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ABSTRACT: Peptide ligands have been exploited as versatile tools to facilitate targeted delivery of nanocarriers. However, the
effects of peptide ligands on immunocompatibility and therapeutic efficacy of liposomes remain intricate. Here, a short and
stable brain targeted peptide ligand D8 was modified on the surface of doxorubicin-loaded liposomes (D8-sLip/DOX),
demonstrating prolonged blood circulation and lower liver distribution in comparison to the long and stable D-peptide ligand
DCDX-modified doxorubicin-loaded liposomes (DCDX-sLip/DOX) by mitigating natural IgM absorption. Despite the
improved pharmacokinetic profiles, D8-sLip/DOX exhibited comparable brain targeting capacity in ICR mice and
antiglioblastoma efficacy to DCDX-sLip/DOX in nude mice bearing intracranial glioblastoma. However, dramatic accumulation
of DCDX-sLip/DOX in liver (especially during the first 8 h after intravenous injection) resulted in pathological symptoms,
including nuclei swelling, necrosis of liver cells, and inflammation. These results suggest that short peptide ligand-mediated
brain-targeted drug delivery systems possessing enhanced immunocompatibility are promising to facilitate efficient brain
transport with improved biosafety.
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■ INTRODUCTION

Effective delivery of drugs across the blood−brain barrier
(BBB) is a major limiting factor in successful therapy of brain
disorders.1−3 The BBB prevents more than 98% of small-
molecule drugs and almost 100% of macromolecular
therapeutics from entering the brain.4−6 In addition, the BBB
presents a physiological (enzymatic and immunological)
barrier to impair brain transport of the majority of therapeutic
agents.7−11 Receptor-mediated transcytosis has been exten-
sively explored to facilitate brain-targeted delivery of macro-
molecular and nanobased therapeutics.12,13 Ligand-modified
therapeutics in blood circulation recognize corresponding

receptors on the brain capillary endothelial cells and initiate
receptor-mediated endocytosis. After intracellular transport,
those ligand-modified therapeutics can be delivered to the
brain side via an exocytosis process. Peptide ligands have been
widely exploited to facilitate brain-targeted delivery of
nanocarriers.14−18 After modification on the surface of
nanocarriers, those peptide ligands can facilitate brain
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transport via receptor-mediated transcytosis.19−21 To mitigate
enzymatic degradation of peptide ligands in blood circulation
and the process of transcytosis (lysosomes are involved in),
stable peptide ligands have been developed by cyclization or
retro-inverso isomerization techniques in the previous
reports.22,23 The resultant stable peptide ligands improved
brain targeting capacity to some extent.17,24

Unfortunately, the immunocompatibility of stable peptide
ligand-modified nanocarriers has raised many concerns.25−29

Nicotinic acetylcholine receptors (nAChRs) were found to be
highly expressed on the BBB by us and other groups. nAChRs-
mediated transcytosis has been successfully exploited to
facilitate brain-targeted transport of gene and small-molecule
therapeutics.30,31 DCDX (GDRDEDIDRDTGDRDADEDRDWDSD-
EDKDF), a 16-mer D-peptide ligand developed by retro-inverso
isomerization, is fully resistant to proteolysis in blood
circulation and lysosomes of brain capillary endothelial
cells.22 DCDX improved the brain targeting capacity of its
parent L-peptide ligand of nAChRs.29,32 Our recent study
revealed that DCDX modification played double-edged roles
for brain-targeted delivery of liposomes. Stabilization of
peptide ligands could maintain bioactivity for receptor
binding.33 While DCDX-modified liposomes exerted an
immune response after absorption of natural IgM on the
liposomal surface.
D8 peptide (DRTGDRDADREDW) is a rationally designed

short peptide that can bind nAChRs with comparable affinity
to DCDX.34 D8 modification could significantly enhance
immunocompatibility of liposomes by lowering natural IgM
absorption. However, it remains elusive whether the loading of
doxorubicin changes the in vivo performance of D8-modified
liposomes. In the present study, the doxorubicin-loaded D8
peptide-modified liposome (D8-sLip/DOX) was prepared, and
the benefits from enhanced immunocompatibility were
systemically studied. The biodistribution and biosafety of
D8-sLip/DOX were assessed in healthy BALB/c mice, and the
antiglioblastoma effect was compared with the DCDX peptide-
modified liposomes (DCDX-sLip/DOX) in nude mice bearing
intracranial glioblastoma.

■ MATERIALS AND METHODS
Reagents and Antibodies. HSPC (hydrogenated soy

phosphatidylcholine), cholesterol, and mPEG2000-DSPE were
acquired from A.V.T. (Shanghai) Pharmaceutical Co., Ltd.
Fmoc-protected amino acids were purchased from CSBio
(Shanghai) Ltd. Mal-PEG3400-DSPE was from Laysan Bio Co.
(Arab, AL). DCDX and D8 with an additional cysteine in the
N-termini were chemically synthesized using a solid phase
peptide synthesizer (CS336, CSBio Ltd.). The fast silver stain
kit was from Beyotime Biotechnology (Jiangsu, China). HRP-
labeled anti-mouse IgM antibody (ab97230, 1:5000) and anti-
CD31 antibody (ab28364, 1:50) were purchased from Abcam
(Cambridge, MA).
Animals. Male SD rats, ICR mice, and BALB/c nude mice

with an age of 6−8 weeks were purchased from Shanghai
SLAC Laboratory Animal Co., Ltd. (Shanghai, China) and
kept under SPF condition. All animal experiments were carried
out without blinding and in accordance with guidelines
evaluated and approved by the ethics committee of Fudan
University.
Preparation and Characterization of Doxorubicin-

Loaded Liposomes. Doxorubicin loaded liposomes, includ-
ing plain liposomes (sLip/DOX), DCDX peptide-modified

liposomes (DCDX-sLip/DOX), and D8 peptide-modified
liposomes (D8-sLip/DOX) were prepared according to
previous reports (the conjugation chemistry is shown in
Figure S1).22 A mixture of lipids (mPEG2000-DSPE/cholester-
ol/HSPC 5/45/50, DCDX-PEG3400-DSPE/mPEG2000-DSPE/
cholesterol/HSPC 2/3/45/50, or D8-PEG3400-DSPE/
mPEG2000-DSPE, 2/3/45/50) in CHCl3 was rotary evaporated
to form a thin film. Any residual CHCl3 was removed by
evaporation under vacuum. The thin film was hydrated with
0.32 M (NH4)2SO4 and extruded through polycarbonate
membranes with a pore size of 400, 200, and 100 nm.
Unencapsulated (NH4)2SO4 was replaced by saline using a
Sephadex G-50 column. Doxorubicin was loaded at a mass
ratio of 1:10 to lipids, vibrating for 20 min at 60 °C. Any
unencapsulated doxorubicin was removed by a Sephadex G-50
column.
The size and zeta potential of liposomes were detected using

Zetasizer Nano ZS90. The encapsulation efficiency and loading
capacity of doxorubicin in liposomes were measured by
dissolving the freeze-dried liposomes in 5% Triton X-100,
and the content of doxorubicin was quantified by a microplate
reader at 480 nm. Drug loading (DL) and encapsulation
efficiency (EE) were calculated as DL(%) = weight of drug/
weight of liposomes ×100% and EE(%) = measured drug
content/drug feeding content ×100%.

Separation and Characterization of Protein Coronas.
Doxorubicin-loaded liposomes (100 μL) were mixed with an
equal volume of serum and incubated at 37 °C for 1 h. Cold
PBS (800 μL) was added, and the samples were centrifuged
(14 000g) for 30 min at 4 °C. The deposit was rinsed thrice
with cold PBS and resuspended in 25 μL of PBS.
The total amount of proteins was measured using the BCA

kit according to the manufacturer’s instructions. To analyze the
composition of protein coronas, protein corona suspensions
were mixed with β-mercaptoethanol (2 μL) and loading buffer
(6.5 μL) and boiled for 5 min. The proteins were separated by
4−20% SDS-PAGE and stained with a silver staining kit. For
nano-LC−MS/MS identification, the entire gel was cut into
pieces and destined, reduced, and alkylated, followed by
trypsin digestion. The digested peptides were extracted and
analyzed by an LTQ Orbitrap Fusion mass spectrometer
(Thermo Electron, San Jose, CA). Data were analyzed as
previously reported.13 For Western-blotting, the gel was
transferred to the PVDF membrane, and natural IgM was
detected using goat anti-mouse IgM antibody conjugated with
HRP.

Biodistribution of DOX in Mice. Male ICR mice (20−25
g, n = 5) were divided into 4 groups and treated with saline,
sLip/DOX, DCDX-sLip/DOX, and D8-sLip/DOX at a
doxorubicin dose of 2 mg/kg. After blood sampling, mice
were perfused with saline, and the main organs were dissected
and stored at −20 °C for use. All organs were weighed, and
10% (w/v) distilled water was added. After being smashed, 200
μL of homogenates was sampled and successively mixed with
50 μL of daunorubicin hydrochloride solution (10 μg/mL,
internal standard), 400 μL of chloroform, and 100 μL of
methanol. After being vortexed and mixed for 1 min, the
mixture was centrifuged (10 000g) for 5 min, and the
chloroform layer was separated and dried at room temperature.
The samples were reconstituted in 100 μL of methanol, and
doxorubicin was quantified using HPLC with a fluorescence
detector at 480 nm/550 nm.
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Biosafety Evaluation of DOX-Loaded Liposomes.
Biosafety evaluation was carried out in male ICR mice (20−
25 g, n = 5). Mice were divided into four groups and treated
with saline, sLip/DOX, DCDX-sLip/DOX, and D8-sLip/DOX
at a total doxorubicin dose of 12 mg/kg (6 injections, every 3
days). After treatment, blood was sampled, and the main
organs were dissected, immersed in 4% PFA for 24 h,
dehydrated, and embraced in paraffin. Sectioned slices were
stained with hematoxylin and eosin and visualized using a
microscope. AST/GOT (glutamic oxalacetic transaminase),
ALT/GPT (glutamic-pyruvic transaminase), AKP (alkline
phosphatase), creatine kinase, BUN (blood urea nitrogen),
and CRE (serum creatinine) were measured using the standard
assay kits.
Brain Targeting Efficiency in Vivo. To study the brain

targeting ability, ICR mice were injected with sLip/DOX,
DCDX-sLip/DOX, and D8-sLi/DOX liposomes at a doxor-
ubicin dose of 2 mg/kg. Mice were anesthetized and perfused
with saline and 4% PFA successively at 4 and 8 h after injection
of liposomes. Brains were dissected and immersed in 4% PFA
for 24 h, then dehydrated with 30% sucrose solution, and
embedded in OCT for sectioning. The slices were stained with
rabbit anti-mouse CD31 antibody and FITC-conjugated goat
anti-rabbit IgG.
Cytotoxicity Assay. U87 cells lines (1500 cells/well) were

seeded in a 96-well plate with 100 μL of medium. After 24 h,
different doxorubicin formulations (100 μL, free doxorubicin,
sLip/DOX, DCDX-sLip/DOX, and D8-sLip/DOX) were
added. After 96 h, MTS solution was added to each well,
and the absorbance at 429 nm was detected to calculate cell
viability.
Antiglioma Effect in Vivo. BALB/c nude mice bearing

intracranial glioblastoma were constructed as described in
previous reports.13 The model mice were divided into five
groups (n = 12) and treated with saline, free doxorubicin,
sLip/DOX, DCDX-sLip/DOX, and D8-sLip/DOX via tail vein
at a total doxorubicin dose of 10 mg/kg (at day 7, 9, 11, 13,
and 15 after glioblastoma cells implantation). Body weight and
the survival time were recorded.
Statistical Analysis. Data were presented as means ±

standard deviations (SD) and analyzed by Student’s t-test
using GraphPad Prism software. p < 0.05 was considered
statistically significant.

■ RESULTS AND DISCUSSION
Characterization of Doxorubicin-Loaded Liposomes.

Doxorubicin-loaded plain liposomes (sLip/DOX), DCDX-
modified liposomes (DCDX-sLip/DOX), and D8-modified
liposomes (D8-sLip/DOX) were prepared using an ammo-
nium sulfate gradient loading technique as previously reported
(see the Methods section) and stored in saline.22 The size and
zeta-potential of liposomes were characterized by dynamic
light scattering (Table 1). sLip/DOX, DCDX-sLip/DOX, and
D8-sLip/DOX exhibited comparable diameters of 120 nm.
The zeta potential of plain liposomes was −16 mV.

Modification of both peptide ligands could significantly
increase zeta-potential of liposomes to −8 mV, which may
attribute to the positively charged amino acids in both DCDX
and D8 (see peptide sequences in Table S1).
The loading capacity and encapsulation efficiency of

doxorubicin in liposomes were measured using a microplate
reader (see the Methods section). As shown in Table 1,
doxorubicin displayed high encapsulation efficiency in all
populations of liposomes (>96%), and the loading capacities
were around 5%. Modification of neither DCDX nor D8
affected drug loading.

Characterization of Protein Coronas. To analyze the
composition of protein coronas, sLip/DOX, DCDX-sLip/
DOX, and D8-sLip/DOX were incubated with mouse serum
in vitro at 37 °C for 1 h. The formed protein coronas were
collected by centrifugation and rinsed with cold PBS to remove
unassociated plasma proteins. The total amount of bound
plasma proteins was measured using BCA kits. As shown in
Figure 1a, both DCDX and D8 peptide modification

significantly increased the absorption of plasma proteins on
liposomal surface. The absorbed plasma proteins were further
characterized using SDS-PAGE (Figure S2a). Modification of
DCDX peptide ligands resulted in a significant increase of a
protein band at 72 kDa, which was ascertained as natural IgM
by nano-LC−MS/MS. It was consistent with our previous
report,25 in which natural IgM was found to preferably bind
DCDX-modified blank liposomes (also confirmed in Figure
S2a). This result suggested that doxorubicin loading did not
significantly change the composition of the formed protein
corona on liposomal surface. As quantified using Western-
blotting (Figure S2b), DCDX-sLip absorbed a 3-fold higher
amount of natural IgM than sLip/DOX did. Whereas D8-sLip/
DOX absorbed less than 2-fold compare to sLip/DOX. The
compositions of formed protein coronas were ascertained
using nano-LC−MS/MS. Modification of both DCDX and D8
dramatically increased the number of detectable plasma

Table 1. Characterization of Doxorubicin-Loaded Liposomesa

size (nm) PDI zeta potential (mV) DL (%) EE (%)

sLip/DOX 117.0 ± 1.62 0.037 ± 0.02 −16.4 ± 0.59 5.23 96.88
DCDX-sLip/DOX 125.3 ± 0.85 0.070 ± 0.01 −7.79 ± 0.26 4.90 97.66

D8-sLip/DOX 122.9 ± 1.24 0.039 ± 0.03 −8.23 ± 0.15 5.04 99.21
aDL, drug loading efficiency, and EE, encapsulation efficiency.

Figure 1. Protein corona formed on the surface of sLip/DOX, DCDX-
sLip/DOX, and D8-sLip/DOX after incubation with mouse serum at
37 °C for 1 h. (a) The total amount of absorbed protein liposomal
surface. (b) Normalization of natural IgM absorbed on liposomal
surface. Data are means ± SD (n = 3).
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proteins in comparison to sLip/DOX (Figure 2a), while it
relatively decreased the ratio of plasma proteins of 40−50 kDa
molecular weight (Figure 2b) and of 5−6 isoelectric point
(Figure 2c).

Natural IgM Absorption Accelerates Clearance of
Doxorubicin-Loaded Liposomes. To investigate whether
natural IgM absorption could accelerate clearance of
doxorubicin-loaded liposomes, the pharmacokinetic profiles
of sLip/DOX, DCDX-sLip/DOX, and D8-sLip/DOX were
studied in ICR mice (Figure 3a) and SD rats (Figure 3b). As

expected, sLip/DOX showed prolonged circulation in both
mice and rats; while modification of DCDX on liposomal
surface extremely accelerated blood clearance of encapsulated

doxorubicin in comparison to sLip/DOX (Table 2).
Modification of D8 could significantly mitigate accelerated
clearance of encapsulated doxorubicin. In previous reports,
PEGylated liposomes demonstrated strong accelerated blood
clearance (ABC) phenomena after preadministration of a small
dose of blank liposomes (5−7 days before).35,36 The B
lymphocytes and the acquired anti-PEG IgM plays important
roles in the occurrence of ABC phenomena,37 and the loading
of cytotoxic payloads (e.g., doxorubicin) can dramatically
mitigate the ABC phenomena.38 In comparison to the ABC
phenomena, accelerated clearance of DCDX-sLip/DOX may
result in more profound influence on the performance of
liposomes, since natural IgM exerts many functions in the
innate immune system. Thus, the acquired D8 peptide would
be a promising brain targeting ligand to improve immuno-
compatibility of liposomes.

Enhanced Accumulation of DCDX-sLip/DOX Induces
Liver Disorders. To detect the in vivo fate of liposomes, ICR
mice were injected with sLip/DOX, DCDX-sLip/DOX, and
D8-sLip/DOX via tail vein at a doxorubicin dose of 2 mg/kg.
Mice were anesthetized and sacrificed at the predetermined
time points. The main organs were dissected, and the
biodistribution of doxorubicin after treatments of different
populations of liposomes were measured. As shown in Figure
4a, doxorubicin exhibited a dramatic accumulation in the liver

Figure 2. Characterization of protein coronas on liposomal surface.
(a) The number of detectable plasma proteins and category based on
(b) molecular weight and (c) isoelectric point.

Figure 3. Pharmacokinetic profiles of liposomes in ICR mice (a) and
SD rats (b). Data are means ± SD (n = 4).

Table 2. Area under the Pharmacokinetic Curve (AUC) Calculated by GraphPad Prism 6.0 (n = 4)

mouse rat

liposomes sLip/DOX DCDX-sLip/DOX D8-sLip/DOX sLip/DOX DCDX-sLip/DOX D8-sLip/DOX

AUC (μg/mL h) 87.2 14.2 69.7 570.4 47.76 313.5
SD 9.6 0.4 4.6 123.1 16.46 115.8

Figure 4. Biodistribution of sLip/DOX, DCDX-sLip/DOX, and D8-
sLip/DOX in the main organ of ICR mice. Data are means ± SD (n =
4).
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about 5−7-fold at 1 and 4 h after injection of DCDX-sLip/
DOX in comparison to sLip/DOX and D8-sLip/DOX; while
such enhanced accumulation disappeared after 8 h. There was
no significant difference of DOX accumulation in spleen
among sLip/DOX, DCDX-sLip/DOX, and D8-sLip/DOX
(Figure 4b). Meanwhile, DOX accumulation in kidney (Figure
4c) and heart (Figure 4d) in DCDX-dsLip/DOX-treated mice
was slightly lower than that in sLip/DOX and D8-sLip/DOX-
treated mice, which may be due to the accumulation of DCDX-
sLip/DOX in liver (Figure 4a).
To assess the biosafety profiles of different populations of

liposomes, ICR mice were divided into 4 groups and received 6
injections (every 3 days) of saline, sLip/DOX, DCDX-sLip/
DOX, or D8-sLip/DOX at a total doxorubicin dose of 12 mg/
kg. After treatments, the body weights of all mice treated with
liposomes did not exhibit a significant difference (Figure 5a),
indicating that none of those populations of doxorubicin-
loaded liposomes could exert obvious toxicity. All organs were
dissected and subject to hematoxylin and eosin (H&E)
staining (Figure 5b). No evidence of toxicity in heart, spleen,
and kidney was found in all of the doxorubicin-loaded
liposome-treated mice. All the sections in the slices of kidney

showed normal glomeruli and tubules. The cardiac muscles
and endometrial were healthy, which was consistent with the
previous reports that liposome formulation could significantly
mitigate the myocardial toxicity of free doxorubicin.39−41

The ALT/GPT and AST/GOT levels in plasma were
measured, and the results are shown in Figure 5c,d, indicating
that doxorubicin-loaded liposomes did not significantly affect
the liver functions. However, the livers of DCDX-sLip/DOX-
treated mice exhibit some pathological features. Fatty
hepatocytes were found in one mouse after DCDX-sLip/
DOX treatment, and the nuclei were swollen, and the liver cells
were dissolved due to putrescence (Figure S3). In the other
three mice treated with DCDX-sLip/DOX, inflammatory cell
infiltration was found in the livers (Figure 5b). Even though
this only happened in several cells rather than in a wide range,
future applications of DCDX-sLip/DOX might be cautious,
particularly when repeated treatments are needed.

Brain Targeting Capacity of Peptide-Modified Lip-
osomes. To evaluate the brain targeting capacity, ICR mice
were intravenously injected with sLip/DOX, DCDX-sLip/
DOX, or D8-sLip/DOX at a doxorubicin dose of 2 mg/kg via
tail vein. Mice were euthanized at 4 and 8 h after treatment,

Figure 5. Biosafety evaluation of sLip/DOX, DCDX-sLip/DOX, and D8-sLip/DOX in ICR mice. (a) Body weight change of ICR mice after
treatment with doxorubicin-loaded liposomes. (b) Microscopic observation of H&E stained slice of main organs after treatments of liposomes
(scale bar = 50 μm). Red arrows indicate inflammatory cell infiltration. The plasma level of AST/GOT (c) and ALT/GPT (d) in ICR mice after
treatments of liposomes. Data are means ± SD (n = 5).

Figure 6. Biodistribution of doxorubicin in the cerebral cortex of ICR mice at 4 and 8 h. (a) Microscopic observation of frozen section of brains
stained with anti-CD31 antibody (green) and DAPI (blue) after treatment of doxorubicin (red)-loaded liposomes using a confocal laser scanning
microscope. (b) Semiquantitation of doxorubicin in brain based on fluorescence by Image Pro. Data are means ± SD (n = 4).
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and the whole brains were dissected for frozen sectioning. The
blood vessels in cerebrum were labeled with anti-CD31
antibody, and brain distribution of doxorubicin was semi-
quantified by fluorescence. As shown in Figure 6, DCDX-sLip/
DOX and D8-sLip/DOX groups displayed a higher distribu-
tion in the cerebral cortex at both time points after injection
than sLip/DOX. sLip/DOX had nearly no distribution in the
brain. At 8 h after injection, the brain distribution of DCDX-
sLip/DOX slightly decreased compared to that at 4 h after
injection, while D8-sLip/DOX remained a comparable brain
distribution to that at 4 h. These results indicated that both
DCDX and D8 peptide could facilitate the liposomes across the
BBB in vivo, and D8-sLip/DOX could maintain a relatively
longer duration than DCDX-sLip/DOX, which may attribute
to the slower blood clearance of D8-sLip/DOX.
Antiglioblastoma Effect. To evaluate the in vitro

antiglioma effect, U87 cells were incubated with different
doxorubicin formulations (free doxorubicin, sLip/DOX,
DCDX-sLip/DOX, and D8-sLip/DOX) for 96 h. The cell
viability was measured using MTS. As shown in Figure S4,
both sLip/DOX and D8-sLip/DOX demonstrated comparable
antiglioblastoma effect to free doxorubicin. However, DCDX
modification enhanced the in vitro antiglioblastoma effect of
doxorubicin by 4-fold.
To evaluate the therapeutic efficiency in vivo, nude mice

bearing intracranial U87 cells received saline, free doxorubicin,
sLip/DOX, DCDX-sLip/DOX, and D8-sLip/DOX at a
doxorubicin dose of 2 mg/kg via tail vein at the seventh,
ninth, 11th, 13th, and 15th day after glioblastoma implanta-
tion. As shown in Figure 7, free doxorubicin (p = 0.0008 vs

saline group) and sLip/DOX (p = 0.0067 vs saline group)
could slightly prolong the median survival time of model mice
from 19 days (saline group) to 22.5 days. Modification of
peptide ligands could further lengthen the survival time of
model mice to 25.5 days (DCDX-sLip/DOX, p < 0.0001 vs
saline group) or 26 days (D8-sLip/DOX, p < 0.0001 vs saline
group), indicating that enhanced brain permeability of
doxorubicin-loaded liposomes could improve the antiglioblas-
toma effect. D8-sLip/DOX did not show advantages in
prolonging the survival time of model mice over DCDX-
sLip/DOX.

■ CONCLUSION
D8 peptide was a rationally designed brain targeting ligand
based on the mechanistic understanding of DCDX peptide-
mediated brain-targeted liposomes. The immunocompatibility
of D8-modified liposomes was improved by mitigating natural
IgM absorption, which could cause recognition of drug
delivery systems by mononuclear phagocytic systems. In the
present study, encapsulation of doxorubicin did not change the
pharmacokinetics of liposomes. Prolonged circulation of D8-
sLip/DOX did not significantly improve the brain targeting
efficiency and antiglioblastoma effect in comparison to DCDX-
sLip/DOX, while a decrease of accumulation in liver during
the first 8 h after intravenous injection makes D8-sLip/DOX a
better brain-targeted formulation for high biosafety.
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