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PEGylation of peptide drugs prolongs their circulating lifetimes in plasma. However,
PEGylation can produce a decrease in the in vitro bioactivity. Longer poly(ethylene
glycol) (PEG) chains are favourable for circulating lifetimes but unfavourable for
in vitro bioactivities. In order to circumvent the conflicting effects of PEG length, a
hydrophobic peptide, using an antimicrobial peptide as a model, was PEGylated with
short PEG chains. The PEGylated peptides self-assembled in aqueous solution into
micelles with PEG shell and peptide core. In these micelles, the core peptides were
protected by the shell, thus reducing proteolytic degradation. Meanwhile, most of the
in vitro antimicrobial activities still remained due to the short PEG chain attached.
The stabilities of the PEGylated peptides were much higher than that of the
unPEGylated peptides in the presence of chymotrypsin and serum. The antimicrobial
activities of the PEGylated peptides in the presence of serum, an ex vivo assay, were
much higher than that of the unPEGylated peptide.
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Abbreviations: CD, circular dichroism; CFU, colony form unit; CMC, critical micelle concentration;
DBU, 1,8-diazabicyclo [5,4,0] undec-7-ene; DCM, dichloromethane; DIC, diisopropyl carbodiimide; DLS,
dynamic laser scattering; DMF, dimethylformamide; DMSO, dimethyl sulfoxide; FDA, Food and
Drug Administration; Fmoc, 9-Fluorenylmethyloxycarbonyl; HEPES, 4-(2-hydroxyethyl)piperazine-1-
ethanesulfonic acid; MIC, minimal inhibitory concentration; mPEG-COOH, monomethoxy poly(ethylene
glycol) carboxylic acid; PBS, phosphate-buffered saline; PEG, poly(ethylene glycol); TEM, transmission
electron microscopy; TFA, trifluoroacetic acid.

Nowadays plenty of peptides and proteins have been
explored for pharmaceutical applications by virtue of
their high biological activity and specificity (1–4).
Especially great progress has been made recently in (i)
discovery of novel peptides and proteins, (ii) a better
understanding of the mechanism of action in vivo and
(iii) improvements in expression or synthesis of proteins
and peptides that closely resemble fully human proteins
and peptides. About one-third of drug candidates in
clinical trials today are polypeptides (4). Despite of these
tremendous advances, the peptide drugs suffer from
short circulating lifetime due to proteolytic degradation
and rapid kidney clearance (3–6). Therefore, the use of
high doses is required to maintain therapeutic efficacy
which in turn increases the chance for the development
of an adverse immune response and also the cost for
clinical application. These shortcomings have limited
their usefulness as effective drugs.

Various methods have been developed to overcome
these problems associated with peptide and protein
drugs. These methods include incorporating them into
drug-delivery vehicles such as liposomes, substituting
D-amino acids for L-amino acids to reduce susceptibility
to certain proteases, fusing them to albumin to improve
half-life, covalent modification by polymer conjugation to

reduce proteolytic degradation, kidney clearance and
immunogenicity (7–10). The covalent modification with
poly(ethylene glycol) (PEG), which is termed PEGylation,
is one of the most successful strategies for modification of
peptide and protein drugs (3–7). PEG presents unique
properties such as (i) lack of immunogenicity, antigeni-
city and toxicity; (ii) high solubility in water and in many
organic solvents; (iii) high hydration and flexibility of
the chain, which prevents protein adsorption; and
(iv) approval by Food and Drug Administration (FDA)
for internal use. The attached PEG chains, along with
the associated water molecules, act like a shield to
protect the modified peptide and protein drugs, thus
reducing degradation by proteolytic enzymes, and the
antigenic epitopes of the drugs, reducing reticuloendothe-
lial system clearance and recognition by the immune
system. PEG conjugation also increases the apparent size
of the drugs, thus reducing renal filtration and altering
biodistribution. These effects of PEGylation significantly
prolong the circulating lifetime of the modified peptide
and protein drugs. Higher the number and the molecular
weight of PEG chains attached, the better is the fore-
going protection for the drugs and the longer is the
prolonged circulating lifetime. However, PEGylation can
also produce a decrease in the in vitro activity of the
modified drugs and this decrease is especially notable for
peptides and low-molecular proteins. The decrease is
positively correlated with the number and the molecular
weight of PEG chains attached (7, 11, 12). Therefore the
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effects of the number and the molecular weight of PEG
chains on the circulating lifetime and the in vitro
bioactivity upon PEGylation are conflict. The negative
effect of PEGylation on the in vitro bioactivity is
generally offset in biological systems by the increased
circulating lifetime for protein drugs (12, 13). Several
PEGylated protein drugs have received market approval
and many others are already in advanced clinical
investigation (4, 7). However, the benefit of PEGylation
due to the circulating lifetime prolonging cannot even
offset the loss of the in vitro bioactivity for some of
PEGylated peptides studied (14–17). This in vitro bioac-
tivity decrease caused by PEGylation may be ascribed to
the following factors: (i) direct attachment of the PEG
chains to the receptor-binding (bioactive) sites; (ii) steric
hindrance for the binding with the receptor from the
PEG chains; and (iii) here we proposed the third factor,
the binding free energy loss due to the additional
translational and rotational entropy loss upon binding
of the PEGylated peptide or protein to the receptor
caused by the molecular weight increasing upon
PEGylation. This is because both translational and
rotational entropies are positively correlated with the
molecular mass (18). The higher the molecular weight of
the PEG chain attached, the greater is the loss of the
translational and rotational entropy upon the binding of
the PEGylated peptide to the receptor. However, this
kind of entropy effect for the bioactivity may be
neglectable for high-molecular proteins which recognize
small substrates.

To maximize protection while minimizing reduction in
bioactivity, we proposed a novel PEGylation strategy for
hydrophobic peptide drugs, as schematically shown in
Fig. 1. Peptides are PEGylated with short PEG chains
and the resulting PEGylated peptides self-assemble in
aqueous solution into micelles with PEG shell and
peptide core. In these micelles, the core peptides would
be well protected by the PEG shell, thus reducing
degradation by proteolytic enzymes and recognition by
the immune system. The size of the aggregates is much
greater than that of the unimers, thus reducing kidney
clearance. As a consequence, the circulation lifetime of
the PEGylated peptides should be greatly prolonged.
Meanwhile, the decrease in the in vitro bioactivity
caused by the PEGylation would be small because of
the small length of the PEG chains attached. Moreover,
the aggregates may also act as a depot for sustained
release through equilibrium between the aggregates and
the unimers. Herein, we use an antimicrobial peptide
as a model peptide to investigate its PEGylation,

aggregation, stability and bioactivities. Antimicrobial
peptides have been considered as potential candidates
for the treatment of antibiotic-resistant bacterial infec-
tions (19, 20). Like other peptide drugs, antimicrobial
peptides consisting of L-amino acids are easily degraded
by proteolytic enzymes and inactivated in blood, plasma
and serum (15, 21–26), which limit their usefulness.

EXPERIMENTAL PROCEDURES

Peptide Synthesis—GLLALILWIKRKR-NH2, denoted
as MA, was synthesized by solid-phase peptide synthesis
with manual Fmoc/tBu strategy on MBHA-rink amide
resin. The Fmoc group on the starting resin was removed
by treatment with 20% piperidine/dimethylformamide
(DMF). The deprotected resin was suspended in a
solution of Fmoc-protected amino acid (3 eq.), diisopropyl
carbodiimide (DIC; 3 eq.) and N-hydroxybenzotriazole
(HOBt; 3 eq.) in DMF/dichloromethane (DCM; 1/1
volume ratio) and the mixture was stirred until a
negative Kaiser test. A second coupling reaction may be
required to achieve quantitative conversion. Before the
next coupling reaction, the Fmoc group was removed by
treatment with 4% 1,8-diazabicyclo [5,4,0] undec-7-ene
(DBU) in DMF/DCM (1/1 volume ratio). After the
incorporation of all amino acids, the peptide was cleaved
with a mixture of trifluoroacetic acid (TFA)/phenol/H2O/
thioanisole (95/2/2/1 volume ratio). The resulting clea-
vage solution was precipitated with cold diethyl ether to
give crude peptide. The peptide was purified by pre-
parative reversed-phase HPLC. The purity of the peptide
was determined by HPLC (Fig. S1 of the Supplementary
Data). The mass spectrometry of the peptide was shown
in Fig. S2 of the Supplementary Data.

Synthesis of Monomethoxy PEG Carboxylic Acid—
Monomethoxy PEG carboxylic acid (mPEG-COOH)
was prepared according to a literature method (27).
A solution of mPEG (0.01 mol, MW 750 or 1100) and
potassium hydroxide (0.7 g, 0.0125 mol) in distilled water
(15.0 g) was cooled to 0.58C and stirred for 30 min. To this
was added slowly acrylonitrile (0.85 g, 0.016 mol) and the
mixture was stirred for 2 h at 0–58C. Concentrated
sulfuric acid (30.0 g) was added slowly and the mixture
was heated for 3 h at 95–1008C. After cooling to room
temperature, distilled water (200 ml) was added, and the
mixture was extracted with DCM (3� 30 ml). The extract
was dried with anhydrous sodium sulfate and evaporated
to dryness under reduced pressure. The conversions were
determined by titration with 0.1 M NaOH to be 65.2%
and 73.7% for mPEG750 and mPEG1100, respectively.

Synthesis of PEGylated Peptides—Resin-bound MA
prepared as shown above was mixed with mPEG-COOH
(4 eq.), DIC (4 eq.) and HOBt (4 eq.) in DCM/dimethyl
sulfoxide (DMSO; 4/1 volume ratio) and the mixture was
stirred until a negative Kaiser test (about 2 days). The
PEGylated peptides were cleaved from the resin, precipi-
tated and purified with the same procedures as for MA
described above. The purities of mPEG750-MA and
mPEG1100-MA, respectively, were shown in Fig. 1S of the
Supplementary Data. The mass spectrometry profiles of
mPEG750-MA and mPEG1100-MA were shown in Figs S3
and S4 of the Supplementary Data, respectively.

Increase in size to
reduce kidney
filtration

PEGPeptide

Receptor

Antibody

Proteolytic
enzyme

Fig. 1. Schematical illustration of self-assembly of
PEGylated peptides and the shielding effect by PEG
shell.
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Determination of Antimicrobial Activity—The antimi-
crobial peptide or its PEGylation derivatives were
assayed in nutrient broth (5 g of nutrient broth and 5 g
of NaCl per liter medium) under aerobic conditions. Two-
fold serial dilutions of the antibiotics were added to 1 ml
of the culture medium containing the inocula of the test
organism (�106 CFU) in mid-logarithmic phase of
growth. After incubation for 20 h at 378C, the growth
inhibitions were determined by optical density measure-
ments at 600 nm. The antibacterial activity is expressed
as minimal inhibitory concentration (MIC). The micro-
organisms used were Gram-positive bacteria,
Staphylococcus aureus, Bacillus subtilis and Gram-
negative bacteria Escherichia coli.

Determination of Antimicrobial Activity in the Presence
of Serum—The antimicrobial peptide or its PEGylation
derivatives were dissolved in the nutrient broth culture
medium containing 20% bovine calf serum. The culture
medium was incubated for 1 h at 378C. To this was added
the inocula of the test organism (the final concentration
of serum in the mixture was retained to 20% by adding a
certain amount of serum). The mixture was incubated for
30 h at 378C. The MIC in the presence of serum was
obtained in the same way as shown above.

Determination of Haemolytic Activity—The haemolytic
activities of the antimicrobial peptide or its PEGylation
derivatives were tested against human erythrocytes. The
erythrocytes were suspended in phosphate-buffered
saline (PBS). A solution of the sample in PBS was
mixed with the same volume of erythrocyte suspension in
PBS. The final erythrocyte concentration was 2.5%. The
mixture was incubated for 60 min at 378C with gentle
stirring. The suspension was then centrifuged and the
absorbance of the supernatant was measured at 414 nm.
Controls for zero haemolysis (blank) and 100% haemo-
lysis consisted of erythrocyte suspended in PBS and 1%
Triton, respectively.

Degradation in 20% Serum—Five hundred microlitres
of calf serum (frozen, Beijing Newprobe Biotechnology
Co. Ltd., Beijing, China) and 2 ml of solution (1.0 mg/ml)
of the antimicrobial peptide or its PEGylation derivatives
were warmed to 378C and were mixed. A sample (100 ml)
was taken immediately after mixing. The mixture was
incubated at 378C and samples were taken during the
incubation. Ethanol (200 ml) was added to each of the
samples immediately after being taken to precipitate
serum proteins. After cooling at 48C for 10 min, the
sample mixture was centrifuged at 10,000 r.p.m. for
2 min. The concentration of the antimicrobial peptide or
its PEGylation derivatives in the supernatant was
determined by reversed-phase HPLC. The same assay
was done as shown above except that the calf serum was
replaced with heat-treated (658C for 20 min) calf serum.

Degradation in Chymotrypsin Solution—The antimi-
crobial peptide or its PEGylation derivatives solution in
HEPES buffer (pH 7.5) was mixed with a chymotrypsin
stock solution (100 mg/ml) in 0.1 M HCl. The final
concentrations of chymotrypsin and the peptide or its
PEGylation derivatives were 3.64 and 330mg/ml, respec-
tively. A sample was taken immediately from the
mixture. The mixture was then incubated at 378C and
samples were taken from the mixture at intervals of

10 min during the incubation. All samples taken were
cooled in ice-bath and analysed by reversed-phase HPLC
immediately.
�-Helical Contents Determined by Circular

Dichroism—The antimicrobial peptide or its PEGylation
derivative was dissolved in PBS at a series of concentra-
tion (0–30 mM) and the circular dichroism (CD) spectra
were recorded using a JASCO-J-715 spectropolarimeter
under nitrogen flush in 1-cm path length cells at 258C.
The spectra were recorded from 200 nm to 250 nm
scanning and the average of three recordings was
taken. The a-helical contents were calculated by:
a-helix (%) =�([�]222 + 2340)/30300, where [�]222 is the
experimentally observed absolute mean residue ellipti-
city at 222 nm (28). Figure S5 in the Supplementary
Data shows the a-helical contents of MA, mPEG750-MA
and mPEG1100-MA determined by CD at different
concentrations.

Dynamic Laser Scattering Observation for the
Micells—The peptide derivates were dissolved in PBS
and then the well-assembled sample solution was
filtrated by Millipore (pore size <400 nm) before observa-
tion. The dynamic laser scattering (DLS) was performed
on a laser light scattering spectrometer (BI-200SM,
Brookhaven, New York, USA) equipped with a digital
correlator (BI-9000AT, Brookhaven, New York, USA) at
514 nm at room temperature.

Determination of Critical Micelle Concentration—The
critical micelle concentrations (CMCs) were determined
by pyrene solubilization method according to literature
procedures (29, 30). An excess of powdered pyrene was
added to a series of different concentrations of PEGylated
peptides. The mixtures were sonicated for >8 h and then
centrifuged at 4,000 r.p.m. for 1 h to sediment excess
pyrene. The concentrations of pyrene in the supernatants
were detected by UV absorption at 336 nm.

RESULTS AND DISCUSSION

Our strategy is that peptides modified with low molec-
ular weight PEG chains self-assemble in aqueous solu-
tion into micelles. As the PEG chains are highly
hydrophilic, the peptides should be hydrophobic so that
the PEGylated peptides can self-assemble in aqueous
solution into expected micelles. We designed a strongly
hydrophobic analogue of melittin, a well-studied anti-
microbial peptide with 26 amino acid residues, with high
antimicrobial activity based on our previous researches
(31, 32). The amino acid sequence of this antimicrobial
peptide, MA, which is the 12–24 segment residue of
melittin with substitution of proline at residue 3 and
serine at residue 7, respectively, with leucines. MA was
synthesized by solid-phase peptide synthesis with
manual Fmoc strategy using MBHA-rink amide resin
as the support. MA was PEGylated at the N-terminal
amino group (of glycine) with 750 and 1100 PEG by solid-
phase method by coupling corresponding mPEG-COOH,
mPEG-COOH, to resin-bound MA with side chain
protections prepared as described above. Cleaved MA
and PEGylated MAs, denoted as mPEG750-MA and
mPEG1100-MA, from the resin were purified by
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preparative reversed-phase HPLC. The solubility of MA
in water was very small due to its hydrophobicity.
However, the solubility of the PEGylated peptides was
enhanced markedly. Therefore, the water solubility
increasing for hydrophobic peptides upon PEGylation is
another advantage.

Micellization of the PEGylated peptides in aqueous
solution was studied by transmission electron microscopy
(TEM), DLS and CMC determination by pyrene solubil-
ization method. Figure 2 shows the TEM images of the
aggregates formed from mPEG750-MA and mPEG1100-MA
in aqueous solution. It can be seen that the PEGylated
peptides formed aggregates with diameters of 20–40 nm.
The aggregation was further confirmed by DLS of the
samples in PBS (Fig. 3). The particle size determined by
DLS was in accordance with that determined by TEM.
The DLS measurement also showed the secondary
aggregation of the PEGylated peptides.

CMC is an important parameter for micellization. The
most common method to determine CMC is by a
fluorescence spectroscopy measurement using pyrene as
a hydrophobic probe. CMC values can be usually
obtained by monitoring the changes in the ratio of the
vibrational band intensity (i.e. I/III ratio) of pyrene (33).
The PEGylated peptides studied in this article possess
tryptophan residues, which have fluorescence and thus
can interfere with the pyrene fluorescence. Thereby this
fluorescence method is not applicable for the determina-
tion of CMC of the PEGylated peptides. Here we used a
pyrene solubilization method (29, 30) to determine CMC
of the PEGylated peptides in aqueous solution. Pyrene is
insoluble in aqueous medium, but it can be entrapped by
hydrophobic cores of micelles in aqueous solution.
Therefore, the solubility of pyrene should be correlated
with the concentration of the micelles. Figure 4 shows
the plot of the pyrene solubility against the concentration
of mPEG750-MA and mPEG1100-MA. It can be seen that
the pyrene solubility was close to zero at lower
concentrations of the PEGylated peptides. When the
concentration was higher than certain value, the pyrene
solubility increased linearly with the increase in the
concentration, indicating that after this concentration
value the PEGylated peptide formed micelles and the

number or concentration of the micelles increased
linearly with the increase in the concentrations of
the PEGylated peptide. This intersection concentration
value should be CMC. The CMCs were taken as the
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Fig. 3. Hydrodynamic diameter distribution of aggregates
formed from mPEG750-MA (a) and mPEG1100-MA (b)
determined by DLS.

Fig. 2. TEM images of mPEG750-MA (a) and mPEG1100-MA (b) aggregates.
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intersections of the tangents to the curves at the
inflections and the values were 1.9� 0.3 and
2.3� 0.5mM, respectively, from Fig. 4. The above results
indicate that these two PEGylated peptides possess quite
low CMC.

Ultraviolet CD measurements showed that both of MA
and the PEGylated peptides adopted predominantly
random coil conformation with a small proportion of
a-helical structures (Fig. S5 of the Supplementary Data).
For mPEG750-MA and mPEG1100-MA, the contents of the
a-helical structures decreased rapidly before CMC and
then reached a plateau or increased slightly after CMC
with the concentration increasing, indicating the peptide
in the micelles adopted predominantly random coil
conformation.

The proteolytic stabilities of MA and its PEGylated
derivatives in the presence of chymotrypsin were
investigated, as shown in Fig. 5. It can be seen that
MA was rapidly degraded in the presence of chymotryp-
sin, while the degradation rates of mPEG750-MA and
mPEG1100-MA were much lower. The degradation half-
lives for MA, mPEG750-MA and mPEG1100-MA were
calculated based on the data in Fig. 5 by assuming
first-order kinetics to be 11.4, 36.0 and 53.4 min, respec-
tively. There were 3.2- and 4.7-fold increases in the half-
lives after PEGylation with 750 and 1,100 Da PEGs
compared with the unPEGylated peptide.

It has been reported that in vivo stability of peptides in
blood is modelled well by in vitro stability in serum or
plasma (34–36). Figure 6 shows that the stabilities of
the PEGylated peptides were much higher than that
of the unPEGylated peptide in the presence of serum.
The unexpected rapid concentration decrease of the
PEGylated peptides during the first 10 min, as shown
in Fig. 6, might be caused by the association of the
PEGylated peptides with the serum components. The
formed complex was precipitated upon adding ethanol for
the precipitation of proteins in the serum and removed in
the analysis of the concentrations of the PEGylated

peptides (see the EXPERIMENTAL PROCEDURES
section). After �10 min, all the components associating
with the PEGylated peptides in the serum might be
consumed. It has been reported that defensin and non-
defensin cationic antimicrobial peptides strongly bind
to C1 complement in serum (37). In comparison, the
concentrations of the peptide and PEGylated peptides
upon incubation in 20% heat-treated serum changed
little (Fig. S6 of the Supplementary Data), indicating
heat treating may inactivate both the proteolytic
enzymes and the components. To our best knowledge,
significant prolonging half-lives of peptides can only be
obtained by PEGylation with 2 kDa or higher molecular
weight PEG, in most cases, 5–50 kDa PEG (11, 15–17,
38, 39). Therefore, the much lower degradation rates of
mPEG750-MA and mPEG1100-MA in the presence of
chymotrypsin and serum must be ascribed to the PEG
shell shielding protection for the peptide core against
proteolytic degradation.
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The antimicrobial activity of the antimicrobial
peptide and its PEGylated derivatives against Gram-
positive bacteria, S. aureus, B. subtilis and Gram-
negative bacteriium E. coli was examined. Due to the
short PEG chains, all the bioconjugates held effective
antimicrobial activity except for mPEG1100-MA against
E. coli. The antimicrobial activity of MA, mPEG750-MA
and mPEG1100-MA against Gram-positive bacteria,
S. aureus and B. subtilis before and after incubation in
20% serum at 378C for 60 min was showed in Fig. 7.
After incubation in 20% serum, the antimicrobial activity
of MA decreased drastically, with MICs, i.e. the concen-
trations at which 100% inhibition of growth was observed
after incubation, increasing from 12 mM to 163 mM
against S. aureus and 3–77 mM against B. subtilis;
while the antimicrobial activity of mPEG750-MA and
mPEG1100-MA decreased only slightly, with MICs
increasing from 12 mM and 12 mM, respectively, to 27
and 24 mM against S. aureus, and 8 and 13 mM, respec-
tively, to 24 and 19 mM against B. subtilis. Furthermore,
the antimicrobial activity of the PEGylated peptides
was much higher than that of the unPEGylated peptide
after the incubation in 20% serum, indicating that
positive benefit was got upon PEGylation. In comparison,
PEGylations of antimicrobial peptides tachyplesin I (15)
and nisin A (17) with 5 kDa PEG chains led to a drastic
decrease or even a complete loss of their antimicrobial
activities. The antimicrobial activity determined in the
presence of serum showed that the net benefit of
PEGylation of tachyplesin I is negative (15). The extent
of decrease of in vitro antimicrobial activity of magainin
2 analogue after PEGylation with 5 kDa PEG was not
so significant, but there was still four times increase
in MIC (40).

Some of antimicrobial peptides such as melittin are
also cytotoxic to mammalian cells, e.g. erythrocytes.

Therefore, only antimicrobial peptides and their deriva-
tives with a high antimicrobial activity and a low
cytotoxicity to the healthy eukaryotic cells are of
practical interest. The haemolytic activities of MA,
mPEG750-MA and mPEG1100-MA were shown in Fig. 8.
It can be seen that MA exhibited strong cytotoxicity to
erythrocytes with HC50 (concentration required for 50%
haemolysis) of 13 mM. An interesting finding is that
PEGylation of MA with 750 Da PEG slightly increased its
haemolytic activity (HC50 10 mM), while PEGylation with
1,100 Da PEG markedly decreased its haemolytic activ-
ity. Interestingly, the order of the relative haemolytic
activities of MA, mPEG750-MA and mPEG1100-MA were
in accordance with that of their antimicrobial activities
against E. coli.

CONCLUSIONS

A hydrophobic antimicrobial peptide, MA, with high
antimicrobial activity was designed and synthesized. MA
was modified with 750 and 1,100 Da PEG chains, forming
PEGylated peptides, mPEG750-MA and mPEG1100-MA,
respectively. The PEGylated peptides self-assembled in
aqueous solution into micelles with peptide core and PEG
shell. CMC of mPEG750-MA and mPEG1100-MA in
aqueous solution were 1.9� 0.3 and 2.3� 0.5 mM, respec-
tively. The proteolytic stability of the PEGylated peptides
increased significantly due to the shielding protection of
the core peptide by the PEG shell. The antimicrobial
activities of the PEGylated peptides in the presence of
serum, an ex vivo assay, were much higher than that of
the unPEGylated peptide. In addition, the PEGylation
of MA with 1,100 Da mPEG markedly decreased the
haemolytic activity.

SUPPLEMENTARY DATA

Supplementary data are available at JB online.
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