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ABSTRACT: Natural melanin is recognized as a biocompatible
photothermal agent because of its biologically derived nature and
efficient photothermal conversion ability. Here, yak hair melanin
(YM) is added to polyurethane (PU) for the fabrication of NIR-
photoresponsive shape memory implants. The in vitro toxicity of the
YM/PU composites is carried out by exposing them to human
mesenchymal stem cells (hMSCs) and mouse fibroblast (L929) cells
lines for 24 h, while the in vivo toxicity is investigated by implanting
the YM/PU composites in the mouse for two months. No significant
differences on cell viability, blood chemistry, hematology, and
histological results are observed between YM/PU composites and
control groups, suggesting their excellent biocompatibility. The
biostability of the YM/PU composites is confirmed by monitoring
their in vitro degradation for 12 weeks. The YM/PU column
implanted in the back subcutis or vagina of the mouse rapidly recovered to its original state within 60 s under a very low NIR laser
(808 nm, 0.5 W/cm2) intensity, which is much lower than the general laser intensity for photothermal cancer therapy (1−2 W/cm2).
This work confirms the applicability of the YM/PU composites as long-term implant materials and expedites the use of YM/PU
composites as cost-effective candidates for biomedical applications.
KEYWORDS: natural melanin, near-infrared, photothermal, shape memory, implant

■ INTRODUCTION

Intelligent shape memory polymers (SMPs) have widely been
used in fabricating implantable biomedical devices such as self-
expanding stents, intelligent sutures, active catheters, and
contraception columns.1−4 By fixing these devices into a
“temporary” shape and implanting them into the biological
systems, they are capable of recovering to a “remembered”
permanent shape with the external stimuli such as heat, light,
and magnetic field.1,5−9 Among various stimuli, near-infrared
(NIR) light has attracted the most attention because of its
excellent tissue penetration ability and has been widely used in
NIR-triggered biomedical systems.4,10−12 Using NIR light as
the stimulus, photothermal agents can convert the absorbed
light energy into heat and are usually added into the SMPs to
trigger the shape memory behavior of SMPs.7 The most
commonly used photothermal agents include gold, carbon, and
magnetic nanoparticles, graphene, NIR dyes, or some polymer
nanoparticles (i.e., polyaniline, polypyrrole).4,13 Despite the
extraordinary photothermal effects, the long-term safety issue
of these synthetic materials remains as a major concern. For
instance, metallic nanoparticles might cause metal-related
cytotoxicity in biological systems, and carbon-based nanoma-
terials can induce oxidative stress and lung inflammation after
administration.13,14 Furthermore, preparations of these materi-

als require tedious synthetic processes, which are time- and
energy-consuming.4,15−17 Therefore, it is required to find an
alternative material with efficient photothermal conversion
efficiency, good price, and easy availability, as well as human-
benign nature.
Melanin is a natural pigment that widely appears in animals,

plants, and microorganisms.18 It possesses a series of unique
properties and has widely been employed in different
applications.13,19−29 In particular, it has intrinsic biocompati-
bility and has been applied as food additives/supplements30 or
biocompatible electrode material.31,32 It is also considered to
be an excellent photothermal agent because of its extremely
fast photodynamics, which enable almost complete conversion
of the energy of the absorbed photons into heat.33 In this
regard, several studies have successfully applied both synthetic
and natural melanin for photothermal therapy.13,34−36

Furthermore, NIR-photoresponsive SMPs based on melanin/
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melanin-like materials have also been developed.37−41 How-
ever, no SMP-based implantable prototypes have been
developed based on melanin, and their long-term toxicity has
not been explored. Therefore, it is required to further
investigate the related practical applications. More importantly,
Jiang et al. previously reported that melanin from cuttlefish ink
had much higher photothermal conversion efficiency than
PDA, revealing the superiority of natural melanin.13 Addition-
ally, natural melanin can be easily derived from some waste
materials like hair wastes or squid ink. Therefore, it is a cost-
effective candidate to develop NIR-photoresponsive SMP-
based implants with fast response.
To this end, we extracted the natural melanin from some

textile scraps such as yak hair wastes and explored its
applicability for the first time as an effective photothermal
agent in developing SMPs implants. The obtained yak melanin
(YM) particles were well characterized and then were
embedded in polyurethane (PU), followed by demonstrating
their NIR-photoresponsive performance. In vitro cytotoxicity
tests suggested the low toxicity of the YM/PU composites to
both human mesenchymal stem cells (hMSCs) and mouse
fibroblast cells (L929) cells. The in vivo biocompatibility was
investigated by implanting the YM/PU composites in the
mouse for two months, after which the hematology analysis,
blood chemistry analysis and the histological results of the
major organs for the tested mouse showed insignificant
differences compared with the control groups. The YM/PU
composites also showed negligible degradation in the in vitro
degradation tests for 12 weeks, confirming their biostability
and potential to be a long-term implant material. An YM/PU
column was fabricated and proposed as a contraception
column to be implanted in the fallopian tube. This column was
able to recover to its original size in vivo within 60 s by using a
low NIR laser intensity (808 nm, 0.5 W/cm2). The biostability,
biocompatibility, and the fast-responsive performance of the
YM/PU composites under NIR light in vivo revealed their
potential as smart implants.

■ EXPERIMENTAL SECTION
Materials. Yak hair was provided by the Zhongfuda Textile Co.,

Ltd. Acetone, sodium phosphate dibasic (Na2HPO4), and hydro-
chloride acid (HCL, 32%) were purchased from Sigma-Aldrich and
RCI Labscan Ltd., respectively. Sodium phosphate monobasic
dihydrate (NaH2PO4·2H2O) was bought from Fluka Analytical.
Dimethyl sulfoxide (DMSO) and polyurethane (PU) pellets
(ChronoFLex C 80A) were obtained from Chem-Supply and
AdvanSource Biomaterials Corp., respectively. The human mesen-
chymal stem cells (hMSCs) were provided by CellCare Australia, and
mouse fibroblast cells (L929) were obtained from the CellBank
Australia. The phosphate buffer solution (PBS, 0.1 M, pH = 7.4) and
glutomax were purchased from Gibco, while the fluorescence dye
cyanine 5.5 (Cy5.5) was bought from the Abcam Australia Pty Ltd.
Preparation of Yak Melanin. YM was obtained from yak hair as

reported in our previous work.25,26,42−44 In brief, the yak hair was
immersed into acetone for washing, followed by rinsing with
deionized water for several times. Afterward, the washed hair was
dried in the oven at 60 °C overnight. The isolation process was
carried out by immersing the as-prepared yak hair into the HCl
solution for 3 h at 100 °C in a three neck round-bottom flask
equipped with a condenser. The YM was separated through
centrifugation and then washed with distilled water to obtain the
neutral supernatant. According to Horvath et al., hair is composed of
proteins, lipids, water, and small amounts of trace elements.45 In our
previous work, it was demonstrated that only the ovoid/spherical
melanin particles remained in the solution, indicating that the proteins

and other substances in the hair were removed during the isolation
process.43

Preparation of YM/PU Films and YM/PU Column. The YM/
PU films were obtained as films by dispersing the YM in DMSO,
followed by adding PU pellets with magnetic stirring for 12 h. The
YM/PU/DMSO suspensions were then cast on a silicon mold with
the evaporation of DMSO in the oven at 90 °C for 12 h. The mass
ratio between YM and PU were 0, 0.5, 1, and 2 wt %. A YM/PU
column was obtained using a thermoplastic process. In brief, YM/PU
films were introduced into a self-made tubular teflon mold (diameter:
∼3 mm) and was heated to 220 °C for 30 min. Cy 5.5-labeled YM/
PU columns were fabricated by adding Cy5.5 in the YM/PU
composites at a mass ratio of 0.1 wt % to the mass of PU.

Characterization. The scanning electron microscopy (SEM)
image of YM was obtained using a Zeiss Supra 55 SEM VP
microscope (Carl Zeiss, Germany) at the voltage of 5 kV.
Transmission electron microscopy (TEM) and high-resolution
(HR) TEM images of YM were taken on a JEOL 2100 TEM LaB6
(JEOL, Japan) with a Gatan camera at an accelerating voltage of 200
kV. UV−vis absorption spectra of the YM suspension were obtained
on a Cary 300 UV−vis spectrophotometer (300−900 nm). UV−vis
absorption spectra of YM/PU films were obtained on a Cary 5000
UV−vis spectrophotometer (300−900 nm). X-ray photoelectron
spectroscopy (XPS) spectra of YM were conducted on the AXIS Nova
(Kratos Analytical in Manchester, UK). XPS spectra were analyzed on
the CasaXPS. The Fourier transform infrared spectroscopy (FTIR)
spectra of YM was obtained using a Bruker FTIR spectrophotometer
for the YM/KBr pellet with accumulation of 32 scans at 4 cm−1

resolution. Differential scanning calorimetry (DSC) curves of pristine
PU and YM-2 wt %/PU films were obtained using a TA Instruments
Q200 on an aluminum pan under the nitrogen flow. The temperature
was first increased from −80 to 220 °C, then reduced to −80 °C, and
again increased to 220 °C. Heating and cooling rate was 5 °C min−1.
DSC curves were analyzed by the TA Universal Analysis software to
evaluate the shape memory transition temperature (Ttrans). Water
contact angle on the films was determined based on the contact angle
measurement system (KSV Instruments Ltd., Finland) and was
recorded with a CAM 101 video camera.

Photothermal Experiments. The near-infrared (NIR) LED (1 ×
1 cm, 8.7 W, 845 nm) chip was applied as the NIR light source. YM
was dispersed in deionized water and exposed to the NIR light
irradiation for 400 s. The distance of the NIR LED chip from YM
suspension surface was kept as 14 mm. To determine the
photothermal effects of the YM/PU films, these films were irradiated
under the NIR light for 50 s, while the distance of the NIR LED chip
and the films were 10 mm. The temperature of the YM suspensions
and YM/PU films were recorded with an FLIR thermal imaging
camera and a Vernier Thermal Analysis Plus software. To measure the
photothermal-induced shape memory properties of YM/PU film, the
thin film (10 mm × 5 mm × 0.1 mm) was folded while the thick film
(10 mm × 5 mm × 1 mm) was rolled, and the column was stretched
to the diameter of ∼2 mm at 90 °C, followed by putting them at room
temperature and then irradiating under the NIR light. The distances
between the NIR LED chip and the films were kept as 10 mm for thin
film, and 12 mm for both thick film and column. The thermal
response time was recorded by a Canon DSLR camera.

In Vitro Stability. The films (10 mm × 5 mm × 0.1 mm) were
divided into three groups: (1) PU; (2) YM/PU-2 wt %; and (3) YM/
PU-2 wt % after NIR light irradiation. The degree of film degradation
was evaluated by determining the residual weight. Each group
containing 36 samples were weighed and labeled as original weight
(wr). The in vitro degradation of each film was performed in the
closed sample vial (20 mL) containing PBS solution (4 mL, 0.1 M,
pH 7.4) as the degradation medium. The PBS solution was prepared
using the Na2HPO4 and NaH2PO4·2H2O, and the experiments were
carried out in an incubator at 37 °C. During a period of 12 weeks, at
the end of each week, three vials of the sample were taken, washed
with ultrapure water, and dried in the oven at 50 °C for 48 h. The
water absorption of the films were calculated based on the recording
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data of the original weight (wr) and weights before (wa) and after (wb)
drying using the following eqs 1 and 2

= ×w wresidual weight / 100%b r (1)

= − ×w w wwater absorption ( )/ 100%a b b (2)

In Vitro Cytotoxicity Assays. The prepared YM/PU films (YM:
0−2 wt %) were divided into two groups, before and after NIR light
irradiations. The in vitro cytotoxicity of the YM/PU films were
evaluated using the hMSCs and L929 cell lines according to the ISO
10993-5:2009 standard. The films (5 mm × 5 mm × 0.1 mm) were
first disinfected by immersing in the 75% (v/v) ethanol for 30 min
and washed with PBS (0.1 M, pH = 7.4) thrice prior to use. The
hMSCs collection was approved by Monash Health HREC, and the
approval number is 12387B. Typically, cells were maintained in H-
DMEM (for hMSCs) or DMEM (for L929) medium supplemented
with glutamax (2 mL, Gibco) and 10% fetal bovin serum (FBS) and
incubated in a humidified atmosphere at 37 °C with 5% CO2. For
testing films, cells were seeded in a 96-well plate with 1 × 104 cells in
100 μL of the cell culture medium and incubated overnight. Films
were then added for a further incubation. The viable cells were
indicated by the optical absorbance at 450 nm determined by a
microplate spectrophotometer (GloMax Discover, Promega). The cell

viability was calculated by this formula: cell viability (%) = (mean of
abs value of treatment group/mean abs value of control) × 100%. Cell
morphology is performed using the light microscope and looking at
the shape of the cells.

In Vivo Toxicity Examination. Twenty healthy female Balb/c
mice (6 weeks old) (Charles Reiver Company) applied for the
experiments and all the in vivo experiments were approved by the
ethics committee of Jilin University. The mice were randomly divided
into four groups with and without films as follows: (a) control; (b)
PU; (c) YM-2 wt %/PU; and (d) YM-2 wt %/PU after NIR light
irradiation. The films were implanted at the back subcutis of each
mouse, followed by monitoring and comparing them with the control
mice for 2 months. Blood panel analysis and serum biochemistry assay
were conducted by collecting 0.8 mL blood from the mice after the
mice are sacrificed. The major organs (kidney, lung, spleen, liver, and
heart) were harvested, fixed in 10% neutral buffered formalin,
processed into paraffin, sectioned at 5 mm, stained with hematoxylin
and eosin, and examined by digital microscopy.

In Vivo Shape Memory Behavior. The Cy5.5 labeled YM/PU
column (Cy5.5-YM/PU column) was first stretched to the diameter
of ∼2 mm at 90 °C and was then fixed at room temperature. The in
vivo shape memory behavior was conducted by implanting a Cy5.5-
YM/PU column (length ∼9 mm, diameter ∼2 mm) into the back

Figure 1. (a) SEM image of the YM particles. (inset) Single YM particle. (b) TEM image of the YM particles. (c) Enlarged area from panel b.
High-resolution C 1s (d), O 1s (e), and N 1s (f) XPS from YM particles. (g) Raman spectra of YM particles. (h) UV−vis-NIR absorption spectra
of YM particles dispersed in water. (i) Photothermal heating curves of the YM particles dispersed in water with different concentrations under NIR
light irradiation.
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subcutis and vagina of the female Balb/c nude mouse and exposed to
an 808 nm laser. The shape memory behavior of the Cy5.5-YM/PU
column was monitored by a fluorescence (Xenogen IVIS-Spectrum)
imaging system. A peak wavelength of 673 nm was used as the
excitation source and the Cy5.5 band-pass emission filter (707 nm)
was conducted for 200 ms exposure time for each image frame.

■ RESULTS AND DISCUSSION

Preparation and Characterization of Yak Melanin. YM
particles applied in this study were isolated from textile scrapes
like yak hair wastes using the acidic isolation method. The
isolated YM particles were characterized by SEM, TEM, HR-
TEM, XPS, Raman spectroscopy, and UV−vis-NIR spectro-
photometer as shown in Figure 1. It can be seen from Figure
1a,b that the YM are ellipsoidal particles. Our previous study
have revealed that YM particles are eumelanin granules with
longitudinal and traversal lengths of ∼800 and ∼400 nm,
respectively.43 Figure 1c reveals that YM particles are
composed of nanoaggregations where curvature planes have
been stacked through π−π stacking. This is consistent with the
observations of Sepia melanin and bovine retinal epithelium
melanin from Watt et al.46 The structure of melanin revealed
by their HR-TEM images is similar to those of partially
disordered sp2 carbon materials such as graphene and carbon
black.46 This similarity was further confirmed by the Raman
spectra of the YM. As shown in Figure 1g, YM showed two
strong Raman signals at 1360 and 1550 cm−1, which were
attributed to sp2 carbon of 2D hexagonal structure lattice (D

band) and sp2 carbon of in-plane aromatic structure ring (G
band), respectively.13,47

The planes in the nanoaggregation of YM are organized
from the monomer of the melanin, including dihydroxyindole
(DHI) and dihydroxyindole-carboxylic acid (DHICA).20,48

The functional groups in DHI and DHICA were disclosed by
the XPS (Figure 1d−f) and FTIR (Figure S1) analyses of YM
particles. Specifically, two peaks in the O 1s spectra locating at
532.003 and 533.027 eV represented the −OH and −COOH,
respectively. The peaks in N 1s spectra were corresponding to
the C−N (400.065 eV) and N−H (397.842 eV), while the
peaks in C 1s spectra were in accordance with C−C/CC
(284.799 eV), C−N/C−O (285.732 eV), and CO (288.779
eV) bonds, respectively.32 The prominent peak of quaternary
N was not reported previously in the XPS analysis of the
natural melanin.32 This peak might come from the residues
from the yak hairs after the isolation process, since the same
peak could be found in the human hair after heat treatment.49

It might also arise from the strongly acidic treatment of indole
units. Furthermore, in the FTIR spectra, the band positioning
at around 3400 cm−1 raised from the O−H and N−H
stretching,50 while the band at around 1374 cm−1 was due to
the −OH bending of the phenolic and carboxyl groups. The
bending of the aromatic CC and CN also induced the
band locating at around 1621 cm−1.51

Due to the similar structural features between YM and sp2

carbon materials, these two materials share some common
optical properties, showing broadband and monotonic

Figure 2. (a) Schematic illustration of preparation and working function of YM/PU films. (b) Photographs of the YM/PU films. (c) Photothermal
heating curves of the YM/PU films with different YM contents irradiated by the 845 nm NIR LED chip. (d) Temperature elevation of YM/PU
films with 2 wt % YM for five NIR LED on/off cycles.
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absorption profile. As shown in the Figure 1h, YM has
absorption from UV (350−400 nm) to visible (400−800 nm)
and near-infrared (NIR) region (800−900 nm). The capability
of the absorbing light in the NIR region promises the YM to be
an excellent NIR photothermal agent. The suspensions
containing different contents of YM were exposed to 845 nm
NIR LED chip (8.7 W) to understand the photothermal effect
(Figure 1i). It can be seen that the temperature increase of YM
suspension (5 mg mL−1) was 34.6 °C after NIR light
irradiation for 400 s. In contrast, the temperature change of
water was only by 5.8 °C, suggesting that YM particles
converted NIR light into thermal energy effectively.
Preparation and Characterization of YM/PU Films. PU

is composed of two segments including a hard segment
determining the permanent shape, and a soft segment fixing
the temporary shape below the shape memory transition
temperature (Ttrans). The phase separation between the hard
and soft segments is responsible for the shape memory
behavior of the PU.52,53 A “temporary” shape of PU can be
obtained at a temperature higher than the Ttrans and can be
fixed by lowering the temperature below the Ttrans. This
“temporary” shape is able to recover to its “permanent” shape
after increasing the temperature of PU over Ttrans.

4 To develop
NIR-triggered SMPs, the YM was added into the PU and
performed as the photothermal filler to increase the temper-
ature over Ttrans under NIR light irradiation, triggering the
shape memory behavior of the PU. With increasing YM
concentration, the YM/PU films had a darker color (Figure
2b) and showed higher absorption (Figure S2) in the NIR
region, suggesting the successful incorporation of YM particles
in the PU film. These YM/PU films also had very smooth
surfaces without any observable clusters or agglomerates,
indicating the homogeneous dispersion of YM particles in the
PU. Furthermore, both PU and YM/PU films had similar
water contact angles (∼98°, Figure S3) and transition
temperatures (Ttrans = ∼65 °C) (Figure S4). These results
suggested that the incorporation of YM particles did not
influence the surface energy of PU and did not change the
Ttrans of the PU.
The NIR photothermal performance of the YM/PU films

with different YM concentrations was assessed by exposing the
films to the NIR LED chip (845 nm, 8.7 W). As shown in
Figure 2c, the temperature of pristine PU films did not change
after the NIR light irradiation while the temperature of the
YM/PU films increased as the YM concentration increased.
Particularly, the temperature of the film with 1 wt % YM
increased from 20 °C to ∼65 °C (Ttrans of PU) after 50 s NIR
light irradiation period. Furthermore, the YM-2 wt %/PU films
were repeatedly irradiated with NIR lights for five times
(Figure 2d), and it was observed that the photothermal effect
of these films did not change, indicating their excellent
photostability. It should be mentioned that the temperature
decreased very quickly, which might be attributed to the fast
heat transfer from melanin. It has been reported that the heat
transfer time of the synthetic melanin with a diameter of 130
nm was around 1.7 ns,54 and this might cause the observed
drastic decrease of the temperature once the light source is
turned off.
NIR-Photoresponsive Shape Memory Performance.

The shape memory performance of the YM/PU composites
under NIR light irradiation was investigated. Two YM-2 wt
%/PU films with different thicknesses were folded (10 mm × 5
mm × 0.1 mm) and rolled (10 mm × 5 mm × 1 mm),

respectively, at 90 °C and then cooled at room temperature for
fixation to obtain temporary shapes. Figure 3a,b showed that

after NIR light irradiation, both YM-2 wt %/PU films gradually
recovered to their original shapes. In contrast, the pristine PU
film remained at its temporary shape (Figure S5). These results
suggested that YM particles provided NIR photothermal
performance and the addition of YM particles in the PU
films played an important role in triggering their NIR-
photoresponsieve shape memory performance.

In Vitro Biocompatibility and Biostability. The viability
of hMSCs and L929 cells was tested in the presence of YM/PU
films with different YM contents, before and after NIR light
irradiation, and was compared with untreated cells (Figure
4a,b). The viabilities of cells in the presence of YM/PU films
with different YM content (0−2 wt %) were at around 80−
90% after 24 h, indicating the low cytotoxicity of PU and YM/
PU films to both hMSCs and L929 cells. Furthermore, the cell
viability of YM/PU films before and after NIR light irradiation
exhibited insignificant changes, suggesting that the NIR light
irradiation did not induce additional cytotoxicity to the YM/
PU films. Microscopic observation of cell size and morphology
was carried out by phase contrast microscopy using L929 and
hMSCs treated with films with different YM content (0−2 wt
%) before and after NIR light irradiation (Figure S6). The cells
did not change significantly from untreated cells within the
exposure time further supporting lack of cell damage and
cytotoxicity.
Mishra et al. conducted an in vitro hydrolytic study on the

PU (Chronoflex-80A) for 12 months and found that the water
uptake was ∼0.5% and the molecular weight decrease was
relatively modest.55 The PU is thus considered as a good
candidate to develop long-term implant devices due to its
excellent in vitro biostability. It is important to understand if
the added YM particles influence the in vitro biostability of the
PU; therefore, the YM/PU films were immersed in the PBS
(0.1 M, pH = 7.4) solution in an incubator (37 °C) for 12
weeks, during which the residue weight and water absorption
of these films were recorded. As shown in Figure 4c, during
these 12 weeks, the water absorption of pristine PU film
remained at ∼1%, while the residue weight maintained at
∼99%. These findings are consistent with the results reported
by the Mishra et al.55 Most importantly, YM-2 wt %/PU films
before or after NIR light irradiation had similar residual weight
and water absorption values with those of the pristine PU.
These results suggested that both YM addition and NIR light

Figure 3. Photographs showing the NIR triggered shape memory
behavior of a (a) folded thin YM-2 wt %/PU film and (b) rolled thick
YM-2 wt %/PU film.
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irradiation did not influence the stability of the PU, and thus
the YM/PU composites would be promising to develop as NIR
photoresponsive implant materials.
In Vivo Toxicity. Twenty healthy female Balb/c mice were

divided into four groups randomly, including the mice without
any treatment (control), implanted with pristine PU film, YM-

2 wt %/PU film, and YM-2 wt %/PU film after NIR light
irradiation. After the implantation for 2 months, hematological,
biochemical, and histological analyses were conducted for each
mouse. The hematological analysis contains the measurements
for the white blood cells (WBC), red blood cells (RBC),
hemoglobin (HGB), mean corpuscular hemoglobin concen-

Figure 4. Cell viability of (a) hMSCs and (b) L929 after exposure to YM/PU films with different YM content for 24 h. (c) Water absorption and
residue weight of the PU, YM-2 wt %/PU films, and YM-2 wt %/PU after NIR light irradiation in the PBS solution (0.1 M, pH = 7.4) at 37 °C for
12 weeks.

Figure 5. (a) Hematology analysis (WBC, RBC, HGB, MCHC, HCT, MCV, MCH and PLT). (b) Blood chemistry analysis (ALT, AST, TP, BUN,
ALB, ALP, DBIL, GLU) of the mice after implantation of the PU, YM-2 wt %/PU, and YM-2 wt %/PU films with NIR light irradiation for 2
months. All analyses were compared with the mice without any treatment as a control.
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tration (MCHC), hematocrit (HCT), mean corpuscular
volume (MCV), mean corpuscular hemoglobin (MCH), and
platelets (PLT). Figure 5a shows that the parameters from
both PU and YM-2 wt %/PU groups were close to those from
the control group, indicating that the YM-2 wt %/PU did not
produce any toxic effects. The biochemical analysis included
the examinations of the alanine transaminase (ALT), aspartate
transaminase (AST), total protein (TP), blood urea nitrogen
(BUN), albumin (ALB), alkaline phosphatase (ALP), direct
bilirubin (DBIL), and glucose (GLU), and the results are
shown in Figure 5b. These results further confirmed that the
PU and YM-2 wt %/PU groups did not generate deleterious
effects as the obtained levels from these groups were close to
those from the control group. It can also be realized that the
YM/PU composites did not cause hepatic and kidney toxicity
because the ALT, AST, and ALP levels were relevant to the
functions of kidney and liver of mice.4 Moreover, major organs
including the heart, liver, spleen, lung, and kidney were
collected and sliced for hematoxylin and eosin (H&E) staining
for the histological examination. As shown in Figure 6,

compared with the control group, no evident histopathological
abnormalities or lesions were observed on the groups
implanted with YM-2 wt %/PU composites (before and after
NIR light irradiation), suggesting the good biocompatibility of
the YM/PU composites.
In Vivo Shape Memory Behavior. The excellent NIR-

triggered shape memory performance, biocompatibility, and
biostaibility of the YM/PU composites suggested it as a
potential long-term implant material. Here, we propose the
application of the YM/PU column for the contraception as
demonstrated in Figure 7a. Briefly, YM/PU column was
prepared using a thermoplastic method and was stretched to a
proper size that can be implanted the fallopian tube. Using the
NIR light as the remote control, the YM/PU column was
gradually recovered to its original size that was large enough to
occlude the fallopian tube, thereby inhibiting the integration of
sperm and egg to achieve contraception. In vitro shape memory
recovery was demonstrated as shown in Figure 7b. By exposing
the YM/PU column to the NIR LED chip (845 nm, 8.7 W),

the length of the column gradually changed from ∼9 to ∼4
mm, while its diameter changed from ∼2 to ∼3 mm.
To demonstrate in vivo shape memory behavior of the YM/

PU column, a Cy5.5-labeled YM/PU column and an 808 nm
laser were used. In vitro, the Cy5.5-labeled YM/PU column
exhibited the similar recovery process to that under the 845
nm LED chip, indicating its successful shape memory behavior
and potential to perform as contraception column (Figures 7b
and 8a). The Cy5.5-labeled YM/PU column was implanted in

the back subcutis of a female Balb/c nude mouse (Figure 8b),
and its shape memory behavior was monitored by a
fluorescence imaging system. It can be seen that, within 60 s,
the stretched Cy5.5-labeled YM/PU column became shorter
and thicker under the NIR laser (808 nm, 0.5 W/cm2),
indicating an efficient shape recovery capability of the YM/PU
column in vivo. Another Cy5.5-labeled YM/PU column was
also implanted into the vagina of a mouse to simulate a
fallopian tube. The Cy5.5 florescence cannot penetrate the

Figure 6. Histological result obtained from heart, liver, spleen, lung,
and kidney after the implantation of PU, YM-2 wt %/PU, and YM-2
wt %/PU with NIR irradiation after two months (scale bars = 200
μm).

Figure 7. (a) Illustration scheme of the fabrication and working
function of the contraception column based on the YM/PU
composites. (b) In vitro recovery of the YM/PU column under the
NIR light (845 nm).

Figure 8. (a) Photographs showing the in vitro shape memory
behavior of Cy5.5-labeled YM/PU column under the NIR laser.
Fluorescence images and photographs showing the in vivo shape
memory behavior of the Cy5.5-labeled YM/PU column in the (b)
subcutis and (c) vagina of the mouse under the NIR laser. The NIR
laser was 808 nm with an intensity of 0.5 W/cm2.

ACS Biomaterials Science & Engineering pubs.acs.org/journal/abseba Article

https://dx.doi.org/10.1021/acsbiomaterials.0c00933
ACS Biomater. Sci. Eng. 2020, 6, 5305−5314

5311

https://pubs.acs.org/doi/10.1021/acsbiomaterials.0c00933?fig=fig6&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.0c00933?fig=fig6&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.0c00933?fig=fig6&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.0c00933?fig=fig6&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.0c00933?fig=fig7&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.0c00933?fig=fig7&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.0c00933?fig=fig7&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.0c00933?fig=fig7&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.0c00933?fig=fig8&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.0c00933?fig=fig8&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.0c00933?fig=fig8&ref=pdf
https://pubs.acs.org/doi/10.1021/acsbiomaterials.0c00933?fig=fig8&ref=pdf
pubs.acs.org/journal/abseba?ref=pdf
https://dx.doi.org/10.1021/acsbiomaterials.0c00933?ref=pdf


tissue because of the vagina was as deep as ∼5 mm, and thus
the column was taken out for florescence imaging every 30 s.
Again, the shape memory behavior of the YM/PU column can
be triggered by the NIR laser with an intensity of 0.5 W/cm2

(Figure 8c). It is known that NIR light can penetrate the
biological tissues with a depth of several centimeters;10

therefore, the NIR laser herein was able to trigger the recovery
behavior of the YM/PU column. Additionally, the laser power
intensity and exposure time applied in this study were
comparable to the one used for the black phosphorus (BP)-
based fallopian tube. The applied power intensity was also
lower than those generally used for the photothermal therapy
(1−2 W/cm2).4,13,34 These results demonstrated the practic-
ability of our developed column, which was designed as the
implant prototype based on the melanin for the first time. It
should be mentioned that the mouse implanted with YM/PU
column did not show any abnormalities after the in vivo
recovery experiments, confirming the safety of the protocol.

■ CONCLUSIONS

In summary, the incorporation of YM to PU enabled a rapid
temperature increase over the Ttrans of the PU under the NIR
light irradiation, thus triggering the shape memory behavior of
the YM/PU composites. The in vitro and in vivo toxicity
experiments firmly demonstrated the biocompatibility of the
YM/PU composites. The in vitro degradation experiments also
suggested that the YM/PU composites exhibited excellent
biostability and, therefore, are promising “smart” implants by
using the NIR light source as the remote control. The YM/PU
composites could be easily reshaped through the thermoplastic
method and their in vivo shape memory behavior was
demonstrated by being implanted in the back subcutis and
vagina of the mouse. In addition to their fabrication into a
column that would be implanted in the fallopian tube for the
purpose of contraception as proposed in this study, it could
also be developed as other implantable devices such as self-
expanding stents, active catheters, and so on. Given the
abundance of natural melanin, easy availability of PU, and
simple fabrication processing of the natural melanin/PU
composites in any designed shapes, these natural melanin
based-shape memory implants could be cost-effective materials
in the biomedical industry.
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