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Recent advances in CRISPR-based biotechnologies have greatly expanded our capabilities to repurpose
CRISPR for the development of molecular diagnostic systems. The key attribute that allows CRISPR to be
widely utilized is its programmable and highly specific nature. In this review, we first illustrate the principle
of the class 2 CRISPR nucleases for molecular diagnostics which originates from their immunologic
defence systems. Next, we present the CRISPR-based schemes in the application of diagnostics with
amplification-assisted or amplification-free strategies. By highlighting some of the recent advances we
interpret how general bioengineering methodologies can be integrated with CRISPR. Finally, we discuss the
challenges and exciting prospects for future CRISPR-based biosensing development. We hope that this
review will guide the reader to systematically learn the start-of-the-art development of CRISPR-mediated
nucleic acid detection and understand how to apply the CRISPR nucleases with different design concepts
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1 Introduction

Detection of nucleic acids is of great importance for the
identification of genetic diseases and pathogenic diagnosis,
as well as its use in therapeutics. In recent decades, large-
scale recurring disease outbreaks caused by emerging viruses,
such as SARS, H1N1, Ebola, Zika, and SARS-CoV-2," highlight
that the current gold standard approach polymerase chain
reaction (PCR), which requires centralized diagnostic
facilities, is unable to respond quickly to these pandemic or
epidemic crises. The response time is significantly delayed by
sample collection, transport, preparation, and slow reaction
time. As guided by the World Health Organisation (WHO),
the ideal pathogen detection should be affordable, sensitive,
specific, user-friendly, rapid and robust, equipment-free, and
deliverable to end-users (ASSURED). Therefore, there is an
urgent need for deployable and miniaturized point-of-care
testing (POCT) platforms to address viral detection.

Over the past few years, the emerging clustered regularly
interspaced short palindromic repeats (CRISPR) technology
has revolutionized the field of gene editing and molecular
diagnostics.” Originally, the CRISPR-Cas system was a
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to more general applications in diagnostics and beyond.

prokaryotic adaptive immune system used against viruses
and plasmids in most archaea and bacteria.® In the immune
system, the CRISPR array inserts a portion of the target DNA
sequence next to the protospacer adjacent motif (PAM)
sequence to become a spacer where the CRISPR array is
transcribed as a single transcript containing the spacer
sequence and parts of the flanking repeats.” The CRISPR
RNA (crRNA) coupled with Cas nucleases recognizes the
protospacer sequence in the invading objects, then the
invading viruses or plasmids are cleaved and deactivated by
the Cas nucleases.”® Although this was first discovered in
the 1980s,'° it was not until 2012 that the first in vitro
demonstration of an engineered Cas9 system was used to
specifically cut the targeted sequence by fusing RNA
molecules into a single-guide RNA (sgRNA)."* By
programmable design of the spacer of the sgRNA, the CRISPR
coupled with Cas effectors offer unparalleled potential for
genome-editing applications such as sequencing and
molecular diagnostics."'™*® The subsequent discovery of the
cis and trans-cleavage ability of Cas12 and Cas13 has shown
more values in molecular diagnostics where Cas proteins
trans-cleave the surrounding single-stranded reporters after
the cis base-pair matching between the guided RNA spacer
and targeted protospacer sequences. The applications of the
CRISPR toolbox in molecular diagnostics imply its merits as
follows: (i) programmable and easy to design, (ii) near-
ambient operational temperature, and (iii) high sensitivity to
single mutation variants.

The first diagnostic application of CRISPR was reported in
2016. With the preamplification of NASBA, the Cas9 achieved
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superior specific and sensitive detection of the Zika virus at a
single nucleotide polymorphism (SNP).'*> In the same year,
the collateral activity of Cas13a was reported,’” and employed
for direct RNA detection without amplification.'® The
amplification-associated and amplification-free detection
ability of trace amounts of nucleic acids by the CRISPR-Cas
system has since been harnessed for the next generation of
nucleic acid detection. The CRISPR-driven diagnostic tools
have been intensively developed as an alternative to the PCR
test. Several of these tools including LAMP-DETECTR and
LAMP-SHERLOCK have been approved by the US Food Drug
Administration (FDA)."

CRISPR-mediated molecular diagnostics has been a hot
topic in recent reviews.’*> These review papers provide
different aspects of recent advances in CRISPR diagnostic
technologies including understanding the cellular biology of
CRISPR and principles for diagnostics,>**>** the transition
of CRISPR technology to molecular diagnostics from tube to
device for POCT,>"° strategies and technologies that can be
coupled with CRISPR such as microfluidics and
nanotechnologies,>*> and the application for COVID-19
diagnostics to meet the urgent pandemic emergency.*"*®
Nevertheless, the design principles of how the CRISPR
effectors work with different strategies and technologies to
meet the sensing and quantification demands have not been
elaborated and clearly outlined. More importantly, with the
continuous expansion of CRISPR-based tools in the past few
years, it is important to summarize and update new working
principles and trends of this field. In this review, we tend to
focus on the selection preference of Cas effectors,
amplification methods, and reporting schemes. We
summarize the development of CRISPR-based diagnostics in
two main categories in coupling with nucleic acid
amplification-assisted ~ and  amplification-free  (signal
amplification) techniques, respectively. With the aid of theory
and examples, we present a synthesized overview from the
design principles to the detection techniques in detail to
illustrate how different CRISPR effectors can be integrated
with nucleic acid detection protocols.

The review is structured as follows: first, we provide a
short summary of the mechanisms and characteristics of
class 2 CRISPR-Cas systems including conjugation strategies
and cleavage purposes that guide the design concepts.
Second, we summarize the isothermal preamplification
schemes associated with CRISPR, illustrating the advantages
and disadvantages of these methods in different scenarios
(Tables 3-5). Third, we review the amplification-free (i.e.,
without polymerase adoption) assays in combination with
CRISPR indicating that the CRISPR systems are promising for
facile detection without target molecule amplification
(Table 6). Lastly, from CRISPR implementation theory to
diagnostic applications, we highlight advanced functions of
CRISPR for quantitative, multiplexed, and all-in-one
diagnostic purposes, and present our views on the
outstanding issues and potential solutions regarding how to
make the detection schemes fit for specific scenarios and
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how to simplify the sample-in and results-out procedures
toward POCT. We hope that this review will guide the reader
to choose their adventure of CRISPR-based diagnostics with
either amplification-assisted or amplification-free methods
for specific applications.

2 CRISPR classification and diagnostic
mechanisms

As various CRISPR-Cas systems have been discovered, they
have been categorized into two classes (class 1 and class 2)
depending on whether it is a single protein effector during
the interference process. While the class 1 nucleases use
multiple proteins as an effector complex for the interference
function, the class 2 enzymes rely on a single protein effector
during the interference process such as the families of Cas9,
Cas12, and Cas13. The details of the hierarchical
categorization can be found in ref. 9. To date, most of the
nucleic acid and associated molecular diagnostics are based
on the class 2 CRISPR family with a few exceptions.>*?!
Moreover, different variants have shown notable differences
in terms of PAM sequences, sensitivity, and cleavage loci,
offering more options for the CRISPR diagnostic toolbox.
Therefore, we summarize the commonly used Cas proteins
according to their features, such as origins, PAM/protospacer
flanking site (PFS) sequences, target type, and sensitivity (the
sensitivity here was measured by previous research using
fluorescence without amplification) in Table 1. Santiago's
group has investigated the sensitivity of some of those listed
enzymes using Michaelis-Menten enzyme kinetics theory
systematically,>* showing that the sensitivity of those
enzymes is governed by enzymatic kinetics. Among all the
identified enzymes, the reaction temperature of the enzymes
was found to be around 37-42 °C, except for the
thermostable AsCas12a, AapCas12b, and BrCas12b which can
work up to 70 °C.**%’

To elucidate the fundamental working principles of the
class 2 nucleases, we select class 2 representative proteins
including spCas9, catalytically inactivate spCas9 (dCas9),
LbCas12a, and LwCas13a to explain their working mechanisms
for the nucleic acid-targeting diagnostics in Fig. 1.

The spCas9 variant isolated from Streptococcus pyogenes
was the first CRISPR system discovered to be programmable
and engineered for sequence cleavage."" The Cas9 ternary as
shown in Fig. 1la consists of Cas9 protein, programmable
sgRNA, and target sequence. The DNase activity of Cas9
is directed by a dual crRNA-trans-activating CRISPR RNA
(tracrRNA) complex to break the target dsDNA at specific loci
near the PAM, where the chimeric sgRNA is fused by the
crRNA and tracrRNA. After the programmable sgRNA spacer
binds to the target protospacer sequence, the HNH and RuvC
nuclease domains of the enzyme are activated to cleave both
the targeting and non-targeting sequences, respectively
(Fig. 1a). In addition, Cas9 can be guided to cleave ssSRNA with
the presence of PAM-presenting oligonucleotides (PAMmers).*®
Recently, it was found that in the case of the Cas9 derived
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Table 1 Characteristics of class 2 CRISPR-Cas systems for molecular diagnostics

Spacer PAM/FPS Cleavage

Type Variant Origin Target length (5" to 3") loci Sensitivity Ref.

Cas9 spCas9 Streptococcus pyogenes dsDNA 20 NGG 4th — 11

Cas12 Lbcas12a Lachnospiraceae bacterium ssDNA, dsDNA 22 TTTV 22nd 41.5 pM 45
Ascas12a Acidaminococcus sp. ssDNA, dsDNA 20 TTTV 24th 50 nM 46, 47
AacCas12b Alicyclobacillus acidoterrestris ssDNA, dsDNA 20 TTTV 24th — 37,48
BhCas12b Bacillus hisashii ssDNA, dsDNA 22 TTN — — 49
AapCas12b Alicyclobacillus acidiphilus dsDNA 20 TTN 23rd 1.6 nM (ssDNA) 50, 51

8 nM (dsDNA)
Un1Cas12f1 Uncultivated archaea ssDNA 20 NA 23rd — 52
(Cas14)
Un1Cas12f1 Uncultivated archaea dsDNA 20 TTTA 20-24 bp — 53
(Cas14)

Cas13 LshCas13a Leptotrichia shahii RNA 28 FPS, H Multiple — 54
LwaCas13a Leptotrichia wadei RNA 28 NA Multiple 50 pM 46
LbuCas13a Leptotrichia buccalis RNA 20 NA Multiple 10 fM 18, 55
LbaCas13a L. bacterium NK4A179 RNA 28 NA Multiple 1nM 46
CcaCas13b C. canimorsus RNA 30 NA Multiple 50 pM 46
PsmCas13b P. sp. A2016 RNA 30 NA Multiple 5 nM 46

from Campylobacter jejuni, the tracrRNA hybridizes to cellular
RNAs which leads to the formation of “noncanonical” crRNAs
capable of guiding DNA targeting by Cas9, where the guided
RNA is unassociated with viral defence.*® This discovery
inspired the reprograming of tracrRNA that can be linked to
the presence of any RNA of interest for DNA cutting.
Therefore, this method expands the programmable designs of
the Cas9 system within the dual RNAs complex from the
conventional crRNA spacer region to tracrRNA.
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After mapping the locations of both HNH and RuvC
nuclease domains, either of these two nuclease domains
can be silenced by point mutation to create a
programmable Cas9 nickase (Cas9n) that generates a nick
at the targeted sequence. Furthermore, spCas9 can be
switched to catalytically inactive Cas9 (dCas9) without any
nuclease activities.”” As shown in Fig. 1b, the dCas9
possesses the same Cas9 ternary including dCas9, sgRNA,
and target sequence. This feature allows the dCas9 system
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Fig. 1 Mechanisms of class 2 CRISPR-Cas systems. (a) Cas9 with a sgRNA binds to a target dsDNA. The HNH and RuvC nuclease domains cleave
the corresponding strands near the PAM. (b) The dCas9 system is a nuclease inactive Cas9 system. The sgRNA-guided dCas9 protein binds to the
target sequence without any sequence break. The external functions of the dCas9 system can be conjugated from the sgRNA stem-loop sequence,
non-target sequence, and dCas9 protein. (c) The crRNA-guided Casl3a binds to a target RNA enabling trans-cleavage of surrounding ssRNAs. (d)
The crRNA-guided LbCas12a binds to a target DNA near the PAM enabling trans-cleavage of surrounding ssDNA. All the programmable spacers of
the class 2 RNA sequences are annotated in red, while the target sequence and non-target sequence are denoted as deep and light orange,

respectively. The PAM sequences are in green.
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to recognize any sites in the genome near the PAM, similar
to the function of antibody and antigen conjugation. To
extend this powerful labeling ability, extended functions of
the dCas9 system are developed via conjugations from
different sites (Fig. 1b). Oligonucleotide probes with
different tags such as nanoparticles and fluorophores can
be conjugated at the nucleic acid stem-loop and non-target
sequence sites. Comparably, the dCas9 protein is another
conjugation site for other functional proteins and
oligonucleotide probes.

Cas9 guided by sgRNA only cleaves the target strand
within the spacer region. In contrast, Casl3 has been
reported as an RNA-guided RNA targeting system that not
only cleaves the target strand but also the surrounding RNAs.
This RNase activity of trans-cleaving the surrounding ssRNAs
is named collateral activity or trans-cleavage (Fig. 1c)."”
Specifically, the crRNA guides LwCas13a to detect the target
RNA. LwCas13a can trans-cleave the surrounding ssRNA, after
binding to the target RNA.'"'®*14> yUnlike the Cas9 family,
most reported variants of the Cas13 family have no PAM
requirements except for LshCas13a from Leptotrichia shahii,
which can be constrained by a sequence constraint termed
PFS restriction where no G base is required."”

Similar to the Cas13 system, the Casl2a family has a
trans-cleavage ability of ssDNA.**** As shown in Fig. 1d,
LbCas12a is guided by its crRNA to target the dsDNA
sequence near the PAM. After binding to the target sequence,
Cas12a cleaves both the targeting strand and the non-
targeting strand at a specific position. At the same time, the
trans-cleavage ability is activated to cleave the surrounding
ssDNA. Most of the Cas12 family has PAM sequence
constraints like Cas9.

In summary, the mechanisms of CRISPR-based detection
can be broadly classified into two categories, non-collateral
cleavages (Cas9 and dCas9) and collateral cleavages (Cas12
and Cas13). For the non-collateral detection methods, Cas9 is
a programmable endonuclease. In addition, dCas9, in which
the sequence nicking ability is muted, can be utilized for
specific bio-recognition, or target enrichment via different
links including the sgRNA, protospacer, and protein
conjugation. Comparably, the collateral effect of Cas12 and
Cas13 harnesses the trans-cleavage ability for enhanced bio-
reporting. Thus, some of these Cas enzymes exhibit high
sensitivity, ranging from femtomolar to picomolar, allowing
amplification-free detection in certain scenarios.

Table 2 Isothermal amplification schemes used in CRISPR assays
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3 Isothermal amplification-assisted
detection
3.1. Isothermal amplification schemes in CRISPR systems

The CRISPR-based diagnostic tool is programmable and
specific, but its sensitivity would be still limited to the
picomolar level without any amplification. For ultrasensitive
detection, preamplification is required for increasing the
limit of detection (LOD). Among the nucleic acid
amplification schemes, isothermal alternatives require less
complicated setups compared to PCR thermal cycling, which
is promising for meeting the ASSURED standard. The
isothermal assays, including loop-mediated isothermal
amplification (LAMP),>® recombinase polymerase
amplification (RPA),”” strand displacement amplification
(SDA),”®  nucleic acid sequence-based  amplification
(NASBA),> exponential amplification reaction (EXPAR),*® and
rolling circle amplification (RCA),°* have all been
demonstrated in combination with CRISPR assays (Table 2).
More recently, some of these methods were developed to
combat the SARS-CoV-2 pandemic in different formats.®*®°
Compared to the gold standard PCR which has a ~10°
amplification efficiency and SNP detection ability,”®
isothermal methods such as HRCA, LAMP, and RPA have
shown equal amplification efficiency to PCR, while NASBA
and EXPAR are less efficient. Overall, isothermal
amplification methods tend to generate non-specific results
because of their relatively lower annealing temperature.
Augmentation of those assays always requires additional
special designs (e.g., probes, and exonuclease) to enhance
specificity.”'”* Therefore, the recent integrated methods of
isothermal amplification and CRISPR detection have shown
unprecedented specificity at extremely low concentrations
(e.g., down to the attomolar level), where the signals are only
triggered in the presence of the target objects.

The selection of the nucleic acid amplification scheme is
largely dependent on the type of target and CRISPR effectors.
DNA and RNA targets can be commonly amplified by RPA,
LAMP, or NASBA, while SDA, EXPAR, and RCA are more
frequently applied to miRNAs because the length of miRNAs
restricts the primer design.”” When it comes to the influence
of CRISPR effectors, non-collateral detection of Cas9 requires
additional design for signal reporting, which would
significantly affect the options of the amplification methods.
In comparison, the final activators of Cas12 and Cas13 for

Method Enzymes No. of primers Temperature (°C) Reaction time (min) Efficiency Ref.

NASBA Reverse transcriptase and RNA 2 ~41 90-120 10°-10° 59, 74
polymerase (RNase H)

E-SDA DNA polymerase and NEase 2 0r4 37 120 107 58,75

HRCA Ligase and DNA polymerase 2 37 90 10° 61, 76

LAMP DNA polymerase 40r6 60-65 30-60 10° 56, 77

RPA DNA polymerase 2 37-42 10-30 10° 57
and recombinase

EXPAR DNA polymerase and NEase 0 50-60 30 10%-10° 60, 78
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Table 3 Isothermal amplification assisted diagnostics with Cas9
Time LOD LOD
Variant Name Amplification methods (min) Target (aM) (cp mL ™Y Visualization methods Ref.
spCas9 NASBACC NASBA 180 RNA 1x10° 6 x 10° Fluorescence 12
spCas9 CAS-EXPAR EXPAR 60 DNA 0.82 4.9 x10% Fluorescence 80
spCas9 CRISDA SDA 190 DNA 6.7 4x10° Fluorescence 79
dCas9 RPA 20 DNA RNA 0.54 3 x10” Silicon microring 90
resonator
dcas9 RCH RCA 240 miRNA 35.4 2.1 x 10" Colorimetry 87
spCas9 Cas9nAR Nickase-based 60 DNA 0.167 1 x 10? Fluorescence 82
amplification reaction
spCas9 RACE RCA 240 microRNA 9 x 10* 5.4 x 107 Fluorescence 91
spCas9 CUT-LAMP LAMP 60 DNA 5 3x10° Fluorescence 92
spCas9 CASLFA RPA 60 DNA 12.5 7.5 x 10° LFA 85
spCas9 Nickase-triggered 80 DNA 16 9.6 x 10° LFA 83
amplification

spCas9 SDA-RCA 150 DNA 1.87 x 10° 1.1 x 10° Fluorescence 93
dCas9 RT-RPA 37 RNA 6.7 4%x10° LFA 86
spCas9 SDA 65 DNA 1.3 x 107 7.8 x 10° Electrochemical 94
FnCas9 FELUDA RPA 60 RNA 33 2x10° LFA 95
dCas9 Vigilant RPA 35 RNA 4.2 2.5 x 10° LFA 96
dCas9 Bio-SCAN RPA 24 RNA 6.67 4x10° LFA 89
dCas9 RPA-RCA — DNA 20 1.2 x 10* LFA 97
spCas9 Cas9 nAR-v2 SDA 60 RNA 0.83 5% 10> Fluorescence/LFA 98
spCas9 DAMPR LAMP 50 RNA ~1 6 x 10” Fluorescence 99

collateral cleavage are DNAs and RNAs, respectively. Since
most of the amplification methods would generate DNA
amplicons using DNA polymerase, the specific design of T7
transcription is required to produce RNA amplicons.
Therefore, the Cas12 family can be easily integrated with
most of these methods. In contrast, the Cas13 family requires
an extra T7 transcription step to generate RNA activators. To
date, RPA and LAMP are regarded as the most popular
candidates to be integrated with CRISPR owing to their fast
reaction and high amplification efficiency.

3.2. Cas9 detection systems with isothermal amplification

Cas9 is a powerful CRISPR tool that can be used as a
programmable endonuclease for specific sequence cleavage
with switchable nuclease activities. In addition to the
nuclease function, the engineered dCas9 with different
conjugations has been applied to molecular diagnostics, in
situ nucleic acid imaging, etc. In this section, we summarize
the strategies using Cas9 for diagnostics in different
scenarios.

Table 4 Isothermal amplification assisted diagnostics with Cas13
Amplification Time LOD LOD

Variant Name methods (min) Target (aM) (cp mL™Y) Visualization Ref.

Lwcas13a SHERLOCK RPA 60 NA 2 1x10° Fluorescence 41

Lwecas13a, SHERLOCKv2 RPA 60 NA 8x10° 4.8 Fluorescence 46

LbCas13b, LFA

Ascas12a

Lwcas13a HUDSON-SHERLOCK RPA 60 RNA 2 1x10° Fluorescence 100
LFA

Lwcas13a RPA 46 NA 16.7 1x10* Colorimetric 115

LbuCas13a DISCoVER LAMP 35 RNA 16.7 1x10* Fluorescence 109

Lwcas13a CARMEN-Cas13 RPA 60 NA 2 1x10° Digital fluorescence 104
(multiplexed)

Lwcas13a RPA 105 DNA 0.6 4 x10° LFA 116

LwCas13a RPA 60 RNA 1.4 8.4 x 10* LFA/fluorescence 117

Lwcas13a RPA 60 RNA 16.7 1x10* LFA/fluorescence 101

LwCas13a SHINE RPA 40 RNA 16.7 1 x 10* LFA 102

LwCas13a MEDICA RPA 25 DNA 2 1x10° Digital fluorescence 108

LwCas13a PADLOCK RPA 30 DNA 2 1x10° Digital fluorescence 73

LbuCas13a RCA 120 miRNA 5 x 10” 3x10° Fluorescence 111

LwCas13a SHINEv2 RPA 90 RNA 1.7 x 10? 1x10° LFA (POCT) 118

LwCas13a RPA 60 RNA 0.3 1.8 x 10% Fluorescence 119

PsmCas13b (multiplexed)

LwCas13a ADESSO RPA 60 RNA 4.2 2.5 % 10° Fluorescence 120

TccCasl13a OPTIMA-dx LAMP 45 RNA 16.7 1x10* Fluorescence 121

This journal is © The Royal Society of Chemistry 2023
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Table 5 Isothermal amplification assisted diagnostics with Cas12
Amplification ~ Time LOD LOD Visualization
Variant Name methods (min) Target (aM) (cpmL™)  methods Ref.
LbCas12a DETECTR RPA 70 DNA 2 1x10° Fluorescence 44
LbCas12a ULC LAMP 45 DNA 16.7 1x10* Fluorescence 139
AacCas12b HOLMESv2 LAMP 60 NA 10 6 x 10° Fluorescence 37
LbCas12a Cas12a-SCR RCT 420 miRNA 1.7 x 10° 1x10°8 Fluorescence 135
LbCas12a RPA 75 DNA 16.7 1x10* Fluorescence 140
LbCas12a ClA LAMP 50 DNA 1 6 x 10” LFA 141
LbCas12a LAMP 40 RNA 1.3 7.8 x 10% Fluorescence 142
LbCas12a LAMP 35 DNA — — Colorimetry 143
LbCas12a SHERLOCK-Cas12a RPA 60 DNA RNA 50 3 x10? LFA 144
LbCas12a LAMP 160 DNA 10 6 x 10° Colorimetry 145
LbCas12a HRCA 420 miRNA 2 x 10° 1% 10° Fluorescence 136
LbCas12a LAMP 40 RNA 2 1x10° LFA 129
LbCas12a LAMP-RPA 60 RNA 0.1 60 LFA 47
LbCas12a AIOD-CRISPR RPA 40 RNA 0.33 2 x 10* Fluorescence 122
AapCas12b STOP LAMP 45 RNA 0.055 3.3 x 10" Fluorescence 50
AsCas12a CIRI RCA — DNA 1 6 x 10> Optomagnetic 134
LbCas12a ITP-CRISPR LAMP 35 RNA 16.7 1x10* Fluorescence 130
LbCas12a CIALFB LAMP 50 DNA 3.1 1.8 x 10° LFA 146
LbCas12a LAMP 60 DNA — — Fluorescence 147
LbCas12a LAMP 40 RNA 50 3 x10* Fluorescence 148
LbCas12a iSCAN LAMP 60 RNA 0.33 2 x 10* Fluorescence 149
AacCas12b
AapCas12b
LbCas12a RPA 30 RNA 3.3x107 20 Surface plasmon 150
resonance colorimetric
LbCas12a MCDC RPA 55 RNA 1.67 1x10° Colorimetry 151
LbCas12a LAMP 40 DNA 800 CFU ml™ — Fluorescence 152
LbCas12a OpvCRISPR LAMP 45 RNA 0.21 1.3 x 10” Fluorescence 153
LbCas12a RPA 40 RNA 0.63 3.8 x 10” Fluorescence 113
LbCas12a WS-CRISPR LAMP 90 RNA 83.3 5x 10" Digital fluorescence 133
LbCas12a LAMP 60 DNA 1.67 1x10° Fluorescence-LFA 154
LbCas12a DECOVID RPA 30 RNA 1.67 1x10° Digital fluorescence 126
LbCas12a RADICA RPA 60 DNA 1.5 9 x 10? Digital fluorescence 155
AsCas12a VaNGuard LAMP 52 RNA 3.33 2 x10° Fluorescence 156
LFA
Lbcas12a CAL-LAMP LAMP — miRNA 1x 10" 6 x 10° Fluorescence 157
LbCas12a CLAP LAMP 40 RNA 6.67 4x10° Colorimetry 158
LbCas12a RPA 60 RNA 6.67 4 x10° Fluorescence (POCT) 159
LbCas12a POC-CRISPR RPA 60 RNA 1 GE uL™ Fluorescence (POCT) 160
Aapcas12b WS-RADICA LAMP 60 RNA 2 1.2 x 10° Digital fluorescence 161
BrCas12b LAMP 30 RNA 10 6 x 10° Fluorescence 132
LbCas12a SPAMC RPA 20 RNA 2 1.2 x 10° Fluorescence 123
LbCas12a LAMP 45-75 RNA 166.7 1x10° Fluorescence 162
LbCas12a RPA 40 DNA 0.16 96 Fluorescence 163
LbCas12a DropCRISPR LAMP >60 DNA 102 cfu mL™" — Fluorescence 164
LbCas12a FAST RPA 50 RNA 1x 10" 6 x 10° Fluorescence 165
AsCas12a UCAD RPA >40 Antibodies 10 6 x 10* Fluorescence 166
LbCas12a MiCaR RPA 40 DNA 0.26 1.6 x 10% Fluorescence 167
(multiplexed)
LbCas12a RPA 30 RNA 1.67 1x10° Fluorescence 168
LbCas12a MAPnavi RPA 40 RNA 0.33 2 x 10* Fluorescence 169

3.2.1. Endonuclease activity of Cas9. The first combination
of CRISPR-Cas9 and nucleic acid detection was introduced by
Collins et al.'* termed NASBA-CRISPR cleavage (NASBACC),
whereby they designed the NASBA-based preamplification
scheme for RNA detection (Fig. 2a). They combined a
synthetic toehold sensor with a Cas9 system for the specific
SNP typing. This whole process contains RNA NASBA
preamplification, Cas9 selective cleavage, T7 full-length RNA
transcription, and toehold sensor activation. Because toehold
detection needs RNA of at least 30 nM to trigger a visible

1472 | Lab Chip, 2023, 23,1467-1492

reaction, the NASBA preamplification is significant for
amplifying the target object of interest first. After the target
amplification, the Cas9 ribonucleoprotein was applied to
differentiate the SNP difference located in the PAM sequence
before RNA transcription. Generally, in the presence of
appropriate PAM, the Cas9 guided by sgRNA cleaves the
amplicons to produce truncated RNA products that are unable
to activate the toehold sensor. Comparably, a mutation in
PAM prevents Cas9 from breaking the strand, resulting in
full-length RNA transcription. This full-length transcribed
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Table 6 Summary of amplification-free CRISPR detection methods
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Time LOD LOD
Type Variant Name (min) Target (aM) (cp mL™Y) Visualization Ref.
Cas9 dcas9 CRISPR DNA-FISH 30 DNA 10 cfu ml™* Fluorescence 180
dcas9 Paired dCas9 30 DNA 5% 10* 3 x 107 Luminescence 201
(PC) reporter
dcas9 30 DNA — — Colorimetry 202
dcas9 CRISPR chip 15 DNA 1.7 x 10° 1x10° FET-electricity 176
dcas9 90 RNA 1.4 x 10° 8.4x10"  Colorimetry 203
dcas9 CRISPR-SERS 60 DNA 8.1 x 10° 4.8 x 10° Surface-enhanced 181
Raman
dcas9 CRISPR-SNP-Chip 60 DNA — — FET-electricity 182
dcCas9 60 DNA 3 x10* 1.8 x 10° LFA 187
Cas12 Lbcas12a E-CRISPR 40 DNA 5x 107 3x10" Electrochemical 183
Lbcas12a IMPACT 120 DNA 1x10° 6 x 10" Fluorescence 204
LbCas12a E-DNA 30 DNA 1x10* 6 x 10° Electrochemical 205
Lbcas12a 1440 DNA 1x10* 6 x 10° Fluorescence 206
Ascas12a 20 DNA 1x10° 1x107 Electrochemical 186
Lbcas12a CONAN 30 DNA 5 3 x 10% Fluorescence 175
LbCas12a CSMBA 10 DNA 3 1.8 x10° Fluorescence 207
LbCas12a 30 DNA 1x10° 6 x 10° Fluorescence 208
(tandem crRNA)
LbCas12a 5 miRNA 1x10* 6 x 10° Fluorescence 209
(gold nanoparticles)
LbCas12a LwCas13a >30 DNA RNA 16.67 1x10* Quantum dot-based 210
molecular beacons
LbCas12a MOPCS 38 RNA 1.5 x 10* 9 x 10° Plasmon resonance 211
Cas13 LbuCas13a 30 RNA 1x10° 6 x 108 Fluorescence 18
LbuCas13a 30 miRNA 4.5 x 10° 2.7 x 108 Fluorescence 110
LwCas13a 5 RNA 9 x10* 5.4 x 107 Fluorescence 212
LwCas13a 240 miRNA 1 %107 6 x 10° Electrochemical 194
LbuCas13a CLISA 300 Protein 8.1 x10° 4.8 x 10° Fluorescence 213
LbuCas13a PECL-CRISPR 70 miRNA 1x10° 6 x 10° Electricity 195
LwCas13a CRISPR-Biosensor X 180 miRNA 2 x10° 1.2 x 10° Electrochemical 196
LwaCas13a CRISPR-FET 20 RNA 1.56 9.4 x 10” FET-electricity 214
LbuCas13a SHARK 90 RNA 1 x10* 6 x 10° LFA/digital 215
bioluminescence
LwaCas13a CRISPR Cas13agFET 30 RNA 1 6 x 10> gFET-electricity 177
biosensor
LtrCas13a opn-SATORI 9 RNA 6.5 3.9 x 10° Digital fluorescence 216
LbuCas13a CrisprZyme 270 RNA 8.3 x 10* 5x 107 Colorimetric 217
LwaCas13a
LwaCas13a 30 RNA 1 6 x 10% Electrochemical 218

RNA activates the toehold sensor for colorimetric readout.
Therefore, this Cas9-based toehold detection method can
achieve SNP detection ability to differentiate the Zika (e.g.,
African Zika and American Zika) virus down to 2.8 fM.

3.2.2. Nicking endonuclease ability of Cas9. In addition to
sequence cleavage, Cas9 can also be engineered as a
programmable nickase that can selectively cut target strands
as desired by silencing either nuclease domain of Cas9
through point mutations. To achieve the sequence nicking
instead of digestion, the high specificity of Cas9 with a
mutation of the HNH -catalytic residue was leveraged to
combine with E-SDA. This method named the CRISPR-Cas9-
triggered nicking endonuclease-mediated SDA method
(CRISDA) achieved attomolar sensitivity and SNP specificity
(Fig. 2b).”° First, the sgRNA-guided Cas9 was introduced to
nick the target strand, where the SDA primer was bound to
the exposed sequence to trigger SDA amplification. After
amplification, the biotin-labeled peptide nucleic acid (PNA)
and Cy5-labelled PNA probes targeting the central region of

This journal is © The Royal Society of Chemistry 2023

the amplicon were added to quantitatively determine the
target DNA amplified by the fluorescence intensity of Cy5
after a simple magnetic pull-down by streptavidin-labeled
magnetic beads. The original SDA method relies on an extra
denaturation step to unwind dsDNA, limiting its practical
applications for DNA detection.”®”> The CRISDA method
utilizes the engineered Cas9 to select the target object
sequence of interest and expose the initial binding sites,
which not only improves the specificity but also eliminates
the denaturation step.

A similar design of EXPAR in combination with Cas9 was
used for mRNA detection.®® Since EXPAR is widely adopted
for short nucleic acid detection such as microRNAs,®! the
desired RNA sequence is cut off by Cas9 directed by a sgRNA
in the presence of the PAMmer. Subsequently, the cleaved
fragments hybridize with the EXPAR template and are
amplified accordingly. This method can detect any sites of
single-strand targets by the programmable sgRNA with the
sequence selection of the Cas9 and EXPAR system.
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Fig. 2

Isothermal amplification enhanced Cas9 nucleic acid detection. (a) The Zika virus detection with Cas9 for SNP visualization. The target RNA

was firstly amplified by NASBA, followed by the Cas9 cleavage to differentiate the SNP difference due to the PAM requirement. Finally, the
synthetic biology of the toehold sensor enables colorimetric visualization. The figure was reproduced from ref. 12 with permission from Elsevier,
copyright 2016. (b) The CRISDA method uses SDA and Cas9, where programmable cas9n nicks the binding region for SDA primer binding and
amplification. The amplicons were visualized by additional fluorescence. The figure was reproduced from ref. 79 under Creative Commons
Attribution License from Springer Nature, copyright 2018. (c) The Cas9nAR design for universal dsDNA detection includes primers, DNA
polymerase, and sgRNA/Cas9n complex. The Cas9n serves as the programmable nicking enzyme in the SDA. The figure was reproduced from ref.

82 with permission from John Wiley and Sons, copyright 2019.

However, even though CRISPR-Cas9 can be applied to
specifically cut off the target sequence, these two
aforementioned methods still rely on extra nicking
endonucleases in their design even though Cas9 already has
a nicking ability. The Cas9 nickase-based amplification
reaction (Cas9nAR) was developed for genomic DNA upon
the precise recognition ability of the target object site
(Fig. 2¢),** whereby the 11-step reaction in a one-pot assay
can be designed as a universal method containing cycles of
DNA replication through priming, extension, nicking, and
displacement reaction steps. This method harnesses an
sgRNA : Cas9n complex with a single-strand nicking property,
a strand displacing DNA polymerase, and two primers
bearing the cleavage sequence of Cas9n. The Cas9
ribonucleoprotein has been utilized for selecting the target of
interest from the raw genomic DNA as well as for SDA
amplification as the nicking enzymes. This one-pot reaction
has achieved 0.1 copies per pL sensitivity within 60 min,
highlighting the potential applications of Cas9-based SDA

1474 | Lab Chip, 2023, 23, 1467-1492

methods for universal detection. With the lateral flow assay
(LFA) visualization introduced later, this method achieved
16.7 aM sensitivity in detecting food-borne pathogens.*
However, this approach is challenging to implement due to
the constraint of the two PAM sequence designs.

3.2.3. Single-strand probe binding to the stem-loop of
dCas9 sgRNA. Compared to Cas9, which is applied for
sequence nicking or digestion, dCas9 attains the equivalent
sensitivity and specificity as Cas9 despite the muted nuclease
activities. Li et al.®* designed a detection method for single
nucleotide variant (SNV) of the ND4 and ND5 genes in the
mitochondrial DNA (mtDNA) using two dCas9 systems for
the proximity ligation assay (Fig. 3a). Base pairs of sgRNA to
the protospacer are sensitive to the presence of a mutation.
Hence, the dCas9 ribonucleoprotein can differentiate the
SNVs when binding to the mtDNA. A pair of sgRNAs were
designed to recognize the sequence that is nearby within the
genome. When the two dCas9 ternaries were close to each
other, two linear DNA oligonucleotides base pairing to the

This journal is © The Royal Society of Chemistry 2023
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Fig. 3 Isothermal amplification assisted dCas9 molecular diagnosis. (a) The dCas9 system with a proximity ligation assay coupled with RCA for SNV
detection. The two Cas9 ribonucleoproteins differentiate the mutations of the sequence in the protospacer region. The in situ difference is visualized
by the proximity ligation assay using two DNA probes binding to stem-loops of these two sgRNAs. Adapted from ref. 84. Copyright 2018 American
Chemical Society. (b) The dCas9-based detection using AuNPs-DNA probes hybridizing to either the stem-loop of sgRNA or non-targeting sequence.
The RPA preamplification tags the biotin for hybridization with the streptavidin on the surface of the LFA strip. Adapted from ref. 85. Copyright 2020
American Chemical Society. (c) The microRNA detection using dCas9-splint HRP fusion protein for colorimetric readout. The dumbbell amplicons
are synthesized by RCA amplification using microRNA and padlock probe ligation. After dCas9 systems are bound to the dsDNA region of the
amplicons, the TMB is introduced to react with HRP for colorimetric readout. Adapted from ref. 87. Copyright 2018 American Chemical Society.

two stem-loops of sgRNA directed the ligation of a circulated
template for rolling circle amplification. Thus, the rolling
circle amplification results were converted into the
visualization of mutations on the mtDNA at a single base
resolution. This work established a method to study SNP in
situ in single cells with dCas9.

3.2.4. Single-strand probe binding to the non-targeting
sequence of the protospacer. The conventional LFA assay
uses the tagged primers to amplify the target sequence. The
dual-labeled amplicons can bind to the precoated affinity
ligand or gold-based probes on the paper substrate via
capillary force for capture and visualization. Zhou et al
designed a dCas9-based method for LFA readout (Fig. 3b).
This method utilized the dCas9 for target sequence labeling.
After the dCas9 ribonucleoprotein bound to the target
sequence, the non-targeted sequence and stem-loop of sgRNA
were adopted for gold nanoparticle (AuNP)-DNA probe
conjugation. Here, the biotin-modified primers at the 5 end
were utilized for the isothermal pre-amplification. The biotin-
introduced amplicons were immobilized on the streptavidin-
coated paper surface, where the dCas9 ribonucleoprotein
bound to the target amplicons specifically, and the AuNP-
DNA probes were then hybridized to either the stem-loop or

This journal is © The Royal Society of Chemistry 2023

non-targeting sequence, which was followed by a washing
step for visualization.®” By designing two detection regions,
this work was further adopted for SARS-Cov-2 detection with
stem-loop hybridization.®®

3.2.5. Direct conjugation to dCas9. Other than the base
pairing to the exposed single-strand via covalent bonding, the
dCas9 protein has been linked to split horseradish peroxidase
(split-HRP) for colorimetric readout using chimeric fusion. In
this design, a dumbbell padlock probe was used to detect
microRNA via ligation.”” The circulated padlock probe
enabled a rolling circle amplification to generate dsDNA
sequences, which could be recognized by the modified dCas9
systems (Fig. 3c). The dCas9 protein was pre-fused with the
splitHRP report fragment. The split-HRP-dCas9 fusion
protein guided by sgRNA was recruited around a scaffold-like
structure of RCA products to perform HRP activity, where
tetramethylbenzidine (TMB) was introduced for a colorimetric
readout. A similar idea of chimeric fusion between dCas9 and
VirD2 relaxase was developed by Mahfouz et al®® The
chimeric fusion between a CRISPR enzyme and a relaxase can
provide the dual functions of specific binding to the target
sequence through dCas9 and binding to a FAM-tagged ssDNA
probe via VirD2, resulting in a molecular complex for LFA
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detection. This group later employed dCas9 biotinylation to
form the biotin-labeled dCas9 and sgRNA complex to realize
the same diagnosis purpose with the LFA assay.®’

3.3. Cas13 detection systems with isothermal amplification

The significant difference between Cas9 and Cas13 is that
Cas13 is an RNA targeting system with both c¢is and
trans-cleavage ability. Therefore, the nucleic acid diagnostics
with the Cas13a system utilize the specific cis targeting ability of
the Cas13 system to enable trans-cleavage of engineered ssRNAs
(e.g, sSRNA probes). To achieve a comparable LOD as PCR, the
Cas13-based diagnostics involve preamplification and Cas13
detection including T7 transcription and Cas13 visualization.
Here, we summarize the representative Casl3 systems
according to the different isothermal amplification methods.
3.3.1. RPA-based Cas13 assays. LwCasl3a is the first
CRISPR enzyme to be applied to nucleic acid detection
integrated with isothermal preamplification. The first
LwCasl13a-based method was developed and named
Specific High-Sensitivity Enzymatic Reporter UnLOCKing
(SHERLOCK). This method achieved 2 aM sensitivity within
an hour. The SHERLOCK assay could detect both RNA and
DNA through the RT-RPA or RPA preamplification, T7
transcription, and trans-cleavage of sSRNA reporters
(Fig. 4a).** The later discovery of di-nucleotide preferences of
different species of the type V family has led to a multiplexed
ability with the collateral activity of 4 channels (PsmCas13Db,
LwaCas13a, CcaCas13b, and AsCas12a) (Fig. 4b).*°
Subsequently, the SHERLOCK assay was coupled with the
HUDSON (unextracted author manuscript diagnostic samples
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to obliterate nucleases) protocol to detect the Zika virus and
dengue fever virus in patient samples with the LOD of a
single copy per microliter (Fig. 5a)."°° This protocol was then
further applied to detect Ebola and SARS-Cov-2.'0%102
Recently, machine learning was applied to simplify the
sequence design process and optimize the primers and
crRNA of the SHERLOCK assay.'*® The SHERLOCK assay has
been combined with droplet array technology to realize
massively multiplexed pathogen detection. This method is
termed combinatorial arrayed reactions for multiplexed
evaluation of nucleic acids with Cas13 (CARMEN-Cas13)
(Fig. 5b)."°* The high multiplexable ability was achieved by
the preparation of the color code droplets of 4 fluorescent
colors with different concentrations individually to make
1050 color codes.'®® Each RPA preamplified sample or Cas13a
detection mix was emulsified into droplets with a distinct
color code. All droplets were pooled and loaded on a
microarray chip where the droplets self-organized into pairs
and the positions of each sample and crRNA were identified
by their color codes. The droplet pairs were then merged for
the initiation of CRISPR assays to obtain the positive
detection results. Later, Myhrvold et al upgraded the
CARMEN with Fluidigm microfluidics to reduce the
operation time."'®® This isothermal massive detection has the
advantage of decreasing reagent costs per test by more than
300 times compared to the conventional bulk reaction.
Quantitative measurement is of great importance for
biological studies, and in order to increase the accuracy of
quantification and reduce false-positive events, a
microfluidic-enabled digital isothermal Cas13a assay (termed
MEDICA) has been developed (Fig. 5¢). In traditional setups,
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Fig. 4 Theory of Casl3-based diagnostics. (a) SHERLOCK nucleic acid detection platform includes RPA preamplification, T7 transcription, and
Casl3a detection. The figure was reproduced from ref. 41 with permission from the American Association for the Advancement of Science,
copyright 2017. (b) The di-nucleotide preferences of the Casl3 family and AsCas12a combination enable 4 channel multiplexed diagnostics with
different fluorescence probes including ssRNA probes (Cas13 family) and ssDNA probe (Cas12). The figure was reproduced from ref. 46 with
permission from the American Association for the Advancement of Science, copyright 2018.
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multiplexed viral detection using Cas13a with microfluidics. The combinatorial droplet merge technique enables amplified targets with droplet color
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the RPA preamplification starts as soon as the magnesium
initiator is added even at ambient temperature, causing
premature amplification prior to droplet partitioning.'”” In
this method, a Y-shaped microfluidic chip was designed to
separate the reaction initiator from the target-included
198 Moreover, a droplet picoinjector was applied
to address this RPA premature amplification, allowing
complete premature amplification-free quantification.”?

3.3.2. Other isothermal amplification assays with Cas13.
Apart from the conventional SHERLOCK assay with RPA, the
combination of LAMP and Cas13 has also been reported for
SARS-CoV-2 detection. Hsu et al. have designed a LAMP
amplification with the insertion of a T7 transcription
sequence for LbuCas13a activation.'® This workflow includes
an RNA extraction-free sample lysis protocol using shelf-
stable reagents, LAMP amplification, and Cas13a readout. In
addition, LbCas13a has been coupled with RCA for microRNA
detection. Even though Cas13a can directly target microRNAs

master mix.

This journal is © The Royal Society of Chemistry 2023

around picomolar sensitivity,"'° it remains challenging to

detect target objects with concentrations lower than
femtomolar. Thus, the ligation-based RCA method has been
designed to amplify the circled templates which were ligated
by specific microRNAs. Since the Casl3a only recognizes
RNA, the T7 sequence was coded into the padlock probe for
RNA transcription, and then the RCA amplicons can be
transcribed into activator RNA. This method has thus
realized sub-femtomolar sensitivity for microRNA detection,
which is 1000 times more sensitive compared with direct
detection using LbCas13a."™*

3.4. Cas12 detection systems with isothermal amplification

Unlike Cas13 which is an RNA targeting system, Cas12 is a
DNA targeting system with a trans-cleavage ability of ssDNA.
Upon the specific binding to the target sequence, Cas12 not
only cleaves on the target strand but is activated for
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trans-cleavage of the surrounding ssDNA. When bound to 3.4.1. RPA-based Casl2 assays. The discovery of
dsDNA, the turnover rate of Lbcasl2a trans-cleavage is over  indiscriminate ¢rans-cleavage has led to the first isothermal
5-times faster than ssDNA targeting. We summarize the  detection method termed DNA endonuclease-targeted
representative Cas12 systems according to the combination = CRISPR trans reporter (DETECTR) combined with RPA

of different isothermal amplification methods (see Table 5). preamplification (Fig. 6a).** DETECTR has been further
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applied with a smartphone-based miniaturized system to
streamline the sample preparation, RPA amplification, and
Cas12a detection for the detection of SARS-Cov-2 in saliva
without the need for RNA isolation. This platform holds an
LOD of 0.38 copies per uL (Fig. 6b)."** Another Cas12a-based
detection method known as the one-hour low-cost
multipurpose highly efficient system (HOLMES) that uses
PCR as the preamplification has also been reported.*’
Compared to the highly sensitive and specific PCR
technology, the combination of RPA and Casl2a increases
the isothermal specificity at a single-molecule level without
the need for centralized experimental laboratory equipment.
Furthermore, the wearable technology was applied with
Cas12a to simplify the diagnostic process. Collins et al
applied the microfluidic paper-based analytical device (LWPAD)
with the lyophilized RPA and Cas12a reagents for SARS-COV-
2 diagnostics."** In this design (Fig. 6c), the sample
extraction, RPA preamplification, Cas12a trans-cleavage, and
LFA visualization were combined into a region of the mask.
These assay components in this reaction were driven by the
capillary flow with the assistance of a water reservoir on the
surface.

Although the RPA and Casl2a combination can achieve
high sensitivity and specificity, the multistep process may
cause higher cross-contamination risks, alongside the
requirement for extra expertise and equipment. Therefore, a
one-pot assay of RPA and LbCasl12a was developed to fuse
the RPA preamplification and CRISPR visualization into a
single step. To increase the reported sensitivity, Liu et al.
designed an approach using two crRNAs for detecting both
strands of RPA amplicons (Fig. 6d). They demonstrated that
the two-crRNA combination can achieve a higher sensitivity
compared to the one-crRNA method. This method achieved
0.33 aM in a one-pot RPA and aCas12a reaction to detect the
SARS-Cov-2 N gene within 20 minutes."** Besides, Yin et al.
found that the suboptimal PAM of Casl2a accelerated the
reaction with high specificity and sensitivity. Thus, the one-
pot RPA and Casl2a reaction uses the suboptimal PAM of
Cas12a (e.g,, NTTV and TTNT) rather than the canonical
PAM (TTTV). This method achieved an LOD of 1 cp uL ™" in
SARS-COV-2 diagnostics."*®> Comparably, Collins et al
optimized reaction factors such as the reaction temperature,
reporter concentration, and for RT commercial brands,
crRNA and RPA reaction primers, resulting in the
improvement of the LOD to 50 aM for Plasmodium species
in the case of symptomatic and asymptomatic malaria."** In
another work (Fig. 6e), they further optimized the reaction
buffer and enzymes, as well as adding RNase H to improve
the RT efficiency for SARS-Cov-2 and related variants. In
order to deliver a deployable system, they further developed
a minimally instrumented SHERLOCK (miSHERLOCK) POC
diagnostic platform, which integrates instrument-free, built-
in RNA paper-capture from saliva, room temperature stable
reagents, battery-powered incubation, and mobile phone-
enabled readout with an LOD of 1000 copies per
milliliter."*®

This journal is © The Royal Society of Chemistry 2023
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The one-pot assay has also been extended to digital
quantification. Wang et al. have applied the nano-well chip
for absolute quantification of COVID-19 (ref. 126) and have
demonstrated fewer false-positive results. They were able to
show that digital detection can be accomplished within 30
minutes to a single-molecule level sensitivity. Yu et al. were
able to apply yet another commercial digital PCR system for
Cas12a and RPA one-pot quantification.'*” This system
partitioned the one-pot master mix inside a tube for
thousands of partitions similar to nano-well technology. They
compared the performance of digital PCR, qPCR, and digital
Cas12a and RPA results to demonstrate that this novel
technology can be applied to the digital quantification of
viral target objects. However, these two technologies have a
serious drawback in that the RPA reaction can start at
ambient temperature as soon as the magnesium initiator is
added,'®”*?® which can lead to inaccurate results because of
premature amplification during partition.

3.4.2. LAMP-based Cas12 assays. Compared to RPA, which
requires multiple enzymes to initiate the amplification
process, the LAMP approach only requires one enzyme. The
LbCas12a has been coupled with LAMP for SARS-Cov-2
diagnostics in a two-step format. In this protocol, the
extracted RNA was firstly amplified by RT-LAMP (Fig. 7a)."**
The Casl2a detection enabled an LFA readout in a
commercial strip via trans-cleavage, which is accessible and
easy-to-use reporting formats such as lateral flow strips,
eliminating the need for complex lab infrastructure. The
sensitivity and specificity are comparable to the standard
PCR protocol of the US Centers for Disease Control (CDC).
Moreover, a microfluidic approach of isotachophoresis (ITP)
has been reported to streamline viral extraction, LAMP
amplification, and Cas12a detection (Fig. 7b)."*° Despite the
comparable sensitivity and specificity of this protocol to PCR,
this strategy has not been fully integrated into a single chip
since LAMP has to be performed off-chip.

Because different reaction temperatures are required for
LAMP (~65 °C) and Cas12a (~37 °C), a combined one-pot
assay requires the system to be compatible with a wider
range of temperatures. Through the screening of the type V
enzymes, AacCas12b from Alicyclobacillus acidoterrestris, a
thermophilic RNA-guided endonuclease that can work
around 55 °C, was reported to be first combined with LAMP
for a one-pot reaction.’” However, the sensitivity of this one-
pot LAMP and AaCas12b assay is lower compared to the two-
step reaction (10 aM). AapCas12b from Alicyclobacillus
acidiphilus was used by Zhang's group in a one-pot assay
working at 60 °C.”° The guide RNA of AmCas12b was used to
guide AapCas12b because the AapCasi2b locus does not
contain an identifiable CRISPR array.”® This protocol, termed
STOPCovid2 (SHERLOCK Testing in One Pot), has been
applied for COVID-19 detection with a 55 zM sensitivity,
which is more sensitive compared to the standard PCR test
(Fig. 7c). It is notable that whilst the standard LAMP method
can generate a nonspecific signal, the STOPCovid only
produced a signal in the presence of the target object, which
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Fig. 7 The LAMP-based Casl2a detection. (a) The DETECTR with the LAMP system for SARS-CoV-2 detection. The traditional RNA extraction
method was combined with the LAMP-Casl2a detection scheme. The test results were visualized by either fluorescence or LFA assay. The figure
was reproduced from ref. 129 with permission from Springer Nature, copyright 2020. (b) The microfluidic ITP enables COVID-19 detection with
LAMP preamplification and Cas12a detection. A streamlined workflow was established with ITP extraction of nucleic acids, off-chip incubation with
LAMP, and visualization with Cas12a on an ITP chip. The figure was reproduced from ref. 130 under Creative Commons Attribution License from
National Academy of Sciences, copyright 2020. (c) The STOPCovid system with one-pot LAMP and Casl12b for COVID-19 detection. The sample
was first collected and treated with extraction buffer assisted by a magnet. Then the lysed target was transferred to perform a LAMP-Cas12b one-
pot reaction at 60 °C. Lastly, the readout was conducted using an LFA or fluorescence assay to inspect the results. The figure was reproduced
from ref. 50 with permission from Massachusetts Medical Society, copyright 2020.

further indicates that CRISPR detection can enhance the test
specificity. Similar work of LAMP using CRISPR-Cas9 to
trigger signals only in the presence of the target has also
been reported.”®' In addition to the AapCasi2b, which has
shown excellent performance at a high operation
temperature, Nguyen et al. recently found that the BrCas12b
from Brevibacillus sp. exhibited phenomenal stability at high
temperatures (e.g., up to 70 °C in the optimal buffers). In
combination with LAMP, this thermostable Cas enzyme has
been adopted for diagnostics of SARS-COV-2 variants
including alpha, beta, gamma, delta, and omicron in a one-
pot reaction.”®* The LOD for detection of these variants
ranges from 20 aM to 833 aM. Apart from the one-pot
reaction that can be utilized for quantification using a
standard curve, a LAMP-based LbCas12a reaction has also
been developed for digital quantification."*® The reaction

1480 | Lab Chip, 2023, 23,1467-1492

temperature range of LbCas12a can work up to 55 °C. Thus,
a dual-priming isothermal amplification (DMAP), a variant of
the LAMP method that works at a lower temperature, was
designed to combine with LbCas12a for hot-start initiation.
The digital quantification using a commercial nano-well chip
achieved a 5 cp pL ™" sensitivity, which was 10 times higher
compared to reactions in bulk."*”

3.4.3. Other isothermal amplification assays with Cas12a.
Cas12a not only enhances reporting via collateral activity but
also preserves excellent specificity. Hansen et al. were able to
design a pseudo-circle template that combined the primer
generation rolling circle amplification (PG-RCA) with the
Cas12a reporting method for a highly sensitive detection
down to 1 aM.™* The nonspecific product made it possible
to generate the activator for Casl2a ribonucleoprotein to
cleave the specific products. This internal background

This journal is © The Royal Society of Chemistry 2023
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control significantly decreased the background noise and
kept the test sensitivity due to the unique DNase activity of
Cas12a. In the Cas12a ternary system, the main amplification
of the target was to generate amplified targets instead of the
crRNAs. Liu et al. have subsequently been able to apply the
rolling circle transcription to generate crRNAs for Casl2a
activation using assistant DNA probes.'®® Since the rolling
circle transcription (RCT) is a linear amplification method,
they further extended this work to hyperbranched rolling
circle amplification (HRCA) with the insertion of the T7
sequence for crRNA production, which increased the
sensitivity by 47 times.*® The Cas12a detection system was
also integrated with SDA for multistep visualization for ATP
and specific gene detection.'®”*%*

4 Amplification-free CRISPR
detection systems

Although preamplification greatly enhances the sensitivity of
the CRISPR diagnostic assays, it inevitably poses limitations
to the assay design since additional steps and assay
compatibility are required in a more complex system. The
amplification-free CRISPR methods present enormous value
as testing methods due to their simplicity and rapidity as
direct detection platforms. As aforementioned, CRISPR-based
diagnostics have a natural sensitivity around the picomolar
level using fluorescence measurement.’’® To further increase
the sensitivity of amplification-free CRISPR methods,
advanced sensing technologies such as surface-enhanced
Raman spectroscopy (SERS),'”" electrochemistry,'”> Forster
resonance energy transfer (FRET),"”>"’* molecular circuits of
self-amplification,'”®  field-effect transistor (FET),"”*'"”
tandem crRNA or enzymes,'”®'”? etc. have been utilized (see
a summary of these methods in Table 6). The ability to
deploy in resource-limited settings will meet a great need for
public health monitoring and general pathogen detection.

View Article Online
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4.1. dCas9-based amplification-free assays

The Cas9 system, especially dCas9, is a powerful CRISPR tool
for target recognition. The dCas9-based amplification-free
schemes apply the programmable recognition ability to
identify and enrich the targets before measurement. In
general, the dCas9 system can be conjugated with different
substrates to immobilize the target oligonucleotide, which
can be visualized wusing different methods including
fluorescence,'®® Raman,'®’ gFET electrical detection,'”®'%?
etc.

Although the fluorescence in situ hybridization (FISH)
method enables high-resolution detection of specific DNA in
single cells, there are some major drawbacks, such as
complex and time-consuming operation, and the need to
denature the target DNA. Jung et al. have designed a DNA-
FISH-based method with dCas9 to detect the dsDNA target
within 30 minutes.’®® The hypothesis is that the dCas9-
sgRNA complex functions as a targeting material and SYBR
Green I (SG I) as a label probe. In this design, the dCas9-
sgRNA complex conjugated to a magnetic bead can
specifically bind to the target DNA in un-purified cell lysates,
and after simple magnet enrichment, SG I staining and
washing steps, the LOD of methicillin-resistant
Staphylococcus aureus (MRSA) detection can reach 10 CFU
ml™.

SERS is a phenomenon where the molecular Raman signal
increases near the SERS active surface, which has been
applied for nucleic acid detection at single-molecule
resolution.””" Kang et al. have been able to introduce SERS
into the dCas9 system for the nucleic acid detection of
multidrug-resistant bacteria (Fig. 8a). This work combines
the specificity of dCas9 and SERS Raman sensitivity. The
dCas9-sgRNA complex was first immobilized on gold-coated
magnetic nanoparticles (Au MNPs). The dCas9-AuNP
complex reacted with the superbugs to recognize the genomic
DNA. Then, methylene blue (MB), a Raman reporter, was

g dCas9/gRNA '
u"rd b\@ :,WNP

NG

Au MNP-dCas9/gRNA Binding SERS Diagnosis

1 electrode

signal @

Itesponse (%)

0 10 _2 30 40
Time (min)

Detection
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Fig. 8 The amplification-free system with dCas9. (a) A SERS detection strategy with dCas9. The Au MNP-dCas9/gRNA probe can label the genomic
DNA of a superbug-infected mouse. MB was introduced to interact with the genomic DNA. After the external magnetic enrichment, the SERS
measurement was conducted. Adapted from ref. 181. Copyright 2020 American Chemical Society. (b) A CRISPR-Chip for dsDNA detection. The
dCas9 complexed with a target-specific sgRNA (referred to as dRNP) is immobilized on the surface of the graphene within a three-terminal gFET.
The dRNP scans the whole genomic DNA and unzips the double helix until it identifies and binds to its target sequence (complementary to the 5’
end of sgRNA). The binding of the target DNA to the dRNP complex can sensitively modulate the electrical characteristics of the gFET, resulting in
an electrical signal output within 15 min. The figure was reproduced from ref. 176 with permission from Springer Nature, copyright 2019.
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added to this mixture, intercalating into the genomic DNA."®!
By applying an external magnet to collect the dCas9 ternary,
the Raman intensity was then measured for target detection.
Thus, the SERS coupled with dCas9 is an ultra-sensitive
detection method, having an LOD of 8.1fM without
amplification.

Apart from the sensitive SERS, a CRISPR-Chip using a
graphene-based field-effect transistor (gFET) system was
developed (Fig. 8b)."”® Using the gFET as a detection method,
CRISPR-Chip can achieve an LOD of 1.7 fM without
amplification within 15 min. In this work, the dCas9-sgRNA
complex has been linked to the graphene layer with a
1-pyrenebutanoic acid (PBA) linker. The target sequence was

View Article Online
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CRISPR-Chip for SNP detection, two optimizations based on
this design were accomplished by (1) monitoring multiple
electrical signals including I, C, and V responses, and (2)
applying multiple Cas9 orthologs to improve test
discrimination."®>

4.2. Cas12a-based amplification-free assays

Different from tdCas9, which has been widely adopted for
sequence labeling and enrichment purposes, the Casl2a
system harnesses the trans-cleavage ability for amplification-
free diagnostics mainly focusing on augmentation of the
signal output. Therefore, a series of visualization techniques

bound to the dCas9-sgRNA complex specifically, which including electrochemistry,"®*'%¢  LFA,"®” nanoparticle
enhances the output signal relative to samples lacking the  reporter,'®® piezoresistive effect,'®® surface plasmon
target sequence. To further expand the application of the  resonance,'®® and molecular circuits'’>'*® have been

b Trans cleavage Catalysis
H,0,
—>

dsDNA ' l 0,

: @ ,

(%)

Current (A)

Intensity / a.u

— PEDOT, 33,
Potential (V) s )
ea TinCoT,

C d D I

(1) Quenching state
(2) Purple Color

i Cleavage site
Actvated e e | Positive

=
{crispR.castza feedback ) 4
 complex HEN g
[\ Trans-cleavage T1  Exponentially A | I— )
i H y amplified signals
crmnA Tugetois 7 ofssl

s © ® e

/ Target DNA ® o8 .,
Ex: 490 nm //'v Em: 520 nm o @
7nm Lt
> MEF &
........... . Strong > \ PAM
Fluorescent H am am 8 O e :
'YP‘S‘ a Emission i cast2a gRNA-T gRNA ScgRNA Assistant probe

(1) Fluorescent emission (MEF)
(2) Red-purple color (Colorimetric)

Fig. 9 Amplification-free diagnostics with Cas12. (a) A Casl2a system for dsDNA detection using electrochemistry. MB conjugated ssDNA was
immobilized on the electrochemical sensor surface to form the detection machinery. The signal can be measured once Casl2a trans-cleaves the
ssDNA reporter on the surface of the electrode. The figure was reproduced from ref. 183 with permission from John Wiley and Sons, copyright
2019. (b) The piezoresistive biosensor with Cas12a for HPV-16 detection. When the Cas12a system recognizes the target sequence to activate the
trans-cleavage, Casl2a enables the separation of AuPt and magnetic beads, which is conjugated via ssDNA. The released AuPt catalyzes H,O, into
O,, compressing the piezoresistive sensor to cause the current difference. The figure was reproduced from ref. 189 with permission from Elsevier,
copyright 2021. (c) A metal-enhanced fluorescence and colorimetric system with Cas12a. Two different-sized AuNP (20 nm and 60 nm) pairs are
connected by DNA hybridization with an ssDNA region to achieve the induction of metal-enhanced fluorescence (MEF) with target DNA and
fluorescence quenching in the absence of target DNA. The presence of target DNA enables the trans-cleavage of Casl2a via the ssDNA region to
switch from fluorescence quenching to MEF. Adapted from ref. 188. Copyright 2021 American Chemical Society. (d) A self-amplified system
(CONAN) for dsDNA detection, in which a cycling loop is developed after Casl2a recognizes the target sequence. The trans-cleavage ability of
Casl12a triggers the separation of the RNA-DNA probe to emit fluorescence and a new sgRNA. The released sgRNA guides Casl2a in targeting the
assistant probe to release more fluorescence and sgRNA. The figure was reproduced from ref. 175 under Creative Commons Attribution License
from the American Association for the Advancement of Science, copyright 2021.
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applied to amplify the ¢rans-cleavage for enhanced
diagnostics.

Liu et al. developed an electrochemical biosensor based
on CRISPR-Cas12a (E-CRISPR) (Fig. 9a)."®* The ssDNA tagged
MBs were first immobilized on the gold electrode as the state
condition, whereby the Cas12a ribonucleoprotein binding to
the target sequence region then trans-cleaves the
immobilized ssDNA. The electrical current difference was
recorded for diagnostic visualization and an LOD of 50 pM
was achieved without amplification.

Tang et al. combined the piezoresistive wireless biosensor
with Cas12a for HPV diagnosis (Fig. 9b)."®® The
trans-cleavage ability of Cas12a enables the separation of MB-
ssDNA-AuPt reporters upon recognizing the target HPV 16.
Subsequently, the separated AuPt particles were enriched by
magnetism and then catalyzed H,0, into O,, which
compresses the sensor for increased current, enabling a LOD
of 15.22 pM.

Unique surface plasmon resonance properties have also
been identified with noble metal nanomaterials (NMNs),"*°
which can be regarded as the vibrational motion of an
electromagnetic wave propagating in parallel along with the
precious metal and dielectric interface. Fluorescence
enhancement or fluorescence quenching is exhibited when
noble metals are at different distances from the fluorescent
dye. Choi et al. were able to design a AuNP assisted metal-
enhanced fluorescence method for cell-free DNA detection
using a Cas12a trans-cleavage (in Fig. 9¢)."®® A pair of AuNPs
of two different sizes (20 nm and 60 nm) is linked through 7
nm long dsDNA and 2 nm long ssDNA, showing fluorescence
quenching in the initial state. In the presence of the target
DNA, the trans-cleavage ability of Cas12a cleaves the non-
hybridized ssDNA part to release the 60 nm AuNPs.
Therefore, the 20 nm AuNP can induce a strong signal from
the fluorophore.

An internal autocatalysis-driven feedback amplification
network was designed utilizing Cas12a by Nie et al.'’® In this
method, the CRISPR-Cas-only amplification network
(CONAN) achieves a 5 aM sensitivity without DNA
amplification (Fig. 9d). Here, they designed a probe
comprising ssDNA reporters binding to the crRNA. When the
target was bound to the Cas12a ribonucleoprotein, the probe
was cleaved, releasing a fluorescent signal and new crRNA.
The released crRNA assembled a new active Casl2a protein
and participated in the reaction to achieve autocatalytic
signal amplification. Moreover, the entropy driven catalysis
DNA networks,"”" as a self-driven amplification method
without DNA polymerase, have been integrated with Cas12a
for diagnostics and shown to reach picomolar sensitivity."*

4.3. Cas13-based amplification-free assays

Cas13 has been widely adopted for direct detection of RNA
including mRNAs and microRNAs at  picomolar
concentrations without amplification. Signal augmentation
methods, such as electrochemical biosensors,'”*™%® droplet

This journal is © The Royal Society of Chemistry 2023
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confinement,'*'9*%% and specifically molecular designs,
have been combined with Cas13 to increase the LOD.

The confinement of single molecules in cell-like-sized
droplets/reactors can enhance local concentrations of the
target and reporter by 3 orders of magnitude, and thus may
break the detection limit of the most conventional
biochemical assays or detectors. Zhou et al. achieved >10
000-fold enhancement in sensitivity compared to the bulk
Cas13a assay using droplet microfluidics without nucleic acid
amplification (Fig. 10a).'°> This work has been further
applied to detect SARS-CoV-2 without amplification. Similar
work has been demonstrated using a microchamber array to
improve the sensitivity of LwCas13a diagnostics down to 5
fM, which is 3 orders of magnitude more sensitive than the
bulk test."*®

Subsequently, Ott et al. demonstrated that the
combination of multiple crRNAs in the LbuCas13a system
can be used to directly detect viral RNA in the attomolar
range without amplification. This method integrated with a
cell phone readout was used for SARS-CoV-2 detection with a
sensitivity of 167 aM within 30 minutes (Fig. 10b)."”® The Cas
enzymatic kinetics were found to be associated with the
crRNA. Accordingly, Fletcher et al. proposed a multiplexed
diagnostic method with 2 crRNA that has been used in
combination with droplet microfluidics. Based on the
stochastic nuclease activities, they analysed the kinetic
features of each droplet over time for multiplexing
(Fig. 10c).*?

In addition to the tandem crRNA strategy, the tandem use
of unrelated CRISPR nucleases can increase the SHERLOCK
sensitivity.'”® Doudna et al. engineered the Csmé6 with a
chemically stabilized activator. Once LbuCas13a guided by
multiple crRNAs was activated, the Csm6 would ¢rans-cleave
extra reporters, creating a one-step amplification-free SARS-
CoV-2 detection assay. This method, termed the Fast
Integrated Nuclease Detection In Tandem (FIND-IT)
approach, enabled an efficient detection (50 aM) within 20
minutes, highlighting the potential for amplification-free
RNA detection ability using LbuCas13a (Fig. 10d).

Besides fluorescence visualization, an electrochemical
biosensor combined with Casl3a has been reported to
directly detect microRNA 19b."®* In this design, Urban
et al. were able to immobilize the anti-fluorescein
antibodies attached to glucose oxidase (GOx) via the FAM
and biotin-tagged ssRNA probes on the streptavidin-coated
substrate surface. The electrochemical detection was
accomplished wusing GOx to catalyze the substrate,
producing H,0,, where the current measurement was
detected. In the presence of the target microRNA, the
activated Casl3a trans-cleaved the ssRNA, interrupting the
catalytic process. To expand the detection ability, they then
further developed a multi-channel microfluidic chip to
enable 4 multiple detections.'®® To increase the signal
output, a hairpin-based enzyme-free amplification was
applied to increase the electrochemical signal via a catalytic
chain reaction."*?%
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Fig. 10 Casl3a-based amplification-free diagnostics. (a) Droplet microfluidics for Casl3a direct detection of RNA samples. By droplet
compartment, local concentrations of the target and reporter are enhanced simultaneously, compared to the bulk Casl3a assay. It enables
absolute digital single-molecule RNA quantitation. Adapted from ref. 192. Copyright 2021 American Chemical Society. (b) The tandem crRNAs for
SARS-CoV-2 detection. Compared to the single-crRNA guiding Casl13 system, the multiple crRNA for the same target sequence improves the
kinetic activity of trans-cleavage to higher sensitivity. The figure was reproduced from ref. 178 with permission from Elsevier, copyright 2021. (c)
Multiplexed detection using Casl3a kinetic barcodes in droplets. The kinetic difference of Casl3a governed by both target RNA and crRNA is
harnessed to achieve multiplexed diagnostics in droplet partition, where the fluorescence trajectory of different micro reactions within the droplets
is recorded in real-time to differentiate the different targets. Adapted from ref. 193 under Creative Commons Attribution License from medRxiv. (d)
Accelerated RNA detection using tandem CRISPR nucleases. Combining RNA-guided Casl13 and Csm6, a tandem nuclease assay is created with a
chemically stabilized activator to achieve both high sensitivity and fast signal generation without requiring a preceding target amplification step.
The figure was reproduced from ref. 179 with permission from Springer Nature, copyright 2021.

5 Perspectives
5.1. Target quantification

Accurate quantification of biomarker molecule concentrations
is of great importance in order to respond to treatment in
companion diagnostic and precision medicine development.
Similar to PCR, quantification using a CRISPR-based
diagnostics system can be obtained by relative quantification
using a standard curve or digital quantification using Poisson
statistics.””® The requirement for quantification through
comparison with a standard curve reference and continuous
measurement of a signal hampers the feasibility of the
CRISPR-based diagnostics system as a POCT tool.

Digital quantification has been reported to greatly reduce
uncertainty at low concentrations.?*° By employing nano-well-
based**' or droplet-based®***** technologies for sample
partitioning, the digital format of CRISPR-based assays
enables absolute quantification of nucleic acids with no
dependency on endogenous references, as it measures the
number of target molecules directly by observing the end-
point fluorescence in individual partitions.

To date, most CRISPR effectors in diagnostics operate at
ambient temperature. In combination with isothermal
amplification, two concerns may arise:>**  target

1484 | Lab Chip, 2023, 23,1467-1492

overestimation associated with the premature amplification
induced by the near ambient temperature reaction (e.g., RPA-
based preamplification) and target loss in the multistep
procedures. The possible solutions to address these issues
can be classified into three aspects. First, sample preparation
at a lower temperature such as in a cold room or on ice and
rapid transfer or operation during experiments are
demanded. Second, digital quantification reforms from an
ambient reaction to a hot-start reaction such as LAMP. With
the expansion of the CRISPR Cas family, the thermostability
of Cas proteins is discovered.*®'*' Those thermostable
proteins of Cas12 and Cas13 families allow the CRISPR
diagnostics  along ~ with ~ LAMP."®"***  Finally, the
preamplification issue can be avoided by the creation of a
reaction initiator (e.g., Mg initiator or DNA polymerase). For
instance, the mixing of the MgOAc initiator into the RPA-
CRISPR reaction before partitioning can solve the premature
amplification using microfluidic technologies such as
Y-shaped droplet generator,'®® picoinjector,>*® droplet
emerging,'® droplet array,'® Slipchip,**” etc. Nevertheless,
all the quantification methods require sophisticated ancillary
equipment from droplet partition to visualization. The
miniaturized and operation-free digital quantification might
be another chapter in diagnostics, such as high-throughput
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pore materials,**” and self-digitalization systems.

5.2. Multiplexed detection

Simultaneous diagnosis of multiple targets in one reaction is
desirable in order to reduce the overall testing cost and
improve the throughput in certain testing demands. With
more and more unique properties of Cas enzymes uncovered
in recent years, those special features of CRISPR have been
leveraged to expand the multiplexing ability of CRISPR
diagnostics such as (1) programmable crRNA-based Cas9
system (LEOPARD);* (2) orthogonal cleavage properties of
Cas enzymes (SHERLOCKv2);*® (3) droplet barcoding and
pairing  enabled  massively  multiplexed  detection
(CARMEN);'* (4) heterogeneous nuclease kinetics in a
confined volume (droplet kinetic barcoding).**?

The LEOPARD platform is based on the discovery of the
RNA guidance of CjeCas9 derived from cellular RNAs
unrelated to viral defense. Thus, the RNA guidance can be
reprogrammed to any RNA to affect the activation of CjeCas9
nuclease. This discovery extended the programmability of the
spacer region of crRNA to tracrRNA. The sensing of RNA is
enabled by creating fluorescent DNA sensors that would be
cleaved at a specific locus by Cas9. The current proof-of-
principle demonstration of LEOPARD allows the detection of
multiple different RNA sequences using gel-based readouts.
Alternative methods such as lateral flow and colorimetric
readouts would be beneficial for point-of-care detection.

In the Cas12 and Cas13-based detection systems, the
signals are normally derived from nonspecific trans-cleavage
with universal probes, making the multiplexing of various
targets a challenging task. In SHERLOCKv2, the Cas13 family
has been discovered with the di-nucleotide preference to
cleave different sequences. Four Cas13 effectors were
discovered to have specific cleavage preferences on di-
nucleotide reporters (AU, UC, AC, and GA), and thus their
orthogonal collateral-cleavage activities (including Cas13 and
Casl12a enzymes) have been harnessed to achieve up to 5
channel multiplexing using distinct fluorescent dyes.*®
Additional multiplexing in a single reaction is possible as
newer Cas effectors that possess the di-nucleotide preference
are still being explored. However, the combination of
multiple nuclease-crRNAs with different probes would be a
crowding reaction that may result in high background and
low sensitivity.

CARMEN-Cas13 combines the specific sensing ability of
the CRISPR-based detection technology SHERLOCK with the
throughput capabilities of the combinatorial droplet array
technology to enable parallel, scalable, and massively
multiplexed diagnostics.'® To enable high multiplexing with
high sample throughput, a set of 1050 color codes was
generated using ratios of 4 different fluorescent dyes. Each
amplified sample or Cas13 detection mix was emulsified into
color-coded droplets. The droplets of all samples and
detection mixes were pooled and loaded into a droplet
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pairing array for registration of the droplet identity with a
distinct color code. After the droplet pairs were merged, the
Cas13a-triggered fluorescence reported a positive reaction.
The high sensitivity and specificity of Cas13a allowed the
simultaneous detection of 169 human-associated viruses in a
single microchip. An upgraded version of CARMEN
(mCARMEN) by leveraging the Fluidigm microfluidic
platform  has  decreased the processing  time.'%°
Unfortunately, a two-step process is required which
compromises its quantification abilities. Future development
of one-pot assays or CRISPR-based amplification-free
techniques may further simplify mCARMEN. CARMEN or
mCARMEN methods have the advantage of extremely high-
throughput and multiplex detection capabilities. Further
improvements can be focused on the integration and
optimization of the multiplexed platforms with advanced
microfluidic systems. Similarly, ideas of distributing crRNAs
into different microchannels or wells have been developed
for the detection of multiple targets using microchip-based
space coding."®”

Droplet microfluidics offers the ability to isolate single
molecules and reduce inhibition or interference by
confinement as well as accelerated reaction and improved
sensitivity in a low reaction volume. Rapid and diverse
kinetic activities of the Cas13 reaction were observed when
the reaction volume shrank to even a single target in a
confined droplet."”® Thus, this feature is leveraged for
multiplexed diagnostics at single-molecule resolution using
droplet microfluidics. The kinetic behavior depends on a
specific combination of crRNA and its target; thus it can be
harnessed for CRISPR-based multiplexed diagnostics by
tracking the real-time fluorescence trajectory of individual
droplets with single-molecule level sensitivity. As a result, this
droplet-based CRISPR/Cas13a assay can realize absolute
quantification and multiplexed detection simultaneously.
However, this method has only been demonstrated in two-
channel multiplexed detection. The multiplexibility might be
restricted by the differentiation of the kinetics difference.

5.3. Streamlined point-of-care diagnostics

To date, the majority of efforts in the development of
CRISPR-based diagnostic systems have been focused on
amplification and detection techniques. For a POCT system,
streamlined steps from sample preparation, amplification or
amplification-free methods, and signal visualization are all
equally important. The nucleic acid preparation can be
divided into three steps including target lysis, purification,
and elusion. Target lysis then relies on mechanical, chemical,
and physical approaches to break the cell membrane and
wall to expose the cytoplasm.**> Some methods have
subsequently claimed purification-free nucleic acid detection
after lysis.>**>*®* However, purification is highly sought after,
followed by the elusion step in order to reduce the
inhabitation and increase the sensitivity.*** More recently,
the promising thermal lysis method HUDSON has been
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developed, which combines the sample preparation and
CRISPR isothermal diagnostics for Zika virus and DENV
detection at 1 copy per microliter level.’®® Similarly, a
chemical-based direct sampling method coupled with LAMP
and Cas13 diagnostics has been reported to achieve 25 cp
uL™ around 30 min.**° These methods do not require
cumbersome experimental operations such as centrifugal
separation used in standard purification protocols, and thus
reduce the need for expensive labor force and centralized
facilities. These merits imply that the potential POCT with
CRISPR could be massively simplified and miniaturized,
overcoming the limitations of the PCR system including
thermal cycling requirements and inhibitors to DNA
polymerase.

Hence, the possible streamlined diagnostics would be
via either a multistep test kit with easy operations,**" or an
automatic all-in-one system.'®>'?** Inspired by the rapid test
kit for COVID-19 used massively worldwide, the new
detection style is accepted by several with simple liquid
handing from the collection of the non-invasive sample
into reactions with lyophilized or liquid chemicals. Besides,
the ultra-miniaturized system with a simple heating
function for sample lysis and incubation and fluorescence
reader or LFA visualization are new pathways to further
reduce the cost of a POCT device with a more sensitive
readout. In addition, a facile and robust molecular assay is
highly desired. However, the current one-pot assays have
shown less sensitivity compared to the two-step reactions.
To address this problem, dedicated optimization of the
current molecular reaction schemes and characterization of
new Cas effectors are in urgent need for the advancement
of POCT.

5.4. Beyond nucleic acid detection

Other than nucleic acids, various biomarkers such as
proteins/peptides, small molecules, exosomes, etc. are also
important sensing targets in environmental protection,
microbiome monitoring, food safety, drug testing, and
antimicrobial resistance diagnosis. Although CRISPR-based
detection schemes cannot be directly applied to non-nucleic
acids, the modularity of the CRISPR-Cas system offers a great
many opportunities for the development of CRISPR-mediated
strategies for sensing non-nucleic-acid targets. The general
principle is to convert the non-nucleic-acid targets into pre-
designed DNA or RNA intermediates for use of CRISPR-
Cas as target-induced ssDNases or RNases. CRISPR-Cas
systems coupled with transduction elements including
oligonucleotide-protein conjugates,***>*> aptamers,>**>*!

DNAzymes,>*>>**  allosteric transcriptional factors,
7

255,256

riboswitches,*” and enzymatic reactions>>®**° have been
developed for detecting non-nucleic-acid targets. Such
developments have expanded the applications of the
CRISPR-Cas toolbox to meet diverse purposes such as control
of gene expression, nanopore sequencing, live cell imaging,
environmental monitoring, etc.
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However, due to the lack of inherent mechanisms for the
amplification of non-nucleic-acid targets, the detection limit
of non-nucleic-acid targets by CRISPR systems is still
comparably inferior, pending more innovative coupling and
integration techniques with advanced sensing instruments.
Moreover, simultaneous detection of multiple non-nucleic-
acid targets remains a challenge and the development of
such schemes is still in its infancy. Various approaches, such
as assorted labeling and barcoding strategies, super-
resolution imaging, microfluidics, microarrays, etc., should
be explored for multi-target sensing or fit-for-purpose
applications.

6 Conclusions

In this review, we discuss the developments of CRISPR-based
detection strategies utilizing different Cas subsystems, the
mechanisms of CRISPR/Cas as elegant molecular scissors
that recognize and cut nucleic acid targets, and the
engineering of such molecular scissors for a broader
detection of biomolecules with flexibility, sensitivity, and
specificity. The coupling of CRISPR-Cas enzymes with either
nuclei acid amplification or signal amplification methods
has provided us flexible choices of schemes to meet the
detection requirements in terms of the types of targets and
sensitivity needed. Besides, the development of direct
targeting using CRISPR with new signal transformation
schemes has shown a blooming prosperity of this field to
avoid enzyme-based amplification methods. Moreover, the
advancement of emerging technologies such as
nanotechnologies, microfluidics, and wearable electronics
will continuously propel the CRISPR-based technologies
towards rapid, high-throughput, integrated, multiplexed, and
digital detection. However, the practical applications have to
wait for a little bit longer till the chemical stability (e.g,
crRNAs, enzymes), storage, and overall design of easy-to-use
schemes can be fully achieved. Combining microfluidics,
wearable technology, flexible materials, and nanotechnology,
CRISPR-based technologies will lead to many powerful POCT
devices meeting the growing necessity for quick, accurate
and resource-limited medical tests to help quickly respond to
outbreaks of viral and other diseases.
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