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The monitoring of antibiotic resistance genes (ARGs) is crucial for understanding the level of antimicrobial
resistance and the associated health burden, which in turn is essential for the control and prevention of
antimicrobial resistance (AMR). Isothermal amplification, an emerging molecular biology technology, has
been widely used for drug resistance detection. Furthermore, its compatibility with a range of
technologies enables high-specificity, high-throughput, and portable and integrated detection in drug
resistance, particularly in resource-limited areas. However, to date, reviews involved in isothermal
amplification all concentrate on its technological advancements and its application in nucleic acid point-
of-care testing. Few reviews have been published that focus specifically on the application of isothermal
amplification in the detection of drug resistance. This review summarizes the detection principles of
different isothermal amplification techniques and discusses their strengths and weaknesses as well as the
applicable scenarios for drug resistance detection. It also summarizes advances in the application,
challenges and prospects of isothermal amplification technologies in conjunction with different methods
such as base mismatch, CRISPR-Cas, lateral flow immunoassay, sensing and microfluidic technologies for
improvement of specificity, throughput and integration for drug resistance detection. It is anticipated that

Received 15th October 2024,
Accepted 19th December 2024

DOI: 10.1039/d4cc05488a this review will assist scientists in comprehending the evolution of isothermal amplification in the context

of drug resistance detection and provide insights into the prospective applications of isothermal

Published on 02 January 2025. Downloaded on 4/3/2026 3:08:56 PM.

rsc.li/chemcomm

1 Introduction

Antimicrobial resistance represents one of the most significant
global public health threats of the 21st century, and has given
rise to widespread concern." It is estimated that approximately
700 000 deaths per year are attributable to AMR, with this figure
projected to reach 10 million by 2050.> In order to address the
global issue of AMR, scientists have put forth a “One Health”
approach as a potential solution.? One of the key components
of this solution is the monitoring of ARGs, with the aim of
gaining deeper insights into the level of AMR and the asso-
ciated health burden.” Moreover, given the high mutation rate,’
diversity/multi-drug resistance,® and rapid spread of resistance
genes,” detection technologies of AMR must meet the require-
ments of high specificity, high sensitivity, and high through-
put. Furthermore, in consideration of the inherently unstable
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amplification for highly integrated and immediate on-site detection of drug resistance.

nature of samples carrying ARGs, which are susceptible to
mutation during the processes of transport and storage,® an
optimal AMR assay should also have the potential for immedi-
ate detection in the field, with the objective of ensuring
accuracy and comprehensive applicability.

At present, the most commonly used methods for detecting
bacterial resistance are based on antimicrobial susceptibility
testing and polymerase chain reaction (PCR) techniques,”
including quantitative PCR, digital PCR, reverse transcription
PCR, and macro gene sequencing.” However, the antimicrobial
susceptibility testing for drug resistance analysis is a laborious
and time-consuming process, which results in delays to the
timeliness and usability of the results. In addition, the detection
sensitivity is contingent upon the enriched nature of the culture,’
necessitating subsequent molecular confirmatory testing.
Although molecular biology based on PCR and gene sequencing
for drug resistance analyses have the potential to reduce detection
times and facilitate high-throughput analysis, they frequently
necessitate the use of sophisticated instrumentation and trained
personnel,”® which can limit their applicability. It is evident that
none of the aforementioned methods are capable of fulfilling the
requisite demands for immediate on-site detection of ARGs.

Isothermal amplification, a recently developed molecular
biology technique, has also been employed for the immediate

This journal is © The Royal Society of Chemistry 2025
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on-site detection of AMR,** due to its mild reaction conditions, no
requirement of equipment, and short reaction time. Currently, a
variety of isothermal amplification techniques are applied for the
monitoring of AMR, including loop mediated isothermal ampli-
fication (LAMP),"® recombinase polymerase amplification (RPA),"®
and rolling circle amplification (RCA)."” Moreover, its high com-
patibility with a variety of technologies enables high-specificity,'®
high-throughput,' and portable and integrated detection of
AMR,* thereby facilitating the advancement of drug resistance
monitoring, particularly in resource-limited regions.

In the past few decades of development, many studies invol-
ving isothermal amplification techniques in the detection of
AMR have been reported. However, to the best our knowledge,
reviews involved in isothermal amplification all concentrate on
its technological advancements® > and its application in
nucleic acid point-of-care testing.>* There is still a lack of review
on isothermal amplification technology in AMR monitoring. In
this case, a review article to introduce the surveillance of ARGs
using isothermal amplification is fortuitously timed.

Therefore, this review introduced three different isothermal
amplification techniques and provided an analysis of the
advantages and disadvantages of existing isothermal amplifica-
tion techniques in the detection of AMR. Furthermore, the
isothermal amplification in conjunction with alternative meth-
ods for enhancing the detection of drug resistance was also
reviewed from three aspects: specificity, throughput and inte-
gration. And a special emphasis was given to the developmental
potential of the use of microfluidics in conjunction with iso-
thermal amplification technology in the development of
immediate resistance detection. Finally, some potential chal-
lenges and application prospects of isothermal amplification in
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Fig. 1 Schematic representation of base mismatch, CRISPR-Cas, lateral
flow immunoassay, sensor technology and microfluidic coupled with
isothermal amplification techniques applied to antimicrobial resistance
monitoring.
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drug resistance detection were also discussed. We believe that
this review would assist in comprehending the utility of iso-
thermal amplification in the context of drug resistance detec-
tion, while also offering insights into the prospective evolution
of isothermal amplification technology for highly integrated,
immediate on-site detection of drug resistance (Fig. 1).

2 Overview of isothermal amplification
techniques

Isothermal amplification, which was developed from the PCR,
allows the expansion of the copy number of a specific DNA or
RNA fragment at a particular temperature.>® This is achieved
through the use of enzymes with varying activities and their
respective specific primers. Similar to the PCR, isothermal
amplification assays are commonly used in fluorescent dye
and fluorescent probe methods.”®*” In comparison to the
PCR, isothermal amplification technology does not necessitate
the use of costly equipment for temperature control, resulting
in its more straightforward operation, shorter detection time,
and compatibility with a range of assays.*®*° Furthermore,
isothermal amplification can be integrated with a portable
detection device for the interpretation of results.*® Therefore,
it is more advantageous to develop on-site detection for AMR.
The most commonly employed isothermal amplification tech-
niques for the detection of drug resistance are LAMP, RPA and
RCA. The following section will describe the principles and
characteristics of these techniques in the context of AMR
detection.

2.1 Principles of LAMP technology and its characteristics in
AMR detection

LAMP is an isothermal amplification technique that was first
reported in 2000.>' The reaction process can be divided into
three phases: a cyclic template synthesis phase, a cyclic ampli-
fication phase, and an elongation and recirculation phase. The
fundamental principle is to utilize Bst DNA polymerase and two
distinct pairs of primers (comprising one pair of internal
primers and one pair of external primers) for the identification
of six specific regions of the target gene (F1-F1c, F2-F2c, F3-F3c,
B1-Blc, B2-B2c¢, B3-B3c). Subsequently, strand displacement
reaction occurs and continues, generating large amounts of
polycyclic cauliflower structural DNA of varying lengths in a
relatively short period of time, thereby achieving the specific
amplification of the target genes at a temperature of 65 °C.*?
Furthermore, two loop primers were added to the LAMP system
by Nagamine,*® which could bind to stem-loop DNA and thus
enhance the strand displacement efficiency, thereby reducing
the duration of the LAMP reaction. For a better understanding
of LAMP, the amplification processes are illustrated in Fig. 2.
In our opinion, the LAMP technique is distinguished by its
high specificity and high amplification efficiency, which con-
tribute to its successful application in the detection of
AMR.">?%3% LAMP also features visual detection, based on the
combination of the by-product pyrophosphate with magnesium
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Fig. 2 Loop-mediated isothermal amplification scheme. Reproduced with

ions during the amplification phase, which results in the
formation of a white precipitate.*® Alternatively, during the
same phase, the combination of hydrogen ions with added
acid-base indicators also produces a colour change. These
properties offer the potential for immediate detection of ARGs,
which is particularly advantageous in resource-limited settings.
Furthermore, the incorporation of fluorescent probes into the
amplification system for fluorescence detection can enhance
the specificity of the LAMP assay.®’

Nevertheless, the design of LAMP amplification primers is
complex, and single-tube multiple amplification is challenging,
which is not conducive to the high-throughput detection of ARGs.
The length of LAMP-amplified fragments is typically 200-300 bp,
and the process is susceptible to contamination, which can result
in false-positive outcomes. These present a challenge in the
application of LAMP for drug resistance detection.

2.2 Principles of RPA technology and its characteristics in
AMR detection

The concept of RPA was first proposed by Piepenburg in 2006.%®
The fundamental mechanism underlying this process is as fol-
lows: firstly, the recombinant enzyme protein T4uvsX binds to the
primer to form a nucleic acid-protein complex with the action of
cofactors. Secondly, the complex undergoes hybridization with the
target DNA, accompanied by a process of strand replacement.
Subsequently, the replaced single strand is bound by single-
stranded binding protein named gp32 to prevent re-
hybridization. Finally, the recombinant enzyme is dissociated
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under the action of ATP, allowing Bsu DNA polymerase to bind
to the primer and extend along the template, thereby achieving
the isothermal amplification of the target gene.”> A schematic
diagram of an RPA system is illustrated in Fig. 3. The amplifica-
tion reaction can be conducted at 37 °C, with a sensitivity of up to
a single copy and an amplification product length within 500 bp.

In comparison to LAMP, the RPA technique is also fre-
quently employed for the detection of drug resistance due to
its lower reaction temperatures.'®*®*%*! Since its ambient
amplification characteristics, it has greater compatibility and
is more conducive to concatenation with other methods,** **
thereby improving detection performance. The design of a
primer for RPA is relatively straightforward, and multiplex
amplification is less challenging than LAMP. These character-
istics render it a promising candidate for further method
development in the context of high-throughput, portable drug
resistance detection. Nevertheless, the lengthy primer (30-35
nt) and probe (46-54 nt) sequences necessitated by the RPA
reaction are ill-suited to the detection of shorter target
sequences.'® Furthermore, the rigorous conditions of the RPA
reaction, along with the costs and preservation of enzymes,
have also impeded the advancement of RPA for rapid on-site
drug resistance detection to a certain degree.

2.3 Principles of RCA technology and its characteristics in
AMR detection

The RCA technique was initially proposed by Fire in 1995 and
draws upon the microbial circle DNA replication process.*® The

This journal is © The Royal Society of Chemistry 2025
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Fig. 3 RPA amplification scheme. Recombinase proteins form complexes with each primer (A), which scans DNA for homologous sequences (B). The
primers are then inserted at the cognate site by the strand-displacement activity of the recombinase (C) and single stranded binding proteins stabilize
the displaced DNA chain (D). The recombinase then disassembles leaving the 3’-end of the primers accessible to a strand displacing DNA polymerase
(E), which elongates the primer (F). Exponential amplification is achieved by cyclic repetition of this process. Reproduced with permission.* Copyright

2018, Elsevier.

basic principle is to use circular DNA as a template, and convert
dNTPs into single-stranded DNA catalysed by phi29 DNA poly-
merase through a short DNA primer (complementary to a
portion of the circular template), which contains hundreds of
repeats of the template’s complementary fragments.'® The
fundamental principle of RCA is illustrated in Fig. 4. RCA can
be classified into three categories: single-primer RCA, double-
primer RCA, and multi-primer RCA."”"*° These distinctions are
based on the number of primers involved. The formation of a
perfectly matched target-probe complex during target gene
cyclization effectively circumvents the non-specific amplifica-
tion that may occur in traditional PCR.”® This results in an
extremely high degree of specificity, allowing for the accurate
identification of gene mutations, including single nucleotide
polymorphisms (SNPs).’>** Additionally, this method pos-
sesses a distinctive advantage in the detection of drug-
resistant genes.

In comparison to the other two amplification methods, the
reaction mechanism of RCA is relatively straightforward,

This journal is © The Royal Society of Chemistry 2025

necessitating only a single polymerase for amplification at
room temperature. It exhibits high sensitivity, with the ampli-
fication efficiency of a single primer reaching 10°-fold and that
of a double primer even reaching 10°-fold.”® Nevertheless, the
formation of the circle template at the outset of the RCA
reaction is more intricate, necessitating a considerably longer
reaction time than the other two amplification methods, which
is not conducive to its application in the field of immediate
drug resistance detection.

In conclusion, each of the three isothermal amplification
methods has distinct advantages in the detection of AMR.
LAMP and RCA have superior specificity and are more advanta-
geous in the detection of drug resistance due to SNP-induced
alterations in drug resistance phenotypes. Additionally, the
reaction times of RPA and LAMP are shorter, which is con-
ducive to the rapid detection of drug resistance. The reaction
temperatures of RCA and RPA are more moderate, which is
conducive to the concentration of microfluidic devices and the
portable high-throughput detection of drug resistance.

Chem. Commun., 2025, 61,1748-1760 | 1751
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Fig. 4 Schematic illustration of the basic principles of RCA. (A) Making a DNA circle by template-mediated enzymatic ligation. (B) Linear RCA reaction to
generate long ssDNA with a pre-made circle and target nucleic acids. (C) Linear RCA reaction to generate long RNA with a pre-made DNA circular
template. (D) Multiprimed RCA to generate multiple copies of the RCA product from a single circle. Reproduced with permission.*® Copyright 2014, the

Royal Society of Chemistry.

However, RCA requires the lock probe to be connected to the
target gene first to form a loop, which makes its integration
more difficult than that of RPA. Furthermore, the connection
and amplification steps of RCA are generally not carried out in
the same system, which increases the difficulty of integration.

Meanwhile, in response to the need for high specificity, high
throughput, portable and integrated detection of drug resis-
tance, scientists have sought to enhance the potential of iso-
thermal amplification through the integration of diverse
technologies (Table 1).

3 The application of highly specific
isothermal amplification techniques for
the detection of AMR

At present, the emergence of clinical drug resistance is largely
attributed to mutations in genes encoding drug targets. To
illustrate, the most prevalent mutation site, katG 315,>7* is
clinically correlated with INH resistance, whereas the overwhelm-
ing majority of rpoB resistance-associated mutations occur in the
RFP resistance-determining region.”>’® This mechanism of resis-
tance generation by point mutations thus places greater demands
on the specificity of resistance detection techniques. Conse-
quently, scientists have devised various strategies to enhance
the specificity of isothermal amplification techniques and ren-
dered them more appropriate for the detection of drug resistance.

3.1 Strategy for the design of primers of base mismatches

One strategy for improving specificity is to optimize primers
based on base mismatches. The fundamental premise is that,

1752 | Chem. Commun., 2025, 61, 1748-1760

in theory, the polymerase must be situated within the primer 3’
terminal base and the template must be entirely complemen-
tary in order to facilitate an effective polymerization reaction.
However, due to the polymerase’s inherent variability, a num-
ber of factors can influence the outcome. In certain instances,
even if the primer’s 3’ terminal base is not complementary to
the template, the extension can still be achieved. Nevertheless,
this extension is contingent and inefficient or even off-target.
It is therefore possible to differentiate the mutation site speci-
fically according to the position and number of sites that
regulate base mismatches to a certain extent. In light of the
aforementioned findings, primers were designed at known
point mutations whose 3’ end bases were mismatched in order
to specifically recognize SNPs.

This strategy was currently used in LAMP and RCA. A
maximum of three base mismatches is permitted. The number
of mismatched primers can be one or two.>*** For instance,
Pakapreud Khumwan et al. modified the 3’ and 5’ ends of the
FIP and partially complementary LPF primers of katG 315
based on LAMP to introduce base mismatches of 3 nucleotides
in their sequences with the corresponding SNP positions.>* The
SNP-targeting LAMP primers are illustrated in Fig. 5(A) and (B).
This modification was made in order to render the primers
tunable to the SNP target amplification and to improve the
specificity of the assay. The method demonstrated 100% sta-
tistical sensitivity and specificity. This base mismatch primer
design strategy enables the detection of resistance mutations
without the use of additional molecular components, such as
probes or analyses. Furthermore, it could be paired with a
hand-held potentiostat for rapid electrochemical endpoint
detection, obviating the need for large-scale equipment. This

This journal is © The Royal Society of Chemistry 2025


https://doi.org/10.1039/d4cc05488a

View Article Online

ChemComm

Highlight

$191
7L of5 payeN (_TW NAD0T X T 09 0CT>  DUE JA39) ‘gUEBA ‘VUEA ‘gns ‘VI) BLI9)OR] PIOE J10e] dryo pds dNVT
(A3a7em18 (A321em8
.dod-omy,,) Nd ¢ 4(43d .dod-om,,) 02T (439
7S (NO) onoudewoydo  -1ens ,jod-auo,,) IWd ¢ 0s -yens ,jod-auo,,) 06 auad aseprxorad ase[ered HIey S1S0JN243GN3 WN11a190qoI N JSIp JIPIM[FOINA vOu
90UddsaION[} JIpI[JoIdTW
1 auwmn-[eay uonoeal 1ad sardod o1 > L€ 0> yoour sna.np snv2020]dydnis [e3NJLIUD PIseq-[I0 vdad
yoour
pue ‘VueA ‘AND ‘VHA ‘8%-YXO
‘P2-VXO ‘€T-VXO ‘dINI ‘WAN ‘Od
‘dnoi1d 6-IN-X1D ‘dnoid 1-IW-X1D
‘INAL ‘AHS ‘supoiqqp D ‘wiyd ‘ejq supalqy D pue ‘wyd ‘eyq wa)sAs
0L 0UddsaION[g T Ndd (0T X T €9 06> ‘Iod ‘Twid ‘nes ‘oed ‘eqy ‘udyl ‘ood ‘od ‘Twug ‘nes ‘oed ‘eqy ‘udy ‘oox YSIp [e3njInua) dINV'T
(901n0s 31| pfoy  uonoear 1ad sardod ¢8z
69 -puey]) 9ouadsaron]y ‘uondeal 1ad sardod 00T $9 Joe DU ‘Yoo 109 "7 ‘VSAN dryo paseq-1adeq JNVT
(103RUTIIN[ISUETY (uonoear
adt orqed 12d £dod 1 03 Juseamnba)
89 -10d) souddsarong uonoeal 12d 3e o1 8G €H-9¢ yoouwr VSIIN  S99149p paseq-1aded dINV'T
[earwaypondapoloyd
£9  UONDIIIP Z3IeNd) We T'LT o€ — D191 ‘y191 1702 °q -211aWIIO[0D vOd
[eusrs
99 smoworadwy L_TW NAD 6T€ 6¢ 09 U3 20UB)ISISAI UI[[IOBXO 1700 o [B2TWAYD01309[H vad
I1939wonoads wd z1°0 3duriapeds uewrey
69 uewey poypued  pue Wd 9z°0 ‘Wd 10°0 L€ 0TT> JdIATeIq Pue DdXMe[q ‘INIABI] —  padueyUL-20BJING vad
Aesseounwrwut mMopj
¥9 245 paxeN ,_TW NdD L0T £V/1¥ 09> (X)797 pue T-10W ‘DdXMe[q ‘WANE[q pruowmnaud -y ‘1702 *q [e1dye] pazATered-duH vad
€9 943 padeN 1 19d sardoo o1 /€ o¥ (PX)192 pue T-INAN®[q ‘T-ToW 9820R11)0BQOINUA AN onsdIp mofj [e1se] vdad
Aesse
79 945 payeN T sg/3u g'g L€ 0~ VXO®[q Pue ‘AHSE[q ‘N-X.LD®[q 1709 *q dins moyj [exore vag
L_Tw NAD ,0T (9-sao) xardwiod avavop2 7 (9
‘W ndgD 0T T -SAD) SU22s20.0u °§ (S-SAD) SouLs
19 2oudsaton[d NAD 0T M\AE Nn4ad 0T <9 0cr> SADE[] ‘87-VXO®R[q -7M.aD ‘d Awwk\xov apuowmaud BETSBD-UASTID dINV'T
(doys-om3) (doys-om3)
09 Jouddsaron]y e T ‘(9qni-ouo) We 0T 6¢ 0¥ ‘(oqmi-auo) § XXouwl DSoULdNLID ‘d RBETSED-YASIID vVdd
103
6S 20uddsaION[g 11 1ad sardood ¢ 6€ 09> DA DIYorayasy ‘aviuownaud pjjaisqapy BETSBD-YASTID vad
90U32S3I0N[J
pue sdins
8¢ 1591 moyj [erare T 1od s91d0d 0T X S£'T 59 ()72 quiio prwse|d eZISED-UdSTID ANV
LS SAT/20U20sd10N[] We T €9 68-08 yoour SnaIny °§ BZISED-YdSTID dIAVT
uonoear 1ad sardod 6 pue
96 2ouddsaron]y uonoear 1ad sardod 5z°9 Th/EEY 0¥/SS (¥X)197 “T-IoWI 100 g qeISeD-¥dSIID vad
s 90U20s310N WE 0T-T L€ 0c Tpul ‘T-W ‘T-yiub ‘gins pruserd z£6-Dnd BZISED-YdSTID vad
UOIIIOP [BITWAYD
-013997 Jurod
¥S  -pus/ooudosaron]q (VNA d1woudd) L Sug 59 S/-09 dNS (LSTES) DIy S1S0]N243GN3 WN1L319DqoI AN ojewISIW aseq dINV'T
JIPWIPIqIN]
€5 surn-Teay — €9 59 ouad VNMI SET urens wnan ‘W SNV dNVT
‘Jo¥  spoyowr uonoed (QOT) UOIIJAp JO JWTT (Do) (urur) 1081e], wstuedig A3ojouyos) Suridnop anbruyos)
armeradwa) awn uondAad [BWISYIOST
uonedyrduy

sauab aduelsIsal Bnip Jo UoRDBP BY3 J0) saNbIuydD} Y0 YiM uoiedydule |euwayios! JO UORRUIqUIOD 3yl T d)qel

"INd 95:80:€ 9202/E/ U0 papeo|uUMOd G20 Asenuer g0 Uo paus!idnd

1753

Chem. Commun., 2025, 61, 1748-1760

This journal is © The Royal Society of Chemistry 2025


https://doi.org/10.1039/d4cc05488a

Published on 02 January 2025. Downloaded on 4/3/2026 3:08:56 PM.

ChemComm

S315T (AGC>ACC) /(\(GQI\

5405
Mismatched region —— § CAS PF
<

[

X2}
e
©
F2 €%

[L)
O,
OO

. ' 4 B3
1244 BIP
sy o5 s -l -
Fig. 5 (A) SNP-targeting LAMP primers. The AGC > ACC (S315T) nucleotide substitution is simultaneously targeted by the FIP and LPF primers, each
individually bearing base mismatches up to 3, to help better discriminate the mutant from wild-type katG gene. (B) Full primer map of the chosen FIP3-LPF3 pair

where the mismatch regions are adjacent to the corresponding SNP position on their respective sequences. Reproduced with permission.>* Copyright 2022,
Elsevier. (C) The principle of biosensor platform for SNP detection based on the HRCA technique. Reproduced with permission.”” Copyright 2019, Elsevier.

is of great significance for resistance detection in resource-poor
environments.

In addition to LAMP, the base mismatch strategy can also be
used to design padlock probes in RCA to identify single base
mutations in drug resistance genes. As shown in Fig. 5(C), the
target sequence can hybridise perfectly to the designed padlock
probe and form a circular padlock probe under the action of
ligase to initiate the RCA reaction for subsequent extension.
Wild-type sequences with only one base difference cannot form a
circular padlock probe to initiate the RCA reaction.”” To illus-
trate, Liu et al. employed a base mismatch strategy to develop
padlock probes for the specific detection of single bases in genes
when utilising RCA to detect tetA and tetC.%” The primer design
strategy of base mismatches represents an effective approach for
enhancing the specificity of amplification. Nevertheless, this
approach is pivotal for primer design and screening to ascertain
specificity, and it has stringent requirements for the number and
location of mismatched bases, all of which impede its applica-
tion in isothermal amplification.

3.2 Strategy for conjunction with CRISPR-Cas technology

In addition to the aforementioned strategy, concatenation with
CRISPR-Cas technology represents an effective strategy to
enhance the specificity of drug resistance detection. The
CRISPR-Cas system represents an acquired immune system that
is widely found in archaea and bacteria.”® In recent years, it has
been demonstrated that class II Cas proteins possess both cis-
and trans-nuclease activities.”® The cis-nuclease activity enables
the cleavage of specific target sequences, while the trans-
nuclease activity allows for the cleavage of non-specific single-
stranded DNA (ssDNA) or single-stranded RNA (ssRNA).*° The
trans-cleavage activity results in the production of a fluorescent

1754 | Chem. Commun., 2025, 61, 1748-1760
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reporter molecule comprising ssDNA or ssRNA. Once the Cas
protein-gRNA complex has formed a specific bond with the
target gene, the Cas protein nuclease activity is triggered, result-
ing in the non-specific cleavage of the reporter molecule and the
generation of a fluorescent signal This process offers a distinc-
tive advantage in the detection of drug resistance and is capable
of discerning even subtle differences in base sequences. Cur-
rently, LAMP and RPA have been employed in conjunction with
Cas12a/cas12b®>>® and Cas13a® for the detection of mer-1,
mecA, OXA-48, blaKPC and other drug resistance genes.

In light of this property, our group devised a method for the
rapid detection of mcr-1, which involved the coupling of the
CRISPR-Cas12a system with the RPA technique. The outline of the
RPA-CRISPR/Cas12a assay is illustrated in Fig. 6(A). The analytical
sensitivity of our assay was 420 fg per reaction in pure mer-1-positive
isolates, and the threshold of this method in spiked clinical samples
was down to 1.6 x 10°-6.2 x 10° CFU mL~'.*' The most commonly
employed signal readout techniques are real-time PCR instrument
readout and lateflow test paper method readout (Fig. 6(B)).>**” To
illustrate, Wang et al. employed a real-time PCR instrument to read
out the RPA-CRISPR-Cas12a platform, which was developed for the
purpose of detecting mer-1 and tet(X4). Yet, Cao et al. constructed a
LAMP-CRISPR-Cas12a platform for the detection of nuc and mecA,
subsequently employing lateral flow test strips for the visualization
of the results. The former enables the monitoring of changes in
fluorescence signals in real time, making it an optimal choice for
drug resistance detection in resource-rich areas. In contrast, the
latter allows for the observation of amplification results through the
visual detection of bands on lateral flow test paper, rendering it well-
suited for resource-limited areas.

The combination of isothermal amplification technology with
highly specific CRISPR/Cas enables the amplification and

This journal is © The Royal Society of Chemistry 2025
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enrichment of target drug resistance genes, thereby improving the
detection limit. This approach is mutually complementary, allow-
ing the full potential of isothermal amplification to be realized,
and thus achieving high sensitivity and specificity for drug
resistance detection. The lack of specificity of the CRISPR system
for the cleavage of reporter molecules presents a significant
challenge in achieving the detection of multi-drug resistance
genes within the same system. In his 2018 article published in
Science,®* Gootenberg JS leveraged the preference for trans-cutting
of Cas proteins from disparate sources to achieve quadruple
nucleic acid target detection. This was accomplished by employ-
ing a combination of Cas proteins from multiple sources that
cleave defined reporter molecules, thereby generating reporter
molecules labeled with different fluorescent moieties. Neverthe-
less, this multiplex amplification strategy has yet to be employed
in the detection of drug resistance, likely due to the fact that the
utilization of multiple enzymes markedly increases the cost,
which is an impediment to its widespread adoption.

In conclusion, the strategy linked with CRISPR-Cas technology
is more widely used in isothermal amplification for enhancing the
specificity of drug resistance detection than base-mismatch stra-
tegies due to its strong compatibility. The combination of

This journal is © The Royal Society of Chemistry 2025

isothermal amplification and CRISPR-Cas represents a highly
promising technological advancement. It is anticipated that in
the future, the two technologies will be integrated into a micro-
fluidic device, facilitating the detection of multi-drug resistance
with the spatial segregation of the device. This integration will
optimize the benefits of isothermal amplification, enhancing its
utility in the field of drug resistance detection.

4 The application of high-throughput
isothermal amplification techniques for
the detection of AMR

The mode of transmission of drug resistance, particularly hor-
izontal transfer, has enabled the uninterrupted evolution of drug
resistance, resulting in a characteristically diversity/multi-drug
resistance phenomenon.®® The conventional isothermal ampli-
fication technology is deficient in its inability to perform multi-
plex detection. Therefore, to achieve more accurate and rapid
monitoring of AMR, there is a need for the development of high-
throughput drug resistance detection methods. Currently, iso-
thermal amplification is being employed in conjunction with a
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range of detection technologies to facilitate the high-throughput
detection of drug resistance genes.

4.1 Isothermal amplification technique in conjunction with
lateral flow analysis

Lateral flow analysis (LFA) is one of the most commonly used
high-throughput assays.*»** Furthermore, multiplex LFAs, which
analyze multiple targets simultaneously, are employed in con-
junction with the RPA technique for the detection of drug
resistance.®* ** Two forms of LFA are recognized: a direct method
and a competitive method. Competitive methods are more fre-
quently employed due to their superior assay specificity. For
example, Tao et al. employed a competitive method to detect drug
resistance genes.®* The amplification primers were labelled with
different markers, including digoxin, carboxytetramethylrhoda-
mine, fluorescein isothiocyanate, and cyanine 3. This allowed
the amplified fragments of the target gene to be endowed with
distinctive markers, which were then captured by the corres-
ponding antibodies with the markers immobilized in the lateral
flow bands. The scheme of the cascade detection system is
illustrated in Fig. 7(A) and (B). This resulted in the generation
of a colorimetric signal for drug resistance detection. The devel-
oped method achieved the simultaneous detection of blaNDM,
blaKPC, mcr-1 and tet(X) in less than one hour, with a detection
limit of 10> CFU mL™". The results are typically observed visually,
allowing for qualitative or semi-quantitative detection of resis-
tance genes. It can also be used for quantitative detection. For
instance, Lu et al. employed a test strip reader to integrate a
straightforward colorimetric readout with lateral flow strips for
the quantitative detection of drug resistance genes (Fig. 7(C)).%
In short, the combination of LFA with isothermal amplifica-
tion represents a straightforward, rapid, high-throughput and
cost-effective approach to the detection of drug resistance.
Furthermore, this method has the potential for on-site detec-
tion of drug resistance. Nevertheless, the high throughput is
constrained by the technology of lateral immuno-flow test
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strips. At present, the highest four-fold detection of drug-
resistant genes has been achieved. It is anticipated that the
throughput of drug-resistant detection will be enhanced in the
future by optimizing the method of test strip construction.

4.2 Isothermal amplification technique in conjunction with
sensing technology

Sensing technology is also one of the commonly used high-
throughput detection methods. A variety of sensing technolo-
gies, including optical sensing, electrochemical sensing, and
photoelectrochemical sensing coupled with isothermal amplifi-
cation, have been employed for the detection of multi-drug
resistance (Fig. 8(A)).°*® Surface-enhanced Raman scattering
(SERS) as a type of optical sensing technology, represents a
highly promising readout technique for rapid diagnostic analy-
sis. It is characterized by narrow and well-defined spectral peaks,
which make it ideal for applications requiring multiplexed
analysis.?® Currently, it has been employed in conjunction with
isothermal amplification technique for the high-throughput
detection of ARGs. For instance, Hassanain et al. successfully
combined a SERS assay with solid-phase RPA for the detection of
three resistant carbapenemase genes (VIM, KPC, and IMP) using
functionalized Au-NPs labelled with different Raman reporter
groups.®® A schematic illustration for the dual ELONA/SERS-RPA
sensing platform for AMR detection is provided in Fig. 8(B).
Furthermore, the assay could be coupled with a handheld
Raman spectrometer, thereby facilitating on-site analysis. The
SERS sensing platform for multi-drug resistance testing has been
shown to possess excellent capabilities for the real-time mon-
itoring of AMR in field settings, with regard to sensitivity,
portability and the speed of analysis.

In essence, all of the aforementioned high-throughput detection
strategies are founded upon the labelling of primers for a multitude
of drug resistance genes, which are subsequently translated into a
variety of signals for detection. Nevertheless, the capacity for multi-
plex detection of these strategies remains constrained. On the one
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Fig. 7 (A) Scheme of the cascade detection system. Schematic illustration of RPA. (B) HRP-catalyzed LFIA. Reproduced with permission.®* Copyright
2023, Basel, Switzerland. (C) Quantitative analysis of RPA-LFD. The standard linear equation and correlation coefficient (R?) between the T/C value and
the logarithm of the copy number of target DNA (copies per ulL). Reproduced with permission.®®> Copyright 2022, Frontiers.
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hand, it is because isothermal amplification technology itself is
difficult in primer design and not infallible. And the generation of
primer dimers between multiple primers may also interfere with the
amplification process, resulting in weak or even no detection signal.
On the other hand, the selection of markers is difficult. There
should be no signal interference between different markers.
Furthermore, Sun et al. constructed a multivariate real-time fluor-
escent probe for Salmonella typing by assembling a strand-swapped
three-way junction (3W]) structure. This also provides an additional
option for achieving high-throughput drug resistance detection in
addition to modified primers.*” Lastly, it is anticipated that future
developments in primer design will result in further optimization
and the creation of specialized primer design software for isother-
mal amplification. This will facilitate the application of this techni-
que in the detection of multi-drug resistance.

5. The application of integrated
isothermal amplification technology
for the detection of AMR

The prevalence of drug-resistant genes in the environment and
the uneven distribution of resources across regions have created
a pressing need for the development of efficient drug-resistance
detection methods.®® These methods must be able to meet the
challenges of on-site testing, requiring minimal equipment and
resources, and offering multiplexed capabilities. They must also
be suitable for use in resource-limited settings. At present, there
is no testing method that meets all the desire requests. Micro-
fluidics, a technology that integrates the entire laboratory ana-
lysis system into a single microchip,® offers a promising avenue
for achieving this objective, leveraging the advantages of minia-
turization and integration.

5.1 Isothermal amplification technique in conjunction with a
capillary force-driven microfluidic-based device

Paper-based microfluidics exhibits favorable characteristics,
including good biocompatibility, low cost and ease of mass
manufacturing.”> When combined with convenient isothermal
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amplification techniques, it can replace the majority of instruments
traditionally used for ARG amplification assays. Furthermore, these
microarrays can be handled by non-specialists with a minimum
number of steps, which presents a potential avenue for immediate
on-site detection of AMR. A range of paper-based fluorescent LAMPs
have been developed for the purpose of detecting drug
resistance.”®*® For example, Choopara et al. constructed a paper-
based fluorescent LAMP by immobilizing primers on a paper base
based on the biotin-streptavidin-system and incubating with SYBR
Green 1.°® A schematic of a paper-based LAMP device is illustrated in
Fig. 9(A). This method was straightforward for the user, yields rapid
results in under an hour, and had an ultra-sensitive detection limit
(as low as one copy of mecA). Nevertheless, it has been demon-
strated that the label-free nature of the insertion dye SYBR Green I
leads to a considerable number of false positives when employed as
a readout for LAMP results. In addition to utilizing SYBR Green I as
a readout, Li et al. proposed the use of a “lightswitch” molecular
probe (i.e., [Ru(phen),dppz]**) as a readout modality for the detec-
tion of drug resistance by integrating the LAMP assay with it on a
paper base.® The principle for detection was based on the evidence
that in aqueous solution, the fluorescence of [Ru(phen),dppz]”* is
quenched via the protonation of N atoms. Upon binding with
double-stranded DNA, the planar phenazine ligand interacts with
the base pairs in the major groove of DNA, protecting the N atoms
in phenazine. This results in a change in the microenvironment of
[Ru(phen),dppz]**, increasing the population of the luminescent
state and leading to intense fluorescence emission at 620 nm.
Compared to SYBR Green I as a readout of amplification results,
the “light switch” molecular probe has higher sensitivity and lower
background interference.

In general, isothermal amplification technology based on
capillary force-driven microfluidic devices is more portable and
convenient for drug resistance detection with fewer operational
steps. An additional concept for an assay that integrates ampli-
fication with paper-based microfluidics is to utilize existing test
strips, such as those employed for pregnancy tests, to transform
the identification of pathogen nucleic acids through an ampli-
fication reaction into the detection of HCG, thereby creating a
portable assay. It is anticipated that this type of assay will be
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Fig. 9 (A) Schematic of a paper-based LAMP device. Design of the device and MRSA_FIP (biotinylated) immobilization, LAMP reaction steps on the paper, and
overview steps for paper-based LAMP device usage. Reproduced with permission.®® Copyright 2021, American Chemical Society. (B) The specifics of the entire
procedure. Reproduced with permission.”® Copyright 2023, Frontiers. (C) Schematic of the SPC chip. The structure of the SPC chip included an inlet, infusing
channels, and reaction wells. A violet solution was successfully loaded and isolated into individual wells. Reproduced with permission.”? Copyright 2020, Springer.

applicable in the future for the detection of drug resistance
genes.”" Furthermore, it has the potential to be applied for the
immediate detection of multiple drug resistance, especially
under resource-limited conditions.

5.2 Isothermal amplification technique in conjunction with a
centrifugal force-driven microfluidic-based device

Although paper-based microfluidic devices are not reliant on
external equipment, their open assay environment is susceptible
to cross-contamination between samples, which can result in false-
positive outcomes. Centrifugal force-driven microfluidic devices,
which utilize centrifugal force, represent an effective solution to
this issue. For instance, N. Chen et al. successfully achieved the
detection of a wide range of bacteria and ARGs in clinical urinary
tract infections by using a pre-gel method with buffer, dye and
specific LAMP primers preloaded in centrifuge discs.”® The spe-
cifics of the entire procedure are illustrated in Fig. 9(B). The
method demonstrated satisfactory concordance with the conven-
tional culture-based approach, exhibited high accuracy, and ful-
filled the requisite criteria for expeditious diagnosis. In addition to
LAMP, RPA and RCA can also be concentrated into a centrifugal
force-driven microfluidic device for the detection of AMR.*>”!
However, the use of centrifugal force-driven microfluidic devices
is contingent upon the availability of centrifugal equipment, which
is suboptimal for the on-site analysis of AMR.

5.3 Isothermal amplification technique in conjunction with a
pressure-driven microfluidic-based device

The advent and evolution of pressure-driven microfluidic devices
offer a potential solution to this issue.”>** The vacuum-negative-
pressure structure of the auto-sampling method is devoid of

1758 | Chem. Commun., 2025, 61, 1748-1760

instrumentation and allows for closed detection, thereby redu-
cing the likelihood of product cross-contamination. For example,
in the case of this, Jin et al. preloaded LAMP primers for six drug-
resistant genes on the chip and employed self-priming compart-
mentalization technology to complete the segregation,”® thereby
avoiding mutual interference and cross-contamination between
primers (Fig. 9(C)). This approach enabled the high-throughput
identification of drug-resistant genes within two hours, with a
limit of detection of 10° CFU mL ™", which was in line with that
of tubular LAMP. Despite the microarray’s capacity for the
multiplex detection of drug resistance genes, its sensitivity
remains limited. Furthermore, the auto-sampling aspect of the
vacuum-negative structure presents a challenge in integrating
nucleic acid extraction of samples on the microarray.

In summary, microfluidic devices utilizing diverse driving
forces are employed in conjunction with isothermal amplifica-
tion technology, which streamlines operational procedures,
minimizes the quantity of reagents required, and facilitates
the portable and immediate detection of drug resistance to a
certain extent. Nevertheless, the degree of integration remains
inadequate, and the extraction, amplification and product
detection of drug-resistant genes cannot be conducted in a
single system. It is thus evident that the construction of
isothermal amplification microarrays integrating nucleic acid
extraction, amplification and detection represents a prospective
direction for the advancement of rapid detection of AMR.

6 Summary and outlook

Isothermal amplification, as an emerging molecular biology
technique, is a promising rapid field technique due to its mild
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reaction conditions that offer unique advantages in the detec-
tion of AMR. In practice, particularly in situations where
resources are limited, the utilization of isothermal amplifica-
tion techniques for the expeditious detection of ARGs in the
field, in comparison to laboratory-based testing, has the effect
of compromising the overall performance, particularly in terms
of sensitivity. Furthermore, numerous challenges exist, includ-
ing the storage of amplification reagents, the multitude of
upstream and downstream operational steps, and the ease of
signal readout devices. As microfluidics and isothermal ampli-
fication technology continue to evolve, the technical challenges
associated with integrating isothermal amplification with
upstream and downstream operations can be addressed by
optimizing the amplification reaction system, the detection
method, as well as the microfluidic sampling method and the
construction method. It is anticipated that microfluidics will
evolve to offer enhanced quantitative performance, reduced
instrument dependence, and isothermal amplification for the
analysis of unknown resistance genes in the near future.
Furthermore, the immediate detection of AMR is expected to
advance towards integrated, rapid, high-throughput, and multi-
plex screening. The sophisticated image acquisition and ana-
lysis capabilities of smartphones offer an effective and
intelligent solution for the detection of isothermal amplifica-
tion microarrays, which is conducive to the widespread use of
immediate drug resistance detection.
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