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Bone metastasis is a leading cause of mortality in breast cancer patients. Monitoring biomarkers for
bone metastasis in breast cancer is crucial for the development of effective interventional treatments.
Despite being a highly vascularized tissue, the bone presents a particularly hypoxic environment. Tumor
hypoxia is closely linked to increased levels of various reductases, including nitroreductase (NTR).
Currently, there are few probes available to detect NTR levels in breast cancer bone metastases.
Although bioluminescent imaging is promising due to its specificity and high signal-to-noise ratio, many
probes face challenges such as short emission wavelengths, reliance on complex conditions like external
adenosine triphosphate, or lack of tissue specificity. In this study, through “caging” the luciferase
substrate with an NTR-responsive aromatic nitro recognition group, we developed a highly sensitive and
selective NTR-sensitive bioluminescent probe. The resulting probe effectively detects NTR in breast
cancer cells and enables real-time monitoring of NTR in a mouse model of breast cancer bone
metastasis. Additionally, it can differentiate between primary and bone tumors, and allow continuous
monitoring of NTR levels, thus providing valuable insights into bone tumor progression. This work
provides a powerful tool for further understanding the biological functions of NTR in breast cancer bone
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Introduction

Breast cancer is the most common malignant tumor in women
worldwide, with distant metastasis responsible for 90% of
related deaths.™ The bone is the most frequent site of metas-
tasis, affecting 60% to 75% of patients with metastatic breast
cancer.>* Early treatment of primary tumors can often cure the
disease, but once it metastasizes to the bones, the prognosis
worsens.>® Bone metastasis leads to severe pain, fractures,
and complications that significantly reduce quality of life
and survival.” Early and accurate detection is crucial for provid-
ing effective and personalized treatment options. The
most common imaging technique for bone metastasis is
99MTe-methylene diphosphonate (**™Tc-MDP), known for its
cost-effectiveness and high sensitivity but limited by its lack of
specificity and low spatial resolution.® Other imaging methods,
such as positron emission tomography (PET), single photon
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emission computed tomography (SPECT), and magnetic reso-
nance imaging (MRI), also have limitations in sensitivity,
specificity, and safety.”® Therefore, molecular imaging using
biomarkers associated with tumor invasiveness and metastasis
has emerged as a promising approach for the detection of bone
metastasis in breast cancer.

Hypoxia, characterized by reduced tissue oxygen levels, is
a hallmark of solid tumors.'' It arises from a mismatch
between increased oxygen consumption due to rapid tumor
growth and inadequate oxygen supply caused by microvascular
abnormalities."> Hypoxia is present in conditions such as
stroke,"® inflammation,"* and vascular ischemia.'®> Notably,
recent studies indicate that bone lesions in breast cancer
metastases are particularly hypoxic than the primary
tumors.’®'” Assessing hypoxia in bone lesions is crucial for
understanding metastatic behavior, as it triggers intracellular
reductive stress and promotes the overexpression of reductases,
such as nitroreductase (NTR).'® NTR, a highly selective flavin
mononucleotide (FMN)-dependent enzyme, serves as a promis-
ing hypoxia biomarker."*" In human, NTR is often carried out
by several different reductases such as cytochrome P450 reduc-
tase (CPR), NAD(P)H:quinone oxidoreductase 1 (NQO1), and
others.??"2° However, despite the critical role of NTR in hypoxic
bone lesions, there are currently few molecular imaging tools
available to monitor its high expression during breast cancer
bone metastasis.

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Unlike fluorescent imaging, bioluminescence imaging relies
on the chemical reaction between luciferase and its substrate,
luciferin, providing a high signal-to-noise ratio for specific
imaging detection.”’ > By genetically encoding luciferin in
specific cells or tissues, light can be generated in a targeted
manner. Previous studies have utilized ‘“‘caging” strategy to
temporarily block the luciferin-luciferase reaction, which is
restored in the presence of specific analytes, such as enzymes,
and some chemicals, producing a detectable photolumine-
scence.*® Firefly luciferase (FLuc) is a common luciferase.
However, the ATP-dependence of the FLuc system makes it
susceptible to cellular ATP levels. In contrast, marine luci-
ferases like Renilla luciferase (RLuc) are ATP-independent,
making them more suitable for in vivo imaging. Recently,
researchers have developed marine luciferase variants with
higher catalytic activity and stability, such as NanoLuc lucifer-
ase (NLuc)-furimazine (FRZ).>* Despite progress, the short-
wavelength blue emission (~ 450 nm) of the NLuc-FRZ pair
limits its widespread application for in vivo studies. To address
this, researchers have developed a red-shifted substrate variant
luciferin-QTZ, enabling emission at 585 nm.**?*® This NLuc-
QTZ system offers advantages like ATP-independence, high
stability, and red-shifted emission, making it ideal for tumor
imaging in xenograft mouse models. Based on this, we
designed a bioluminescent probe for detecting NTR in breast
cancer bone metastasis. Specifically, we developed a NTR-
responsive probe with a specific aromatic nitro group, conjugated
to the carbonyl group of QTZ. In the presence of NTR, this
“caged” luciferin undergoes a self-cleavage process and generate
QTZ, which can be catalyzed by NLuc to produce biolumines-
cence. QTZ-NTR selectively detects NTR with a low detection limit
and shows promise for monitoring NTR in living cells and a
mouse model of breast cancer bone metastasis.

Results and discussion
Design and characterization of bioluminescence NTR probe

The reported QTZ exhibits several key advantages, including
enhanced luminescence redshift for superior deep-tissue ima-
ging when paired with NLuc. Additionally, it features a compact
size, excellent stability, and high reactivity, making it a versatile
tool for advanced imaging applications.?” Despite these advan-
tages, researchers are actively developing new platforms to
enhance QTZ’s responsiveness to specific analytes, thereby
broadening its range of applications. A widely used approach
involves stabilizing the QTZ with chemical protective groups,
creating a ‘“‘caged” structure. Upon interaction with specific
targets, such as enzymes or biomolecules, these protective
groups are cleaved, converting the ‘“caged” substrate into its
active form and triggering bioluminescence.***°

To develop a NTR-responsive bioluminescent probe for the
NLuc-QTZ system, we modified QTZ by attaching NTR-
recognition moiety. The aromatic nitro group is expected to
specifically react with NTR, triggering an electron cascade to
reveal the parent QTZ.>' The synthesis of QTZ begins with
5-bromo-3-iodopyrazine-2-amine as the starting material,

© 2025 The Author(s). Published by the Royal Society of Chemistry
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followed by two Suzuki coupling reactions to form the key
pyrazine core (5-phenyl-3-(quinolin-4-yl)pyrazine-2-amine), which
is then condensed with a dioxy derivative in ethanol and concen-
trated HCI to generate QTZ. To verify the effectiveness of the
recognition groups and their “caging” ability on the luciferin
QTZ, we also synthesized a control compound, QTZ-control, using
benzyl bromide (Fig. 1A). Detailed synthesis steps and characteriza-
tion are provided in the ESL¥

In vitro evaluation of QTZ-NTR towards NTR

We investigated the reactivity of QTZ-NTR towards NTR in PBS
buffer (pH 7.4, 10 mM). As shown in Fig. 1B and C, the time-
and concentration-dependent luminescence spectra indicated
that in the absence of NTR, QTZ-NTR showed minimal biolu-
minescence. However, as the NTR concentration increased, the
luminescence of QTZ-NTR (10 pM) progressively augmented.
Specifically, the addition of 10 ug mL~' NTR induced a rapid
increase in luminescence by approximately 40 times within 20
minutes. The bioluminescence intensity exhibited a linear
correlation with NTR concentration in the range of 0 to
1.5 pg mL™', and the detection limit (Signal-to-noise ratio,
S/N = 3) of QTZ-NTR for NTR was 0.051 ug mL ™" (Fig. 1E). In
contrast, QTZ-control showed no significant reaction with NTR,
yielding almost no luminescent signal (Fig. 1D). These results
demonstrate that QTZ-NTR can detect NTR rapidly and sensi-
tively. Furthermore, HR-MS analysis confirmed the production
of QTZ. The reaction product, with an MS peak of m/z [M+H]" =
429.1749 (Fig. S1, ESI}), was identified as QTZ ([M+H]" calcu-
lated for C,gH,;N,O: 429.1715), consistent with the proposed
NTR-reduced cleavage mechanism (Fig. 1A and Scheme S1,
ESIf). NTR facilitates electron transfer via FMN, with
NAD(P)H serving as the electron donor to reduce the nitro
substrate. A single reduction cycle yields hydroxylamine, while
a second cycle produces an amine, finally leading to QTZ
formation, which emits light under NLuc.*>**

Evaluating the response of QTZ-NTR towards different ana-
Iytes in complex environments is essential for assessing its
activity and specificity for NTR detection.*” In selectivity tests, a
variety of related substances were tested, including reducing
thiols (Cys and GSH), arginine (Arg), ascorbic acid, reactive
oxygen, nitrogen, and sulfur-containing species (NO, CO,
SO;>7, SH™, and S,0;>7), and inorganic cations (Ca’**, K,
Zn**, Hg, Fe** and Mg”"). NADPH was used as the
electron donor in the reduction process. In the absence of
NTR or reducing agents, no significant luminescence enhance-
ment was observed (Fig. 1F). However, when both NTR
(10 pg mL ') and NADPH (0.1 mM) were present, luminescence
increased more than threefold compared to other biologically
relevant substances. A slight increase in luminescence occurred
when either NTR or NADPH was tested alone, confirming that
both the enzyme and NADPH are necessary for biolumines-
cence. These results demonstrate that QTZ-NTR selectively
detects NTR without interference from other analytes.

To further understand the relationship between structure of QTZ-
NTR and NTR/NADPH, we conducted docking calculations.**** The
formation of hydrogen bonds between the substrate and NTR is a
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Fig. 1 (A) The synthetic route and the NTR-responsive bioluminescent probe QTZ-NTR and QTZ-control; (B) bioluminescent response of QTZ-NTR
(100 uM) when treated with increased NTR concentrations, NADPH (0.1 mM) and NLuc (0.5 pg mL™Y in PBS buffer (10 mM, pH 7.4) for a different
incubation time at 37 °C; (C) relative bioluminescence images in a 96-well black plate after treating QTZ-NTR (100 pM) with NTR (0.03-10 pg mL™),
NADPH (0.1 mM), and NLuc (0.5 pg mL™) in PBS buffer (10 mM, pH 7.4) for a different incubation time at 37 °C; (D) comparison of the luminescent
reactivity of QTZ-NTR and QTZ-control (100 pM) with different concentrations of NTR, NADPH (0.1 mM) and 0.5 pg mL™* NLuc in PBS buffer (pH 7.4,
10 mM) after incubation at 37 °C for 30 minutes; (E) concentration-dependent luminescence changes of QTZ-NTR after incubation with NTR, NADPH
(0.1 mM) and 0.5 pg mL~* NLuc for 30 min. The linear relationship is described as y = 261.3 x + 31.14 (R*> = 0.9864), and the linearity range of NTR is from
0.25 pg mL™* to 1.5 pg mL™%; (F) Bioluminescence responses of QTZ-NTR (100 uM) toward different analytes in PBS buffer (pH 7.4, 10 mM) after
incubation at 37 °C for 30 minutes: blank, Ca?*(10 mM), Ca?* + NADPH (10 mM, 0.1 mM), K*(10 mM), K* + NADPH (10 mM, 0.1 mM), Zn?* (10 mM), Zn?®* +
NADPH (10 mM, 0.1 mM), Hg®* (10 mM), Hg?* + NADPH(10 mM, 0.1 mM), Fe?* (10 mM), Fe?* + NADPH (10 mM, 0.1 mM), Mg®*(10 mM), Mg®* + NADPH
(10 mM, 0.1 mM), $,05%~(1 mM), S,05%~ + NADPH (1 mM, 0.1 mM), SOs*~(1 mM), SOs*~ + NADPH (1 mM, 0.1 mM), SH™ (1 mM), SH™ + NADPH (1 mM,
0.1 mM), NO (0.5 mM), CO (0.5 mM), NADPH (0.5 mM), L-cysteine (1 mM), L-cysteine + NADPH (1 mM, 0.1 mM), vitamin C (1 mM), vitamin C + NADPH
(1 mM, 0.1 mM), L-arginine (1 mM), L-arginine + NADPH (1 mM, 0.1 mM), NTR (10 pg mL™3), and NTR + NADPH (10 pg mL™%, 0.1 mM). Data are presented as
mean =+ SD (n = 3); Calculated binding model of QTZ-NTR (G) and (H) with NTR. In (G), the C, N, and O atoms of QTZ-NTR structure are shown in green,
blue, and red, respectively; In (H), the C, N, and O atoms of QTZ-NTR are shown in black, blue, and red, respectively. Red curves are indicated the
hydrophobic areas and the amino acid residues of the NTR. Hydrogen bonds are indicated with green dotted lines. PDB: 4DN2.
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key step in the catalytic process. As shown in Fig. 1G and H, QTZ-
NTR tends to approach the hydrophobic pocket of NTR through
hydrophobic interactions and aromatic n-n interactions. The transi-
tion state is then formed via three hydrogen bonds between the
amino acid residue Ser40, Thr41, the cofactor FMN of NTR and the
oxygen atom of nitro in QTZ-NTR. These results highlight the strong
linkage between the detection moiety and luminescent reporter, and
explain why QTZ-NTR shows high reactivity and sensitivity towards
NTR/NADPH.

Bioluminescence imaging of intracellular NTR

Next, we evaluated the capability of QTZ-NTR to detect NTR
level in living cells. 4T1.2 cell, commonly used in breast cancer
bone metastasis research, was employed in this study.*>*° First,
we used lentivirus-mediated transfection and clonal single-cell
proliferation techniques to successfully introduce NLuc into
4T1.2 cells, creating a stable 4T1.2-NLuc cell line. Detailed
experiments are provided in the ESL.{ Then we studied cyto-
toxicity of QTZ-NTR in 4T1.2-NLuc cells. Results showed low
cytotoxicity with cell viability over 75% at 500 puM, indicating its
good compatibility and suitability for cell imaging (Fig. S7,
ESIT). To test QTZ-NTR’s ability to detect NTR in living cells, we
first stimulated 4T1.2-NLuc cells with cobalt chloride (CoCl,) to
elevate NTR levels.””*® Bioluminescence intensity increased
steadily with increasing concentration of CoCl, (0 - 62.5 uM),
demonstrating that QTZ-NTR can monitor dynamic changes of
NTR levels in 4T1.2-NLuc cells (Fig. 2A). At higher CoCl,
concentrations, bioluminescence signals decreased due to the
cytotoxic effects of CoCl, (Fig. 2A and Fig. S3, ESIt). Then we
used the coverslip method to evaluate the hypoxia-induced
upregulation of NTR in 4T1.2-NLuc cells.*’ In this approach,
a glass coverslip was placed over the cultured cells to create a
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localized hypoxic microenvironment by limiting oxygen trans-
port and consumption (Fig. 2C). After 1 hour of hypoxia, QTZ-
NTR-treated cells exhibited increased luminescence compared
to those under normoxic conditions (Fig. 2D), demonstrating
that QTZ-NTR effectively detects NTR expression in hypoxia.
Next, we investigated QTZ-NTR’s ability to monitor endogenous
NTR without external stimuli. After incubation with 62.5 uM
QTZ-NTR for 20 min, 4T1.2-NLuc cells showed strong biolumi-
nescence, correlating with high NTR expression in breast
cancer cells. Bioluminescence intensity increased with cell
density (Fig. 2E). These results suggest that QTZ-NTR is effec-
tive for monitoring NTR in 4T1.2-NLuc cells. Finally, to assess
whether endogenous NTR triggers bioluminescence, we pre-
treated 4T1.2-NLuc cells with the NTR inhibitor dicoumarol.>
After 30 minutes, cells were incubated with 10 pM QTZ-NTR for
bioluminescence imaging. As shown in Fig. 2G and H,
dicoumarol-treated cells exhibited significantly reduced biolu-
minescence compared to untreated cells (P < 0.0001). These
results confirm that QTZ-NTR is a sensitive and specific probe
for detecting NTR expression in cancer cells.

In vivo bioluminescence imaging of breast cancer bone
metastasis using QTZ-NTR

After confirming that QTZ-NTR exhibited excellent biolumines-
cence response in aqueous solution and cells, we explored
whether this probe could serve as a reporter for the NTR level
of bone metastatic niche in vivo. A breast cancer bone meta-
static model was established in Balb/c mice by injecting 4T1.2-
NLuc cells into the left tibia, while simultaneously injecting the
cells into the right mammary fat pad to create an orthotopic
breast primary tumor as control.”*** QTZ-NTR was intrave-
nously injected into the mice bearing both the primary and
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(A) Bioluminescent response of QTZ-NTR (100 uM) when treated with increased CoCl, concentrations in 4T1.2-NLuc cells for 30 min at 37 °C;

(B) Representative bioluminescence images of (A) shown in 96-well black plates; (C) graphical description of the establishment of local cellular hypoxia by
placing a glass coverslip on top of the cells for 1 h; (D) bioluminescence imaging of NTR in hypoxic 4T1-NLuc cells: 4T1-NLuc cells were subjected to
hypoxic incubation for 1 h and incubated with QTZ-NTR at 37 °C for 10 min, then imaged; (E) bioluminescent response of NTR in 5 x 10° and 1 x 10°
4T1.2-NLuc cells per mL toward different concentration QTZ-NTR (0 uM, 62.5 uM, 125 uM, 250 uM, and 500 pM) at 37 °C; (F) representative
bioluminescence images of (E) shown in 96-well black plates; (G) inhibition effect of different concentration of dicoumarol on NTR production in 4T1.2-
NLuc cells; (H) representative bioluminescence images of (G) shown in 96-well black plates. Data are presented as mean + SD (n = 3). P values were
determined by one-way ANOVA with Tukey's multiple comparisons test. **p < 0.01, ***p < 0.001, ****p < 0.0001.
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Fig. 3 (A) Schematic illustrations of roles for two luminescent substrates (QTZ-NTR and QTZ) in breast cancer bone tumor detection and the treatments
(using QTZ-NTR, QTZ, and QTZ-control) for 4T1.2-NLuc primary and bone metastatic tumor models; (B) bioluminescence imaging of NTR in 4T1.2-NLuc
primary and bone metastatic tumor models. The mice were intravenously injected with QTZ-NTR (100 pL, 1 mM) on 28th day; (C) relative
bioluminescence intensity of primary and bone metastatic tumor in (B); (D) tumor growth monitored using the luciferin substrate QTZ (100 pL, 1 mM)
on days 11, 17, 22 and 27; fluctuations of NTR in the tumor monitored using QTZ-NTR (100 pL, 1 mM) on days 12, 18, 23 and 28, and QTZ-control
(100 pL, 1 mM) on days 19 and 29 in 4T1.2-NLuc primary and bone metastatic tumor models. (E) Relative bioluminescence intensity of primary and bone
metastatic tumors in the QTZ group in (D) at days 11, 17, 22, and 27; (F) Relative bioluminescence intensity of bone metastatic tumors in the QTZ-NTR
group in (D) on days 12, 18, 23, and 28; (G) quantitative analysis (the ratio of bioluminescence intensity in the QTZ-NTR group to that in the QTZ group) of
NTR expression in primary and bone metastatic tumors of the QTZ-NTR group in (D) on days 12, 18, 23, and 28; (H) schematic illustrations of the
treatment (using inhibitor dicoumarol) for 4T1.2-NLuc primary and bone metastasis mouse model. (I) Bioluminescence imaging of NTR in 4T1.2-NLuc
primary and bone metastatic tumor models. Mouse in the control group was intravenously injected with QTZ-NTR (100 pL, 1 mM), while mice in the
inhibitor groups were intraperitoneally injected with dicoumarol (100 pL, 5 mM and 10 mM) then intravenously inject QTZ-NTR (100 pL, 1 mM). (J) Relative
bioluminescence intensity in (). Data are presented as mean + SD (n = 3). P values were determined by one-way ANOVA with Tukey's multiple
comparisons test. ****p < 0.0001.

bone metastatic tumor models, and bioluminescence imaging from 5 to 60 minutes (Fig. 3B and C). The results showed that
was performed (Fig. 3A). To determine the optimal imaging the luminescence intensity of the bone metastasis gradually
time, bioluminescence imaging was conducted at intervals increased, peaked at 25 minutes, and remained stable for about
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5 minutes before decreasing due to depletion of QTZ-NTR.
Therefore, 25 minutes was selected as the optimal time point
for subsequent imaging to ensure maximum signal strength
and image quality. Importantly, QTZ, an effective NLuc sub-
strate, enables the detection of primary and bone metastatic
tumor onset and progression, as demonstrated in our biolumi-
nescence imaging studies. Furthermore, QTZ-NTR, with its
sensitivity to NTR levels within hypoxic tumor microenviron-
ments, allows for efficient detection of NTR expression in both
tumor types. By comparing the bioluminescence signal ratio of
QTZ-NTR to QTZ, we can quantitatively assess the progression
of NTR expression, offering a comprehensive analysis of NTR
dynamics in primary and bone metastatic tumors. To quantify
fluctuations in NTR during tumor growth, QTZ and QTZ-NTR
were alternately injected on different days. Tumor detection
with QTZ at both sites revealed stable, similar signals for
orthotopic and bone tumors, with comparable tumor growth
(Fig. 3D and E). The bioluminescence intensity of both tumors
injected with QTZ gradually increased on days 11, 17, 22, and
27, indicating similar growth patterns for orthotopic and bone
metastatic tumors (Fig. 3D and E). However, after intravenous
injection of QTZ-NTR, the bone tumor exhibited significantly
stronger bioluminescence than the orthotopic breast cancer
tumor, with the intensity increasing progressively on days 12,
18, 23, and 28 (Fig. 3D, F and G). These findings strongly
suggest that QTZ-NTR can non-invasively and real-time monitor
NTR levels during breast cancer bone metastasis, highlighting
its potential as a valuable tool for assessing the hypoxic micro-
environment of bone metastases. As a control, 4T1.2-NLuc
primary and bone metastatic tumors-bearing mice injected
with QTZ-control showed weak bioluminescence (Fig. 3D and F),
confirming that QTZ-NTR is a powerful tool for detecting NTR
in the bone tumor environment. Additionally, we evaluated the
efficacy of enzyme inhibitors of NTR in vivo (Fig. 3H). After
intraperitoneal injection of different concentrations of dicou-
marol for 4 hours, bioluminescence inhibition in dicoumarol-
pretreated mice was significantly lower than in the control
group (P < 0.0001) (Fig. 31 and ]). In summary, these results
clearly demonstrate that QTZ-NTR can monitor NTR level
during the bone tumor progression in vivo, providing a founda-
tion for further investigation into the biological role of NTR in
breast cancer bone metastasis.

Conclusions

In summary, we developed a novel bioluminescent imaging
probe, QTZ-NTR, and first demonstrated its effectiveness in
detecting NTR in breast cancer bone metastasis. Unlike other
probes for NTR detection, the QTZ-NTR/NLuc system features a
red-shifted emission wavelength for deep tissue imaging and
does not require external ATP, thus simplifying experimental
conditions. Moreover, QTZ-NTR exhibits good selectivity for
NTR, with a detection limit of 0.051 pg mL ™" in PBS buffer. The
probe successfully senses NTR in 4T1.2-NLuc cells. In a mouse
model of breast cancer bone metastasis, QTZ-NTR not only

© 2025 The Author(s). Published by the Royal Society of Chemistry
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effectively distinguishes primary tumors from bone metastatic
tumors, indirectly reflecting the higher levels of hypoxia in bone
tumor lesions, but also allows for the evaluation of dynamic
changes in NTR expression during the development and progres-
sion of bone tumors. This bioluminescent imaging technique
offers a valuable tool for studying the roles of NTR and hypoxia in
bone tumor progression associated with breast cancer metastasis.
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