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Biomedical imaging technology, which allows us to peer deeply within living subjects and visually explore
the delivery and distribution of agents in living things, is producing tremendous opportunities for the early
diagnosis and precise therapy of diseases. In this feature article, based on reviewing the latest
representative examples of progress together with our recent efforts in the bioimaging field, we intend to
introduce three typical kinds of non-invasive imaging technologies, ie., fluorescence, ultrasonic and
photoacoustic imaging, in which optical and/or acoustic signals are employed for analyzing various
diseases. In particular, fluorescence imaging possesses a series of outstanding advantages, such as high
temporal resolution, as well as rapid and sensitive feedback. Hence, in the first section, we will introduce
the latest studies on developing novel fluorescence imaging methods for imaging bacterial infections,
cancer and lymph node metastasis in a long-term and real-time manner. However, the issues of imaging
penetration depth induced by photon scattering and light attenuation of biological tissue limit their
widespread in vivo imaging applications. Taking advantage of the excellect penetration depth of acoustic
signals, ultrasonic imaging has been widely applied for determining the location, size and shape of organs,
identifying normal and abnormal tissues, as well as confirming the edges of lesions in hospitals. Thus, in
the second section, we will briefly summarize recent advances in ultrasonic imaging techniques for
diagnosing diseases in deep tissues. Nevertheless, the absence of lesion targeting and dependency on a
professional technician may lead to the possibility of false-positive diagnosis. By combining the merits of
Received 6th December 2022, both optical and acoustic signals, newly-developed photoacoustic imaging, simultaneously featuring
Accepted 23rd January 2023 higher temporal and spatial resolution with good sensitivity, as well as deeper penetration depth, is
DOI: 10.1039/d2cc06654h discussed in the third secretion. In the final part, we further discuss the major challenges and prospects for
developing imaging technology for accurate disease diagnosis. We believe that these non-invasive imaging
rsc.li/chemcomm technologies will introduce a new perspective for the precise diagnosis of various diseases in the future.
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1. Introduction

Bioimaging techniques enable an in-depth understanding and
direct visualization of the pathological changes of diseases in
living subjects.'” Since a growing body of evidence indicates
the importance of bioimaging technology, numerous kinds of
bioimaging technologies, such as computed tomography (CT),
single photon emission CT (SPECT), positron emission tomo-
graphy (PET), X-ray imaging, radiation imaging, Raman imaging,
magnetic resonance imaging (MRI), fluorescence imaging, ultra-
sonic imaging and photoacoustic imaging, have been developed
for the diagnosis and determination of diseases in the labora-
tory, and preclinical and clinical trials."™"* Among them, owing
to its outstanding advantages of rapid and sensitive feedback,
multiple signal acquisition capability, high temporal resolution,
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as well as maneuverable instruments, the non-invasive fluores-
cence imaging method has been employed as a powerful tool for
labeling and tracing specific molecules, proteins and organelles
in living cells and even whole animals, and is hence capable of
imaging and monitoring different diseases,**° such as ocular
diseases, different bacterial infections, cancer and lymph node
(LN) metastasis. Fluorescence imaging can also be utilized to
guide surgery in the treatment of disease.”*>
vious investigations have indicated that optical signals, which
are collected and analyzed in fluorescence imaging, are mainly
decided by interactions (including reflection, absorbance and
scattering) between photons and biological tissues.'®
However, intrinsic autofluorescence, photon scattering and
light attenuation by biological tissues results in a low tissue
penetration depth, unfavourable for imaging analysis in deep
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tissues.'*8

In contrast, ultrasonic imaging technology features
excellent tissue penetration ability, since ultrasound can travel
up to centimeters deep into biological tissue without loss of
coherence, enabling the feasibility of non-invasive imaging of
entire organs and organisms at high spatial (~100 pm) and
temporal resolution (~ 1 ms).>® On this basis, ultrasonic imaging
has been widely applied for detecting and diagnosing
diseases,***® such as tumors in different organs or tissues
(e.g., thyroid, breast, prostate, liver, kidney, and stomach),
inflammatory diseases and other types of abnormal situations.
Meanwhile, the exploitation of ultrasonic imaging as a guidance
method is essential in medical procedures, such as surgery,
biopsy and microwave ablation.>**° Current ultrasonic imaging
technologies mainly include grayscale and Doppler ultrasono-
graphy, as well as the contrast-enhanced ultrasonic imaging
modality. However, the original ultrasound images show inher-
ent characteristics of low contrast and fuzzy boundaries, which
remain challenges for the automatic segmentation of tumors
and the professionalism of technicians.’™** Furthermore, the
absence of a lesion targeting capability is adverse to precisely
diagnosing and determining diseases. These above challenges
may be addressed by combining the specific features of both
optical and acoustic signals into one imaging technology.**"°
Accumulating evidence shows that the emerging photoacoustic
imaging, one kind of hybrid imaging modality which simulta-
neously takes advantage of both optical and acoustic signals, has
been designed and has served as a versatile tool for disease
imaging and analysis.*”*° Many photoacoustic contrast agents
have been constructed in recent developments, intended to
improve the quality and resolution of images and increase the
accuracy of disease diagnosis.*’*° More recently, emerging
bioorthogonal chemistry has emerged as a powerful strategy to
design and develop high-performance probes and/or contrast
agents (e.g., tetrazine bioorthogonal probes and bispecific
immunoconjugate) for wash-free imaging and the early
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Fig. 1 Scheme of fluorescence, ultrasonic and photoacoustic imaging
technology in precise disease detection and diagnosis. Reprinted with
permission from ref. 79, 106 and 190. Copyright 2018 Springer Nature;
2022 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim; 2022 Springer
Nature Limited.

diagnosis of specific biological targets in tumors.**** The
achievements of bioorthogonal chemistry in the design and
construction of novel probes or contrast agents would provide
new opportunities for improving fluorescence, ultrasonic and
photoacoustic imaging. In another respect, with the great
advances in nanotechnology, the fabrication of functional nano-
systems would produce considerable new opportunities for
designing and developing high-quality fluorescence, ultrasonic
and photoacoustic imaging techniques.*>™*

Based on the latest representative examples of progress
together with our recent efforts, we will survey representative
advances in these three typical classes of imaging technology
(i.e., fluorescence, ultrasonic and photoacoustic imaging mod-
alities) in this Feature article (as exhibited in Fig. 1). The first
section discusses the latest studies for designing and fabricating
novel fluorescence imaging strategies with the capability of
lesion targeting and crossing biological barriers (e.g., the
blood-brain barrier (BBB)), which are further employed for
long-term and real-time imaging analysis and detection of
bacterial infections, cancer and LN metastasis. The second
section explores optimized ultrasonic imaging techniques, and
the fabrication of novel ultrasonic contrast agents with improved
imaging and targeting ability in contrast-enhanced ultrasonic
imaging. The third section discusses emerging approaches for
constructing high-performance photoacoustic imaging methods,
suitable for accurately diagnosing disease. The final part of this
review illustrates conclusions about and future perspectives for
fluorescence, ultrasonic and photoacoustic imaging modalities
in clinical transformation and disease diagnosis.

2. Fluorescence imaging

In the fluorescence imaging method, multifunctional probes,
simultaneously featuring excellent fluorescent properties (e.g.,
strong and stable fluorescence, multicolor-emitting fluorescent
signals, or near-infrared fluorescence), lesion targeting and
accumulation capability, are able to improve the quality and
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resolution of images.'® Numerous kinds of fluorescent probes
(e.g., fluorescent proteins, fluorescent dyes and fluorescent
nanomaterial-based probes) have been employed to label and
trace different molecules, proteins, cells, and tissues and their
dynamic progress.’®® In particular, fluorescent proteins are
suitable for labeling various cells, viruses, genes and so forth;
fluorescent dyes are appropriate for imaging and analyzing
antibodies, peptides, small molecule drugs and so on. With
significant advances in nanotechnology, nanomaterials (e.g., II-
VI quantum dots (QDs), carbon dots (CDs), upconverting
nanoparticles (UCNPs) and silicon-based nanoparticles (SiNPs))
featuring attractive optical properties, have been exploited as
novel high-performance fluorescent nanoprobes for biomedical
imaging applications.>®*”! As demonstrated in previous stu-
dies, the resultant fluorescent nanomaterials (e.g., II-VI QDs
and SiNPs) possess superior fluorescent stability compared to
organic dyes, and thus are eminently suitable for the long-term
and real-time imaging analysis and detection of diseases.”>””
Recently, fluorescent SiNPs, porous SiNPs and mesoporous
silica NPs (MSNs) have been explored as excellent antibiotics,
with highly selective imaging and therapeutic activity against
bacteria.”®”’® For example, Zhai et al. synthesized a class of
theranostic probe, made of vancomycin (Van)-modified fluor-
escent SiNPs (SiNPs-Van) to specifically image Gram-positive
bacteria, such as Staphylococcus aureus (S. aureus).”®

As presented in Fig. 2(a), the designed SiNPs-Van probes
offered the ability to specifically target and locate on the surface

SiNPs-Van
@ Van @
SiNPs van: ©

e D-Ala-D-Ala
& ? { Van binding site

Cell wall

®

Membrane

SiNPs-Van Cell envelope of Gram-positive bacteria

%‘lﬂklldl«llﬁ

=== Low

0.5 day 1 day 1.5 day

High

4 day G day

kfll.gll\qll....u,w

View Article Online

ChemComm

of Gram-positive bacteria, such as S. aureus, because the Van on
the surface of SiNPs-Van probes can specifically identify the
D-Ala-D-Ala Van binding sites on the walls of specific bacteria.
Fig. 2(b) further shows that obvious and stable fluorescence
signals can be detected in infected sites even after 24 h treatments,
while the fluorescence signals of the developed nanoprobes in
control sites are almost missing after 9 h treatments. These results
revealed that the SiNPs-Van nanoprobes showed longer retention
time in infected sites. Further, the fluorescent signals greatly
decreased after continuous therapy for 8 days, indicating the
therapeutic effects of the SiNPs-Van (Fig. 2(c)). Following that, the
same group further exploited the SiNPs-Van probes for rapidly
imaging S. aureus in vitro, capable of diagnosing S. aureus-induced
bacterial keratitis in a short time (less than 10 min).*® On this basis,
Tang et al. developed a novel SiNP-based nanoprobe, mainly
consisting of fluorescent SiNPs functionalized with glucose polymer
(GP) molecules and loaded with chlorin e6 (Ce6) agents (GP-Ce6-
SiNPs),*' aiming at concurrent fluorescence imaging and treat-
ments of different bacterial infections (Fig. 2(d)). As exhibited in
Fig. 2(e), obvious fluorescence signals, eg., green fluorescence
signals from SiNPs and red fluorescence signals from Ce6, could
be detected on both left and right sites infected with 10" CFU of P.
aeruginosa (PA) and S. aureus (SA), respectively, revealing the
bacterial broad-spectrum imaging capability of the developed GP-
Ce6-SiNPs nanoprobes. More importantly, when the bacterial
concentration was as low as 10° CFU, the fluorescence signals of
the SiNPs and Ce6 were still detectable in bacteria-infected sites,

)

3 o
" ROS generation

GP-Ce6-SiNPs e
Bacteria )
. - M
Gram-positive  Gr: gati ABC transporter
e
107 570, 107 ; N
PA N SA x
' ) T
“ %
GP-Ce6-SiNPs SiNPs
f s -
=
-
S8 x
PBS ™~ " ha z
N /PAISA
. S < _
g o &
; x
GP-Ce6-SiNPs g

‘.Kal

SiNPs Ceb

Fig. 2 Fluorescent SiNP-based probes for the sensitive imaging of bacterial infections. (a) A schematic explanation of the preparation of SiNPs-Van for
the imaging and treatment of different bacteria. (b) Images of infected and uninfected sites after treatment with SiNPs-Van at different time points. The
red arrow indicates infected sites; the white arrow indicates uninfected sites. (c) Images of S. aureus-infected mice after treatment with SiNPs-Van for 8
days. Reprinted with permission from ref. 79. Copyright 2018 Springer Nature. (d) A schematic explanation of GP-Ce6-SiNPs developed for imaging and
treating different kinds of bacterial infection. (e) Fluorescent images of SA (right) or PA (left) infected sites on the back of mice after treatment with the
developed GP-Ce6-SiNPs. The concentration of bacteria was 1.0 x 107 CFU. (f) Fluorescent images of SA or PA (right) and PBS (left) treated sites on the
back of mice after treatment with the developed GP-Ce6-SiNPs. The concentration of bacteria was as low as 1.0 x 10°> CFU. Reprinted with permission
from ref. 81. Copyright 2019 Springer Nature Limited.
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further revealing the highly-sensitive imaging capability of the
designed GP-Ce6-SiNPs for various bacteria (Fig. 2(f)). Thus, this
research could also provide imaging evidence for discriminating as
few as 10°> CFU of SA or PA in vivo.

To target and label specific tumor cells, He and coworkers
utilized a kind of cyclo-(Arg-Gly-Asp-D-Tyr-Cys) peptide (namely
¢(RGDyC)) to make various fluorescent silicon nanomaterials
with the function of specific tumor-targeting capability, suita-
ble for the analysis and detection of tumors with overexpressed
o,B; on their surface.*»® Further, the c(RGDyC)-modified
fluorescent SiNPs (SiNPs-RGD) could also emerge as nano-
probes for the targeted imaging detection of corneal neovascu-
larization (NV) owing to the targeting ability of ¢(RGDyC) for
new blood vessels.®* As is well known, the blood-brain barrier
(BBB) would inhibit the fluorescence imaging by probes for
labeling and monitoring glioblastoma (GBM) and brain
diseases.®®” Hence, the design and fabrication of novel fluor-
escent nanoprobes featuring outstanding BBB penetrability are
of great significance, allowing the in vivo imaging analysis and
detection of brain diseases.

Previous studies have revealed that bacteria can bypass the
specific BBB in vivo,®*°° indicating that bacteria could be
employed for the treatment of central nervous system diseases.
By taking into account the merits of bacterial systems, Sun and
co-workers developed a type of nanobacteria probe (namely
Trojan nanobacteria) by combining fluorescent SiNP nano-
probes and live bacteria.”" The developed Trojan nanobacteria
simultaneously possess the optical properties of SiNPs and the
BBB penetrability of bacteria, and are therefore suitable for
in vivo multi-modal imaging and combined therapy of tumors
in the brain or deep tissues.”®> In 2022, through surface
modification with the BBB-targeting ligand glucosamine (G),
the same group further developed a kind of nanoprobe with
BBB-targeting ability, which was made from G-modified SiNPs
loaded with ICG molecules (G-ICG-SiNPs).”* The G-ICG-SiNPs
nanoprobes were able to bypass the BBB through GLUT1-
mediated transcytosis because of the existence of G molecules,
and are thus capable of simultaneous fluorescence imaging
and photothermal therapy of GBM.

Recently-reported studies have revealed that fluorescent
nanomaterials encapsulated with different cellular membranes
can also obtain distinct targeting ability, allowing in vivo ima-
ging and tracing of tumors.”*°® Han et al. thus designed a
SiNP-based exosome (SiNPS@EXO) probe through facile elec-
troporation effects (Fig. 3(a)).”” The developed SiNPS@EXO
probes featured homologous targeting capability, as well as
strong and stable fluorescence, which was able to distinguish
normal and metastatic sentinel lymph nodes (SLNs). In parti-
cular, because of the tumor-homing effects of cancer-cell-driven
exosomes, the SINPs@EXO probes could trace a homologous
tumor cell and accumulate in metastatic SLNs rather than
normal SLNs, thus enabling the identification of normal and
metastatic SLNs (Fig. 3(b)). Fig. 3(c) demonstrates that weak
fluorescence signals could be detected in the SiNP-treated
metastatic SLNs; in sharp contrast, obvious green fluorescence
signals could be observed in the metastatic SLNs of a mouse

This journal is © The Royal Society of Chemistry 2023
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Fig. 3 Fluorescent SiINPs@EXO probes for distinguishing normal and
metastatic SLNs. (a) Scheme of preparation of SiINPs@EXO nanoprobes.
(b) Scheme of SINPS@EXO nanoprobes specifically tracing LN metastasis
in vivo. (c) Confocal and H&E-staining images of metastatic SLN frozen
sections after treatment with SINPs@EXO. Scale bars, 1 mm and 100 pm.
(d) Confocal and H&E-staining images of healthy SLN frozen sections after
the treatment with SINPs@EXO. Scale bars, 1 mm and 100 pm. Reprinted
with permission from ref. 97. Copyright 2021 American Chemical Society.

with a tumor. Meanwhile, as exhibited in Fig. 3(d), both SiNP-
and SiNPs@EXO-treated healthy SLNs showed negligible green
fluorescence signals, indicating that SINPS@EXO probes pos-
sessed targeting ability for metastatic SLNs, and are more
suitable for distinguishing normal and metastatic SLNs.
Despite the above-mentioned achievements in fluorescence
imaging, several limitations, including tissue absorption, scattering
and spontaneous fluorescence, are adverse to the resolution of
in vivo fluorescence imaging.’® In comparison to fluorescence
imaging, phosphorescence imaging can to some extent eliminate
interference from biological auto-fluorescence and obtain higher-
quality images with a high signal-to-background ratio through
time-resolved imaging techniques.®® In 2020, Wang et al. designed
a type of silicon-based nanomaterial, made of metal-organic
framework (MOF)-modified SiNPs (MOFs@SiNPs), which could
exhibit good room-temperature phosphorescence signals (max-
imum emission wavelength: 505 nm).%® In the following year, Cui
et al. developed zinc-doped silica nanospheres (Zn@SiNSs), which
simultaneously possessed outstanding fluorescence and room-
temperature phosphorescence. Then, they further modified the
surface of Zn@SiNSs with functional ¢(RGDyC) to prepare silicon-
based fluorescent and phosphorescent nanoprobes, namely

Chem. Commun., 2023, 59, 2399-2412 | 2403
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RGD-Zn@SiNSs probes."®”™" The as-prepared RGD-Zn@SiNSs
probes could distinguish obvious phosphorescence signals from
the auto-fluorescence background from tissues. Taking advantage
of their unique optical properties and targeting ability, they
further employed the newly-constructed RGD-Zn@SiNSs probes
for specifically distinguishing tumor tissues from normal tissues.

3. Ultrasonic imaging

Ultrasound, known as a kind of mechanical wave with high
penetrative power, has outstanding tissue penetration ability
and low side effects on surrounding tissues. In virtue of the high
penetration ability of ultrasound, ultrasonic imaging technology
has been established as a mature and non-invasive imaging
method, suitable for determining the location, size and shape of
organs, identifying normal and abnormal tissues, and confirm-
ing the edges of lesions in clinics."®™% To date, ultrasonic
imaging has been one of the most widely-used imaging mod-
alities in hospitals, with tens of millions of patients undergoing
ultrasonic examinations each year in China.'®” Commonly-used
ultrasonic imaging strategies mainly include grayscale ultrasonic
(GSUS), Doppler ultrasonic (DUS), and contrast-enhanced ultra-
sonic (CEUS) imaging. Among them, GSUS imaging technology,
also known as the B-mode ultrasonic imaging modality, is
suitable for displaying the anatomical structures of tissues or
organs in a section, and further exhibiting the functioning of
tissues and organs in a real-time manner."® Over past decades,
GSUS imaging technology has been widely used to diagnose
various diseases in hospitals and clinics.>'** While the intrinsic
properties of original ultrasonic images, such as low contrast
and blurry boundaries, set challenges for the automatic segmen-
tation of tumors.>"*? Hence, substantial efforts have been made
to develop improved ultrasonic imaging methods, including
ultrasensitive, quantitative, high-resolution and high-frequency
ultrasonic imaging, as well as 4D functional ultrasonic imaging,
aimed at improving the accuracy of tumor diagnosis.'”*"” By
combination with other image analysis techniques (e.g., artificial
intelligence (AI) and deep learning), professionals can reduce
interference from false positive signals and effectively determine
the boundary of tumor tissues.***'**> In 2017, Dong and co-
workers developed an adaptive fuzzy C-means (FCM) method
based on the Hausdorff distance definition to segment the
ultrasonic imaging of breast cancer by adaptive selection of
adjacent regions of each pixel for distance measurement and
centroid updating.®” This suggested that the developed method
had the potential for computer-aided diagnosis of breast tumors
and other kinds of ultrasound-guided processes. Recently, Fang
et al. developed a novel type of method for quantifying lung
ventilation using a conventional GSUS imaging system.116 They
proved that the developed Shannon entropy (namely ShanEn),
estimated from an analysis of grayscale histograms of ultra-
sound images, has great potential to improve the quality of
traditional ultrasound lung ventilation detection and provide a
quantitative, non-radiation, affordable and bedside monitoring
method in future potential applications.
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DUS imaging was first proposed by Austrian physicist Chris-
tian Doppler in 1842."%7"*° DUS imaging is a physical phenom-
enon based on the Doppler effect, which is caused by the
movement of a sound source or receiver causing a change in
the frequency of sound waves (i.e., a Doppler shift). DUS imaging
can be divided into pulsed wave,'*® continuous wave,"*" high
pulsed repetition frequency,’* and multi-point selection
Doppler,'* as well as the commonly-used color Doppler flow
imaging (CDFI)."™ Because of the high sensitivity of DUS
imaging in the detection of moving objects, blood flow informa-
tion for many organs and parts of the human body can be
obtained by DUS imaging technology. In the clinic, DUS exam-
ination can be exploited for effectively detecting cerebrovascular
diseases, and the timely diagnosis of intracranial and extracra-
nial vascular narrowing obstruction, arteriovenous malforma-
tion, and vasospasm. Further, DUS imaging is increasingly
utilized to assess renal perfusion in renal diseases, and a
Doppler-based renal resistance index can be used to detect
patients at risk of acute kidney injury and further distinguish
between transient and persistent acute kidney injury. Taking
advantage of its high spatio-temporal resolution, deep tissue
penetration, as well as high sensitivity and portability, ultrafast
DUS imaging technology could provide unique information
about brain function through non-invasive imaging analysis."**

The CEUS imaging modality has had many types of clinical
impact on detection and diagnosis, such as tumors in different
tissues (e.g., liver, kidney, uterus, prostate, thyroid, and mam-
mary gland), lymph node metastasis, diverse inflammations, as
well as acute kidney injury.’®™*'® Compared to GSUS and DUS
imaging modalities, the existence of ultrasonic contrast agents
in the CEUS imaging method can improve the resolution and
sensitivity of ultrasonic diagnosis by enhancing echo-
backscatter by the contrast media.'°>"*® One kind of commer-
cial ultrasonic contrast agents, e.g., Sonovue, is made of the
stabilized MBs where the inert gas (e.g., sulfur hexafluoride
(SFe6), etc.) with low diffusivity, thus featuring good stability and
being suitable for the long-term monitoring of each section of
diseases."”"*° Tumor localization using MBs is based on an
imaging evaluation of the microvascular perfusion character-
istics of abnormal tumors.”*>**" As a typical example, Dong
et al. combined conventional GSUS and Sonovue-based CEUS
imaging modalities, as well as blood cell analysis to improve
the diagnostic accuracy for different diseases, such as plasma
cell mastitis, malignant small breast masses, and inflammatory
mass stage periductal mastitis/duct ectasia.’?” "> In addition,
Zlitni et al. utilized emerging bioorthogonal reactions and
technologies for the highly-selective capture of functionalized
MBs to enhance ultrasonic image contrast and improve the
quality of ultrasound molecular imaging in the diagnosis of
tumors.** Nevertheless, these existing MBs (used as established
ultrasound contrast agents) are limited to long-term and contin-
uous ultrasonic imaging, being unable to provide integrated
information about the occurrence and developments of diseases,
due to the insufficient stability and rapid decay of ultrasonic
signals of the MBs."*® To address these issues, Cen et al. utilized
fluorinated block-bearing amphiphilic copolypeptides to stabilize

This journal is © The Royal Society of Chemistry 2023
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MB-based ultrasonic contrast agents filled with perfluorocarbon
(PFC, a commonly-used contrast medium),"*>*** enabling long-
term ultrasonic imaging in disease diagnosis.’®® As shown in
Fig. 4(a), a series of hydrophilic copolypeptides were synthesized,
which were composed of a hydrophilic polyethylene glycol (PEG)
block, and fluorinated perfluorooctanoyl and diacetylene moiety
blocks, respectively, to induce the formation of outer and inner
layers of MB shells. After that, they also emerged as stable
materials to stabilize PFC-filled MBs. As further presented in
Fig. 4(b), under in vitro and in vivo conditions, the maleimide
moieties on the peripheral surface of PFC-filled MB structures
could react with the existing albumin in solution or in bodies,
producing in situ aggregation to enhance their CEUS imaging
capability. They thus indicated their suitability for both GSUS and
CEUS imaging of the liver and kidney, accompanied by enhanced
CEUS imaging effects.

Benefiting from rapid achievements in the field of func-
tional nanomaterials, numerous kinds of nano-contrast
agents, made of functional nanocarriers loaded with gas-
releasing molecules or covalently coupled with gas-generating
groups,'® have been designed and constructed in recent years,
with potential for GSUS and CEUS imaging analysis. Most
previous studies have focused on gases with known anticancer
effects, including but not limited to sulfur dioxide (SO,),
hydrogen sulfide (H,S), nitric oxide (NO), carbon dioxide
(CO,), carbon monoxide (CO), oxygen (O,), hydrogen (H,),
and heavy gases that act via a gas-generating process."*> Among
them, the gases H,, O,, CO, and nitrogen (N,) have also
emerged as ultrasonic contrast agents, which are feasible for
improving the intensity and contrast of acoustic signals in
ultrasonic imaging analysis."***** Combined with different
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Fig. 4 The construction of ultrasonic contrast agents and their applica-
tions in CEUS imaging. (a) Schemes for the preparation of precursors, such
as amphiphilic block copolypeptides. (b) Schemes for the fabrication and
bioimaging applications of gas-filled MBs via ultrasonic treatment. Rep-
rinted with permission from ref. 106. Copyright 2022 Wiley-VCH Verlag
GmbH & Co. KGaA, Weinheim.
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nanosystems (e.g., polymers, cerium oxide (CeO,), ketalized
maltodextrin, PLGA NPs and different silicon-based nanoma-
terials), many kinds of CO,-generating groups, such as carbo-
nate side chains, ammonium bicarbonate, sodium bicarbonate,
and calcium carbonate (CaCOj3), have been widely exploited to
fabricate novel types of gas-generating nanoplatforms, capable
of in situ producing MBs of CO, gas to enhance the efficiency of
ultrasonic imaging analysis. ¥4

Early in 2010, Kang et al. presented a kind of strategy to
design and construct novel CO, gas-generating polymeric NPs
(GGPNPs)."*® They revealed that the GGPNPs could yield nano-
bubbles that coalesce into microbubbles, which could resonate
under an ultrasound field. Thus, the GGPNPs served as contrast
agents capable of facilitating in vivo ultrasonic imaging. Due to
their advantages of good biosafety and easy surface modifica-
tion, silicon-based nanomaterials, such as dense silica NPs
(SiO,), MSNs and dendritic mesoporous organosilica NPs
(MONSs), have recently been used to construct gas-generating
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Fig. 5 The construction of silicon-based ultrasonic contrast agents and
their CEUS imaging applications. (a) The design and construction of
ultrasonic contrast agents of ICG-CAT@MONSs. (b) Schematic illustration
of ICG-CAT@MONSs for dual-modality imaging-guided therapy in an
H,O,-rich tumor. (c) The ultrasonic and photoacoustic imaging of tumors
treated with ICG-CAT@MONSs. Reprinted with permission from ref. 140.
Copyright 2021 Elsevier B.V. (d) Schematic illustration of the design and
preparation of Wnt3a protein-loaded TPSi NPs (Wnt3a@TPSi NPs)-labeled
stem cells and their bioimaging applications for guiding the transplantation
of stem cells. (e) Ultrasonic images of tissues after the subcutaneous
injection of Wnt3a@TPSi NPs-labeled stem cells. (f) /n vivo ultrasonic
imaging of a cardiac structure before and after intramyocardial injection
of Wnt3a@TPSi NPs-labeled stem cells. Reprinted with permission from
ref. 147. Copyright 2019 Wiley-VCH Verlag GmbH & Co. KGaA, Weinheim.
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nanosystems.'*>'*® For example, Huang et al. designed and
developed a novel MON-based ultrasonic contrast agent, made
of dendritic MONs simultaneously loaded with indocyanine
green (ICG) and the macromolecule catalase (CAT). In this
system, the endogenous H,0, would be decomposed by CAT
to generate O, MBs, and would thus be suitable for intensifying
ultrasonic signals in imaging analysis.'*® Fig. 5(a)-(c) illustrate
the synthesis of MONs and subsequent loading of ICG and CAT
for photoacoustic/ultrasonic dual-modality imaging-guided
therapy in H,O,-rich tumors.

In addition to gas-releasing systems, aggregations of porous
SiNPs have also emerged as ultrasonic contrast agents for
enhanced ultrasonic imaging. In 2019, Qi et al. presented a
new Si-based ultrasonic contrast agent, which consisted of
porous Si NPs (TPSi NPs) loaded with Wnt3a protein and
coupled with a cell-penetrating peptide (virus-1 transactivator
of transcription) (Fig. 5(d)).**” Fig. 5(e) demonstrates the ultra-
sonic imaging ability of the developed Wnt3a@TPSi NPs
through subcutaneous injection. Furthermore, due to the
intracellular aggregation of the TPSi NPs, the designed
Wnt3a@TPSi NPs-labeled mesenchymal stem cells (MSCs)
could show enhanced acoustic signals, compared to unlabeled
MSCs (Fig. 5(f)). This new strategy thus provides a useful
reference for exploring the design and construction of non-
gas-related ultrasonic contrast agents, e.g., solid ultrasonic
contrast agents featuring acoustic scattering, in the clinic.

4. Photoacoustic imaging

As mentioned above, major challenges still remain for improving
the tissue penetration of the fluorescent imaging technique, and
the specific targeting ability of the ultrasonic imaging method.
The emerging photoacoustic imaging, by a combination of both
optical and acoustic signals,’° simultaneously features higher
temporal and spatial resolution with good sensitivity, deeper
penetration depth, and desirable targeting capability. Extensive
studies have demonstrated that the acoustic signals generated by
the thermal expansion of optically absorbent objects are able to
overcome the significant drawbacks of the high scattering of
photons in biological tissues."*®'*® In detail, the absorbed light
energy can lead to the production of instant thermoelastic
expansion in tissue structures, and further create an ultrasound
wave with broadband features.'*® Then, the ultrasound wave
would be first received through an ultrasonic transducer, and
then converted to electric signals, finally yielding a photoacous-
tic image."”® The light-absorption coefficient (LOC) of targeted
tissues and applied photoacoustic contrast agents can determine
the final imaging quality. Hence, after the demonstration of
photoacoustic effects by Alexander Graham Bell,">" many efforts
have been devoted to developing high-performance photoacous-
tic contrast agents, including inorganic (e.g., gold nanomaterials,
MXene-based nanomaterials, carbon nanomaterials, and SiNPs)
and organic (e.g, organic small molecules, polymers and
DNA-derived structures) contrast agents.'>>™"*° Up to the present,
a number of studies have reported the development of
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photoacoustic contrast agents for the imaging analysis and
detection of bacterial infections, tumors, ophthalmic diseases,
pulmonary fibrosis, gastrointestinal tract, vasculature, and
brain.'>*

Gold nanomaterials and/or nanocomposites, including gold
NPs (AuNPs), gold NRs (AuNRs), gold nanostars (AuNSs), gold
nanoflowers (AuNFs), gold nanotriangles (AuNTs) and other
nanohybrid structures, have been synthesized and exploited to
construct photoacoustic contrast agents for the imaging of
diseases, since they possess outstanding light absorption and
photothermal conversion ability, resulting from significant
localized surface plasmon resonance (LSPR) effects."”” "%?
Additionally, gold nanomaterials have good physiochemical
properties, strong chemical inertness and a high extinction
coefficient, as well as a high photothermal conversion effect
upon irradiation by a laser source.'®*"'%> Combined with SiNRs,
SiNWs, magnetic NPs (Fe;0, NPs) and bacteria-derived natural
Fe;0, magnetosomes, gold nanomaterials have emerged as
satellites to form core-satellite nanostructures with specific
functionalities.®>'°*'%® He and co-workers developed Si-Au
nanocomposites with nuclear-satellite structures, i.e., AuUNP-
decorated SiNRs (Au@SiNRs).** As illustrated in Fig. 6(a), the
SiNRs with strong and stable fluorescence were first synthe-
sized through a microwave-assisted method, and then the
Au@SiNRs were obtained after the in situ growth of AuNPs on
their surface. The TEM images in Fig. 6(b) show that a number
of AuNPs were observed on the surface of a single SiNR.
Afterwards, Au@SiNRs-based contrast agents were modified
with RGD, enabling their enhanced tumor accumulation. As a
result, compared with insignificant or weak photoacoustic
signals in the PBS- or Au@SiNRs-treated tumors, more obvious
PA signals could be detected in RGD-Au@SiNRs-treated tumors
(Fig. 6(c)), providing imaging evidence that the Au@SiNRs were
superbly capable of the specific photoacoustic imaging analysis
of tumors. Moreover, by including the merits of the good
fluorescence performance of SiNRs, the obtained Au@SiNRs
probes could be suitable for the multi-modal imaging (e.g,
fluorescence and photoacoustic imaging) of tumor tissues. By
wrapping the surface of gold nanomaterials with distinctively
functional shells, such as chitosan, graphene oxide (GO), silica
(SiO,) or polydopamine (PDA, a robust synthetic melanin), gold
core-shell nanostructures can also be designed and
constructed.'®>'®*"”" In particular, owing to the ability of
SiO, layers to reduce thermal resistance at a particle’s surface
and stabilize a particle’s shape, different kinds of Au-SiO, core-
shell nanostructures have been fabricated to enhance the
photoacoustic response from gold nanomaterials.’”®”* Recent
studies highlighted that the thermal expansion of SiO,-coated
nanorods and surrounding liquid could generate an acoustic
emission. The enhancement of the thermal conductance
between Au-SiO, and SiO,-water interfaces may induce an
enhancement in acoustic signals.'”®”? In addition, owing to
the targeting ability of hyaluronic acid (HA) for the CD44
receptor (overexpressed on a tumor cell surface),"®"'”* HA-
modified nanoparticles have been employed to enhance the
delivery of drugs, proteins or genes. Based on the advantages of
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Fig. 6 The construction and photoacoustic imaging analysis of gold
nanohybrid-photoacoustic contrast agents. (a) Schemes for the prepara-
tion of Au@SiNRs and RGD-Au@SiNRs. (b) TEM images of Au@SiNRs. Scale
bars, 100 nm and 5 nm. (c) In vivo photoacoustic imaging of tumor tissues
treated with the prepared RGD-Au@SiNRs. Reprinted with permission from
ref. 82. Copyright 2019 Springer Nature Switzerland AG.

HA, Au-HA nanocomposites have been developed for the photo-
acoustic targeted imaging of tumors. In addition, metal-related
shells (e.g., Ag,S/Se, Ag, or Pd) are also employed to coat gold
nanomaterials for enhanced photoacoustic imaging.'®®'”>'
Previous studies revealed that the existence of Ag" offers the
ability to quench the photoacoustic signals of gold-based con-
trast agents, while the photoacoustic signals will recover when
the Ag" ions are released from the surface of the gold-based
contrast agents, and thus they are suitable for the selective
photoacoustic tracing of Ag" release in Ag'-related bacterial
treatments."® Furthermore, Pd-tipped Au nanorods (PTA NRs)
and Pd-coated Au nanorods (PCA NRs) were also fabricated and
used as photoacoustic contrast agents.'”” STEM and element
mapping images revealed the successful fabrication of PTA
NRs and PCA NRs. After 4 h injection, photoacoustic signals
are distinctly enhanced since the distribution of PTA NRs is
distinctly increased in the tumor microvasculature; after the
treatments for 12 h, the photoacoustic images of the PTA NRs-
treated tumor tissues exhibited the strongest enhancement, thus
suggesting the long-term blood circulation of PTA NR.

To date, various kinds of strategies have been developed to
design multi-functional gold nanoclusters or nanoaggregates,
enabling the possibility of enhanced photoacoustic imaging.'”” %
Xu et al. presented a simple and versatile approach, combined with
emulsion-templated and polymer-guided assembly, to fabricate a
series of tuneable gold patterns.'®* The developed gold nanoaggre-
gates are useful for imaging-guided cancer therapy, owing to their
longer residence time in tumors. Additionally, other nanomaterials,
including nanogels, UCNPs, down-conversion NPs (DCNP) and
Ag,S QDs, have been utilized to prepared spherical AuNPs/AuNRs
vesicles by self-assembly.'®* % In 2017, Emelianov and co-workers
used poly(n-isopropylacrylamide) (PNIPAM)-based nanogels to con-
trol the aggregation of AuNRs,'® intending to synthesize spherical
AuNR nanoclusters with increasing photoacoustic signals. Gao
et al. developed pH-responsive AuNPs-Ag,S vesicles, made from
the self-assembly of the pH-responsive polymer thiolated polystyr-
ene-co-poly(4-vinylpyridine) grafted AuNPs and Ag,S QDs, which are
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feasible for multimodal imaging analysis (including photoacoustic
and NIR-II fluorescence imaging) of cancer.'®" In 2021, Zhang et al.
designed a new kind of silica-encapsulated self-assembled gold
nanochain (AuNCs@Si0,), which is suitable for tumor diagnosis in
an accurate manner.'”® The SiO, shell was formed to improve the
biocompatibility and to preserve the physicochemical stability of
the AuNC-based contrast agents.

On the other hand, novel strategies for in situ AuNP aggregation
triggered by internal or external stimuli have been developed.
The internal stimuli mainly include cells and their microenviron-
ments, such as immune cells, reactive oxygen species (ROS),
proteins, glutathione (GSH), enzymes (e.g., caspase-3 enzyme) and
pH.'®% The external stimuli consist of drugs or agents (e.g,
vascular disrupting agents), chemiluminescence, and ultraviolet
light."®** For internal stimuli, Emelianov and co-workers devel-
oped a new kind of photoacoustic contrast agent, made of glycol-
chitosan-coated gold NPs (GC-AuNPs), realizing the noninvasive
imaging of sentinel LN (SLN) metastases.'®® In this case, after
peritumoral injection, the injected GC-AuNPs could first be taken
up by immune cells and further triggered to form aggregations
inside them. Afterwards, the GC-AuNPs-labelled immune cells
could be transported to SLNs by lymphatic vessels. Lastly, the
existence of a metastatic lesion was able to influence the distribu-
tion of GC-AuNPs-labelled immune cells. It has been elucidated
that a metastatic lesion could induce a decrease in immune cells in
an SLN. Hence, the reduction in photoacoustic signals was
exploited to detect SLN metastases via ultrasound-guided photo-
acoustic images. Recent studies have reported that ultraviolet (UV)
light is able to trigger the aggregation of small-sized AuNPs."'**%*
Typically, in 2016, Gao et al. modified the surface of AuNPs with
PEG5000 ligands containing specific diazirine terminal groups,
sensitive to 405 nm UV light, to construct photolabile AuNP-
based contrast agents, namely PEG-AuNPs."” After irradiation by
a 405 nm laser, the constructed PEG-AuNPs probes could get
together to form larger AuNP aggregations through covalent
cross-linking of diazirine groups between the surfaces of two
adjacent AuNPs. The results presented in this research demon-
strated that the UV-triggered AuNP aggregates were able to exhibit
obviously enhanced PA signals, while the primary PEG-AuNPs
without irradiation by a UV laser displayed weak photoacoustic
signals. On this basis, He and coworkers designed and constructed
a novel AuNP-based probe (named GP-dAuNPs@Ce6), made of GP-
and diazirine-coupled AuNPs loaded with Ce6 molecules, capable
of being eaten by Gram-negative and Gram-positive bacteria, which
further aggregated inside the bacterial cells after irradiation by a
405 nm UV laser."® As shown in Fig. 7(a), both Gram-negative and
Gram-positive bacteria could actively swallow the prepared counter-
feit “foods”, the GP-dAuNPs@Ce6 probes containing GP groups on
their surface, through the bacteria-specific ABC transporter path-
way. Importantly, continuous irradiation by the 405 nm laser could
induce the in situ aggregation of the GP-dAuNPs@Ce6 probes
inside the bacteria.

Then, the aggregation of GP-dAuNPs@Ce6 could show
significantly enhanced photoacoustic and fluorescent signals,
and thus be suitable for multimodal imaging (e.g., fluorescence
and photoacoustic imaging). The TEM images in Fig. 7(b)
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Fig. 7 The construction of AUNP-based contrast agents for the aggregation-enhanced imaging of bacteria. (a) The construction, bacterial targeting and
in situ UV-induced aggregations of GP-dAuNPs@Ce6 contrast agents. (b) TEM images of E. coli and M. luteus bacteria treated with GP-dAuNPs@Ce6
with or without UV irradiation. (c) The construction of mouse models with different bacterial infections. (d) The FL imaging analysis of GP-dAuNPs@Ce6-
labelled mouse models. (e) The PA imaging analysis of GP-dAuNPs@Ce6-labelled mouse models with or without the irradiation by a 405 nm UV laser.
Reprinted with permission from ref. 190. Copyright 2022 Springer Nature Limited.

provide further direct evidence to demonstrate the successful
construction of GP-dAuNPs@Ce6 and their UV-induced aggre-
gation ability. To further verify the possibility of multimodal
imaging, different models, including bacterial skin infections,
intratumoral bacteria, and peritonitis, were constructed.
Fig. 7(c)-(e) show that obvious fluorescent signals of Ce6 and
enhanced photoacoustic signals of aggregated AuNPs after the
irradiation by UV light could be observed in bacteria-rich parts;
in comparison, weak fluorescent and photoacoustic signals
were detected in the non-bacterial sites. These results proved
that the UV-triggered aggregation method would make small-
sized AuNPs more feasible for photoacoustic imaging.

5. Conclusions

In summary, we have reviewed representative examples of the
developments and recent advances in fluorescence, ultrasonic
and photoacoustic imaging for disease detection and diagnosis.

2408 | Chem. Commun., 2023, 59, 2399-2412

As discussed in the above sections, fluorescence imaging pos-
sesses significant merits, including rapid and sensitive feedback,
the ability to acquire multiple signals, high temporal resolution,
as well as manoeuvrable instruments, and is thus suitable for the
rapid and sensitive imaging detection of diseases in a real-time
manner; ultrasonic imaging has excellent deep tissue penetra-
tion, so it is capable of diagnosing diseases in deep tissues;
photoacoustic imaging, simultaneously featuring the advantages
of optical and acoustic signals, has shown high promise for the
detection and diagnosis of different diseases, with high imaging
contrast and resolution, as well as specific targeting capability.
Although there have been significant achievements in the devel-
opments of fluorescence, ultrasonic and photoacoustic imaging
technologies, there are still several major challenges at present.
For example, while different kinds of probes and contrast agents
have recently been developed for bioimaging applications,
the reproducible and mass production of these materials is
challenging, which is of crucial importance for their widespread
applications. On the other hand, considering that identifiable
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targets may also be expressed to some extent in normal cells or
tissues, multiple-targeting probes and contrast agents should be
exploited to improve the detection specificity of diseases, which
is particularly important for a complicated in vivo environment.
Moreover, for wide-ranging and potential clinical applications,
reliable and systematic biosafety assessment of probes and
contrast agents, covering in vitro and in vivo levels, is essentially
required. We believe that accompanied by a growing under-
standing of the above challenges, these biomedical imaging
methods would serve as powerful tools and raise new perspec-
tives for the precise analysis and detection of various diseases in
the future.
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