieved by blending two
DNA polymerase-buffer systems: ExTaq Hot Start and PicoMaxx
High Fidelity (Hedman et al, 2010). However, this approach
increases the cost of the reagent and enzymes (by approximately
2-3 times) and is not always applicable for different types of target
DNA. Dilution of the solution leads to a decrease in the concentration
of both the target nucleic acid and inhibitors. Direct amplification is
possible if the concentration of target nucleic acid remains above the
detection limit while inhibitors are diluted to a safe level. Satya et al.
(2013) extracted DNA fragments from leaf tissue and ramie stem
tissue using NaOH and Tris/Tris-HCl/Tris-EDTA and used the
results for direct PCR after dilution; their protocol enables sample
preparation within approximately 10-12 min.

The extracted solution needs to be heavily diluted (about
1000 times) to reach the safe level of inhibitors for PCR. This
requires a very large amount of target nucleic acid in the sample.
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Isothermal amplification methods are more tolerant of the presence of
inhibitors, and the sample therefore does not require as much dilution
(approximately 10 times is sufficient); or, in some cases, it may be
possible to use the sample directly without dilution. Nguyen et al.
(2022) demonstrated direct, on-chip RT-LAMP for the detection of
SARS-CoV-2: a commercially available direct PCR kit was used to lyse
the virus, and the lysate was directly transferred into a reaction
chamber containing RT-LAMP reaction solution for isothermal
amplification.

2.3 Integration of on-chip lysis and
purification

Figure 1 provides a general illustration of various methods of cell
lysis and DNA purification. Chemical and thermal lysis methods do
not need any special microstructures or chip accessories and are the
most compatible with on-chip lysis, but they have limitations in terms
of speed and efficiency of lysis. In order to resolve this issue,
researchers have simply combined mechanical lysis with chemical
or thermal lysis. Since mechanical methods only provide assistance
under this approach, the fabrication of complicated microstructures
can be avoided. Zhao et al. (2022) added a HeLa or HUVECs cell
sample to a Chelex-100 suspension; the mixture was simultaneously
heated and agitated. Agitation, as discussed above, can help to improve
the effectiveness of thermal lysis. Furthermore, Chelex-100 particles
were in full contact with the cells to perform mechanical lysis. The
chitosan modification to these particles caused them to bond with
nucleic acid immediately after lysis; they could then be used for
purification. Kaba et al. (2021) made use of chemical lysis
facilitated by a cavitation-microstreaming effect. They used a short-
pulsed laser to create cavitation bubbles in the chemical lysis buffer,
which simultaneously mixed the lysis buffer and crushed the cell
membranes. Sun et al. (2021) added a chemical lysis buffer containing
magnetic beads to a blood sample; gas bubbles were injected to fully
mix the solution and to improve both chemical lysis and DNA
binding.

Centrifugal purification is very readily adapted for use as part of a
microfluidic chip driven by centrifugal force. As mentioned
previously, channel design for a centrifugal chip becomes very
complicated with the integration of more on-chip processes. A
rotating chip is also not suitable for the application of an electric
field. For these reasons, chemical or thermal lysis seem to be the only
choices. On the other hand, its outstanding throughput is the main
reason to select a centrifugal chip design. Magnetic purification
methods not only offer high-selectivity DNA extraction, but also
provide assistance in reagent mixing and fluidic control. This has
become the most popular purification method for on-chip
applications. However, the preparation of the magnetic beads and
their coating layer is challenging and expensive. Chen et al. (2020a)
present a thorough review of the preparation of magnetic beads for
nucleic acid extraction.

Direct amplification methods require little pretreatment and can
be combined with any lysis method. The current limitation with
respect to these methods lies in the relatively high cost of
commercial direct lysis or amplification kits for PCR. The high
level of dilution involved in direct PCR also requires the presence
of sufficient nucleic acid in the lysate. Due to their high tolerance to
PCR inhibitors and outstanding speed of amplification, isothermal
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FIGURE 1

Various methods employed in nucleic acid sample preparation.

FIGURE 2

Common designs for PCR on a microfluidic chip: (A) stationary chamber chip; (B) serpentine channel chip; (C) spiral channel chip; (D) closed-loop
chip. Colors represent different temperature zones (red: 95°C; green: 40°C-60°C; blue: 70-75°C).

amplification methods have shown great potential for use in future
studies. Current direct amplification methods mostly make use of
commercial direct PCR kits, even in the case of isothermal
amplification. We believe that more direct protocols for isothermal
amplification will be developed in the coming years and that this will
make direct amplification under isothermal conditions a feasible and
economical solution for rapid on-site nucleic acid testing.

3 Rapid DNA amplification methods

3.1 On-chip PCR methods for rapid
amplification

Traditional PCR protocols consist of three steps: a denaturation
step, in which the hydrogen bonding in the double-stranded DNA
template is ruptured by exposure to a high temperature (95°C); an
annealing step, in which the primer interacts with the template DNA
at 40°C-60°C; and an extension step, in which the template DNA is

Frontiers in Bioengineering and Biotechnology

amplified with the help of DNA polymerase at around 70°C. In some
cases, the annealing and extension steps are merged to save time, but
the entire process still takes approximately 1.5-2 h due to the repeated
thermal cycles. Many portable microfluidic devices designed for PCR
have been reported to reduce the required sample volume from 20 pL
in traditional PCR protocols to 5-10 pL. The decrease in sample
volume significantly decreases the thermal mass of the entire
system. The high surface-to-volume ratio also enables more
effective on-chip heat transfer. These features can speed up the
process of applying the thermal cycles, reducing the time required
from a few hours to approximately 30 min. Optimization of the
heating/cooling process is crucial to the development of rapid
amplification methods. Four common chip designs for PCR are
illustrated in Figure 2; detailed accompanying descriptions are
provided in this section.

3.1.1 Stationary chamber PCR chips
Stationary chamber PCR is also referred as time-domain PCR: the
solution is kept stationary while the temperature of the reaction
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chamber is modified to apply the necessary thermal cycles. Lee et al.
(2005) developed a microfluidic chip that could complete 30 thermal
cycles for a 15 pL sample within a total time of 26 min and 24 s. Taking
a different approach, Muddu et al. (2011) heated the reaction chamber
to different temperatures at each end and induced circulation of the
reaction solution. The temperature gradient provided thermal cycling
and enabled completion of the PCR reaction in 10 min. A stationary
chamber PCR chip requires little space for a single reaction chamber;
therefore, throughput of tests could be increased through integration
of multiple reaction chambers on a single chip. Chips containing
multiple reaction chambers are classified as multiple-chamber PCR
chips. Matsubara et al. (2004) prepared a silicon-based array chip
containing 1248 microchambers, with each chamber consuming only
40 nL of sample solution. Although multiple-chamber PCR chips
provide high throughput, surface treatment of the inner walls of
the chamber and a tight seal are often required to avoid cross-
contamination. Moreover, microfluidic chips do not offer the same
precision as complex PCR devices in terms of temperature control.
Precision of temperature control has a strong impact on denaturation,
enzyme activity, the efficiency of extension, and (most importantly)
the specificity of amplification. Temperature gradient is more
important for multiple-chamber chips, since an uneven distribution
could also make comparison between different chambers
untrustworthy.

3.1.2 Closed-loop PCR chips

In closed-loop PCR chips, PCR solution is contained within a
closed microchannel and periodically flows through three different
temperature zones. The benefits of the closed-loop approach include
easy control of the number of thermal cycles by simply changing the
circulation time, a considerably shorter microchannel (which
facilitates the construction of a miniature portable device), and
good uniformity between each thermal cycle. Lok et al. (2012a)
reported on the design of a magnetically actuated circular closed-
loop PCR chip, in which a ferrofluid plug is driven by an external
magnet that moves along the microchannel and four loops can carry
out PCRs simultaneously. Espulgar et al. (2021) fabricated an identical
closed-loop channel on a centrifugal disk-like chip; this design can
apply 106 thermal cycles in 15 min. The drawbacks of closed-loop
PCR chips are the inconvenience of retrieving the solution and an
asymmetrical reaction procedure in concentric channels when high-
throughput testing is attempted.

3.1.3 Serpentine channel PCR chips

In serpentine channel PCR chips, tight bends are applied to a
microchannel to form a series of connected parallel channels, while
a heating module creates three temperature zones. Trinh et al.
(2018) reported on the use of a serpentine channel on a PS surface
with CNC milling; the surface of chip was able to capture bacteria
with styrene groups, and Escherichia coli O 157:H7 was successfully
detected in raw milk. The serpentine channel design is not limited
to use with a traditional square shape; it can also be employed in the
form of a radial circular chip. For instance, Zhang et al. (2022)
designed a radial serpentine channel and heated it using a laser. The
gradient of laser intensity created three temperature zones, in
which a higher temperature was induced in regions closer to the
center. The longer length of the peripheral part of the channel also
provided a longer extension time. Additionally, the use of soft
tubing instead of a manufactured microchannel enables alteration
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of the number of thermal cycles. Trinh and Lee, (2018) fabricated a
micro-device with a glass-polytetrafluoroethylene (PTFE)-glass
sandwich structure, in which a PTFE tube was twisted and fixed
between two pieces of glass and acted as the microfluidic channel.
This design enables greater flexibility in the number of thermal
cycles.

Channel design has a direct impact on the time distribution of the
denaturation, annealing, and extension steps. In order to increase
extension time, Ragsdale et al. (2016) modified the width of the
channels to impose a rapid transition from hot to cold regions and
a slow transition from cold to hot regions. Li et al. (2020d) analyzed
the influence of channel width-to-depth ratio and of the length ratio
between the three temperature zones on temperature and flow
distribution. Their results showed that the high temperature region
should cover a larger area than the low temperature region to achieve
optimal amplification of short DNA sequences.

3.1.4 Spiral channel PCR chips

Spiral channel PCR chips use flexible tubes as a microchannel
for the reaction solution. These tubes are twisted into a spiral shape
and pass through multiple temperature sectors in a planar or
cylindrical design. The number of cycles applied in each
experiment is controlled by altering the length of the tube and
the number of twists; hence, spiral channel PCR chips are more
flexible than serpentine channel PCR chips. Wu and Wu, (2019)
designed a portable PCR system based on a Teflon tube wrapped
around a TEC chip; not only did the novel design reduce the size of
the entire system, but the heat transfer rate was also 20%-30%
faster than in conventional methods. Trinh et al. (2017) created a
temperature gradient by positioning a PDMS mold swathed with
PTFE tubing on a hot plate at constant temperature of 105°C; the
temperature of the annealing and extension process was controlled
via the height of PDMS mold.

Researchers have also used high-precision droplet manipulation
techniques to create multiple droplets in the microchannel to increase
throughput. Madadelahi et al. (2019) designed a high-throughput two-
phase PCR device with a serpentine channel for droplet generation
and a spiral channel positioned on a planar plate for thermal cycling;
they concluded that such a device could reduce the time required for a
PCR experiment by more than 40%.

3.2 Isothermal nucleic acid amplification
chips

Isothermal nucleic acid amplification methods have emerged
during the last decade; these include loop-mediated isothermal
amplification (LAMP), recombinase polymerase amplification
(RPA), and helicase-dependent isothermal DNA amplification
(HDA), among others (Pumford et al, 2020). Some isothermal
amplification methods are not affected by PCR inhibitors, making
them more suitable for rapid applications. Below, we present the
principles underlying three isothermal nucleic acid amplification
methods that are reported to have good resistance to PCR
inhibitors (Kaneko et al.,, 2007; Kersting et al., 2014; Nixon et al,,
2014; Wang et al,, 2016), along with their on-chip applications, and
discuss current challenges in on-chip amplification. The principles of
the isothermal amplification methods discussed are also illustrated in
Figure 3.
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Principles of several methods of nucleic acid amplification.

3.2.1 Principles and comparison of isothermal
amplification methods
3.2.1.1 Loop-mediated isothermal amplification
Loop-mediated isothermal amplification was first introduced by
Tsugunori et al. in 2000 (Tsugunori et al., 2000). The principle of the
reaction is illustrated in Figure 3. LAMP uses six regions for initial
recognition of the target sequence, and then uses four primers during
the subsequent amplification, elongation, and recycling processes; this
provides very high specificity. In some studies, two additional primers
have been used to further increase specificity (Qin Y et al,, 2021).
Unlike PCR, which produces exact duplicates of the template DNA,
the LAMP reaction produces dumbbell-shaped or stem-loop DNA
structures with different lengths. Its product displays multiple stripes
in electrophoresis tests. LAMP offers excellent efficiency in DNA
amplification: Cornelissen et al. (2016) reported a detectable
concentration of DNA after 8 min of amplification of a high-
concentration sample (12 ng/assay) and after 60 min in the case of
a low-concentration sample (1.2 fg/assay). Misir, (2018) compared the
time required for amplification by 10° to 10" times via PCR and
LAMP; the results showed that LAMP could complete this 1 h sooner
than traditional PCR.

3.2.1.2 Recombinase polymerase amplification

Recombinase polymerase amplification was first introduced by
Piepenburg et al. (2006) in 2006. RPA begins with a binding process in
which recombinase binds to a pair of primers, forming a nucleoprotein
filament that can identify homologous sequences and create a D-loop
structure to initiate a strand exchange reaction. Once the reaction is
complete, the recombinase is released for the next pair of primers;
eventually, two DNA duplexes are formed, and this process is repeated
to amplify the target DNA. The recommended temperature for RPA is
between 37°C and 42°C, which is the lowest temperature reported to
date at which isothermal nucleic acid amplification has been achieved.
The necessary temperature could be provided without the use of any
heating device: in some cases, the temperature has been provided
merely by body heat (Crannell et al., 2014), or the process has even
been carried out at room temperature, with some sacrifice of accuracy
(Shen et al, 2011). The amplification rate achieved by RPA is
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amplification methods. Xia et al. (2014) were able to amplify DNA
to a detectable range within 10 min; in an efficiency comparison with
the qPCR method, the same amplification result was achieved by
qPCR after 134 min. Another method, known as “recombinase-
assisted amplification” (RAA), makes use of a similar underlying
principle to RPA; the main difference lies in the source of enzymes
(Hou et al., 2022). In this review, we also include studies using RAA
under the category of RPA.

3.2.1.3 Helicase-dependent isothermal DNA amplification

Helicase-dependent isothermal DNA amplification was first
introduced by Vincent et al. in 2004 (Vincent et al., 2004); HDA
uses a DNA helicase enzyme, rather than high-temperature-triggered
denaturation, to generate a single-stranded DNA template for primer
hybridization, which enables isothermal amplification. Earlier work
used an E. coli UvrD helicase/DNA polymerase I Klenow fragment
pair with two accessory proteins (MutL and SSB) to amplify DNA at
37°C, and was referred to as mesophilic HDA (mHDA) for this reason.
An etal. (2005) used a thermostable helicase, Tte-UvrD, together with
Bst DNA polymerase to amplify DNA at 65°C; this version of the
process was therefore referred to as thermophilic HDA (tHDA).
Compared with mHDA, tHDA avoids reliance on accessory
proteins and offers a more sensitive amplification process, making
tHDA the more efficient method.

3.2.1.4 Comparison of three isothermal amplification
methods

Researchers always face the dilemma of how to choose from
among the various isothermal amplification methods. Table 1
provides an of the three isothermal
amplification methods introduced above. In selecting the optimal
method, the researcher must consider the length of the target
sequence. Other than target length, the difficulty of primer design,
amplification performance, and the cost of each test are also factors
with a major impact on the use of rapid on-site detection methods. The
cost is primarily dictated by the number and quantity of enzymes used
during the reaction. Although on-chip methods may reduce the

overall comparison
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TABLE 1 Comparison of different isothermal amplification methods.
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Amplification Reaction Preferable target Difficulty of primer Number of enzymes Reaction
method time length design used temperature

LAMP 20-60 min <300 bps Moderate 1 60°C-65"C
HDA 20-60 min 70-120 bps Simple 2 37 or 65°C
RPA 10-20 min <500 bps Difficult 3 37°C-42°C

explained in several articles (Daher et al., 2016; Lobato and O’Sullivan,

200053 articles reviews 2018; Matthew et al., 2018). No report on automatic primer design

wave [ R software has yet been published, but the literature contains mention of

rea [ B several tools that could help researchers to screen several primer
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FIGURE 4

The number of papers on isothermal amplification methods

published over the last 15 years. Solid color regions represent the
number of research articles; hatched regions represent the number of
reviews.

volume of reaction solution required, researchers have observed based
on experience that there is a minimum amount required to
successfully carry out the reaction. On the other hand, restrictions
also arise from the detection method employed. For instance, LAMP-
amplified products are fragments of different lengths with a repeating
sequence of target nucleic acid; in this case, detection methods based
on DNA hybridization probes cannot offer ideal detection. RPA-
amplified products contain a large amount of enzyme residue, which
will affect the result of electrophoresis or use of certain fluorescent
dyes. For this reason, the detection of RPA-amplified products is often
completed with the help of nucleic probes (Li et al., 2020b; Liu et al.,
2021).

Although LAMP provides excellent specificity and an excellent
amplification rate, its primary drawbacks are the limitation on target
DNA length and the complex structure of the amplicon. The optimal
target length for LAMP is less than 300bps, and it is not
recommended for amplification of target DNA longer than 500 bps
(Pumford et al., 2020). As discussed above, the shape of the amplicon
brings an added challenge to the detection process. However, the
byproduct magnesium pyrophosphate also allows for indirect
detection; this is discussed in the third section of this review.

The primary drawback of RPA is the high level of difficulty of
designing primers. Since RPA operates at a relatively low temperature,
secondary structures formed by longer primers are not denatured, and
this could result in unsuccessful amplification; the use of primers
within the range of 30-45 base pairs is recommended. Other key
parameters affecting RPA primer design include GC content, target
region, termini sequence, etc.; their influence have been discussed and
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candidates for further optimization (Matthew et al., 2018; Li et al,,
2020b). The second drawback of RPA is its limitation on the choice of
target sequence. Although RPA is capable of amplifying long
sequences, up to 1.5kb, it is better suited to short sequences
ranging from 80 to 400bps, and preferably between 100 and
200bps (Daher et al., 2016; Lobato and O’Sullivan, 2018).
Fluorescent detection of RPA product is expensive due to the need
for a fluorescence probe, which is why RPA product is often detected
using lateral flow strip or other non-fluorescent detection methods.

Figure 4 illustrates the number of papers published on the theme
of various amplification methods; data were obtained from the core
database of the Web of Science and the MEDLINE database on
7 November 2022. As this figure demonstrates, LAMP and RPA
are drawing increasing amounts of attention, while HDA is
declining in relative appeal. This is mostly due to obstacles in
screening for more effective helicase. Because of the absence of a
heating step, HDA is limited by the low denaturation efficiency of
DNA helicase, leading to low specificity and an unstable amplification
rate. Several studies have introduced nanoparticles in order to
suppress primer dimer formation or to prevent binding between
the template and proteins as a way to improve the specificity and
speed of HDA (Chen et al., 2017; Sedighi et al., 2017). However, this
greatly increases the cost of amplification, and researchers are still
seeking more practical solutions.

3.2.2 On-chip isothermal amplification

The reaction system for isothermal amplification is quite simple,
which makes the corresponding chip design simpler than in the case of
on-chip PCR. The same apparatus could be shared by most on-chip
isothermal amplification methods, since the only difference in the
amplification protocol is the heating temperature. The major
difference in chip design arises from differences in sample
preparation and detection strategy. Various pumping mechanisms
have been used to mix the reagent and sample, such as centrifugal
mechanisms (Soares et al., 2021; Zhou et al., 2021), a syringe pump
(Hardinge et al., 2020; Natsuhara et al., 2020), a peristaltic pump
(Najjar et al., 2022), magnetic force (Sharma et al,, 2022), capillary
forces (Zhu et al.,, 2020), etc. A serpentine channel is also used for
amplification to provide homogeneous and effective heating. Tsougeni
et al. (2019) carried out an HDA reaction in a 60 cm serpentine
channel with a total volume of 30 puL. The results indicated that
amplification efficiency was 96% relative to data obtained by using
a conventional thermal cycler. In the case of direct amplification,
several teams have introduced extracted sample directly into the
reaction chamber without purification (Zhu et al, 2020; Nguyen
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TABLE 2 Performance of 40 on-chip PCR systems. Total times marked with * indicate a value calculated based on protocols described in the relevant article; other values are quoted directly from the article.

Limit of References

detection

Driving force Number of Single Total Flow rate/Temperature

change rate

Sample
volume

Potential for high-
throughput testing

cycles cycle time time
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negative pressure 40 75s 62 min* — — — Epidermal growth factor receptor NO Yin et al. (2020b)
gene mutation
syringe pump — — 8 min 5 s* — 0.1-2 uL/min 50 uL Porphyromonas gingivalis YES Yang et al. (2022)
Tannerella forsythia, Treponema
denticola
liquid pump 40 90 s 72 min* — 0.4 pL/min 5uL Colla corii asini NO Sheu et al. (2022)
syringe pump 27 120's 56 min* — — 0.5 uL Yeast expression vector YES Madadelahi et al. (2019)
syringe pump 30 — — — 0.773-0.889 mm/s — — NO Whulanza et al. (2017)
syringe pump 25 90 s 56 min* = 10> CFU 5 mL/min 10 pL Escherichia coli O157:H7 NO Trinh et al. (2018)
syringe pump 40 65 48 min 10> CFU/mL 0.25 mL/min 12 uL Salmonella NO Wang Y et al. (2021)
20 s*
— 40 60 s <lh 1 copies/uL — 5uL Swine disease YES Jiang et al. (2021)
stepper motor — — 8 min — 0.001-0.02 m/s — Bacterial 16S ribosomal DNA NO Li et al. (2020)
— 45 60 s 45 min* 50 copies — 50 uL HPV NO Zhu et al. (2019)
— 45 75s 66 min 15 s — heating rate: 15°C/s cooling 10 pL HBV YES Battaglia et al. (2019)
rate: 10°C/s
syringe pump 25 15s <13 min — <0.5 mL/h 10 puL Genetic markers NO Ragsdale et al. (2016)
syringe pump 50 26's — — — 10 L Human Genomic DNA template — Barman et al. (2018)
self-activated 40 50s =63 min* — 50s/cycle 20 uL H7N9 NO Wang Z et al. (2019)
micropump
peristaltic pump 30 75s 50 min — heating rates: 1.5°C/s cooling 20 uL HPV NO Liu et al. (2017)
rates: —2.0°C/s
stepper motor 35 40's 13 min 20 s 125 CFU/uL 100 V/cm 50 uL 16S rDNA of periodontal NO Li et al. (2019)
pathogens
peristaltic pump 30 10s <5 min — 5 pL/min 25 ul Mouse GAPDH housekeeping NO Moschou et al. (2014)
gene
self-activated 40 =60 s 40 min* — 8.5 uL/min 40 pL HBV NO Wu and Wu, (2019)
micropump
syringe pump 40 60 s <120 min* 10 copies 47 pL/min 0.1-10 pL — YES Hatch et al. (2014)
hydrostatic pressure 30 — — — 0.006 mL/min — — NO Chen et al. (2016)
microfluidic pump 40 33s 32 min* 10 copies/uL — 70 uL RNA virus NO Fernandez-Carballo

et al. (2018)

(Continued on following page)
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TABLE 2 (Continued) Performance of 40 on-chip PCR systems. Total times marked with * indicate a value calculated based on protocols described in the relevant article; other values are quoted directly from the article.

Driving force Number of Single Total Limit of Flow rate/Temperature Sample Potential for high- References
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cycles

cycle time

time

detection

change rate

volume

throughput testing

syringe/peristaltic 35 85s 85 min — heating rate: 6°C/s cooling rate: 6 uL B-actin gene YES Cui et al. (2017)
pumps 4°C/s
syringe pump 27 120's 50 min — — 10 pL — YES Madadelahi et al. (2019)
syringe pump 25 29s =15 min — — 25 uL Synthetic pPGEM-T vector inserted NO Trinh et al. (2017)
with the TTF-1 target gene
syringe pump 30 — <25 min — 2 pL/min 20 uL C. condimenti and E. coli O157: NO Trinh et al. (2016)
H7 DNA
syringe pump 20 — ~20 min 0.3 x 10* CFU 2 pL/min — E. coli O157:H7 and NO Trinh and Lee, (2018)
Salmonella spp.
peristaltic pump 36 — =30 min — 1 uL/min 15 uL Human cell lines: BC-3 and IBL-1 NO Snodgrass et al. (2016)
syringe pump 25 — — — <1 mL/h — — — Thomas et al. (2017)
syringe pump 40 40's 30-40 min — water phase: 0.4 mL/h oil 50 uL HBV NO Li et al. (2020)
phase: 1.2 mL/h
pneumatic pump 30 75s 47.5 min* — — 10 L B-actin gene YES Trung et al. (2010)
magnetic force 25 36s 20 min 1.63 copies/uL — 0.5 uL Bacteriophage lambda YES Lok et al. (2012b)
syringe pump 32 — — — 60 uL/min: 5 mm/s — — NO Ghalekohneh et al.
(2020)
— 40 45s 35.5 min* — 20°C/s 100 nL Ebola virus NO Ahrberg et al. (2016)
centrifugal force 35 150 s 89.5 min* — heating rate: 0.7-0.8°C/s 7.5 uL Human serum YES Czilwik et al. (2015)
cooling rate: 0.9-1.0°C/s
syringe pump 35 260 s 165 min* — 400 pL/min 20 uL C. albicans NO Fuchs et al. (2019)
piezoelectrically 35 20s <15 min 5 fg/ul 45 pL/min 200 uL E. coli DNA YES Haber et al. (2017)
pumped
motor 30 90 s <30 min — — 5uL SSP150 DNA template YES Sugumar et al. (2012)
syringe pump 30 21s — 100 copies/mL 4 mm/s 55 uL Salmonella enterica Listeria YES Shu et al. (2014)
monocytogenes Escherichia coli
O157:H7 Staphylococcus aureus
capillary force 50 — ~30 min — — 50 uL B-actin, Escherichia coli AHIpdm NO Tachibana et al. (2015)
influenza virus Influenza virus
HIN1
syringe pump 35 =20s <30 min — 0.8 mL/min 10 uL KSHV/HHV-8 NO Jiang et al. (2014)
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TABLE 3 Performance of 30 on-chip isothermal amplification systems.

Amplification Driving Limit of detection Dynamic range Amplification Detection Sample References
method force time method volume

LAMP centrifugal 0.5 copies/uL 0.5~10 copies/uL 60 min fluorescence 4 uL SARS-CoV-2 Tian et al. (2020)
force signals

LAMP capillary 100 fg/uL 1 ng/uL~100 fg/uL 45 min gel electrophoresis 10 puL Cryptococcus Tian et al. (2022)
force 10°~10* CFU/mL

LAMP syringe pump = MYSV:11.1 ng/uL CCYV: — 20-60 min fluorescence 3.1l Tomato yellow leaf curl virus, melon yellow spot Natsuhara et al. (2020)

9.6 ng/uL virus, cucurbit chlorotic yellows virus

LAMP centrifugal E. coli: 0.0134 ng/uL — 30 min gel electrophoresis 100 uL E. coli, Salmonella spp., Staphylococcus aureus, Zhang M et al. (2021)

force Salmonella spp.: Vibrio parahaemolyticus
12 CFU/mL

LAMP centrifugal 10° copies/uL 10° ~ 10° copies/pL 30 min fluorescence — HPV Zhao et al. (2021)
force

LAMP syringe pump 10" copies/uL 10" ~ 10* copies/pL 45 min fluorescence — HBV Zhang et al. (2018)

LAMP centrifugal 100 copies/uL — within 45 min colorimetric 20 uL Porcine epidemic diarrhea virus, transmissible Wen et al. (2022)
force method gastroenteritis virus, porcine rotavirus, porcine

circovirus type 2

LAMP — 50 ng/uL — 40 min fluorescence 14 pL Carbapenemase-producing organisms Wu et al. (2022a)

LAMP — 10° PFU/200 pL 10" ~ 10° PFU/mL 40 min fluorescence 2 uL Dengue virus Yoo et al. (2020)

LAMP capillary — — 30 min colorimetric 3uL SARS-CoV-2 Donia et al. (2022)
force method

LAMP capillary 0.34 fg/uL 10-1 x 107 pg/uL 40 min colorimetric 1uL Prostate cancer 3 biomarker Wang et al. (2020a)
force method

LAMP centrifugal 10°~10° copies 10 ~ 10° copies/pL 30 min fluorescence 10 uL COVID-19 Soares et al. (2020)
force

LAMP centrifugal 10 copies/mL 10 ~ 107 copies/pL 40 min fluorescence — SARS-CoV, MERS-CoV, SARS-CoV-2, HCoV- Xiong et al. (2020)
force 229E, HCoV-0C43, HCoV-NL63, HCoV-HKU1

LAMP magnetic 500 virions/mL 2.8 x 107-28 copies/mL 45 min colorimetric 100 pL HCV Sharma et al. (2022)
force method

LAMP syringe pump 100 to 10000 copies/pL 5.5x10"-6.3x10° within 30 min fluorescence 6.4 uL S. equi, S. zoo, EHV1 EHV4, EIV, H3N8 Sun et al. (2020)

copies/mL
LAMP syringe pump 10* per chamber 1.32 x 10°-.32 x 107 50 min fluorescence 1L E. coli, S. Typhimurium, V. parahaemolyticus Nguyen et al. (2020)
copies
LAMP push pressure 14 CFU/mL 1.4x10'-1.4 x 30 min turbidity of the 250 pL Viable Salmonella Wang et al. (2020b)
10° CFU/mL reaction

(Continued on following page)
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TABLE 3 (Continued) Performance of 30 on-chip isothermal amplification systems.
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Amplification Driving Limit of detection Dynamic range Amplification Detection Sample References
method force time method volume

RPA capillary 1 copy/uL — 15 min lateral flow 30 uL COVID-19 Liu et al. (2021)
force detection

RPA negative 10 bacterial cells — 30 min fluorescence 10 puL E. coli, Listeria monocytogenes, Salmonella Yin et al. (2020a)

pressure enterica

RPA centrifugal 1 copy/uL — 20 min fluorescence 75 uL SARS-CoV-2 Chen Z et al. (2022)
force

RPA centrifugal S gene: 0.68 fM Orflab — 10 min fluorescence 1L SARS-CoV-2 Cao et al. (2022)
force gene: 4.16 fM

RPA centrifugal 1.02 copies/uL 1.02-2.04 x 10° copies 20 min fluorescence 2.5l Norovirus Qin Z et al. (2021)
force

RPA — 1 copy/reaction — 5-10 min fluorescence 5uL L. monocytogenes Luo et al. (2022)

RPA — 10 copies — 15 min fluorescence — HPV Yin et al. (2020¢)

RPA syringe pump — — 10-30 min gel electrophoresis 1uL E. coli Georgoutsou-Spyridonos

et al. (2021)
HDA push pressure 10 CFU 10° ~ 10' CFU 30 min fluorescence 50 ng DNA E. coli Mahalanabis et al. (2010)
HDA — 100 CFU 3~more than 60 min chip image 5ul Staphylococcus aureus Frech et al. (2012)
100,000 CFU/swab
HDA — 1 CFU 1-250 CFU/reaction 45 min colorimetric 2 uL mecA gene Pasko et al. (2012)
method
HDA — 1.25 x 107 pg 125-2.5 x 107 pg 30 min gel electrophoresis 5mL Clostridium difficile Huang et al. (2013)
HDA syringe pump 10 cells below 500 cells 30 min gel electrophoresis 100 uL Foodborne pathogen Tsougeni et al. (2019)
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TABLE 4 Performance of 30 on-chip nucleic acid detection systems.

10.3389/fbioe.2023.1020430

Detection Linear range Qualitative/ End References
method Quantitative point/
Real time
SERS 102.0 pg/L — qualitative end point Teixeira et al.
(2020)
SERS 3-4 CFU/mL 1-10° CFU/mL quantitative end point Zhuang et al.
(2022)
fluorescence E. coli, P. mirabilis, and S. typhimurium: — quantitative real time Li et al. (2020¢)
1 CFU/uL S. aureus: 10 CFU/uL
fluorescence Singleplex assays: 2.5 x 10' DNA copies for — semi-quantitative real time Behrmann et al.
both khe and blaNDM-1 Duplex assay: 2.5 x (2020)
10' DNA copies for khe and 2.5 x 10> DNA
copies for blaNDM-1
fluorescence Escherichia coli: 17.15 ng/uL DNA Escherichia coli: 17.15-137.2 ng/uL DNA quantitative end point Guan et al.
Staphylococcus aureus: 5.67 ng/uL. DNA Staphylococcus aureus: 5.67-34.02 ng/uL. DNA (2022)
Pseudomonas aeruginosa: 16.47 ng/uL. DNA Pseudomonas aeruginosa: 16.47-197.58 ng/
uL DNA
fluorescence 1 x 10" copies/uL 1 x 10" to 1 x 10" copies/uL quantitative real time Zhang et al.
(2020)
fluorescence 2.8 x 10 ~° ng/uL — qualitative end point Zhou et al.
(2022)
fluorescence 5 copies/pL - quantitative end point Yin et al. (2022)
fluorescence 89 CFU/mL — quantitative real time Wu et al.
(2022b)
fluorescence 10 DNA copies 35 pg (10 haploid genome copies) to 350 ng quantitative real time Khodakov et al.
(105 copies) (2021)
fluorescence 1x 10" copies/pL 1x 10" to 1x 10° copies/pL quantitative end point Meng et al.
(2021)
fluorescence 10 bacterial cells — quantitative end point Yin et al.
(2020a)
SPR 10 pg/mL 107 to 107" g/mL qualitative real time Hsieh et al.
(2022)
SPR 0.1 nM — quantitative real time An et al. (2021)
colorimetric 5 copies/uL — qualitative end point Dong et al.
(2021)
colorimetric — — qualitative real time Uddin et al.
(2021)
colorimetric — — quantitative end point Thio et al.
(2022)
colorimetric Sau and Sal: 10* copies/uL; Sty, Pae, and Eco: — qualitative real time Liu D et al.
10'copies/uL (2020)
colorimetric 30 CFU mL™ 10*-10” CFU-mL-1 semi-quantitative end point Yu Q et al.
(2021)
colorimetric 100 copies/pL — qualitative end point Wen et al.
(2022)
colorimetric 10°-10* CFU mL™ — qualitative end point Jin et al. (2020)
quantum dot 0.11 pmol L™ 0.50 pmol L™'-50 nmol L™ quantitative end point  Kokkinos et al.
(2018)
quantum dot 50 pmol 50-200 pmol qualitative end point Nguyen et al.
(2020b)
LFA 1 copy per pL or 30 copies per sample — qualitative end point Liu et al. (2021)
LFA 0.88 TCID50/mL 10'-10° TCID50/mL qualitative end point Chavan et al.
(2019)
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TABLE 4 (Continued) Performance of 30 on-chip nucleic acid detection systems.

10.3389/fbioe.2023.1020430

Detection Linear range Qualitative/ End References
method Quantitative point/
Real time

LFA 5 x 10°* CFU/mL 10° CFU/mL to 10* CFU/mL qualitative end point Lu et al. (2020)

LFA 10-100 IU/mL — qualitative real time Bai et al. (2020)
electrochemical 10° CFU/mL 10%> ~ 10° CFU/mL quantitative real time Park et al.

(2021)

electrochemical 7.4 M — quantitative real time Liu et al. (2022)

et al., 2022). Novel fabrication methods have also proposed to ease
manufacture of chips and reduce costs. Behrmann et al. (2020) used
3D printing to manufacture monolithic microfluidic chips for use in
RPA reaction. They present an improved post-curing protocol to
avoid autofluorescence and fluorescence drift, avoiding the need for
further surface treatment.

Microfluidic methods are capable of achieving detection of
multiple targets in the same sample by dividing the sample into
several parallel reaction chambers (Yoo et al., 2020; Wen et al.,,
2022). However, the high amplification rate is likely to cause
cross-contamination between each chamber. Most studies have
used a thin film to seal the reaction chambers after sample
injection (Wen et al., 2022), but this step also requires a skilled
operator to avoid cross-contamination. Wax sealing could be used
to seal each reaction chamber without requiring open-lid
operation. Nguyen et al. (2022) installed wax valves (melting
point 58°C-62°C) in each channel; after sample injection, a
short period of heating was applied to melt the wax valves and
seal the reaction chambers. Oil sealing does not require heating
and is easier to control. Tian et al. (2022) preloaded mineral oil
into syringes and injected this into each reaction chamber to
complete the sealing process.

Many efforts have been made to increase test throughput. A
disk-like centrifugal chip has a condensed fluidic pattern and can
achieve very high throughput. Zhou et al. (2020) used a
commercialized multi-channel disk chip containing four sets of
microfluidic channels, each of which had eight reaction chambers.
Their chip could test eight targets, including one negative control,
in four different samples, and was used for rapid screening of
emerging and re-emerging enteric coronaviruses in swine.
Similarly, Nguyen et al. fabricated a centrifugal disk that could
carry out 30 LAMP reactions for sex-typing (Van Nguyen and Seo,
2021).

3.3 Summary of on-chip methods of DNA
amplification

The results of 40 studies of on-chip PCR systems are listed in
Table 2. More studies than this were identified altogether, but we
highlight only certain examples that are more recent or in which
the system exhibited improved performance in rapid detection;
the reader may find the remaining studies in the Supplementary
Materials. Most of the PCR chips investigated were able to
complete the reaction within 1h, and the quickest could do so
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within 10 min. In general, continuous flow PCR chips are more
time-efficient due to the removal of heating/cooling processes, and
they can be easily connected to another microfluidic chip for
detection of amplicon. Stationary chamber PCR chips have higher
throughput. Based on the timelines reported in the listed studies,
we draw the conclusion that the serpentine channel has become a
mainstream design for on-chip PCR. The main reasons are the
convenience of retrieving the amplification solution compared to a
closed-loop structure and higher-precision temperature control
compared with a spiral structure.

On-chip PCR methods are facing two challenges. The first is
their weak potential in the area of direct amplification. The second
is how to manage the balance between simplicity of the device and
high-precision temperature control. Efforts have been made to
make sure that the temperature inside each reaction chamber is
the same as the value measured by the sensor and to minimize the
temperature gradient among different reaction chambers to
improve uniformity of the results. In continuous flow PCR
chips, the temperature gradient between different temperature
zones may cause non-specific amplification. Several works have
reported the addition of temperature gaps to isolate temperature
zones, thereby reducing the amount of heat transferred. Other
researchers have simplified the system by carrying out the
extension and annealing steps in the same temperature zone
(72°C). On the other hand, continuous flow PCR chips do not
monitor temperature dynamically, which means a less complicated
heating system is required. In addition, flow velocity has an impact
on temperature control in continuous flow chips, because the
solution carries heat to other temperature zones as it travels
the thus, should not
unthinkingly increase the flow rate to reduce reaction time
(Moschou et al., 2014).

Isothermal

through microchannel; researchers

amplification methods enable nucleic acid
amplification at a constant and moderate temperature (normally
below 65°), and their specificity is not strongly affected by
precision of temperature control. In some cases, sunlight and body
heat can provide sufficient temperature control, which has facilitated
the design of portable devices (Rathore et al., 2019). Moreover, on-chip
isothermal amplification has displayed better potential for use with
rapid detection than on-chip PCR methods. In Table 3, we list
reported details of the performance of 30 on-chip isothermal
amplification systems. In general, isothermal methods can save
10-15min compared to PCR. Amplification time is generally
between 15 and 40 min; in the quickest case, amplification can be

completed in 5 min. Multiple reactions take place asynchronously
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without disturbance arising from denaturation. However, the high
amplification rate is likely to cause aerosol contamination or carry-
over contamination. On-chip methods can avoid open-lid operation,
and they are considered to be a complementary strategy for isothermal
amplification. Unfortunately, in most studies described in the listed
articles, the amplicon was collected for further analysis, which would
increase the possibility of false positive or aerosol contamination.
Moreover, the three isothermal methods discussed here are highly
tolerant to the presence of inhibitors in the lysate, which makes them
suitable for direct amplification and could further reduce the total time
to detection.

For both amplification methods, the primary obstacle for
testing of multiple targets is the addition of different primers to
multiple reaction chambers. In some studies, primers have been
freeze-dried and preloaded to avoid cross-contamination (Chen
et al., 2020b; Nguyen et al., 2022). In continuous flow PCR chips,
the reaction solution could be separated with an oil phase in a
similar way to the method used in digital PCR to test multiple
targets (Jia et al., 2018). However, the surface tension needs to be
carefully calculated and high-precision flow manipulation is
required to keep the droplets in shape.

4 Rapid on-chip detection methods

In this section, we discuss the principle and application of several
rapid on-chip methods for the detection of different types of amplicon.
The performance of these methods is evaluated according to their
speed, detection
difficulties, and potential for mass production and high-throughput

limit, equipment requirements, operational

testing.

4.1 Lateral flow assay

Lateral flow assay (LFA) or lateral flow detection (LFD) has been
widely used in the analysis of DNA amplicon; it could be regarded as
the simplest paper-based microfluidic detection method. The most
common type of lateral flow assay comes in the form of test strips that
contain a sample pad, conjugate pad, nitrocellulose filter membrane
with two test lines (for the sample and a positive control), and
absorbent pad. First, the amplified DNA sample is injected onto
the sample pad; the strip is then put into the migration buffer. The
buffer flows along the strip, driven by capillary force; the DNA sample
conjugates with gold nanoparticles (AuNPs) or other labels to form a
sandwich-like structure that is captured by recognition elements, such
as antibodies or DNA probes, immobilized on the test lines. Finally,
the redundant labels are captured on the control line to create a second
red line that validates the result. Recent studies have optimized the
detection limit of LFA strips to achieve a very low level. Yin et al.
designed lateral flow assay methods for the detection of sheep- and
pig-specific PCR products for purposes of meat authentication; the
detection limit was reported to be 10 fg target DNA in each sample
(Yin et al,, 20165 Yin R. et al., 2020). The detection limit of LFA strips
could be further improved by correlating the result with more
sophisticated labels. For instance, Deng et al. (2018) used quantum
dots in place of AuNPs to enhance the sensitivity and accuracy of HIV-
DNA detection; the detection limit reported was 0.76 p.m. Takalkar
et al. (2017) used fluorescent carbon nanoparticles as labels on the
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DNA probe; the detection limit was 0.4 fM, 4-6 orders lower than
achieved in LFA based on AuNPs. Another form of lateral flow assay
makes use of a cotton thread-based format. Cotton thread-based
devices have advantages in terms of their small size, low price, and
ease of manipulation. The principle of cotton thread-based LFA is
similar to that of strip tests. The strip is replaced by a cotton thread,
while the nitrocellulose filter membrane is replaced by a layer of wax.
Du et al. (2015) developed a cotton thread-based device for rapid
detection of nucleic acid; the detection limit was reported to be 2.5 nM.
simplify the
preparation of the sample pad and decrease the speed of lateral
flow; such modification has been reported to produce a fourfold
enhancement in the sensitivity of this method (Diaz-Gonzalez and
de la Escosura-Muiiiz, 2021).

LFA is one of the most successfully commercialized detection

Hydrophilic cotton thread modification could

methods, with a well-developed and cost-effective mass production
technique and user-friendly protocol. LFA can be adapted for use with
most nucleic acid amplification methods, including PCR, LAMP, RPA,
and HDA, but it is most commonly used to analyze RPA amplicons.
As mentioned above, fluorescent detection of RPA amplicons requires
a fluorescence probe and is more expensive than other amplification
methods (Bai et al., 2020). The result of LFA can be easily detected by
the naked eye, and detection is not time-consuming. The detection
times of four examples of LFA detection, listed in Table 4, are 2-5 min,
5 min, 10 min, and 5 min, respectively. For all these reasons, LFA
strips have been widely used in qualitative testing (species
authentication, clinical diagnosis, etc.) Recent advances in lateral
flow detection have overcome its difficulties in multi-target
detection and quantitative detection. Ma et al. (2020) used
multiple-target lateral flow dipsticks to detect RPA-amplified
Staphylococcus aureus, Vibrio parahaemolyticus, and Salmonella
Enteritidis; the results were read using a handheld reader, and the
detection limits were 2.6 x 10" CFU/mL, 7.6 x 10" CFU/mL, and 1.29 x
10" CFU/mL, for each of these three targets, respectively. The total
detection time, from amplification to reading, was 15 min.

4.2 Fluorescent and colorimetric detection

In the domain of nucleic acid detection, fluorescent dye can find
applications based on its interaction with double-stranded DNA, or
can be incorporated alongside other nanostructures as a fluorescent
label. Fluorescent dye can directly emit light distinguishable by the
naked eye, thus providing visual confirmation of DNA amplification,
but the light signal increases greatly under excitation by UV light.
Many sensitive devices, such as a CCD camera, fluorescent
microscope, or UV-Vis spectrometer, are used for thorough
analysis of fluorescent signals, but these devices often require a
stable workplace to prevent interference from external light or
oscillation. As a result, there are two approaches used in
fluorescent rapid detection methods: qualitative end-point detection
with visual confirmation; and quantitative or semi-quantitative real-
time detection with portable devices.

Zhou et al. (2022) prepared a multi-chamber chip with a paper-
disk and thin PDMS film for simultaneous detection of Escherichia coli
O 157:H7, Salmonella spp., and Staphylococcus aureus. A portable
device based on a smartphone was fabricated for end-point detection.
Two UV lights powered by the smartphone battery were installed in a
3D-printed dark box; parallel installation meant that they provided
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TABLE 5 Overall evaluation of several detection methods.

Method Characterization of quantitative

accuracy

Throughput

10.3389/fbioe.2023.1020430

Operator skill
requirements

Equipment
requirements

Cost per
test

LFA Qualitative/semi-quantitative Low Low Low Low

Fluorescent Semi-quantitative/quantitative High Medium ‘ Medium High
Optical Excellent High High ‘ High Medium

Electrochemical High Medium Medium ‘ Medium Low

uniform excitation. The detection signal was collected and analyzed by
smartphone. The entire detection set cost only $120 and weighed less
than 300 g; the detection limit was 2.8 x 10~ ng/uL. Li et al. (2020c)
used a high-intensity light-emitting diode (LED) to excite fluorescent
dye and a photomultiplier tube to record the signal in real time. Eight
reaction chambers carried out a LAMP reaction for four pathogenic
bacteria and a negative control; the best LoD obtained for these targets
was 1 CFU/uL. Fluorescent dye can also be used to detect byproducts
of the LAMP reaction instead of binding diretly with amplicons.
During the amplification process in LAMP, Mg*" is consumed and
turned into white precipitate. However, observation of this precipitate
with the naked eye is not always reliable. In many studies, fluorescent
dye (such as calcein or SYBR Green) has been added to create a more
conspicuous light green color for easy detection. Zhang M. et al. (2021)
embedded calcein-soaked paper in the reaction chamber for direct
detection of LAMP products.

Digital nucleic acid detection uses an oil phase to divide the
reaction solution into thousands of droplets prior to amplification.
Each droplet contains either 0 or 1 original copies of the target DNA.
As a result, the fluorescent signal obtained from these droplets can be
processed using Poisson statistics to estimate the amount of nucleic
acid in the original sample. This method provides rapid and highly
accurate quantification of target DNA. Yin et al. (2020b) designed a
self-priming digital PCR chip with a four-layer structure and six
detection areas; this design enables the pre-introduction of specific
reaction mix into certain detection areas and lowers the instrument
and reagent requirements for multiplex detection. The use of digital
methods is not limited to the domain of PCR; many on-chip detection
methods have been reported for digital LAMP or digital RPA. Peng
et al. (2020) designed a centrifugal droplet-based chip for application
of digital LAMP. Traditional centrifugal chips suffer from droplet
coalescence because the droplets are tightly packed. The design by
Peng et al. optimized for droplet emulsification, using oil-storage
structures to control the thickness of the oil film and prevent
coalescence; the reported dynamic range was 10" to 10* copies per
uL. However, digital methods require a long time to be spent on
droplet formation and also require high-quality fluid control, which
will affect the speed and cost of on-site detection. Luo et al. (2022)
prepared a hydrogel nanofluidic chip for hydrogel RPA (gRPA) as a
replacement for digital RPA. Under this approach, the movement of
nucleic acids is restricted inside a hydrogel, and the end-point
fluorescent image of the hydrogel can be used for quantification;
this method reduces total time for amplification and detection to
5min. A novel “random overlapping theory” was used instead of
Poisson statistics to analyze the fluorescent image, and the detection
limit was optimized to achieve detection of a single copy.

Despite its convenience, fluorescent dye is reported to slightly
inhibit the PCR process and is more likely to bind with GC-rich
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sequences (Haukur et al, 2007). Moreover, fluorescent dyes are
limited by their fluorescent efficiency, short lifetime, and risk of
photobleaching. Quantum dots have been selected as an alternative
to fluorescent dyes. Nguyen et al. (2020b) formed a quantum
dot-DNA conjugate with semiconductor quantum dots and target
oligonucleotides; this structure was used in a similar way to Forster
resonance energy transfer (FRET) probes to quantify oligonucleic
targets.

Fluorescent detection and colorimetric detection methods are
capable of detecting multiple DNA targets through the careful
design of labels that emit light signals at different wavelengths.
Shen et al. (2022) fabricated a digital microfluidic device that
detects multiple RNA targets at three different excitation
This
convenient method for multipurpose detection, but the high

wavelengths. provides a visually clearer and more

cost of multiple labels and high design complexity are
disadvantages of this approach.

4.3 Non-fluorescent optical detection

Optical detection is based on various optical phenomena:
emission, absorbance, and scattering of light, surface plasmon
resonance, etc. The most intriguing advantage of optical detection
methods is their high precision in the implementation of quantitative
analysis. On the other hand, optical detection is highly demanding in
terms of the need for a stable and lightproof platform to avoid
disturbance from the working Although the
components required to control the optical behavior of the system

environment.

and maintain a suitable working environment are rather expensive,
some studies have succeeded in applying these methods in rapid on-
site detection.

Surface-enhanced Raman spectroscopy (SERS) involves enhanced
Raman scattering of molecules absorbed on or near a SERS-active
surface; it is widely used in sensitive detection of biomolecules. Zhuang
et al. (2022) designed a microfluidic paper-based device (WPAD) for
super-sensitive SERS detection of RPA amplicons. Under this
approach, SERS probes were first introduced to the pPAD; a
Casl2a trans-cleavage system was added after drying. The solution
then migrated within the yPAD and reached the detection zone;
finally, SERS was used for sensitive detection. The entire process
took less than 15 min. Teixeira et al. (2020) developed a microdroplet-
LAMP-SERS platform for real-time detection of foodborne pathogens.
The various lengths of LAMP products lead to variability in their SERS
fingerprints, which makes direct detection very difficult.
Multifunctional gold nanoparticles were used as a Raman reporter
and Mg chelating agent, enabling indirect detection of insoluble

LAMP byproducts.
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Surface plasmon resonance (SPR) is a phenomenon caused by the
evanescent wave formed when monochromatic light reflects off the
surface of a thin metal film (Lu et al., 2021). An SPR sensor measures
the refractive index, angle of refraction, or energy of the reflected light
to deduce mass change on the thin metal film. Its signal is highly
proportional to the mass attached to the metal surface and provides
highly accurate quantification of this. Hsieh et al. (2022) combined
microfluidic PCR with the use of an SPR sensor to detect DNA
sequences. DNA probes were immobilized on an SPR chip to
capture PCR-amplified target sequences; the detection limit was as
low as 107" g/mL. The signal obtained within 36 min was equal to the
signal obtained after 105 min using traditional methods, representing
greatly improved sensitivity. An et al. (2021) designed a label-free
multi-target regenerable SPR sensor for DNA detection. Flow cells
were first functionalized with dextran-streptavidin; subsequently,
biotinylated probes targeting different sequences were immobilized
on this layer, and the SPR chip could be regenerated after each use with
NaOH and glycine-HCl. Their sensor is capable of being stably
regenerated more than 100 times over the course of 20 days while
maintaining good reproducibility of test results, which means that it
could function as an economical long-term detection platform.

4.4 Electrochemical detection

Electrochemical detection of nucleic acid has a variety of
high
portability, a relatively low cost, and a simple system design that

advantages, such as rapid response, selectivity, good

comes with easy manipulation. Improvements in MEMS and
nanotechnology have also brought about more options and better
the to build
electrochemical sensors and highly integrated devices for high-

performance in electronic components used
throughput testing. Under this method, electrodes are used to
transduce biotic information into electrical signals, including
impedance, resistance, voltage, and current.

Probes that can recognize a specific target are often
immobilized on the surface of electrodes to generate or enhance
the detection signal. Nucleic acid strands, antibodies, enzymes, and
molecular imprint polymers are the most popular choices of probe.
Methods of electrode surface functionalization have been well-
developed in previous studies; the binding principles include but
are not limited to gold-thiol self-assembly, biotin-streptavidin
interaction, electrostatic adsorption, and amide bond formation
(Baig et al.,, 2018). These probes are sometimes connected with
other labels to further increase the system’s sensitivity and lower
the limit of detection. The sequence-specific hybridization process
of DNA is the most simple and effective probe design for detection
of nucleic acid: under this approach, the complementary sequence
of the target is functionalized on the electrode, and once the
hybridization process begins, it will alter the electrical signal
received by the sensor. Cinti et al. (2018) fabricated a paper-
based strip for electrochemical detection of single- and double-
stranded DNA, in which oligonucleotides tagged with methylene
blue are immobilized on the surface to enhance charge transfer; the
detection limit of this method is 3 nM for single-stranded DNA and
7 nM for double-stranded DNA. Instead of hybridizing the target
sequence on the probe, researchers could form DNA structures
without a target sequence, then break these and rebuild a more
stable structure with the presence of target DNA in order to
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generate a signal. Zhang et al. (2018) immobilized two hairpin
probes on the electrode surface, then opened the hairpin structures
through hybridization of target DNA; subsequently, cyclic
amplification of the DNA was triggered for signal amplification
while the target DNA was released for the next cycle. This design
enabled the simultaneous detection of two target DNA sequences at
fM levels of concentration. The detection process could also target
the byproducts of nucleic amplification, including electrons
transferred during the process, in order to simplify the
mechanism. Duarte-Guevara et al. (2016) designed a sensing
technique that employs a field-effect transistor for transduction
to detect foodborne bacterial pathogens after a LAMP process;
rather than recognizing the amplified sequences, this method
measures the pH change caused by the reaction.

The easiest way to implement on-chip electrochemical detection is
to install electrodes at the bottom of the reaction chamber, or to dip the
electrodes directly into the reaction solution. Park et al. (2021)
designed an integrated circuit for use inside a pumpless
microfluidic chip; PCR-amplified product was electrochemically
detected via squarewave voltammetry. Screen-printed electrodes
(SPEs) enable miniaturization of the electrodes; these are also low
in cost and disposable, which is important in building a highly
integrated on-chip detection system with highly repeatable results
(Hernandez-Rodriguez et al., 2020). Another possibility is to fabricate
the circuit directly on the chip; this approach requires high-level
microfabrication technology. For instance, Horny et al. deposited a Ti/
Pt metal layer onto a glass substrate to function as electrodes, then
deposited another layer of CNx for surface modification (Horny et al.,
2020). This layer was combined with a PDMS layer to form a detection
chip for microRNA.

4.5 Summary of on-chip DNA detection

In Tables 4 and Tables 5 we present a comparison of studies of on-
chip DNA detection published in recent years and evaluate the general
features of the detection systems examined. Novel developments in
nucleic acid testing methods have focused on parameters including
LoD, sensitivity, and linearity of the signal, among others. LoD is the
most important of these parameters: a lower detection limit requires
fewer cycles (or less time) for amplification, which improves the speed
of detection. Optical detection methods offer the best precision, but
they need to compensate for the errors arising from light passing
through transparent chip material. Ideally, detection methods should
be able to withstand external interference, such as from vibration or
light, in order to achieve better on-site performance; optical methods
require many precautionary measures in this matter. LFA is the
method least affected by the working environment and offers a
good LoD for qualitative detection (this can be as low as the pM
range), but it is not suitable for quantitative detection due to the
inaccuracies introduced by the use of handheld strip readers (Yu |
et al.,, 2021).

The introduction of an additional separation or cleavage
procedure could be an effective way to improve the outcome of
the detection process. For instance, on-chip detection methods
add
pretreatment to improve accuracy. Li et al. (2019) combined on-

sometimes electrophoretic separation as a form of

chip electrophoresis with a continuous flow PCR chip to achieve
rapid separation and detection of pathogen genes. Due to the short
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Graphicalillustrations of several recently developed “all-in-one” systems and integration methods. Images are adapted from: (A) Choi et al., 2018; (B) Shin
etal, 2018; (C) Dong et al., 2021; (D) Wang R et al., 2021; (E) Geng et al., 2020; and (F) Zheng et al., 2021. Permission to adapt and reproduce each image was

obtained from the original publisher.

the total time

electrophoresis is notably short. However, on-chip preparation

migration distance, required for on-chip
of the necessary gel introduces extra steps, including gel
formation, flushing, bubble removal, and sterilization, that may
prolong the nucleic acid testing process. CRISPR-Cas has also been
used in many on-chip detection studies. CRISPR-Cas can eliminate
non-specific signals from amplification and is considered to be a
complementary method for isothermal amplification. Chen Y. et al.
(2022) wused CRISPR-Casl2a-assisted RAA for SARS-CoV-
2 detection. They introduced a short-strand reporter with a
FAM fluorophore on 5 and quencher on 3’. Every RAA
amplicon could activate two CRISPR-Cas complexes; this
increased the cleavage rate of the reporter sequence and released
more fluorophore to enhance the signal. Similarly, Cao et al. (2022)
used CRISPR-Casl3a to lower the LoD of RPA amplicons using
LFA detection; the results were optimized to the fM level.

For on-site applications, any detection device is preferably highly
integrated or simplified to minimize the overall complexity of the
system. Electrochemical methods have strong potential to enable the
fabrication of a highly integrated device, but research in this domain
tends to focus solely on the detection step. The latest trend in
electrochemical detection is the use of flexible materials to produce
a wearable sensor for more convenient real-time monitoring (Mathew
et al,, 2021). This type of method is not compatible with on-chip
sample preparation and amplification, because the direct fabrication of
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on-chip microelectrodes requires high-level MEMS techniques, and
the implantation of flexible electrodes on a chip would mean the loss of
its advantages in small size and flexibility. Handheld spectroscopic
devices do offer advantages in terms of good portability, rapid
response, and easy manipulation; however, minimization of the
light source, probe, and spectrometer also leads to a decrease in
precision. Increasingly many research groups have introduced
smartphones into their methods of on-site detection, making full
use of the camera for collection of data or images, the memory chip
and hard drive for data processing, and the import and export
interface for data transfer. Not only does this approach excel in
terms of device size, it also provides a great advantage in terms of
the ability to send data over WiFi or the Internet to achieve large-scale
data processing.

5 All-in-one systems and future
perspectives

With recent developments in on-chip methods of nucleic acid
sample preparation, amplification, and detection, there has been an
emergence of “all-in-one” or “sample-in-answer-out” systems that
integrate all three steps into a single microfluidic system for automatic
nucleic acid detection (Li et al., 2021). Below, we identify those studies
that have aimed to develop methods of increasing the speed and
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accuracy of detection in this type of system and analyze their
advantages and disadvantages; this is followed by a discussion of
future trends and challenges.

5.1 Improving speed of detection

For most application scenarios, the priority of rapid on-site
detection should first be to provide sufficient sensitivity and LoD
to guarantee a reliable result; the next step should be to try to improve
the speed and throughput of the system as much as possible. The three
steps involved in rapid nucleic acid testing are closely related to one
other, suggesting that simply concatenating the fastest method for
each individual step is not necessarily the optimal strategy. For
instance, certain isothermal amplification methods have not been
found to provide much improvement in reaction speed compared
to traditional PCR methods; however, due to their high tolerance to
inhibitors, these isothermal methods can save a great deal of time
when they are combined with a direct amplification approach.
Although many on-site applications do not require an extremely
low detection limit, improved performance in the detection step
could relieve the burden on the amplification step. In particular, if
a lower LoD is achieved, fewer thermal cycles or less time will be
required in the amplification step.

5.2 System integration

Some recent examples of system integration are presented in
Figure 5 for a more vivid illustration of the possibilities. The
easiest way to integrate the three steps is to connect separate chips
via tubes. Tsougeni et al. (2019) connected three on-chip modules
using PEEK capillary tubes; the cell lysis and DNA purification
modules were fabricated on the same chip and connected to an
amplification chip. This form of integration is easy to design, but a
strong driving force is required to push the fluids through a long
channel. Moreover, the diameter of the tube has to be very small (the
aforementioned PEEK tube had an internal diameter of 150 um and
external diameter of 360 um) due to the small volume of sample (in the
range of 10 pL). A more common strategy is to design a multi-layer
chip in which the three steps are completed individually in different
layers (Li et al., 2020¢; Tian et al., 2022). This design can help to reduce
the size of chip via overlapping channels and can exploit gravity to
avoid back-flow or cross-contamination.

Another issue is the pumping force through a long channel with
tight bends. Although a single syringe pump may suffice, this imposes
certain limitations in the case of a highly automated and
multifunctional chip. Pumping mechanisms can also be combined
to facilitate the entire procedure. Geng et al. (2020) used an
electromagnetic valve-controlled peristaltic pump as well as a
syringe pump; the former was used to transfer solution between
different reaction chambers, and the latter was used to generate
droplets for digital PCR. The drawback of combining two pumps is
the large volume of the pumping system. Compared with a pneumatic
peristaltic pump, which requires a vacuum pump, the choice of an
electromagnetic valve-controlled peristaltic pump simplified the
system design in this case. Centrifugal chips suffer from the same
problem, since the centrifuge can only propel fluids from the center of
the chip toward the edges. Malic et al. (2022) designed a centrifugal
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chip that was square-shaped rather than disk-like; a pneumatic pump
was connected on one side of the chip to assist with fluidic control.
Magnetic pumping is another solution to this problem, since it
requires only a small piece of magnetic material and direct contact
with the chip is not necessary. Furthermore, the magnetic beads
involved in magnetic pumping could also help with mechanical
lysis or DNA separation in the previous steps, which would make
the entire system more effective.

A heating device is necessary for both PCR and isothermal
amplification. Many articles pertaining to on-chip PCR provide a
simulation of the heat gradient to avoid non-specific amplification
(Saeed et al, 2016; Zeng et al.,, 2016; Li et al., 2020d). Isothermal
amplification is not affected by such issues, and this is another of its
advantages over on-chip PCR methods.

For DNA detection, optical and fluorescent sensing methods
require an extremely lightproof working environment. In most
cases, a sealed box is provided to cover the chip or the entire
system (Li et al., 2020c). Electrochemical detection involves either
installing wires or inserting electrodes during preparation of the
chip. Some researchers have constructed a chip around a set of
microelectrodes to provide a reaction chamber, but as discussed in
the previous section, this approach means losing the advantages of
small size and flexibility. Another strategy is to use a printed circuit
board (PCB) instead of microelectrodes for electrochemical detection;
the size of a PCB matches that of a microfluidic chip, and it is much
cheaper compared to the use of screen-printed electrodes (Nagaraj
et al, 2014). In addition, although a paper-based chip is not suitable
for sample preparation and amplification, an LFA strip could also be
pre-planted inside the reaction chamber of a microfluidic chip for
detection purposes (Liu et al., 2021). Many works have reported the
introduction of smartphones to provide power, lamination, image
recording, software control, data analysis, and data transmission. This
approach could reduce the use of PCBs, thus reducing system size and
allowing more time to be dedicated to hardware testing and
development.

5.3 Concerns relating to cost-reduction and
mass production

Questions about the cost of microfluidic methods never cease to
create obstacles for their development, not only in the domain of chip
manufacture but also in terms of the apparatus required for pumping
and detection. Studies always claim that reducing the required amount
of reagent could lower the cost, but the high cost of these methods
mainly arises from the use of microchannels in the um range and the
new mask or mold required for any slight change during development.
Methods such as photolithography are also expensive in terms of
manufacture and maintenance of the working environment and
apparatus. Thanks to recent advances in fabrication technology, an
increasing number of researchers are making use of high-precision 3D
printing or CNC milling to design and test prototypes (Trinh et al.,
2018; Sanchez et al., 2022). Once the channel design is defined, mass
production via injection molding (which allows for a finest possible
structure of 10-100 um) would reduce the price of manufacturing
chips or cartridges. This could bring the cost as low as 0.1 to 0.5 dollars
per chip. However, this price range may not seem likely to readers, for
three reasons. First, this price is based on the authors” experience in
China, where we assume prices are cheaper than those of suppliers in
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other countries due to fierce competition. Second, it does not account
for the materials and labor required for chip assembly, thin film
sealing, surface treatment, sterilization, transportation, etc. Last but
not least, most companies tend to increase their profit margins on
microfluidic chips as a means of recovering the enormous costs
incurred at the research stage and in preparation of the injection
mold. However, in general, mass production of delicate microfluidic
chips has become more feasible in recent years. It is important to point
out that, even once a reliable channel design is established, a great deal
of work will still be necessary in the die-sinking process (the process of
preparing the injection mold), since this method requires a slope in
most structures for better lift-out and any imperfection on the surface
of the mold may lead to unwanted microfluidic turbulence.

Methods of chip assembly also play an important role in reducing
the total cost. Traditional plasma bonding requires a highly skilled
operator and assistance from a positioning device to achieve good
accuracy in positioning. Furthermore, any dislocation in the assembly
process may produce a defective product and is irreversible, which also
increases manufacturing costs. In some studies, the chip has been
assembled using screws or clips, which is reversible and user-friendly
(Bhise et al., 2016; Satoh et al., 2018; Lee et al., 2020). Use of a multi-
layer design also allows thorough and large-scale sterilization with
ethylene oxide prior to assembly, which could further decrease
preparation costs. In order to reduce the total cost of the chip,
some researchers have installed lateral flow assay strips inside
microfluidic chips for detection (Liu et al.,, 2021).

Based on the content of the above discussion, we believe that
future trends in making speed improvements will involve the use
of two lysis methods and direct amplification based on isothermal
methods. Combined lysis may enable completion of lysis within
1-2min with an efficiency greater than 90%, and direct
amplification with isothermal methods may enable purification
to be bypassed, without the process being affected by inhibitors in
the solution. Regarding the detection step, the abovementioned
methods have all been found to provide rapid (within 2 min) or
even real-time responses, but further lowering their LoD could
save on amplification time and increase the speed of the full
procedure.

Author contributions

CL and HJ organized the structure of the paper and were in charge
of modification of the writing. JW was in charge of collecting related
papers and writing the initial draft. The other authors contributied in

References

Ahrberg, C. D., Manz, A, and Neuzil, P. (2016). Palm-sized device for point-of-care
Ebola detection. Anal. Chem. 88, 4803-4807. doi:10.1021/acs.analchem.6b00278

An, L, Tang, W.,, Ranalli, T. A, Kim, H. J, Wytiaz, J., and Kong, H. (2005).

Characterization of a thermostable UvrD helicase and its participation in helicase-
dependent amplification. J. Biol. Chem. 280, 28952-28958. doi:10.1074/jbc.M503096200

An, N, Li, K, Zhang, Y., Wen, T., Liu, W,, Liu, G, et al. (2021). A multiplex and
regenerable surface plasmon resonance (MR-SPR) biosensor for DNA detection of
genetically modified organisms. Talanta 231, 122361. doi:10.1016/j.talanta.2021.122361

Bai, X., Ma, X, Li, M., Li, X,, Fan, G., Zhang, R, et al. (2020). Field applicable
detection of Hepatitis B virus using internal controlled duplex recombinase-aided
amplification assay and lateral flow dipstick assay. J. Med. Virol. 92, 3344-3353.
do0i:10.1002/jmv.25778

Frontiers in Bioengineering and Biotechnology

10.3389/fbioe.2023.1020430

providing insight opinion in nucleic acid testing industry and
provided some related papers.

Funding

This work was supported by the National Key R&D Program of
China (2021YFC2600503), the Public Welfare Technology
Application Research Project of Zhejiang Province (No.
LGN22C200013), the Social Public Welfare Technology Application
Research Project of Ningbo (No. 20225014), the Major Science and
Technology Project of Xiaoshan District (No. 2021226), the Open
Fund of the Key Laboratory of Biosafety Detection for Zhejiang
Market Regulation (No0.2022BS002), and the Science and
Technology Innovation Activity Plan for College Students in
Zhejiang Province (Nos. 2022R409A057 and 2022R409A050).

Conflict of interest

LP was employed by Zhejiang Hongzheng Testing Co., Ltd., XG
was employed by Zhejiang Gongzheng Testing Center Co., Ltd., PL
was employed by Key Laboratory of Biosafety detection for Zhejiang
Market Regulation, Zhejiang Fangyuan Testing Group LO.T, and YT
was employed by Hangzhou Tiannie Technology Co., Ltd.

The remaining authors declare that the research was conducted in
the absence of any commercial or financial relationships that could be
construed as a potential conflict of interest.

Publisher’'s note

All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated
organizations, or those of the publisher, the editors and the
reviewers. Any product that may be evaluated in this article, or
claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Supplementary material

The Supplementary Material for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fbioe.2023.1020430/
full#supplementary-material

Baig, N., Sajid, M., and Saleh, T. A. (2018). Recent trends in nanomaterial-modified
electrodes for electroanalytical applications. Trac. Trends Anal. Chem. 111, 47-61. doi:10.
1016/j.trac.2018.11.044

Barman, U., Wiederkehr, R. S., Fiorini, P., Lagae, L., and Jones, B. (2018). A
comprehensive methodology for design and development of an integrated microheater
for on-chip DNA amplification. J. Micromech. Microeng. 28, 085014. doi:10.1088/1361-
6439/aabd2c

Battaglia, S., Petralia, S., Vicario, N, Cirillo, D., and Conoci, S. (2019). An innovative
silicon-chip for sensitive real time PCR improvement in pathogen detection. Anal 144,
2353-2358. doi:10.1039/c9an00006b

Behrmann, O., Higle, M., Eckardt, F., Bachmann, I, Heller, C., Schramm, M., et al.
(2020). 3D printed monolithic microreactors for real-time detection of Klebsiella

frontiersin.org


https://www.frontiersin.org/articles/10.3389/fbioe.2023.1020430/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fbioe.2023.1020430/full#supplementary-material
https://doi.org/10.1021/acs.analchem.6b00278
https://doi.org/10.1074/jbc.M503096200
https://doi.org/10.1016/j.talanta.2021.122361
https://doi.org/10.1002/jmv.25778
https://doi.org/10.1016/j.trac.2018.11.044
https://doi.org/10.1016/j.trac.2018.11.044
https://doi.org/10.1088/1361-6439/aabd2c
https://doi.org/10.1088/1361-6439/aabd2c
https://doi.org/10.1039/c9an00006b
https://www.frontiersin.org/journals/bioengineering-and-biotechnology
https://www.frontiersin.org
https://doi.org/10.3389/fbioe.2023.1020430

Wang et al.

pneumoniae and the resistance gene bla NDM-1 by recombinase polymerase
amplification. Micromachines 11, 595-617. doi:10.3390/MI11060595

Bhat, A. I, Aman, R., and Mahfouz, M. (2022). Onsite detection of plant viruses using
isothermal amplification assays. Plant Biotechnol. J. 20, 1859-1873. doi:10.1111/pbi.13871

Bhise, N. S., Manoharan, V., Massa, S., Tamayol, A., Ghaderi, M., Miscuglio, M., et al.
(2016). A liver-on-a-chip platform with bioprinted hepatic spheroids. Biofabrication 8,
014101. doi:10.1088/1758-5090/8/1/014101

Bi, Y., Shu, M., Zhong, C,, Li, S. Y., Li, Y. K,, Yang, H. H,, et al. (2020). A novel SDS rinse
and immunomagnetic beads separation combined with real-time loop-mediated
isothermal amplification for rapid and sensitive detection of Salmonella in ready-to-eat
duck meat. Food Anal. Methods 13 (5), 1166-1175. d0i:10.1007/s12161-020-01735-1

Brassard, D., Geissler, M., Descarreaux, M., Tremblay, D., Daoud, J., Clime, L., et al.
(2019). Extraction of nucleic acids from blood: Unveiling the potential of active pneumatic
pumping in centrifugal microfluidics for integration and automation of sample
preparation processes. Lab. Chip 19, 1941-1952. doi:10.1039/c91c00276f

Cao, G., Huo, D., Chen, X., Wang, X., Zhou, S., Zhao, S., et al. (2022). Automated,
portable, and high-throughput fluorescence analyzer (APHF-analyzer) and lateral flow
strip based on CRISPR/Cas13a for sensitive and visual detection of SARS-CoV-2. Talanta
Open 123594, 123594. doi:10.1016/j.talanta.2022.123594

Chavan, S. G, Kim, D., Hwang, J., Choi, Y., Hong, J. W., Kim, J,, et al. (2019). Enhanced
detection of infectious pancreatic necrosis virus via lateral flow chip and fluorometric
biosensors based on self-assembled protein nanoprobes. ACS Sens. 4, 2937-2944. doi:10.
1021/acssensors.9b01362

Chen, F., Zhang, D., Zhang, Q., Zuo, X, Fan, C,, and Zhao, Y. (2017). Zero-background
helicase-dependent amplification and its application to reliable assay of telomerase activity
in cancer cell by eliminating primer—dimer artifacts. Chembiochem 17, 1171-1176. doi:10.
1002/cbic.201500605

Chen, J. J., Sheu, T. S., and Wang, Y. J. (2016). Continuous-flow DNA amplification
device employing microheaters. Defect Diffusion Forum 366, 17-30. doi:10.4028/www.
scientific.net/ddf.366.17

Chen, S., Sun, Y., Fan, F,, Chen, S., Zhang, Y., Zhang, Y., et al. (2022). Present status of
microfluidic PCR chip in nucleic acid detection and future perspective. TrAC-Trends Anal.
Chem. 157, 116737. doi:10.1016/j.trac.2022.116737

Chen, Y., Liu, Y., Shi, Y., Ping, J., and Wu, J. (2020a). Magnetic particles for integrated
nucleic acid purification, amplification and detection without pipetting. TrAC-Trends
Anal. Chem. 127, 115912. doi:10.1016/j.trac.2020.115912

Chen, Y., Mei, Y., Zhao, X., and Jiang, X. (2020b). Reagents-loaded, automated assay that
integrates recombinase-aided amplification and Cas12a nucleic acid detection for a point-
of-care test. Anal. Chem. 92, 14846-14852. doi:10.1021/acs.analchem.0c03883

Chen, Y., Zong, N,, Ye, F., Mei, Y., Qu, J., and Jiang, X. (2022). Dual-CRISPR/Casl2a-
assisted RT-RAA for ultrasensitive SARS-CoV-2 detection on automated centrifugal
microfluidics. Anal. Chem. 94, 9603-9609. doi:10.1021/acs.analchem.2c00638

Chen, Z., Shen, L., Zhao, X., Chen, H., Xiao, Y., Zhang, Y., et al. (2022). Acoustofluidic
micromixers: From rational design to lab-on-a-chip applications. Appl. Mater Today 26,
101356. doi:10.1016/j.apmt.2021.101356

Chin, W. H., Sun, Y., Hogberg, J., Quyen, T. L., Engelsmann, P., Wolff, A., et al.
(2016). Direct PCR - a rapid method for multiplexed detection of different serotypes of
salmonella in enriched pork meat samples. Mol. Cell. Probes 32, 24-32. doi:10.1016/j.
mcp.2016.11.004

Chiorcea-Paquim, A. M., and Oliveira-Brett, A. M. (2021). Dna electrochemical
biosensors for in situ probing of pharmaceutical drug oxidative dna damage. Sens 21,
1125. doi:10.3390/s21041125

Choi, G., Prince, T., Miao, J., Cui, L., Guan, W., and Choi, G. (2018). Sample-to-answer
palm-sized nucleic acid testing device towards low-cost malaria mass
screeninget alSample-to-answer palm-sized nucleic acid testing device towards low-
cost malaria mass screening. Biosens. Bioelectron. 115, 83-90. doi:10.1016/j.bios.2018.
05.019

Choi, Y., Song, Y., Yong, T. K, Kim, H., Lee, K. G,, Lee, S. J,, et al. (2021). All-in-One
pumpless portable genetic analysis microsystem for rapid naked-eye detection. Sensors
Actuators, B 344, 130307. doi:10.1016/j.snb.2021.130307

Cinti, S., Proietti, E., Casotto, F., Moscone, D., and Arduini, F. (2018). Paper-based strips
for the electrochemical detection of single and double stranded DNA. Anal. Chem. 90,
13680-13686. doi:10.1021/acs.analchem.8b04052

Claudel, L., Valeix, N., Basmaciyan, L., Pereira, B., Costa, D., Vincent, A,, et al. (2021).
Comparative study of eleven mechanical pretreatment protocols for Cryptosporidium
parvum DNA extraction from stool samples. Microorganisms 9, 297. doi:10.3390/
microorganisms9020297

Cornelissen, J. B. W. ., De Greeff, A., Heuvelink, A. E., Swarts, M., Smith, H. E., and
Van der Wal, F. J. (2016). Rapid detection of Streptococcus uberis in raw milk by
loop-mediated isothermal amplification. J. Dairy Sci. 99, 4270-4281. doi:10.3168/jds.
2015-10683

Crannell, Z. A.,, Rohrman, B.,, and Richards-Kortum, R. (2014). Equipment-free
incubation of recombinase polymerase amplification reactions using body heat. PloS
one 9, e112146. doi:10.1371/journal.pone.0112146

Cui, F., Chen, W., Wu, X, Guo, Z., Liu, W., Zhang, W., et al. (2017). Design and
experiment of a PDMS-based PCR chip with reusable heater of optimized electrode.
Microsyst. Technol. 23, 3069-3079. doi:10.1007/500542-016-3064-3

Frontiers in Bioengineering and Biotechnology

10.3389/fbioe.2023.1020430

Czilwik, G., Messinger, T., Strohmeier, O., Wadle, S., Von Stetten, F., Paust, N., et al.
(2015). Rapid and fully automated bacterial pathogen detection on a centrifugal-
microfluidic LabDisk using highly sensitive nested PCR with integrated sample
preparation. Lab. Chip 15, 3749-3759. doi:10.1039/c51c00591d

Daher, R. K., Gale, S., Maurice, B., and Bergeron, M. G. (2016). Recombinase polymerase
amplification for diagnostic applications. Clin. Chem. 947, 947-958. doi:10.1373/clinchem.
2015.245829

Danaeifar, M. (2022). New horizons in developing cell lysis methods: A review.
Biotechnol. Bioeng. 119, 3007-3021. doi:10.1002/bit.28198

Deng, X., Wang, C., Gao, Y., Li, J., Wen, W., Zhang, X,, et al. (2018). Applying strand
displacement amplification to quantum dots-based fluorescent lateral flow assay strips
for HIV-DNA detection. Biosens. Bioelectron. 105, 211-217. doi:10.1016/j.bios.2018.
01.039

Deraney, R. N, Schneider, L., and Tripathi, A. (2020). Synergistic use of electroosmotic
flow and magnetic forces for nucleic acid extraction. Anal 145, 2412-2419. doi:10.1039/
c9an02191d

Diaz-Gonzélez, M., and de la Escosura-Muifiiz, A. (2021). Strip modification and
alternative architectures for signal amplification in nanoparticle-based lateral flow
assays. Anal. Bioanal.Chem. 413, 4111-4117. doi:10.1007/s00216-021-03421-5

Dong, T., Ma, X,, Sheng, N., Qi, X, Chu, Y., Song, Q,, et al. (2021). Point-of-care DNA
testing by automatically and sequentially performing extraction, amplification and
identification in a closed-type cassette. Sensors Actuators, B 327, 128919. doi:10.1016/j.
snb.2020.128919

Donia, A., Furqan Shahid, M., Hassan, S. U., Shahid, R,, Ahmad, A., Javed, A., et al.
(2022). Integration of RT-LAMP and microfluidic technology for detection of SARS-CoV-
2 in wastewater as an advanced point-of-care platform. Food Environ. Virol. 1, 364-373.
doi:10.1007/s12560-022-09522-3

Du, T. E,, Wang, Y., Zhang, Y., Zhang, T., and Mao, X. (2015). A novel adenosine-based
molecular beacon probe for room temperature nucleic acid rapid detection in cotton
thread device. Anal. Chim. Acta 861, 69-73. doi:10.1016/j.aca.2014.12.044

Duarte-Guevara, C., Swaminathan, V., Reddy, B., Huang, J. C,, Liu, Y. S., and Bashir, R.
(2016). On-chip electrical detection of parallel loop-mediated isothermal amplification
with DG-BioFETs for the detection of foodborne bacterial pathogens. RSC Adv. 6,
103872-103887. doi:10.1039/c6ral9685¢

Espulgar, W. V., Saito, M., Takahashi, K., Ushiro, S., Yamamoto, N., Akeda, Y., et al.
(2021). Deskilled and rapid drug-resistant gene detection by centrifugal force-assisted
thermal convection PCR device. Sens 21, 1225. d0i:10.3390/s21041225

Farooq, U,, Liu, X., Zhou, W., Hassan, M., Niu, L., and Meng, L. (2021). Cell lysis
induced by nanowire collision based on acoustic streaming using surface acoustic waves.
Sensors Actuators, B Chem. 345, 130335. doi:10.1016/j.snb.2021.130335

Fernandez-Carballo, B. L., McBeth, C., McGuiness, 1., Kalashnikov, M., Baum, C.,
Borrds, S., et al. (2018). Continuous-flow, microfluidic, qRT-PCR system for RNA virus
detection. Anal. Bioanal.Chem. 410, 33-43. doi:10.1007/s00216-017-0689-8

Frech, G. C., Munns, D, Jenison, R. D., and Hicke, B. J. (2012). Direct detection of nasal
Staphylococcus aureus carriage via helicase-dependent isothermal amplification and chip
hybridization. BMC Res. Notes. 5, 430-438. doi:10.1186/1756-0500-5-430

Fuchs, B. B., Eatemadpour, S., Martel—Foley, J. M., Stott, S., Toner, M., and Mylonakis, E.
(2019). Rapid isolation and concentration of pathogenic fungi using inertial focusing on a
chip-based platform. Front. Cell. Infect. Microbiol. 9, 27. doi:10.3389/fcimb.2019.00027

Geng, Z., Li, S, Zhu, L, Cheng, Z,, Jin, M,, Liu, B,, et al. (2020). Sample-to-Answer”
detection of rare ctDNA mutation from 2 mL plasma with a fully integrated DNA
extraction and digital droplet PCR microdevice for liquid biopsy. Anal. Chem. 92,
7240-7248. doi:10.1021/acs.analchem.0c00818

Georgoutsou-Spyridonos, M., Filippidou, M., Kaprou, G. D., Mastellos, D. C,
Chatzandroulis, S., and Tserepi, A. (2021). Isothermal recombinase polymerase
amplification (RPA) of E. coli gDNA in commercially fabricated PCB-based
microfluidic platforms. Micromachines 12, 1387. doi:10.3390/mil12111387

Ghalekohneh, S. J., Zand, M. M., Banadaki, M. D., Azad, B. K. D., and MirAhsani, S.
(2020). Novel fabrication method of a microfluidic continuous flow PCR. doi:10.21203/rs.3.
rs-28384/v1

Grigorov, E., Kirov, B., Marinov, M. B., and Galabov, V. (2021). Review of microfluidic
methods for cellular lysis. Micromachines 12, 498. doi:10.3390/mil2050498

Guan, J., Wang, Y., Jin, J., and Zheng, G. (2022). A microfluidic chip for LAMP-based
multiplex detection of pathogen. bioRxiv. doi:10.1007/s00216-021-03224-8

Guo, J., Chen, S., Guo, J., and Ma, X. (2020). Nanomaterial labels in lateral flow
immunoassays for point-of-care-testing. J. mater Sci. Technol. 60, 90-104. doi:10.1016/j.
jmst.2020.06.003

Guo, J., Chen, S., Tian, S., Liu, K., Ni, J., Zhao, M., et al. (2021). 5G-enabled ultra-
sensitive fluorescence sensor for proactive prognosis of COVID-19. Biosens. Bioelectron.
181, 113160. doi:10.1016/j.bios.2021.113160

Haber, J. M., Gascoyne, P. R. C., and Sokolov, K. (2017). Rapid real-time recirculating
PCR using localized surface plasmon resonance (LSPR) and piezo-electric pumping. Lab.
Chip 17, 2821-2830. doi:10.1039/c71c00211d

Han, J. P,, Sun, J., Zhuang, B., Liu, P., Zhao, X. C., Wan-Shui, L. I, et al. (2015). The
electrophoresis on microfluidic chips and its application in forensic science. Prog.
Biochem. Biophys. 42, 1128-1135. doi:10.16476/j.pibb.2015.0184

frontiersin.org


https://doi.org/10.3390/MI11060595
https://doi.org/10.1111/pbi.13871
https://doi.org/10.1088/1758-5090/8/1/014101
https://doi.org/10.1007/s12161-020-01735-1
https://doi.org/10.1039/c9lc00276f
https://doi.org/10.1016/j.talanta.2022.123594
https://doi.org/10.1021/acssensors.9b01362
https://doi.org/10.1021/acssensors.9b01362
https://doi.org/10.1002/cbic.201500605
https://doi.org/10.1002/cbic.201500605
https://doi.org/10.4028/www.scientific.net/ddf.366.17
https://doi.org/10.4028/www.scientific.net/ddf.366.17
https://doi.org/10.1016/j.trac.2022.116737
https://doi.org/10.1016/j.trac.2020.115912
https://doi.org/10.1021/acs.analchem.0c03883
https://doi.org/10.1021/acs.analchem.2c00638
https://doi.org/10.1016/j.apmt.2021.101356
https://doi.org/10.1016/j.mcp.2016.11.004
https://doi.org/10.1016/j.mcp.2016.11.004
https://doi.org/10.3390/s21041125
https://doi.org/10.1016/j.bios.2018.05.019
https://doi.org/10.1016/j.bios.2018.05.019
https://doi.org/10.1016/j.snb.2021.130307
https://doi.org/10.1021/acs.analchem.8b04052
https://doi.org/10.3390/microorganisms9020297
https://doi.org/10.3390/microorganisms9020297
https://doi.org/10.3168/jds.2015-10683
https://doi.org/10.3168/jds.2015-10683
https://doi.org/10.1371/journal.pone.0112146
https://doi.org/10.1007/s00542-016-3064-3
https://doi.org/10.1039/c5lc00591d
https://doi.org/10.1373/clinchem.2015.245829
https://doi.org/10.1373/clinchem.2015.245829
https://doi.org/10.1002/bit.28198
https://doi.org/10.1016/j.bios.2018.01.039
https://doi.org/10.1016/j.bios.2018.01.039
https://doi.org/10.1039/c9an02191d
https://doi.org/10.1039/c9an02191d
https://doi.org/10.1007/s00216-021-03421-5
https://doi.org/10.1016/j.snb.2020.128919
https://doi.org/10.1016/j.snb.2020.128919
https://doi.org/10.1007/s12560-022-09522-3
https://doi.org/10.1016/j.aca.2014.12.044
https://doi.org/10.1039/c6ra19685c
https://doi.org/10.3390/s21041225
https://doi.org/10.1016/j.snb.2021.130335
https://doi.org/10.1007/s00216-017-0689-8
https://doi.org/10.1186/1756-0500-5-430
https://doi.org/10.3389/fcimb.2019.00027
https://doi.org/10.1021/acs.analchem.0c00818
https://doi.org/10.3390/mi12111387
https://doi.org/10.21203/rs.3.rs-28384/v1
https://doi.org/10.21203/rs.3.rs-28384/v1
https://doi.org/10.3390/mi12050498
https://doi.org/10.1007/s00216-021-03224-8
https://doi.org/10.1016/j.jmst.2020.06.003
https://doi.org/10.1016/j.jmst.2020.06.003
https://doi.org/10.1016/j.bios.2021.113160
https://doi.org/10.1039/c7lc00211d
https://doi.org/10.16476/j.pibb.2015.0184
https://www.frontiersin.org/journals/bioengineering-and-biotechnology
https://www.frontiersin.org
https://doi.org/10.3389/fbioe.2023.1020430

Wang et al.

Hardinge, P., Baxani, D. K., McCloy, T., Murray, J. A. H., and Castell, O. K. (2020).
Bioluminescent detection of isothermal DNA amplification in microfluidic generated
droplets and artificial cells. Sci. Rep. 10, 21886-21914. doi:10.1038/s41598-020-78996-7

Hatch, A. C,, Ray, T., Lintecum, K., and Youngbull, C. (2014). Continuous flow real-time
PCR device using multi-channel fluorescence excitation and detection. Lab. Chip 14,
562-568. doi:10.1039/c31c51236¢

Haukur, G., Martin, D., Bang, D. D., and Anders, W. (2007). Comparison of multiple
DNA dyes for real-time PCR: Effects of dye concentration and sequence composition on
DNA amplification and melting temperature. Nucleic Acids Res. 35, €127. doi:10.1093/nar/
gkm671

Hedman, J., Nordgaard, A., Dufva, C., Rasmusson, B., Ansell, R., and Radstrém, P.
(2010). Synergy between DNA polymerases increases polymerase chain reaction inhibitor
tolerance in forensic DNA analysis. Anal. Biochem. 405, 192-200. doi:10.1016/j.ab.2010.
06.028

Hedman, J., Nordgaard, A., Rasmusson, B., Ansell, R,, and Radstrom, Peter. (2009).
Improved forensic DNA analysis through the use of alternative DNA polymerases and
statistical modeling of DNA profiles. Biotechniques 47, 951-958. doi:10.2144/000113246

Hernandez-Rodriguez, J. F., Rojas, D., and Escarpa, A. (2020). Electrochemical sensing
directions for next-generation healthcare: Trends, challenges, and frontiers. Anal. Chem.
93, 167-183. doi:10.1021/acs.analchem.0c04378

Homann, A. R, Niebling, L., Zehnle, S., Beutler, M., Delamotte, L., Rothmund, M. C,,
et al. (2021). A microfluidic cartridge for fast and accurate diagnosis of Mycobacterium
tuberculosis infections on standard laboratory equipment. Lab. Chip 21, 1540-1548.
doi:10.1039/d11c00035g

Horny, M. C., Dupuis, V., Siaugue, J. M., and Gamby, J. (2020). Release and detection of
microRNA by combining magnetic hyperthermia and electrochemistry modules on a
microfluidic chip. Sens 21, 185. doi:10.3390/s21010185

Hou, L., Li, D., Zhang, N., Zhao, J., Zhao, Y., and Sun, X. (2022). Development of an
isothermal recombinase-aided amplification assay for the rapid and visualized detection of
Klebsiella pneumoniae. J. Sci. Food Agric. 102, 3879-3886. doi:10.1002/jsfa.11737

Hsieh, H. Y., Chang, R, Huang, Y. Y., Juan, P. H,, Tahara, H,, Lee, K. Y,, et al. (2022).
Continuous polymerase chain reaction microfluidics integrated with a gold-capped
nanoslit sensing chip for Epstein-Barr virus detection. Biosens. Bioelectron. 195,
113672. d0i:10.1016/j.bios.2021.113672

Huang, S., Do, J., Mahalanabis, M., Fan, A., Zhao, L., Jepeal, L., et al. (2013). Low cost
extraction and isothermal amplification of DNA for infectious diarrhea diagnosis. PLoS
One 8, 60059. doi:10.1371/journal.pone.0060059

Islam, M. M., and Koirla, D. (2021). Toward a next-generation diagnostic tool: A review
on emerging isothermal nucleic acid amplification techniques for the detection of SARS-
CoV-2 and other infectious viruses. Anal. Chim. Acta 339338. doi:10.1016/j.aca.2021.
339338

Jeon, H., Kim, S., and Lim, G. (2018). Electrical force-based continuous cell lysis and
sample separation techniques for development of integrated microfluidic cell analysis
system: A review. Microelectron. Eng. 198, 55-72. d0i:10.1016/j.mee.2018.06.010

Jia, Y., Ren, Y., Hou, L., Liu, W., Jiang, T., Deng, X,, et al. (2018). Electrically controlled
rapid release of actives encapsulated in double-emulsion droplets. Lab. chip 18,1121-1129.
doi:10.1039/c71c01387f

Jiang, L., Mancuso, M., Lu, Z., Akar, G., Cesarman, E., and Erickson, D. (2014). Solar
thermal polymerase chain reaction for smartphone-assisted molecular diagnostics. Sci.
Rep. 4, 4137-4145. doi:10.1038/srep04137

Jiang, Y., Jiang, S., Wu, Y., Zhou, B., Wang, K,, Jiang, L., et al. (2021). Multiplex and on-
site PCR detection of swine diseases based on the microfluidic chip system. BMC Vet. Res.
17, 117-118. doi:10.1186/s12917-021-02825-w

Jin, Z., Ding, G., Li, G., Yang, G., Han, Y., Hao, N, et al. (2020). Rapid detection of
foodborne bacterial pathogens using visual high-throughput microfluidic chip. J. Chem.
Technol. Biot. 95, 1460-1466. doi:10.1002/jctb.6331

Kaba, A. M., Jeon, H., Park, A., Yi, K, Baek, S., Park, A., et al. (2021). Cavitation-
microstreaming-based lysis and DNA extraction using a laser-machined
polycarbonate microfluidic chip. Sensors Actuators, B Chem. 346, 130511. doi:10.
1016/j.snb.2021.130511

Kaneko, H., Kawana, T., Fukushima, E., and Suzutani, T. (2007). Tolerance of loop-
mediated isothermal amplification to a culture medium and biological substances.
J. Biochem. Bioph. Methods 70, 499-501. doi:10.1016/j.jbbm.2006.08.008

Kersting, S., Rausch, V., Bier, F., and Nickisch-Rosenegk, M. V. (2014). Rapid detection
of plasmodium falciparum with isothermal recombinase polymerase amplification and
lateral flow analysis. Malar. J. 13, 99-9. doi:10.1186/1475-2875-13-99

Khodakov, D., Li, J., Zhang, J. X., and Zhang, D. Y. (2021). Highly multiplexed rapid
DNA detection with single-nucleotide specificity via convective PCR in a portable device.
Nat. Biomed. Eng. 5, 702-712. d0i:10.1038/s41551-021-00755-4

Kokkinos, C. T., Giokas, D. L., Economou, A. S., Petrou, P. S., and Kakabakos, S. E.
(2018). Paper-based microfluidic device with integrated sputtered electrodes for stripping
voltammetric determination of DNA via quantum dot labeling. Anal. Chem. 90,
1092-1097. doi:10.1021/acs.analchem.7b04274

Lee, C. Y, Lin, J. L, Liao, C. S.,, Huang, F. C,, and Lee, G. B. (2005). “Integrated
microfluidic systems for DNA analysis,” in IEEE International Conference on Robotics
and Biomimetics, 284-289. doi:10.1109/ROBIO.2004.1521791

Frontiers in Bioengineering and Biotechnology

10.3389/fbioe.2023.1020430

Lee, K, Kang, J. H,, Kim, H. M,, Ahn, ], Lim, H, Lee, J, et al. (2020). Direct
electrophoretic microRNA preparation from clinical samples using nanofilter
membrane. Nano Converg. 7, 1-11. doi:10.1186/s40580-019-0212-3

Leonardo, S., Toldra, A., and Campas, M. (2021). Biosensors based on isothermal DNA
amplification for bacterial detection in food safety and environmental monitoring. Sens 21,
602. doi:10.3390/521020602

Li, B, Li, Y., Manz, A., and Wu, W. (2020). Miniaturized continuous-flow digital PCR
for clinical-level serum sample based on the 3D microfluidics and CMOS imaging device.
Sensors 20, 2492. doi:10.3390/s20092492

Li, J., Ma, B,, Fang, J., Zhi, A., Chen, E,, Xu, Y., et al. (2020). Recombinase polymerase
amplification (RPA) combined with lateral flow immunoassay for rapid detection of
salmonella in food. Foods 9, 27. doi:10.3390/foods9010027

Li, N, Lu, Y., Cheng, J., and Xu, Y. (2020). A self-contained and fully integrated fluidic
cassette system for multiplex nucleic acid detection of bacteriuria. Lab. Chip 20, 384-393.
doi:10.1039/c91c00994a

Li, Z., Bai, Y., You, M., Huy, J,, Yao, C,, Cao, L., et al. (2021). Fully integrated microfluidic
devices for qualitative, quantitative and digital nucleic acids testing at point of care.
Biosens. Bioelectron. 177, 112952. doi:10.1016/j.bi0s.2020.112952

Li, Z., Ju, R,, Sekine, S., Zhang, D., Zhuang, S., and Yamaguchi, Y. (2019). All-in-one
microfluidic device for on-site diagnosis of pathogens based on an integrated continuous
flow PCR and electrophoresis biochip. Lab. Chip 19, 2663-2668. doi:10.1039/c91c00305¢

Li, Z.,Li, Y., Sekine, S., Xi, H., Amano, A., Zhang, D,, et al. (2020). Design and fabrication
of portable continuous flow PCR microfluidic chip for DNA replication. Biomed.
Microdevices 22, 5-7. doi:10.1007/s10544-019-0457-y

Liu, B, Jiang, F., Tao, Y., Zheng, T., Yue, Y., Tepper, V., et al. (2022). Measuring airborne
antibiotic resistance genes in Swiss cities via a DNA-enabled electrochemical chip-based
sensor. ACS Est. Eng. 2, 1677-1683. doi:10.1021/acsestengg.2c00063

Liu, D., Shen, H., Zhang, Y., Shen, D., Zhu, M., Song, Y., et al. (2021). A microfluidic-
integrated lateral flow recombinase polymerase amplification (MI-IF-RPA) assay for rapid
COVID-19 detection. Lab. Chip 21, 2019-2026. doi:10.1039/d01c01222j

Liu, D,, Zhu, Y., Li, N,, Lu, Y., Cheng, J., and Xu, Y. (2020). A portable microfluidic
analyzer for integrated bacterial detection using visible loop-mediated amplification.
Sensors Actuators, B 310, 127834. doi:10.1016/j.snb.2020.127834

Liu, W., Zhang, M, Liu, X,, Sharma, A., and Ding, X. (2017). A Point-of-Need infrared
mediated PCR platform with compatible lateral flow strip for HPV detection. Biosens.
Bioelectron. 96, 213-219. doi:10.1016/j.bios.2017.04.047

Liu, X,, Li, J., Zhang, L., Huang, X., Farooq, U., Pang, N,, et al. (2020). Cell lysis based on
an oscillating microbubble array. Micromachines 11, 288. doi:10.3390/mi11030288

Lobato, I. M., and O’Sullivan, C. K. (2018). Recombinase polymerase amplification:
Basics, applications and recent advances. Trac. Trends Anal. Chem. 98,19-35. d0i:10.1016/
j.trac.2017.10.015

Lok, K. S., Kwok, Y. C., and Nguyen, N. T. (2012a2012). Sample loading and retrieval by
centrifugation in a closed-loop PCR microchip. Microchim. Acta 176, 445-453. doi:10.
1007/500604-011-0741-x

Lok, K. S, Lee, P. P. F., Kwok, Y. C, and Nguyen, N. T. (2012b). Nested PCR in
magnetically actuated circular closed-loop PCR microchip system. Microchim. Acta 177,
111-117. doi:10.1007/s00604-012-0760-2

Lu, C,, Saint-Pierre, C., Gasparutto, D., Roupioz, Y., Ravelet, C., Peyrin, E., et al. (2021).
Melting curve analysis of aptachains: Adenosine detection with internal calibration.
Biosensors 11, 112. doi:10.3390/bios11040112

Lu, H. W,, Sakamuri, R., Kumar, P., Ferguson, T. M., Doebler, R. W., Herrington, K. D.,
et al. (2020). Integrated nucleic acid testing system to enable TB diagnosis in peripheral
settings. Lab. Chip 20, 4071-4081. doi:10.1039/d01c00445f

Luo, Z, Lu, Y., Sun, Y., Wang, Y., Su, B, and Lin, X. (2022). Digital recombinase
polymerase amplification in hydrogel nanofluidic chip for ultrafast and precise
quantification of pathogens in fresh food. Sens. Actuators, B 132051, 132051. doi:10.
1016/j.snb.2022.132051

Ma, B, Li, J., Chen, K., Yu, X,, Sun, C., and Zhang, M. (2020). Multiplex recombinase
polymerase amplification assay for the simultaneous detection of three foodborne
pathogens in seafood. Foods 9, 278. doi:10.3390/foods9030278

Madadelahi, M., Ghazimirsaeed, E., and Shamloo, A. (2019). Design and fabrication of a
two-phase diamond nanoparticle aided fast PCR device. Anal. Chim. Acta 1068, 28-40.
doi:10.1016/j.aca.2019.02.050

Mabhalanabis, M., Do, J., Almuayad, H., Zhang, J. Y., and Klapperich, C. M. (2010). An
integrated disposable device for DNA extraction and helicase dependent amplification.
Biomed. Microdevices 12, 353-359. doi:10.1007/s10544-009-9391-8

Maiti, B., Anupama, K. P, Rai, P., Karunasagar, L, and Karunasagar, I. (2022).
Isothermal amplification-based assays for rapid and sensitive detection of severe acute
respiratory syndrome coronavirus 2: Opportunities and recent developments. Rev. Med.
Virol. 32, €2274. doi:10.1002/rmv.2274

Malic, L., Brassard, D., Da Fonte, D., Nassif, C., Mounier, M., Ponton, A., et al. (2022).
Automated sample-to-answer centrifugal microfluidic system for rapid molecular
diagnostics of SARS-CoV-2. Lab. Chip 22, 3157-3171. doi:10.1039/d21c00242f

Mathew, M., Radhakrishnan, S., Vaidyanathan, A., Chakraborty, B., and Rout, C. S.
(2021). Flexible and wearable electrochemical biosensors based on two-dimensional

frontiersin.org


https://doi.org/10.1038/s41598-020-78996-7
https://doi.org/10.1039/c3lc51236c
https://doi.org/10.1093/nar/gkm671
https://doi.org/10.1093/nar/gkm671
https://doi.org/10.1016/j.ab.2010.06.028
https://doi.org/10.1016/j.ab.2010.06.028
https://doi.org/10.2144/000113246
https://doi.org/10.1021/acs.analchem.0c04378
https://doi.org/10.1039/d1lc00035g
https://doi.org/10.3390/s21010185
https://doi.org/10.1002/jsfa.11737
https://doi.org/10.1016/j.bios.2021.113672
https://doi.org/10.1371/journal.pone.0060059
https://doi.org/10.1016/j.aca.2021.339338
https://doi.org/10.1016/j.aca.2021.339338
https://doi.org/10.1016/j.mee.2018.06.010
https://doi.org/10.1039/c7lc01387f
https://doi.org/10.1038/srep04137
https://doi.org/10.1186/s12917-021-02825-w
https://doi.org/10.1002/jctb.6331
https://doi.org/10.1016/j.snb.2021.130511
https://doi.org/10.1016/j.snb.2021.130511
https://doi.org/10.1016/j.jbbm.2006.08.008
https://doi.org/10.1186/1475-2875-13-99
https://doi.org/10.1038/s41551-021-00755-4
https://doi.org/10.1021/acs.analchem.7b04274
https://doi.org/10.1109/ROBIO.2004.1521791
https://doi.org/10.1186/s40580-019-0212-3
https://doi.org/10.3390/s21020602
https://doi.org/10.3390/s20092492
https://doi.org/10.3390/foods9010027
https://doi.org/10.1039/c9lc00994a
https://doi.org/10.1016/j.bios.2020.112952
https://doi.org/10.1039/c9lc00305c
https://doi.org/10.1007/s10544-019-0457-y
https://doi.org/10.1021/acsestengg.2c00063
https://doi.org/10.1039/d0lc01222j
https://doi.org/10.1016/j.snb.2020.127834
https://doi.org/10.1016/j.bios.2017.04.047
https://doi.org/10.3390/mi11030288
https://doi.org/10.1016/j.trac.2017.10.015
https://doi.org/10.1016/j.trac.2017.10.015
https://doi.org/10.1007/s00604-011-0741-x
https://doi.org/10.1007/s00604-011-0741-x
https://doi.org/10.1007/s00604-012-0760-2
https://doi.org/10.3390/bios11040112
https://doi.org/10.1039/d0lc00445f
https://doi.org/10.1016/j.snb.2022.132051
https://doi.org/10.1016/j.snb.2022.132051
https://doi.org/10.3390/foods9030278
https://doi.org/10.1016/j.aca.2019.02.050
https://doi.org/10.1007/s10544-009-9391-8
https://doi.org/10.1002/rmv.2274
https://doi.org/10.1039/d2lc00242f
https://www.frontiersin.org/journals/bioengineering-and-biotechnology
https://www.frontiersin.org
https://doi.org/10.3389/fbioe.2023.1020430

Wang et al.

materials: Recent developments. Anal. Bioanal. Chem. 413, 727-762. d0i:10.1007/s00216-
020-03002-y

Matsubara, Y., Kerman, K., Kobayashi, M., Yamamura, S., Morita, Y., Takamura, Y.,
et al. (2004). On-chip nanoliter-volume multiplex TagMan polymerase chain reaction
from a single copy based on counting fluorescence released microchambers. Anal. Chem.
76, 6434-6439. doi:10.1021/ac0497149

Matthew, H., Matt, R,, Daniel, W., Jody, P., Amy, I, Forrest, M. S,, et al. (2018).
PrimedRPA: Primer design for recombinase polymerase amplification assays. Bioinf 35,
682-684. doi:10.1093/bioinformatics/bty701

Meng, X,, Yu, Y., Gong, P., and Jin, G. (2021). An integrated droplet digital PCR gene
chip for absolute quantification of nucleic acid. Microfluid. Nanofluid. 25, 62-69. doi:10.
1007/s10404-021-02465-4

Misir, G. B. (2018). Molecular technologies and applications in seafood safety. Genet.
Aquat. Org. 2, 61-67. doi:10.4194/2459-1831-v2_2_01

Moschou, D., Vourdas, N., Kokkoris, G., Papadakis, G., Parthenios, J., Chatzandroulis,
S., et al. (2014). All-plastic, low-power, disposable, continuous-flow PCR chip with
integrated microheaters for rapid DNA amplification. Sensors Actuators, B 199,
470-478. doi:10.1016/j.snb.2014.04.007

Muddu, R., Hassan, Y. A, and Ugaz, V. M. (2011). Rapid PCR thermocycling using
microscale thermal convection. J. Vis. Exp. 49, 2366-2375. doi:10.3791/2366

Nagaraj, V. J., Jacobs, M., Vattipalli, K. M., Annam, V. P., and Prasad, S. (2014).
Nanochannel-based electrochemical sensor for the detection of pharmaceutical
contaminants in water. Environ. Sci. Process. Impacts 16, 135-140. doi:10.1039/
c3em00406f

Najjar, D., Rainbow, J., Sharma Timilsina, S., Jolly, P., De Puig, H., Yafia, M., et al.
(2022). A lab-on-a-chip for the concurrent electrochemical detection of SARS-CoV-
2 RNA and anti-SARS-CoV-2 antibodies in saliva and plasma. Nat. Biomed. Eng. 6,
968-978. d0i:10.1038/s41551-022-00919-w

Natsuhara, D., Takishita, K., Tanaka, K., Kage, A., Suzuki, R., Mizukami, Y., et al. (2020).
A microfluidic diagnostic device capable of autonomous sample mixing and dispensing for
the simultaneous genetic detection of multiple plant viruses. Micromachines-Basel 11, 540.
doi:10.3390/mil1060540

Nguyen, H. Q., Bui, H. K, Phan, V. M., and Seo, T. S. (2022). An internet of things-based
point-of-care device for direct reverse-transcription-loop mediated isothermal
amplification to identify SARS-CoV-2. Biosens. Bioelectron. 195, 113655. doi:10.1016/j.
bi0s.2021.113655

Nguyen, H. Q., Nguyen, V. D., Van Nguyen, H., and Seo, T. S. (2020). Quantification of
colorimetric isothermal amplification on the smartphone and its open-source app for
point-of-care pathogen detection. Sci. Rep. 10, 15123-15210. doi:10.1038/541598-020-
72095-3

Nguyen, T. H., Sedighi, A., Krull, U. J,, and Ren, C. L. (2020). Multifunctional droplet
microfluidic platform for rapid immobilization of oligonucleotides on semiconductor
quantum dots. ACS Sens. 5 (3), 746-753. doi:10.1021/acssensors.9b02145

Nittala, K. P. V., Hohreiter, A., Linhard, E. R., Dohn, R., Mishra, S., Konda, A., et al.
(2022). Integration of silicon chip microstructures for in-line microbial cell lysis in soft
microfluidics. doi:10.1101/2022.10.03.510547

Nixon, G. ], Svenstrup, H. F., Donald, C. E., Carder, C., Stephenson, J. M., Morris-Jones,
S., etal. (2014). A novel approach for evaluating the performance of real time quantitative
loop-mediated isothermal amplification-based methods. Biomol. Detect. Quantif. 2, 4-10.
doi:10.1016/j.bdq.2014.11.001

Obande, G. A., and Singh, K. K. B. (2020). <p&gt;Current and future perspectives on
isothermal nucleic acid amplification technologies for diagnosing infections</p&gt;.
Infect. Drug Resist 13, 455-483. doi:10.2147/IDR.S217571

Pandian, K., Ajanth Praveen, M., Hoque, S. Z., Sudeepthi, A., and Sen, A. K. (2020).
Continuous electrical lysis of cancer cells in a microfluidic device with passivated
interdigitated electrodes. Biomicrofluidics 14, 064101. doi:10.1063/5.0026046

Park, Y. M., Park, ], Lim, S. Y., Kwon, Y., Bae, N. H,, Park, J. K,, et al. (2021). Integrated
pumpless microfluidic chip for the detection of foodborne pathogens by polymerase chain
reaction and electrochemical analysis. Sensors Actuators, B 329, 129130. doi:10.1016/j.snb.
2020.129130

Pasko, C., Hicke, B., Dunn, J., Jaeckel, H., Nieuwlandt, D., Weed, D., et al. (2012). Staph
ID/R: A rapid method for determining Staphylococcus species identity and detecting the
mecA gene directly from positive blood culture. J. Clin. Microbiol. 50, 810-817. doi:10.
1128/JCM.05534-11

Peng, H., Zhu, M., Gao, Z., Liao, C,, Jia, C., Wang, H., et al. (2020). A centrifugal
microfluidic emulsifier integrated with oil storage structures for robust digital LAMP.
Biomed. Microdevices. 22, 18-10. doi:10.1007/s10544-020-0475-9

Petrou, L., and Ladame, S. (2022). On-chip miRNA extraction platforms: Recent
technological advances and implications for next generation point-of-care nucleic acid
tests. Lab. Chip 22, 463-475. doi:10.1039/d11c00868d

Piepenburg, O., Williams, C. H., Stemple, D. L., and Armes, N. A. (2006). DNA detection
using recombination proteins. Plos Biol. 4, €204-e1121. doi:10.1371/journal.pbio.0040204

Pumford, E. A, Lu, J., Spaczai, I, Prasetyo, M. E., Zheng, E. M., Zhang, H., et al. (2020).
Developments in integrating nucleic acid isothermal amplification and detection systems
for point-of-care diagnostics. Biosens. Bioelectron. 170, 112674. doi:10.1016/j.bios.2020.
112674

Frontiers in Bioengineering and Biotechnology

10.3389/fbioe.2023.1020430

Qian, J., Zhang, Q., Liu, M., Wang, Y., and Lu, M. (2022). A portable system for
isothermal amplification and detection of exosomal microRNAs. Biosens. Bioelectron. 196,
113707. doi:10.1016/j.bios.2021.113707

Qin, Y., Duan, X,, Peng, Y., and Rui, Y. (2021). Rapid detection of a novel B1-p-
lactamase gene, blaAFM-1 using a loop-mediated isothermal amplification (LAMP) assay.
Ann. Clin. Microb. Anti 20, 80-87. doi:10.1186/s12941-021-00486-z

Qin, Z,, Xiang, X., Xue, L., Cai, W., Gao, J., Yang, ], et al. (2021). Development of a novel
RAA-based microfluidic chip for absolute quantitative detection of human norovirus.
Microchem. J. 164, 106050. doi:10.1016/j.microc.2021.106050

Ragsdale, V., Li, H,, Sant, H,, Ameel, T., and Gale, B. K. (2016). A disposable,
continuous-flow polymerase chain reaction device: Design, fabrication and evaluation.
Biomed. Microdevices 18, 62-69. do0i:10.1007/s10544-016-0091-x

Rathore, H., Biyani, R., Kato, H., Takamura, Y., and Biyani, M. (2019). Palm-size and
one-inch gel electrophoretic device for reliable and field-applicable analysis of
recombinase polymerase amplification. Anal. Methods 11 (39), 4969-4976. doi:10.
1039/c9ay01476d

Reyes, J. B., Kuimova, M. K,, and Vilar, R. (2021). Metal complexes as optical probes for
DNA sensing and imaging. Curr. Opin. Chem. Biol. 61, 179-190. doi:10.1016/j.cbpa.2021.
02.007

Rizzo, M. G., Carnazza, S., De Plano, L. M., Franco, D., Nicolo, M. S., Zammuto, V., et al.
(2021). Rapid detection of bacterial pathogens in blood through engineered phages-beads
and integrated Real-Time PCR into MicroChip. Sensors Actuators, B Chem. 329, 129227.
doi:10.1016/j.snb.2020.129227

Ryzhkov, V. V., Zverev, A. V., Echeistov, V. V., Andronic, M., Ryzhikov, L. A., Budashov,
L. A, et al. (2020). Cyclic on-chip bacteria separation and preconcentration. Sci. Rep. 10,
21107-21112. doi:10.1038/s41598-020-78298-y

Saeed, M. A, Bazaz, S. A., Ahmed, N., Naseem, M., and Rehman, A. (2016). “Design and
simulation of microchannel for DNA amplification,” in IEEE. In 2016 19th International
Multi-Topic Conference (INMIC), 1-5. doi:10.1109/INMIC.2016.7840145

Sanchez, D., Hawkins, G., Hinnen, H. S,, Day, A., Woolley, A. T, Nordin, G. P., et al.
(2022). 3D printing-enabled uniform temperature distributions in microfluidic devices.
Lab. Chip 22, 4393-4408. doi:10.1039/d21c00612j

Satoh, T., Sugiura, S., Shin, K., Onuki-Nagasaki, R., Ishida, S., Kikuchi, K., et al. (2018). A
multi-throughput multi-organ-on-a-chip system on a plate formatted pneumatic
pressure-driven medium circulation platform. Lab. Chip 18, 115-125. doi:10.1039/
c71c00952f

Satya, P., Mitra, S., Ray, D. P., Mahapatra, B. S., Karan, M, Jana, S., et al. (2013). Rapid
and inexpensive NaOH based direct PCR for amplification of nuclear and organelle DNA
from ramie (Boehmeria nivea), a bast fibre crop containing complex polysaccharides. Ind.
Crops Prod. 50, 532-536. doi:10.1016/j.indcrop.2013.07.049

Sedighi, A., Oberc, C., Whitehall, V., and Li, P. C. H. (2017). NanoHDA: A nanoparticle-
assisted isothermal amplification technique for genotyping assays. Nano Res. 010, 12-21.
doi:10.1007/s12274-016-1262-z

Shamloo, A., and Hassani-Gangaraj, M. (2020). Investigating the effect of reagent
parameters on the efficiency of cell lysis within droplets. Phys. Fluids 32, 062002. doi:10.
1063/5.0009840

Shang, Y., Sun, J., Ye, Y., Zhang, J., Zhang, Y., and Sun, X. (2020). Loop-mediated
isothermal amplification-based microfluidic chip for pathogen detection. Crit. Rev. Food
Sci. Nutr. 60, 201-224. doi:10.1080/10408398.2018.1518897

Sharma, B., and Sharma, A. (2022). Microfluidics: Recent advances toward lab-on-
chip applications in bioanalysis. Adv. Eng. Mater 24, 2100738. doi:10.1002/adem.
202100738

Sharma, S., Thomas, E., Caputi, M., and Asghar, W. (2022). RT-LAMP-Based molecular
diagnostic set-up for rapid hepatitis C virus testing. Biosens 12, 298. doi:10.3390/
bios12050298

Shen, C,, Yin, H,, Tong, Z., Qiu, S., Lu, Y., Wu, Z,, et al. (2022). “Digital microfluidic chip
based on direct ink writing for nucleic acid multiplex pcr detection,” in IEEE symposium on
mass storage systems and technologies (IEEE), 365-368. doi:10.1109/MEMS51670.2022.
9699738

Shen, F., Davydova, E. K., Du, W., Kreutz, J. E., Piepenburg, O., and Ismagilov, R. F.
(2011). Digital isothermal quantification of nucleic acids via simultaneous chemical
initiation of recombinase polymerase amplification reactions on SlipChip. Anal. Chem.
83, 3533-3540. doi:10.1021/ac200247¢

Sheu, S. C,, Song, Y. S., and Chen, J. J. (2022). A portable continuous-flow polymerase
chain reaction chip device integrated with arduino boards for detecting colla corii asini.
Micromachines 13, 1289. doi:10.3390/mi13081289

Shin, D.J,, Trick, A. Y., Hsieh, Y. H.,, Thomas, D. L., and Wang, T. H. (2018). Sample-to-
answer droplet magnetofluidic platform for point-of-care hepatitis C viral load
quantitation. Sci. Rep. 8, 9793-9812. doi:10.1038/s41598-018-28124-3

Shu, B., Zhang, C. and Xing, D. (2014). Segmented continuous-flow multiplex
polymerase chain reaction microfluidics for high-throughput and rapid foodborne
pathogen detection. Anal. Chim. Acta 826, 51-60. doi:10.1016/j.aca.2014.04.017(

Snodgrass, R., Gardner, A, Jiang, L., Fu, C., Cesarman, E., and Erickson, D. (2016).
KS-Detect-validation of solar thermal PCR for the diagnosis of Kaposi’s sarcoma
using pseudo-biopsy samples. PLoS One 11, e0147636. doi:10.1371/journal.pone.
0147636

frontiersin.org


https://doi.org/10.1007/s00216-020-03002-y
https://doi.org/10.1007/s00216-020-03002-y
https://doi.org/10.1021/ac0497149
https://doi.org/10.1093/bioinformatics/bty701
https://doi.org/10.1007/s10404-021-02465-4
https://doi.org/10.1007/s10404-021-02465-4
https://doi.org/10.4194/2459-1831-v2_2_01
https://doi.org/10.1016/j.snb.2014.04.007
https://doi.org/10.3791/2366
https://doi.org/10.1039/c3em00406f
https://doi.org/10.1039/c3em00406f
https://doi.org/10.1038/s41551-022-00919-w
https://doi.org/10.3390/mi11060540
https://doi.org/10.1016/j.bios.2021.113655
https://doi.org/10.1016/j.bios.2021.113655
https://doi.org/10.1038/s41598-020-72095-3
https://doi.org/10.1038/s41598-020-72095-3
https://doi.org/10.1021/acssensors.9b02145
https://doi.org/10.1101/2022.10.03.510547
https://doi.org/10.1016/j.bdq.2014.11.001
https://doi.org/10.2147/IDR.S217571
https://doi.org/10.1063/5.0026046
https://doi.org/10.1016/j.snb.2020.129130
https://doi.org/10.1016/j.snb.2020.129130
https://doi.org/10.1128/JCM.05534-11
https://doi.org/10.1128/JCM.05534-11
https://doi.org/10.1007/s10544-020-0475-9
https://doi.org/10.1039/d1lc00868d
https://doi.org/10.1371/journal.pbio.0040204
https://doi.org/10.1016/j.bios.2020.112674
https://doi.org/10.1016/j.bios.2020.112674
https://doi.org/10.1016/j.bios.2021.113707
https://doi.org/10.1186/s12941-021-00486-z
https://doi.org/10.1016/j.microc.2021.106050
https://doi.org/10.1007/s10544-016-0091-x
https://doi.org/10.1039/c9ay01476d
https://doi.org/10.1039/c9ay01476d
https://doi.org/10.1016/j.cbpa.2021.02.007
https://doi.org/10.1016/j.cbpa.2021.02.007
https://doi.org/10.1016/j.snb.2020.129227
https://doi.org/10.1038/s41598-020-78298-y
https://doi.org/10.1109/INMIC.2016.7840145
https://doi.org/10.1039/d2lc00612j
https://doi.org/10.1039/c7lc00952f
https://doi.org/10.1039/c7lc00952f
https://doi.org/10.1016/j.indcrop.2013.07.049
https://doi.org/10.1007/s12274-016-1262-z
https://doi.org/10.1063/5.0009840
https://doi.org/10.1063/5.0009840
https://doi.org/10.1080/10408398.2018.1518897
https://doi.org/10.1002/adem.202100738
https://doi.org/10.1002/adem.202100738
https://doi.org/10.3390/bios12050298
https://doi.org/10.3390/bios12050298
https://doi.org/10.1109/MEMS51670.2022.9699738
https://doi.org/10.1109/MEMS51670.2022.9699738
https://doi.org/10.1021/ac200247e
https://doi.org/10.3390/mi13081289
https://doi.org/10.1038/s41598-018-28124-3
https://doi.org/10.1016/j.aca.2014.04.017
https://doi.org/10.1371/journal.pone.0147636
https://doi.org/10.1371/journal.pone.0147636
https://www.frontiersin.org/journals/bioengineering-and-biotechnology
https://www.frontiersin.org
https://doi.org/10.3389/fbioe.2023.1020430

Wang et al.

Soares, R. R., Akhtar, A. S, Pinto, I. F.,, Lapins, N., Barrett, D., Sandh, G., et al. (2020).
Point-of-care detection of SARS-CoV-2 in nasopharyngeal swab samples using an integrated
smartphone-based centrifugal microfluidic platform. medRxiv. doi:10.1101/2020.11.04.
20225888

Soares, R. R., Akhtar, A. S, Pinto, I. F,, Lapins, N., Barrett, D., Sandh, G., et al. (2021).
Sample-to-answer COVID-19 nucleic acid testing using a low-cost centrifugal
microfluidic platform with bead-based signal enhancement and smartphone read-out.
Lab. Chip 21, 2932-2944. doi:10.1039/d11c00266j

Sugumar, D., Kong, L. X, Ismail, A., Ravichandran, M., and Su Yin, L. (2012). Rapid
multi sample DNA amplification using rotary-linear polymerase chain reaction device
(PCRDisc). Biomicrofluidics 6, 014119. doi:10.1063/1.3690469

Sun, F., Ganguli, A., Nguyen, J., Brisbin, R., Shanmugam, K., Hirschberg, D. L., et al.
(2020). Smartphone-based multiplex 30-minute nucleic acid test of live virus from nasal
swab extract. Lab. Chip 20, 1621-1627. doi:10.1039/D0LC00304B

Sun, L., Siddique, K., Wang, L., and Li, S. (2021). Mixing characteristics of a bubble
mixing microfluidic chip for genomic DNA extraction based on magnetophoresis: CFD
simulation and experiment. Electrophoresis 42, 2365-2374. doi:10.1002/elps.202000295

Tachibana, H., Saito, M., Tsuji, K., Yamanaka, K., and Tamiya, E. (2015). Self-propelled
continuous-flow PCR in capillary-driven microfluidic device: Microfluidic behavior and
DNA amplification. Sens. Actuators, B 206, 303-310. doi:10.1016/j.snb.2014.09.004

Takalkar, S., Baryeh, K., and Liu, G. (2017). Fluorescent carbon nanoparticle-based
lateral flow biosensor for ultrasensitive detection of DNA. Biosens. Bioelectron. 98,
147-154. d0i:10.1016/j.bios.2017.06.045

Teixeira, A., Paris, J. L., Roumani, F., Diéguez, L., Prado, M., Espifa, B., et al. (2020).
Multifuntional gold nanoparticles for the SERS detection of pathogens combined with a
LAMP-in-microdroplets approach. Mater 13, 1934. doi:10.3390/ma13081934

Thio, S. K., Bae, S. W., and Park, S. Y. (2022). Lab on a smartphone (los): A smartphone-
integrated, plasmonic-enhanced optoelectrowetting (oew) platform for on-chip water
quality monitoring through LAMP assays. Sensors Actuators, B 358, 131543. doi:10.1016/j.
snb.2022.131543

Thomas, S., Orozco, R. L., and Ameel, T. (2017). Microscale thermal gradient
continuous-flow PCR: A guide to operation. Sens. Actuators, B 247, 889-895. doi:10.
1016/j.snb.2017.03.005

Tian, F,, Liu, C,, Deng, J., Han, Z., Zhang, L., Chen, Q,, et al. (2020). A fully automated
centrifugal microfluidic system for sample-to-answer viral nucleic acid testing. Sci. China
Chem. 63, 1498-1506. doi:10.1007/s11426-020-9800-6

Tian, Y., Zhang, T., Guo, J., Lu, H, Yao, Y, Chen, X, et al. (2022). A LAMP-based
microfluidic module for rapid detection of pathogen in cryptococcal meningitis. Talanta
Open 236, 122827. doi:10.1016/j.talanta.2021.122827

Trinh, K., Chon, N. M,, and Lee, N. Y. (2018). Fabrication of an integrated polystyrene
microdevice for pre-concentration and amplification of Escherichia coli O157: H7 from
raw milk. Anal. Methods 10, 5071-5077. doi:10.1039/C8AY01707G

Trinh, K. T. L, and Lee, N. Y. (2018). Glass-polytetrafluoroethylene-glass based
sandwich microdevice for continuous-flow polymerase chain reaction and its
application for fast identification of foodborne pathogens. Talanta 176, 544-550.
doi:10.1016/j.talanta.2017.07.085

Trinh, K. T. L., Zhang, H., Kang, D. J., Kahng, S. H,, Tall, B. D., and Lee, N. Y. (2016).
Fabrication of polymerase chain reaction plastic lab-on-a-chip device for rapid molecular
diagnoses. Int. Neurourol. J. 20, 38-48. doi:10.5213/inj.1632602.301

Trinh, K., Wu, W., and Lee, N. Y. (2017). Fabrication of a 3D Teflon microdevice for
energy free homogeneous liquid flow inside a long microchannel and its application to
continuous-flow PCR. RSC Adyv. 7, 10624-10630. doi:10.1039/c6ra28765d

Trung, N. B,, Saito, M., Takabayashi, H., Viet, P. H., Tamiya, E., and Takamura, Y.
(2010). Multi-chamber PCR chip with simple liquid introduction utilizing the gas
permeability of polydimethylsiloxane. Sens. Actuators, B 149, 284-290. doi:10.1016/j.
snb.2010.06.013

Tsougeni, K., Kastania, A. S., Kaprou, G. D., Eck, M, Jobst, G., Petrou, P. S., et al. (2019).
A modular integrated lab-on-a-chip platform for fast and highly efficient sample
preparation for foodborne pathogen screening. Sens. Actuators, B 288, 171-179. doi:10.
1016/j.snb.2019.02.070

Tsugunori, N., Hiroto, O., Harumi, M., Toshihiro, Y., Keiko, W., Nobuyuki, A., et al.
(2000). Loop-mediated isothermal amplification of DNA. Nucleic Acids Res. 28, e63.
doi:10.1093/nar/28.12.e63

Tzivelekis, C., Selby, M. P., Batet, A., Madadi, H., and Dalgarno, K. (2021). Microfluidic
chip fabrication and performance analysis of 3D printed material for use in microfluidic
nucleic acid amplification applications. J. Micromech. Microeng. 31, 035005. doi:10.1088/
1361-6439/abd9a9

Uddin, S. M., Sayad, A., Chan, J., Huynh, D. H,, Skafidas, E., and Kwan, P. (2021). Heater
integrated lab-on-a-chip device for rapid HLA alleles amplification towards prevention of
drug hypersensitivity. Sens 21, 3413. doi:10.3390/521103413

Van Nguyen, H., and Seo, T. S. (2021). High-throughput human DNA purification on a
centrifugal microfluidic device for rapid forensic sex-typing. Biosens. Bioelectron. 181,
113161. doi:10.1016/j.bios.2021.113161

Vincent, M., Xu, Y., and Kong, H. (2004). Helicase-dependent isothermal DNA
amplification. EMBO Rep. 5, 795-800. doi:10.1038/sj.embor.7400200

Frontiers in Bioengineering and Biotechnology

10.3389/fbioe.2023.1020430

Wang, K., Wu, D., and Wu, W. (2019). A new self-activated micropumping mechanism
capable of continuous-flow and real-time PCR amplification inside 3D spiral microreactor.
Micromachines 10, 685. doi:10.3390/mil0100685

Wang, L., Wang, R,, Yu, Y., Zhang, F., Wang, X, Ying, Y, et al. (2016). A powerless on-
the-spot detection protocol for transgenic crops within 30min, from leaf sampling up to
results. Anal. Bioanal. Chem. 408, 657-662. doi:10.1007/s00216-015-9128-x

Wang, L. X,, Fu, J. ], Zhou, Y., Chen, G., Fang, C,, Lu, Z. S,, et al. (2020a). On-chip
RT-LAMP and colorimetric detection of the prostate cancer 3 biomarker with an
integrated thermal and imaging box. Talanta Open 208, 120407. doi:10.1016/j.
talanta.2019.120407

Wang, R, Wu, J,, He, X,, Zhou, P., and Shen, Z. (2021). A sample-in-answer-out
microfluidic system for the molecular diagnostics of 24 HPV genotypes using palm-sized
cartridge. Micromachines 12, 263. doi:10.3390/mi12030263

Wang, S., Liu, N., Zheng, L., Cai, G., and Lin, J. (2020a). A lab-on-chip device for the
sample-in-result-out detection of viable Salmonella using loop-mediated isothermal
amplification and real-time turbidity monitoring. Lab. Chip 20, 2296-2305. doi:10.
1039/DOLC00290A

Wang, S., Zhu, Y., Yang, Y., Li, J., and Hoffmann, M. R. (2020b). Electrochemical cell
lysis of gram-positive and gram-negative bacteria: DNA extraction from environmental
water samples. Electrochim. Acta 338, 135864. doi:10.1016/j.electacta.2020.135864

Wang Y, Y., Qi, W., Wang, L, Lin, J,, and Liu, Y. (2021). Magnetic bead chain-based
continuous-flow DNA extraction for microfluidic PCR detection of Salmonella.
Micromachines 12, 384. doi:10.3390/mi12040384

Wang, Z., Huang, P. H., Chen, C., Bachman, H., Zhao, S., Yang, S., et al. (2019). Cell lysis
via acoustically oscillating sharp edges. Lab. Chip 19, 4021-4032. doi:10.1039/c91c00498j

Wen, S., Zhang, J., Zhao, R., Gao, J., Wang, N,, Lu, T,, et al. (2022). Development of a
handheld microfluidic chip for on-site multiplex detection of four porcine diarrhea-related
virus. ACS Agric. Sci. Technol. 2, 805-812. doi:10.1021/acsagscitech.2c00105

Whulanza, Y., Aditya, R., Arvialido, R,, Utomo, M. S., and Bachtiar, B. M. (2017). Ease
fabrication of PCR modular chip for portable DNA detection kit. AIP Conf. Proc. 1817,
040006. doi:10.1063/1.4976791

Wu, B, Tong, X,, Chen, B., Yuan, W., Fu, M., Yang, X,, et al. (2022a). Development of
microfluidic chip-based loop-mediated isothermal amplification (LAMP) method for
detection of carbapenemase producing bacteria. Microbiol. Spectr. 22, €0032222. doi:10.
1128/spectrum.00322-22

Wu, D., and Wu, W. (2019). Battery powered portable thermal cycler for continuous-
flow polymerase chain reaction diagnosis by single thermostatic thermoelectric cooler and
open-loop controller. Sens 19, 1609. doi:10.3390/s19071609

Wu, J., Kodzius, R.,, Cao, W., and Wen, W. (2014). Extraction, amplification and
detection of DNA in microfluidic chip-based assays. Microchim. Acta 181, 1611-1631.
doi:10.1007/s00604-013-1140-2

Wu, S, Duan, H., Zhang, Y., Wang, S., Zheng, L., Cai, G., et al. (2022b). A Salmonella
microfluidic chip combining non-contact eddy heater and 3D fan-shaped mixer with
recombinase aided amplification. Biosens 12, 726. doi:10.3390/bios12090726

Wu, Y, Fu, A, and Yossifon, G. (2020). Active particles as mobile microelectrodes for
selective bacteria electroporation and transport. Sci. Adv. 6, 4412. doi:10.1126/sciadv.
aay4412

Xia, X., Yu, Y., Weidmann, M., Pan, Y., and Wang, Y. (2014). Rapid detection of shrimp
white spot syndrome virus by real time, isothermal recombinase polymerase amplification
assay. Plos One 9, €104667. doi:10.1371/journal.pone.0104667

Xiong, H., Ye, X,, Li, Y., Wang, L., Zhang, J., Fang, X,, et al. (2020). Rapid differential

diagnosis of seven human respiratory coronaviruses based on centrifugal microfluidic
nucleic acid assay. Anal. Chem. 92, 14297-14302. doi:10.1021/acs.analchem.0c03364

Xu, Y., Zhang, Z., Su, Z., Zhou, X,, Han, X, and Liu, Q. (2020). Continuous microfluidic
purification of DNA using magnetophoresis. Micromachines 11, 187. doi:10.3390/
mil1020187

Yang, B.,, Wang, P., Li, Z,, Tao, C,, You, Q,, Sekine, S., et al. (2022). A continuous flow
PCR array microfluidic chip applied for simultaneous amplification of target genes of
periodontal pathogens. Lab. Chip 22, 733-737. do0i:10.1039/d11c00814e

Yin, J., Xia, L., Zou, Z., Zhuang, J., and Mu, Y. (2022). A direct and multiplex digital PCR
chip for EGFR mutation. Talanta 250, 123725. doi:10.1016/j.talanta.2022.123725

Yin, J., Zou, Z,, Hu, Z,, Zhang, S., Zhang, F., Wang, B., et al. (2020a). A “sample-in-
multiplex-digital-answer-out” chip for fast detection of pathogens. Lab. Chip 20, 979-986.
doi:10.1039/c91c01143a

Yin, J., Zou, Z., Yin, F,, Liang, H., Hu, Z., Fang, W, et al. (2020b). A self-priming digital
polymerase chain reaction chip for multiplex genetic analysis. ACS Nano 14, 10385-10393.
doi:10.1021/acsnano.0c04177

Yin, K,, Ding, X,, Li, Z., Zhao, H., Cooper, K., and Liu, C. (2020c). Dynamic aqueous
multiphase reaction system for one-pot CRISPR-Casl2a-based ultrasensitive and

quantitative molecular diagnosis. Anal. Chem. 92, 8561-8568. doi:10.1021/acs.
analchem.0c01459

Yin, R, Sun, Y., Wang, K., Feng, N., and Xiao, M. (2020). Development of a PCR-based
lateral flow strip assay for the simple, rapid, and accurate detection of pork in meat and
meat products. Food Chem. 318, 126541. doi:10.1016/j.foodchem.2020.126541

frontiersin.org


https://doi.org/10.1101/2020.11.04.20225888
https://doi.org/10.1101/2020.11.04.20225888
https://doi.org/10.1039/d1lc00266j
https://doi.org/10.1063/1.3690469
https://doi.org/10.1039/D0LC00304B
https://doi.org/10.1002/elps.202000295
https://doi.org/10.1016/j.snb.2014.09.004
https://doi.org/10.1016/j.bios.2017.06.045
https://doi.org/10.3390/ma13081934
https://doi.org/10.1016/j.snb.2022.131543
https://doi.org/10.1016/j.snb.2022.131543
https://doi.org/10.1016/j.snb.2017.03.005
https://doi.org/10.1016/j.snb.2017.03.005
https://doi.org/10.1007/s11426-020-9800-6
https://doi.org/10.1016/j.talanta.2021.122827
https://doi.org/10.1039/C8AY01707G
https://doi.org/10.1016/j.talanta.2017.07.085
https://doi.org/10.5213/inj.1632602.301
https://doi.org/10.1039/c6ra28765d
https://doi.org/10.1016/j.snb.2010.06.013
https://doi.org/10.1016/j.snb.2010.06.013
https://doi.org/10.1016/j.snb.2019.02.070
https://doi.org/10.1016/j.snb.2019.02.070
https://doi.org/10.1093/nar/28.12.e63
https://doi.org/10.1088/1361-6439/abd9a9
https://doi.org/10.1088/1361-6439/abd9a9
https://doi.org/10.3390/s21103413
https://doi.org/10.1016/j.bios.2021.113161
https://doi.org/10.1038/sj.embor.7400200
https://doi.org/10.3390/mi10100685
https://doi.org/10.1007/s00216-015-9128-x
https://doi.org/10.1016/j.talanta.2019.120407
https://doi.org/10.1016/j.talanta.2019.120407
https://doi.org/10.3390/mi12030263
https://doi.org/10.1039/D0LC00290A
https://doi.org/10.1039/D0LC00290A
https://doi.org/10.1016/j.electacta.2020.135864
https://doi.org/10.3390/mi12040384
https://doi.org/10.1039/c9lc00498j
https://doi.org/10.1021/acsagscitech.2c00105
https://doi.org/10.1063/1.4976791
https://doi.org/10.1128/spectrum.00322-22
https://doi.org/10.1128/spectrum.00322-22
https://doi.org/10.3390/s19071609
https://doi.org/10.1007/s00604-013-1140-2
https://doi.org/10.3390/bios12090726
https://doi.org/10.1126/sciadv.aay4412
https://doi.org/10.1126/sciadv.aay4412
https://doi.org/10.1371/journal.pone.0104667
https://doi.org/10.1021/acs.analchem.0c03364
https://doi.org/10.3390/mi11020187
https://doi.org/10.3390/mi11020187
https://doi.org/10.1039/d1lc00814e
https://doi.org/10.1016/j.talanta.2022.123725
https://doi.org/10.1039/c9lc01143a
https://doi.org/10.1021/acsnano.0c04177
https://doi.org/10.1021/acs.analchem.0c01459
https://doi.org/10.1021/acs.analchem.0c01459
https://doi.org/10.1016/j.foodchem.2020.126541
https://www.frontiersin.org/journals/bioengineering-and-biotechnology
https://www.frontiersin.org
https://doi.org/10.3389/fbioe.2023.1020430

Wang et al.

Yin, R, Sun, Y., Yu, S, Wang, Y., Zhang, M., Xu, Y., et al. (2016). A validated strip-based
lateral flow assay for the confirmation of sheep-specific PCR products for the
authentication of meat. Food control. 60, 146-150. doi:10.1016/j.foodcont.2015.07.030

Yoo, H. J., Baek, C,, Lee, M. H., and Min, J. (2020). Integrated microsystems for the: In
situ genetic detection of dengue virus in whole blood using direct sample preparation and
isothermal amplification. Analyst 145, 2405-2411. doi:10.1039/c9an02435b

Yoon, T., Kim, S., Kim, J. H,, and Park, K. S. (2021). A syringe-based and centrifugation-
free DNA extraction procedure for the rapid detection of bacteria. Chemosensors 9, 167.
doi:10.3390/chemosensors9070167

Yu, J., Wu, H,, He, L., Tan, L., Jia, Z., and Gan, N. (2021). The universal dual-mode
aptasensor for simultaneous determination of different bacteria based on naked eyes and
microfluidic-chip together with magnetic DNA encoded probes. Talanta 225, 122062.
doi:10.1016/j.talanta.2020.122062

Yu, Q,, Zhang, J., Qiu, W., Li, K, Qian, L., Zhang, X,, et al. (2021). Gold nanorods-based
lateral flow biosensors for sensitive detection of nucleic acids. Microchim. Acta. 188,
133-138. d0i:10.1007/s00604-021-04788-z

Zeng, S., Chen, B,, Cai, L., and Liu, Q. (2016). “Thermal simulation for continuous-flow
PCR system,” in 2016 International Conference on Computer Science and Electronic
Technology (Atlantis Press), 273-276. doi:10.2991/cset-16.2016.64

Zhang, G., Liu, S., Ning, S., Cui, W.,, and Reed, M. (2021). “Parallel trapping and

controllable lysis of cells Using acoustic pillar array chip,” in IEEE international ultrasonics
symposium, IUS (IEEE). doi:10.1109/1US52206.2021.9593541

Zhang, H., Song, Z., Pan, F., and He, F. (2018). A surface-confined DNA assembly
enabled target recycling amplification for multiplexed electrochemical DNA detection.
J. Electroanal. Chem. 833, 290-296. doi:10.1016/j.jelechem.2018.09.036

Zhang, M., Liu, J., Shen, Z., Liu, Y., Song, Y., Liang, Y., et al. (2021). A newly developed
paper embedded microchip based on LAMP for rapid multiple detections of foodborne
pathogens. BMC Microbiol. 21, 197-213. doi:10.1186/s12866-021-02223-0

Zhang, Z., Zhao, S., Hu, F,, Yang, G., Li, J., Tian, H,, et al. (2020). An LED-driven
AuNPs-PDMS microfluidic chip and integrated device for the detection of digital loop-
mediated isothermal DNA amplification. Micromachines 11, 177. doi:10.3390/
mill020177

Zhang, Z., Zhao, S., Jiang, L., Wu, J., Zhao, W., Guo, X, et al. (2022). A sample-to-answer
DNA detection microfluidic system integrating sample pretreatment and smartphone-

Frontiers in Bioengineering and Biotechnology

25

10.3389/fbioe.2023.1020430

readable gradient plasmonic photothermal continuous-flow PCR. Analyst 147, 4876-4887.
doi:10.1039/d2an00908k

Zhao, X., Huang, Y., Li, X., Yang, W., Lv, Y., Sun, W, et al. (2022). Full integration
of nucleic acid extraction and detection into a centrifugal microfluidic chip
employing chitosan-modified microspheres. Talanta 250, 123711. doi:10.1016/j.
talanta.2022.123711

Zhao, X,, Li, X,, Yang, W.,, Peng, J., Huang, J., and Mi, S. (2021). An integrated
microfluidic detection system for the automated and rapid diagnosis of high-risk human
papillomavirus. Anal 146, 5102-5114. doi:10.1039/D1AN00623A

Zheng, G., Gao, Q,, Jiang, Y., Lu, L, Li, J., Zhang, X,, et al. (2021). Instrumentation-
compact digital microfluidic reaction interface-extended loop-mediated isothermal
amplification for sample-to-answer testing of Vibrio parahaemolyticus. Anal. Chem.
93, 9728-9736. doi:10.1021/acs.analchem.1c00917

Zhou, L., Chen, Y., Fang, X,, Liu, Y., Du, M,, Lu, X, et al. (2020). Microfluidic-RT-LAMP
chip for the point-of-care detection of emerging and re-emerging enteric coronaviruses in
swine. Anal. Chim. Acta 1125, 57-65. doi:10.1016/j.aca.2020.05.034

Zhou, Q. J., Lu, J. F, Su, X. R,, Jin, J. L., Li, S. Y., Zhou, Y., et al. (2021). Simultaneous
detection of multiple bacterial and viral aquatic pathogens using a fluorogenic loop-
mediated isothermal amplification-based dual-sample microfluidic chip. J. Fish. Dis. 44,
401-413. doi:10.1111/jfd.13325

Zhou, Q., Pan, J., Mo, L., Luo, Z., Qin, Z., Dai, Z., et al. (2022). Fluorescent on-site
detection of multiple pathogens using smartphone-based portable device with paper-based
isothermal amplification chip. Microchim. Acta. 189, 333-410. doi:10.1007/s00604-022-
05419-x

Zhu, C,, Hu, A, Cui, J,, Yang, K, Zhu, X, Liu, Y., et al. (2019). A lab-on-a-chip device
integrated DNA extraction and solid phase PCR array for the genotyping of high-risk HPV
in clinical samples. Micromachines 10, 537. doi:10.3390/mi10080537

Zhu, Y. S, Shao, N., Chen, J. W., Qi, W. B, Li, Y., Liu, P, et al. (2020). Multiplex and
visual detection of African Swine Fever Virus (ASFV) based on Hive-Chip and direct loop-
mediated isothermal amplification. Anal. Chim. Acta 1140, 30-40. doi:10.1016/j.aca.2020.
10.011

Zhuang, J., Zhao, Z., Lian, K., Yin, L., Wang, J., Man, S, et al. (2022). SERS-based
CRISPR/Cas assay on microfluidic paper analytical devices for supersensitive detection of
pathogenic bacteria in foods. Biosens. Bioelectron. 207, 114167. doi:10.1016/j.bios.2022.
114167

frontiersin.org


https://doi.org/10.1016/j.foodcont.2015.07.030
https://doi.org/10.1039/c9an02435b
https://doi.org/10.3390/chemosensors9070167
https://doi.org/10.1016/j.talanta.2020.122062
https://doi.org/10.1007/s00604-021-04788-z
https://doi.org/10.2991/cset-16.2016.64
https://doi.org/10.1109/IUS52206.2021.9593541
https://doi.org/10.1016/j.jelechem.2018.09.036
https://doi.org/10.1186/s12866-021-02223-0
https://doi.org/10.3390/mi11020177
https://doi.org/10.3390/mi11020177
https://doi.org/10.1039/d2an00908k
https://doi.org/10.1016/j.talanta.2022.123711
https://doi.org/10.1016/j.talanta.2022.123711
https://doi.org/10.1039/D1AN00623A
https://doi.org/10.1021/acs.analchem.1c00917
https://doi.org/10.1016/j.aca.2020.05.034
https://doi.org/10.1111/jfd.13325
https://doi.org/10.1007/s00604-022-05419-x
https://doi.org/10.1007/s00604-022-05419-x
https://doi.org/10.3390/mi10080537
https://doi.org/10.1016/j.aca.2020.10.011
https://doi.org/10.1016/j.aca.2020.10.011
https://doi.org/10.1016/j.bios.2022.114167
https://doi.org/10.1016/j.bios.2022.114167
https://www.frontiersin.org/journals/bioengineering-and-biotechnology
https://www.frontiersin.org
https://doi.org/10.3389/fbioe.2023.1020430

	Rapid on-site nucleic acid testing: On-chip sample preparation, amplification, and detection, and their integration into al ...
	1 Introduction
	2 Rapid sample preparation methods
	2.1 On-chip cell lysis methods
	2.2 On-chip nucleic acid purification methods
	2.3 Integration of on-chip lysis and purification

	3 Rapid DNA amplification methods
	3.1 On-chip PCR methods for rapid amplification
	3.1.1 Stationary chamber PCR chips
	3.1.2 Closed-loop PCR chips
	3.1.3 Serpentine channel PCR chips
	3.1.4 Spiral channel PCR chips

	3.2 Isothermal nucleic acid amplification chips
	3.2.1 Principles and comparison of isothermal amplification methods
	3.2.1.1 Loop-mediated isothermal amplification
	3.2.1.2 Recombinase polymerase amplification
	3.2.1.3 Helicase-dependent isothermal DNA amplification
	3.2.1.4 Comparison of three isothermal amplification methods
	3.2.2 On-chip isothermal amplification

	3.3 Summary of on-chip methods of DNA amplification

	4 Rapid on-chip detection methods
	4.1 Lateral flow assay
	4.2 Fluorescent and colorimetric detection
	4.3 Non-fluorescent optical detection
	4.4 Electrochemical detection
	4.5 Summary of on-chip DNA detection

	5 All-in-one systems and future perspectives
	5.1 Improving speed of detection
	5.2 System integration
	5.3 Concerns relating to cost-reduction and mass production

	Author contributions
	Funding
	Conflict of interest
	Publisher’s note
	Supplementary material
	References


