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Photoacoustic imaging (PAI), which integrates the higher spatial resolution of optical imaging and the
deeper penetration depth of ultrasound imaging, has attracted great attention. Various photoacoustic
probes including inorganic and organic agents have been well fabricated in last decades. Among
them, small-molecule based agents are most promising candidates for preclinical/clinical applications
due to their favorite in vivo features and facile functionalization. In recent years, PAI, in the near-infrared
region (NIR, 700-1700 nm) has developed rapidly and has made remarkable achievements in the
biomedical field. Compared with the visible light region (400-700 nm), it can significantly reduce light
scattering and meanwhile provide deeper tissue penetration. In this review, we discuss the recent devel-
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“always on” and “activatable” form in biomedicine. Further, we also suggest current challenges and
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1. Introduction

Biomedical imaging techniques, due to the non-invasive
visualization and quantification biological processes in intact
living biology, have received tremendous attention in preclinical
and clinical investigations."™ Over the years, various imaging
modalities such as magnetic resonance imaging (MRI), positron
emission tomography (PET), ultrasound (US) imaging, and optical
imaging have been well demonstrated in the biomedical field.>™"
Among them, optical imaging provides real-time anatomical
and information at high spatiotemporal resolution and high
sensitivity with invasiveness, yet its penetrating depth is down
to ~0.1 mm."** Therefore, it is still a troublesome task to use
pure optical imaging for achieving high spatial resolution at
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centimeter depths before the advent of photoacoustic imaging
(PAID)."

PAI is an emerging and non-invasive hybrid imaging
modality that combines the advantages of traditional optical
imaging and US imaging, realizing high-resolution imaging
with centimeter-level depth.'®™® According to the photoacoustic
effect theory first proposed by Alexander Graham Bell in 1881,
biological tissues, endogenous chromophores, or exogenous
contrast agents irradiated by a nanosecond-pulsed laser absorb
light energy to produce a thermally induced pressure jump that
emits broadband acoustic waves (Fig. 1a). Ultrasound transducers
transmit the collected photoacoustic signals to a computer,
thus reconstructing the light energy distribution map inside
the tissue.”>* Owing to the scattering of ultrasound waves
in the tissue, which is only 1/1000 that of light waves, the
tissue penetration depth of PAI can achieve centimeter-level
compared with traditional optical imaging.>* Besides, PAI also
provides non-invasive, speckle-free, and label-free imaging.'*>**
Due to these unique advantages, PAI has become the most
promising biomedical imaging modality.>>~*°

Many endogenous chromophores in biological tissues can
be used as contrast agents for photoacoustic imaging such as
water, lipids, oxy/deoxyhemoglobin (HbO,/Hb), and melanin
(Fig. 1b).** The strongly absorbing hemoglobin in the visible
region (400-650 nm) was used for vascular PAIL Due to biological
tissues having a strong scattering and absorption of light
emitted by a nanosecond pulsed laser, it is difficult for
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Fig. 1 (a) Schematic diagram of the interaction between light and tissue
caused by the excitation light. (b) Absorption spectra of the main endo-
genous chromophores: oxyhemoglobin, red line; deoxyhemoglobin,
green line; water, blue line; lipids, yellow lines; melanin, brown line; and
collagen, black line. Adapted from ref. 22. Copyright© 2019 Springer Link.
(c) Schematic diagram of photoacoustic signal generation.

endogenous chromophores mainly located in the ultraviolet or
visible region to perform the PAI of deep tissues.*>** To achieve
a deeper penetration depth in biological tissues, exogenous
contrast agents based on inorganic nanomaterial and organic
molecules with absorption wavelengths in the near-infrared
region (NIR, 700-1700 nm) have been developed for in vivo
detection and imaging.***° Compared with inorganic nano-
materials, small molecules provide a well-defined structure,
rapid metabolism, low toxicity, and adjustable spectrum.*'~*?
Besides, the PA signals of these small-organic molecules could
be enhanced through structural modification.** Generally speak-
ing, the design principles of PA dyes follows four points.*®*®
Firstly, after organic dyes were excited by a nanosecond-pulsed
laser, it must pass through a fast non-radiative decay process
(Fig. 1c). Secondly, organic dyes have more p-bonds or aromatic
ring structures to achieve higher extinction coefficients. Thirdly,
the introduction of molecular rotors in the organic dyes
improves the PA signal by increasing the energy dissipation.
Fourthly, organic dyes have a lower fluorescence quantum yield.
Based on the above design principles, many small-molecule PA
probes with excellent performance in NIR-I and NIR-II, such as
porphyrin, cyanine, heptamethinecyanin, benzo bisthiadiazole,
and nickel dithiolene complex have been reported in the last
decade (Fig. 2).

Therefore, in this review, we summarized the recent
development of near-infrared photoacoustic probes based on
small-molecule organic dye. Firstly, we introduce the recent
progress of “Always on” photoacoustic probes. Afterward, we
highlight the recent advances in activatable photoacoustic probes
for molecule detection and in vivo bioimaging. Finally, we
elaborate on the challenges and perspectives of the near-infrared
photoacoustic probes based on small-molecule organic dyes.

744 | RSC Chem. Biol., 2021, 2, 743-758

View Article Online

RSC Chemical Biology

= N\ N\
\ N‘ﬁ:”\
FF

(a) Typical chemical strutures of NIR-I PA dyes

cl
N N

Porphyin Heptamethine cyanine Semicyanine Aza-BODIPY
NC._CN f
=
A~
J
Benzo-bisthiadiazole Squaraine Rhodol-NIR

(b) Typical chemical strutures of NIR-II PA dyes

CTN

Nickel dithiolene complex

Fig. 2 (a) Typical chemical structures of NIR-I PA dyes. (b) Typical
chemical structures of NIR-1I PA dyes.
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2. "Always on” photoacoustic probes
2.1 Single functional photoacoustic probes

Small-molecule dyes can not only can be applied for fluorescent
imaging but also are very attractive candidates for PA imaging
due to favorable circulation, excretion properties, and exhibiting
feasible conjugation with targeting moieties. Some organic
molecules such as heptamethine cyanine, BODIPY, squaraines,
and benzo-bisthiadiazole dyes have been well explored for
PAL*>* In the decades of the rise in photoacoustic imaging,
small-molecule probes were initially only used as a diagnostic
reagent. For example, in 2008, Wang et al. firstly regarded
Indocyanine green (ICG) as a PA contrast agent, applying it in
the imaging of brain tumors in vivo."” They provided a new
paradigm to high-resolution simultaneous molecular and
functional imaging of intracranial brain tumors in small animal
models.

To address the problem of small-molecule dyes with low
solubility as well as a tendency to aggregate and photo-bleach,
small-molecule dyes have always been modified with water-
soluble polymer or encapsulated by amphipathic molecule
such as DSPE-PEG, F-127. For example, in 2017, Saji et al
conjugated ICG with polysarcosine (PSar) and this approach
not only addressed the problem of water-solubility but also
forms nanoparticles to enhance the PA signal.*® It demonstrated
that this ICG-PSar nanosystem could achieve rapid tumor
uptake, suggesting the active transport of PSar into the tumor
tissues to further improve the targeting ability of the photo-
acoustic probes in tumors. In 2018, Poggi et al. reported ICG
coupled to an integrin-binding vector PAI probe ICG-RGD.
The in vivo PAI result indicated that target ligands such as

© 2021 The Author(s). Published by the Royal Society of Chemistry
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RGD could both efficiently improve the water solubility and the
retention time on the tumor region of 1CG.*°

To achieve a better signal-to-noise ratio (SNR) for in vivo
imaging, the ratio PA probes have been developed. These
probes can specifically detect the endogenous substance in
the organism, thus also improving the SNR of photoacoustic
imaging. It is worth mentioning that ratio probes possess the
self-calibration system, thus cancelling out the interference
from inside the organism. In 2018, Chen et al. designed Cu**-
responsive NRh and non-responsive IR820, which formed
NRh-IR-NMs via encapsulation with nanomichicelles (NMs)
(Fig. 3a).”° The part of NRh can realize Cu**-induced absor-
bance change, while the part of IR820 can act as the internal
reference. They demonstrated that this ratio PA imaging probe
has high selectivity and were a promising tool for Cu**
detection (Fig. 3b). More recently, Fan et al. reported that a
small-molecule probe (CyCl-1) can detect H,S in the biomass
(Fig. 3c).”" They introduced active chlorine into the cyanine
dyes, which can make it react with H,S via nucleophilic
reaction. It showed PA signals of 800 nm (attenuation) and
720 nm (enhancement) (Fig. 3d and e). With the increase in the
HS™ concentration, the PA signal of the probe at 720 nm

View Article Online
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continued to increase, while the PA signal at 800 nm gradually
decreased (Fig. 3f). Through the change in the ratio of the PA
signal, the detection of H,S at the physiological concentration
level was successfully realized. Besides, the probe can be used
to monitor the H,S ratio PA in living mice, with high imaging
fidelity and rapid clearance (Fig. 3g) to increase the penetration
depth of photoacoustic imaging and reduce the interference of
endogenous chromophores in biological tissues. In 2014,
Zhang et al. chose squaraines as a contrast agent for PA
imaging because they contain the character that has visible-
light absorption in organic solvent and NIR-absorption after
aggregation in water.”” They show advanced red-shift effect and
the albumin was added to squaraine dye as a protective carrier,
successfully realizing squaraines for PA imaging in the NIR
region. In 2020, Banala et al. found that 1H-pyrrole conjugation
to BODIPY can induce red-shift and increase the signal of PAIL>?
They explained that the 1H-pyrrole is an electron-rich moiety,
thus it can induce a red-shift in the absorption and fluorescence
quenching via the photoinduced electron transfer (PET) process.
Besides, metal-ligand coordination activity could also induce a
significant red-shift in absorption than that of the free organic
ligand due to the enhanced push-pull electron ability. In 2020,
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Fig. 3 (a) The structure and absorption spectra changes of the NRh-IR-NMs in the presence of Cu?". (b) PA images of living mice after subcutaneous
administration of saline and NRh-IR-NMs solution with or without Cu*. Adapted from ref. 50. Copyright© 2018 American Chemical Society.
(c) Structures of CyCl-1 or CyCl-2 and the proposed mechanism for H,S detection. (d) PA spectra of CyCl-1 (50 uM) in PBS (pH 7.4) before (black
line) and after (red line) incubation with 400 uM of HS™. (e) The logarithmic value of PA720/PA800 as a function of HS™ concentration. (f) PA images of
CyCl-1 solutionin the presence of different concentrations of HS™, excitation at 800 nm (red) and 720 nm (green). (g) In vivo PA images of NaHS
pretreated regions in the thigh of living mice before (0 min) and after injection of CyCl-1 for 2, 10, and 30 min. Adapted from ref. 51. Copyright© 2019
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Tian et al. synthesized a series of iron(n) complexes.>* Among
them, S-Fe iron(n) complexes have superior photothermal
conversion efficiency and excellent PA outcome both in vitro
and in vivo. The good hydrophilic properties and less cytotoxicity
furnished potential in photothermal therapy and non-invasive
diagnosis. However, some cyanine and BODIPY dyes exhibit
weak fluorescence signals due to ground state bleaching, which
limits their biological applications. To solve this problem,
Frenette et al. studied the photoacoustic properties of BODIPY,
Cy3, (MeOPh),BODIPY, and curcuminBF, through optical and
photoacoustic Z-scan spectroscopy. It was found that the photo-
acoustic emission of (MeOPh),BODIPY and curcuminBF, was
stronger than that of the orignal BODIPY and Cy3. The reason for
the enhanced PA emission may be attributed to the continuous
absorption of the excited states and the rapid non-radiative decay
of S, — S;. This provided a theoretical basis for the design of
BODIPY and curcumin skeleton dyes with enhanced PA signal.>®
Subsequently, in 2007, Frenette et al. conducted a detailed study
on the influence of the structure of different donor-n-acceptor—n-
donor curcumin on photoacoustic emission. Thereby, the author
synthesized a series of curcuminBF, molecules by extending the
conjugation of the aryl group on the donor and the functional
design of the amino-terminal on the donor. The study found that
at a low laser fluence of 15 mJ em 2, bis-carbazole curcuminoid
(9) showed the strongest molar PA emission at 1.19 x 10° VM .
When the laser fluence was increased to 360 mJ cm ™2, the molar
PA emission of bis-carbazole curcumin increased by 8.7 times,
which was 4 times higher than that of the LA crystal violet dye
(2.7 times). This result confirms the non-linear enhancement of
its molar PA emission.”®

Although the above-mentioned examples are successfully
applied in vitro and in vivo, there is still some room for
improving the wavelength of PAI probes. Generally speaking,
PAI in the NIR-II window provides clear advantages over that in
the conventional NIR-I window (700-1000 nm) for deeper tissue
imaging as it provides higher maximum permissible exposures
(MPEs) (e.g., /ex at 800 nm is ~300 mW cm ™ and at 1064 nm is
~1000 mW cm™? per laser pulse) and reduced light scattering
in the tissues. In 2016, Lovell et al. synthesized a phosphorous
phthalocyanine dye (P-Pc) with an absorption wavelength in the
NIR-II window through commonly used surfactants. The photo-
acoustic signal generated by the probe could pass through
11.6 cm chicken breasts. It can also perform non-invasive
photoacoustic imaging of mouse tumors and intestines.
Besides, photoacoustic computed tomography (PACT) can
easily detect the photoacoustic signal of P-Pc under the arm
of a healthy adult.”” In 2019, Li et al. combined the advantages
of croconaine dyes A1090 whose large conjugated structure
results in strong and sharp near-infrared absorption at
1090 nm and the advantages of J-aggregates than the dyes’
absorption enhancement when encapsulated by DSPE-PEG,g
(Fig. 4a).>® The PA signal of the J-aggregates probe at 900-
1300 nm was significantly stronger than that of its monomer;
thus, it can be used for PAI in the NIR-II region (Fig. 4b). This
probe showed a better PAI effect in the mouse brain, which was
consistent with the abnormal area obtained in the ultrasound
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image, with a lower background signal and higher contrast
image at 1200 nm (Fig. 4c). In 2020, Hiroyuki et al. reported
novel core-modification for controlling the molecular
geometries of dioxohexaphyrin scaffolds (Fig. 4d).>® The bis-
metal complexes of dioxohexaphyrins exhibited superior PA
spectral features. Meanwhile, Kim et al. reported that a nickel
dithiolene-based polymeric nanoparticle (NiPNP) absorbed in
the NIR-II region (Fig. 4€).° Thanks to the advantage of
non-linear optics of NIR-II, it has made NiPNP more stable
and deeper penetrability of bio-imaging (~3.4 cm) (Fig. 4f).
Dong et al synthesized the NIR-II photoacoustic probe
Bodipy-Fe(mr) NPs with H,0, response through the coordination
of Fe*" with catechol, which can extend the absorption to
1300 nm for enhanced ligand-to-mental transfer (Fig. 4g).®!
Due to the high signal-to-background in NIR-II PAI,
Bodipy-Fe(m) NPs showed high PAI quality (Fig. 4h).

2.2 Multi-functional photoacoustic probes

Compared with conventional NIR-I fluorescence imaging,
photoacoustic imaging can overcome the shortcomings of
NIR-I FL in terms of the penetration depth. However, PAI still
has a challenge in tracking rapid biological processes because it
needs time to carry out 3D volumetric images. Meanwhile, the
high sensitivity, fast feedback, and precise disease boundary
identification could provide a good supplement for PA imaging.
Therefore, it is necessary to combine the advantages of photo-
acoustic imaging and NIR fluorescence imaging. Wang et al.
successfully applied ICG for both FL and PA imaging.®” The
results showed that the dual-modality, when used together with
ICG, had the potential to help map SLNs in axillary staging and
to help evaluate tumor metastasis in patients with breast
cancer. In 2017, Pu et al. reported the design and synthesis of
an amphiphilic semiconducting oligomer (ASO) as a probe for
photoacoustic and fluorescence imaging with improved stability
and enhanced photoacoustic signal.®®* The semiconducting
backbone served as the signal source that efficiently converts
the photon energy into fluorescence and PA signals, while the
PEG side chains provide water-solubility and shield the
hydrophobic backbone to reduce non-specific interactions with
plasma proteins. However, due to the difference in the
penetration depth between PAI and NIR-I FL images, there
were some problems in the accurate matching of these two
imaging modalities. Thus, NIR-II FL imaging and PA imaging
can address these issues because there have similar penetration
depth. Although photoacoustic imaging has superior
penetration depth, spatial resolution, and three-dimensional
capabilities, which is good for providing preoperative volumetric
images, however, the surface visualization of organs or tissues is
not as good as fluorescence imaging because PAI has lower
temporal resolution and sensitivity than NIR-II imaging (3 min
vs. 100 ms). Therefore, NIR-II FL imaging has a clearer boundary
profile than photoacoustic imaging. Hence, it is necessary to
combine the advantages of photoacoustic imaging and NIR-II
fluorescence imaging. Based on this concept, Chen et al. recently
modified the existing NIR-II fluorescence molecular dye CH1055
by adjusting its substituents to form a lipophilic molecule,

© 2021 The Author(s). Published by the Royal Society of Chemistry
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phantoms at different wavelengths. (c) PA images of mouse brain glioma at different time points in vivo at 12200 nm. Adapted from ref. 58. Copyright©
2019 American Chemical Society. (d) Redox-interconvertible hexaphyrins containing doubly N-fused congeners with different molecular symmetries can
serve as functional and tunable NIR-II PA dyes. Adapted from ref. 59. Copyright© 2020 American Chemical Society. (e) Depiction for the preparation of
NiPNP. (f) PA/US overlaid images of the tube filled with NiPNP at different depths prepared with chicken breast tissues. Adapted from ref. 60. Copyright©
2020 Royal Society of Chemistry. (g) Synthetic route and schematic diagram of BDP-FeNPs. (h) PA images of BDP-FeNPs injected mice at a different time
under 1100 nm laser irradiation; the tumor region is encircled. Adapted from ref. 61. Copyright@© 2020 Royal Society of Chemistry.

which was named CH1000.** CH1000 easily formed water-
soluble nanoparticles through the DSPE-PEG encapsulation, which
demonstrated both photoacoustic and fluorescence properties,
and it then conjugated with antibodies (EGFR affibody, targeting
ligand) to improve the biological compatibility and enhance the
photoacoustic and fluorescence signals in the tumor region by the
targeting effect (Fig. 5a). The in vivo imaging results indicated that
the Affibody-DAP had excellent photoacoustic and fluorescence
signals in FTC-133 subcutaneous mouse model imaging and could
selectively target EGFR-positive tumor (Fig. 5b).

Multi-modal imaging combined with photoacoustic, fluorescence,
MR, or PET to guide disease treatment has naturally become the
mainstream.®® Firstly, as mentioned above, multi-mode imaging has
excellent practical applications in preclinical and clinical practice.
Secondly, the designed allin-one probes for PA/FL dual-modal
imaging could greatly reduce the interference between each modality.
Last but not least, the multi-mode imaging probe can more precisely
guide the treatment of diseases. Due to the unique delocalized
n-electron framework, porphyrin-related molecules can not only be
used for fluorescence and photoacoustic imaging but can also
chelate metal ions for MRI or PET imaging. Also, combining the
inherent photodynamic and photothermal properties of this type
of structure can realize multimodal imaging-guided precise

© 2021 The Author(s). Published by the Royal Society of Chemistry

treatment.®®"*° Lovell et al. used the hydrophobicity of naphtha-

locyanine dyes to prepare frozen micelles with absorption
wavelengths greater than 1000 nm. The probe could not only
withstand the harsh conditions of the stomach and intestines
while avoiding systemic absorption but also provided high-
resolution imaging of the intestines through real-time US/PA
signals. Subsequently, the author loaded ®'Cu in Nanonap to
prepare a multimodal probe for whole-body PET imaging of
mouses. It can be used to track the movement of nanoparticles
in the gastrointestinal tract. Although multimodal imaging can
accurately locate the lesion, it has not achieved the treatment of
the disease.”® To solve this problem, Ntziachristos et al.
introduced silicon into the center of naphthalocyanine to
prepare a photoacoustic probe that has strong absorption in
the near-infrared region and can generate singlet oxygen. The
probe can identify the location of tumors in mice through
photoacoustic imaging. Through multispectral photoacoustic
tomography technology (MSOT), the probe can trigger the
generation of reactive oxygen species at the highest energy
setting for photodynamic therapy. Besides, MSOT can monitor
the rate of active oxygen generation by evaluating the content of
naphthalocyanine present in the image.”" In 2011, Zheng et al.
developed a multifunctional photoacoustic probe assembled by
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response in KB tumor-bearing mice injected intravenously 24 h before with 42 mg kg™ porphysomes or PBS. Thermal image was obtained after 60 s of
laser irradiation (1:9 W cm™2). (g) Photographs showing the therapeutic response to photothermal therapy using porphysomes. Adapted from ref. 72.
Copyright© 2011 Springer Nature. (h) Schematic illustrations of the synthetic procedures of TPP-SS and TPC-SS. (i) In vivo PA imaging of tumor tissue
before and after tail vein injection of TPC-SS NPs upon 680 nm laser irradiation at different time points (0, 2, 6, 12, 24, and 36 h). (j) Infrared thermal
images of U14 tumor-bearing mice injected with PBS and TPC-SS NPs by intravenous and intratumor injection, respectively, exposed to 635 nm laser at a
power density of 360 and 240 J cm™* recorded at different time intervals, respectively. Adapted from ref. 73. Copyright© 2018 John Wiley and Sons.

porphyrin-lipid conjugates, which exhibits good PA and NIR-I completely ablate mouse subcutaneous tumors during 14 day
FI characteristics, and can image lymph nodes and tumors in  treatment (Fig. 52).”> In 2018, Xie et al. synthesized chlorin
rodent models (Fig. 5¢ and d). Because the probe exhibits a dimer (TPC-SS) nanoparticles using an autonomous assembly
good PTT effect in the form of nanovesicles, it could be used for strategy (Fig. 5h). Compared with porphyrin monomer, the
PA/FL-guided photothermal therapy (Fig. 5e and f) and can probe exhibits higher molar absorbance; thus, it had enhanced
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photodynamic and photothermal effects when irradiated by a
laser. In vitro experiments showed that the photoacoustic signal
increases with the increase in the concentration of TPCSS NPs
(Fig. 5i). Tumor growth on mice models was inhibited by
photothermal and photodynamic therapy guided by photo-
acoustic imaging (Fig. 5j).”>

More recently, Sun et al. designed a single NIR-II molecular
dye SYL and realized PA/FL dual-mode imaging-guided breast
cancer photothermal therapy.”® They rendered SYL better
fluorescence performance by extending the electron-density
and molar extinction coefficient due to the addition of a
secondary electron donor (diphenylamine) to the molecular
scaffold (Fig. 6a). This probe had an obvious inhibitory effect
on breast tumor growth under laser irradiation (Fig. 6b). The
in vivo studies confirmed that SYL NPs showed bright NIR-II
fluorescence and PA signals in the tumor region (Fig. 6¢). At the
same time, Sun et al. reported a molecular dye named SY1080,
which loaded the heavy atom selenium from previous NIR-II
dye H1 to reduce the energy gap; thus, the emission wavelength
can be red-shifted to improve the performance of photoacoustic
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and fluorescence imaging.>® SY1080 was further modified
with DSPE-PEG to form a nanoparticle-based NIR-II probe,
possessing high biocompatibility, stability, and tumor-targeting
capability. Besides photothermal therapy, chemotherapy is still
the basic and most important approach for cancer treatments in
clinical practice because of its high antitumor efficiency.”*
However, the lack of precise imaging guidance for therapeutic
procedures is the challenge that chemists have to face.”® Besides,
a single chemotherapy also cannot simultaneously balance the
needs for efficiency and safety as well as non-specific tumor
targeting and systemic toxicity. In 2019, Stang and Sun
synthesized a multifunctional photoacoustic imaging probe by
both loading macrocyclic platinum drugs and NIR-II fluorescent
dyes on the theranostic platform containing melanin dots
(Fig. 6d). The probe had good solubility, biocompatibility and
stability in vivo, and realized the precise treatment of tumors by
NIR-II FL/PA dual-modal imaging-guided chemotherapy and
photothermal therapy (Fig. 6e and f).*® In addition, photoacoustic
imaging can be used in combination with other approaches for
therapy, such as photodynamic therapy or gene therapy, so as to

(C) Oh 2h 8h 12h 24h

(a) Schematic illustration of the preparation of SYL NPs, as well as their multifunctional applications in NIR-II/PA dual-modal imaging and

photothermal therapy. (b) IR thermal images of 4T-1 bearing mice injected with SYL NPs and PBS under irradiation (808 nm, 1 W cm™2). (c) In vivo NIR-II
fluorescence (100 ms, LP 1000, 82 mW cm~2) and PA images of 4T1 tumor-bearing mice at 0, 2, 8, 12, and 24 h after tail vein injection of SYL NPs. Yellow
circles indicate tumor sites. Adapted from ref. 29. Copyright© 2019 Royal Society of Chemistry. (d) Structures of discrete Pt(i) metallacycle 2 and NIR-II
molecular dye 3. Schematic diagram of nano-agent 1 in chemo-photothermal synergistic therapy. (e) IR thermal images of mice treated with PBS, nano-
agent 1, and 4 dots with laser irradiation. (f) Temperature changes (T—Tp) of mice treated with PBS, nano-agent 1, and 4 during laser irradiation at various
times. Adapted from ref. 28. Copyright© 2019 National Academy of Science. (g) Schematic illustration of DPP-BDTNPs for NIR-II fluorescence/PA
imaging and simultaneous PDT/PTT combination therapy. (h) NIR-II fluorescence imaging of DPP-BDTNPs at different time points and (i) PA imaging.
Adapted from ref. 76. Copyright© 2019 Royal Society of Chemistry.
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improve the efficiency of treatment. For example, Fan et al in
2019 successively developed two types of probes integrated for
diagnosis and treatment (Fig. 6g).”® DPP-BDT NPs as an all-in-one
probe was applied for dual-mode imaging-guided combined
photothermal and photodynamic therapy (Fig. 6h and i).
Furthermore, the modified P(DPP-BT/DOX) NPs added the
chemotherapy drug DOX and enhanced the biocompatibility
through amphiphilic lecithin. These all-in-one probes were
simultaneously applied in NIR-II FL/PA imaging and photo-
dynamic combined with photothermal and chemotherapy. It
has unlimited potential in clinical medicine.

3. Activatable photoacoustic probes

Existing research shows that many biologically relevant species
play important roles in various physiological processes, such as
reactive oxygen species (ROS),””’® metal ions,”>* and
enzymes.®®> Abnormal levels of these species are associated
with many diseases. In addition, hypoxia®*** and acidic pH***¢
are common pathological microenvironments. Therefore,
monitoring the changes in hypoxia, pH, or the levels of various
biomarkers in organisms is of great significance for the
diagnosis and prognosis of related diseases.

“Always on” probes generally detect biomarkers based on
the difference in the signal intensity caused by the discrepancy
in concentration between diseased tissue and normal tissue.
The signal strength of these probes remains “on” regardless of
whether they are successfully anchored to the targets or not,
which greatly reduces the sensitivity and specificity of
detection.®””®® In order to overcome the shortcomings of the
current ‘“always on” PAI probes, activatable PAI probes were
developed. The signals of such probes at non-target tissues are
in the “off” state and they will only be activated to send out
signals when there is a biomarker or molecular event of
interest.**°> Compared with “always on” probes, activatable
PAI probes can obtain a higher target-to-background ratio
(TBR) and lower limit of detection (LOD), which further
improves the specificity and sensitivity of early disease
diagnosis. Therefore, the following will mainly discuss the
research progress of activatable PA probes based on organic
small molecule dyes.

3.1 Reactive oxygen species

Reactive oxygen species are a set of short-lived species, mainly
including superoxide (0,°7), hydrogen peroxide (H,O,),
peroxynitrite (ONOO™), hypochlorite (OCl™), nitric oxide (NO),
and hydroxyl radicals (*OH). Studies have shown that oxidative
stress can induce intracellular redox imbalance and bio-
molecular damage, leading to the occurrence of many diseases,
including cancer and cardiovascular disease.”*** Although ROS
has damaging effects, it also has positive effects. For example,
photodynamic and sonodynamic therapy based on an appropriate
increase in the reactive oxygen species can induce cell senescence
and apoptosis, thereby showing anti-tumor functions. Therefore,
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the design of ROS activatable PA probes are of great value for the
study of related pathological events.

0,°7, as an important ROS, is involved in inflammatory
disorders as well as in cancer.”® Therefore, the imaging of
unstable O,°” is beneficial for the study of diverse related
pathological processes. Banala et al. reported a novel approach
to capture the triggers by the non-covalent complexation of the
response molecules for the first time and synthesized super-
oxide sensing probes for PA imaging based on porphyrin,
oxoporphyrinogen, and metalloporphodimethene dyes including
1-2H, 1-Ni, 1-Zn, 2(OxP), 3-Ni, and 3-Zn (Fig. 7a).”° The
complexation of the probes and O,*” or F~ would cause an
enhancement in the PA signal, accompanied by a red-shift in
the spectrum. Unlike the probes containing cleavable groups,
which exhibit continuous consumption of the substrates, these
probes almost time-independent. Therefore, the
non-covalent complexation strategy could achieve a higher
signal-to-noise ratio (SNR). By screening the stability,
biocompatibility, red-shift in py__, and gain in the PA signal
for O,* " of these probes, it has been found that oxoporphyrinogen
2 exhibited excellent optical properties in response to O,*~ with a
9.6-fold stronger PA signal and a red-shift of 89 nm (PAyaxc
745 nm) (Fig. 7b). Moreover, probe 2 had high biocompatibility
and stability after O,°" activation. Therefore, it was considered
that 2 has great potential for imaging O,*~ in vivo.

ONOO™ is another kind of reactive oxygen molecule, which
is generated by the reaction of endogenous NO.”” ONOO™ can
nitrate biological macromolecules and destroy their biological
functions, leading to mitochondrial dysfunction and cell
apoptosis.”®®® In addition, ONOO™ is also closely related to
tumor immunosuppression.'® Therefore, the real-time imaging
of ONOO™ in tumors is one of the keys to understand the
pathological function of ONOO™ and develop innovative tumor
therapy. Pu’s group reported the first PA/FL dual-modal smart
molecular probe (CySO;CF;) for the detection of the endogenous
ONOO™ in a living system.’®® In the presence of ONOO™, the
non-fluorescent CySO;CF; in the ‘“‘caged” state was converted
into the uncaged molecule CySO;OH through a series of
cascade oxidation-elimination reactions and the fluorescence
was converted from “OFF” to “ON” with ~59-fold increase
due to the enhancement of the electron-donating ability of the
oxygen atom in the probe. The fluorescence and photoacoustic
of CyOH activated by ONOO™ enabled highly specific NIR-FL/PA
dual-modal imaging of ONOO™ in vivo. The previous study has
demonstrated that ROS are effective biomarkers of acute kidney
injury (AKI, drug-caused nephrotoxicity is quite common
in-hospital acute kidney injury) at the incipient stage.'®?
Zhang et al. designed a mitochondria-targeted (the initial and
primary source of endogenous ONOO™ ) NIR-FL/PA dual-modal
probe SiRho-HD for imaging the fluctuation of ONOO™ in
cisplatin-induced AKL'®* The probe was based on Foster
resonance energy transfer (FRET), which was constructed by
combining HD dye analogue (energy receptors, capable of
oxidative cleavage by ONOO™, and stable in the presence of
other oxidants or nucleophiles) with another near-infrared dye,
Si-rhodamine (energy receptors, with good water solubility for

were
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KO, (which was used to obtain K~ that complexed with 18-crown-6 to produce “free” O,°*7), and 2 + TBAF (tetrabutylammoniumfluoride, which was
used to obtain F7) for excitation at their PAmax, and DMF as the control. Adapted from ref. 96. Copyright@© 2019 Royal Society of Chemistry. (c) The
transformation response of PS probe after reaction with endogenous NO. (d) Design of SiRho-HD and its response mechanism to ONOO ™. Adapted from
ref. 102. Copyright© 2020 Royal Society of Chemistry. (e) PA images and average intensity from the kidneys in the living mice after intraperitoneally
pre-injecting with normal saline, cisplatin, or L-carnitine + cisplatin for 48 h, then intravenous injection of SiRho-HD for 1.5 h. Adapted from ref. 105.
Copyright© 2018 Elsevier. (f) Structure of PA-MMSINQ and its response mechanism to HOCL. Adapted from ref. 110. Copyright© 2019 American

Chemical Society.

renal targeting, excellent photostability, and fluorescence bright-
ness) through a short piperazine-flexible carbon chain (Fig. 7c).
The ratio of fluorescence intensity between 680 and 750 nm
under 635 nm laser excitation showed about 19-fold enhancement
after SiRho-HD was ONOO™ activated, while the PA signal
intensity at 715 nm showed a 3.9-fold decrease. SiRho-HD with
high renal targeting ability has been successfully applied via
intravenous injection for the highly sensitive and specific
NIR-FL/PA dual-modal imaging of ONOO™ in cisplatin-induced
AKI in a murine model (Fig. 7d). Therefore, SiRho-HD was
expected to reveal the role of ONOO™ in drug-induced AKI. NO
is also an important active oxygen molecule. Abnormal NO can
cause lysosomal storage disorders, neurodegenerative damage,
and many other diseases.'®'** Zhang et al. designed a novel off-
on photoacoustic and on-off fluorescent probe PS with high
sensitivity and selectivity to effectively detect the distribution
and content of NO in cells and complex biological systems
(Fig. 7€).'° The NO probe PS had two diphenylamine groups
(which conjugated an oligoether group respectively to increase
the amphipathic of the probe for further biological applications)
as electron donors and benzothiadiazole as the electron acceptor
to obtain a typical donor-acceptor-donor (D-A-D) structure. The
aromatic diamine of the acceptor moiety could react with NO
under aerobic conditions, the electron-withdrawing ability of the
receptor moiety was enhanced as PS becomes a triazole structure
(PS-NO), leading to stronger intramolecular charge transfer
(ICT), accompanied by fluorescence quenching and PA signal

© 2021 The Author(s). Published by the Royal Society of Chemistry

amplification. The PS probe was successfully applied for the
fluorescence imaging of endogenous NO in RAW264.7 cells and
the PA imaging of lipopolysaccharide-induced inflammation
mouse models.

Unlike ONOO™, HCIO is a weakly acidic reactive oxygen
species that plays an important role in the human immune
system, helping to destroy invading bacteria and patho-
gens.'®®'%” However, excessive HCIO can cause oxidative
stress, leading to tissue damage, cardiovascular diseases, cancer,
and kidney diseases.'*®'* Given the biological importance of
HCIO, monitoring the change and dynamic distribution of
hypochlorous acid concentration in living systems has become
an important topic in biomedicine. Urano et al. explored a new
strategy to enhance the conversion efficiency from absorbed
light to the ultrasound of dye molecules, which was to reduce
the fluorescence quantum yield by introducing aromatic rings
on the N atoms at the 3,6-positions of the xanthene moiety of
rhodamine derivatives to ensure that the light energy of the
dye was converted to the PA signal to the maximum extent.''®
Based on this strategy, a novel near-infrared-absorbing, non-
fluorescent rhodamine dye 2-Me wsSiNQ660, subsequently
applied 2-Me wsSiNQ660 to a HOCI activatable PA probe in
combination with the spirocyclization off/on switching strategy
and successfully performed 3D PA imaging of HCIO in mouse
subcutis (Fig. 7f). This 2-Me wsSiNQ660 scaffold had great
potential to develop a wide range of activatable PA probes, such
as enzymes, metal ions, and pH.
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3.2 Reactive sulfur species

Similar to reactive oxygen species, reactive sulfur species (RSS)
are also an important class of biologically active molecules in
organisms. Reactive sulfur species mainly include three
biological thiols (cysteine, homocysteine, and glutathione)
and hydrogen sulfide.""""* As an antioxidant and signaling
agent for tissues, RSS is widely involved in many physiological
reactions to maintain cell health in the body, including the
liver, brain, and circulatory system. Further, its concentration
imbalance in the cells is closely related to the occurrence of
certain human diseases.""®''* Therefore, real-time monitoring
of the concentration of these biologically active molecules in
the body is of great significance for related physiological and
pathological research. At present, the activatable PA probe has
been successfully applied to RSS photoacoustic imaging in vivo
based on its deep tissue penetration and high spatial
resolution.

Hydrogen sulfide (H,S), as the third signaling molecule,
plays an important role in maintaining the normal function
of the cardiovascular and nervous systems.''>''® Zhao et al.
developed the first example of activatable photoacoustic probe
Si@BODPA for the real-time imaging of endogenous H,S.'"”
Si@BODPA has excellent water solubility, outstanding biocom-
patibility, and extremely fast responsiveness since the probe
was composed by encapsulating semi-cyanine-BODIPY hybrid
dyes (BODPA) into the hydrophobic interior of core-shell silica
nanocomposites (Fig. 8a). The nanoprobe initially entered the
cells through endocytosis. In the presence of H,S, the
hydrophilic core-shell component of the probe transferred
H,S from the water to the polar interior and then rapidly
underwent thiol-halogen nucleophilic substitution and
triggered a high NIR absorption at about 780 nm, ultimately
leading to the strong PA signal output. In addition, the probe
showed a highly selective response to H,S, with a detection limit
of 53 nM. Based on the excellent properties of Si@BODPA, the
probe had been used to image H,S in an HCT116 (human colon
cancer cells) tumor-bearing mouse model, thereby successfully
verifying the promotion of cystathionine-B-synthase (CBS)
upregulation on the increase in H,S levels.

As the most abundant biological thiol (1-10 mM) in cells,
glutathione (GSH) can regulate many physiological processes
including cell redox activity, intracellular signal transduction,
and gene regulation.""®'*° It is worth noting that GSH can
protect cells from DNA and RNA damage caused by oxidative
stress by capturing free radicals, thereby maintaining redox
homeostasis in the body. Tang et al. developed a GSH/H,0,
redox couple-responsive BSA-Cy-Mito nanoprobe for the PA
imaging of the redox state and the accurate assessment of the
activity and vulnerability of plaque inflammation by introducing
the self-assembly of bovine serum albumin (BSA) with two near-
infrared fluorescence probes, Cy-3-NO, for GSH and Mito-NIRHP
for H,O, (Fig. 8b)."*° The introduction of BSA endowed the
nanoprobe with good biocompatibility, long blood circulation
time, and high plaque accumulation, and did not affect the
specific response of the nanoprobe to GSH and H,0,. In the
presence of GSH and H,0,, BSA-Cy-Mito exhibits strongly dependent
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Fig. 8 (a) Structures of activatable photoacoustic probes Si@BODPA and
illustration of Si@BODPA for the PA imaging of H,S. Adapted from ref. 117.
Copyright© 2017 Royal Society of Chemistry. (b) Design of GSH/H,0,-
responsive BSA-Cy-Mito nanoprobe and its response mechanism to the
redox state. (c) Representative PA imaging and semi-quantitative intensity
of abdominal aortas of plaque-bearing ApoE’/’ mice at different stages
(4, 8, 12, and 16 weeks on a high-fat diet) injecting intravenously with BSA-
Cy-Mito nanoprobe or pretreated with the scavenger. Adapted from
ref. 120. Copyright@© 2019 American Chemical Society.

absorbance at 765 nm and 680 nm, respectively, which enabled
simultaneous the photoacoustic detection of GSH/H,0, with
high specificity and sensitivity with a detection limit of
0.9/0.5 pM. The nanoprobe had been successfully applied for
the ex vivo PA imaging of inflammation in macrophages
activated by oxidized low-density lipoprotein and in vivo
accurate detection of vulnerable plaque in apolipoprotein
E-deficiency (ApoE ") mice (Fig. 8c). Thus, the probe had the
potential to distinguish rupture-prone plaques from stable
ones at an early stage, thereby helping in the implementation
of successful prevention and treatment strategies.

Another important thiol in the organism is cysteine (Cys).
Abnormal Cys concentration can lead to a variety of complex
diseases, such as hair and skin damage, muscle weakness, and
liver damage."*"">* Current studies have shown that the synthesis
of GSH in the lungs of patients with pulmonary fibrosis is limited
but it has not been discovered whether this phenomenon is
caused by the low level of raw material-Cys in the body."** To
explore the reasons for the low level of GSH in pulmonary fibrosis,
Tang et al. designed and synthesized a NIR-FL/PA dual-mode
probe CCYS to detect the Cys level in the lungs of PF mice.'** It
found that the fluorescence and photoacoustic signals of Cys in
the lungs of PF mice were significantly higher by comparing the
Cys levels in healthy mice and mice with common pneumonia,
which proved that limited GSH synthesis in pulmonary fibrosis

© 2021 The Author(s). Published by the Royal Society of Chemistry
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was not caused by low Cys content. Further studies had found
that the low activity of glutamyl cysteine ligase involved in the
synthesis of GSH might be the cause of the low rate of GSH
synthesis in pulmonary fibrosis. In addition, the experimental
results of Cys over-expression in PF mice also provided a possible
research direction for the early distinction between pulmonary
fibrosis and common pneumonia.

3.3 Enzymes

Enzymes are one of the necessary conditions for major life
activities. The growth, development, reproduction, heredity,
movement, nerve conduction, and other life activities of organ-
isms are closely related to the catalytic process of enzymes. At the
same time, enzymes are also important biomarkers for certain
pathological conditions, and their activity and concentration in
the body or serum are generally regarded as important signal
parameters for disease diagnosis.'*>'*® Therefore, researchers
have developed a series of probes for the imaging of various
enzymes in living bodies. Among them, photoacoustic probes
have shown great potential in enzyme detection based on their
advantages of high spatial resolution and deep penetration depth.

The caspase family plays an extremely vital role in mediating
cell apoptosis. Among them, caspase-3 is the only one that has

e
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been thoroughly studied so far. As a key executive molecule,
caspase-3 is the main downstream effector caspase that cleaves the
majority of the cellular substrates in apoptotic cells and functions
in many pathways of apoptosis signal transduction.*”'?® Ye et al.
developed an activatable photoacoustic probe 1-RGD based on the
dual response of caspase-3 and GSH to detect the activity of
caspase-3 in living organisms.'*® The probe connected CHQ as a
pre-clickable site and modified the D cysteine residue with DEVD
and disulfide bonds to serve as recognition sites for caspase-3 and
GSH at the other end. In the apoptotic tumor microenvironment
induced by chemotherapy, after the probe interacted with
overproduced GSH and active caspase-3, the exposed free
D-Cys condensed with the cyano of CHQ to form cyclized
product 1-cycl and the self-assembly occurred (Fig. 9a). The
fluorescence of the additional dye (ICG) undergoes aggregation-
caused quenching (ACQ) after aggregation so that a strong PA
signal was observed. 1-RGD had been successfully used for
high-resolution 3D imaging of the spatial distribution of
caspase-3 in apoptotic tumor tissues (Fig. 9b) and had great
potential for the early monitoring of the efficacy of chemo-
therapy drugs on the tumors.

Hypoxia is a common pathological condition. When the
oxygen supply in the cells is sufficient, the excessive expression
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Fig. 9 (a) Construction of the PA probe (1-RGD and 1-Ac) and its response mechanism to caspase-3 via macrocyclization and self-assembly.
(b) 3D Reconstruction PA image of apoptotic tumor (left) and 3D-slice in tumor tissues (right) in DOX-treated mice at 10 h after injection of
1-RGD. Red arrows showed the views of representative individual apoptotic region within the tumor tissues. White arrows show the same
apoptotic region in the xy, xz, and yz panels. Adapted from ref. 129. Copyright© 2019 John Wiley and Sons. (c) Chemical structure of hypoxia-
response probe HyP-1. (d) PA images of the tumor-bearing and control flank before and 5 h, following the injection of HyP-1. (e) Time-dependent
increase in the PA signal of tumor-bearing and control flanks in (d). Adapted from ref. 132. Copyright@© 2017 Springer Nature. (f) Design of the
PA/NIR-FL dual-mode probe Rhodol-PA and its response mechanism to hNQO1. Adapted from ref. 134. Copyright© 2019 Royal Society of Chemistry.
(g) Schematic illustration for the design and mechanism of P-Dex for uPA imaging. Adapted from ref. 138. Copyright©2020 John Wiley and Sons.
(h) Mechanism of self-assembly of near-infrared nanoparticles for PA imaging of ALP in the tumor. Adapted from ref. 144. Copyright© 2018
American Chemical Society.
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of the nitroreductase (NTR) will cause many diseases related to
hypoxia. Therefore, the detection of NTR activity is very
important for the diagnosis and prognosis of hypoxia-related
diseases."*® Unlike the previous utilization of nitroimidazoles as
the response part of imaging hypoxia,”® Chan
colleagues developed a new hypoxia-response sensor containing
an N-oxide, which could directly generate the corresponding
aniline in hypoxia through a one-step two-electron reduction,
thereby avoiding interfering signals caused by intermediate pro-
ducts (Fig. 9c).”*> The complex conversion process made it
difficult to achieve the imaging of hypoxia on the short-time scale
when nitroimidazole was used as the sensing part. Hypoxia probe
1 (HyP-1) synthesized based on this activation mechanism could
simultaneously perform PA/ratiometric NIR-FL dual-modal ima-
ging for chronic hypoxia in cancer (Fig. 9d and e) and short-term
acute hypoxia. It has great potential to explore the dynamics and
spatial complexity of hypoxia ratiometric NIR fluorescent imaging.

Human NAD(P)H: quinone oxidoreductase isozyme 1 (hNQO1)
is a member of the NAD(P)H dehydrogenase (quinone) family and
encodes a cytoplasmic 2-electron reductase. hNQO1 can transfer
NADH (nicotinamide adenine dinucleotide) or NADPH (nicotina-
mide adenine dinucleotide phosphate) electrons to quinones and
then undergo double electron redox reaction to form lower toxic
hydroquinones, thus avoiding cell damage."** Therefore, it plays an
important role in detoxification and metabolism. Recently, Jiang
et al. designed a new NIR rhodol derivative dye, Rhodol-NIR, by
conjugating the core rhodol structure with 4-hydroxybenzaldehyde
via classic Knoevenagel reaction.’** It had a large extinction
coefficient, low quantum yield, and structural switch from a ring-
open form to a closed spirolactone upon esterification. Subse-
quently, the Rhodol-PA probe was synthesized by cloaking the
hydroxyl group by linking the dye to a trimethyl locked quinone
propionic acid moiety (Q3) (Fig. 9f). Rhodol-PA was NIR-FL/PA off
due to its closed spironolactone structure. Under the action of
hNQO1, the probe was de-esterified and its NIR-FL/PA signal
recovery was accompanied by the opening of the spiro ring.
Rhodol-PA probe allowed high-contrast NIR-FL/PA dual-modal
imaging of overexpressed hNQO1 in cancer cells and living tumors.

The urokinase-type plasminogen activator (uPA) may play
a very important role in the infiltration and metastasis of
malignant tumors.”> uPA can bind to uPA receptors on the
surface of cancer cells and continuously activate plasmin locally
to cause the dissolution of the basement membrane and pro-
mote the occurrence of metastasis. uPA is overexpressed in
invasive breast cancer; thus, it can be used as a biomarker for
the detection of invasive breast cancer.*****” Pu’s group reported
a renal-clearable polymeric probe P-Dex, which could detect
overexpressed uPA in invasive breast cancer with high specificity
and sensitivity by activating NIR-FL/PA dual-mode imaging and
then perform effective renal clearance to minimize the potential
toxicity.*® The probe consisted of four components: (1) a
renal-clearable promoter, dextran backbone; (2) a signaling
moiety, NIR hemicyanine dye (CyN3OH); (3) a self-immolative
linker, p-aminobenzyl alcohol; (4) a peptide substrate recognized
and cleaved by uPA, carbobenzyloxy-Gly-Gly-Arg-OH (Fig. 9g).
Initially, the “~OH” of the hemicyanine dye in the P-Dex probe
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was in the ‘“caged” state, with limited intramolecular charge
transfer, which showed no fluorescence and photoacoustic. Under
uPA activation, the amide bond of the probe was cleaved and the
peptide substrate was cleaved, and then the p-aminobenzyl alco-
hol underwent self-combustion so that the fluorescence and
photoacoustic signals of the CyN3OH dye were released to achieve
the specific imaging of uPA. Therefore, the polymer molecule was
expected to be used for the early detection of invasive breast
cancer and the identification of invasive and non-invasive breast
cancer so as to implement the corresponding treatment and
prognosis according to the malignant degree of the tumor.

As a commonly used biomarker, alkaline phosphatase (ALP)
can dephosphorylate the corresponding substrate by hydrolyz-
ing the phosphate monoesters to generate free hydroxyl and
phosphate ions. ALP is widely distributed in human organs,
most of which are located in the bones and liver, and a small
part is located in the kidneys and intestines."*>"*° In addition,
the membrane structure of some cancer cells also shows ALP
overexpression, such as HepG2, HeLa, Saos-2, and MESSA/
Dx5."*112 Therefore, some probes used for tumor imaging
sometimes contain a hydrolysis site of ALP. When the probe
is dephosphorylated to turn on the imaging signal or self-
assembly accompanied by a decrease in water solubility, the
probe will have an enhanced signal-to-noise ratio and tumor
accumulation time based on the enhanced permeability and
retention (EPR) effect."*> Based on this principle, Liang et. al
developed an ALP-triggered near-infrared photoacoustic probe
IR775-Phe-Phe-Tyr(H,PO;)-OH (1P)."*° The probe consisted of
the NIR dye IR775 for PA imaging and the Phe-Phe-Tyr(H,PO;)-
OH motif for ALP-triggered self-assembly. The probe could be
dephosphorylated under the catalysis of ALP to form IR775-
Phe-Tyr-OH and to obtain enhanced hydrophobicity, resulting
in self-assembly to generate the nanoparticles (denoted as 1-NPs)
(Fig. 9h). 1-NPs with quenched fluorescence signal and
enhanced PA signal had been successfully applied for the PA
imaging of ALP activity in vitro and tumors. Similarly, Lin et. al
designed and synthesized the first ALP-activated NIR-FL/PA dual-
modal probe LET-3, which contained a near-infrared hemicya-
nide dye (LET-CyOH) and an ALP response site (phosphate)."**
The phosphate moiety could be specifically cleaved by ALP,
which led to the enhancement of the electron-donating ability
of the oxygen atoms in the molecule and the significant recovery
of the FL and PA signals of the LET-CyOH dyes. The probe
combined high sensitivity of FL imaging with deep tissue
penetration and high spatial resolution of PA imaging. The
detection of ALP enzymes in vitro showed 23 times FL enhance-
ment at 730 nm and 27 times PA enhancement at 710 nm.
Moreover, based on the good biocompatibility of LET-3, it had
successfully achieved high sensitivity and selective real-time
monitoring of ALP levels in live tumor-bearing mice.

4. Discussion and conclusion

In this review, we surveyed several typical “Always on” and
activatable photoacoustic probes based on small-molecule

© 2021 The Author(s). Published by the Royal Society of Chemistry
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organic dyes in the application in the biomedical field. We also
detailed the application of single-function and multifunction
photoacoustic probes in PAI and multimodal imaging-guided
therapy, as well as the application of activatable photoacoustic
probes for the detection of pathological biomarkers, and
physiological indexes. Therefore, in view of the advantages of
PAI technology and small-molecule contrast agent, PAI based
on small-molecule dyes has great potential for development.

Although PAI technology has made great progress in the
biomedical field, it also has many deficiencies. For example, a
small molecule photoacoustic contrast agent exhibits poor
optical and chemical stability. Moreover, the existing small-
molecule dyes have a relatively short absorption wavelength
(<1000 nm) and the imaging quality is difficult to further
improve. Considering the above-mentioned issues, we look
forward to the future development of dyes photoacoustic
imaging based on small-molecule organic dye.

5. Perspective

1. Several types of conventional photoacoustic probes are prone
to photobleaching under long-term laser irradiation, such as
cyanine dyes. Therefore, the development of photoacoustic
probes with good light stability is important to improve the
accuracy of disease diagnosis.

2. Photoacoustic probes based on small-molecule dyes have
received widespread attention due to their fast metabolism
in vivo. However, almost no small molecule dye can be used
in the second near-infrared window (NIR-II, 1000-1700 nm)
photoacoustic imaging so far. Therefore, the development of
small molecule dyes with absorption wavelength above
1000 nm and high molar extinction coefficient is of great
significance to further improve the imaging depth and
resolution.

3. Improving the active targeting cap ability of photoacoustic
probes in lesion location is another question. Most of the
existing photoacoustic probes have poor targeting, which lead
to false positive signals and reduce the accuracy of disease
diagnosis. Hence, it is necessary to enhance the targeting
ability of photoacoustic probes.
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