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Re-engineered theranostic gold nanoparticles for
targeting tumor hypoxia†

Sweety Mittal, a Chandan Kumar,a Madhava B. Mallia *ab and
Haladhar Dev Sarmac

Developing nanovehicles for selective delivery of a radiation dose/

drug to hypoxic tumors is a present-day clinical requirement for

effective treatment of cancer. Herein, we describe our attempt to

re-engineer the earlier reported lipoic acid-capped 177Lu-labeled

nitroimidazole-decorated gold nanoparticles to favorably modulate

their pharmacokinetics to reduce uptake in the reticuloendothelial

system while retaining the uptake in tumors. Towards this, gold

nanoparticles with PEG-chains terminated with 2-nitroimidazole

and Bz-DOTA were synthesized [(DOTA)AuNP-PEG-2K-(2-NIM)].

Surface modification of the gold nanoparticles with PEG-2K and

2-nitroimidazole was confirmed through infrared spectroscopy.

The conjugation of Bz-DOTA on the nanoparticle surface was

confirmed by UV-Vis spectroscopy, which showed a peak at

260–280 nm corresponding to Bz-DOTA. The DLS analysis of gold

nanoparticles showed an effective hydrodynamic diameter of

28.9 � 1.50 nm with a zeta potential value of �20.62 � 0.05 mV

at pH 7.4. The nanoparticles were radiolabeled with lutetium-177

with 498% radiochemical purity. In vitro studies using radiolabeled

nanoparticles ([177Lu]Lu-(DOTA)AuNP-PEG-2K-(2-NIM)) in CHO

cells showed their 2-fold uptake under hypoxic conditions (at

4 h post incubation) compared to the radiolabeled nanoparticles

without nitroimidazole units. The hypoxia selective uptake of the

nanoparticles was further confirmed by flow cytometry using a

fluorescent analogue (DOTA)AuNP-PEG-2K-(2-NIM)(FITC). It was,

however, observed that hypoxic cell uptake of the PEG-2K capped

nanoparticles was lower than that of their lipoic acid capped

counterpart. In vivo biodistribution studies in tumor bearing Swiss

mice demonstrated that PEGylation of nanoparticles could signifi-

cantly reduce the uptake in the RES while retaining uptake in

tumors albeit to a lesser extent.

Hypoxia is a hallmark of locally advanced solid tumors wherein
the localized region with low oxygen concentration develops
within the tumor mass due to poor vasculature. To adapt to this
hostile microenvironment, cellular response to hypoxia gets
activated through the transcriptional activity of hypoxia-
inducible factors (HIFs), which leads to expression of multiple
genes involved in glucose metabolism, angiogenesis, cell inva-
sion and metastasis.1 Hypoxia in tumors is associated with failure
of therapy (both chemotherapy and radiotherapy), recurrence of
the disease, and therefore, has been identified as a negative
prognostic factor in clinical management of cancer.2,3 Develop-
ment of clinical strategies for efficient mapping of hypoxia in
tumors along with hypoxia targeted therapies to improve overall
therapeutic outcome is an active area of research.4–8

Various approaches, invasive as well as non-invasive, are
available for mapping hypoxia in tumors.9–11 Non-invasive meth-
ods of mapping hypoxia mainly involve the use of gamma or
positron emitting radiopharmaceuticals. Mapping of hypoxic
regions in tumors is followed by hypoxia directed therapy for
clinical management of the disease.12,13 Various hypoxia-directed
therapeutic modalities, including hypoxia directed external beam
radiation therapy, are reviewed elsewhere.14,15 However, studies
involving the use of therapeutic radiopharmaceuticals for
hypoxia directed radiotherapy are limited.16,17 Development of
non-invasive methods, such as the use of targeted therapeutic
radiopharmaceuticals, may have advantages over hypoxia direc-
ted external beam radiation therapy. While targeted therapeutic
radiopharmaceuticals can accumulate in all hypoxic tumor tis-
sues upon intravenous administration, external beam radiation
therapy may require focusing a beam on hypoxic sites in indivi-
dual tumor lesions, if multiple tumors are present. The primary
requirement for developing such targeted therapeutic radiophar-
maceuticals is the availability of a molecular vehicle that could
selectively target hypoxic tumor cells.
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Nanomaterials, given their high surface to volume ratio, are
ideal platforms to achieve multiple objectives such as targeting
hypoxic cells, carrying suitable radioisotopes for diagnosis or
therapy or carrying chemotherapeutic drugs. Furthermore,
nanoparticles have an inherent tendency to accumulate in solid
tumors via the enhanced permeability and retention effect
(EPR), which originates from a leaky vasculature and poor
lymphatic drainage in tumor tissues.18 Among various metallic
nanoparticles, gold nanoparticles, considering their biocom-
patibility, easy synthesis and facile surface functionalization,
are a preferred candidate for targeted applications and have
been extensively investigated in the recent past.19–23

Nitroimidazole derivatives with their unique response to a
hypoxic environment have been extensively exploited as non-
invasive probes to target hypoxic tumor cells. They undergo
irreversible, oxygen dependent, enzymatic reduction and accu-
mulation in hypoxic cells. With the first step being reversible
under normoxic conditions, accumulation in normal cells is
insignificant. A nitroimidazole derivative tagged with a gamma/
positron emitting radioisotope can thus be used as a sensitive
marker for detecting hypoxic cells in vivo. We had evaluated
lutetium-177-labeled, 2-nitroimidazole-decorated gold nano-
particles for targeting hypoxia in tumors.23 The in vitro studies
in CHO cells showed more than 9-fold accumulation of the
radiotracer under hypoxic conditions compared to normoxic
conditions. In vivo studies in solid tumor bearing mice also
showed uptake and retention of the radiotracer in tumors.
However, significant uptake in the reticuloendothelial system
(RES) presented a drawback. Concluding that study, we had
opined that PEGylation (PEG – polyethylene glycol) of the
nanoparticles could be a way forward to minimize the uptake
of the radiotracer in the RES.23 Surface modification with PEG
has been a widely used strategy to inhibit aggregation, increase
in vivo stability of nanoparticles, prevent non-specific protein
adsorption on nanoparticle surfaces and to reduce uptake by the
RES. Utilizing this prior knowledge, in the present work, we re-
engineered the nanoparticle surface with PEG units instead of
lipoic acid units, in an attempt to reduce uptake by the RES while
retaining the favorable hypoxia targeting properties of the earlier
reported nitroimidazole decorated nanoplatform. The free-end
of the PEG-chains was used to tether nitroimidazole units to
impart hypoxia selectivity and DOTA units are conjugated to
enable radiolabeling with a suitable radioisotope. As reported in
a previous study, [177Lu]Lu (t1/2 = 6.7 days) was chosen, which is
an ideal radioisotope for theranostic applications.24 It has
simultaneous emission of gamma photons [208 keV (11%) and
112 keV (6.4%)] for imaging and beta emissions [Ebmax

=
0.49 MeV] to impart therapy. Optically traceable nanoparticles
were synthesized by conjugating fluorescein isothiocyanate
(FITC) to the 2-NIM decorated nanoparticles to study their
cellular localization by flow cytometry and fluorescence cell
imaging under both hypoxic and normoxic conditions.

While PEGylation of nanoparticles is an established strategy
to develop drug delivery systems,25–27 the impact of PEGylation
on cellular uptake of the nanoparticles is less known. Bo He
et al. observed insignificant uptake of gold nanoparticles

modified with PEG2000 in A549 cells.28 However, upon modifica-
tion with certain peptides at the free end of PEG2000, cellular
uptake increased significantly. Lok Wai Cola Ho et al. studied the
effect of alkylation at the distal end of the PEG5000 modified gold
nanoparticles and found that alkylation helps internalization of
the gold nanoparticles in Kera-308 keratinocytes.29 The authors
observed that the degree of internalization was dependent on the
length of the alkyl chain as well as the number of alkyl chains per
PEGylated gold nanoparticle. This possibly indicates that leaving
the distal end of the PEG-chain free is not favorable as far as
cellular uptake is concerned. The gold nanoparticles reported
herein had the distal end of the PEG2000 modified either with
2-nitroimidazole or DOTA, and therefore, we expect no hindrance
to the cellular uptake. The present study reports the preparation,
evaluation and the results obtained with 177Lu-labeled nitroimida-
zole decorated PEGylated nanoparticles designed for targeting
hypoxic tumor cells.

Earlier reported [177Lu]-labeled gold nanoparticles surface
modified with lipoic acid showed excellent hypoxia selectivity
(more than 9-fold) in CHO cells in vitro.23 However, significant
uptake in the RES prompted us to look for modifications to
reduce or eliminate this unfavorable in vivo behavior of the
radiotracer. In the literature, PEGylation of nanoparticles was
found to be helpful in minimizing the uptake by the RES.30,31

Therefore, a PEGylated, nitroimidazole-decorated, lutetium-
177-labeled gold nanoplatform was envisaged.

The scheme followed for the synthesis of [177Lu]Lu-DOTA-
AuNP-PEG-2K-(2-NIM) is shown in Fig. 1(a). The 2-(2-nitro-1H-
imidazol-1-yl)acetic acid (2) was synthesized by a two-step reac-
tion sequence. Deprotection of the tert-butyl ester derivative of 2-
nitroimidazole prepared in step 1 (1) was carried out using TFA
to obtain the corresponding carboxylic acid derivative (2) in
quantitative yield. Both compounds (1) and (2) were character-
ized by appropriate spectroscopic techniques [Fig. S1–S4 in the
ESI†]. The change in the carbonyl peak position from 1741 cm�1

(s) in 2-nitroimidazole tert-butyl ester to 1729 cm�1 along with
the appearance of a broad weak peak at 3500 cm�1 indicate the
formation of compound 2 [Fig. S5 in the ESI†]. The disappear-
ance of a singlet at 1.47 d ppm, corresponding to the nine methyl
protons of the tert-butyl acetate group, in the 1H-NMR/13C-NMR
spectrum of the compound 2 and a molecular ion peak at m/z
172.03 (M + H)+ in the mass spectrum of 2-(2-nitro-1H-imidazol-
1-yl)acetic acid (2) provides additional evidence for its formation
[Fig. S6–S8 in the ESI†]. PEG-2K tagged gold nanoparticles
(AuNP-PEG-2K-NH2) were synthesized by the reduction of gold
salt (HAuCl4�3H2O) with sodium borohydride (NaBH4) [Fig. 1(b)]
in the presence of three times excess of SH-PEG-2K-NH2 with
respect to gold salt. The gold nanoparticles were purified by
centrifugal filtration using an Amicon Ultra centrifugal filter
(MWCO 3 KDa) followed by characterization using DLS, UV-
Vis, FT-IR and TEM. The presence of a typical SPR band at
B520 nm in the UV-Vis spectrum indicates the formation of gold
nanoparticles [Fig. 2(a)]. The presence of a strong C–O stretching
peak at 1090 cm�1 in the IR spectrum of AuNP-PEG-2K-NH2

along with the aliphatic C–H stretching frequency peak at
2870 cm�1 confirm the immobilization of PEG units on the gold
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nanoparticle surface [Fig. S9 in the ESI†]. The conjugation of
2-(2-nitro-1H-imidazol-1-yl)acetic acid (2) with the amine group
of PEG tagged gold nanoparticles was carried out using HOBt,
EDC and DMAP. After purification by centrifugal filtration, the
IR spectrum of the nanoparticles showed emergence of a carbo-
nyl stretching frequency peak at 1640 cm�1 confirming the
attachment of the 2-nitroimidazole moiety to the nanoparticles
[Fig. S9 in the ESI†]. The conjugation of Bz-DOTA on the
nanoparticle [AuNP-PEG-2K-(2-NIM)] surface was accomplished
through thiourea bond formation under basic conditions
(0.01 M carbonate buffer, pH 9.5). The overlaid UV-Vis spectrum
of gold nanoparticles after conjugation with 2-nitroimidazole
and DOTA is shown in [Fig. 2(b)].

The signature peaks of 2-NIM and Bz-DOTA in the UV-Vis
spectrum of (DOTA)AuNP-PEG-2K-(2-NIM) confirm their
presence in the nanoparticle surface.

The TEM images showed nanoparticles were nearly of uni-
form size with average particle sizes of 5� 1.2 nm (3), 10� 1.8 nm
(4) and 20 � 1.5 nm (5) [Fig. 3(a)] for AuNP-PEG-2K-NH2, AuNP-
PEG-2K-(2-NIM) and (DOTA)AuNP-PEG-2K-(2-NIM), respectively.

Similarly, the DLS analysis of particles showed an effective hydro-
dynamic diameter of nm, 8.5 � 1.14 nm, 14.9 � 1.23 and
28.9 � 1.50 nm for AuNP-PEG-2K-NH2, AuNP-PEG-2K-(2-NIM) and
(DOTA)AuNP-PEG-2K-(2-NIM), respectively, with a low polydispersity
index [Fig. 3(b)]. The zeta potential value of the nanoparticles was
found to be 28.5� 0.99 mV, 22.92� 0.45 mV and�20.62� 0.05 mV
for the preparations 3, 4 and 5, respectively, at pH 7.4. The gradual
increase in the size of gold nanoparticles could be attributed to the
increase in the shell-volume resulting from the sequential modifica-
tion of the nanoparticle surface with PEG units with 2-nitroimidazole
and DOTA. Similar observations were reported by Gu et al. when
citrate stabilized gold nanoparticles (AuNPs; 8.2 � 0.6 nm) were
sequentially modified to PEGylated gold nanoparticles (Au-PEG;
16.2 � 0.4 nm) and further to Doxorubicin-loaded PEGylated gold
nanoparticles (Au-PEG-SS-DOX; 28.2 � 0.2 nm).32 Similarly, Maha-
lunkar et al. reported a significant increase in the size of curcumin
loaded gold nanoparticles (CurAu-PVP NP; B15 nm) upon conjuga-
tion of folic acid to PVP (FA-CurAu-PVP NPs; B250 nm).33

In-house produced [177Lu]LuCl3 was used for radiolabeling
the DOTA conjugated nanoparticles. The radiochemical purity

Fig. 2 (a) UV-Vis spectrum of AuNP-PEG-2K-NH2. (b) Overlayed UV-Vis spectrum of AuNP-PEG-2K-NH2(2-NIM)(DOTA), AuNP-PEG-2K-(2-NIM), Bz-
DOTA and 2-NIM-COOH.

Fig. 1 (a) Synthesis of 2-(2-nitro-1H-imidazol-1-yl)acetic acid (2). (b) Synthesis of (DOTA)AuNP-PEG-2K-(2-NIM).
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(RCP) of the radiolabeled nanoparticles was determined by radio-
TLC [Fig. S10 in the ESI†] in which the radiolabeled nanoparticles
remained at the point of application (Rf = 0.0–0.1), while free
[177Lu]LuCl3 migrated to the solvent front (0.7–1.0). The peak area
measurements showed RCP of [177Lu]Lu-(DOTA)AuNP-PEG-2K-(2-
NIM) to be B92% before purification and 498% after purification
using a PD-10 column. The RCP of the radiolabeled nanoparticles
was further confirmed by size-exclusion chromatography using the
PD-10 column. The radiolabeled nanoparticles were eluted in the
3rd and 4th fraction. The RCP determined by this method was in
excellent agreement with that determined by the radio-TLC
method. The specific activity of the radiolabeled preparation was
B18.0 � 1.85 mCi per mg.

In vitro stability of the radiolabeled nanoparticles was inves-
tigated both in human serum as well as in PBS over a period of one
week by radio-TLC [Fig. S11 in the ESI†]. Over this period, the RCP
of [177Lu]Lu-(DOTA)AuNP-PEG-2K-(2-NIM) nanoparticles in PBS
decreased marginally from 98 � 2.5 to 96.41 � 1.89%, while in
human serum it decreased from 98.01 � 2.68 to 94.12 � 1.95%.
These results indicate the high stability of radiolabeled nano-
particles in human serum as well as PBS.

Hypoxia selectivity of radiolabeled nanoparticles, [177Lu]Lu-
(DOTA)AuNP-PEG-2K-(2-NIM), was evaluated in vitro in CHO
cells. The radiolabeled nanoparticles were incubated with CHO
cells both under hypoxic conditions as well as normoxic
conditions.23,34 The results are presented in Fig. 4. It could be

Fig. 3 (a) TEM images of AuNP-PEG-2K-NH2, AuNP-PEG-2K-(2-NIM) and AuNP-PEG-2K-(2-NIM)(DOTA) [left to right]. (b) Size distribution data of
AuNP-PEG-2K-NH2, AuNP-PEG-2K-(2-NIM) and AuNP-PEG-2K-(2-NIM)(DOTA) [left to right].

Fig. 4 In vitro cellular uptake of (a) control nanoparticles and (b) preparation under hypoxic and normoxic conditions.
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observed that there is significant uptake of the radiotracer in
CHO cells upon hypoxic exposure compared to normoxic exposure
(P o 0.02, t-test) [Fig. 4(b)]. The hypoxic/normoxic ratio was
1.15� 0.10 at 2 h post-incubation with CHO cells, which increased
to 2.02 � 0.6 at 4 h post-incubation. For comparison, a similar
experiment was performed with 177Lu-labeled nanoparticle con-
trol, [177Lu]Lu-(DOTA)-AuNP-PEG-2K, without the 2-nitroimidazole
moiety [Fig. 4(a)]. The results clearly showed insignificant uptake
of control nanoparticles either under hypoxic or normoxic condi-
tions confirming the role of 2-nitroimidazole in hypoxia specific
uptake. The hypoxic/normoxic ratio remained close to 1 over the
period of study (0.94� 0.07, 1.06 � 0.05 and 0.90� 0.12 at 2 h, 3 h
and 4 h post incubation, respectively). The careful examination of
the results indicated significant accumulation (P o 0.01, t-test) of
nitroimidazole decorated gold nanoparticles under hypoxic condi-
tions compared to control nanoparticles ([177Lu]Lu-(DOTA)-AuNP-
PEG-2K) where nitroimidazole units are absent. The studies,
however, revealed that PEGylation of gold nanoparticles resulted
in a hypoxic/normoxic ratio (two-fold) not as high as that of
radiolabeled lipoic acid coated gold nanoparticles (9 fold) reported
by us earlier23 under similar experimental conditions. Torrissi

et al. had reported a similar observation with PEGylated iron oxide
nanoparticles.35 However, they observed this behavior with an iron
oxide nanoparticle surface modified with polyphosphonic acid-
PEG copolymers where the distal end of the PEG chains are free. As
mentioned earlier, this is similar to the insignificant uptake of
gold nanoparticles modified with PEG2000 observed by Bo
He et al.28 Christina Brandenberger et al. reported a similar
observation wherein lower intracellular uptake of citrate capped
and PEG capped gold nanoparticles was observed in A549 cells.
Interestingly, the presence of the latter was found to be more than
the former in the cytosol of the cell.36 It is pertinent to note that
PEGylated gold nanoparticles with the distal end of PEG-units
tagged with 2-nitroimidazole or DOTA showed significant uptake
in cells under hypoxic conditions albeit lower than lipoic acid
coated gold nanoparticles.

To further establish the hypoxia selectivity of (DOTA)AuNP-
PEG-2K-(2-NIM) nanoparticles, fluorescent gold nanoparticles
(DOTA)AuNP-PEG-2K-(2-NIM)(FITC) were synthesized. The FITC
tagged nanoparticles were incubated with CHO cells under both
hypoxic and normoxic conditions. Flow cytometry analysis of
the cells incubated for 4 h under hypoxic conditions showed

Fig. 5 (a) Flow cytometry histogram profile of CHO cells treated with FITC tagged gold nanoparticles (DOTA)AuNP-PEG-2K-(2-NIM) (FITC) under
hypoxic (orange) and normoxic (red) conditions. (b) Bright field and fluorescence images of CHO cells incubated with (DOTA)AuNP-PEG-2K-(2-NIM)
(FITC) under hypoxic and normoxic conditions.
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[Fig. 5(a)] a fluorescence signal shift with a MFI of 21.7 � 0.97 (a
peak marked in orange) indicating enhanced retention of
(DOTA)AuNP-PEG-2K-(2-NIM)(FITC) compared to the cells incu-
bated under normoxic conditions [MFI 17.8 � 1.18 (a peak
marked in red)]. The flow histogram [Fig. S12 in the ESI†] shows
a significant increase in the population of CHO cells with green
fluorescence under hypoxic conditions compared to normoxic
conditions at 4 h post incubation. These observations are in
concordance with the results obtained with 177Lu-labeled nano-
particles. The fluorescence images of the CHO cells treated with
(DOTA)AuNP-PEG-2K-(2-NIM)(FITC) under hypoxic and nor-
moxic conditions for 4 h convincingly revealed the preferential
uptake of nanoparticles under hypoxic conditions compared to
normoxic conditions, corroborating the results obtained with
177Lu-labeled nanoparticles and flow cytometry [Fig. 5(b)].

Biodistribution studies were carried out in Swiss mice bear-
ing fibrosarcoma tumors. Distribution of the radiotracer in
different organs/tissues is shown in Table 1. The radiotracer
cleared quickly from the body, which had a significant impact
on the uptake of the radiotracer in tumors. Approximately 75%
of the activity initially administered in the animal was excreted
within 2 h after injection. We had a similar observation with
other radiotracers evaluated for targeting tumor hypoxia.34,37,38

Fast clearance of activity from blood (0.41% ID per g at 2 h p.i.
and 0.09% ID per g at 4 h p.i.) resulted in limited uptake and
retention in tumors (0.13% ID per g at 2 h p.i. and 0.04% ID per g
at 4 h p.i.). Consequently there was a significant decrease in
activity in tumors between 2 h and 4 h p.i. (P o 0.01, t-test) and
between 4 h and 24 h (P o 0.05, t-test). The radiotracer requires
some time to distribute across tumor mass and undergo
hypoxia selective reduction, which is denied due to fast clear-
ance of the radiotracer from blood.39 Though quick clearance
of the radiotracer from the body is considered to be a virtue for
radiopharmaceuticals, in this case it has resulted in reduced
uptake in tumors. Reduction in non-specific binding to serum
proteins due to PEGylation must have assisted the faster clearance

of the radiotracer from blood. There was no significant uptake of
the radiotracer in liver (0.24% ID per g at 2 h p.i.) and spleen
(0.05% ID per g at 2 h p.i.) contrary to the lipoic acid coated gold
nanoparticles reported earlier (13.57% ID per g in liver and 1.97%
ID per g in spleen at 3 h p.i.) (P o 0.02, t-test).23 The increase in the
tumor/blood ratio between 2 h and 4 h is not significant (P 4 0.05,
t-test). However, very high tumor to blood and tumor to muscle
ratios were observed at 24 h p.i. PEGylation of nanoparticles has
been an extensively used strategy to increase the blood circulation
time and to decrease the uptake in the RES by the stealth
effect.40,41 Similar to the previous reports a significant decrease
in the uptake of radiolabeled nanoparticles in the RES was
observed in the present study as well, however, an improvement
in the blood circulation time was not observed.

Several factors like size, charge and surface chemistry of nano-
particles (such as the chain length and conformation of PEG
molecules on the nanoparticle surface), intricately play an important
role in determining the cellular uptake, immune system activation
and overall pharmacokinetics.42 It is generally accepted that nano-
particles with less than 5 nm diameter can only be cleared via
kidneys (glomerular filtration cut off) while larger nanoparticles
(size more than 100 nm) do not accumulate in kidneys.43,44 How-
ever, there are some reports indicating larger nanoparticles with size
100–200 nm undergoing renal clearance through an alternative
mechanism, although the mechanism is not clear yet.45 The
effective size of (DOTA)AuNP-PEG-2K-(2-NIM) reported herein was
28.9� 1.50 nm and major clearance was observed through kidneys.
It seems the PEG capping on the nanoparticles further enhances the
renal clearance compared to non-PEGylated nanoparticles which are
mainly taken up by the RES.46

Conclusion

The present work describes the preparation and biological evalua-
tion of hypoxic cell-targeting radiolabeled, 2-nitroimidazole-
decorated gold nanoparticles capped with PEG-2k units. In vitro,
the nanoparticles showed hypoxia selectivity in CHO cells albeit to
a lesser extent than the lipoic acid modified analogue reported
earlier. In vivo, our attempt to reduce the uptake in the RES was
successful, but the modification was found to be not favorable for
retaining the tumor uptake. Careful analysis of the results points
to very fast clearance of the radiotracer as a possible reason for the
low uptake and retention in tumors in vivo despite showing
hypoxia selectivity in vitro. The nanoplatform reported requires
further tuning to combine the favorable pharmacokinetics while
retaining high hypoxia selectivity.
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Table 1 Distribution of [177Lu]Lu-DOTAGA-AuNP-2-NIM in different
organs/tissues

Organs

% Injected dose per gram Avg. (s.d.)b

2 h 4 h 24 h

Liver 0.24 (0.04) 0.05 (0.15) 0.04 (0.02)
Intestine 0.06 (0.01) 0.06 (0.03) 0.00 (0.00)
Stomach 0.15 (0.08) 0.02 (0.01) 0.00 (0.01)
Kidney 0.81 (0.15) 0.35 (0.25) 0.10 (0.01)
Heart 0.29 (0.08) 0.02 (0.05) 0.00
Lungs 0.39 (0.09) 0.04 (0.01) 0.01 (0.02)
Spleen 0.05 (0.08) 0.00 (0.03) 0.00 (0.02)
Blood 0.41 (0.04) 0.09 (0.00) 0.00
Muscle 0.11 (0.02) 0.00 (0) 0.00
Tumor 0.13 (0.01) 0.04 (0.01) 0.02 (0.00)

Excretiona 75.91 (3.46) 87.10 (1.27) 90.31 (8.09)

Tumor/blood ratio 0.31 (0.02) 0.44 (0.08) Very high
Tumor/muscle ratio 1.18 (0.51) Very high Very high

a Excretion is calculated by adding percentage of the injected dose in all
organs and then subtracting from 100. b s.d. – standard deviation.
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Colin, D. Felder-Flesch, L. Power and A. Scherberich,
Metronidazole-Functionalized Iron Oxide Nanoparticles
for Molecular Detection of Hypoxic Tissues, Nanoscale,
2019, 11(46), 22559–22574, DOI: 10.1039/C9NR08436C.

2 W. Zeng, P. Liu, W. Pan, S. R. Singh and Y. Wei, Hypoxia and
Hypoxia Inducible Factors in Tumor Metabolism, Cancer Lett.,
2015, 356(2), 263–267, DOI: 10.1016/j.canlet.2014.01.032.

3 L. Liu, X. Ning, L. Sun, H. Zhang, Y. Shi, C. Guo, S. Han,
J. Liu, S. Sun, Z. Han, K. Wu and D. Fan, Hypoxia-Inducible
Factor-1 Alpha Contributes to Hypoxia-Induced Chemore-
sistance in Gastric Cancer, Cancer Sci., 2008, 99(1), 121–128,
DOI: 10.1111/j.1349-7006.2007.00643.x.

4 M. I. Confeld, B. Mamnoon, L. Feng, H. Jensen-Smith,
P. Ray, J. Froberg, J. Kim, M. A. Hollingsworth, M. Quadir,
Y. Choi and S. Mallik, Targeting the Tumor Core: Hypoxia-
Responsive Nanoparticles for the Delivery of Chemotherapy
to Pancreatic Tumors, Mol. Pharm., 2020, 17(8), 2849–2863,
DOI: 10.1021/acs.molpharmaceut.0c00247.

5 H. Xu, Y. Han, G. Zhao, L. Zhang, Z. Zhao, Z. Wang, L. Zhao,
L. Hua, K. Naveena, J. Lu, R. Yu and H. Liu, Hypoxia-Responsive
Lipid–Polymer Nanoparticle-Combined Imaging-Guided Surgery
and Multitherapy Strategies for Glioma, ACS Appl. Mater. Inter-
faces, 2020, 12(47), 52319–52328, DOI: 10.1021/acsami.0c12971.

6 D. Sarkar, M. Chowdhury and P. K. Das, Naphthalimide-
Based Azo-Functionalized Supramolecular Vesicle in
Hypoxia-Responsive Drug Delivery, Langmuir, 2022, 38(11),
3480–3492, DOI: 10.1021/acs.langmuir.1c03334.

7 B. Mamnoon, J. Loganathan, M. I. Confeld, N. De Fonseka,
L. Feng, J. Froberg, Y. Choi, D. M. Tuvin, V. Sathish and
S. Mallik, Targeted Polymeric Nanoparticles for Drug Delivery
to Hypoxic, Triple-Negative Breast Tumors, ACS Appl. Bio
Mater., 2021, 4(2), 1450–1460, DOI: 10.1021/acsabm.0c01336.

8 M. R. Horsman, B. S. Sørensen, M. Busk and D. W. Siemann,
Therapeutic Modification of Hypoxia, Clin. Oncol., 2021,
33(11), e492–e509, DOI: 10.1016/j.clon.2021.08.014.

9 P. Vaupel and A. Mayer, Hypoxia in Cancer: Significance and
Impact on Clinical Outcome, Cancer Metastasis Rev., 2007,
26(2), 225–239, DOI: 10.1007/s10555-007-9055-1.
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