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DNA nanotechnology-based strategies for
minimising hybridisation-dependent off-target
effects in oligonucleotide therapies

Xiaoyu Li,*® Huanhuan Hu,® Hailong Wang,?*“ Jia Liu,®® Wenting Jiang,®"®
Feng Zhou**° and Jiantao Zhang ) *®

Targeted therapy has emerged as a transformative breakthrough in modern medicine. Oligonucleotide
drugs, such as antisense oligonucleotides (ASOs) and small interfering RNAs (siRNAs), have made
significant advancements in targeted therapy. Other oligonucleotide-based therapeutics like clustered
regularly interspaced short palindromic repeat (CRISPR)/CRISPR-associated protein (Cas) systems are
also leading a revolution in targeted gene therapy. However, hybridisation-dependent off-target effects,
arising from imperfect base pairing, remain a significant and growing concern for the clinical translation of
oligonucleotide-based therapeutics. These mismatches in base pairing can lead to unintended steric blocking
or cleavage events in non-pathological genes, affecting the efficacy and safety of the oligonucleotide drugs.
In this review, we examine recent developments in oligonucleotide-based targeted therapeutics, explore
the factors influencing sequence-dependent targeting specificity, and discuss the current approaches
employed to reduce the off-target side effects. The existing strategies, such as chemical modifications and
oligonucleotide length optimisation, often require a trade-off between specificity and binding affinity.
To further address the challenge of hybridisation-dependent off-target effects, we discuss DNA nanotechno-
logy-based strategies that leverage the collaborative effects of nucleic acid assembly in the design of
oligonucleotide-based therapies. In DNA nanotechnology, collaborative effects refer to the cooperative
interactions between individual strands or nanostructures, where multiple bindings result in more stable and
specific hybridisation behaviour. By requiring multiple complementary interactions to occur simultaneously,
the likelihood of unintended partially complementary binding events in nucleic acid hybridisation should be
reduced. And thus, with the aid of collaborative effects, DNA nanotechnology has great promise in achieving
both high binding affinity and high specificity to minimise the hybridisation-dependent off-target effects of
oligonucleotide-based therapeutics.

Oligonucleotides, which follow the Watson-Crick base-pairing rule, can be used as therapeutic materials to treat a wide range of diseases, from cancer to the
“undruggable” diseases. One primary challenge to be addressed is the hybridisation-dependent off-target effects, caused by unintended binding due to
thermodynamic overlaps of the correct and mismatched complexes. Mismatches can lead to mutations in nature and off-target side effects in gene therapy. The
current off-target mitigation method is a balance between binding affinity and specificity. Over 40 years ago, the concept of DNA nanotechnology was
introduced. It takes advantage of the programmability of DNA to collaboratively assemble materials at nanoscale. This self-assembly process is robust, with
high precision. The mechanism involved in such hierarchical assembly can be extended to the field of oligonucleotide-based therapeutic materials. In this
review, we discuss the sources of hybridization-dependent off-target effects and strategies to mitigate them. Beyond conventional methods, we focus on DNA
nanotechnology-derived collaborative effects to reduce these off-target effects. Moreover, DNA nanotechnology enables the functionalisation of multivalent
nanostructures with polymers, metals, proteins, and oligonucleotides, creating therapeutic materials with both enhanced targeting affinity and specificity. This
advancement will further expand the potential of oligonucleotide materials in targeted gene therapy.
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for both common and rare diseases. Targeted therapeutics can
be simply categorised into two classes: traditional small mole-
cules and macromolecules which include monoclonal antibo-
dies, oligonucleotides, polypeptides, and X-drug conjugates
(XDCs)."”* Although small molecules remain the mainstream
drug modality in targeted therapeutics, they face several chal-
lenges including drug resistance, low response rate, and lim-
ited drug targets.>” Recent developments in molecular biology,
proteomics, and human genomics have advanced targeted
drugs from small molecules to protein-based drugs, and more
recently, to a new era of oligonucleotide-based gene therapy.®
Compared to protein-based drugs, gene therapy works by
manipulating gene expressions and thus has long-lasting ther-
apeutic or potentially curative effects on a wide range of targets,
even including the previously “undruggable” targets.”® Gene
therapy has great potential in diverse domains of disease
treatment, ranging from well-studied applications in cancer
to many other genetic diseases and complex acquired dis-
orders, such as infectious diseases, cardiovascular diseases,
neurological disorders, and various other rare diseases.'®*°

1.1 Oligonucleotide-based targeted therapy

Oligonucleotide-based targeted therapies use short synthetic
nucleic acid polymers, including DNA, RNA, and their chemical
analogues. They are employed to selectively target and mod-
ulate specific pathological RNA or DNA sequences for thera-
peutic purposes. The field of oligonucleotide therapeutics
covers a diverse range of agents, including ASOs, siRNAs,
microRNA (miRNA) mimics, plasmid DNAs, small activating
RNAs (saRNAs), aptamers, and CRISPR/Cas systems.”"” Most
oligonucleotide therapeutics, as shown in Fig. 1, work by
hybridisation to their target sequences via complementary
Watson-Crick base pairing. By precisely matching the target
sequences, the oligonucleotide therapeutics operate via mani-
pulation of gene expression through a range of mechanisms of
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action, including gene inhibition, augment, activation, altera-
tion, and replacement."®>°

The majority of oligonucleotide therapeutics function by
binding to the target sequence via Watson—Crick base pairing.
This straightforward mechanism offers several advantages
compared to the conventional treatments. Oligonucleotides
are able to target specific genetic sequences with high precision
and favourable safety profile.>’* This allows tailored treat-
ment based on the individual genetic profiles of the patients,
providing a versatile platform for personalised medicine.'***7>¢
In addition, oligonucleotide therapeutics enable rapid screen-
ing of candidate drugs based on knowledge of the sequence of
the target gene, and thus oligonucleotide drugs have shorter
research and development time spans compared to conven-
tional small-molecule drugs.”*” Furthermore, oligonucleotide
therapeutics target the underlying causes of the diseases and
thus may have long-lasting therapeutic effects or even curative
effects. Their long-lasting effects also make reduction in dosage
or administration frequency feasible, improving patient
adherence.”®?® Furthermore, the sequence-specific oligonu-
cleotides do not require complicated conformational recogni-
tion and thus are able to offer therapeutic options for the
diseases traditionally deemed ‘“undruggable”.'®?°*> These
previously undruggable targets lack well-defined binding sites
or pockets for small molecule or protein drugs.

1.2 Development of oligonucleotide-based therapeutics

The concept of gene therapy emerged more than half a century
ago in the 1960s. The first human gene therapy protocol was
not approved until a few decades later in 1990.%** Ever since
this proof-of-concept trial, gene therapy has experienced its ups
and downs, with efficacy and safety being the main concerns.**
In 1998, Vitravene (fomivirsen), a phosphorothioate (PS)-
modified ASO developed for the treatment of cytomegalovirus
(CMV) retinitis, became the first ASO drug approved by the
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Fig.1 Molecular mechanisms of the common oligonucleotide-based targeted therapies, including ASO, siRNA, and CRISPR/Cas9. AGO2 refers to

argonaute 2. RISC refers to the RNA-induced silencing complex.
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United States Food and Drug Administration (FDA).>® But in
2006, Vitravene was discontinued in the US because this PS-ASO
drug had limited potency and higher risk of inflammatory
effects compared to other more recently available treatments.>”~°
Much later in 2013, Kynamro (mipomersen sodium), a second
generation ASO, was approved by the FDA for the treatment of
homozygous familial hypercholesterolemia (HoFH).*>*" However,
due to concerns regarding its safety profile and commercial failure,
the FDA withdrew Kynamro from the market in 2019.*>** Without
the established technologies of nucleotide modifications and
delivery vectors, the reputation of oligonucleotide therapeutics
was not optimistic because of the high dosage requirements
and low clinical efficacy.””

Fortunately, oligonucleotide therapy has captured the atten-
tion of the scientific community. Several related studies have
been awarded a Nobel Prize, including Andrew Fire’s and Craig
Mello’s research on the process of RNA interference (RNAi)
for gene expression regulation by double-stranded RNA,****
Emmanuelle Charpentier’s and Jennifer Doudna’s pioneering
work on developing gene-editing technology for CRISPR/
Cas9,*>*® and Katalin Kariké’s and Drew Weissman’s work on
nucleoside modifications which were able to prevent unwanted
immune responses.?” The modification methods provided the
groundwork for the development of effective messenger RNA
(mRNA) vaccines against COVID-19. The successful develop-
ment of SARS-CoV-2 mRNA vaccines contributed another vital
piece: lipid nanoparticles (LNPs) which served as the delivery
platform for the mRNAs.**>" Thanks to the development of
modification strategies®>* and the expansion in gene delivery
vectors,””**%>¢ increased binding affinity, better internalisa-
tion ability, enhanced stability against nuclease degradation, as
well as longer circulation time were achieved.®'' Thus, the
efficacy and safety of gene therapy have been improved, leading
a new wave of gene therapy in clinical translation.

In 2016, Spinraza (nusinersen), an ASO drug, was the first
drug approved by the FDA for the treatment of spinal muscular
atrophy (SMA).>” SMA is a chronic, severe, and rare genetic
disorder related to the central nervous system (CNS). Currently,
most of the approved oligonucleotide therapeutics are for rare
diseases, providing choices for patients with few treatment
options.*®** But researchers are also expanding the applications
of oligonucleotides beyond rare diseases and are exploring
their usage in common chronic diseases, aimed at a larger
patient population. In 2021, the FDA approved Leqvio (incli-
siran), a first-in-class siRNA conjugated to triantennary
N-acetylgalactosamine carbohydrates (GalNAc), to lower choles-
terol in cardiovascular disease treatment.’®*® This siRNA
therapeutic agent, which only requires two doses annually,
signified the advancement of oligonucleotides in common
chronic disease treatment.” As shown in Table 1, by July
2024, 21 oligonucleotide drugs were approved by the FDA,
including milasen (not listed in Table 1) which is the first
personalised ASO developed for patients with Batten
disease.®®®* 14 gene therapies including the first CRISPR/
Cas9-based gene therapy, Casgevy, have been approved by the
FDA to date.®® The future of gene therapy has great potential to
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revolutionise biomedical therapeutics, ushering a new era of
precision medicine.

1.3 Current bottlenecks of oligonucleotides in clinical
applications

While oligonucleotides offer a versatile platform for targeted gene
therapy, this new drug modality still faces several challenges. The
issues to be addressed include low stability, immunogenicity,
limited cellular uptake, and manufacturing hurdles. Furthermore,
the concerns of off-target effects have raised substantial
safety concerns and can hinder the clinical translation of oligo-
nucleotide-based drugs.

Oligonucleotides are vulnerable to degradation by nucleases,
are prone to activate immune responses, and their cellular
uptake can be hindered by their physiochemical properties
such as relatively large molecular weight and negative charge.>*2°
To address these issues, chemical modification technologies were
introduced to increase their stability against nuclease degrada-
tion,” ™ to reduce the immune responses and cytotoxicity,”® ">
to improve cellular uptake,”””® and to enhance their binding
affinity.”®’® Furthermore, a growing number of delivery vehicles
were developed to address the issue of inefficient delivery through
biological barriers. Both viral-vector-based (adenovirus,”® adeno-
associated virus,®® and lentivirus®') and non-viral-based delivery
vehicles (polymer-based® and lipid-based®’) were developed. These
delivery vectors aim to maximise delivery efficiency despite physio-
logical barriers, to reduce off-target cellular intake, to protect the
nucleic acid polymers from nuclease degradation, and to allow
efficient endosomal escape. The FDA approved LNP-delivered
mRNA vaccines demonstrated a safe and efficient way to address
the delivery issue. Additionally, the increasing market demands
and the emergence of various modification requirements have
posed new manufacturing hurdles, including problems of scal-
ability, sustainability, and purification of stereoisomers.”®* Last but
not least, costs of oligonucleotide gene therapy may limit the
accessibility of the treatment to patients. New cost-effect, scalable,
and sustainable manufacturing alternatives of both synthesis and
purification processes are under development to meet the growing
market demand for therapeutic oligonucleotides.®>™°

Another significant issue that needs to be addressed in the
clinical translation of oligonucleotide drugs is the off-target
effects. Similar to all therapeutic modalities, oligonucleotides
have the risk of triggering off-target effects. These off-target
effects arise from unintended interactions between oligo-
nucleotide drugs and biomolecules in the body and may
change drug distribution, alter mechanisms of action, and
induce unintended short- and long-term toxicities or side
effects. Such effects are also correlated to chemical modifica-
tions. In the context of oligonucleotide therapeutics, off-target
effects can be subdivided into two categories: hybridisation-
independent off-target effects and hybridisation-dependent off-
target effects.’®91793

Hybridisation-independent off-target effects are caused by
non-specific interactions with a wide range of biomacromole-
cules, especially plasma and cellular proteins, and these off-
target effects can cause immune activation and protein

This journal is © The Royal Society of Chemistry 2025


https://doi.org/10.1039/d4mh01158a

View Article Online

Materials Horizons

Review

Ade1ay) ouad paseq-10309A AVY
Ade1ay) ouad paseq-[[o0 wANS

Aderayy oauald paseq-10309A AVV

(6seD/9dSTAD)
Aderay) auad aseq-[[ed wals

Ade1ay) ouad paseq-[[o0 WS
Ade1oy) ouod paseq-[[oo WS

Ade1ayy oauad paseq-10309A AVV
Aderoyy auad
POSE(-10109A [EIIAOUIPY

Aderay) ouad paseq-10J09A AVY
Aderayy auald paseq-10309A
(AVV) Sniia pajeroosse-ouapy
I03IqIYUT 2SBIWO[2) VNA

VNASp pue VNdss

rowerde VNI
sowreyrde YN
VNYIS

VNUIS

VNUIS
VNUIs
VNUIS

VNUIS
VNUIs

OoSsv
OSsv
Osv
Osv

OSsv
OSsv
Osv
Osv
Oosv

UOISNJUT SNOUABIIU]
UOISNJUT SNOUABIIUT
UoISNJUI SNOUIABIIU]
uoIsNJul SNOUABIIUL
UoISNJUI SNOUSABIIUT
UOISNJUI SNOUIABIIUL
uoISNJuUl SNOUIABIIU]

UONE[[IISUI [BISIARIIUL
UOISNJUT SNOUABIIUT

uonodafur [eunaiqns
uonoafur snousARIIUL

uonoafur snouaaenul

uonoa(ur [eaniaenul
uonoa(ur feaniAenul

uonoafur snosueIndqng
uonoafur snosueIndqng
uonda(ur snoaurINdGNS

uonoafur snosueinogng
uonoafur snosueIndgng

uonoafur snouasenug

uonoafur snoaueindgns

uonoafur [esayrenur
uonoafur snouaaenul
uondafur snoussenug
uondafur snoussenuy

uonoafur snosueIndgng

uonodafur [esayenul
uonoafur snousAeIIUL

uonoafur snosueinogng

uonoafur feanisenuL

(Aouatoygap IIIA 10308] [e3tuaduod) v erjiydowoHy
SJUIAD AISN]II0-0SBA
Jo £1031S1Y B pue (@DS) SeISIp [[99 IPOIS

(ama) AydomnsAp renosnw suuayong

(aons) aseasip 1190 OIS
suoisnjsuen (DY) [[99
pooiq pai1 rendax urmbar erwassereyr-g

(a1vD) AydomsApoxnsjouaipe [e1qaIa)

(Aouaronyep X1 10308 [BITUZU00) g erjiydowoH

(DEINN) 190UBd 19pPe[q dAISBAUL
d[osnw-uou ‘(HDY) ulINDH apdwWe) snyjloeg

(VINS) Aydone remnosnw [eurds

(parerdosse-uonenw s9gAY d1a[eld) Aydonsip reunay
(sam) sawoipuAs onseidsApo[oAIN

(LOSH) uonejuerdsuen [[99-wrals onvrodojeway
3umo[[oj (@OA) 2seasIp 2AISN]200-0udA dnedoH

(amv) uonerauadap renoewr

pare[a1-a3e 03 Arepuodas (vo) Aydone oryderdoon
uonepeIdap Ie[noew paje[oI-a3e (Jom) IB[NOXeAOIN
(TH4) T 2d4 eunpexoradAy Arewtid

(MLLvy) sisoprojdure pajerpaw

-unaIAyIsuen Areyrpaiay jo Ayyedornauijod

(AADSY) 9SBISIP IE[NOSBAOIPIED J1I0IS[ISOIIYIE [BIIUI[D 10
(H49H) erura[0121s9[0Yd12dAY [er[Ture] sno34zoI1aeH
(tH4d) T 2d4 eunpexoradAy Arewid

(dHv) eudydiod oneday anoy

(MLLvy) sisopiojfure pajerpaw

-unaIAYIsuen) Arejrpaiay jo Ayredornauijod

(MLLvY) sisoprojdure pajerpaw

-unaifyisuen) Are3rpaiay jo Ayredoinauiod

(S1V) s1so19[0s [e1are] orydonolwy

(awa) AydomnsAp renosnw suuayong

(awa) AydonsAp renosnw suuayong

(awa) AqydonsAp renosnw suuayONg

(¥1LVY) sisoplo[Aure pajerpawu

-unaifyisuen Are3rpaiay jo Ayredoinauijog

(viAS) Aydoxye rernosnw reurds

(awa) AydonsAp renosnw suuayong

(HA0H) erwd[oI9)sa[0Yd10dAY [er[Iwe] sn03AZOWOH
syuaned SAIV Ul (JAIND) SRIUNSI SNITAO[BZIWO0IAD)

€207

€20

€207

€007

¢C0t

(44114

0t

0t

610C

L107¢
0t

910C

€¢0T
00T
€207

(444

Tc0cT
020t
610¢C

810C

€207

€00T
Tc0T
020¢T
610C

810C
9T10T
9107
€10C
866T

[esnnaseurreyd
uLIRNOIg

o1q p11qanig

sonnaderay], eidares

SeonnadsewlIeyd X93I9A

oIq p1iqanig
o1q pqanig

OTT Sutryad TSD

s[eonnaoeuLIRYd SULLID

sarderay,
UAD SIIBAON

sonnaderay, y1eds
uoIan

"TI'S WNHUaD

01q dLIAT
[IpRIbYC
JSIPION OAON

weAury

SIITBAON
weAury
weAury

weAury

SIUO] ‘BOOUIZBIISY
sTeonINaoBWIRYJ
stuo] ‘uadorg
sonnaderayy, eidares
ewireyd SN
sonnaderay], eydares

sonnaderay, Baody
uadorg

sonnaderay, eidares
QWIAZUSD
s[eonnasewIeyd SIST

(xoa1-09n0ATRdEXOT
9ua3000100[BA) UBIABIOOY
((190-0407) [9ow0INE
aua30[3aqnoao]) eruadjA1
(pro1-o9a0aredaxowr
aua3onsIpue[ap) sApIAd[H
((199-ex9) [90WIN0INE
suadodwredexa) Ara3seD
(jowrayone
auadordaqnaq) o3audz
(joowrayone

Jua30p[eal[d) BUOSAYS
(qap-oanoaredezap
auadooeuen?) XIuadwoH
(oua-oaaouapelry
ouaderejopeu) ULIPL[ISPY
(1o1x-0080A1RdOqR
9U230UWSBUO) BWSUII[0Z
(1Az1-00r0A1RdOU
2ua312104) BUINIXN'T
(yeas1or0wn) O[21AY

(wnipos apnoIqyap) oNNPIA

(1032d peadeouroeae) Aearozy
(wmrpos qrueidedad) uadnoey
(uearsopau) ezo[JAry

(uearsina) emnaury

(uexstpour) orabay
(uearsewny) ownxo
(ue11soALd) L1RRIAID

(uearsired) onyeduo
uasiajuo[da) enurepy
I I

(uas12303) Aposed
(uaszowises) sy sApuoury
(uaste[oifia) osdaifIA
(uasitpojo3) €5 SApuoAp

(uasiajour) 1pas3al,
(uasioursnu) ezerurds
(uasarpdals) 15 sApuoxy
(wnipos uasiswodiur) orureusdy
(WNIpOS USSIIAIULIO}) SUIABIIA

2d41, uonensmurwpe jo N0y

suoneorpuy [eaoxdde

[entur

J1osuodg

(owreu or19ua3) dureu apeil,

Va4 a1 Aq panoidde Adeisayy parsbiey paseq-apnos)donuobijo usunD T 99el

"WV LE:.¥'G G202/9T/0T Uo papeojumoq ¢0¢ equessd L0 uo paysiiand

1391

Mater. Horiz., 2025, 12, 1388-1412

This journal is © The Royal Society of Chemistry 2025


https://doi.org/10.1039/d4mh01158a

Published on 07 December 2024. Downloaded on 10/16/2025 5:47:37 AM.

Materials Horizons

(continued)

Table 1

1392

Initial

Herpes-simplex virus type 1
(HSV-1) vector-based gene therapy
AAV vector-based gene therapy
Stem cell-based gene therapy

Intraputaminal infusion AAV vector-based gene therapy

Route of administration Type

Topical application
Intravenous infusion
Intravenous infusion

Hemophilia B (congenital factor IX deficiency)
Aromatic L amino acid decarboxylase (AADC)
symptomatic early juvenile (ESE]) metachromatic

Pre-symptomatic late infantile (PSLI), pre-
symptomatic early juvenile (PSEJ), or early

“ The information regarding the oligonucleotide drugs, including ASOs, siRNAs, aptamers, and other DNA-based drugs was found in the database of Drugs@FDA: FDA-Approved Drugs.®® The
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malfunctioning.”® The unintended interactions usually arise
from the PS backbone or nucleotide sequence of the oligo-
nucleotides.”™®® Hybridisation-independent off-target effects
are not related to oligonucleotide hybridisation via Watson-
Crick base paring. As mentioned above, chemical modifications
are often used to enhance the stability of oligonucleotides
against nuclease degradation. However, it is important to note
that these modifications can have impacts on the binding
affinity of oligonucleotides to proteins.”*”°® An increased
binding affinity to proteins may pose a risk of hybridisation-
independent off-target toxicities.”**>'® To reduce such hybridi-
sation-independent off-target toxicities, researchers showed that
optimisation of the chemical modifications was required to fine-
tune the balance between the efficacy and the binding affinity
to cellular proteins.””'®" Other researchers suggested that hybri-
disation-independent toxicities could be eliminated with in silico
approaches at the design stage.'” Additionally, these off-target
effects can be dose-dependent. And thus, cooperative strategies
were developed to reduce the hybridisation-independent off-target
effects by using a combination of lower dose oligonucleotide
therapeutics which may regulate the gene expression synergisti-
cally.1°2’1°3

The hybridisation-dependent off-target effect refers to the
unintended hybridisation to partially complementary sequences
via Watson-Crick base-paring, followed by RNase H1-mediated
degradation, AGO2-mediated cleavage, or transcription inhibition
via steric blocking.?*°>°%194195 Though more observations pre-
viously reported focused on hybridisation-independent toxicities,
with the development of various nucleic acid modification strate-
gies and diverse cellular delivery vehicles, oligonucleotide thera-
peutic agents with enhanced potency require increased attention
to the clinical safety concerns arising from hybridisation-
dependent off-target toxicities.>*>%°19%106

In the next section, this review will explain in detail the
nature of hybridisation-dependent off-target effects of oligonucleo-
tide-based therapeutics, focusing on the relationship between
mismatch intolerance, binding affinity, and hybridisation specifi-
city. In Section 3, we will discuss the current strategies to mitigate
these off-target effects. These conventional approaches include
improvement of specificity using chemical modifications, length
optimisation, and computer-aided sequence selection, as these
conventional methods often require a trade-off between specificity
and binding affinity. In Section 4 of this review, in addition to the
conventional methods employed to reduce the hybridisation-
dependent off-target effects, we propose using strategies inspired
by DNA nanotechnology-derived collaborative effects, which may
have both high overall binding affinity and high targeting specifi-
city, to minimise the off-target issues.

2. Hybridisation-dependent off-target
effects of oligonucleotide therapeutics

Hybridisation-dependent off-target effects of oligonucleotide
therapeutics occur when the drug binds to unintended RNA
or DNA sequences which are only partially complementary.*”

This journal is © The Royal Society of Chemistry 2025
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Such off-target effects have a sequence-dependent manner and
are caused by the formation of a mismatched complex due to
the limited specificity of the oligonucleotide drugs to the target
RNAs or DNAs. These non-specific interactions could influence
the stability of mRNAs and the translation of proteins, leading to a
series of side effects which exhibit clinical safety risk and
liability.'"*>"*® And thus, to mitigate hybridisation-dependent off-
target effects of oligonucleotide therapeutics, improved specificity
is required to reduce the possibility of mismatches between
oligonucleotide drugs and partially complementary sequences.

2.1 DNA mismatch tolerance and hybridisation specificity

Watson-Crick base pairing serves as the basis of DNA and RNA
structures and the fundamentals of their functions. This pro-
cess entails the specific hydrogen bonding between comple-
mentary nucleotide bases: guanine (G) with cytosine (C) and
adenine (A) with thymine (T) in DNA or with uracil (U) in
RNA.'® In addition to hydrogen bonding, several other inter-
actions also contribute to the binding affinity and specificity of
oligonucleotides, including stacking interactions, hydrophobic
interactions, and geometric complementarity."’® These interac-
tions are crucial for maintaining the accuracy of DNA replication,
transcription, and translation processes. DNA mismatch, errors in
DNA base paring, can act as precursors to mutations.,''* ™"
Mutations play a substantial role in the natural process of
evolution by introducing genetic diversity for natural selection,
adaption and speciation. However, mutations can disrupt normal
cellular functions and contribute to the onset of diseases such as
cancer. And thus, mismatches are also closely associated with
disease development.

Mismatches within DNA sequences have a significant influ-
ence on the stability and dynamics of DNA/RNA duplex
formation."*>''® Mismatches can disrupt the ordered structure
and the hydrogen bonding of the double helix, leading to
increased entropy and decreased overall stability of the DNA-
DNA or DNA-RNA duplex. Moreover, mismatches can disrupt
the base stacking interactions between adjacent base pairs and
thus further reduce the stability. In addition, the reduced
stability of the duplex will be reflected in an altered melting
temperature (Ty,).""” Typically, each mismatch reduces the Ty,
of a DNA duplex by 1-5 °C."*® The extent of this reduction
depends on the type of the mismatch, the surrounding
sequences, and the length of the molecule. Mismatches located
in the middle of a DNA sequence have a greater impact on the
T,, compared to those at the ends.''” Moreover, due to the
cumulative effect of disrupted base pairing and stacking inter-
actions, the presence of multiple mismatches leads to a greater
reduction in the T}, than the sum of individual reductions from
each mismatch. Furthermore, during the annealing process,
mismatches can slow down the formation of a double-stranded
duplex. This is because the presence of mismatches results in
unstable base pairs which are less likely to form a stable duplex
structure and thereby reduce the rate of efficient assembly of
the duplex.

Mismatch tolerance also affects the authenticity of the DNA
self-replication. Binding affinity and specificity are two key

This journal is © The Royal Society of Chemistry 2025

View Article Online

Materials Horizons

concepts characterising the interactions between the polymerases,
an enzyme responsible for DNA synthesis, and nucleotides in this
process. The binding affinity of a polymerase refers to the strength
of the interactions with the nucleotides and the specificity refers
to the selectivity of a polymerase in incorporating the correct
nucleotides which are complementary to the template strand. Low
fidelity polymerases, which exhibit high mismatch tolerance, have
lower binding affinity and specificity. And this allows them to
bypass mismatches and continue replication processes. In con-
trast, high fidelity polymerases, exhibiting high binding affinity
and specificity, are responsible for precise replication and may
stall when encountering a mismatch.'™ Maintaining the delicate
balance between binding affinity and specificity is crucial for
genome integrity and genetic fidelity, with high fidelity poly-
merases vital for accurate replication and mismatch tolerance
essential for coping with damaged DNA in the sophisticated
processes of DNA replication and repair.

In the design of oligonucleotide therapeutics, mismatch
tolerance is not desirable as it may lead to hybridisation-
dependent off-target effects. Jackson et al. reported that, with
the matching of as few as 11 contiguous nucleotides, siRNAs
were able to induce off-target silencing of the non-target
transcripts which possessed sequence homology to the target
sequence.'®® In the case of RNase H-mediated ASO gapmer,
12 consecutive matched nucleotides would be sufficient to
induce degradation with or without mismatches.”* A later
study, using a single-molecule fluorescence method to charac-
terise the kinetic processes of annealing and melting, showed
that only 7 contiguous matched nucleotides were required
to induce gene silencing.’*® It was also reported that 2-base
mismatches in the central domain led to complete loss of
activity while 2-base mismatches in the 5’ and 3’ ends of the
sequence resulted in partial loss of activity.">" In general, the
on-target efficacy of siRNAs and RNase H-dependent ASOs is
dependent on the location of the mismatches. And the toler-
ance for the imperfect match, which may lead to off-target
degradation of unintended genes, depends on the sequence
and chemistry of the oligonucleotides.

High hybridisation specificity is required to reduce mis-
match tolerance in order to reduce the hybridisation-dependent
off-target effects of oligonucleotide-base drugs. In addition to the
reduction of hybridisation-dependent off-target effects, specificity
related to therapeutic ASOs and siRNAs also involves allele
specificity. The allele specificity of oligonucleotides plays a
crucial rule in disease treatment related to the selective degra-
dation of mutated mRNA where the mutated genes need to be
knocked down while maintaining the wild-type gene.'**'**
In such allele-specific oligonucleotide drugs, mismatch discri-
mination via identification of single nucleotide polymorphism
(SNP) is a fundamental characteristic allowing selective binding
to the mutated genes while limiting off-target knockdown of
the wild-type genes.

Therefore, understanding the thermodynamics of mis-
matches related to the hybridisation specificity of oligonucleo-
tides is critical for the applications of oligonucleotides in a
variety of biotechnologies, such as in biosensor design with
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single mismatch discrimination ability and in oligonucleotide
drug design to diminish hybridisation-dependent off-target
effects. The balance between binding affinity and specificity
of oligonucleotide-based drugs must be optimised to ensure
the effective on-target activity while minimising the off-target
side effects.

2.2 Binding affinity and specificity of oligonucleotides

Affinity and specificity are the two decisive factors for the
successful design of oligonucleotides in diagnosis and therapy.
Enhanced binding affinity leads to higher potency of the
drug. Both small molecule and oligonucleotide therapeutics
require high affinity to increase the therapeutic index.”’ However,
a high binding affinity may increase the possibility of mis-
matches and result in reduced specificity. Nevertheless, in most
cases except for aptamers, there is a negative correlation
between sequence-based hybridisation specificity and binding
afﬁnity.125’126

Unlike in DNA replication processes where binding is based
on steric recognition between the DNA strands and the
enzymes, the hybridisation specificity of oligonucleotide drugs
has to confront the affinity-specificity dilemma.'*® In the case
of shape-complementarity recognition in DNA replication pro-
cesses, primarily due to the absence of local interactions
along the contact area, enzymes or nucleic acids can bind to
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closely-related but mismatched target surfaces and result in
significant energy penalties."*® However, in complementary
Watson-Crick base-paring, the enhanced binding affinity does
not only increase the potency to the intended target but also to
the unintended off-target sequences.*’

As shown in Fig. 2A, unlike steric fit in shape-comple-
mentarity recognition, nucleic acid hybridisation via comple-
mentary base paring follows the two-step 1D nucleation-zipping
mechanism."?*"** The DNA-DNA, DNA-RNA, or RNA-RNA duplex
hybridises through the initial nucleation of a short segment of the
strand, which involves only a small number of bases, and this
process is followed by realignment and zipping of the remaining
strands. The interactions between the two flexible linear strands
consist of 4 basic units (A, G, C and T or U) in only 2 types of
preferred pairs. And thus a strong zip can be formed while
tolerating a single or a few mismatches and only resulting in a
relatively small energy penalty in the range of 3-5 kcal mol™"."*°
Additionally, the increase in binding affinity does not increase this
difference between the free energy of the perfect matched duplex
and that of the partially matched duplex significantly enough, and
thus the mismatched complex may remain stable even with a
higher binding affinity.”*

In general, while numerous research studies focus on
improving the binding affinity of oligonucleotide drugs, further
efforts are required to formulate strategies to enhance the
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Fig. 2 Mismatch tolerance and hybridisation-dependent off-target effects of oligonucleotide drugs. (A) The formation of a nucleic acid duplex is based
on complementary base-paring via a 1D nucleation-zipping mechanism. Reproduced with permission from ref. 126, copyright 2004 Elsevier. (B) Potential
hybridisation-dependent off-target effects of ASOs. (C) Potential hybridisation-dependent off-target effects of siRNAs. (D) Potential hybridisation-

dependent off-target effects in the CRISPR/Cas9 system.
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sequence-specificity of oligonucleotide therapeutics to diminish
the potential hybridisation-dependent off-target effects. Oligo-
nucleotides with high specificity but low binding affinity may
not provide satisfying therapeutic efficacy. Oligonucleotides with
high binding affinity but low specificity may lead to unintended
off-target activities and potential toxicities. Therefore, a balance
between binding affinity and specificity must be optimised in
the design of oligonucleotide therapeutics. Strategies such as
sequence selection using computational tools and chemical
modifications should be employed to enhance the specificity of
oligonucleotide therapeutics to improve their efficacy and
safety profiles for clinical translations.

2.3 Mismatch induced hybridisation-dependent off-target
effects of oligonucleotide therapeutics

As shown in Fig. 2B, depending on the mechanism of action,
hybridisation-dependent off-target effects of ASOs may lead to
degradation of unintended RNAs, transcription repression, and
alteration of splicing events. More than 30 years ago, it was
demonstrated using Xenopus oocytes as a model system that
ASOs could cause off-target RNase H-mediated degradation of
unintended RNAs with partially complementary target sites."*>
As mentioned in the introduction section, chemical modifica-
tions were introduced to increase the resistance of nucleotides
to nuclease degradation as well as to improve the binding
affinity to target sequences. And this development in binding
affinity raised the awareness of toxicities related to the
hybridisation-dependent off-target effects. Locked nucleic acid
(LNA)-ASO gapmers, with high binding affinity, were reported
to have a higher potency but caused hepatoxicity as a result of
unintended off-target RNA cleavage via RNase H1-mediated
degradation,!0%1367138

As shown in Fig. 2C, hybridisation-dependent off-target
effects of siRNAs can lead to downregulation of non-target
genes. Researchers reported a case where off-target gene silen-
cing of siRNA against hif-1 alpha was induced by 7-nucleotide
(nt) complementarity, and the potency depended on the posi-
tion of the complementary region and the sequence adjacent to
the complementary region."*® It was found that siRNAs could
induce miRNA-like off-target effects causing sequence-specific
unintended gene silencing via the seed regions of siRNAs, %414
The siRNA seed region commonly consists of about 8 nucleotides
at the 5’ end of the siRNA guide strand and targets the 3’ end
untranslated region (UTR) of mRNA."**""** Off-target transcript
silencing of targets with limited sequence similarity was
observed, and later, it was revealed that this off-target effect
was caused by base-pairing mismatches within the siRNA seed
region.'**'*> Microarray profiling analysis showed that, com-
paring completely matched targets and seed region-matched
targets, the extent of off-target effects depended on the concentration
of siRNAs and no off-target effects were detected at the siRNA
concentration of 0.05 nM.'* Additionally, Jackson et al. suggested
that the on-target activity followed the same dose-response curve as
the off-target activity."*>'*> Hence, it is not feasible to eliminate these
off-target effects by reducing the siRNA concentration as sufficient
on-target activity is required for the treatment.
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For the CRISPR/Cas9 system, as shown in Fig. 2D, hybridi-
sation-dependent off-target effects usually lead to unintended
editing of genes.'*® Studies showed that Cas9 protein-mediated
off-target cleavage might result in chromosomal losses and
hemizygous indels.'*”'*® Researchers have reported that Cas9
protein tolerated mismatches between sgRNA and DNA
sequences in a position-specific and sequence-dependent man-
ner, and this mismatch tolerance lead to off-target cleavage of
unintended genes and mutagenesis."* It was found that up to
5 mismatched base pairs could be tolerated in this case,
depending on the location of the mismatches along the
sgRNA-DNA duplex and off-target cleavage.

In summary, addressing the issues of hybridisation-
dependent off-target effects should be a pivotal consideration
in the development of oligonucleotide therapeutics. Limited
observations of hybridisation-dependent toxicities in clinical
trials are reported, and more systematic studies are required to
establish the relationships between the hybridisation-dependent
off-target effects and the adverse symptoms of oligonucleotide
drugs, including hypotension, fever, asthenia and thrombocyto-
penia.®” Many efforts have been made to develop approaches to
balance between binding affinity and specificity and to reduce
the hybridisation-dependent off-target effects. We will review the
current strategies employed for hybridisation-dependent off-target
effect reduction in Section 3, mainly focusing on conventional
methods involving a trade-off between binding affinity and
specificity. Furthermore, with the aid of DNA nanotechnology
and collaborative effects, both enhanced binding affinity and
improved specificity could be achieved. We will review the DNA
nanotechnology-based strategies used to mitigate off-targets
effects of oligonucleotide-based therapeutics in Section 4.

3. Conventional strategies for
hybridisation-dependent off-target
effects reduction

It is essential to develop strategies to mitigate the hybridisa-
tion-dependent off-target effects of oligonucleotide therapeu-
tics to ensure their efficacy and safety. The specificity needs to
be improved to minimise the unintended hybridisation to the
non-target RNA or DNA sequences and sufficient binding
affinity should be achieved to retain the on-target activity.
Researchers have established various approaches to fine-tune
the balance between binding affinity and specificity of oligo-
nucleotide drugs. The current strategies developed include
sequence length optimisation, chemical modifications, as well
as sequence selection using computational tools.

Compared to ASO and siRNA, the CRISPR/Cas system is
more complex because of its reliance on the use of program-
mable Cas nucleases. And thus, in addition to the above-
mentioned strategies which focus on the optimisation of the
oligonucleotide strands, the mitigation of off-target effects in
the CRISPR/Cas system also involves optimisation of delivery
methods, optimisation of Cas protein variants and so on.">°"'%%
For example, it was found that the employment of paired Cas9
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nickases could reduce the off-target activity of the CRISPR/Cas9
system.' Researchers designed a small molecule activated
Cas9 protein which was able to increase the specificity up to
25 fold compared to wild-type Cas9.'® Scientists also demon-
strated that enhanced Streptococcus pyogenes Cas9 (eSpCas9),
which was designed to neutralise the positive charges in the
non-target strand groove, was able to reduce the off-target
cleavage events while maintaining the on-target activity.'®*

3.1 Improving specificity via chemical modification

Chemical modifications are employed to manipulate the global
properties of oligonucleotides and to enhance the pharmaco-
logical and therapeutic behaviours. Fig. 3A shows examples of
common chemical modifications of DNAs and RNAs, includ-
ing modifications of their backbone, nucleobase, and sugar.
These chemical modification methods are developed to increase
nuclease resistance and pharmacokinetics, to improve binding
affinity.>>”> And these modifications can provide different levels
of target binding affinity for the oligonucleotide drugs.””**>
As mentioned in the previous sections, the risk of off-target
binding may increase with improved binding affinity.>® And thus
attention must be paid to chemical modifications as the altered
binding affinity may induce off-target toxicities.
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As shown in Fig. 3B, in addition to the above mentioned
modification methods, “gapmer” design is employed in the
new generation of RNase H-mediated ASOs.””””” A gapmer
consists of “wings” at both 5’- and 3’-ends of the ASO and a
8- to 10-nt central gap region. The “wings” are 2’-chemically
modified flanks designed to improve its stability against
nucleases and binding affinity. And the gap region is designed
to support RNase H1-mediated cleavage of the target RNA as at
least 5 contiguous nts are required for the enzyme degradation.*®
As mentioned in Section 2, researchers have demonstrated
that LNA gapmers could induce off-target hepatoxicity as a
result of RNase H-mediated degradation of unintended trans-
cripts.*®1%%137 Typically, the off-target effects are influenced by
the binding affinity which governs the amounts of duplex
between the ASO and the target RNA and the off-target effects
are also affected by how well RNase H handles the structural
changes induced by mismatches and bulges in the duplex.'®
As suggested by a study of 236 distinctive LNA gapmer ASOs in
mice, the hybridisation-dependent toxicity was strongly corre-
lated to the binding affinity."*® In addition, the analysis reported
that a melting temperature of 55 °C was the threshold to
separate hepatoxic gapmers and non-hepatoxic gapmers. Hence,
the off-target effects can be reduced by controlling the binding
affinity between the gapmer ASO and the target RNA.'**
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The off-target effects of siRNAs are derived from mismatch
sites of the guide strand or the passenger strand with non-target
mRNAs."® These effects can be reduced by siRNA redundancy,"®®
siRNA pooling,'® as well as chemical modifications.'®” For exam-
ple, researchers have proved that asymmetric 5’-O-methylation
(5’-OMe) modification of siRNA duplexes was able to reduce off-
target gene silencing events.'®® Studies also suggested that the
degree of off-target effect reduction was dependent on the posi-
tions of the modifications.’® For example, a position-specific
2/-O-methylation (2'-OMe) modification in the guide strand of
siRNA was proved to reduce off-target gene silencing events while
maintaining the on-target activity of siRNA."”° Another study
reported that unlocked nucleic acid (UNA) modification of siRNAs
reduced off-target effects up to more than 10-fold compared to
unmodified siRNAs, and the extent of the reduction depended on
the modification position in the strands.'”"'”> Additionally, LNA
substitution could also reduce incorrect loading into the RISC
when it was applied at the 5’-end of the passenger strand.'”?
Similarly, position-specific methoxyethyl (MOE) modification of
the siRNA scissile site could improve the specificity while enhan-
cing the on-target silencing activity of siRNAs via controlling the
oriented RISC loading.'®® Furthermore, a combined modification
strategy, which involved site-specific MOE modifications of both
guide- and passenger-strands of siRNAs, has been proved to be
effective in eliminating off-target effects.'®® In addition, research-
ers modified the seed regions of siRNAs via replacement of the
RNA in this region by cognate DNA and this modification
of siRNAs was able to maintain their gene knockdown activity
without any off-target effect observed.'”*

Various chemical modifications can also be applied in
CRISPR/Cas systems to improve the specificity in DNA clea-
vage."”> For example, a 29-nt synthetic CRISPR-RNA (crRNA)
was designed with PS backbone, 2'-fluoro (2’-F), 2’-OMe, and
S-constrained ethyl (cEt) modifications, and an obvious
reduction in off-target cleavage was observed.'’® Implementa-
tion of chemical modifications at selected positions in crRNA,
including LNA and bridged nucleic acid, led to an evident
reduction in off-target cleavage both in vitro and in cells.'”
Modified sgRNA with a 2’-hydroxyl group and PS backbone also
showed improved specificity while the on-target activity was
maintained or even enhanced.'”®

In summary, various chemical modifications have been
demonstrated to be effective in improving hybridisation speci-
ficity. And in most cases, the effectiveness of reductions in
hybridisation-dependent off-target effects via chemical modifi-
cations followed a position-specific manner. When chemical
modifications are applied, thorough evaluation is needed to
balance the potency, stability, and the risks of off-target effects
of the oligonucleotide drugs.

3.2 Improving specificity via sequence length optimisation

The length of oligonucleotide drugs offers sufficient affinity for
the unwinding of the target RNA secondary structure and the
formation of stable DNA-RNA complexes under physiologi-
cal conditions.®® Most oligonucleotide drugs contain around
18-30 nucleotides.?”"*?>1%® However, as mentioned above in
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Section 2, 7 or more contiguous base pairs are adequate to form
a stable complex for the following gene silencing.'® And this
length is also sufficient for the binding with unintended
mRNAs which are partially complementary to the oligo-
nucleotide drugs. And thus, with the relatively short sequence
length of oligonucleotide drugs, the specificity can be compro-
mised and lead to hybridisation-dependent off-target effects.
In addition, the tolerance for mismatches was lower for shorter
ASOs and longer ASOs would have lower specificity.'”® On the
other hand, as shown in Fig. 3C, besides chemical modifica-
tion, extension of oligonucleotides may also lower the chance of
off-target hybridisation events. With a longer sequence length,
though the oligonucleotide drugs may have increased mis-
match tolerance, they may also have a lower probability of
complementary sequences within the genome. To balance
between the on-target activity and the risks of hybridisation-
dependent off-target effects, optimisation of sequence length is
needed.

A computational study suggested that 21-nt was the optimal
length for siRNA and this length provided an optimised balance
between high hybridisation specificity and low off-target prob-
ability within the genome."® Researchers reported that, for a
CRISPR/Cas9 system, truncating the sgRNA length from 20 nts
to 17-18 nts led to reduced hybridisation-dependent off-target
effects by at least 5000-fold, while retaining the on-target gene
editing efficiency.'®' Further truncation of sgRNA to 14-16 nts
also showed no detectable off-target effects whilst efficiently
modulating the gene expression in Drosophila loci.*®* It should
be noticed that additional optimisation is required because
reduced off-target effects can be accompanied by compromised
gene modulation efficiency in some cases. For example, a study
of CRISPR-mediated gene knockdown in 293T cells showed that
decreased mismatch tolerance and reduced off-target cleavage
were achieved when sgRNA was truncated from 20 nts to
17 nts.'®® However, compared to the truncated sgRNA, the
20-nt sgRNA had a higher potency. In contrast to sequence
length truncation, length extension may also lower the chance
of hybridisation with the unintended targets. For instance, a
microarray analysis showed that decreased off-target gene
expression was achieved by oligonucleotide extension of a
14-mer gapmer ASO to a 18-mer gapmer ASO with the same
core region.”® In this case, the binding affinity increased with
extension of the sequence length and led to higher mismatch
tolerance. However, the reduction of off-target gene expression
was achieved because the longer ASO had a lower probability of
perfectly complementary candidate genes.

In summary, the length of oligonucleotides can impact their
tolerance for mismatches and thus influence their hybridisa-
tion specificity. Hence, sequence length optimisation is neces-
sary to balance between the probability of off-target hybridi-
sation within the genome, the specificity, and the on-target
activity.

3.3 Computational tools for sequence selection

Computer-aided tools also play a crucial role in mitigating the
off-target effects of oligonucleotide drugs by leveraging the
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predictability of Watson-Crick base-paring. As shown in
Fig. 3D, screening of oligonucleotide candidates targeting specific
mRNA sequences can be assisted by in silico analysis.'®* The
predictable Watson—Crick base-pairing enables the exploration of
sequence databases to speculate the potential binding sites to non-
target sequences and thus to minimise off-target effects by assess-
ment of sequence alignment.”’ In addition, certain sequences
motifs are more prone to off-target hybridisation.'® And these
motifs could be analysed from databases and removed at the early
phase of sequence selection. The Oligonucleotide Safety Working
Group (OSWG) recommended that, to minimise off-target effects
of oligonucleotide drugs, in silico sequence database examination
prior to in vitro microarray analysis and in vivo toxicity studies
should be applied in the early drug screening phase.”® By integrat-
ing computational tools, the design of oligonucleotide drugs can
transit from labour-intensive and time-consuming empirical
observations to a more cost-effective, systematic, and rational
design approach.

Bioinformatic tools are particularly useful in predicting
promising lead sequences for oligonucleotides via applying
prior knowledge of the target gene. A set of bioinformatic tools
for in silico analysis have been developed to assist primary
target sequence selection and experimental validation in order
to reduce off-target effects.'®™°° The probable off-target effects
of oligonucleotide drugs can be assessed based on analysis
using sequence databases, such as Basic Local Alignment
Search Tool (BLAST) and Fast-All (FASTA). For example,
researchers have developed a web-based software, AsiDesigner,
which supports the design of siRNAs.'”' It was based on a
scoring scheme which analysed the known key factors in siRNA
design and engaged off-target searching with BLAST and FASTA
algorithms. BLAST analysis was also employed to evaluate the
possible off-target genes of LNA gapmers.”® In addition,
libraries of sgRNAs were also established to maximise the
on-target activity of the CRISPR/Cas systems and to predict the
off-target binding sites based on large-scale empirical data.'®>

Furthermore, computational tools aid in addressing
the complexity associated with chemical modifications of
oligonucleotide drugs. For example, the on-target knockdown
activity and cytotoxicity of gapmers can be influenced by a
range of variables, including the sequence length, the length of
the gap region, the sequence motifs in the gap region, and
the chemical modifications of nucleotides.”**?> And thus,
machine-learning models are desirable to optimise the design
of oligonucleotide drugs to balance the on-target activity and
off-target toxicity. Platforms and web servers based on machine
learning are under development to facilitate the rational design
of ASOs.'"*'%* For example, researchers developed ASOPpti-
mizer, a comprehensive platform based on a deep-learning
framework."®* This platform combines both sequence selection
and chemical modification optimisation, which takes binding
to off-target genes and binding affinity into consideration. The
authors also showed in vitro experiments on the ASOs recom-
mended by the in silico results on ASOptimizer, targeting
indoleamine 2,3-dioxygenase 1 (IDO1) mRNA for potential
cancer treatment. By integrating machine learning technology
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into the design of oligonucleotides, researchers can boost the
accuracy and efficiency of sequence selection and modification
optimisation, leading to enhanced overall efficacy and safety
profiles of the oligonucleotide therapeutics.

In conclusion, in silico analysis and other computational tools
enable faster, more efficient, and more rational approaches to
minimise the off-target effects. These computer-aided methods
can be applied in the sequence selection processes and in the
optimisation phases to balance the binding affinity and specificity.
Further reduction in the off-target effects can be facilitated by
conducting additional in vitro and in vivo validation experiments to
confirm the impacts of off-target hybridisation. The combination of
in silico, in vitro, and in vivo methods has the potential to mitigate
the risks of off-target effects associated with oligonucleotide drugs,
enhancing the safety and efficacy of this new therapeutic modality.

4. DNA nanotechnology for
oligonucleotide-based targeted
therapy with improved specificity
4.1 DNA nanotechnology

4.1.1 Introduction of DNA nanotechnology. DNA is not
merely a genetic information carrier but also an ideal material
for constructing structured materials and devices with nano-
scale precision. In the early 1980s, Nadrian Seeman proposed
the concept of fabricating structured nanomaterials via self-
assembly of DNA molecules.'®® Later in 2006, Paul Rothemund
introduced the concept of DNA origami which enables the
assembly of tailored DNA nanomaterials and further advance-
ment in DNA nanotechnology.'®® The characteristic properties
of DNA nanostructure, such as its programmability, structural
versatility, biocompatibility, and capability to respond to envir-
onmental stimuli, make it a promising platform for nanodevice
construction and applications in theranostics fields, such as
biosensors,"®” % precise drug delivery,”**>°* and targeted gene
therapy.”®>°* Moreover, given the chemical similarity between
DNA and RNA, the principles of DNA nanotechnology are applic-
able not only to DNA-based therapeutic agents but also to RNA-
based therapeutics, as both benefit from the predictable and
programmable Watson-Crick base pairing.

4.1.2 Applications of DNA nanostructures in drug delivery.
DNA nanostructures, which are precisely assembled with spe-
cific sizes and shapes, can be programmed to deliver payloads
to specific tissues or cells.??>2%7 Nanostructures such as nano-
cages and DNA boxes exhibit enhanced resistance to nuclease
degradation and cellular uptake.>*®'° In addition, their mod-
ifiable surfaces enable sequence-response site-specific delivery.
As shown in Fig. 4A, Anderson et al. designed a 3D DNA box
structure with a lid opened by strand displacement with a
specific oligonucleotide with no significant response to unre-
lated oligonucleotides.”"" This DNA box possessed the potential
for the controlled release of payloads. As shown in Fig. 4B,
researchers examined biodistribution of radiolabelled DNA
origami nanostructures (DONs) with various shapes in the
kidneys of mice and showed rectangular DONs had lower off-
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target potential in acute kidney injury treatment.*'* Fig. 4C
showed that framework nucleic acids with programmable sizes
worked as a promising platform for the transdermal drug
delivery because the skin penetration capacity was size-
dependent.>'®> These DNA frameworks can also be applied
in cancer treatment. For example, as shown in Fig. 4D, the
triangle-shaped DNA frameworks showed their ability in
tumour targeting and long-lasting controlled release of the
loaded drugs.”**® In addition, as shown in Fig. 4E, DNA nano-
structures also enabled real-time in situ detection of gene
expressions in living cells.”’* The DNA tetrahedron structure
provided protection for molecular beacons from nuclease-
degradation and enabled delivery of the nano-sensor into the
target cells.

4.1.3 Moving from 1D to 3D DNA nanostructures. In
hierarchal assembly, branched DNA motifs and sticky ends
are required to realise more complexed structures (Fig. 5A)."%>*'>
DNA motifs are stringently designed to minimise symmetry to
reduce the chances of unintended Watson-Crick associations and
to promote the desired conformation for the assemblies. Sticky
end cohesion is a key mechanism employed in DNA nano-
structure construction to promote the assembly of complex
structures with high precision.”’®*'” In addition to the com-
monly used sticky end cohesion self-assembly mechanism,
geometry also provides promising potential as a strategy to
program DNA nanostructure self-assembly with high specificity
and binding affinity.>'®*'®2° [n general, both sequence-based

This journal is © The Royal Society of Chemistry 2025

and geometry-based hierarchical assembly mechanisms can
facilitate the precise assembly of DNA into one-, two-, and three-
dimensional (1D, 2D, and 3D) complex nanostructures.”*>?**'~>>”

Additionally, the principles governing hierarchical DNA
assembly have been successfully extended to RNA-based systems.
For example, researchers have designed various RNA origami
which are nanostructures folded from a single continuous RNA
strand.>*"*** Similarly, DNA and RNA strands can assemble into
hybrid nanostructures. Researchers have designed RNA-DNA
hybrid fibres and polygons for theranostics applications.**?
Furthermore, a hybrid nucleic acid origami was introduced, using
RNA as the scaffold strand and DNA as staples.**

As shown in Fig. 5B, Seeman’s group reported a crystal
structure at 4 A resolution and this engineered 3D DNA crystal
with the dimensions of 250 micrometres was self-assembled
via 2-nt sticky end cohesion of branched DNA tensegrity
triangles.>** Though the binding affinity of a single 2-nt sticky
end might be weak, through the cooperative interactions of
multiple 2-nt sticky ends, a stable and highly specific arrange-
ment of DNA molecules can be achieved in a confined periodic
array. Qian’s group demonstrated that multistage hierarchical
assembly of simple DNA tiles with edge codes could enable
scalable and programmable fabrication of complicated pattern-
ing using a simple algorithm.**® As shown in Fig. 5C, the
multiple interactions of 2-nt sticky ends and stacking bonds
cooperatively formed unique edge codes for each array and the
edge codes made the DNA tiles addressable for the fractal
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Reproduced from ref. 230, copyright 2021 National Academy of Sciences.

assembly. As the self-assembly was a dynamic process with on-
and off-motions of the strands, the short staples, compared to
long DNA strands, were able to provide sufficiently high speci-
ficity for preferred interactions while their binding energy was
weak enough for re-arrangement to happen in order to prevent
being kinetically trapped in off-target configurations. As shown
in Fig. 5D, using an artificial system of cross-tile DNA origami
dimers, Chaikin’s group showed that the self-replicating rate
could be controlled by the introduction of mismatches in the
sticky end of the tiles as mutations.*** The thermodynamic
properties such as melting temperature of the system would
change in the presence of mismatch and thus influence the
hybridisation selectivity.

1400 | Mater. Horiz., 2025, 12, 1388-1412

4.2 Collaborative effects in DNA nanotechnology

Collaborative effects in DNA nanotechnology refer to the syner-
getic interactions that occur between individual DNA strands or
nanostructures. These effects arise when the hybridisation
behaviour of one DNA strand is influenced by the presence
and proximity of other strands or structures. This collaborative
behaviour offers several key benefits for oligonucleotide ther-
apeutic design, including enhanced overall binding affinity,
increased local concentration of targeting ligands, possibility of
conditional activation, and multivalent targeting capabilities.
Collaborative effects involving Watson-Crick base-pairing are
employed in hierarchical assembly and in dynamic DNA nano-
technology to improve both the binding affinity and specificity,

This journal is © The Royal Society of Chemistry 2025
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235 spherical nucleic

including in the fields of 3D DNA crystals,

acid (SNA),>*® colloidal crystal engineering with DNA,**” coop-
erative hybridisation,**® and more. Similar to the collaborative
effects observed in DNA nanotechnology, cooperative self-
assembly represents a well-established mechanism for enhancing
targeting specificity in natural biological processes, notably in
gene regulation.”**** For example, in the gene regulatory net-
work mediated by the binding of zinc-finger-based transcription
factors to the target gene, cooperative assembly with weak multi-
valent interactions showed enhanced specificity over the lock-and-
key mode with strong binary interactions.>** And this cooperative
assembly strategy could be applied to mitigate gene misregulation
caused by off-target binding.

Flexible linear oligonucleotides are able to bypass mis-
matches in base paring because a single mismatch or a few
mismatches exhibit relatively small energy penalties. 1D recogni-
tion via complementary base pairing would tolerate mismatches
to some degree and thus reduce the target specificity. As men-
tioned in the previous section, sticky end cohesion allows precise
self-assembly of higher-ordered DNA nanostructures. Coopera-
tive interactions guarantee that only perfectly complementary
sequences bind together by minimising the probability of mis-
matches in the assembly process. In addition to sequential
complementarity, Zhang et al. reported successful geometry-
controlled self-assembly of 2D DNA arrays and 3D DNA crystals
with the same pair of sticky-end sequences with optimised lengths
of motif branches, and self-sorting phase behaviour based on
hairpin structure density was also observed.”™® Furthermore,
Zhang and Wei proposed a highly specific DNA sticky-end recog-
nition strategy using 1-nt sticky ends of a fixed sequence for
precise DNA self-assembly based on configurational recognition
and successfully generated 2D tessellation and 3D crystallisation
based on this strategy.”’® In general, moving from the linear
molecular structure to a higher-order nanostructure, both sticky
end hybridisation and geometry configuration can be involved in
mismatch tolerance reduction and hence able to encode DNA
patterning with high specificity and make precise assembly of the
programmable DNA nanostructures feasible.”**

In summary, collaborative effects are driven by cooperative
interactions between multiple adjacent nucleotides or strands,
leading to a greater reduction in the free energy. The strength of
the interactions depends on DNA length, density, complemen-
tary fraction, and geometrical configuration.>*®> These inter-
actions play a crucial role in enhancing the stability, binding
affinity, and specificity in the DNA self-assembly process and
also enable the design of precise and programmable polyvalent
structures with multiple binding sites which can target multi-
ple targets simultaneously. Alongside the hydrogen bonds and
van der Waals forces, configuration-specific interactions invol-
ving the conformational changes of DNA structures also play a
part in collaborative effects.**®

4.3 Improved specificity via collaborative effects in DNA
nanotechnology

4.3.1 Collaborative effects in spherical nucleic acids. DNA-
coated particles, such as spherical nucleic acids and DNA-coated

This journal is © The Royal Society of Chemistry 2025

View Article Online

Materials Horizons

colloidal systems, leverage the collaborative effects of complemen-
tary DNA strands to reduce mismatch tolerance. As shown in
Fig. 6A, compared to the unhybridised state, the freedom of
motion is reduced when the sticky ends are hybridised. The initial
binding event can increase the stability of the overall complex and
thus make the subsequent binding event easier. In the DNA-
coated colloidal system, researchers showed that the balance
between hybridisation behaviour and steric repulsion played a
crucial role in the control of melting temperature which was an
important macroscopic property.”*> The study also showed that
the hybridisation behaviour was determined by the sequence
length, nucleotide composition, and the number of DNA sticky
ends. And the steric repulsion was impacted by the polymer
layers.

Mismatch discrimination, especially the ability to discrimi-
nate SNPs, plays a crucial role in both disease diagnosis and
targeted gene therapy. DNA-coated nanostructures have a
very sharp phase transition for temperature-based mismatch
discrimination.?*>?** As shown in Fig. 6B and C, DNA-modified
gold nanoparticles showed sharp melting transitions, which is
useful for DNA detection.>*®?*° Researchers revealed that sharp
melting in the hybrids is attributed to neighbouring-duplex
interactions.”® And the study proposed a thermodynamic
model which quantitatively assessed these effects, and this
model showed that cooperative melting arose from neigh-
bouring-duplex interactions while enhanced stabilisation in
aggregates was the result of both neighbouring-duplex inter-
actions and multivalent properties. Researchers also reported a
pH-responsive DNA circuitry based on SNA possessing high
specificity and it was able to discriminate single single-base
mismatch at different positions.>®*> In addition, DNA-AuNPs
were designed to enhance the binding affinity and to amplify
the signal via paramagnetic beads for colorimetric assays
detecting Kirsten rat sarcoma viral oncogene homologue
(KRAS) gene mutation.”>® A number of DNA-AuNPs designed
for single mismatch discrimination could be used under mild
salt conditions and under room temperature conditions, and
the design was facilitated by the cooperative interactions of
oligonucleotides to enhance the binding affinities and to
enable sharp melting transitions.>*82%372%

4.3.2 Collaborative effects in dual-targeting strategies. The
dual-targeting strategy, which involves simultaneous engage-
ment of two distinct molecular targets, has emerged as a
promising approach in therapeutic design. By leveraging colla-
borative effects, this strategy enhances the targeting specificity
and therapeutic efficacy, addressing concerns such as off-target
effects and related challenges. In this approach, the therapeutic
molecule is designed to recognise two distinct targets, func-
tioning as a molecular AND gate. By requiring dual recognition,
the selectivity is improved, and the off-target effects can be
minimised. Additionally, a dual-targeting approach can also
enhance the overall binding strength and thermodynamic
stability. In addition, the concept of dual-targeting strategies
has also been broadly applied in the design of various ther-
apeutic modalities, including, but not limited to, bispecific
antibodies (BsAbs)*****° and bispecific aptamer chimeras.**% 2>
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The dual-targeting design may enhance the therapeutic efficacy by
disrupting signal cascades or harnessing synergistic effects.?*®
Furthermore, by targeting multiple molecular pathways simulta-
neously, the drug resistance regarding mutation may also be
reduced.”®

In the design of oligonucleotide-based therapeutics, the
molecule can be engineered to target a pathological gene and
a disease-specific biomarker. As shown in Fig. 7A, a marker-
activated binary ASO design was proposed to increase the target
selectivity based on this concept of dual-targeting.”®® This
binary ASO combined ASO a which recognised a pathological
target mRNA and ASO b which recognised a marker sequence
over-expressed by the disease-related cells. In this design, the
sensing strands were chemically modified to be protected from
undesired cleavage. These two strands were brought into
proximity and formed a stable four-way junction upon recogni-
tion of the target mRNA and the cancer marker sequence, and
then the target mRNA could be cleaved by RNase H.

As shown in Fig. 7B, cooperative hybridisation in strand
displacement is a mechanism in which two independent target
oligonucleotides with different sequences can cooperatively
and simultaneously hybridise to a two-stranded DNA complex
in a stoichiometric and parallel manner.>*® Similar first

1402 | Mater. Horiz., 2025, 12, 1388-1412

binding events increase the thermodynamic favourability of
the subsequent binding event and thus a cooperative hybridi-
sation mechanism demonstrated improved robustness and
specificity over typical nucleic acid hybridisation.>*®*” This
mechanism enables the creation of networks for gene expres-
sion detection and offers practical advantages, such as resili-
ence to impurities and interference from unrelated nucleic
acids, which makes it a valuable tool in engineering dynamic
DNA nanotechnological devices.”*®*?°® In SNP detection, a
target strand with a single mutation has to be discriminated
from the wild-type gene without the mutation. For example, a
dual-toehold and bulge-loop (DT&BL) probe with a strand
displacement catalytic (SDC) cycle was designed to detect the
SNP of three genes related to cancer.”®® In this study, coopera-
tive hybridisation was employed to facilitate single mismatch
discrimination and the secondary structure, bulge loops,
was used to adjust the signals. Binary probes, which involve
two parts of the probe hybridising cooperatively, are well-
established approaches for highly selective nucleic acid
analysis.>’® For example, researchers established a highly spe-
cific dual-recognition toehold-mediated strand displacement
method, combining cooperative hybridisation and sequester-
ing agent, for KRAS mutation detection.*®” In addition, a highly

This journal is © The Royal Society of Chemistry 2025
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specific siRNA was designed with an extra hairpin probe and
this siRNA was only active upon hybridisation between the
hairpin part and a trigger RNA.>”" If binary probes are not
employed, suitable conditions would be required where a
perfectly matched duplex could be formed and a mismatched
complex was dissociated. Low ionic strength, denaturing
agents, or increased temperatures were usually required to
destabilise the duplex.>’® And such conditions require massive
amounts of screening and might be unique for individual
sequences. Moreover, these conditions may not be suitable
for in vivo applications. In addition to the field of theranostics,
cooperative hybridisation is also employed in allosteric DNA
toehold strand displacement for applications in computa-
tional logic gate design and DNA data storage.’”>">”* Though
toehold exchange reaction based on cooperative hybridisation
is often employed in the design of probes for mismatch
discrimination, it can also be applied in conditionally acti-
vated oligonucleotide drugs. As shown in Fig. 7C, it was
demonstrated that conditional HIF1o. ASO activation was
feasible by a hepatocyte-specific miR-122 miRNA via toehold
exchange and the specificity of the ASO was enhanced.**® This
study demonstrated that cooperative hybridisation could offer
programmable and highly specific gene regulation for therapeutic
applications by enhancing the specificity and minimising the
off-target events.

4.3.3 Collaborative effects in multivalent DNA nanostruc-
tures for targeted therapy. Polyvalent DNA nanostructures
with multiple binding sites and functional groups are able to

This journal is © The Royal Society of Chemistry 2025

engage with different targets simultaneously. For example, a
multivalent branched DNA nanostructure was designed to bind
to three various target miRNAs simultaneously and it showed
enhanced synergetic downregulation of FOXO1a expression.>”>
Following a similar manner to collaborative effects in spherical
nucleic acids or cooperative hybridisation in strand displace-
ment, the cooperative binding in multivalent nanostructures
can enhance the sequence specificity. In addition, multivalent
nanostructures enable highly precise recognition and regula-
tion through multiple parameters. Secondary structures such as
aptamers can be introduced to increase the energetic difference
between perfect-match and mismatch events in binding.?”¢>®
With the incorporation of pattern-recognition ligands in the
designed structure, such as antibodies and aptamers, the
targeting specificity of the nanostructures would be improved
for the applications in targeted therapy.

As shown in Fig. 8A, the multivalent DNA nanostructure
showed potent interactions with its target through pattern
recognition.>”® Based on this mechanism, an antiviral platform
of star-shaped DNA nanostructure which could geometrically
recognise the antigens on viral particle surfaces was pro-
posed.>”>*®° And this designer DNA nanostructure with a
polyvalent spatial-matching pattern demonstrated improved
binding affinity compared to structures with monomeric apta-
mers. As shown in Fig. 8B, Bathe’s group designed a DNA-based
virus-like particle (DNA-VLP), which was a 34-nm DNA origami
with 30 copies of B cell receptors.”®" This multivalent DNA
nanostructure exhibited enhanced antigen targeting ability
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and improved immunogenicity, and thus it could work as
an alternative nanoparticulate vaccine. Ding’s group proposed
a multivalent DNA origami for targeted antimicrobial thera-
pies.?®* In this study, by organizing DNAzymes, Levofloxacin,
and DNA aptamers on DNA origami, a custom-made nanoplat-
form was created for combined antibacterial therapy, targeting
bacterial membranes and peptidoglycans to treat infectious
diseases effectively. Moreover, multivalent nanostructures
based on SNAs embedded with aptamers could also provide
high specificity for cancer therapy.>®® As shown in Fig. 8D,
Ding’s group designed a branched DNA-based nanostructure,
combined with aptamer and peptide which improve cellular
uptake and endosomal escape, for the delivery of ASO and
CRISPR/Cas9 to silence the tumour-associated gene, PLK1.>**
Additionally, DNA-based nanorobots with logic gates were
designed to respond to environmental stimuli for controlled
delivery and release of the payloads. As shown in Fig. 8C,
a robust DNA nanorobot was designed to deliver the payload
in response to cell-surface biomarkers and its targeting speci-
ficity was enhanced by encoding aptamer-based logic gates in
this DNA nanostructure.”®® As shown in Fig. 8E, a thrombin-
loaded DNA nanorobot was designed for targeted cancer
treatment.”®® This nanorobot was functionalised with aptamers
on the outside and was designed to respond to the trigger of
nucleolin, a tumour-associated biomarker.

1404 | Mater. Horiz., 2025, 12,1388-1412

5. Concluding remarks and future
perspectives

DNA is not only a material that stores genetic information but
also a promising therapeutic material. Hybridisation-
dependent off-target effects are some of the unresolved chal-
lenges for the clinical translation of oligonucleotide-based
drugs. In this review, we have summarised the causes of such
off-target effects and the strategies to mitigate the problems.
Conventional strategies, such as chemical modifications and
sequence length optimisation, are methods engaging trade-off
between binding affinity and specificity. With the development
of DNA nanotechnology, both high binding affinity and high
specificity may be achieved with the aid of collaborative effects.
Collaborative effects play a significant role in the assembly
of high-ordered nanostructures, including DNA tiles, DNA
tetrahedron, DNA origami, spherical nucleic acid, virus-like
framework molecular machines, and so on. Using DNA nano-
technology with the predictability and programmability of
Watson-Crick base-pairing, researchers are able to develop
precise nanostructures from 1D to 3D with tailored shapes,
sizes, and mechanical properties.”®” The programmable struc-
tural reconfiguration and mobility enabled by DNA nanotech-
nology could allow top-down manipulations of the target
materials, such as surgical robots in nanoscale for gene
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therapy. In addition, these nucleic acid based nanostructures
allow precise control over the spatial arrangement of the
functional molecules with nanoscale precision and thus allow
tailorable functionalities.”®” Hence, DNA nanotechnology can
facilitate functionalisation with a wide range of materials to
generate artificial enzymes or organelles for multi-functional
targeting. These multivalent DNA-based or RNA-based nano-
structures with improved targeting affinity and specificity can
work as the new generation of oligonucleotide-based therapeu-
tics, expanding the field of gene therapy.

Computer-aided tools have also been employed to reduce
the off-target effects of oligonucleotides. Models and algorithms
based on databases are used for sequence design. And machine-
learning based models can be used for high-throughput screen-
ing of oligonucleotide candidates with less off-target effects.
Moreover, a patient-specific model may be built to advance
personalised medicine. With further advancement in artificial
intelligence (AlI), we believe that more computational chemistry
aided drug design and computationally driven drug discovery
will be realised. In recent years, the development of artificial
intelligence for molecular folding prediction, such as the Alpha-
Fold database, has already shown its power in understanding the
function and evolution of proteins.**®*>°' Such molecular folding
prediction is also essential in oligonucleotide drugs, especially
for aptamers and multivalent nanostructures with geometrical
recognition requirements. In addition, AI tools may ease the
analysis of collaborative effects in DNA nanostructures and aid
the rational design of multivalent DNA frameworks with both
high affinity and specificity.

In conclusion, with the development of DNA nanotechnol-
ogy, oligonucleotide-based therapeutics with high binding affi-
nity and specificity can be developed in a more efficient and
rational manner. Over the next decade, with the current unre-
solved challenges addressed, oligonucleotide-based targeted
drugs will play a vital role in oncology, cardio, neurodegenera-
tive diseases, and various genetic disorders, offering more
precise and effective treatment options for patients.
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