7 ROYAL SOCIETY
PP OF CHEMISTRY

Biomaterials
Science

View Article Online
View Journal | View Issue

REVIEW

Renal-clearable nanoprobes for optical imaging

’ '.) Check for updates ‘
and early diagnosis of diseases

Cite this: Biomater. Sci., 2024, 12,
1357

) %xa.C

Wei An,®€ Weiping Xu,” Ya Zhou,® Changwen Huang,® Weiguo Huang 2 **€ and

Jiaguo Huang ) *®

Optical imaging has played an indispensable role in clinical diagnostics and fundamental biomedical
research due to its high sensitivity, high spatiotemporal resolution, cost-effectiveness, and easy accessibil-
ity. However, the issues of light scattering and low tissue penetration make them effective only for
superficial imaging. To overcome these issues, renal-clearable optical nanoprobes have recently
emerged, which are activated by abnormal disease-associated biomarkers and initiate a pharmacokinetic
switch by undergoing degradation and eventually releasing signal reporters into urine, for simple imaging
and sensitive optical in vitro urinalysis. In this review, we focus on the advancements of renal-clearable
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organic nanoprobes for optical imaging and remote urinalysis. The versatile design strategies of these
nanoprobes are discussed along with their sensing mechanisms toward biomolecules of interest as well
as their unique biological applications. Finally, challenges and perspectives are discussed to further
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1. Introduction

Molecular imaging enables non-invasive and real-time visual-
ization of physiological or pathological processes in living

“State Key Laboratory of Structural Chemistry, Fujian Institute of Research on the
Structure of Matter, Chinese Academy of Sciences, Fuzhou, Fujian, 350002, China
bDepartment School of Pharmaceutical Sciences, Sun Yat-sen University, Guangzhou,
510006, China. E-mail: huangjg36@mail. sysu.edu.cn

“University of Chinese Academy of Sciences, Beijing 100049, P. R. China

General surgery department, the Sixth Affiliated Hospital of Guangzhou Medical
University, Qingyuan People’s Hospital, Qingyuan, Guangdong, 511518, China

Wei An graduated in 2021 with a
bachelor’s degree in Polymer
Materials and Engineering from
North  University of China.
Currently, she is pursuing a
master’s degree under the supervi-
sion of Professor Weiguo Huang at
the University of Chinese Academy
of Sciences. Her primary research
focus lies in the design of stimuli-
responsive polymer materials and
the synthesis of platinum-based
drugs, with a particular emphasis
on  their  applications  in
biomedicine.

This journal is © The Royal Society of Chemistry 2024

advance the next-generation renal-clearable nanoprobes for in vivo imaging and in vitro urinalysis.

organisms.'” With the combination of specialized instru-

ments and imaging probes that reflect imaging signals, mole-
cular imaging has played significant roles in early diagnosis,
proper disease management, and drug development and
discovery.*”” Several imaging modalities such as X-ray com-
puted tomography (CT) imaging, positron emission tomogra-
phy (PET), single-photon emission computerized tomography
(SPECT), magnetic resonance imaging (MRI) and ultrasound
(US) imaging are employed for deep tissue imaging in clinical
practice.® " Unlike those conventional imaging modalities,
optical imaging as a nonionizing radiation method offers
unique opportunities to real-time visualize and quantify mul-
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tiple dynamic biological events at the molecular level with
high spatiotemporal resolution and high sensitivity.">™” To
correlate the signal with biomolecules or biological events
in vivo, optical probes are of high significance. In clinical set-
tings, imaging-guided surgery with clinically approved indo-
cyanine green (ICG) and methylene blue (MB) have been
widely investigated."®"® Moreover, renal-clearable small mole-
cular probes have been explored to detect versatile pathological
parameters in kidney disease, bladder cancer, cancer immu-
notherapy, etc.>*>* However, these small molecular fluoro-
phores typically experienced short retention time because of
their rapid clearance.>®>* In contrast, optical nanoparticulate
probes with prolonged circulation time and biomarker-trig-
gered signals offer measurable and quantifiable real-time
information on pathological status at the molecular level.*>>°
Nevertheless, nanoprobes combined with optical imaging
often encounter the shallow tissue penetration depth due to
high photon absorption and scattering, which hampers
imaging invisible or deep tissue diseases.”” >’

Nanoparticles could disassemble or degrade into small
molecules with desired properties such as fluorescence turn
on and renal clearance in the presence of biomarkers of inter-
est, which not only offer measurable real-time information on
pathological sites but also leverage the level of biomarkers to
amplify the detection signals in urine, allowing highly sensi-
tive detection of diseases.®® Thus far, only few nanoprobes
built on metal materials such as gold nanoclusters have been
reported for this purpose.’’ However, the design of those in-
organic nanoprobes simply relies on the surface anchor via
noncovalent bonds and the use of heavy metals failed to
thoroughly be degraded.*> Moreover, the in vivo stability and
long-term biosafety remain to be optimized. By contrast,
organic nanoprobes are more biocompatible, show faster clear-
ance and have more tunable optical properties relative to in-
organic nanomaterials. As most organic dye-based nano-
particles have been constructed through intraparticle doping,
they are often unable to disassemble upon exposure to biologi-
cal events, or their disassembled fragments failed to clear into
urine. Therefore, organic nanoprobes that simultaneously
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possess activatable fluorogenic signals and undergo degra-
dation into small molecules with high renal clearance
efficiency are promising for both real-time optical imaging
in vivo and urinalysis in vitro.

The publications and citations about optical nanoprobes
are increasing in number, and there are some reviews sum-
marizing their designs, optical properties, and general biosen-
sing applications. However, the existing literature has show-
cased the design strategies and therapeutic prospects of
optical nanoprobes, which are mostly excreted through hepato-
biliary clearance pathway. In this review, we focus on the
recent progress in the development of renal-clearable organic
nanoprobes for optical imaging and urinalysis and highlight
the nanoprobe design and sensing mechanisms toward bio-
molecules or biological events of interest (Table 1). In the fol-
lowing sections, we first discuss the design principles of renal
clearable nanoprobes along with their biological applications
towards various conditions including cancers, allograft rejec-
tion, immunotherapy, infection, and thrombosis (Fig. 1).
Furthermore, we discuss the challenges that exist in this
growing field in the setting of preclinical studies and strategies
for clinical translation.

2. Early detection of cancer and
acute allograft rejection

Cancer is a leading cause of disease-related death worldwide.*
Early diagnosis plays a crucial role in the timely identification
of cancers or precancerous lesions, enabling interventions that
can enhance survival rates and reduce incidence. Conventional
clinical radiological imaging modalities have limitations in
detecting cancers at an early stage.* Moreover, solid organ trans-
plantation is the only option for patients with end-stage cancer.
However, acute allograft rejection manifests as a sudden decline
in graft function after transplantation and poses a serious
medical complication with high mortality risk in clinical set-
tings. Therefore, early detection of allograft rejection is critical
for long-term graft function and survival in transplant patients.
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Table 1 Summary of renal-clearable organic nanoprobes and their applications
Disease type Probe Biomarkers  Application Ref.
Cancer APN¢ Cathepsin NIRF imaging in orthotopic liver tumour model and urinalysis in vitro 33
B

ABNg MMP9 Imaging in tumour nodules and urinalysis in vitro 36
Allograft APNg Granzyme B Urinalysis in orthotopic liver transplantation of rat model 33
rejection
Immunotherapy ~ oPD1-GS  Granzyme B  Urinalysis in MC38 colon adenocarcinoma syngeneic tumour model and Imaging in 44

tumour organs

Thrombosis PEG-T1E  Thrombin ELISA and paper ELISA 60
Inflammation PEG-M1E MMP9 ELISA and paper ELISA 60
Hepatic IRI APNgo 0,~ Detecting O,"~, NIRF imaging and urinalysis 55
DILI ADN2 0,” Detecting O,"~, NIRF imaging and urinalysis 63

MMP9: matrix metalloproteinase-9, Hepatic IRI: hepatic ischemia-reperfusion injury, DILI: drug-induced liver injury, O, ": superoxide anion.

Although invasive biopsy is the gold standard routinely used to
diagnose allograft rejection, this procedure is invasive and
offers only a static and focal pathological state.*®

To overcome these issues, Pu and his colleagues have
reported activatable polyfluorescent nanoprobes (APNg) for
real-time near-infrared fluorescence (NIRF) imaging and urina-
lysis of tumours and allograft rejection.®® These APNg consist
of fluorophores with azide groups incorporated into alkyl
chains (NH,CyOH), along with an aniline group linked to a
self-immolative linker (4-aminophenyl conjugated benzoyldi-
methanol) (Fig. 2b). This self-immolative linker is employed in
conjunction with dipeptide acetyl-Phe-Lys (Ac-FK) or tetra-
peptide acetyl-Ile-Glu-Phe-Asp (Ac-IEFD), resulting in the for-
mation of polymer C and polymer G (Fig. 2a). To enhance
their hydrophilicity and targeting ability, the azide groups on
the side chains of polymer C/G are further coupled with
cRGDfK/HPBCD or HPPCD, affording APN; and APNg,
respectively.>*?> It should be noted that Ac-FK and Ac-IEFD
peptide moieties can be specifically cleaved by Cathepsin B
(Cat B) and Granzyme B (GzmB) proteases, respectively, which
are highly expressed in tumour cells and lymphocyte cells
during allograft rejection, respectively.
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The amphiphilicity of APNc and APNg enabled spon-
taneous assembly into spherical nanoparticles with average
dynamic sizes of ~170 nm. APN; and APNg are naturally non-
fluorescent in PBS solutions. After incubation with cathepsin
B and granzyme B, the fluorescence at 720 nm increased by
11-fold and 10-fold (Fig. 2c¢ and 3b) for APN; and APNg,
respectively. This was attributed to the enzymatic cleavage of
the amide linkage between the peptide substrate and the self-
immolative moiety, followed by 1,6-elimination and 1,4-elimin-
ation, eventually leading to depolymerization to form fluo-
rescent CyCD or CyRGD. Moreover, their sizes decreased dra-
matically upon incubation with respective proteases, as they
underwent backbone degradation and thus stayed in a single-
molecule state rather than nanoparticle state in aqueous
solutions.

Owing to the size of APNg (~170 nm) being far over the
renal filtration threshold (~5 nm) and intrinsic non-fluo-
rescent feature, APNg accumulated predominately in the liver
and showed weak fluorescence. After systematic injection into
live mice carrying an orthotopic liver tumour in a mouse
model, the tumour in the liver was easily delineated through
NIRF imaging. Meanwhile, the fluorescence signal was
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Fig. 1 Schematic illustration of the applications of renal-clearable nanoprobes for imaging and urinalysis of diseases.

detected in the kidneys (Fig. 2f), because the overexpressed
cathepsin B in the tumour effectively activated APNg, leading
to depolymerization to produce fluorescent artificial urinary
biomarker CyCD with a strong fluorescence signal. The
maximum liver-to-background ratio (LBR) and kidney-to-back-
ground ratio (KBR) were 5.6-fold and 6.9-fold higher than
those of the control mice, respectively (Fig. 2d and e). A
gradual decline in these ratios was observed at later time
points due to the renal clearance of CyCD. Furthermore, a sep-
arate cohort of tumour-bearing mice were treated with a cath-
epsin B inhibitor (CA-074) prior to APN; administration.
Pharmacological inhibition of cathepsin B resulted in a
remarkable decrease in signal for both liver and kidneys.

The intra-tumour Cathepsin B levels was detected by urina-
lysis of the CyCD signal following APN( injection. On days 3,
8, and 14 after tumour implantation, the intra-tumour
Cathepsin B levels gradually increased, corresponding to CyCD
signal increases of 1.8-fold, 3.8-fold, and 7.8-fold, respectively,
in comparison to control mice (Fig. 2h). Notably, the percen-
tage of activated APN¢ in urine closely correlated with the
tumour size. APN¢-based urinalysis demonstrated its capa-
bility to in situ detect liver tumours as small as approximately
1.9 mm in diameter, outperforming the conventional clinical
liver function tests including glutamate transaminase (ALT)
and aspartate transaminase (AST) (Fig. 2g). Hence, it is antici-
pated that APN( are superior to conventional clinical assays
for the early diagnosis of liver cancer.

1360 | Biomater. Sci., 2024, 12,1357-1370

In an orthotopic liver transplantation of rat model (Fig. 3a),
APNg was i.v. injected into live rats at different post-operation
time points (2, 3, 4 and 6 days). Urinalysis was conducted and
their signals were normalized by the fold of urinary protein in
order to exclude the effect of urine volume between different
rats. The first statistically significant NIRF enhancement for
excreted CyCD was observed at 3 days (3.2-fold) post operation,
which continued to increase to 4.9-fold at 4 days and 3.9-fold
at 6 days post operation. Moreover, there was no significant
elevation in urine signals from high-dose tacrolimus-treated
grafted rats, iso-grafted rats and sham-operated rats with only
trauma on the belly. The signal evolution behaviors of urinaly-
sis coincided well with the level of granzyme B in CD8+ cyto-
toxic T cells from liver, spleen, lymph nodes and blood by flow
cytometry. Moreover, the sensitivity and specificity for all
tested assays including APNg-based urinalysis, flow cytometry,
cytokines and liver function were evaluated (Fig. 3c and d).
Different from the limited predictive power of cytokines for
early detection (0.69 < AUC < 0.91), APNg-based urinalysis and
flow cytometry assays were highly discriminatory, producing a
higher AUC (0.94 < AUC < 0.98). Although ALT and AST had a
comparable predictive power (AUC = 0.96 and 0.98), their
detection time was delayed to 4 days post operation time.
Therefore, APNg-based urinalysis not only enabled the detec-
tion of allograft rejection early, but also showed the highest
sensitivity to in the prediction and prognosis of acute liver allo-
graft rejection.

This journal is © The Royal Society of Chemistry 2024
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Fig. 2 NIRF imaging and urinalysis of APN¢ for early cancer diagnosis. (a). Chemical structures of protease-responsive peptide brushes (Ac-FK and
Ac-IEFD) for APNs design. (b). Chemical structures of APNs and the corresponding fluorogenic fragments in response to the respective proteases
(CyCD or CyRGD). (R; = H or (CH3),NCO, R, = HPBCD or cRGD, Rz = H or CH,CHOHCH3). (c). NIR-fluorescence spectra of APN¢ (10 pM) in the
absence or presence of Cat B (0.5 pg) in a PBS solution at 37 °C. (d and e). NIRF intensity versus time curves of the liver (d) and kidney (e) after injec-
tion of APNc in live mice (n = 4). (f). NIRF imaging of live mice with implanted tumours after APN¢ injection at different time points (0, 3, and 14 d).
White circles display the tumour (T), liver (L), and kidney (K). (g). The correlation between the percentage of activated APNc in urine and tumour size
was studied by linear regression analysis. (h). APNc was injected at different time points and the fluorescence intensity of the activated probe was
collected in urine from each group of mice (n = 4). PBS versus tumour-implantation groups. Reproduced with permission from ref. 33. Copyright
2022, Springer Nature.

Besides, Kwon et al.>® developed a novel exogenous admi- tumour microenvironment (Fig. 4a). In the ABNg nanoplat-
nistered activity-based tumour-penetrating nanosensor (ABNg) form, Kwon et al. have chosen MMP9 as a protease target,
that can effectively detect tumour lesions <5 mm as well as modified with a tumour-penetrating peptide (LyP-1) to
micro nodes based on abnormal protease expression in the mediate the active internalization of ABNg and their transport

This journal is © The Royal Society of Chemistry 2024 Biomater. Sci., 2024, 12,1357-1370 | 1361
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Fig. 3 Urinalysis of acute liver allograft rejection in live rats. (a). Illustration of the liver transplantation surgical procedure, liver allograft rejection
mechanisms, and APNg activation in the grafted liver for optical urinalysis in live mice. LSEC, liver sinusoidal endothelial cells. (b). NIR-fluorescence
spectra of APNg in the absence or presence of granzyme B in a PBS solution at 37 °C. (c). Diagnostic specificity and sensitivity for urinalysis, flow
cytometry, ALT, AST and ALP in differentiating between healthy rats (n = 12) and allografts (n = 8) 6 d after transplantation. (d). Diagnostic specificity
and sensitivity for cytokines including TNF-qo, IFN-y, IL-2, IL-4 and IL-6 in differentiating between healthy rats (n = 21) and allografts (n = 14) 6 d after
transplantation. Reproduced with permission from ref. 33. Copyright 2022, Springer Nature.

through the tumour stroma into the tumour tissue, which sig-
nificantly improved the sensitivity, as evidenced by detecting
tumour sizes from 150 mm® to 30 mm’
Furthermore, they selected another tumour penetrating
peptide, iRGD, which is involved in the same active internaliz-
ation pathway as LyP-1, but with an o,f; or o,ps integrin het-
erodimer as the central receptor. After intravenous (i.v.) admin-
istration, excellent tumour enrichment effects were observed
in a mouse tumour model (Fig. 4b and c). Finally, in mice with
tumours implanted for two weeks, the total tumour burden
measured 36 mm?®, with a median nodule diameter less than
2 mm. At this stage, urine test results show a notable increase
in signals compared to the blood biomarker HE4 (Fig. 4b and
e). When compared to clinically accepted imaging modalities
capable of detecting only individual tumour nodules larger
than 5 mm, the ABNg platform demonstrated greater sensi-
tivity in the mouse model.

in volume.

3. Detection of immune checkpoint
blockade (ICB) responses

The advent of Immune Checkpoint Blockade (ICB) therapy has
marked a significant progress in cancer treatment.’’"°
Nevertheless, it is important to note that objective response
rates still fall below approximately 25% across several cancer
types.®® Currently, a combination of radiological assessments,

1362 | Biomater. Sci, 2024,12,1357-1370

tumour evaluations, and serum biomarkers is employed to
gauge patient responses to ICB therapy.*® However, there is an
evident need to enhance radiological evaluation following the
initial cycle of ICB therapy, considering the occurrence of
“pseudoprogression” during immunotherapy.*' ™
Furthermore, tumour biomarkers typically require invasive
biopsy procedures during treatment, underscoring the critical
importance of developing non-invasive assays for monitoring
the immune response to ICB therapy.**

Kwong et al. have reported a category of active sensors as
urinary biomarkers for assessing the ICB response.*’ These
sensors comprise anti-programmed cell death protein 1 anti-
bodies (aPD1) in conjunction with fluorescently labelled, mass-
barcoded protease substrates. Such substrates can be cleaved by
proteases during ICB treatment, leading to the release of signal
reporters that are subsequently filtered into the urine. Through
urine sampling, both tumour and immuno-proteases can be
quantified using fluorescence and mass spectrometry, allowing
for the monitoring of ICB responses based on their distinctive
mass barcodes. As a representative example, a fluorescently
labelled peptide substrate that selectively targets murine gran-
zyme B (GzmB; substrate IEFDSG*®'’) was conjugated to an
aPD1 (clone 8H3) antibody via cross-linking surface amines on
the antibody, resulting in the formation of an aPD1-GzmB sensor
conjugate, referred to as aPD1-GS (Fig. 5a).

The capacity of aPD1-GzmB sensor conjugates (aPD1-GS) to
detect the T cell-mediated killing of tumour cells was assessed

This journal is © The Royal Society of Chemistry 2024
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Fig. 4 Tumour enrichment and urine detection mechanism of ABNGs. (a).

Illustration of the ABNs assembly and urine test pathway. (b). Urine and

blood measurement of ABNs and HE4. (c). ABNs accumulation in tumour nodules in a representative animal. (d). Normalization accumulation of
ABNGs in tumours and major organs. (e). ROC curve of urinary diagnostic and blood biomarker. Reproduced with permission from ref. 36. Copyright

2017, Springer Nature.

in the MC38 colon adenocarcinoma syngeneic tumour
model.*® Following the administration of four doses of anti-
bodies on days 7, 10, 14, and 17 to C57BL/6 mice bearing
MC38 tumours, no statistically significant differences in
tumour volume were observed between mice receiving aPD1-
GS and those administered with unmodified aPD1. This corro-
borates that the coupling of the GzmB peptide does not affect
the efficacy of ICB treatment. Subsequently, the capability of
aPD1-GS in monitoring the GzmB activity within a T cell
killing assay was evaluated. The co-incubation of this conju-
gate with Pmel T cells and B16 tumour cells resulted in the
separation of fluorescence reporter signals from internal bur-
sters and a subsequent increase in fluorescence levels in the
samples. Conversely, no significant fluorescence increase was
observed after incubating aPD1-GS with fresh mouse serum,
tumour-associated proteases (e.g., histone B and MMP9), or
coagulation and complement proteases (e.g., C1s and throm-
bin) (Fig. 5b). This observation suggests that «PD1-GS exhibits
substrate-specificity during T cell killing and is particularly
sensitive to GzmB activity. Finally, the non-invasive detection
of aPD1-GS response in C57BL/6 mice carrying homozygous
MC38 tumours was evaluated. To ascertain whether aPD1-GS

This journal is © The Royal Society of Chemistry 2024

undergoes cleavage within tumours, a designed activatable
probe containing a near-infrared fluorophore (800CW) and a
quenching agent (QC1) was employed (Fig. 5d). When acti-
vated aPD1-GS and Iso-GS were incubated with recombinant
GzmB, the fluorescence intensity increased by ~1.5 and ~1.6
times, respectively (Fig. 5d). Mice bearing with MC38 tumours
were injected with 2 doses of aPD1 or isotype control anti-
bodies, followed by the activation of «PD1-GS or Iso-GS. There
was no statistically significant difference in NIRF imaging of
non-tumour organs (liver, spleen, dLNs (tumour draining
lymph nodes), lung, kidney, heart, and brain), while NIR fluo-
rescence in tumours was increased by 1.4 times (Fig. 5e and f),
which suggested that aPD1-GS accumulates in MC38 tumours
and is cleaved to release enhanced fluorescence during ICB
treatment. Following the treatment of MC38 tumours with
aPD1-GS or IgG1 isotype antibody conjugated to the GzmB
peptide substrate (Iso-GS), representative flow cytometry plots
revealed a significant increase in both the number and percen-
tage of GzmB+ tumour-infiltrating lymphocytes (TILs) within
the CD3+CD8+ T cell subsets. However, there was no observa-
ble response of CD3+ CD8- subsets to aPD1-GS compared to
control mice receiving the same dose of Iso-GS, indicating that
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CD8+ TILs are the responsive cells to ICB treatment in this
model.

To gauge the potential for continuous monitoring of the
response to ICB treatment, two groups of MC38 tumour-
bearing mice received treatment with either «PD1-GS or Iso-
GS. The concentration of cleaved fluorescent reporter signals
in urine samples was quantified within 3 hours of adminis-
tration on days 7, 10, and 14 (Fig. 5¢). Compared to the control
mice treated with Iso-GS, there were no statistically significant
differences in urinary fluorescence signals between the two
groups after the first dose. However, at the initiation of the
second dose on day 10, the aPD1-GS-treated mice exhibited
significantly higher urinary fluorescence signals (P = 0.0093, n
= 6-7) while maintaining statistically comparable tumour
volumes (255 mm® vs. 441 mm? P = 0.68, n = 6-7).
Furthermore, the disparity in urinary fluorescence signals was
further accentuated at the outset of the third dose on day 14 (P
< 0.0001, n = 6-7), and tumour volume also showed a signifi-
cant difference (P < 0.0001, n = 6-7). Receiver operating charac-
teristic (ROC) analysis of urine samples at the reporting level
indicated an area under the curve (AUC) of 0.86 for dose 2 and
1.00 for dose 3. This demonstrates the ability to discern ICB
responses with a high degree of sensitivity and specificity.

1364 | Biomater. Sci, 2024,12,1357-1370

Furthermore, the effectively therapeutic response at the outset
of the second dose within the first cycle of ICB treatment was
manifested in a preclinical animal model.

4. Early detection of hepatic
ischemia-reperfusion injury

Hepatic ischemia-reperfusion injury (IRI) represents a signifi-
cant complication associated with various clinical procedures
including hepatectomy, transplantation, and trauma.*®
Oxidative stress serves as a key pathophysiological mechanism
in the course of hepatic IRI, ultimately leading to cell death.>
Recently, clinical diagnostic approaches for hepatic IRI involve
plasma markers (serum ALT/AST) and histological assays. In
addition, non-invasive imaging techniques such as CT, MR,
and PET are employed.”’ > Nevertheless, these methods are
primarily designed to identify late-stage liver function changes
and prove ineffective in the early detection of molecular-level
alterations associated with hepatic IRI.>'™*

Huang et al. have developed an activatable polymeric nano-
probe, APNg, for real-time NIRF imaging of hepatic IRI and
remote urinalysis in the early stage.’® APNgg, is composed of

This journal is © The Royal Society of Chemistry 2024
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four functional blocks: a superoxide anion (O,”) reactive
moiety, a self-immolative linker, a caged fluorophore moiety
and a renal clearance moiety. The fluorophore moieties are
convergently connected with the self-immolative linkers to
form the polymer backbone, which is conjugated by an O, -
cleavable trifluoromethanesulfonate group and grafted by a
renal-clearance moiety HPPCD (Fig. 6a). The amphiphilic pro-
perties of these polymers enable them to spontaneously
assemble into nanoparticles in aqueous solutions, with an
average dynamic size of 160 nm. APNgo is naturally non-fluo-
rescent. In the presence of O, ", the trifluoromethanesulfonate
groups are cleaved, triggering self-depolymerization of the
APNgo backbone. This process releases a renal-excretable fluo-
rescent fragment referred to as the “fluorescent artificial urine
biomarker” (FAUB) (Fig. 6a), leading to a new peak at 700 nm
in the absorption spectrum (Fig. 6¢) and an 11-fold fluo-
rescence enhancement at 720 nm (Fig. 6d). The nanoprobe
also exhibits a low limit of detection of about 10 x 107°

towards O, . APNgo exhibited superior liver-oriented accumu-

Self-immolative monomer

View Article Online

Review

lation, which is probably due to its large particle size of
~160 nm that exceeded the renal filtration threshold of ~5 nm
(Fig. 6b). Despite high accumulation in the liver, APNgo exhibi-
ted only a weak background signal in healthy mice as it was
intrinsically non-fluorescent.

The ability of APNgo to monitor hepatic IRI was tested in a
mouse model of hepatic warm IRI.>*>® APNg., was i.v. injected
into live mice at various time points (0.25, 1, and 4 hours)
after reperfusion. At 0.25 hours post reperfusion timepoint,
the activated APNgo signal depicted both the liver and kidney
in mice (Fig. 6g and h). In comparison, the maximal NIRF
signals in the liver (and kidneys) of mice at 1 and 4 hours of
reperfusion were 1.8 times (1.9 times) and 2.56 times (2.52
times), respectively (Fig. 6e and f). No significant differences
in NIRF signals were observed in the NAC-pretreated group®’
when compared to the control group (Fig. 6e and f). In com-
parison of clinical diagnostic methods, it was observed that
serum ALT and AST did not exhibit statistical elevation until
8 hours after reperfusion. This suggests that ALT and AST
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Fig. 6 APNgo-based NIRF imaging and urinalysis of hepatic IRI. (a). Chemical structures of APNgo and its fluorescent fragment FAUB in the presence
of O,"". (R; = H or (CH3),NCO, R, = H or CH,CHOHCHs5). (b). TME images of APNso in a PBS solution before and after exposure to KO,. (c and d).
Absorption and fluorescence spectra of APNso in a PBS solution before and after exposure to KO, at 37 °C. Inset: Fluorescence images at 720 nm
obtained by the IVIS fluorescence system excited at 675 nm. (e and f). NIRF intensities of the liver and kidney of live mice with injection of APNgo at
0.5 h after different postreperfusion time points (n = 4). (g and h). NIRF images of live mice with injection of APNsg at different time points after
reperfusion for 0.25, 1, or 4 h. Reproduced with permission from ref. 55. Copyright 2022, John Wiley and Sons.
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serve as insensitive later indicators for monitoring the liver for high mortality annually worldwide.>® Currently, the levels
function in the mouse model of hepatic IRI. Moreover, hepatic  of prothrombin fragment 1.2 and D-dimer that serve as indi-
IRI was remotely detected by urinalysis. Following i.v. injection cators of thrombosis or genetic tests have been used for moni-
of APNgo, the fluorescence signal of FAUB in urine was toring pathogenic infections for patients in hospitals.”®
measured at 1 hour, 4 hours, and 8 hours post reperfusion, However, these indicators are often rapidly depleted in the
respectively. Statistically significant enhancements in NIRF bloodstream,>® which makes them unable to capture signals
signals of FAUB were observed at 1 hour (1.93-fold) post reper- associated with long-lasting latent diseases after the patient’s
fusion. Furthermore, the contrasting NIRF signals of FAUB discharge.
continued to exhibit enhancement at 4 hours (3.02-fold) and Bhatia et al.®® have constructed synthetic biomarkers for
8 hours (6.11-fold) post reperfusion. Histological studies diagnosis of thrombosis and infection. These synthetic bio-
revealed normal liver tissue morphology at 4 hours post reper- markers comprised three components: poly(ethylene glycol)
fusion, while significant necrosis was observed at 8 hours post (PEG) with a molecular weight of 40 kDa, thrombin or matrix
reperfusion. Therefore, APNgo-based imaging and urinalysis metalloproteinase (MMP9) cleavable peptide linkers, and a
can detect hepatic IRI up to 7 hours earlier than clinical sero- urinary reporter, which acted as the core scaffold, surface
logical biomarkers (ALT/AST) and histological analyses. linker and signal moiety, respectively (Fig. 7a).
After incubation with recombinant thrombin, significant
fluorescence enhancement was observed within a short period
5. Dlag nosis of thrombosis and of time, whereas PEG-conjugated peptide (PEG-T1Q) was negli-
inflammation gibly cleaved by clotting cascade protease factor IX (Fig. 7b). In
a parallel characterization study, remarkable fluorescence
Postoperative infection and thromboembolism are life-threa- enhancement was observed after coincubation of PEG-M1Q
tening complications in clinical settings and are responsible with MMP9. However, negligible enhancements in fluo-
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rescence signals were determined for the distinct enzyme
MMP19 and pretreated with an MMP9 inhibitor Marimastat
(Fig. 7¢).

The ability of PEG-T1E to detect ongoing thrombosis was
tested using a mouse model of thrombosis. After i.v. injection
of thromboplastin and PEG-T1E, blood clots, primarily in the
lung vasculature, were formed via the extrinsic clotting
cascade. In addition, the urinary signal was significantly elev-
ated related to healthy controls (Fig. 7d). However, such model
did not mimic the kinetics of the onset of a postoperative com-
plication in clinical settings, because the realistic postopera-
tive complication is more likely to be delayed relative to the
time of diagnostic administration. As such, subcutaneous
administration of PEG-T1E was employed to read out a
response to thromboplastin. The results indicated that the
same dose of PEG-T1E administered subcutaneously 2 hours
prior to disease onset allowed us to clearly distinguish
between diseased and healthy animals (Fig. 7e). Furthermore,
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the capability of the MMP-responsive synthetic biomarker
(PEG-M1E) to detect inflammation associated with pneumonia
was evaluated. In the course of infection, MMP9 is highly
expressed by neutrophils and other immune cells as key
mediators in innate immunity and inflammation. Followed by
24 hours post-intratracheal inoculation of P. aeruginosa, the
urine reporter levels measured were significantly higher in
infected mice compared to healthy controls after 1 hour i.v.
injection of PEG-M1E (Fig. 7f). Finally, the PEG-M1E nano-
probe was subcutaneously injected to cohorts of mice that
were either coinfected or not infected via pulmonary delivery
of bacteria. The levels of urine reporter were measured period-
ically in both groups over a 24-hour period. In the initial
period of 2 hours post injection, no difference between healthy
and infected mice was observed. However, the urine signal in
infected mice was significantly elevated at later time points
from 2 to 24 hours due to the inflammatory response strength-
ened (Fig. 7). Therefore, those synthetic biomarkers not only
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activated fragments (R, = HPBCD). (b). Doping

content of the NCBS dye as a function of the chemiluminescence intensity of ADN2 in the presence of KO, (80 pM) at 620 nm and 790 nm. (c).
Representative TEM images of ADNL1 in the absence or presence of KO, in a PBS solution (similar size to ADN2). (d and e). Chemiluminescence inten-
sities versus time curves of the liver (d) and kidney (e) after injection of ADN2 in live mice. (f—h). Chemiluminescence and fluorescence imaging of
live mice after the injection of ADN2 at different time points. (i). The fluorescence intensities of excreted IPCD in the urine from live mice after intra-
venous injection of APN2 for 3 hours. Reproduced with permission from ref. 63. Copyright 2023, John Wiley and Sons.
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enable long-term monitoring of diseases with facile urinary
readouts, but also have high potentials for further advance-
ment in monitoring and diagnostic applications in human.

6. Early detection of drug-induced
liver injury

Drug-induced liver injury (DILI) poses a significant global
public health concern.®’ Excessive exposure to hepatotoxic
drugs can deplete glutathione, leading to the formation of
toxic protein adducts, thereby increasing oxidative stress and
ultimately resulting in liver injury.®> Conventional methods
relying on the measurement of ALT/AST levels and histological
analyses have limitations in terms of their low sensitivity and
specificity.

To tackle those issues, Huang et al. have recently reported
an activatable nanoreporter, ADN2, with superoxide anion
(0,7)-triggered size transformation and chemo-fluoro-lumine-
scence response for crosstalk-free duplex imaging of DILI and
in vitro urinalysis (Fig. 8a).®> ADN2 was prepared via co-nano-
precipitation of NIR naphthalocyanine NCBS with ADN1,
which comprised four functional components: a cascade self-
eliminating moiety responsive to superoxide anions, a chemi-
luminescent signaling moiety (adamantyl-1,2-dioxane), a fluo-
rescent signaling moiety, and a renal-clearable moiety
(HPBCD). These synthesized polymers could spontaneously
form nanoparticles in an aqueous solution with an average
diameter of ~130 nm (Fig. 8c). ADN2 was initially non-fluo-
rescent and non-chemiluminescent as the phenol group was
caged. In the presence of O,"”, the chemiluminescence signals
gradually elevated with the increase in the doping weight per-
centage of NCBS, eventually saturating at 3.5% and decreasing
at higher doping ratios (Fig. 8b). This was ascribed to a
cascade self-elimination reaction and depolymerization of the
polymer backbone occurred, leading to the release of renal-
cleared fluorescent fragments (IPCDs) (Fig. 8a). This activation
switched on both chemo-fluorescence channels, enabling
crosstalk-free imaging and urinalysis.

The feasibility of ADN2 for real-time duplex imaging and
urinalysis of DILI was conducted in a mouse model of
Acetaminophen (APAP)-induced hepatotoxicity.®*®* After injec-
tion of ADN2, the earliest time-point of the first statistically
significant chemiluminescence signal increase in the liver was
observed at 10 min, and gradually increased at later imaging
time points for APAP-treated mice, but not for the control mice
(Fig. 8d and e). The signal was 15.3-fold higher than that of
the control mice at 40 min post-injection of ADN2, indicating
the upregulation of O,~ during the progression of hepato-
toxicity. In addition, kidney and bladder were delineated at
10 min post-injection of ADN2. Moreover, similarly gradual
increased fluorescence signals in the kidney and bladder were
observed (Fig. 8e-h). These results validated the sequential
depolymerization of ADN2 and excretion of IPCD from the
liver to kidneys. However, both chemiluminescence and fluo-
rescence signals were attenuated in the liver, kidney and
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bladder for NAC-treated mice. The SBR of chemiluminescence
imaging was 5.2-fold higher than that of fluorescence imaging
at 40 min post-injection of ADN2 in the liver of APAP-treated
mice, implying that chemiluminescence had a higher sensi-
tivity than that of fluorescence for liver imaging.

Moreover, the signals of urinary IPCD were measured after
3 hours of ADN2 injection. The fluorescence signals increased
16-fold and 1.3-fold for APAP-treated mice relative to the
control mice and NAC-pretreated mice (Fig. 8i), respectively,
validating ADN2-based urinalysis-enabled detection of hepato-
toxicity. H&E staining showed normal hepatic morphology at
0.5 hours post treatment of APAP, but tissue necrosis at
6 hours post treatment. Through the comparison of ADN2-
based duplex imaging/urinalysis and plasma/histological
assays, ADN2-based duplex imaging/urinalysis possesses the
superiority for early and sensitive detection of hepatotoxicity.

7. Conclusions

A substantial barrier facing early diagnosis of diseases using
optical nanoprobes is the shallow tissue penetration depth
due to high photon absorption and light scattering. To realize
the diagnosis of deep tissue diseases, optical probes with
degradable parameter, renal clearance and fluorescence acti-
vation are of high demand. Although various small molecular
probes are reported for real-time optical imaging of various
biomarkers for disease detection, their hepatobiliary clearance
features impeded the feasibility of in wvitro urinary
detection.®®® In contrast, activatable nanoprobes are acti-
vated by abnormal disease-associated biomarkers, and initiate
a pharmacokinetic switch by undergoing degradation and
eventually releasing signal reporters into urine, for simple
imaging and sensitive optical urinalysis. These intrinsic advan-
tages coupled with in vitro detection have enabled real-time
ultrasensitive detection of pathological biomarkers (e.g., ROS
and enzymes), physiological indexes (e.g., pH and hypoxia),
etc. Although various renal-clearable nanoprobes have been
constructed recently, this field is still in the early stage.
Challenges and opportunities coexist, and several issues are to
be tackled. First, owing to the challenges in nanoprobe design,
very few renal clearable nanoprobes for optical imaging have
been reported, making a major roadblock to explore their
further applications. Although some inorganic renal-clearable
nanoprobes have been designed, they simply rely on the
surface anchor via noncovalent bonds, and the used heavy
metals failed to be completely degraded. Furthermore, their
instability in physiological environments and long-term safety
remain yet to be addressed. Therefore, more efforts should be
devoted to design novel and highly biocompatible and bio-
degradable materials for constructing renal-clearable nano-
probes. Second, existing renal-clearable nanoprobes suffer
from low targeting ability. The resulting severe off-target
signals significantly compromise the accuracy of diagnosis. As
such, novel nanoprobes with high targeting capability are
highly needed. Clinical approved antibodies can be selected
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and conjugated onto nanoprobes. Third, the luminescence of
current renal-clearable optical nanoprobes is limited in the
NIR-I window. Therefore, great efforts should be devoted to the
construction of nanoprobes with the emission above 900 nm.
Such improvements allow us to apply those nanoprobes in
deeper seated diseases. Fourth, as the field is in its infancy,
future clinical application has yet to proceed to pivotal trials to
determine their use for disease diagnosis. Alternatively, as bio-
markers are released from disease sites to circulation, efforts
can be made to detect biomarkers via analysis of blood and
other biofluids using nanoprobes. Through discussion, we
hope to encourage the development of different optical probe
platforms and hardware systems, obtaining high sensitivity
and high selectivity in targeting tissues, thereby achieving
early diagnosis and treatment of diseases.
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