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Ultrasmall gold nanoclusters (AuNCs) with photoluminescence in the second near-infrared region (NIR-II)
have emerged as promising probes for in vivo biomedical applications. However, it remains a challenge to
utilize NIR-1I-emitting AuNCs for imaging brain glioblastoma (GBM), which is highly lethal and hard to
diagnose in time. Herein, we have presented systematic investigations on the brain delivery and GBM tar-
geting efficacies of NIR-1I-emitting AUNCs protected by different ligands. We first synthesized four types
of AuNCs with surface coatings of small thiolated ligands and proteins, and then studied their in vitro
penetration capability into the blood—brain barrier (BBB) and in vivo GBM targeting performances. It was
found that the BBB permeability of AuNCs determined by the in vitro transwell model was not evidently
affected by the surface ligands. Significantly, AuNCs protected by albumin exhibited notably extended
blood circulation and less skull binding compared to those protected by small ligands, enabling superior
in vivo brain GBM-targeted NIR-1I PL imaging. We also modified the albumin—AuNCs with targeting pep-
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tides to improve in vivo imaging contrast. Additionally, AuNCs had negligible toxic effects on major organs
as well as brain tissues and neurons, corroborating their good biocompatibility. This study examined the
surface engineering of NIR-II luminescent AuNCs for brain GBM targeting, which may offer insights into

rsc.li/nanoscale the future design of AUNCs for bioapplications.

resolution as well as light penetration depth, compared to the
ultraviolet-visible’>** and first NIR (NIR-I) region.'*™"’

Introduction

Primary glioblastoma (GBM) is one of the most common and
lethal intracranial malignant tumors, due to its high mortality
and poor prognosis.'™ At present, the clinical diagnosis of
GBM is generally based on the use of brain computed tom-
ography (CT) and magnetic resonance imaging (MRI), which
however may encounter low spatial resolution, insensitivity, or
radiation risk.? To satisfy the practical requirements of precise
surgery and therapeutic monitoring, imaging techniques with
real-time and high-contrast imaging capabilities are always
desired.>” In recent years, investigators have paid increasing
attention to in vivo photoluminescence (PL) imaging tech-
niques in the second near-infrared (NIR-II) region,®*" which
has significant advantages in terms of imaging sensitivity and
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Through-skull NIR-II PL imaging is therefore considered prom-
ising for the diagnosis and therapeutic monitoring of GBM
and other brain diseases."®>°

In order to achieve high-quality NIR-II PL imaging of GBM,
it is necessary to select appropriate luminescent probes with
low toxicity to the brain. As a class of generally recognized low-
toxicity materials, gold materials with unique physicochemical
properties have been widely studied in bioimaging and therapy
fields.** For example, gold complexes are utilized in the clinic
for the treatment of arthritis, tumors, neurological disorders,
etc.”>° In this scenario, the emerging NIR-II luminescent ultra-
small gold nanoclusters (AuNCs) might be a solution for in vivo
imaging of brain GBM. However, it is essential to consider
whether they can effectively traverse the blood-brain barrier
(BBB), which can prevent exogenous substances from entering
the brain while ensuring nutrient supply and substance
exchange.’?! Although there are some reports on the brain-
related applications of visible/NIR-I-emitting AuNCs, the brain
delivery efficiencies are still not enough and such traditional
AuNCs may differ from NIR-II AuNCs in material compositions
and surface properties as well as the related biofate and brain
delivery capabilities.”*> Notably, there have been no reports on
brain GBM imaging using NIR-II luminescent AuNCs so far.

This journal is © The Royal Society of Chemistry 2025
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Herein, we demonstrate the rational engineering of NIR-II
luminescent AuNCs for achieving high-efficiency brain GBM-
targeted imaging.**"® We first synthesized AuNCs with surface
coatings of glutathione (GSH), cyclodextrin (CD), N-acetyl
cysteine (NAC), and bovine serum albumin (BSA), which are
hereafter denoted as GNCs, CNCs, NNCs, and BNCs, respect-
ively. These four kinds of AuNCs possessed NIR-II PL at
around 1050 nm and high water dispersibility. By using the
classical transwell model,***” we found that the penetration
rates and tumor cell uptake amounts of the four AuNCs
differed only slightly, as revealed by in vitro NIR-II PL imaging
and metal content analysis. This indicated the plausible weak
correlation between surface coatings and in vitro BBB per-
meability of the ultrasmall AuNCs. Significantly, BNCs enabled
more efficient GBM targeting and NIR-II PL imaging in ortho-
topic mouse brain GBM models, compared to GNCs, CNCs,
and NNCs. The enhanced brain GBM targeting of BNCs was
found to be caused by their much longer blood circulation and
lower skull accumulation attributes. Moreover, we can
additionally decorate BNCs with targeting peptides,**™*°
achieving approximately 2-fold contrast improvement in NIR-II
PL imaging of GBM in vivo, relative to that in healthy mice.
Besides, we systematically studied the brain biocompatibility
of BNCs and confirmed their negligible toxicity effects on
neurological functions and brain tissues. This work unravels
the surface coating effects of NIR-II luminescent AuNCs on
their brain delivery and GBM targeting efficiencies, which
could offer insights into brain-related imaging and therapy
research.

Results and discussion

In view of the fact that the biofate of AuNCs is closely related
to their surface properties, we tried to synthesize AuNCs with
varying surface ligands, including GSH, CD, NAC, and BSA.
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The AuNCs were synthesized through a sodium borohydride
mediated one-pot reduction method in  alkaline
environments.*’** Transmission electron microscopy (TEM,
Fig. 1a) indicated that these clusters had ultrasmall sizes of
approximately 2 nm. The hydrodynamic diameters (HDs) were
slightly increased in the AuNCs carrying larger-sized ligands,
and BNCs had the largest HDs of about 2.5 nm (Fig. 1b). Zeta
potentials of these AuNCs were all negative due to the presence
of carboxyl and/or hydroxyl groups in the ligands, which also
endowed them with good water dispersibility (Fig. S11). We
also tried to examine the molecular information about AuNCs
by performing electrospray ionization mass spectrometry
(ESI-MS) or matrix-assisted laser desorption ionization time-of-
flight mass spectrometry (MALDI-TOF MS). As illustrated in
Fig. S21 (measured by ESI-MS), GNCs had three prominent
sets of MS peaks with charges of 67, 57, and 47, respectively
(Fig. S2at). In each charge state, four main components can be
observed, accompanied by some other weak peaks. Taking the
sets of charge 4~ as an example, the peaks at m/z = 1727.28,
1754.56, 1803.20, and 2055.70 can be assigned to [Au;4(SG)41-
4H]*", [Aus7(SG)1,-4H]*", [Auy5(SG)1o-4H]*", and [Auyo(SG)is-
4H]*", respectively (Fig. S2b-ef). Also, the simulated isotope
patterns matched the experimental data well. Thus, the syn-
thesized GNCs may be described as Auy; ,o(SG)11-14.***° As
for the ESI-MS data of NNCs (Fig. S31), two prominent sets of
peaks with charges of 6~ and 5~ were observed, each of which
included four main components. Through analyzing charge
6, the peaks at m/z = ~1786.35, 1841.02, 1900.86, and 1986.50
can be assigned to [Ause(NAC),, + 2Na-8H]°", [Auze(NAC),, +
2Na-8H]®", [Auz,(NAC),5 + 2Na-8H]°", and [Aus5(NAC),, + 2Na-
8H]°", respectively. Therefore, NNCs can be approximately
described as Auze_33(NAC),, »7. We also attempted to deter-
mine the atomic number of CNCs by ESI-MS analysis.
However, it is hard to clearly figure out the charge states and
molecular weights. Also, we have failed to obtain precise
atomic information about BNCs from MALDI-TOF MS. This

GNCs CNCs  NNCs BNCs

i L
Sl ! 40
£ I =
= X
S ol 0%
£ 2041 I 5
g £
8—30 3
] z
o ] 10
-40
1 L
c Size (nm) %
GNCs 12
——CNCs
-~ 4 NNCs 10~
3 BNCs N 3
< [ 088
(3 3 | B
] 3
g 2 0sg
5 \ [\ g
2 - | \ =104
< 1 \ | \ T
\ | . {028
\ — 0
200 400 600 800 1000 1200 1400

Wavelength (nm)

Fig. 1 Characterization of GNCs, CNCs, NNCs, and BNCs. (a) TEM
images of GNCs, CNCs, NNCs, and BNCs. (b) Zeta potential (dash) and
hydrodynamic sizes (solid) of these AuNCs. Data are presented as mean
+ SD (n = 3). (c) Absorption spectra and PL spectra (Ex. 808 nm) at the
same Au concentration (0.2 mM) of these AuNCs. Inset: NIR-1I PL
images of GNCs, CNCs, NNCs, and BNCs (from left to right).
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could be due to the fact that it is often challenging to obtain
the atomic number of AuNCs protected by macromolecular
ligands/proteins. Further studies of atomically precise syn-
thesis methods may be needed.

In addition, the absorption spectra showed that all AuNCs
exhibited broad absorption in visible and NIR regions
(300-900 nm), differentiating them from large-sized (e.g:,
>10 nm) Au nanoparticles with typical surface plasmon reso-
nance absorption peaks (Fig. 1c). These AuNCs also exhibited
NIR-II PL emission at around 1050 nm upon 808 nm exci-
tation. The PL quantum yields (QYs) of GNCs, CNCs, NNCs,
and BNCs were found to be approximately 0.55%, 0.17%,
0.30%, and 0.05%, respectively, by using IR-26 dye (QY =
0.05% in dimethyl sulfoxide) as a reference. The NIR-II PL
imaging capabilities of these AuNCs were also verified, indicat-
ing their good bioimaging potential (inset, Fig. 1c).

To evaluate the BBB permeability of the obtained AuNCs,
we established a transwell-based in vitro BBB model by cultur-
ing mouse brain microvascular endothelial cells (bEnd.3) and
glioma cells (GL261) in the upper and bottom chambers,
respectively (Fig. 2a). To confirm the construction of in vitro
transwell BBB models, the trans-endothelial electrical resis-
tance (TEER) value was monitored. The TEER value is con-
sidered as a vital indicator of cell layer integrity and per-
meability, and a high TEER value (e.g., >150 Q cm?) can indi-
cate the formation of an intact cell layer with proper intercellu-
lar tight junctions.””™*® We then cultured the cells until TEER
values reached up to >300 Q cm? to guarantee successful con-
struction of transwell models (Fig. S41).>”*° In addition, we
used confocal laser scanning microscopy (CLSM) to examine
the cell integrity. Through the co-staining of cell nuclei, lyso-
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somes, and membranes, we can see that the cells were well cul-
tured in the upper and bottom chambers (Fig. 2a and S5%).
After culturing AuNCs with the cells in the upper chamber, we
conducted NIR-II PL imaging to survey the BBB permeability.
NIR-II PL images of the culture media in the bottom chamber
brightened with prolonged incubation time, indicative of their
gradual penetration through the cell layer (Fig. 2b). Moreover,
we quantitatively detected the penetration rates by using
inductively coupled plasma mass spectrometry (ICP-MS).
Results showed that the four AuNCs have almost similar pene-
tration rates of ~50% after 48 h of incubation (Fig. 2c).
Besides, GL261 cells showed no obvious difference in the
uptake of AuNCs, showing around 3% of the added dose
(Fig. 2d). This suggests that the in vitro BBB permeability
might not be significantly related to the surface coatings of
AuNCs. Because the tight junctions (TJs) between endothelial
cells (ECs) of the BBB have a gap of 4-6 nm,*"** the ultrasmall
AuNCs (<2 nm) may be able to cross the BBB in a passive
diffusion manner, resulting in weak effects of surface coatings
on their BBB penetration efficiencies.”*** Furthermore, we
evaluated the cytotoxicity of AuNCs by using cell counting kit-8
(CCK-8). Both bEnd.3 cells and GL261 cells had high cell
viabilities, larger than 80% even after incubation with AuNCs
at concentrations of 500 pM (on the basis of the Au element),
indicating their low cytotoxicity (Fig. S67).

We subsequently tried to figure out whether surface ligands
on AuNCs could affect in vivo brain delivery and GBM targeting
efficacies. To this end, we constructed in situ brain GBM
models by utilizing an automatic stereotaxic instrument. All
animal procedures were performed in accordance with the
relevant laws and institutional guidelines and were approved
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Fig. 2 In vitro BBB penetration and tumor cell uptake studies. (a) Schematic illustration of the in vitro BBB model and CLSM images of bEnd.3 cells
and GL261 cells. (b) NIR-1I PL images of the culture media in the bottom chambers collected at different time points after adding AuNCs to the
upper chambers. (c) Time-evolved transport ratios determined via dividing Au contents in the bottom chamber by the initially added Au contents. (d)
Uptake of AUNCs by GL261 cells cultured in the bottom chamber. Statistical significance: NS (P > 0.05). Data are presented as mean + SD (n = 3).
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by the Animal Ethics Committee of Fuzhou University. The
successful construction of the GBM models was revealed by
brain tissue examinations and bioluminescence (BL) imaging
(Fig. S7 and S8%). Experimentally, the orthotopic brain GBM
models can be well obtained at 21 d post inoculation. Healthy
mice and brain GBM-bearing mice were then intravenously
injected with different AuNCs, respectively. At desired time
points after injection, the mice were imaged by using an
InGaAs camera under 808 nm excitation (200 mW cm?)
(Fig. 3a). It can be seen that GNCs, CNCs, and NNCs were
rapidly excreted into the bladder in a few minutes after injec-
tion into healthy and tumor-bearing mice, along with very low
accumulation in the liver and other major organs (Fig. S9 and
S10t). Particularly, strong NIR-II PL signals were observed in
the mouse skull after injection of the three AuNCs, indicating
their strong skull binding (Fig. 3b). This leads to low GBM tar-
geting and poor diagnosis capability for brain GBM.>® In con-
trast, BNCs showed a prolonged blood circulation time after
the intravenous injection, allowing high-contrast in vivo blood
vessel imaging within a few hours (Fig. S9 and S10%). More sig-
nificantly, BNCs had low skull accumulation and the NIR-II PL
signals in the healthy mouse brain gradually decreased as time
prolonged.’®>” The NIR-II PL signals in the brain regions of
tumor-bearing mice gradually increased within 12 h (Fig. 3c).
At 24 h post injection, about a 7-fold increase of NIR-II PL
signals can be observed in the brain (relative to that before the
injection of BNCs), as supported by NIR-II PL images of ex vivo
tumor tissues (Fig. 3d and e). The gold content detected by
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ICP-MS also supported the enhanced accumulation (about 10
fold) in the brain GBM in BNC groups compared to that in the
other three groups (Fig. 3f). Besides, BNCs obviously accumu-
lated in major organs of mice (e.g., liver and kidneys), consistent
with the previous findings in BSA-based materials (Fig. S117).%®
Therefore, BNCs facilitated enhanced in vivo brain GBM target-
ing compared to GNCs, CNCs, and NNCs. This could be mainly
attributed to the prolonged blood circulation capability of BNCs
(Fig. S12 and S137), which permits their brain tumor accumu-
lation after BBB penetration in vivo. The BBB penetration of
BNCs was also verified by NIR-II PL imaging of ex vivo brain
tissues, which showcased obvious signal enhancement after
injection of BNCs (Fig. S141). However, we also acknowledge
that the NIR-II PL signals in brain tissues were not very high,
probably owing to the limitations in the PL efficiency and BBB
penetration capability of BNCs.

To further improve in vivo GBM targeting efficacy, we next
modified BNCs with arginine-glycine-aspartic acid (RGD) tar-
geting peptides that can actively target tumor cells expressing
integrin.*®>° The peptide was designed with a free thiol end to
form a stable gold-sulfur bond on AuNCs,*® resulting in RGD-
modified BNCs (denoted as BNCs-RGD) (Fig. 4a).>® By using
an ultra-performance liquid chromatography mass spectro-
meter (see the Experimental section in the ESI{ for details),
the molar ratio of albumin/RGD was determined to be ~0.5
(Fig. S151).°° The particle size showed negligible changes,
while the surface negative charge was slightly decreased after
RGD modification (Fig. 4b and S16t). Meanwhile, the PL inten-
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Fig. 3 In vivo NIR-1I PL imaging of orthotopic brain GBM. (a) Schematic of the construction of orthotopic brain GBM models in mice and NIR-1l PL
imaging by injecting AuNCs. The BBB penetration and GBM targeting are illustrated. (b) NIR-II PL imaging of healthy mice and orthotopic GBM-
bearing mice post injection of GNCs, CNCs, NNCs, and BNCs, respectively (808 nm excitation). (c) Corresponding PL intensity changes of the tumor
regions (white circles) as determined using ImageJ software (Fo: PL intensity before injection). Data are presented as mean + SD (n = 3). (d) In vivo
NIR-II PL intensity comparisons of tumor regions at 24 h post injection. Statistical significance: NS (P > 0.05), *P < 0.05, **P < 0.01, ***P < 0.005. (e)
NIR-1I PL images and (f) Au contents of ex vivo major organs (i.e., heart (H), liver (Li), spleen (S), lungs (Lu), and kidneys (K)) and brain tissues (B) col-
lected from GBM-bearing mice at 24 h post injection of these AuUNCs. Data are presented as mean + SD (n = 3).
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Fig. 4 Orthotopic brain GBM-targeted NIR-II PL imaging by using
BNCs-RGD. (a) Schematic illustration of BNCs-RGD and the specific tar-
geting of integrin expressed on tumor cells. (b) Zeta potential of BNCs,
RGD, and BNCs-RGD, respectively. (c) NIR-1I PL images of GL261 cells
after incubation with PBS, BNCs, and BNCs-RGD for 24 h. (d)
Corresponding PL intensity changes in different groups (Fp: PL intensity
of PBS group). (e) NIR-1I PL imaging of healthy mice and GBM-bearing
mice after the injection of BNCs-RGD. (f) PL intensity changes of in vivo
and ex vivo brain tissues in healthy and tumor-bearing mice at 24 h post
injection of BNCs-RGD (Fp: PL intensity before injection). Inset: NIR-1I PL
images of ex vivo brain tissues of healthy mice and GBM-bearing mice.
Data are presented as mean + SD (n = 3). Statistical significance: NS (P >
0.05), *P < 0.05, **P < 0.01, ***P < 0.005.

sity of BNCs was increased 2.5 times after RGD modification,
likely due to the presence of electron-rich atoms and groups
(e.g, carboxyl and amide groups) in the RGD ligand that could
facilitate PL.®""** The tumor targeting effect of BNCs-RGD was
then studied in vitro. Based on NIR-II PL imaging of cells, the
uptake amount of BNCs-RGD in GL261 cells was found to be 1.5
times that of the BNC group, suggesting enhanced tumor cell
uptake after RGD modification (Fig. 4c and d). We then injected
BNCs-RGD into healthy mice and brain GBM-bearing mice via
the tail vein for in vivo NIR-II PL imaging (Fig. S17 and S18%).
Significantly, enhanced NIR-II PL signals can be observed in
brain GBM-bearing mice, showing a maximum PL increase of
~9 fold at 24 h post injection, while only weak PL signals were
observed in the brain of healthy mice (Fig. 4e and f). Also, com-
mercial indocyanine green (ICG) was intravenously injected into
GBM-bearing mice and negligible NIR-II PL signals were
detected in the brain (Fig. S191).°°® These results thereby
implied the good brain tumor targeting efficacy of BNCs-RGD.
In addition, we systematically evaluated the biocompatibil-
ity and safety of these AuNCs in mice. The routine blood tests
were first conducted to examine the blood compatibility and
toxicity to metabolism-related organs (e.g, liver and kidneys).
As shown in Fig. S20,7 these AuNCs had no obvious cytotoxic
effects on the blood and did not affect the renal and liver func-
tions. Histological analysis of tissues (collected at 24 h post
injection) confirmed the low toxicity and high tissue biocom-
patibility of these AuNCs (Fig. S217). Considering the critical
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BNCs-RGD, respectively. Data are presented as mean + SD (n = 3).
Statistical significance: NS (P > 0.05), *P < 0.05, **P < 0.01, ***P < 0.005.

roles of the central nervous system, we also investigated the
potential brain toxicity of BNCs by performing histological
analyses of the brain tissues and the detection of brain func-
tion-related biomarkers.®”°® As illustrated by hematoxylin and
eosin (H&E) staining, there were no signs of pathological
damage to the brain tissues after BNC treatment (Fig. 5a and
b). Additionally, Fluor-Jade B (FJB) staining, which can specifi-
cally bind to degenerating neurons, showed negligible exist-
ence of green fluorescence in the brain tissues of BNC-treated
mice, suggesting negligible toxic effects of BNCs on the
neurons. We then determined the levels of the brain-derived
neurotrophic factor (BDNF) and nerve growth factor (NGF) in
mice, which are important biomarkers associated with learn-
ing, memory, and others.®*’® 24 h after the injection of
AuNCs, the levels of these biomarkers in the isolated brain
tissues were all within the normal ranges, indicating no
evident toxic effects on the central nervous system (Fig. 5¢ and
d). As essential antioxidant enzymes, superoxide dismutase
(SOD) and catalase (CAT) are vital for maintaining the cerebral
health and function.”* No significant changes in the enzymatic
activities were observed in the isolated brain tissues of AuNC-
injected mice, in comparison with those in the PBS-treated
mice (Fig. 5e and f). To sum up, these results indicated that
AuNCs had low toxicity to the brain and BNCs could be prom-
ising as imaging probes for brain applications.

Conclusions

In summary, we have systematically studied in vitro BBB per-
meability and in vivo brain GBM targeting efficacy of surface-
engineered AuNCs, developing BNCs for effective NIR-II PL
imaging of brain GBM. Four kinds of NIR-II-emitting AuNCs
were synthesized by using small thiolated ligands and pro-
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teins. We found that the BBB permeability of AuNCs was not
evidently affected by the surface ligands plausibly due to their
ultrasmall sizes. In comparison with AuNCs protected by small
ligands, BNCs had notably extended blood circulation and less
skull binding features, enabling superior in vivo brain GBM-
targeted NIR-II PL imaging. We also successfully modified
BNCs with targeting peptides to further improve the targeting
efficacy and imaging contrast. Besides, we revealed negligible
toxic effects of AuUNCs on major organs as well as brain tissues
and neurons, which corroborates their good biocompatibility.
This study is therefore anticipated to provoke further research
interest in designing AuNCs for brain-related bioimaging and
therapy applications.
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