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A comprehensive investigation of the biophysical
approach for aptamer functionalized nanoparticles
in cancer therapy: a review
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Aptamers stand out for their remarkable specificity and versatility, making them an invaluable tool in cancer

therapy. When combined with nanoparticles, they form a dynamic platform for targeted drug delivery and

diagnostics, leveraging enhanced cellular take up and the enhanced permeability and retention effect. This

review explores both experimental and computational studies that probe the intricate interactions between

aptamers and nanoparticles. By combining theoretical insights with empirical studies, this approach deepens

our understanding of aptamer–nanoparticle conjugation, opening new avenues to enhance therapeutic

efficacy and reduce off-target effects. Recent advancements in the field are critically analysed, spotlighting

transformative studies that highlight the potential of this approach. Offering a comprehensive overview of

current achievements and future prospects, this article aims to establish the pivotal role of aptamer-functiona-

lized nanoparticles in personalized cancer treatment strategies.

1. Introduction

Cancer is currently one of the most serious threats to public
health, causing numerous fatalities every year. It results from
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multiple factors, including genetic, lifestyle, and environ-
mental factors. According to GLOBCAN, from 2020 to 2040, the
number of cancer cases in India will increase by 57.5%, reach-
ing 2.08 million. China has the highest number of cancer
cases worldwide; India ranks third, behind China and the
United States.1 Even though cancer is referred to as a single
condition, it is a group of diseases characterised by the uncon-
trolled growth and spread of abnormal cells. These abnormal
cells can invade and destroy neighbouring tissues, and they
can also travel throughout the body via the bloodstream or
lymphatic system.2 When cancer progresses to a metastatic
state or begins to spread to nearby organs, a systemic chemo-
therapy approach is required for effective cancer management.
In chemotherapy, the chemodrugs circulate in the blood-
stream and kill the rapidly growing cancer cells. Normal cells
in hair follicles and bone marrow also rapidly develop, since
chemodrugs attack all rapidly growing cells, they are unable to
differentiate these normal healthy cells from cancerous cells,
which leads to numerous side effects, such as anaemia, gastro-
intestinal problems, vomiting, and nausea.3–5 In order to over-
come this limitation, a distinct strategy with fewer off-target
effects and high treatment efficacy is required. Targeted drug
delivery is one of the possible solutions for meeting this need.
In this particular treatment modality, a carrier will transport
the drug molecule to the desired location, with nanomaterials
serving as one such carrier. Nanomaterials are used to trans-
port various types of molecules, such as nucleic acids, pro-
teins, and microRNA.6 The major feature that makes nano-
particles appropriate for cancer therapeutic applications is
their size, which ranges from 5 to 100 nm. Furthermore, it
improves biodistribution and dosage tolerance for cancer cells,
improves the solubility of poorly soluble medicines and slows
down their metabolism.7 The physical phenomenon that pro-
motes nanoparticle accumulation in tumour tissues is known
as the EPR (enhanced permeability and retention) effect,
which is illustrated in Fig. 1. The factor that facilitates the EPR
effect is abnormal angiogenesis.8 This is one of the defining
characteristics of malignancy, characterized by the uncon-
trolled growth of blood vessels. Due to their rapid growth,
these blood vessels are porous and irregular. The size of these

pores can range from a few hundred nanometers to
micrometers.7 Nanoparticles with diameters between 10 nm
and 100 nm are ideally sized to pass through the gaps in these
blood vessels.9

Active targeting increases the EPR effect by adding tumour-
specific ligands to the surface of nanoparticles. To achieve
this, a range of targeted ligands such as aptamers, antibodies,
antibody fragments, human transferrin proteins, sugars, pep-
tides, and vitamins such as folate, etc. are employed. The func-
tionalized nanoparticles penetrate the tumour through the
EPR effect, and then the targeting ligand binds to the cancer
biomarker; this may increase the retention time of the nano-
carrier–drug combination inside the tumour cell.10 Aptamer
conjugated nanomaterials may offer a safer and more efficient
way to fulfil the growing demand for new cancer treatments by
combining the features of nanomaterials with the unique
identification capacity of aptamers.11

In our comprehensive review, we embark on a journey
through the intricate biophysical mechanisms that underpin
the functionalization of nanoparticles with aptamers, specifi-
cally tailored for cancer therapy. Delving deep into the art of
aptamer selection, the nuances of aptamer–nanoparticle
design, and the critical factors influencing their interactions,
we aim to provide a panoramic understanding of this cutting-
edge approach. We explore the latest experimental and compu-
tational techniques employed to characterize these functiona-
lized nanoparticles, illuminating their potential to redefine
targeted cancer treatment. By unravelling both the promising
advancements and challenges in this dynamic field, our
insights aim to chart a course towards future innovations in
cancer therapy.

2. Aptamers: history and background

Tuerk introduced the term “aptamer”, which is derived from
the combination of the Latin word aptus (‘to fit’) and Greek
word meros (‘part’), in 1990 to describe short single- or
double-stranded DNA or RNA molecules.12 They are generated
from a pool of random sequences, through a method known
as SELEX. To date, thousands of aptamers have been selected
against a wide range of targets, including metal ions, viruses,
bacteria, peptides, proteins, cells, and even targets within live
animals.13,14 Aptamers show great affinity for their target with
a Kd value in the nanomolar to picomolar range.15 Also, the
high selectivity of aptamers can differentiate closely related
isoforms of the same target molecule. For example, theophyl-
line, theobromine and caffeine have similar structures.
Theobromine is an isomer of theophylline with a methyl group
in a different position and caffeine differs from theophylline
by a single methyl group. The anti-theophylline RNA aptamer
shows high discrimination against both of these analogues,
and it is proved that the binding affinity of the RNA aptamer
with theophylline is 10 000 times higher than that with
caffeine.16 The aptamers are capable of maintaining their
binding and inhibitory activity even after being immobilised

Fig. 1 EPR (enhanced permeability and retention) effect inside the cir-
culatory system, in which nanoparticles penetrate tumour cells via
angiogenic blood vessels but do not enter healthy cells due to the small
pore size. The red tube-like structure represents the blood vessels, the
red tube-like structure with large pores represents angiogenic blood
vessels, and the red spheres represent the drug conjugated
nanoparticle.
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on carrier material, labelled with different functional groups,
and expressed in living cells. Furthermore, their characteristics
such as the ability to directly bind with targets, high resistance
to various pH and organic solvent environments, low immuno-
genicity and cytotoxicity, strong chemical stability, molecular
weight, and the potential to discover new signature molecules,
make them promising candidates for different applications
such as target validation, purification processes, drug discov-
ery, therapy, and diagnostics.17–20

Nucleic acid aptamers, including DNA and RNA, exhibit
similar properties but differ notably in chemical stability and
target accessibility. RNA aptamers are chemically less stable
due to the presence of a reactive hydroxyl group, whereas DNA
aptamers, which lack this group, are more chemically stable.
The functionality of both DNA and RNA aptamers relies on
their stable three-dimensional structures, influenced by the
primary nucleotide sequence, the length of the nucleic acid
molecule, and environmental conditions. Typically, aptamers
range in size from 25 to 100 nucleotides.21 Common structural
motifs include internal loops, stems, hairpin structures, purine-
rich bulges, pseudoknots, tetra loops, and G-quadruplexes.22 In
1993, Bock et al. reported the first protein-targeted DNA
aptamer, a 15-nucleotide sequence against human thrombin.23

This DNA aptamer features a stacked G-quartet structure,
similar to natural single-stranded DNAs, and was developed to
inhibit thrombin-catalyzed fibrin clot formation with a binding
constant (Kd) of 200 nmol L−1. Additionally, thrombin-specific
RNA aptamers have been developed. In 1994, Kubik et al. intro-
duced the first RNA aptamer that selectively bound to throm-
bin’s heparin site, reporting a Kd value of 2–5 nmol L−1, indicat-
ing a tenfold higher affinity compared to the DNA aptamer tar-
geting the same protein.24 This demonstrates that the RNA
aptamer has a higher affinity for thrombin than its DNA
counterpart. Subsequently, White et al. developed an RNA
aptamer targeting the fibrinogen binding site of thrombin.25

Later, Gronewold et al. investigated the binding affinity of this
RNA aptamer using surface plasmon resonance, binding assays,
and acoustic methods, reporting Kd values of 113 nmol L−1,
294 nmol L−1, and 181 nmol L−1, respectively.26

Peptide aptamers, unlike nucleic acid aptamers, are artifi-
cial proteins engineered to bind specific target molecules.
According to Colas et al., a peptide aptamer is a combinatorial
protein molecule with a variable peptide sequence that shows
affinity for a target protein and is displayed on an inert
scaffold protein.27–29 Because both termini of the variable
sequence are fused to the scaffold protein, peptide aptamers
are doubly constrained.28,30 This double constraint sets them
apart from other artificial combinatorial proteins, which typi-
cally consist of a peptide sequence terminally fused to the
target protein. Peptide aptamers exhibit molecular recognition
similar to antibodies but with enhanced characteristics such
as small size, high-yield bacterial expression, rapid folding pro-
perties, high solubility, high stability, and the possibility of
chemical synthesis. Interestingly, the binding affinity of these
combinatorial proteins is increased by the constraints
imposed by the scaffold31 (Fig. 2).

3. SELEX-aptamer generation

Craig Tuerk and Larry Gold first introduced the idea of SELEX
(systematic evolution of ligands by exponential enrichment).
They used this method to select an RNA sequence targeting T4
DNA polymerase from a combinatorial library of random
sequences.12 Theoretically, this library contains 4N modified or
unmodified single-stranded oligonucleotide sequences,
created by standard organic synthesis. The SELEX process pri-
marily involves three steps: (1) incubating a library of random-
ized sequences with a target molecule, (2) separating the
bound sequences from the unbound ones, and (3) collecting
and amplifying the bound sequences using PCR.33 This selec-
tion process is repeated until the sequences with the desired
affinity for the target are enriched. The basic methods for
aptamer selection have remained largely the same; there have
been significant advancements in several areas, including
characterisation, target types and modification (how aptamers
can be modified for different applications).34

Recent advancements in computerized analysis and
sequencing technologies have enhanced our understanding of
aptamer dynamics during the selection process. This progress
will help identify effective sequences with high affinity in a
shorter time.35 Additionally, new polymerases have been intro-
duced to create sequence libraries with high nuclease hydro-
lysis stability, reducing the need for labour-intensive post-
selection modifications. To further enhance serum stability for
therapeutic applications, various derivatives with modifi-
cations on the sugar rings are used to incorporate unnatural
nucleotides into oligonucleotides.36 These modifications
include 2′-fluoro (2′-F) ribose, 2′-amino (2′-NH2) ribose, 2′-O-
methyl (2′-OMe) ribose, and locked nucleic acids (LNAs),
which bridge the 2′ and 4′ positions of ribose covalently.34

4. Aptamer–target interactions in
SELEX

The interaction between the aptamer and its target is the
primary factor that determines the effectiveness and quality of
the SELEX process.37 The efficiency of this interaction is influ-
enced by several variables, including the secondary structure
of the aptamer, the diversity of aptamer sequences, the type
and size of the target molecule, the immobilization matrix,
physicochemical properties, and chemical modifications.38,39

It is critical to characterise this aptamer–target interaction for
the tailoring of an aptamer with good affinity. Several biophysi-
cal instruments or techniques have been developed to
measure aptamer–target binding affinity, including capillary
electrophoresis (CE), isothermal titration calorimetry (ITC),
surface plasmon resonance (SPR), circular dichroism (CD),
microscale thermophoresis (MST), photonic crystal surface
waves (PC SWs), and a quantum crystal microbalance (QCM).
CD and CE are used to investigate the aptamer’s conformation-
al changes upon binding to its target. Similarly, SPR, PCSW,
and QCM are used to monitor the affinity interaction and
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related kinetics in real time. ITC and MST are employed to
investigate the thermodynamic properties of the aptamer–
target interaction38,39 (Fig. 3).

5. The factors influencing aptamer–
target interactions
5.1 Target molecule

The interaction between an aptamer and its target is influ-
enced by the structure, shape, and dimensions of the target
molecule. The target molecule can be either smaller or larger
than the aptamer. When the target molecule is smaller, such
as aromatic ligands, ions, oligosaccharides, or charged amino
acids, it integrates into the aptamer structure. This interaction
is typically facilitated by stacking interactions (with flat aro-
matic ligands and ions),38–40 electrostatic complementarity
(with oligosaccharides and charged amino acids),41,42 or
hydrogen bonding.43–46

In contrast, if the target molecule is a larger protein, the
aptamer integrates into the protein structure or attaches to its

surface. Due to protein’s complex structure, this interaction is
more diverse.42,47,48 However, hydrogen bonding still plays a
significant role in this interactions.

5.2 Aptamer structure complexity and stability

The next factor influencing aptamer–target interactions is the
structural complexity of the aptamer. Due to sequence-depen-
dent propensities, aptamers can assume a multimeric state by
forming G-quadruplexes or i-motifs, both of which facilitate
interactions between multiple oligonucleotides.41–43 According
to the “induced fit” principle, the formation of an aptamer–
target complex can result in conformational changes to the
target, the aptamer, or both.44–46 This induced fit leads to
structural complementarity, influencing short-range inter-
actions such as hydrogen bonding and van der Waals contacts.
Conformational changes can also lead to catalytic activity,
where the aptamers are known as aptazymes. The negative
charges on the surface of the target can negatively impact the
aptamer–target interactions due to repulsive interactions with
the highly electronegative phosphate groups in DNA and
RNA.47,48 While positive charges can enhance the interaction

Fig. 2 Overall structures of PvLDH complexed with pL1 that fold into a hairpin–bulge contact, gold sphere represents a magnesium ion, (a) tetra-
meric PvLDH interacts with two DNA aptamers; PvLDH subunits A, B, C, and D are coloured orange, yellow, light green, and dark green, respectively.
pL1 A and B are coloured blue and marine blue, respectively. (b) Dimeric PvLDH interacts with a DNA aptamer. PvLDH subunits A and B are coloured
orange and yellow, respectively. (c) The structure and schematic of a DNA aptamer pL1. Ribbon depiction of pL1, with secondary structure. The
strands comprising the bulge, hairpin loop, and stems are coloured cyan, purple, and black. (d) A comparison of RNA T-loop and DNA T-loop-like
motifs that induce the hairpin–bulge interaction. N symbolises nucleotides, while R stands for purine. The nucleotides at the T and G turns are
boxed in yellowish green. Adenine, guanine, thymine, and cytosine are coloured red, green, yellow, and blue, respectively.32
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strength, they may also increase the likelihood of non-specific
binding. Generally, aptamers are hydrophilic, making them
less likely to interact with hydrophobic targets.49,50

In biological systems, the stability and functionality of
unmodified aptamers are compromised by nuclease
degradation.51,52 The stability of aptamers in intracellular
environments, which is a major concern for therapeutic appli-
cations, can be enhanced from minutes to hours through
chemical modifications or by selecting polyvalent aptamers.53

Additionally, pre-SELEX and post-SELEX chemical modifi-
cations play a crucial role in tailoring aptamers for various
applications. This enhancement can be achieved through
terminal modifications, such as adding modified nucleotides
to the aptamer backbone, or by nucleotide modifications
using different nucleic acids.54

In 2012, Li et al. introduced a polyvalent aptamer with
multivalent interactions for increasing the nuclease stability.
This is accomplished by covalently linking desired linkers to
aptamers or by combining nanoparticles with aptamers.55 In
addition, the polyvalent aptamers have a low dissociation con-
stant, and thus, a higher binding affinity. Seferos et al. devel-
oped a gold nanoparticle–polyvalent oligonucleotide complex
with enhanced nuclease stability.56 This complex features, a
13 nm gold nanoparticle (Au NP) functionalized with both
antisense oligonucleotides and synthetic peptides. It exhibits
perinuclear localization and enhanced gene regulation activity
when tested in cellular models.

5.3 pH and temperature

The tertiary complex formed between an aptamer and its
target is stabilized through a binding mechanism that relies
on protonation.57 If the pH is greater than the critical pKa

value of the target, the aptamer–target complex may form via
hydrogen bonding. However, when the pH is lower than the
pKa of the target, binding-linked protonation prevents the
target from binding to the aptamer. Plich et al. found that the
pH of an RNA–aminoglycoside complex affected its thermo-
dynamic stability. They also observed that the protonation at
acidic pH decreased aptamer–target coulombic repulsion,
leading to prolonged retention times.58 The interaction
between the aptamer and its target molecule involves thermo-
dynamic processes such as entropy and enthalpy.59 Therefore,
temperature significantly influences binding affinity.
According to McKeague et al., the optimal temperature for
achieving optimal binding kinetics and high affinity is
approximately 37 °C.60

6. Types of SELEX
6.1 Capillary electrophoresis SELEX

Capillary electrophoresis (CE) serves not only as a selection
tool but also as an analytical technique capable of determining
binding affinity and monitoring the enrichment of ssDNA in
each round of selection cycles, as well as assessing the quality
of both the target and the ssDNA library. It offers advantages
over other conventional SELEX methods, such as enhanced
analysis capabilities, reduced sample and analytical reagent
consumption, and improved screening efficiency.61–65

CE-SELEX typically requires only 1–4 rounds for aptamer selec-
tion, significantly reducing selection cycles and time.66,67

Furthermore, in CE-SELEX, aptamer binding and separation
take place in free solution, eliminating steric hindrance of the
interaction. Although all conventional SELEX methods, includ-
ing CE-SELEX, rapid-SELEX, and microfluidic SELEX, necessi-

Fig. 3 Schematic illustration of the SELEX process for the DNA and RNA library.40
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tate prior knowledge of the target, they also require purified
protein for aptamer selection. Consequently, aptamers
selected in vitro using these methods often fail to recognize
their target proteins in their native conformation.
Traditionally, CE-SELEX was primarily associated with select-
ing aptamers for large protein targets. However, in recent
times, this technique has been successfully employed to select
aptamers that target small peptide molecules such as neuro-
peptide Y, which has a size of 4272 Da—smaller even than
DNA. With small molecule targets, the mobility of the complex
changes minimally compared to non-binding sequences,
posing challenges in distinguishing between binding and non-
binding sequences. Nonetheless, PCR can exponentially
amplify nucleic acids even from small sample amounts,
enabling sufficient enrichment. Bowser’s team pioneered the
concept of CE-SELEX, applying it to proteins, peptides, and
small molecules.65,68 They utilized high-throughput sequen-
cing techniques to analyze the evolution of sequence enrich-
ment and affinity differences. Using this approach, Bowser and
Mendonsa successfully selected an aptamer targeting IgE (with
a Kd of less than 30 nM) after just four rounds of selection.68

These efforts represent significant advancements and inno-
vations in SELEX. In 2005, Mosing et al. also employed this
method to develop an aptamer for HIV reverse transcriptase
following four rounds of selection.69

6.2 Toggle SELEX

Many potential therapeutic molecules show excellent in vitro
activity but often fail to progress to clinical trials due to their
lack of expected efficacy in vivo. This discrepancy may stem
from molecules developed to target human proteins exhibiting
lower affinity for analogous proteins in animal models.25 To
address this issue, innovative models enable the substitution
or insertion of human homologues into other species. For
example, the in vivo efficacy of a human L-selectin aptamer was
demonstrated in a xenogeneic model (SCID mouse/human
lymphocyte),70 although such approaches are costly and less
feasible. In response to these challenges, White et al. intro-
duced a novel selection technique aimed at enhancing the
development of therapeutic molecules that exhibit cross-reac-
tivity between species.25 They introduced the concept of toggle
SELEX to develop aptamers that were clinically relevant in
humans and testable in animal models. Using this cross-reac-
tive selection strategy, they successfully created a nuclease-
resistant RNA ligand capable of binding to both human and
porcine thrombin by alternating the protein target between
these two species during selection rounds. Such aptamers
demonstrate the ability to inhibit both porcine and human
thrombin activity.25

6.3 Microfluidic SELEX

Serum comprises a diverse array of components, including
proteins, enzymes, lipids, hormones, small molecules, and
electrolytes. In this technique, aptamers are selected against a
serum pool. Initially, the nucleotide library undergoes negative
SELEX to eliminate sequences binding to normal serum com-

ponents, thereby enhancing the affinity of the isolated apta-
mers.71 This refinement step improves the effectiveness of the
selection process,72 enabling the creation of highly specific
and selective aptamers suitable for various applications. Using
this approach, aptamer apt-5 was isolated, which targeted
human CLEC3b and demonstrated significant impacts on
tumour immunity and infection.73,74 Additionally, Li et al.
identified six distinct aptamers by utilizing serum samples
from individuals with lung cancer.

6.4 Cell-SELEX

The in vitro method used for selecting aptamers against living
cells is known as cell-SELEX.75 This approach is effective at
identifying high-affinity aptamers against various targets, such
as the purified extracellular domain of prostate-specific mem-
brane antigen (PSMA),76 pure MUC1 peptides,77 protein tyro-
sine phosphatase 1B (PTP1B),78 and the cell adhesion mole-
cule P-selectin.79 The initial application of cell-SELEX involved
targeting the pathogenic organism Trypanosoma brucei.80 The
study led to the discovery of three RNA aptamers that specifi-
cally targeted the effective bloodstream life cycle stage of the
parasite. These aptamers are directed towards the parasite’s
flagellar pocket; however, none of them exhibit binding to VSG
proteins, which are highly prevalent polypeptides on the trypa-
nosome’s surface.

The cell-SELEX technique, predominantly utilized in cancer
therapy, generates a range of aptamers aimed at different types
of cancer cells. These encompass cells originating from
human hepatocarcinoma, mouse tumour endothelial cells,
small cell lung cancer, glioblastoma multiforme, lung adeno-
carcinoma, colorectal cancer, and prostate cancer. Compared
to conventional SELEX, cell-SELEX offers numerous advan-
tages. For instance, this technology enables the identification
of both established and novel biomarkers present on the cell
membrane surface.81 Cell-SELEX specifically targets live cells
with a multitude of surface molecules, facilitating the develop-
ment of a diverse panel of aptamers. This capability is invalu-
able for precise disease diagnosis. Daniel et al. isolated a pool
of highly specific DNA aptamers by targeting the glioblastoma-
derived cell line U251. They subsequently identified and
characterized tenascin-C as a target protein for one of the iso-
lated oligonucleotides; this is an extracellular protein found in
the tumour matrix.82 However, the selected aptamer exhibits
reduced affinity at physiological pH and is susceptible to
nuclease degradation. Subsequently, Hicke et al. described a
modified DNA aptamer stabilized against nucleases, targeting
tenascin-C. This aptamer binds specifically to the fibrinogen-
like domain of tenascin-C.75 While this technique offers sig-
nificant benefits, it also presents certain technical challenges.
Specifically, selecting an aptamer against a target protein that
is expressed at low levels on the cell membrane can be
difficult. In cell-SELEX, it is critical to avoid erroneous binding
caused by cell death and dying cells during the selection
process, as this can diminish the overall quality of the selec-
tion.84 Therefore, high-speed fluorescence-activated sorting
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(FACS) can be employed to effectively separate live cells from
dead ones.76

To date numerous aptamers have been developed by using
cell-SELEX to diagnose different types of cancers, which
includes glioblastoma, leukaemia, cholangiocarcinoma, liver
cancer and breast cancer; these aptamers have also been
applied in cancer classification and treatment. Zhao et al.
explored the specificity of four aptamers (s1, s6, s11e, and s15)
selected for adenocarcinoma A549, evaluating them across
different cancer cell types.73 Their study revealed that while all
four aptamers could detect adenocarcinoma cells, only s11e
could identify both types of squamous carcinoma cells. This
research highlights the potential of these aptamers in differen-
tiating between distinct subtypes of large carcinoma cells.
Moreover, the binding affinities of these four aptamers to
different samples of large carcinoma cells vary, suggesting
their capability to discern molecular distinctions. In a related
study, Shangguan et al. isolated a DNA aptamer, sgc8c, specifi-
cally targeting the T cell acute lymphoblastic leukemia cell line
CCRF-CEM, with a focus on diagnosing acute lymphoblastic
leukemia.100 They demonstrated that sgc8c could detect leuke-
mia cell lines in human bone marrow samples obtained from
clinical specimens, highlighting its promise as a molecular
probe for cancer detection. Suwussa et al. developed ACMNPs
(aptamer-conjugated magnetic nanoparticles) capable of dis-
tinguishing between various types of cancer cells.91 This study
involved selecting different aptamers—sgc8c targeting
CCRF-CEM cells, KDED2a-3 targeting DLD-1 cells, and
KCHA10 targeting HCT 116 cells—and coupling them with
magnetic nanoparticles. These nanostructures exhibit
enhanced stability and are employed for cancer detection. The
specificity and selectivity of the aptamer–nanoparticle com-
plexes were evaluated in diverse complex biological environ-
ments and cell mixtures, including fetal bovine serum
albumin (BSA), whole blood, and human plasma. Notably, in a
1 : 100 mixture of target and non-target cells, the sgc8c

aptamer–NP complex demonstrated high sensitivity. Similarly,
the selectivity of the other two aptamer complexes was also
found to be high. For further details, refer to Table 1, which
lists the variety of aptamers selected through cell-SELEX, their
targets, and the corresponding cancer types.

6.5 Tissue SELEX

Generally, for isolating aptamers against live cells, cell-SELEX
is developed as a modified SELEX strategy that uses the living
cell as the target. However, this process is time consuming and
laborious, and the binding affinity and specificity of the
selected aptamers are highly dependent on the selection
process.92 In addition, the primary cultured cell line cannot
reflect the actual in vivo tumour occurrence and development,
which limits the clinical application of the cell-SELEX apta-
mers. Accordingly, a new variant of the selection technique
known as tissue SELEX is introduced. Tissue SELEX enables
the identification of aptamers against different target mole-
cules, including membrane components and intracellular sub-
stances. As an example, Li et al. developed aptamer BC15 by
targeting the intracellular protein hnRNP A1 through tissue-
based SELEX.92 By using tissue SELEX, Zhong et al. isolated
aptamer TC-16, which showed high affinity and specificity for
papillary thyroid carcinoma (PTC).93

6.6 Bead based SELEX

Immobilizing target molecules on various solid supports, such
as agarose, Sepharose, and Sephadex, is a commonly used
approach in SELEX.94 Bead-based SELEX can be performed in
two ways: first, by immobilizing the target on a solid support
and then incubating it with an oligonucleotide library; second,
by incubating the target with an oligonucleotide library and
then selecting the best aptamer–target complex based on the
highest affinity interaction.95,96 In both methods, steady-state
equilibrium binding occurs, while non-equilibrium binding
under flow conditions occurs only in the first method. This

Table 1 Illustration of several cell-SELEX selected aptamers, their targets, and the types of cancer for which they are useful

Aptamer Target Cancer type Ref.

TTA1 Matrix protein, tenascin-C Breast, glioblastoma, lung
and colon cancer

Hicke et al.77

AS1411 Nucleolin (plasma membrane
of cancer cell)

Breast, prostate, lung, pancreatic
cancer and renal carcinoma

Girvan et al.78

MUC-1 Mucin (expressed on human
adenocarcinomas)

Lung cancer Ferreria et al.79

Apta-3, Apta-5 Carcinoembryonic antigen
(CEA) in T84 cells

Colorectal cancer Melo et al.80

Apc1 Caco2 Li et al.81

SKBR-3-R1 Tr Luminal A breast cancer
subtype SKBR3 cells

Breast cancer Ferreira et al.82

Ag-9, Ag-9g, A10, A10-3,
A10 L, A10-3.2, A10-3-J

PSMA Prostate cancer Lupold,83 Leach et al.,84

Dassie et al.,85 Rockey et al.86

HPV-07 Type-16 virus-like-particle Cervical cancer Rockey et al.,86 Trausch et al.87

c-9s Ca ski cells, HeLa cells Wang et al.71

Seq-3, seq-6, seq-19 and seq-54 Circulating tumour cells Gastric cancer Li et al.88

Spl3 EN-2 binding Cyto-skeleton associated protein-4 Bladder cancer Kim et al.89

ssDNA aptamer Engrailed 2 (EN-2) Sun et al.90
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enables users to select aptamers based on various kinetic para-
meters. In the pre-immobilization scenario, the density of the
target molecule on the solid support is crucial, as it influences
the enrichment of aptamer sequences in each round of SELEX.
An example of bead-based selection is the isolation of a DNA
aptamer against staphylococcal enterotoxin B (SEB).97 Another
example is the isolation of a PDL-1 (programmed death ligand
1) specific aptamer with a Kd value of 64.77 nM after 10
rounds of SELEX to serve as a cancer biomarker.28

6.7 SPR-SELEX

The primary reason that conventional SELEX is time-consum-
ing is that selecting and evaluating the binding affinity of an
aptamer is a two-step process.94 SPR-SELEX addresses this
limitation by evaluating pool enrichment in real-time, round
by round, during the selection process. This method monitors
binding by tracking the SPR signal during pool injection and
partitioning. If no further evolution occurs in the SPR signal,
the selection procedure can be stopped. SPR-SELEX accelerates
aptamer isolation by simultaneously selecting and evaluating
binding sites. This approach is applicable to any type of target,
provided that the oligonucleotide–target dissociation does not
exceed the instrument’s recovery time. Dausse et al. success-
fully employed SPR-SELEX to isolate a high-affinity RNA
aptamer (Kd value = 8 nM) that formed stable loop–loop com-
plexes with the target after six rounds of selection.98

7. Aptamer-conjugated nanoparticles
in targeted drug delivery

Aptamers serve as ideal targeting ligands for functionalizing
nanomaterials in various applications such as therapies, diag-

nostics, and drug delivery. Despite showing promising results
in preclinical tests, aptamer–nanoparticle complexes have not
yet progressed to the clinical stage of therapeutic develop-
ment.11 Table 2 details the aptamers utilized to functionalize
nanoparticles for targeted cancer therapy, emphasizing their
potential to enhance the precision and effectiveness of cancer
treatments.

8. Aptamer–nanoparticle
conjugation

The direct or indirect attachment of an aptamer to a nano-
particle is achieved using a linker molecule, often referred to
as a spacer or bridge. Additionally, this conjugation can occur
through covalent or non-covalent interactions.11 Typically,
covalent conjugation occurs when functional groups at the
end of an aptamer interact with functional groups on the
nanoparticle’s surface. Common functional groups on an
aptamer include primary amino groups and thiol groups,
while nanoparticles may have carboxylic acid groups, aldehyde
groups, or maleimide groups on their surfaces.10,122,123

Moreover, the interaction of aptamer functional groups with
linker molecules, metal ions, and inorganic molecules in
nanoparticles also facilitates covalent conjugation. Common
types of covalent bonds in aptamer–nanoparticle conjugation
include amide linkages, thioester bonds formed from the
interaction between carboxylic acid and thiol groups, ester
bonds resulting from the interaction between primary amine
groups and thiols, disulfide bonds created by the interaction
of two thiol groups, and Au–S and Ag–S bonds where thiol
groups interact with gold or silver. Noncovalent conjugation
encompasses both electrostatic and affinity interactions.124

Table 2 List of the aptamers that are used to functionalize nanoparticles for targeted drug delivery to cancer cells

Aptamer Nanomaterial Drug Target Cancer cell line Ref.

A10, RNA PLA–PEG–COOH Rho-labelled dextran PSMA Prostate cancer 99
A10, RNA PLA–PEG–COOH Docetaxel PSMA Prostate cancer 100
A10, RNA PLA–PEG–COOH Cisplatin PSMA Prostate cancer 101
A10, RNA SPION Doxorubicin PSMA LNCaP cell line 102
A10, RNA H40–PLA–PEG Doxorubicin PSMA CWR22Rγ1 cells 103
A10, RNA PLGA Triplex forming oligonucleotide PSMA LNCaP cells 104
A10-3.2, RNA PEG–PAMAM mRNA PSMA Prostate cancer 105
A10-3.2, RNA Atelocollagen mRNA PSMA Prostate cancer 106
A10, RNA and DUP-1 PEG–gold nanostar None (PTT) Prostate cell Prostate cancer 107
A9, RNA SPION Doxorubicin PSMA LNCaP cell line 108
A9, RNA ONT–PAMAM dendrimer Doxorubicin PSMA Prostate cancer 109
AS1411, DNA Liposome Cisplatin Nucleolin MCF-7 cells 110
AS1411, DNA PEG–PLGA Paclitaxel Nucleolin Glioma 111
AS1411, DNA PLGA–lecithin–PGA Paclitaxel Nucleolin GI-1 and MCF-7 cells 112
AS1411, DNA PLGA Paclitaxel Nucleolin GI-1 cells 113
AS1411, DNA PEG–PCL Docitaxel, DiR, coumarin-6 Nucleolin bEnd.3 and C6 cells 114
AS1411, DNA Mesoporous silica Gold nanorods Nucleolin MCF-7 cells 115
AS1411, DNA Mesoporous silica Fluorescein Nucleolin MDA-MB 231 116
AS1411, DNA DNA nanotrains DOX, EPI and DAU Nucleolin HeLa cells 117
Sgc8c, DNA Aptamer DNA Antisense ONT to P-gp CCRF-CEM cells ALL 118
S2.2, DNA ZnO nanoparticle Doxorubicin Mucin-1 MCF-7 cells 119
5TR1, DNA PLGA–chitosan Epirubicin Mucin-1 MCF-7 cells c26 cells 120
S15, DNA PEG–PCL Paclitaxel NSCLC A549 cells 121
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The latter includes streptavidin–biotin and avidin–biotin inter-
actions, while the former involves a linker molecule facilitating
the interaction between the aptamer and nanoparticle through
opposing charges. Most reported aptamer–nanoparticle conju-
gates are direct and covalent.125 Farokhzad et al. suggested
that covalently attached aptamer nanoparticles were extremely
stable in physiological salts and pH.10

9. Aptamer–biological material
conjugation for cancer therapy

Biological materials, which are biocompatible and naturally
occurring, are designed to perform, enhance, or substitute
natural functions, primarily for medicinal and pharmaceutical
applications. Aptamers have been integrated with various bio-
logical materials, such as RNAi reagents, microsomes, anti-
bodies, and DNA origami. These innovative conjugates are
employed in the treatment of numerous diseases, including
cancer, diabetes, and rheumatoid arthritis.126

9.1 Aptamer–antibody and short peptide conjugation

A wide range of small peptides and antibodies are produced to
treat various disorders. However, these protein drugs often
lack cell selectivity and efficient tumour penetration.
Conjugating aptamers with short peptides and antibodies may
help overcome these limitations. In 2016, Heo et al. developed
an aptamer–antibody complex, named an oligobody, for tar-
geted cancer therapy.126 They conjugated an aptamer, t44-
OME, to anti-cotinine antibodies. This t44-OME–anti-cotinine
antibody complex penetrates cancer tissue more deeply than
the antibody alone. Moreover, the anti-cotinine antibody sig-
nificantly increases the pharmacokinetics of the t44-OME
aptamer without affecting its affinity, indicating that the
aptamer and antibody mutually enhance each other’s pharma-
cokinetic properties. Similarly, Passariello et al. developed a
bispecific aptamer–antibody complex.127 This complex
includes an anti-epidermal growth factor receptor (EGFR)
aptamer and an anti-epidermal growth factor receptor 2
(ErbB2) compact antibody. The aptamer–antibody complex
enhances the cancer cell killing ability by redirecting T cells
against cancer cells. They demonstrated that this complex not
only increased cell specificity but also improved the pharmaco-
kinetics of the aptamer.

In addition to antibodies, short peptides are also combined
with aptamers to enhance their specificity and bioactivity.
Rajabnejad et al. developed an aptamer–peptide conjugate,128

comprising an anti-nucleolin aptamer (AS1411) and the short
peptide metilin, which targeted cancer cells. Metilin, a
26-amino acid peptide, is renowned for its anticancer pro-
perties. However, many studies have found that, while metilin
is effective against cancer, it also causes significant adverse
effects such as hemolysis and liver injury. Pusuluri et al. intro-
duced a new aptamer–peptide conjugate incorporating chemo-
therapy drugs to enhance potency.129 In this study, they conju-
gated a drug preloaded peptide (doxorubicin and camptothe-

cin (CPT)) with an anti-nucleolin aptamer, aiming to avoid
suboptimal exposure to individual drugs. Typically, chemo-
therapy drug combinations are administered at maximum tol-
erated doses, which can cause severe side effects and reduce
therapeutic efficiency. However, the aptamer–peptide conju-
gate has the potential to mitigate these limitations. This conju-
gate achieved effective anti-tumor activity in vivo with an
optimal drug concentration, approximately 500 µg kg−1 dose
of doxorubicin and 350 µg kg−1 dose of CP.

9.2 Aptamer–nucleic acid drug conjugation

The emergence of RNA interference (RNAi) in 1990 paved the
way for the use of nucleic acid drugs to treat a wide range of
disorders.144 Today, a variety of nucleic acid drugs, including
antisense nucleotides, miRNA, siRNA, mRNA, and aptamers,
have been developed. Additionally, various delivery platforms
are being designed to transport these drugs.145,146 Among
them, viral vectors are the most common; however, they have
limitations such as immunogenicity, biohazards, and muta-
genesis.147 On the other hand, non-viral vectors like liposomes
are safer but lack specificity and efficiency.148,149 Therefore,
there is a need for a more specific and biologically secure
delivery system for nucleic acid-based drugs. Consequently,
the aptamer–siRNA complex has been extensively investigated
over the past decade. The conjugation of aptamers and siRNA
can be accomplished through covalent or non-covalent inter-
actions. Additionally, a linker, U′–U′–U′, is often added
between the aptamer and siRNA for effective delivery.130 Since
both aptamers and siRNA are nucleic acid drugs, complemen-
tary annealing is also used for their conjugation. Zhou et al.
introduced the concept of a sticky bridge to enhance aptamer–
siRNA conjugation.131 This aptamer–siRNA complex has been
shown to inhibit HIV-1 replication and infectivity in cultured T
cells and primary blood mononuclear cells. Recently, Jeong
et al. developed a multivalent aptamer–siRNA complex to over-
come multiple drug resistance in various cancer cells.132 This
conjugate is constructed using an aptamer against mucin-1,
siRNA against bcl-2 genes, and the chemotherapeutic drug
doxorubicin.

9.3 Aptamer–DNA nanostructure conjugation

Due to its low immunogenicity and excellent biocompatibility,
DNA is ideal for a variety of biological applications.154

Furthermore, the programmable structure of DNA can signifi-
cantly contribute to DNA nanotechnology, enabling the design
of smart drug delivery systems. Additionally, the three-dimen-
sional structure and form of DNA are adjustable, with its size
maintainable at around 50 nm, which is optimal for cell entry.
Despite its high delivery rate, DNA alone lacks targeting and
precision, necessitating the integration of aptamers to
enhance specificity.133–137 Since both aptamers and DNA are
derived from nucleic acid components, aptamers can be easily
integrated into DNA structures. Zhu et al. constructed a DNA
nanotrain by assembling aptamers onto DNA via complemen-
tary sequences.138 Similarly, Han et al. developed a DNA
tetrahedron by conjugating anti-cancer aptamers.139,140
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Chemotherapy drugs such as doxorubicin often cause signifi-
cant side effects, reducing the quality of therapy. Doxorubicin,
with its excellent binding affinity to DNA duplexes, can be inte-
grated into aptamer–DNA complexes to minimize adverse
effects on healthy cells and tissues. Zeng et al. demonstrated
this by creating a DOX-integrated aptamer–DNA complex,
which reduced the side effects typically associated with
doxorubicin.141,142 In addition to enhancing targeted efficacy,
aptamers facilitate regulated drug release in DNA–aptamer
complexes. Church and colleagues initially developed an
aptamer–DNA origami combination for the encapsulation and
targeted delivery of thrombin to cancer blood vessels. The
anti-nucleolin aptamer in this complex has molecular trigger-
ing activity, aiding in the release of the chemotherapeutic drug
thrombin from the complex. This integration not only targets
drug delivery but also ensures controlled release, maximizing
therapeutic efficacy while minimizing side effects143 (Fig. 4).

10. Aptamer–non-biological material
conjugation for cancer therapy

Beyond biological materials, significant advancements have
been made in a diverse array of nanomaterials, including
micelles, hydrogels, gold nanoparticles, silica nanoparticles,
and liposomes, for biomedical applications. The development
of new synthesis and characterization techniques has empow-
ered researchers to meticulously design nanomaterials with
precise control over their size, shape, and properties. These
nanoparticles boast unique attributes, such as a large surface
area, high loading capacity, flexibility, and the enhanced per-
meability and retention (EPR) effect, making them outstanding
candidates for therapeutic use.154,155 Additionally, certain
nanomaterials exhibit extraordinary features, like the surface
plasmon resonance phenomenon. To further enhance their
therapeutic potential, nanoparticles are often conjugated with

targeted ligands, such as aptamers, improving their efficacy
and specificity.

10.1 Aptamer–polymeric nanoparticle conjugation

These particles, ranging in size from 1 to 1000 nm, have
proved to be highly effective in the targeted delivery of drugs
for various disorders. Numerous polymeric nanoparticles,
including micelles, hydrogels, and branched polymeric struc-
tures, are currently being developed and investigated.154

Micelles, which are polymeric nanospheres composed of
amphiphilic copolymer blocks formed through a thermo-
dynamic process, offer numerous advantages as nanocarriers.
These benefits include strong biodegradability, biocompatibil-
ity, a high drug payload capacity, and extended circulation and
retention times.155 Additionally, the hydrophobic reservoir
cores of micelles aid in the delivery of poorly soluble drug. To
enhance their application, researchers have begun modifying
the micelle nanostructure by incorporating targeting ligands
such as aptamers. The idea of aptamer–micelle conjugation
was first introduced by Miyamoto and colleagues in 2007.144

Following that, a number of aptamer–micelle conjugates were
developed for medicinal purposes. In general, aptamers are
conjugated to micelles using a variety of techniques, including
click chemistry,157 base-pairing hybridization,158 and 1-ethyl-3-
(3-dimethylaminopropyl)carbodiimide (EDC)-mediated conju-
gation.159 In the aptamer–micelle complex, the aptamer acts as
a probe for cancer-related markers such as EGFR,160 MUC1,161

PTK7 (protein tyrosine kinase),138 PSMA (prostate-specific
membrane antigen),115 and HER2 (human epidermal growth
factor 2).162 Xu et al. created a spherical-shaped aptamer–
micelle conjugate with a diameter of 69 nm by coating a unim-
olecular micelle on the surface of the aptamer.103 In this case,
the aptamer was chosen to target the prostate cancer bio-
marker PSMA. The DOX-loaded aptamer–micelle complex
exhibited higher cytotoxic activity against PSMA-positive
CWR22Rv1 cancer cells compared to the aptamer-free DOX–
micelle complex.163 Subsequently, a number of aptamers tar-
geting different cell lines, including MDA-MB-231 cells145 and
Ramos cells,146 were incorporated into micelles. In 2009, Wu
et al. developed a micelle structure functionalized with an
aptamer targeting Ramos cells.146 The other benefits offered
by aptamers to micelle nanostructures include increased cellu-
lar take up and reduced systemic toxicity. In 2015, Li et al.
developed a micelle nanostructure consisting of AS1411 apta-
mers, the amphiphilic polymer Pluronic F127, and CD-PELA
copolymers, employed to deliver DOX to human breast
tumours.147 The results showed that aptamer AS1411 in the
micelle nanostructure improved the cellular take up and cell
specificity of doxorubicin via nucleolin-mediated endocytosis.

For further applications, the aptamer–micelle nano-
structure is conjugated to functional elements such as
imaging agents and stimuli-responsive components. For
example, in 2014, Tian et al. developed a multifunctional
micelle–aptamer nanostructure by combining a NIR photosen-
sitizer (R16FP) and a pH-active fluorescent probe (BDP-668).145

In this conjugate, the NIR photosensitizer mediated the lysoso-

Fig. 4 Schematic representation of DNA nanostructure assembly. DNA
nanotrain containing aptamers assembled by complementarity of the
sequence.138
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mal destruction of cancer cells by generating reactive oxygen
species (ROS), while BDP-668 enhanced the visualization of
therapeutic changes in real-time.

Hydrogels represent another category of polymeric nano-
materials, composed of hydrophilic and cross-linked polymeric
networks. These materials are designed to respond to various
stimuli, including pH,148 temperature,149 light exposure,150

magnetic fields,151 and ionic strength.152 The conjugation of
aptamers with hydrogels has a range of applications in the bio-
medical field, such as targeted delivery, capture and release of
molecules, enhanced control of the gel–sol transition, and
volume changes.153 However, the high material permeability of
hydrogels limits their application in controlled drug delivery,
making it challenging to achieve precise drug release.
Incorporating aptamers into hydrogels via an oligo-driven gel–
sol transition may provide a solution to this limitation.154 In
2008, Yang et al. designed a hydrogel cross-linked with an ade-
nosine-specific aptamer system.155 The gel–sol transition of
this system, triggered by adenosine binding, was monitored by
a gold nanoparticle, facilitating selective drug release.
Following this, Wang et al. developed aptamer-conjugated
hydrogel systems for the selective capture and release of indi-
vidual proteins and cells.156–159 They also created an aptamer-
incorporated hydrogel capable of releasing BB-PDGF (B chain
platelet-derived growth factor) by controlling analyte–ligand
binding. Additionally, they designed a capture-and-release
aptamer–hydrogel complex for cancer cells.160 Future research
may focus on the potential of these systems for tissue remodel-
ing and regeneration.

10.2 Aptamer–gold nanoparticle conjugation

Gold nanoparticles are highly valued in biomedical appli-
cations due to their diverse physical and chemical properties.
Advances in synthesis techniques further enhance their versa-
tility across various applications.161 Their optical, electrical,
magnetic, and biochemical properties make them desirable
for diverse uses including bioimaging, drug delivery, radiation,
and photothermal therapy.162–165 Recently, there has been
increasing interest in functionalizing gold nanoparticles with
aptamers. Numerous aptamer-functionalized gold nano-
materials have been developed, with a predominant focus on
applications in cancer therapy. Wu et al. developed a nano-
system composed of Ag, Au, and aptamer S2.2, specifically tar-
geting the MUC1 cell surface biomarker highly expressed in
breast cancer MCF-7 cells.166 This system utilizes inherent
surface-enhanced Raman scattering (SERS) for bioimaging and
phototherapy applications. Aptamers with structure-switching
capabilities enable controlled drug release, facilitating precise
and selective drug delivery. In 2012, Wang et al. introduced a
nanocomplex comprising gold nanorods (Au NRs), an aptamer
switch probe (ASP), and the photosensitizer Ce6 (Chlorine6),
utilized for targeted photodynamic therapy (PDT) and photo-
thermal therapy (PTT).193 ASP undergoes structural changes in
the presence of cancer cells, displacing Ce6 from the gold
nanostructure’s surface to induce singlet oxygen for PDT. The
radiation absorbed by AuNRs further enhances cell death

through PTT, resulting in a synergistic therapeutic effect. The
inherent PTT property of gold nanoparticles offers potential
for novel combination cancer therapies. Yang et al. then devel-
oped the Apt–AuNP–GO nanocomplex, combining aptamer-
functionalized gold nanoparticles with graphene oxide, which
exhibited therapeutic efficacy against cancer cells through
near-infrared (NIR) light-activatable PTT.167 This nanocomplex
demonstrates a therapeutic response in cultured human breast
cancer cells by modulating heat shock proteins. Building upon
this approach, Yang et al. engineered a therapeutic complex
comprising aptamers, gold nanoparticles (NPs), graphene
oxide (GO), and an HSP 70 inhibitor, showcasing beneficial
therapeutic effects for breast cancer cells. Recent advance-
ments also include image-guided therapies facilitated by
aptamer–gold NP complexes. For instance, He and colleagues
developed aptamers selected against A549 cells, labeling
Raman-tagged gold nanoparticles in 2019 for combined
chemo-PTT.168 Incorporating a Raman signal agent (4-MBA)
into gold NPs, this conjugate demonstrates promising pro-
perties for targeting and eliminating cancer cells.

This evolving field underscores the potential of aptamer-
functionalized gold nanoparticles for enhancing targeted
therapies and advancing the frontier of cancer treatment
through innovative nanoengineering approaches.

10.3 Aptamer–magnetic nanoparticle conjugation

The inherent super-paramagnetism of magnetic nanoparticles
has led to their use in a variety of applications, including drug
administration, MRI, cancer therapy, and individual cell
isolation.169–172 To enhance their properties for specific mole-
cular capture and collection, these magnetic nanoparticles are
often functionalized with aptamers. In 2013, Dai et al. intro-
duced a novel nanosystem by incorporating an anti-multidrug-
resistant-bacteria (MDRB) aptamer onto a magnetic core–plas-
monic shell (MCPS).173 In this nanocarrier, aptamer S8-7 helps
to hold methylene blue (MB), which is used for fluorescence
imaging and photodynamic therapy (PDT). Additionally, the
gold coating on this nanocarrier enables the combined photo-
thermal destruction of target bacteria, demonstrating its
potential as a multifunctional therapeutic tool for MDRB in
clinical practice. Furthermore, the photothermal therapy (PTT)
efficiency of magnetic nanoparticles can be enhanced by incor-
porating aptamers with exceptional tumour-targeting capabili-
ties. Aravind et al. developed a new aptamer-loaded magnetic
fluid nanoparticle system in 2013, which included a paclitaxel-
loaded fluorescent label for targeted chemotherapy, optical
imaging, and drug release.174 The aptamer in this complex
targets nucleolin, a protein, the increased expression of which
is linked to a poorer cancer prognosis. This system not only
delivers paclitaxel via the nucleolin-specific aptamer (NSA) but
also has the potential to magnetically direct the payload to
tumour regions. In 2019, Zhao et al. designed a nanocomplex
of aptamer-conjugated Fe3O4@carbon@DOX for combined
chemophotothermal therapy (CPTT).175 Aptamer sgc8 in this
nanocomplex targets the lung cancer cell line A549. This nano-
complex exhibits enhanced photothermal conversion
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efficiency and pH or heat-induced DOX release during PTT.
Additionally, the system reduces the contrast enhancement of
MRI signals, indicating its potential as a contrast agent for
MRI.

10.4 Aptamer–mesoporous silica nanoparticle conjugation

MSNs (mesoporous silica nanoparticles), a ceramic material,
are potential candidates for targeted drug delivery.176,177

Advances in synthesis techniques have improved their pore
size, surface area, and structure, resulting in a high drug
loading capacity and facilitating the incorporation of various
functional groups.178–181 Aptamers offer numerous advantages
as targeting ligands for MSNs. In therapeutic applications, Ap–
MSN (aptamer–mesoporous nanoparticle) complexes are pri-
marily intended as drug release regulators, nanocarriers, and
drug trackers. Gao et al. developed an aptamer–MSN complex
consisting of thrombin-binding aptamers, lipid-coated MSNs,
and the chemotherapeutic drug docetaxel (DTX).182,183 This
aptamer@MSN@DTX complex exhibits excellent anticancer
activity in thrombin-overexpressing cancer cells. Furthermore,
the structure-switching properties of aptamers, when binding
to target cells, enhance the drug-releasing mechanism of the
aptamer–MSN complex.184,185 In 2012, He et al. incorporated
an ATP-responsive aptamer onto MSNs. This nanosystem
includes two single-stranded DNA molecules (ssDNA1 and
ssDNA2) along with the aptamer and MSNs. The nanocomplex
is designed so that the aptamer is initially hybridized with two
DNA sequences, and the resulting complex is conjugated to
the MSN via the click chemistry technique. This approach
blocks the pores of MSNs, preventing loss of the loaded sub-
stance. The presence of ATP enhances the interaction between
the aptamer and the target, facilitating their separation from
the nanoparticle complex and resulting in the release of drug
molecules. In 2017, Li et al. used the EpCAM aptamer, an over-
expressed surface biomarker in human colon adenocarcino-
mas, to functionalize MSN carriers for transporting the anti-
cancer drug DM1 to colorectal cancer cells.186 The incorpor-
ated aptamer not only facilitates drug delivery but also reduces
systemic toxicity. Additionally, dopamine HCL (PDA), a pH-
responsive agent, was conjugated to MSNs to regulate the
release of DM1 in the EpCAM-positive SW480 colon cancer cell
line in response to pH stimuli.

10.5 Aptamer–carbon nanomaterial conjugation

Currently, one-dimensional carbon nanotubes (CNTs) are
attracting significant scientific interest as drug carriers and
biosensors. Their unique characteristics, such as large surface
area, easy modifiability, and high in vivo stability, make them
promising for biomedical applications. Incorporating apta-
mers and CNTs enhances their therapeutic efficacy. The strong
affinity of these targeting ligands has led to notable advance-
ments in the aptamer–CNT field within a short period.187–191

This section discusses recent efforts made to develop
carbon nanomaterial–aptamer conjugates that have been
found to enhance therapeutic delivery. In 2015, Mohammadi
et al. designed an RNA aptamer-incorporated single-walled

carbon nanotube (SWNT) complex that significantly improved
cancer therapy efficacy.187 The nanosystem consists of EpCAM-
targeting RNA aptamers, SWNTs, and a piperazine–PEA deriva-
tive (polyethyleneimine), specifically targeting EpCAM-expres-
sing cancer cells. The aptamer@SWNT@PPEA combination
effectively targets EpCAM-positive cancer cells and promotes
apoptosis by inhibiting BCL91. Aptamer-incorporated SWNTs
are not only effective drug carriers but also promising agents
for photodynamic therapy (PDT). Following this concept, Zhu
et al. developed a novel nanosystem consisting of a DNA
aptamer, SWNTs, and a photosensitizer for controllable
singlet oxygen generation (SOG).189 In the absence of the
target α-thrombin, the photosensitizer quenches SOG.
However, when the target is present, the aptamer detaches
from the SWNT surface and binds to the target. Additionally, a
chemotherapy drug, daunorubicin, was linked to a leukemia-
targeting aptamer–SWNT to enhance pH-dependent drug
delivery into T-cells.192 Recently, an aptamer-incorporated
SWNT was developed for NIR laser-controlled cancer treat-
ment. The SWNT is conjugated with an aptamer specific for
sgc8, controlled by complementary DNA strands. NIR laser
exposure causes the dehybridization of the DNA strands, allow-
ing the aptamer to recognize the target and release the drug
DOX.190

11. Biophysical approach for
aptamer-based targeted drug delivery

The biophysical approach for drug delivery involves applying
physics and biology principles to the design and optimisation
of drug delivery systems for improved therapeutic outcomes.
The objective is to comprehend the physical interactions
between drug carriers, therapeutic agents, and biological
systems in order to develop efficient and targeted drug delivery
strategies.193 Utilising the biophysical properties of drug car-
riers and their interactions with the biological environment,
this strategy enhances the specificity, efficacy, and safety of
drug delivery.194

11.1 Spectra assisted methods

The UV-Vis spectroscopic method is employed to analyse the
specific interaction between an aptamer and its target. The dis-
sociation constant (Kd) is calculated by measuring the changes
in absorbance as the target concentration varies, while the
aptamer concentration remains constant.195 Generally, this
method is used in drug delivery, particularly to confirm the con-
jugation of drugs, aptamers and nanoparticles. Zhao et al. devel-
oped aptamer-functionalized Fe3O4@carbon@doxorubicin
nanoparticles for chemophotothermal therapy.175 The UV-Vis
spectrum of this aptamer-functionalized nanosystem shows a
significant distinction from that of free DOX (Fig. 5 175). The
UV-Vis spectra are measured before and after aptamer conju-
gation to evaluate the effectiveness of aptamer coupling with
the nanocomplex. After aptamer conjugation, the peak shifts to
260 nm compared to the nanocomplex without the aptamer,

Review RSC Pharmaceutics

890 | RSC Pharm., 2024, 1, 879–903 © 2024 The Author(s). Published by the Royal Society of Chemistry

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 1

2 
Se

pt
em

be
r 

20
24

. D
ow

nl
oa

de
d 

on
 3

/2
4/

20
26

 1
1:

12
:0

8 
A

M
. 

 T
hi

s 
ar

tic
le

 is
 li

ce
ns

ed
 u

nd
er

 a
 C

re
at

iv
e 

C
om

m
on

s 
A

ttr
ib

ut
io

n 
3.

0 
U

np
or

te
d 

L
ic

en
ce

.
View Article Online

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3pm00027c


indicating successful conjugation. Tan et al. developed a novel
theragnostic system using endoglin aptamer-conjugated fluo-
rescent nanoparticles. The UV-Vis spectra of YQ26-FSiNPs and
Lib-FSiNPs showed a DNA absorbance peak at 260 nm, which
was absent in the nanoparticle complex without the aptamer
(FSiNPs), further confirming the successful conjugation of the
aptamer to the nanoparticle complex (illustrated in Fig. 5b 196).

FT-IR is another spectroscopic technique used to character-
ize aptamer–nanoparticle conjugation by identifying the func-
tional groups involved. Tan et al. performed FT-IR spectral
analysis on the YQ26-FSiNPs nanocomplex to verify the pres-
ence of functional groups in the aptamer–nanocomplex.196

The results indicated that both the complex with and without
the aptamer exhibited absorption peaks at 1100 cm−1 and
1660 cm−1, corresponding to Si–O stretching vibrations and
carbonyl stretching (CvO) vibrations, respectively.
Additionally, the YQ26-FSiNPs complex showed an extra peak
at 1550 cm−1 due to amide II stretching, confirming the suc-
cessful conjugation of the YQ26 aptamer to the nanocomplex.

Circular dichroism (CD) is a spectrum-assisted technique
used to analyze conformational changes in aptamer structures
during the formation of secondary structures.197,198 In 2011,
Lin et al. identified the secondary structure of an aptamer
using CD spectra,198 while Bowser et al. reported that different
secondary structures exhibited distinct CD spectra patterns.
For example, a G-quadruplex shows a negative band at 255 nm
and positive bands at 245 and 290 nm.195 Furthermore, this
spectroscopic method is useful for understanding structural
changes in aptamers during their binding interactions with
targets.

11.2 Surface morphological studies

There are numerous techniques for investigating the morpho-
logical properties of aptamers and aptamer–NP complexes,
including XPS (X-ray photoelectron spectroscopy) and TEM

(transmission electron microscopy). Generally, XPS is used to
determine the elemental composition of a surface.197,199,200

Guo et al. developed aptamer-functionalized PEG–PLGA nano-
particles for improved anti-glioma drug delivery.111 In their
study, XPS was employed to identify the elements present in
the aptamer–nanoparticle complex. The investigation revealed
that the C1s spectrum contained four peaks at around 285.0
eV, 286.8 eV, 287.6 eV, and 289.4 eV, with the 286.8 eV peak
representing C–O–C bonds of the PEG component.
Additionally, O1s decomposition confirmed the existence of
two forms of oxygen: O–C and OvC, at 532.7 eV and 533.6 eV,
respectively. The peak at 132 eV corresponded to P2p3, which
was identified at 0.1% of the total number of C, O, N, and P
atoms in the aptamer–nanocomplex. Based on the chemical
composition, they concluded that phosphorus could only be
attributed to the aptamer, confirming the incorporation of the
aptamer onto the nanoparticle surface.

TEM is another technique used to study surface mor-
phology. In the same study, Guo et al. also employed TEM to
examine the surface morphology of the aptamer–nanoparticle
complex. The study revealed that both types of nanoparticles
had a spherical shape, smooth surface, and moderate uniform-
ity. Additionally, TEM results indicated that Ap–PTX–NP had a
slightly larger spherical volume compared to PTX–NP111

(Fig. 6 111). In a separate study, Xu et al. developed aptamer-
incorporated doxorubicin–unimolecular micelles for targeted
therapy of prostate cancer. TEM analysis revealed that the
micelles were spherical with diameters ranging from 20 to
37 nm.103 Later, in 2019, Wen et al. created core–shell bifunc-
tional nanoprobes and investigated morphological changes
during the formation of the core–shell structure through TEM
analysis. These observations confirmed the formation of
AuNC/SiO2/Apt nanoprobes.201 Additionally, Tao et al. devel-
oped aptamer–nanoparticle conjugates for breast cancer
therapy, utilizing TEM to examine the morphology of the

Fig. 5 UV-Vis spectras of (a) DOX and Fe3O4@C@DOX; the red line represents the Fe3O4 @C@DOX complex while the black line represents free
DOX. (b) YQ26-FSiNPs, Lib-FSiNPs, and FSiNPs the blue lines represents FSiNPs, Lib-FSiNPs, and YQ26-FSiNPs, respectively. All three show an
absorption peak at 260 nm.196
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aptamer–nanoparticle complex. The TEM images indicated
that the complex exhibited a spherical shape with an average
particle size of 90 nm.202

11.3 Affinity chromatography

HPLC (high performance liquid chromatography) techniques
are used to analyse aptamer–target binding both qualitatively
and quantitatively. This involves the pressurized passage of a
liquid solvent through an aptamer-immobilized adsorbent
column. The interaction is evaluated by plotting analyte con-
centrations against retention time on a chromatogram. This
method provides insights into the equilibrium distribution of
aptamer, target, and aptamer–target complexes, which can be
utilized to estimate the Kd value.203 Furthermore, HPLC can
assess the binding affinity of aptamers. Deng et al. employed
affinity chromatography techniques to study the binding inter-
action of a DNA aptamer to adenosine. Specifically, frontal
chromatography was used to quantitatively evaluate column
loading and the dissociation constant (Kd) of the immobilized
aptamer.203

11.4 Electrophoresis

Electrophoresis, employed to analyze aptamer–target inter-
actions, encompasses various forms such as GE (gel electro-
phoresis), ACE (affinity capillary electrophoresis), and ME
(microchip electrophoresis). GE is a common technique for
examining aptamer–target affinity interactions. Aptamers,
being negatively charged, exhibit negative electrophoretic
mobility, while target proteins typically show minimal polar

mobility. The resulting aptamer–protein tertiary complex dis-
plays moderate electrophoretic mobility.195 Techniques like
P-labelling of nucleic acids (NAs), UV-absorbance spectra, and
staining of aptamers and proteins are available for analysing
aptamer concentrations in aptamer–target complexes. Despite
being sensitive and cost-effective, these methods are time-
consuming.

Affinity capillary electrophoresis (ACE) serves as an alterna-
tive to gel electrophoresis, focusing on the charge and size of
aptamers and targets in free solution under an electric
field.60,195 ACE is categorized as competitive and noncompeti-
tive types. Noncompetitive ACE utilizes capillary electrophor-
esis (CE) assisted by laser-induced fluorescence (LIF) to
analyse aptamer and protein concentrations through peak
analysis.204,205 In competitive electrophoresis, two aptamers
with the same target are used, one of which is labelled with a
fluorescent probe (APF). The fluorescence intensity of the
APF-T complex decreases due to the competitive binding of
the unlabelled aptamer (AP) with APF for the binding site, gen-
erating data with two peaks that quantify binding affinity.205 Li
and colleagues applied these concepts to investigate the
thrombin affinity of 15-mer and 29-mer aptamers.206

Microchip electrophoresis (ME) and automated microchip
electrophoresis (AME) are also utilized for electrophoresis
binding studies, utilizing an intercalating fluorescent dye for
molecular detection. Compared to GE and ACE, microchip
electrophoresis offers advantages such as avoiding gel casting,
quicker sensing times, reduced sample and reagent volumes,
and the ability to characterize the binding of small

Fig. 6 TEM images of PTX-NPs (a & c) and AP-PTX NPs (b & d).111

Review RSC Pharmaceutics

892 | RSC Pharm., 2024, 1, 879–903 © 2024 The Author(s). Published by the Royal Society of Chemistry

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 1

2 
Se

pt
em

be
r 

20
24

. D
ow

nl
oa

de
d 

on
 3

/2
4/

20
26

 1
1:

12
:0

8 
A

M
. 

 T
hi

s 
ar

tic
le

 is
 li

ce
ns

ed
 u

nd
er

 a
 C

re
at

iv
e 

C
om

m
on

s 
A

ttr
ib

ut
io

n 
3.

0 
U

np
or

te
d 

L
ic

en
ce

.
View Article Online

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3pm00027c


molecules.207,208 However, their applicability in basic labora-
tories is limited due to the complexity of developing special-
ized platforms for electrophoresis.

11.5 Atomic force microscopy (AFM)

AFM (atomic force microscopy) is a scanning probe
microscopy method that offers high-resolution imaging of
nanoscale structures. Utilizing a cantilever, AFM can examine
sample surfaces with precision and measure the affinity force
between the sample and the cantilever. This capability makes
AFM suitable for studying aptamer–biomolecule binding
affinities.209 Notably, AFM does not require sample fixation or
dehydration, allowing the examination of cells under aqueous
conditions and in their natural state.210,211 This feature makes
AFM well-suited for investigating protein surfaces and the
topology of living cells.

AFM data typically include a force histogram (FH) and a
topology image. The affinity force of aptamer–target binding is
determined by the peak location in the adhesion measurement
histogram (in pN). Miyachi et al. indicated that higher pN
values correlated with stronger affinity forces (AF) and, conse-
quently, higher binding affinity (BA). Topology imaging pro-
vides insights into how aptamer binding modifies the surface
conformation of the target. For instance, Mosafer et al. used
AFM to explore the morphological properties of magnetic
PLGA nanoparticles in their study.212

11.6 Thermodynamic characterization

Microscale thermophoresis (MST) and isothermal titration
calorimetry (ITC) are thermodynamically related techniques
used to measure the affinity between aptamers and their
targets.213–216 In ITC, the concentration of the analyte (comp-
lementary molecule) is varied while keeping the concentration
of the titrant (aptamer) constant.217 The formation of the ter-
tiary complex is the preferred exothermic reaction, and the cell
temperature is carefully controlled to eliminate other potential
exothermic sources. In aptamer–target interactions, the
change in energy is directly proportional to the binding stoi-
chiometry. Pei et al. developed an aptamer-tethered nano-
structure and conducted an ITC study to elucidate the thermo-
dynamic binding characteristics of DOX, EPI, or DAU to
AS1411. The resulting thermodynamic parameters from this
study provide insights into the intermolecular interactions
between aptamer AS1411 and the loaded anthracyclines.117

MST (microscale thermophoresis) is a relatively new biophysi-
cal technique that utilizes thermal gradient generation with an
infrared laser.218,219 The thermophoretic mobility of bio-
molecules, influenced by factors such as charge, molecular
size, solvation shell, and conformation, determines their be-
havior in MST. The formation of aptamer–target complexes
alters these characteristics, resulting in a measurable change
in mobility that quantifies their binding affinity. Due to its
speed, specificity, and versatility, MST is expected to compete
effectively with other biophysical technologies in the near
future.

11.7 Computational techniques (in silico)

11.7.1 Computational methods for in silico aptamer mod-
elling. The optimal SELEX process relies on the principle that
when an aptamer binds to a target, it is captured and ampli-
fied through the polymerase chain reaction (PCR). This ampli-
fication significantly increases the number of aptamer candi-
date molecules capable of binding to the target. High-through-
put (HT) sequencing technologies have facilitated the obser-
vation and comprehension of the enrichment process in
SELEX.220 In recent times, several bioinformatics-based HT
sequencing technologies have been introduced to identify
potential aptamer–binding interactions.221 These methods are
used to identify high affinity sequences by evaluating the fre-
quency, enrichment, and secondary structure of aptamers.
Furthermore, new aptamers are identified by utilising AI algor-
ithms, allowing researchers to analyse the properties and
sequence of high affinity aptamers from a large pool. These
in silico techniques increase the efficiency and success rate of
aptamer selection. The current method for sequence clustering
uses three categories of sequence features: full-length, fixed
k-mers (substrings with a fixed length), and sub-sequences of
various lengths. FAST Aptamer is the most commonly utilised
approach for full-length sequence clustering. This method
enables users to count, normalise, and rank sequences, as well
as categorise them according to Levenshtein distance and cal-
culate enrichment scores between SELEX rounds. Using FAST
Aptamer with a large amount of sequence data from many
SELEX datasets is typically time-consuming. Recently, various
user-friendly web tools, such as FAST Aptamer 2.0 and Apta
Cluster, were developed for faster clustering of large databases.
At present, the majority of these algorithms compute the
enrichment ratio between the SELEX cycle in order to discover
an aptamer family with high affinity.222 Many studies found
that, due to factors like amplification bias and nonspecific
adsorption, the aptamer candidate with the highest enrich-
ment ratio and abundance score did not necessarily have the
highest affinity. Its secondary structural information is critical
for finding an active candidate. In the last few years, various
databases have been created to identify aptamers by searching
for structural binding motifs. Apta-Motif, MP-Bind, APTANI/
APTANI2 and Apta-Trace are examples of structural motif-
searching techniques that have been developed in recent years.
APTANI2, an upgraded version of APTANI, was constructed
using Apta-Motif.223 It has a graphical interface that offers
more detailed information on the enriched aptamers.
APTANI2 selects high-frequency aptamers to find relevant
structural motifs. Then RNA sub opt is used to estimate prob-
able secondary structures based on minimum free energy
(MFE). Candidates are ranked based on a score that includes
both motif frequency and structural stability. MP-Bind calcu-
lates a motif-level Z-score using four statistical tests to deter-
mine the motif enrichment status between two or more SELEX
cycles. An n-mer window was utilised to find motifs on each
aptamer. Then, MP-Bind added the Z-scores of all the motifs
in each aptamer to get a meta-Z-score for the entire aptamer.
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Apta-TRACE also analyses sequencing data from multiple
rounds of selection. The Galaxy project, Apta-SUITE, and Apt-
Compare are multipurpose programmes that analyse
HT-SELEX data at many stages, making aptamer identification
more realistic.222

11.7.2 Molecular docking. The interaction between the
aptamer and target can be explored using molecular docking
(MD), a computational technique based on the principle of
lowest binding energy. Once a high-affinity aptamer is identi-
fied, the next step involves docking it with its target, typically a
protein. This simulation enables the determination of the
aptamer–target binding affinity through atomistic simu-
lations.222 Various AutoDock tools are available, as listed in
Table 3. MD employs two main categories of docking algor-
ithms: template-based (TB) and machine learning (ML).224 ML
algorithms predict molecular interactions using sequence and
structural data, while TB algorithms rely on known crystal
structures of aptamers and target molecules for prediction.225

Additionally, MD helps identify potential binding sites and
elucidate the mode of interaction between aptamer and
target.226 The effectiveness of aptamer–target interactions
depends on structural features such as bulges, hairpins, pseu-
doknots, and G-quadruplexes, enabling binding via electro-
static interactions, π-stacking, hydrophobic interactions, hydro-
gen bonding, van der Waals forces, or combinations
thereof.227 Moreover, the flexibility of an aptamer—whether
rigid or flexible—affects its binding mechanism. Rigid apta-
mers bind like a lock and key, maintaining their structure,
whereas flexible aptamers can adapt their structure to fit the
target’s epitope.228

In summary, MD simulations provide deeper insights into
aptamer–target interactions, crucial for optimizing and ration-
ally designing DNA aptamers.229 For instance, Zhang et al.
developed the ssDNA aptamer Z100 against zearalenone (ZEN)
and employed in silico docking analysis using AutoDock Vina
version 1.1.2 to investigate their interaction, resulting in a
binding free energy of approximately −9.6 kcal mol−1.230

Similarly, Farahbakhsh et al. conducted an in silico study on
aptamer AS1411 targeting nucleolin in cancer cells, identifying
the SS2-55 and SS4-54 loops as active sites through molecular
docking simulations.231

11.7.3 Molecular dynamics. The function of an aptamer is
intricately tied to its molecular structure, which is influenced
by factors such as local molecular environment, temperature,
pH, solvated ions, and other variables. Therefore, optimizing

both the structure and length of aptamers is crucial for tailor-
ing their properties. Despite the challenges in aptamer struc-
ture modelling, atomistic computational techniques like mole-
cular dynamics (MD) can generate realistic molecular models.
For instance, Xiao et al. and their team utilized microsecond-
scale, all-atom GPU-based MD simulations to explore how
thrombin responds molecularly to aptamer binding.243 Their
study focused on comparing the mechanical properties and
free energy landscapes of free thrombin versus thrombin
bound to an aptamer. By analysing residue fluctuations and
coupling, they revealed the allosteric effects induced by
aptamer binding at the atomic level, particularly highlighting
regions such as exosite II, 60s and sodium loops, and the
alpha helix region in the light chains, which play critical roles
in these allosteric modifications.244 This level of detail helps
elucidate previously observed phenomena and predicts mecha-
nisms such as reduced autolysis rates following aptamer inter-
action. To conduct these simulations, they employed the GPU-
enabled ACEMD simulation package, maintaining conditions
of 1 atm pressure and a temperature of 300 K using Langevin
damping with a damping constant of 0.10 and Berendsen
pressure control with a relaxation time of 400 fs. Similarly,
Xiao et al. employed MD simulations to compare aptamer–
growth factor interactions in the presence and absence of the
receptor PDGFRb. Their study characterized the aptamer–
growth factor complex structure to identify binding sites
across the complex, revealing reduced mobility of both mole-
cules after complex formation between PDGF-B and its
aptamer.243

12. Conclusion

This review delves into the specifics of aptamer-functionalized
nanoparticles in cancer therapy, highlighting their potential as
a targeted treatment option. Aptamers, short single-stranded
oligonucleotides, possess unique properties that make them
highly suitable for targeted therapy. Given the off-target effects
associated with conventional chemotherapy and other treat-
ment modalities, there is an urgent need for innovative thera-
peutic strategies in cancer treatment. This landscape is condu-
cive to the advancement of targeted drug delivery systems.
Aptamer-functionalized nanoparticles emerge as promising
candidates for anticancer therapy. Traditional nano-mediated
drug delivery primarily relies on the enhanced permeability

Table 3 Different AutoDock tools and their sources

Docking software Source Ref.

GRAMM https://vakser.bioinformatics.ku.edu/resources/gramm/gramm1 232 and 233
Hex https://hexserver.loria.fr/ 234 and 235
ZDOCK https://zdock.umassmed.edu 236 and 237
HADDOCK https://haddock.chem.uu.nl/Haddock 238 and 239
NPDock https://genesilico.pl/NPDock 240
AutoDockTools https://mgltools.scripps.edu 241
AutoDock https://autodock.scripps.edu/resources/references 242
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and retention (EPR) effect, which has inherent limitations. In
contrast, receptor-mediated targeting using aptamer-functio-
nalized nanoparticles can circumvent these drawbacks.
Despite growing interest in these active targeting ligands, their
clinical application remains limited. Therefore, addressing the
current state of aptamers is crucial for optimizing their
efficacy and minimizing side effects.

This review traces the journey from the discovery of the first
aptamer in 1990 to the latest advancements in SELEX, various
in silico approaches, and the development of diverse aptamer-
functionalized nanoparticles. By revisiting the literature and
examining current innovations, we aim to chart a course for
future research into the potential of these active targeting ligands
in cancer treatment. Adopting a biophysical approach, we explore
a range of quantitative and qualitative methods to analyse mole-
cular interactions, physical properties, and behaviours of
aptamer–nanoparticle conjugates. This understanding is vital for
the effective development of these conjugates for applications in
medicine, diagnostics, and beyond. By gaining deeper insights
into these interactions, we can better harness the potential of
aptamer-functionalized nanoparticles in targeted cancer therapy.

13. Challenges and future
perspective

Aptamer-incorporated nanoparticles hold immense promise
for advancing anticancer drug development and applications.
Despite growing interest in these active targeting ligands, their
clinical and preclinical use remains limited. To fully leverage
the potential of aptamers while minimizing side effects, it is
essential to address their current state.

In 1996, the United States FDA approved the first nano-
technology-based anticancer drug, which encapsulated doxo-
rubicin in PEGylated liposomes. Today, approximately ten
nanoparticle-based cancer drugs have received approval from
the FDA or other agencies and are commercially available.
These drugs are either untargeted or passively targeted,
extending the drug’s half-life and reducing side effects to
some extent. However, the therapeutic improvements have
been marginal, and off-target effects remain a significant
issue, highlighting the need for actively targeted nanoparticles.
Currently, over a dozen nanoparticles for cancer therapy are in
clinical trials, with many featuring active targeting. However,
none of these employ aptamer functionalization. Actively tar-
geted nanoparticles, particularly those functionalized with
aptamers, possess tremendous potential for future nanodrug
development and applications. Therefore, intensified research
efforts, improved experimental designs, and overcoming bar-
riers to clinical translation are imperative. A major obstacle to
the clinical application of aptamer-conjugated nanoparticles is
limited information on their target effects and toxicity in
animals or humans. Additionally, the availability of aptamers
for clinical use is restricted. Aptamers, as short single-stranded
nucleic acids, are prone to degradation in nuclease-rich phys-
iological environments. Most aptamers reported in the scienti-

fic literature are obtained through in vitro selection, raising
concerns about their in vivo affinity under physiological con-
ditions. Thus, innovative aptamer stabilization techniques and
SELEX (systematic evolution of ligands by exponential enrich-
ment) strategies are urgently needed. Before clinical trials can
commence, the biosafety of aptamer-based nanomedicines
must be thoroughly evaluated. Aptamers contain foreign
nucleic acids, posing risks of genomic insertion and immune
responses. Additionally, some aptamer-functionalized
materials exhibit inherent cytotoxicity. For example, cadmium-
containing quantum dots (QDs) have been shown to induce
DNA damage in cells and exhibit high toxicity. Systematic tox-
icity evaluations of candidate aptamer-integrated remedies are
essential to ensure biosafety in clinical trials.

In summary, this innovative approach to aptamer–nano-
particle conjugation offers profound insights that are crucial for
developing a highly effective and specific aptamer-functionalized
nanoparticle system for cancer therapy. Addressing the current
limitations and challenges is imperative to fully harness the
potential of these advanced systems. By overcoming these
hurdles, the door to the successful clinical application of
aptamer-functionalized nanoparticles in targeted cancer therapy
can be opened, promising a new era in cancer treatment.
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