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Abstract: Two-dimensional transition metal carbides and
nitrides (MXenes) nanosheets with high photothermal
conversion efficiency as well as photothermal stabil-
ity can efficiently generate remarkable hyperthermia for
photothermal therapy (PTT) of cancer. However, mono-
MXenes cannot exhibit precise diagnosis and treatment
to complete ablation of cancer cells in the PTT process.
To overcome this dilemma, an “all-in-one” nanoplat-
form of titanium carbide (Ti;C,) MXene-based composite
nanosheets is developed for magnetic resonance imaging
(MRI)-guided multi-modal hyperthermia and chemody-
namic tumor ablation, which was achieved by bonding
of manganese ion on the surface of Ti;C,, and then was the
functionalized nanosheets was modified by biocompatible
PEG (Mn-Ti;C,@PEG). Due to magnetic and Fenton-like
catalytic properties of Mn components, Mn-Ti;C,@PEG
not only acted as the contrast agents for T,-weighted
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MRI (relaxivity value of 1.05 mM~!s™1), but also con-
verted cellular H,0, into highly toxic hydroxyl radicals
(-OH) mediated chemodynamic therapy (CDT). Moreover,
Furthermore, Mn-Ti;C,@PEG can efficiently suppressed
tumor-growth by PTT, due to the high photothermal
conversion capability and photothermal stability. As a
proof-of-concept model, the as-designed Mn-Ti;C,@PEG
nanoplatform shows simultaneous MRI and dual-modal
treatment for effective suppression of tumor with mini-
mized side effects both in vitro and in vivo, indicating the
great potential for clinical cancer theranostics.

Keywords: cancer; chemodynamic therapy; magnetic res-
onance imaging; MXene; photothermal therapy.

1 Introduction

Precise treatment of tumors to achieve minimal harm-
fulness to normal tissues has always been a challenging
problem in the field of cancer therapy [1-5]. Photothermal
therapy (PTT), as an emerging and multidisciplinary
strategy for tumor eradication, is developing rapidly and
has the potential substitution for traditional clinical cancer
treatment. PTT show advantages of minimally invasive,
low side effects, high selectivity, good spatiotemporal con-
trol, and repeatable treatment, is benefit to maintain the
quality of patients’ life and is considered as “tumor green
therapy” by the international medical experts. In addition,
PTT has synergistic sensitization effect on conventional
chemotherapy and radiotherapy leading to significantly
enhanced antitumor efficacy. Moreover, PTT can activate
the patients’ immunity system and reinforced the body’s
own rejective action toward cancer cells [6, 7]. Typically,
good PTT system generates hyperthermia using photother-
mal agents (PTAs) absorb near-infrared (NIR) light well and
convert it into heat to elevate temperature exceeded the
tumor tolerance temperature to kill cancer cells [8-11].
Layer-structured two-dimensional (2D) transition metal
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carbides and nitrides (MXenes) as unique PTs have been
studied extensively to enhance the therapeutic effects of
PTT due to their efficient photothermal conversion capacity
and abundant/tunable physiochemical properties [12-17].
In addition, MXene has abundant terminated by -O,
and/or —F, which provides the possibility for engineer-
ing and functionalizationon its 2D topological surface,
endowing them high performance in PTT applications
[18-22]. Due to the simple titanium and carbon compo-
sitions, though Ti;C, alone can photothermal ablation
of tumor cells, but cannot exert diagnostic imaging for
precise therapy [23-25]. If Ti;C, is endowed with imag-
ing guidance function will be beneficial to monitor the
ablation process of PTT, so as to realize the integration
of diagnosis and treatment for precise therapy of cancer.
However, PTT alone cannot achieve complete ablation
of cancer cells. As emerging therapy strategies based
on nanotechnology, chemodynamic therapy (CDT) have
received more and more attention for PTT enhancement to
achieve greater combinatorial effect due its many unique
merits in increasing tumor specificity and decreasing side
effects [26—30].

CDT, as a promising new treatment for cancer, is
defined as in situ employing the Fenton catalysts in
tumor sites to produce high toxic hydroxyl radical (-OH)
leading protein, DNA and lipid damage triggered cancer
cells death, which could be called “Combat poison with
poison”. -OH is generally produced directly by the in situ
Fenton or fenton-like decomposition of H,0, within tumor
microenvironment (TME) mediated by various metal ions
(e.g., Fe?*, Cu*, Mn?*, Cr**tand V?*) [31-34]. Endogenous
CDT is highly selective and does not require the addition
of exogenous stimuli in the activation of the reaction.
So, CDT has many unique advantages, such as high
tumor specificity, low systemic toxicity, and no limitation
for the depth of tissue penetration. CDT is sometimes
subject to insufficient endogenous H,0, in TME and low
catalytic efficiency of Fenton or Fenton-like reactions
in slightly inappropriate intracellular pH leading tumor
ablation is not effective [35]. Thus, combination of PTT
and CDT is good way to improve this problem. This
“complementary strategy” is practicality and simplicity
and beneficial to overcome the deficiency of single therapy
and improve the efficiency of collaborative therapy. In
addition, temperature is an important factor affecting the
rate of chemical reaction, the increased temperature in
the tumor area caused by PTT can accelerate the reaction
rate of Fenton/Fenton-like response. Therefore, PTT not
only directly damages tumor cells, but also promote CDT
to enhance synergistic anticancer effect.
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Magnetic resonance imaging (MRI) as imaging modal-
ities is featured with individual advantages of higher
anatomical structure information on soft tissue at a
noninvasive and nonionizing manner, which provides a
visualization way to monitor the detail of PTT [36, 37].
Currently, over 50% of clinical MRI examinations require
the use of contrast agents (CAs) to improve image quality,
which can be divided into T;-weighted and T,-weighted
imaging [38]. T; CAs mainly reduce T, relaxation time
and cause an increase in signal intensity (bright contrast),
including paramagnetic nanoparticles on metal complexes
[39]. Clinical MRI CAs are mainly based on gadolinium-
complexes which has potential toxicity inducing kidneys
disorders. Hence, it is high interest to develop safe, highly
efficient, and cost effective CAs. Manganese (Mn)-based
T, contrast agent has the characteristics of high para-
magnetism, low toxicity, high biosafety [40]. Mn is a
trace element existing in human body and has important
physiological and biochemical functions, this is the first
non-lanthanide metal reported as MRI CA used for T1
contrast agent enhancement [41-43]. However, most of the
Mn ions cannot reach the target position in the organism,
resulting in a lot of waste of contrast media. At present,
hepatocyte specific mangafodipir trisodium (Mn-DPDP)
CA shows good MRI performance in clinical applications,
which is the only Mn-based CA approved by FDA [44]. Mn
nanoparticles or nanocomposites is one of the effective
methods to realize deep penetration and effective in-situ
enrichment of Mn?* in tumor sites. Rational integration
of PTT and Mn?*-mediated MRI into one nanoplatform
generally can achieve synthetic procedures for further
possible clinic translation. Therefore, elaborate design of
nanocomposites integrated therapeutic function andimag-
ing function offers tremendous prospects for enhanced
PTT.

In this work, we prepared novel 2D Mn-Ti;C, MXene
composite derived from Mn?* in situ bonding with -0
and/or —-F on the surface of Ti;C, MXene, followed
by cooperative electrostatic self-assembly with NH,-PEG
to improve the water solubility and biocompatibility
(Scheme 1). This multiple nanoplatform for MRI-guided
PTT and CDT of cancer. The photothermal-conversion
performance of 2D Ti;C, MXene endows as-synthesized
Mn-Ti;C, to convert NIR irradiation into heat and real-
ize PTT for cancer ablation. Especially, the interaction
between Mn-Ti;C, and NIR irradiation lead to release
of TME-responsive Fenton-like agent Mn?* for H,0,-
supplementing CDT and contrast-enhanced T,-weighted
MRI-guided therapy. In vitro and in vivo studies demon-
strate that the as-prepared Mn-Ti;C,@PEG can act as
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Scheme 1: Schematic illustration of the synthetic procedure and MRI-guided efficient photothermal and chemodynamic tumor therapy by

Mn-Ti,C, @PEG.

“theranostic nanoagent” to enforce MRI guided synergistic
PTT and CDT on combating cancer (Scheme 1).

2 Experiments

2.1 Synthesis of multilayered Ti;C,T,

Ti,AIC, were added into a 40% HF aqueous solution (50 mL), and
stirred for 48 h at room temperature. Then, the products were collected
by centrifuged and washed for several times with ethanol and water
using centrifugation until the pH of the supernatant was above 6. The
solution was freeze-dried to obtain multilayered Ti;C,T,.

2.2 Synthesis of few-layer Ti;C,T,

Multilayered Ti;C,T, (500 mg) was immersed to 200 mL of deionized
water and sonicated using cell pulverizer (400 W) for 12 h under Ar
flow. Then, the dispersion solution was by centrifuged at 5000 rpm
for 0.5 h. The dark green supernatant was collected to obtain the
few-layer Ti;C,T, colloidal solution, which was freeze-dried to get
black powder.

2.3 Synthesis of Mn-Ti;C,

The Mn-Ti;C, was prepared by very slowly mixing two dispersion
solutions of MnCl, (50 mL, 2 mg/mL) and negative Ti,C,T, nanosheets
(50 mL, 2 mg/mL). The mixed solution was sonicated for 10 min and
stirred on a magnetic stirrer at room temperature for 4 h. The solution
was centrifuged at 6000 rpm for 0.5 h to obtain Mn-Ti;C, precipitate,

and washed with deionized water and ethyl alcohol three times. The
precipitate was dry in a vacuum oven.

2.4 Synthesis of Mn-Ti;C, @PEG

In brief, Mn-Ti;C, (50 mg) was be dispersed in 60 mL of deionized
water, and then methoxy PEG silane (Mw = 2000, 200 mg) was added.
The mixed solution was sonicated for 10 min and stirred on amagnetic
stirrer at room temperature for 3 h. The solution was centrifuged for
0.5 h at 9000 rpm to obtain Mn-Ti;C,@PEG precipitate, removed the
supernatant. The precipitate was freeze-dried for standby application.

2.5 Photothermal performance of Mn-Ti;C, @PEG

Photothermal performance of Mn-Ti;C,@PEG was measured and
analyzed by irradiating a EP tube containing 1 mL Mn-Ti;C,@PEG
dispersion with different concentrations. NIR laser was produced
using an 808 nm high power multimode pump laser. The temperature
and thermal images of the irradiated aqueous dispersion were
recorded on an infrared thermal imaging instrument. The extinction
coefficient a(A) and the photothermal conversion efficiency of the
Mn-Ti;C,@PEG is evaluated referred to the previous literature.

2.6 Photothermal effect and photothermal cycling
stability in vitro

1 mL dispersing solution of different concentrations Mn-Ti;C,@PEG
with various concentration (0, 0.0075, 0.015, 0.031, 0.062, 0.125,
0.25, and 0.5 mg/mL) were analyzed by continuously irradiating
with 808 nm NIR laser at a power density of 1.5 W cm~2 for 5 min,
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respectively. PBS solution was set as control. An IR thermal imager
was used to detecte the photothermal images and temperature
variation of all samples. Photothermal conversion cycling-heating of
Mn-Ti;C,@PEG was also carried under 808 nm laser irradiation at 1.0
W cm~2 and 1.5 W cm 2 five lasers on/off cycles and acquired by IR
camera.

2.7 Measurement of in vitro hydroxyl radical -OH
generation

Methylene blue (MB) is used to evaluate Fenton-like catalytic per-
formance of Mn-Ti;C,@PEG. Mn-Ti;C,@PEG at concentration of 0.05
mg/mL was mixed with 13.375 uM MB and 4.895 mM H,0,. After
30 min, the UV-vis absorption of MB in the mixture was measured by
a UV-3600 Shimadzu spectrometer.

The dichloro-dihydro-fluorescein diacetate (DCFH-DA) kit is
used to determine intracellular toxic hydroxyl radicals -OH according
to the instructions. 4T1 Cells were planted in six-well plates and
incubated with Mn-Ti;C,@PEG (0-0.5 mg/mL) for 4 h. Then, the
cell culture medium was replaced with fresh medium containing the
as-prepared Mn-Ti;C,@PEG. After incubation for 30 min, the cells
were treated with DCFH-DA solution and cultured for 0.5 h at 37
°C to detect ROS. The fluorescence intensity of DCFH in cells was
observed by fluorescence microscope. For photothermal enhanced
group, cells were irradiated by NIR laser for 3 min after co-incubation
with as-prepared Mn-Ti;C,@PEG. Then, the medium was removed and
the cells were treated with DCFH-DA solution, which was investigated
by fluorescence microscope.

2.8 T,-MRI performance in vitro and in vivo

T,-MRI properties and T, relaxation time of diluted supernatant
were measured by a MR system. 4T1 tumor-bearing mouse were
anesthetized by 2% isoflurane in oxygen and placed in prone position.
After 0, 10, 20, 30, 40, 50, and 60 min of intravenous injection
Mn-Ti;C,@PEG (40 mg/kg), the Siemens Prisma 3.0 T Signa HDxt
superconductor clinical MRI system was used to capture the T, images
of tumor area. The parameters were as follows: TR/TE = 2000/3.1 ms,
slice thickness = 0.8 mm, 64.3 mm FOV, and matrix size = 144 X 224,
and 8° flip angle.

2.9 Cytotoxicity assays

Cell counting kit CCK-8 was used to detect the toxicity of Mn-
Ti;C,@PEG to MCF-10A cells and 4T1 cells. Cells were seeded in 96-well
plates at a density of 1 x 10*/well, and cultured in an incubator for
24 h. After that, the medium containing Mn-Ti;C,@PEG was added to
each well of the experimental group in the form of liquid exchange (the
medium containing PBS was added to the control group) and cultured
in the incubator. After incubation for 24 h, the medium containing
10% CCK-8 was also added to each well in the form of liquid change.
After incubation for 1 h, the absorbance at 450 nm was recorded by
microplate reader.

2.10 Tumor model

All animal (BALB/c nude mice, 15-22 g, female, 6—8 weeks) pro-
cedures comply with institutional animal regulations (the National
Institutes of Health guide for the care and use of Laboratory animals
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(NIH Publications No. 8023, revised 1978)). To obtain tumor-bearing
mice, 4T1 cells (2 X 10°) were administrated into the right flank of the
mice. When the size of the tumor grows about 100 mm?, all tumor
model of 4T1 tumor-bearing mice were established.

2.11 In vivo cancer treatment

The subcutaneous tumor model was established by injection of
4T1 cells into the subcutaneous tissue of nude mice. When the
tumor reached ~0.5 cm in diameter, the mice bearing tumor were
intravenously injected Mn-Ti,C,@PEG with the amount of 40 mg/kg
of mice weight and irradiated with 808 nm laser for 10 min with
the power of 1.5 W/cm?. Meanwhile, three control groups were used
to assess the therapy efficiency: (a) intravenously injection of 200
pL PBS; (b) intravenously injection of 200 pL PBS and irradiation
with 808 nm laser for 10 min with the power of 1.5 W/cm?; and (c)
intravenously injection of Ti,C,@PEG with the amount of 40 mg/kg
of mice weight and irradiation with 808 nm laser for 10 min with
the power of 1.5 W/cm~2. The mice weights and tumor sizes were
monitored during the treatment period. The tumor volumes were
calculated by the equation of Vtumor = (a X b?)/2 (a and b represent
the maximum and minimum diameter of the tumor). Relative tumor
volumes were calculated as V/Vo (V and Vo represent the tumor
volume after treatment and initial tumor volume).

3 Results and discussion

3.1 Synthesis and characterization of

Ti;C, MXene nanosheets with desirable 2D topology and
nanostructures have been extensively and deeply studied
because of easy surface engineering and biocompatibility.
Particularly, after strict regulation of the composition
and structure, 2D Ti;C, is more suitable for biomedical
applications. Bulk MAX-phase Ti; AIC, ceramics were firstly
etched in 40% HF solution for 2 days to remove the middle
Al layer. Then, the ultrathin Ti;C, MXenes nanosheets
were fabricateed by ultrasonic treatment of multilayer
Ti;C, MXenes for 12 h in order to satisfy the biomedical
requirements. To integrate Mn?* onto the surface of 2D
Ti;C, MXene, Mn?* bonded with the interface-exposed -0,
—F groups of 2D Ti;C, for in situ producing Mn-O and
Mn-F (Mn-Ti;C,) through MnCl, introduced into the Ti;C,
solution. For ensure in vivo evaluation and application,
polyethylene glycol (PEG) was used to modify Mn-Ti;C,
nanosheets to enhance biocompatibility and stability of
Mn-Ti;C, nanosheets. Each component of Mn-Ti;C, plays
its own role for cancer diagnosis and treatment, Ti;C, with
high photothermal-conversion capability for photothermal
ablation of tumor, and Mn?* for TME-responsive MRI and
highly toxic -OH generation for chemodynamic ablation of
tumor.
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The morphology of the Mn-Ti;C, was studied using
SEM and TEM. The SEM of the composite presents a
well-aligned few-layer microstructure (Figure 1A). As
shown in Figure 1B and C, the TEM shows two charac-
teristic morphologies including the large plate-like Ti;C,
and Mn nanoparticles aggregation. This result indicates
that the Mn is intimately reassembled on the Ti;C,Tx
nanosheets. The elemental distribution mappings of Ti,
Mn, and O in as-prepared Mn-Ti;C, composite nanosheets
(Figure 1D) confirmed the coexistence of the Ti and Mn
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elements and high uniformity of Mn distribution on the
surface of Ti;C, nanosheets. The signals of Mn is well
distributed according to the sites of the Mn on the surface
of the Ti;C,T, nanosheets. Besides, the EDS result verifies
the elementary composition of the composite containing
typical Mn signal, further indicating the Mn functionalized
Ti;C, (Figure 1E). The surface chemical composition and
chemical valence states of the Ti;C, and Mn-Ti;C, were
analyzed by X-ray photoelectron spectroscopy (XPS). C,
Ti, O, F, and Mn-atoms are found in the survey spectrum
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Figure 1: Characterization of few-layer Ti;C, nanosheets and Mn-Ti;C, composite nanosheets. (A) SEM image of few-layer Ti;C, (B) TEM

image of Mn-Ti;C, (C) TEM image of Mn-Ti;C, (D) HRTEM image of Mn-Ti;C,, and corresponding elemental mapping distribution of C, O, N,
and Ti (E) EDS intensity spetra of Mn-Ti;C, (F) XPS full spectrums of Ti;C,, and Mn-Ti;C, (G), (H), () and ()) are XPS spectras of C1s, O1s, Ti2p
and Mn2p of Mn-Ti;C,, respectively.
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of the Mn-Ti;C,, while no Mn-atom is found in the Ti,C,.
The amount of surface adsorbed O species in Mn-Ti;C,
has largely increased but F species were largely decreased
after the adsorption of Mn?*, that because part of the
Mn?* is oxidized by F to form MnO,. The Cls peak of
Mn-Ti;C, can be fitted to three constituent peaks: C-Ti at
281.7 eV, C—C at 284.6 eV, and C-0 at 286.4 eV (Figure 1G).
The high-resolution spectra of O 1s are shown in Figure 1,
where three sub-bands can be found for pure Ti;C,Tx and
Mn-Ti;C,, the one at 531.1 eV belongs to Mn-O, while the
other two peaks at 529.7 and 532.4 eV are for the O species
of Ti-O and O-H, respectively (Figure 1H). In Figure 3C, the
Ti 2p peak of Mn-Ti;C,Tx can be fitted to five constituent
peaks: Ti—C at 455.4 eV, Ti—-0 (2p 3/2) at 459.2 eV, Ti—F at
461.7 eV, and Ti-O (2p,),) at 464.7 eV (Figure 1I). Figure 1J
shows Mn 2p in the high-resolution XPS of Mn-Ti;C,T,, after
grafting the Mn** onto the Ti;C,, Mn 2p;, and Mn 2p, , are
detected in the Mn-Ti;C,. Two peaks at 641.6 and 653.5 eV
can be assigned to Mn 2p;;, and Mn 2p,,, respectively.
The Mn 2p;/, can be deconvoluted into Mn?*. The relative
contents of Mn?*, Mn>**, and Mn** coexist in Mn-Ti;C,.
These XPS results indicate that a large number of Mn is
present in the Mn-Ti,C,.

3.2 Photothermal effect

The photothermal-conversion property of Mn-Ti;C,@PEG
in vitro was investigated by measured the temperatures
changes of solutions under laser 808 nm laser irradiation.
Mn-Ti;C, was expected with photothermal-conversion
property for further hyperthermia due to the presence of 2D
Ti;C, with high photothermal-conversion capability in the
nanosheets. As shown in Figure 2A, Mn-Ti;C,@PEG solu-
tion displayed concentration-dependent light absorption
in the NIR region from UV-vis spectra. The extinction coeffi-
cient Mn-Ti;C,@PEG at 808 nm was tested and calculated
to be 4.82 g7! cm™! in Figure 2B, which was higher than
that of graphene oxide (3.6 L g~! cm™!) and 2D Ti,C, alone
(3.95 L gt cm™). In vitro photothermal performance of
Mn-Ti;C,@PEG after exposing to an NIR laser (808 nm) at
various concentrations under the laser power density of 1.5
W/cm?. The infrared thermal images and heating curves
show Mn-Ti;C,@PEG solution have larger temperature
increase than PBS after 808nm laser irradiation (Figure 2C
and D). The temperature curve shows an obvious upward
trend with the increase of Mn-Ti;C,@PEG solution concen-
tration. After 300 s irradiation, the maximum temperature
of Mn-Ti;C,@PEG aqueous solution with the concentration
of 0.5 mg/mL can reach up to nearly 86 °C under the
irradiation duration with the power density of 1.5 W/cm?,
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indicating a concentration-dependent photothermal fea-
tures. In contrast, the temperature of PBS solution only
increase 1 °C in after 300 s irradiation at the same condi-
tions, that indirectly confirming Mn?* functionality of Ti;C,
nanosheets for raising the aqueous temperature. These
results prove that Mn-Ti;C,@PEG can effectively absorb
808 nm laser energy and cause substantial overheating.
The photothermal stability of Mn-Ti;C,@PEG could guar-
antee the further in vivo tumor ablation. In addition,
significant temperature changes of Mn-Ti;C,@PEG under
808 nm laser irradiation in different power density (1.0
and 1.5 W/cm?) did not change after 5 cycles of laser
on/off for nearly 1 h, suggesting its excellent photothermal
stability (Figure 2E). Especially, the photothermal conver-
sion efficiency () of Mn-Ti;C,@PEG at 100 pg/mL with a
power density of 1.0 W/cm? was evaluated, the calculated
results show that the # of Mn-Ti;C,@PEG could reached
nearly 41.3%, which is much higher than that of Au
nanorods (21%) and is high enough for effective PTT
(Figure 2G and H).

3.3 Invitro - OH generation ability

MB served as indicators for verifying production of -OH in
solution to verify the Fenton-like catalytic performance of
Mn-Ti;C,@PEG. When treated with the same concentration
(0.2mM), The absorption value of MB displayed an obvious
decrease in Mn-Ti;C,@PEG and H,0, mixed solution, while
slight changes in the other solution were observed, demon-
strating the good catalytic effect of Mn-Ti;C,@PEG as Fen-
ton agents (Figure S1). Interestingly, after laser irradiation,
in the case of H,0, and Mn-Ti;C,@PEG coexistence, the
absorption intensity of MB rapidly reduced within 30 min,
the ability for -OH generation via laser irradiation of
Mn-Ti;C,@PEG solution was still better than that in Mn-
Ti;C,@PEG solution, suggesting that the photothermal
effect of Mn-Ti;C,@PEG displayed promotion effect for -OH
production.

3.4 MRI property of Mn-Ti;C, @PEG

Since Mn?* is a prominent imaging agent for T,-weighted
MRI, Mn-Ti;C,@PEG was investigated to be as MRI contrast
imaging nanoagent. Mn-Ti;C,@PEG with concentration
of 0-1.0 mg/mL were detected for MRI and relaxation
rate measurement. The T,;-WI and T, mapping imag-
ing for Mn-Ti;C,@PEG were exhibited in Figure 3A. The
T,-weighted images become brighter with the increase
of Mn-Ti;C,@PEG concentration, because Mn?* ion due
to amount of ion release increased. In addition, as
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Figure 2: In vitro photothermal-property characterization of Mn-Ti,C, @PEG. (A) UV-vis spectra of Mn-Ti;C,@PEG in aqueous solution at
different concentrations. (B) Absorption coefficient of Mn-Ti;C, @PEG at 808 nm was recommended to be calculated. (C) The photothermal
images of Mn-Ti;C,@PEG at different concentration under 808 nm laser irradiation (D) change in temperature with time at different
concentrations of Mn-Ti;C,@PEG irradiated with a 808 nm laser at the power of 1.5 W/cm? for 5 min. (E) and (F) recycling-heating profiles of
Mn-Ti,C,@PEG aqueous solution with the concentration of 125 ug/mL after 808 nm laser irradiation at 1.0 W/cm? and 1.5 W/cm? for five
laser on/off cycles. (G) Temperature rise and fall curve of Mn-Ti;C, @PEG under 808 nm laser irradiation (1.0 W/cm?) for 2000 s. (H) Fitting
curve of cooling time and —Ln@ (r, = 246.3).
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Figure 3: T,-weighted MRI of Mn-Ti;C,@PEG both in vitro and in vivo. (A) In vitro T;-weighted MRI and corresponding T, mapping photos of
Mn-Ti;C,@PEG at various concentrations buffer solution after incubation. (B) longitudinal relaxation rate (r,) as acquired by plotting values

of 1/T, over the corresponding Mn-Ti;C
40, 50, and 60 min after intravenous injection of Mn-Ti;

,@PEG concentrations. (C) T;-weighted MRI of mouse bearing subcutaneous tumor at 0, 10, 20, 30,
C,@PEG (40 mg/kg per mouse weight), respectively. (D) Quantification of relative

tumor contrast collected at different time after administration of Mn-Ti;C,@PEG. The red arrow on the right back subcutaneously indicates

the location of the tumor.

demonstrated in Figure S2, the T,-weighted images sig-
nal intensity of Mn-Ti;C,;@PEG increased as the con-
centration increases. As demonstrated in Figure 3B,
the longitudinal relaxation ratio (r;) relaxivity of Mn-
Ti;C,@PEG is linearly fitted and was calculated to be
1.05 mM~1 s,

Encouraged by the great MRI performance of Mn-
Ti;C,@PEG in vitro, the mice bearing 4T1 tumors were
administrated with Mn-Ti;C,@PEG as the contrast agents
to confirm the accumulation of nanosheets in 4T1 tumor
tissues at various time points. Noticeable bright effect
of T, weighted images at the tumor site was observed
after injection 10-60 min. The tumor regions gradually
became brighter after the Mn-Ti;C,@PEG injection and
reached the brightest at 30 min (Figure 3C), suggesting
their effective accumulation in tumors. The correspond-
ing T, signal values of the tumor sites were quantified,
which rapidly increased after injection of Mn-Ti;C,@PEG
solution, reached the maximum at 30 min (Figure 3D). At
the 10-60 min post injection, the T, signal value of the
tumor region was almost the same, which might indicate
the T, weight signals can continuous close to an hour or
more in the tumor region of Mn-Ti;C,@PEG. These results
clearly verified Mn-Ti;C,@PEG were feasible MRI contrast
agents in living systems.

3.5 Intracellular generation -:OH and
biotoxicity

To assess the CDT therapeutic efficacy mediated by the
fenton-like reaction in vitro, 4T1 cells were incubated with
Mn-Ti,C,@PEG in the presence or absence of H,0, (100
uM). DCFH-DA served as indicators for verifying produc-
tion of intracellular -OH to verify the Fenton-like catalytic
performance of Mn-Ti;C,@PEG. Detecting intracellular -OH
levels by using DCFH-DA (high green fluorescence means
high ROS levels). The PBS group showed no obvious fluo-
rescence. However, after the addition of Mn-Ti;C,@PEG, a
clear green fluorescence appeared, which indicating abun-
dant -OH were generated. The higher the Mn-Ti;C,@PEG
concentration, the more -OH were produced (Figure 4A).
Thus, Mn-Ti;C,@PEG showed excellent catalysis ability of
Mn-Ti;C,@PEG to generate -OH.

It is important to investigate the biocytoxicity, biocom-
patibility, and biosafety of Mn-Ti;C,@PEG in cell for their
potential clinical research and applications. To evaluate
the biosecurity of Mn-Ti;C,@PEG, we explored the cytoxic-
ity of Mn-Ti;C,@PEG to normal cells. MCF-10A was chosen
as normal cells. After coincubation of Mn-Ti;C,@PEG
with MCF-10A and 4T1 cells at elevated concentrations
for 24 h. As shown in Figure 4B, there are no obvious
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Figure 4: Intracellular generation -OH and biotoxicity of Mn-Ti;C, @PEG.
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(A) Fluorescence microscope images of 4T1 cells incubated with ROS

fluorescence probe DCFH-DA and different amount of Mn-Ti;C, @PEG. Scale bar is 50 pm. Relative viabilities of (B) MCF-10A and (C) 4T1 cells
after the co-incubation with Mn-Ti;C,@PEG at different concentrations for 24 h.

inhibition effects on the MCF-10A cell viability even at
a high evaluated concentration of 0.5 mg/mL, indicating
its excellent cyto-compatibility to normal cells. However,
the as-fabricated Mn-Ti;C,@PEG exhibited stepped cyto-
toxicity to 4T1 Cells as concentrations increased. The
cell viability of 4T1 diminished to 61% after treated with
Mn-Ti;C,@PEG (0.5 mg/mL), which exhibited stronger
cytotoxicity to 4T1 cells owing to chemodynamic reaction
occurred in cancer cells.

3.6 Invivo synergetic PTT and CDT effect

Mice bearing 4T1 tumors were carried out to conduct anti-
tumor efficacy on tumor inhibition of Mn-Ti;C,@PEG (20
mg/kg)-mediated CDT/PTT synergistic therapy. Mice bear-
ing 4T1 tumors were administrated with Mn-Ti;C,@PEG
by tail intravenous injection and irradiated by NIR light.
The 4T1 tumor bearing mice were randomly injected
three groups (PBS, Ti;C,@PEG and Mn-Ti;C,@PEG). After
intravenous administration of different group for 12 h,
the mice were treated with an 808 nm laser (1.5 W/cm?,
10 min) at the tumor region. After 14 days, the changes
of body weight and tumor volume were monitored and
counted without extra injection and laser irradiation. The

temperature was recorded to confirm the NIR PTT effect
during laser irradiation. Comparing to that of the PBS, the
local temperature of tumor in Mn-Ti; C, @PEG-injected mice
was raised significantly from 36 °C to 48 °C treated with
Mn-Ti;C,@PEG under 808 nm laser irradiation for 10 min,
which was sufficiently high for tumor ablation. However,
the maximum temperature of NIR laser only group was just
about 43.6 °C under the same laser power density, indicat-
ing that the good photothermal conversion performance in
vivo of the as-prepared Mn-Ti;C,@PEG for PTT (Figure 5A
and B). The mice weights were recorded every 2 days after
the different treatments, which showed weight changes
among these four groups. During the treatment period, the
body weights of all mice nearly maintained at the same
level, indicating the minimal side effect of Mn-Ti;C,@PEG
(Figure 5C and D). The Mn-Ti;C,@PEG group was more
efficient in tumor suppression compared to the Ti;C,@PEG
groups due to the CDT effects. The strongest anti-tumor
efficacy was achieved in the Mn-Ti;C,@PEG + NIR group
due to synergistic effect of PTT and CDT, which supported
the feasibility of Mn-Ti;C,@PEG as a highly efficient cancer
therapeutic agent. The length and width of the tumors were
measured by a digital caliper every 2 days during the next
2 weeks to form tumor growth curves (Figure 5E). Mice
model treated with PBS and laser displayed rapid tumor
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Figure 5: The infrared thermal pictures (A) and the corresponding temperature changes (B) at the tumor site after intravenously injected with
Mn-Ti;C,@PEG under NIR-II laser illumination (808 nm) at different time. (C) Digital images of tumors in mice from each group at the end of
various treatments after 14 d. (D) Body weight time-dependent body-weight curves of 4T1 tumor-bearing nude mice of four groups after
receiving different treatments, including PBS, NIR laser only, Ti;C,@PEG + NIR laser and Mn-Ti;C,@PEG + NIR laser. (E) Time-dependent
tumor-growth curves of four groups (PBS, NIR laser only, Ti;C,@PEG + NIR laser and Mn-Ti;C,@PEG + NIR laser) after receiving different
disposes (F) T,-weighted MRI of the liver area in 4T1 tumor-bearing nude mouse at 0, 10 min, 1 h and 24 h after intravenous injection of
Mn-Ti;C,@PEG, respectively. The red arrow indicates the location of the left hepatic lobe. (G) T,-weighted MRI of the left kidney in 4T1
tumor-bearing nude mouse at 0, 10 min, 1 h and 24 h after intravenous injection of Mn-Ti;C, @PEG, respectively. The red arrow indicates the

location of the left kidney.

growth. Notably, the tumor growth rate of Mn-Ti;C,@PEG
+ Laser group was almost inhibited, revealing the high
synergistic CDT/PTT therapy efficiency. We further utilized
Mn-Ti;C,@PEG to assist liver and kidney MRI to evaluate
its contrast capacity in vivo. T;-weighted contrast images
were acquired before and after intravenous injection of
Mn-Ti;C,@PEG with the dosage of 40 mg/kg body weight
of mouse on a T; MRI scanner. After intravenous injection,
we indeed observed signal increase in liver (Figure 5F) and
kidney region and (Figure 5G). Signal intensity is calcu-
lated by choosing liver and kidney as the region of interests
(ROISs) to quantify the contrast enhancement. There results
suggest Mn-Ti;C,@PEG could be as a candidate to assist to

obtain comprehensive information in T;-weighted MRI and
achieve tumor diagnosis.

4 Conclusions

In summary, manganese-functionalized 2D Ti;C, nanosys-
tem have successfully established for T,-weighted MRI-
guided synergetic PTT and CDT of tumor. Mn-Ti;C,@PEG
was activated for in situ surface engineering bond of
Mn?* on the surface of 2D Ti;C, nanosheets. One hand,
Mn-Ti;C,@PEG acted as the high-performance contrast
agents for simultaneous T,-weighted MRI and -OH medi-
ated Fenton-like reaction to exert CDT due to the existence
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of Mn?* composition. On the other hand, the constructive
photothermal reagent Ti;C, nanosheets promoted Mn-
Ti;C,@PEG to generate excellent photothermal-conversion
performance under 808 nm laser irradiation, which has
realized significant ablation of tumor cells by generated
local heat. This as-designed composite realized MRI-
guided synergistic PTT and CDT to completely inhibition
of tumors growth in vivo via systematic evaluation. There-
fore, the Mn-Ti;C,-based all-in-one nanoplatform with
simultaneous MRI guided synergistic PTT/CDT treatment
might be a highly promising nanoagent for clinical cancer
theranostics.

Acknowledgments: The authors acknowledge financial
support from National Natural Science Foundation of
China (U1803128, M.Q.; 62105223, D.A.), Special Funds
for Taishan Scholar Project (tsqn201909054, M.Q.), the
Fundamental Research Funds for the Central Universities
to M.Q., the State Key Research Development Program
of China (2019YFC0312100), Qingdao Source Innovation
Plan Applied Basic Research Project (18-2-2-28-jch), Cen-
tral Government Funds of Guiding Local Scientific and
Technological Development for Sichuan Province of China
(2021ZYDO0075, ].S.), and Key Projects of Science and Tech-
nology Department of Sichuan Province (2022YFS0070,
J.S.).

Author contributions: Dong An and Xin Wu contributed
equally to this work.

Research funding: None declared.

Conflicts of interest: The authors declare that they have
no conflicts of interest.

References

[1] W. Bian, Y. Wang, Z. Pan, et al., “Review of functionalized
nanomaterials for photothermal therapy of cancers,” ACS
Appl. Nano Mater., vol. 4, no. 11, pp. 11353 —-11385, 2021.

R. Dienstmann and ). Tabernero, “A precision approach to
tumour treatment,” Nature, vol. 548, no. 7665, pp. 40—41,
2017.

H. Hua, H. Zhang, J. Chen, ). Wang, J. Liu, and Y. Jiang,
“Targeting Akt in cancer for precision therapy,” J. Hematol.
Oncol., vol. 14, no. 1, p. 128, 2021.

[4] A.-H.Lu, X.-Q. Zhang, Q. Sun, et al., “Precise synthesis of
discrete and dispersible carbon-protected magnetic
nanoparticles for efficient magnetic resonance imaging and
photothermal therapy,” Nano Res., vol. 9, no. 5,

pp. 1460—1469, 2016.

W. Zhang, J. Liu, X. Li, et al., “Precise chemodynamic therapy
of cancer by trifunctional bacterium-based nanozymes,” ACS
Nano, vol. 15, no. 12, pp. 19321—-19333, 2021.

[2

B

[5

D. An et al.: MRI-guided functionalized MXene theranostic nanoplatform for cancer

(6]

[7

€

191

[10]

[11]

[12]

[13]

[14]

[15]

[16]

[17]

[18]

[29]

[20]

— 5187

H. Liu, L. Mo, H. Chen, et al., “Carbon dots with intrinsic
bioactivities for photothermal optical coherence tomography,
tumor-specific therapy and postoperative wound
management,” Adv. Healthc. Mater., vol. 11, no. 6, 2022, Art
no. 2101448.

Y. Wang, H.-M. Meng, and Z. Li, “Near-infrared inorganic
nanomaterial-based nanosystems for photothermal therapy,”
Nanoscale, vol. 13, no. 19, pp. 8751—8772, 2021.

Z. Huang, X. Cui, S. Li, et al., “Two-dimensional MXene-based
materials for photothermal therapy,” Nanophotonics, vol. 9,
no. 8, pp. 2233—-2249, 2020.

X. Ji, L. Ge, C. Liu, et al., “Capturing functional
two-dimensional nanosheets from sandwich-structure
vermiculite for cancer theranostics,” Nat. Commun., vol. 12,
no. 1, p. 1124, 2021.

H. Wang, J. Chang, M. Shi, W. Pan, N. Li, and B. Tang,

“A dual-targeted organic photothermal agent for enhanced
photothermal therapy,” Angew. Chem., Int. Ed., vol. 58, no. 4,
pp. 1057—1061, 2019.

L. Zhao, X. Zhang, X. Wang, X. Guan, W. Zhang, and J. Ma,
“Recent advances in selective photothermal therapy of
tumor,” J. Nanobiotechnol., vol. 19, no. 1, p. 335,

2021.

C. Dai, H. Lin, G. Xu, Z. Liu, R. Wu, and Y. Chen, “Biocompatible
2D titanium carbide (MXenes) composite nanosheets for
pH-responsive MRI-guided tumor hyperthermia,” Chem.
Mater., vol. 29, no. 20, pp. 8637—8652, 2017.

S. Liu, X. Pan, and H. Liu, “Two-dimensional nanomaterials for
photothermal therapy,” Angew. Chem., Int. Ed., vol. 59,

no. 15, pp. 5890 —5900, 2020.

J. Ouyang, S. Rao, R. Liu, et al., “2D materials-based
nanomedicine: from discovery to applications,” Adv. Drug
Delivery Rev., vol. 185, 2022, Art no. 114268.

S. Pinilla, J. Coelho, K. Li, J. Liu, and V. Nicolosi,
“Two-dimensional material inks,” Nat. Rev. Mater., vol. 7,

pp. 717735, 2022.

M. Qi, F. Li, Z. Zhang, et al., “Three-dimensional
interconnected ultrathin manganese dioxide nanosheets
grown on carbon cloth combined with Ti3C2Tx MXene for
high-capacity zinc-ion batteries,” J. Colloid Interface Sci.,

vol. 615, pp. 151—-162, 2022.

A. Szuplewska, D. Kulpifiska, A. Dybko, et al., “2D Ti2C
(MXene) as a novel highly efficient and selective agent for
photothermal therapy,” Mater. Sci. Eng. C, vol. 98,

pp. 874—886, 2019.

X. Han, J. Huang, H. Lin, Z. Wang, P. Li, and Y. Chen,

2D ultrathin MXene-based drug-delivery nanoplatform for
synergistic photothermal ablation and chemotherapy of
cancer,” Adv. Healthc. Mater., vol. 7, no. 9, 2018, Art no.
1701394.

R. Lotfi, M. Naguib, D. E. Yilmaz, J. Nanda, and A. C. T. van
Duin, “A comparative study on the oxidation of
two-dimensional Ti3C2 MXene structures in different
environments,” J. Mater. Chem. A, vol. 6, no. 26,

pp. 12733-12743, 2018.

C. Lu, L. Yang, B. Yan, et al., “Nitrogen-doped Ti3C2 MXene:
mechanism investigation and electrochemical analysis,” Adv.
Funct. Mater., vol. 30, no. 47, 2020, Art no. 2000852.



5188 —— D.An etal.: MRI-guided functionalized MXene theranostic nanoplatform for cancer

[21]

[22]

[23]

[24]

[25]

[26]

[27]

[28]

[29]

(30]

(31]

[32]

[33]

J. Ran, G. Gao, F.-T. Li, T.-Y. Ma, A. Du, and S.-Z. Qiao,

“Ti3C2 MXene co-catalyst on metal sulfide photo-absorbers
for enhanced visible-light photocatalytic hydrogen
production,” Nat. Commun., vol. 8, no. 1, 2017, Art no. 13907.
P. Srivastava, A. Mishra, H. Mizuseki, K.-R. Lee, and

A. K. Singh, “Mechanistic insight into the chemical
exfoliation and functionalization of Ti3C2 MXene,” ACS Appl.
Mater. Interfaces, vol. 8, no. 36, pp. 24256 —24264,

2016.

X. Li, J. Zhu, B. Zhang, Y. Jiao, ). Huang, and F. Wang,
“Manganese dioxide nanosheets decorated on MXene
(Ti3C2Tx) with enhanced performance for asymmetric
supercapacitors,” Ceram. Int., vol. 47, no. 9,

pp. 12211-12220, 2021.

H. Lin, X. Wang, L. Yu, Y. Chen, and . Shi, “Two-dimensional
ultrathin MXene ceramic nanosheets for photothermal
conversion,” Nano Lett., vol. 17, no. 1, pp. 384—391, 2017.

G. Liu, ). Zou, Q. Tang, et al., “Surface modified Ti3C2 MXene
nanosheets for tumor targeting photothermal/photodynamic/
chemo synergistic therapy,” ACS Appl. Mater. Interfaces,
vol. 9, no. 46, pp. 40077—-40086, 2017.

C.Jia, Y. Guo, and F.-G. Wu, “Chemodynamic therapy via
fenton and fenton-like nanomaterials: strategies and recent
advances,” Small, vol. 18, no. 6, 2022, Art no. 2103868.

M. Li, J. Bao, ). Zeng, et al., “Engineering manganese ferrite
shell on iron oxide nanoparticles for enhanced T1 magnetic
resonance imaging,” J. Colloid Interface Sci., vol. 626,

pp. 364—373, 2022.

H. Sun, Y. Zhang, S. Chen, et al., “Photothermal fenton
nanocatalysts for synergetic cancer therapy in the second
near-infrared window,” ACS Appl. Mater. Interfaces, vol. 12,
no. 27, pp. 30145—30154, 2020.

Z.Tang,Y. Liu, M. He, and W. Bu, “Chemodynamic therapy:
tumour microenvironment-mediated fenton and fenton-like
reactions,” Angew. Chem., Int. Ed., vol. 58, no. 4,

pp. 946—956, 2019.

Q. Tian, F. Xue, Y. Wang, et al., “Recent advances in enhanced
chemodynamic therapy strategies,” Nano Today, vol. 39,
2021, Art no. 101162.

S. J. Katz, R. Jagsi, and M. Morrow, ‘“Reducing overtreatment
of cancer with precision medicine: just what the doctor
ordered,” JAMA, vol. 319, no. 11, pp. 1091—-1092, 2018.

N. Kong, X. Ji, J. Wang, et al., “ROS-mediated selective killing
effect of black phosphorus: mechanistic understanding and
its guidance for safe biomedical applications,” Nano Lett.,
vol. 20, no. 5, pp. 3943—3955, 2020.

S.-L. Li, P. Jiang, F.-L. Jiang, and Y. Liu, “Recent advances in
nanomaterial-based nanoplatforms for chemodynamic cancer
therapy,” Adv. Funct. Mater., vol. 31, no. 22, 2021, Art no.
2100243.

[34]

[35]

[36]

[37]

(38]

[39]

[40]

[41]

[42]

[43]

[44]

DE GRUYTER

X. Li, D. Xi, M. Yang, W. Sun, X. Peng, and J. Fan, “An organic
nanotherapeutic agent self-assembled from cyanine and Cu
() for combined photothermal and chemodynamic therapy,”
Adv. Healthc. Mater., vol. 10, no. 20, 2021, Art no. 2101008.
X. Meng, X. Zhang, M. Liu, B. Cai, N. He, and Z. Wang, “Fenton
reaction-based nanomedicine in cancer chemodynamic and
synergistic therapy,” Appl. Mater. Today, vol. 21, 2020, Art
no.100864.

J. Liu, L. Feng, and Y. Wu, “Enzymatically synthesised Mn02
nanoparticles for efficient near-infrared photothermal
therapy and dual-responsive magnetic resonance imaging,”
Nanoscale, vol. 13, no. 25, pp. 11093 —-11103, 2021.

D. Luo, S. Cui, Y. Liu, et al., “Biocompatibility of magnetic
resonance imaging nanoprobes improved by transformable
gadolinium oxide nanocoils,” J. Am. Chem. Soc., vol. 140,

no. 43, pp. 14211-14216, 2018.

C. M. Coffin, T. Diche, A. E. Mahfouz, et al., “Benign and
malignant hepatocellular tumors: evaluation of tumoral
enhancement after mangafodipir trisodium injection on MR
imaging,” Eur. Radiol., vol. 9, no. 3, pp. 444 —449,1999.

B. Li, Z. Gu, N. Kurniawan, W. Chen, and Z. P. Xu,
‘““Manganese-based layered double hydroxide nanoparticles
as a T1-MRI contrast agent with ultrasensitive pH response
and high relaxivity,” Adv. Mater., vol. 29, no. 29, 2017, Art no.
1700373.

Y. Cheng, S. Zhang, N. Kang, et al., “Polydopamine-coated
manganese carbonate nanoparticles for amplified magnetic
resonance imaging-guided photothermal therapy,” ACS Appl.
Mater. Interfaces, vol. 9, no. 22, pp. 19296 —19306, 2017.

E. M. Gale, H.-Y. Wey, |. Ramsay, Y.-F. Yen, D. E. Sosnovik, and
P. Caravan, “A manganese-based alternative to gadolinium:
contrast-enhanced MR angiography, excretion,
pharmacokinetics, and metabolism,” Radiology, vol. 286,
no. 3, pp. 865—872, 2017.

J. S. McDonald, R. J. McDonald, M. E. Jentoft, et al.,
“Intracranial gadolinium deposition following
gadodiamide-enhanced magnetic resonance imaging in
pediatric patients: a case-control study,” JAMA Pediatr.,

vol. 171, no. 7, pp. 705—707, 2017.

G. Stinnett, N. Taheri, J. Villanova, et al., “2D gadolinium
oxide nanoplates as T1 magnetic resonance imaging contrast
agents,” Adv. Healthc. Mater., vol. 10, no. 11, 2021, Art no.
2001780.

E. M. Gale, I. P. Atanasova, F. Blasi, I. Ay, and P. Caravan,

“A manganese alternative to gadolinium for MRI contrast,”

J. Am. Chem. Soc., vol. 137, no. 49, pp. 15548 —15557, 2015.

Supplementary Material: The onlineversion of this article offers sup-
plementary material (https://doi.org/10.1515/nanoph-2022-0533).


https://doi.org/10.1515/nanoph-2022-0533

	1 Introduction
	2 Experiments
	2.1  Synthesis of multilayered Ti3C2Tx
	2.2  Synthesis of few-layer Ti3C2Tx
	2.3  Synthesis of Mn-Ti3C2
	2.4  Synthesis of Mn-Ti3C2@PEG
	2.5  Photothermal performance of Mn-Ti3C2@PEG
	2.6  Photothermal effect and photothermal cycling stability in vitro
	2.7  Measurement of in vitro hydroxyl radical tnqxb7;OH generation
	2.8  T1-MRI performance in vitro and in vivo
	2.9 Cytotoxicity assays
	2.10 Tumor model
	2.11  In vivo cancer treatment

	3 Results and discussion
	3.1  Synthesis and characterization of Mn-Ti3C2
	3.2 Photothermal effect
	3.3  In vitro tnqxb7; OH generation ability
	3.4  MRI property of Mn-Ti3C2@PEG
	3.5  Intracellular generation tnqxb7;OH and biotoxicity
	3.6  In vivo synergetic PTT and CDT effect

	4 Conclusions


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (Euroscale Coated v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.7
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 35
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1000
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.10000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /DEU <>
    /ENU ()
    /ENN ()
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName (ISO Coated v2 \(ECI\))
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName <FEFF005B0048006F006800650020004100750066006C00F600730075006E0067005D>
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements true
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 8.503940
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /UseName
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [595.276 841.890]
>> setpagedevice


