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In vitro coronal protein signatures and biological
impact of silver nanoparticles synthesized with
different natural polymers as capping agentst
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Biopolymer-capped particles, sodium alginate-, gelatin- and reconstituted silk fibroin-capped nanosilver

(AgNPs), were synthesized with an intention to study, simultaneously, their in vitro and in vivo

haemocompatibility, one of the major

safety factors in biomedical applications. Solid state

characterization showed formation of spherical nanoparticles with 5 to 30 nm primary sizes

(transmission electron microscopy) and X-ray photoelectron spectroscopy analysis of particles

confirmed silver bonding with the biopolymer moieties. The degree of aggregation of the biopolymer-

capped AgNPs

in the synthesis medium

(ultrapure water) is relatively low, with comparable

hydrodynamic size with those of the control citrate-stabilized NPs, and remained relatively unchanged
even after 6 weeks. The polymer-capped nanoparticles showed different degrees of aggregation in
biologically relevant media — PBS (pH 7.4) and 2% human blood plasma - with citrate- (control) and

alginate-capped particles showing the highest aggregation, while gelatin- and silk fibroin-capped

particles revealed better stability and less aggregation in these media. In vitro cytotoxicity studies

revealed that the polymer-capped particles exhibited both concentration and (hydrodynamic) size-
dependent haemolytic activity, the extent of which was higher (up to 100% in some cases) in collected
whole blood samples of healthy human volunteers when compared to that in the washed erythrocytes.

This difference is thought to result from the detected protein corona formation on the nanoparticle

surface in the whole blood system, which was associated with reduced particle aggregation, causing
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more severe cytotoxic effects. At the tested particle concentration range in vitro, we observed

a negligible haemolysis effect in vivo (Balb/c mice). Polymer-capped particles did accumulate in organs,
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1. Introduction

Nanosilver (AgNPs) has been extensively used in a variety of
biomedical applications due to its potent antimicrobial effects.
Applications include as coatings on implants and surgical
instruments, as embeddings in wound dressings and bone
substitute biomaterials, the latter such as silver-containing
calcium phosphate cements, in contraceptive devices' as well
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with the highest levels detected in the liver (up to 422 ng per g tissue), yet no adverse behavioural
effects were observed in the mice during the duration of the nanoparticle exposure.

as dental implants,” and to fight bacterial infections. Silver
nanoparticles have also been incorporated in burn healing
ointments and quite recently, in surgical antibacterial sutures.?
With the many applications, it is therefore important to assess
the safety of AgNPs in humans. Elevated blood plasma and
urine silver concentrations, for example, have been reported in
burn wound dressing applications of AgNPs.** Relevant to their
biomedical applications, the high surface area to volume ratio
of AgNPs enables these particles to cross cell membranes,
interacting with various biomolecules and cellular compo-
nents.® Some of the major effects of AgNPs are indeed on the
membranes and metabolic activity of human cells, as well as
inflicting a myriad of secondary effects, such as generation of
reactive oxygen species (ROS) and damage to DNA.”

The use of natural biopolymers for the synthesis and stabi-
lization of nanoparticles, or in other words, as capping agents,
has gained more attention in recent years due to the anticipated
nanoparticle-polymer conjugate compatibility for biomedical
applications. The present work synthesized biopolymer-capped

© 2021 The Author(s). Published by the Royal Society of Chemistry
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AgNPs: alginate-Ag, gelatin-Ag and silk fibroin-Ag, and studied
their in vitro and in vivo cytotoxicity. These biopolymers are
among the major ones currently being developed. Alginate is
a natural anionic polysaccharide found in seaweed, which is
composed of B-(1,4) linked p-mannuronic acid and o-L-gulur-
onic acid units.® Gelatin is a heat-denatured protein (a collagen)
and contains many glycine (almost one in every three residues),
proline and 4-hydroxyproline amino acid residues (a typical
structure would be Ala-Gly-Pro-Arg-Gly-Glu-4Hyp-Gly-
Pro).>" Silks are proteins that are present in the glands of
arthropods such as silkworms and bees, and then spun into
fibres during metamorphosis."* Silk from Bombyx mori (silk
worm) consists of two main proteins, sericin and fibroin, with
the latter being more commonly used as a nanoparticle capping
agent, which is largely made up of the peptide Gly-Ser-Gly-Ala-
Gly-Ala.'”** Alginate, gelatin and silk fibroin have been shown
to be biodegradable®** and relatively “invisible” to the immune
system."

Scholarly studies have investigated the biomedical applica-
tions of alginate-, gelatin- and silk fibroin-Ag nanoparticles and
coatings, in particular due to their antimicrobial potential.
These nanoparticles were synthesized using various biological
approaches, for example via the use of plants/plant-derived
extracts or their derivatives and microbes, as well as chemical
approaches, the main one being the reduction of metallic salts
by sodium borohydride.'**® Sharma et al.*® reported the anti-
microbial efficacy of sodium alginate-chitosan-Ag composite
films on Gram-positive and Gram-negative bacteria. In another
study, Xiang et al.* observed the anti-fungal activity of alginate-
Ag nanoparticles with higher cell membrane penetrating ability
when compared to the bare, non-capped AgNPs. Similarly, for
gelatin-Ag, Kubendiran et al.** reported higher antimicrobial
efficacy of the nanoparticles than those of non-capped AgNPs.
Only a few reports have been published on silk fibroin-Ag
nanoparticles.”*® Fei et al.** observed that silver particle and
silk fibroin nanocomposites were effective towards methicillin
resistant S. aureus and inhibited biofilm formation by the same
bacteria. Shivananda et al.*® reported the synthesis and char-
acterization of silk fibroin and silver nanoparticle composite
films. Research inquiries have also studied the antimicrobial
activity of other biopolymer-capped AgNPs. Travan et al.**
studied the synthesis and stabilization of silver nanoparticles
with a chitosan-derived polysaccharide and found that the
nanocomposite displayed bactericidal activity against both
Gram-positive and Gram-negative bacteria.

Biopolymer-capped nanoparticles have also been developed
for drug delivery applications to move away from issues often
encountered with the use of more conventional nanocarriers,
such as liposomes. In many cases, these nanocarriers are
associated with extensive aggregation, physical and chemical
instability (e.g. due to hydrolysis and lipid oxidation), and faster
elimination rates from blood circulation.”*?*” The alginate,
gelatin and silk fibroin biopolymers have been used as single
conjugates or in combination in drug delivery nano-
formulations for entrapment or encapsulation of drugs, such
as the chemotherapy drug doxorubicin and the anti-
inflammatory agent curcumin; the latter is used, for example,
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in wound healing applications.””"* Studies have indicated that
these nano-biopolymer composites offer better stability (less
aggregation due to cross-linking), sustained and targeted
release of drugs and low cytotoxicity to many cell lines.>*° The
use of the composites was also shown to increase the local
concentration of the drug at targeted sites, therefore mini-
mizing any unwanted side effects. The use of other biopolymers
has also been studied. Boca et al.** reported the synthesis and
use of chitosan-coated nanoparticles as photothermal agents.
The work reported higher cancer cell mortality in the presence
of Chit-Ag nanotriangles when compared to the thiolated
poly(ethylene) glycol-capped gold nanorods, the latter being
a common hyperthermia agent. These conjugates were inter-
nalized by the cancer cells, while exhibiting biocompatibility
with human embryonic cells.*

Highly relevant to the biomedical application of nano-
particles is their exposure to blood. Nanoparticles can enter the
bloodstream through intravenous administration as well as
systemic absorption from other biomedical uses, including
wound dressings and implants, and can then be distributed to
organs and tissues.*»* Interaction of nanoparticles with blood
is therefore important and haemo-compatibility should be one
of the key factors in the design and development of biomedical
NPs.** Furthermore, nanoparticles, when exposed to biological
fluids, will be immediately decorated with proteins (in this case,
the blood plasma proteins). The composition of these surface-
bound proteins, referred to as protein coronas, will determine
how the cells ‘see’ and interact with the nanoparticles, in turn
affecting the biological behaviour of the particles.*>* Studies
have described the importance of particle physicochemical
characteristics, including size and surface chemistry, in the
protein fingerprints of the corona.***”

Research inquiries have indeed investigated the cytotoxicity
of biopolymer-capped AgNPs. Khanh et al.*® studied the in vitro
effect of gelatin-Ag on fibroblasts and found that the survival of
fibroblasts increased considerably and was even higher than
that of the control sample, on application of gelatin-curcumin-
silver suspensions at 62.5 pL. m1~" concentration. In another in
vitro study, silver nanoparticle-silk fibroin films were found to
support the growth and proliferation of osteoblast cells in vitro
without disruption of the osteogenic differentiation of hMSCs.
This study therefore supported the use of AgNP-silk fibroin
films in bone tissue engineering.*® In vivo cytotoxicity studies of
biopolymer-capped AgNPs is still scarce. One recent in vivo
investigation by Diniz et al.*® studied hydrogels of sodium
alginate and gelatin with AgNPs and observed antimicrobial
activity, which in turn aided healing of cutaneous lesions in rat
models. The work found that these composite hydrogels were
non-toxic to fibroblast cells in vitro. At this stage, there are still
very few cytotoxicity studies of nanoparticles in blood, both in
vitro and in vivo. In view of the increasing use of biopolymer-
capped nanoparticles, including AgNPs in the biomedical
context, and to gain more reliable knowledge regarding their
important cytotoxicity assessment, we herein seek to synthesize
and carry out simultaneous in vitro and in vivo studies on the
cytotoxicity of (sodium) alginate-Ag, gelatin-Ag and silk fibroin-
Ag, to firstly assess their aggregation behaviour in different
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biologically relevant media, and study the formation of protein
coronas and ultimately their in vitro and in vivo cytotoxicity on
red blood cells, as well as accumulation in organs and tissues in
mouse models. The study will assess the nanoparticle haemo-
compatibility, with focus on the in vitro haemolytic activity in
human red blood cells (erythrocytes), both in the absence and
presence of blood proteins, elucidating the coronal protein
profiles and their potential effects on haemolysis, and ulti-
mately, a preliminary study on the in vivo haemolysis potential
of the nanoparticles as well as the particle distribution profiles
(and silver quantification) in major organs in mice; the latter is
to gain insights into the organ compatibility of the biopolymer-
capped AgNPs. This type of in vitro and in vivo compatibility
study on blood cells and organs, to the best of our knowledge,
has not been reported previously.

2. Experimental
2.1 Materials

Chemicals including silver nitrate (209 139, =99% purity),
sodium alginate (A0682, low viscosity), and gelatin type A
(G1890, gel strength ~300 g Bloom) were purchased from
Sigma-Aldrich. Lithium bromide (=99% purity) was purchased
from Acros Organics. Sodium carbonate was obtained from
Gibco Laboratories. Amicon centrifugal filters and a Pur-A-Lyzer
maxi dialysis kit were purchased from Millipore and Sigma-
Aldrich, respectively. Human blood samples were procured
from the Australian Red Cross Blood Service after obtaining
ethical approval from the University of NSW (UNSW HCEC no.
HC16756). Balb/c mice were obtained from the University of
NSW with ethical approval (17/155B).

2.2 Methods

Preparation of silver nitrate. Analytical grade silver nitrate
was dissolved in Milli-Q water (Synergy Millipore unit) to obtain
a stock concentration of 0.5 M. This stock was used to prepare
various working concentrations for nanoparticle synthesis.

Preparation of stabilizers and/or reductants. Sodium algi-
nate solution (0.5% and 1% w/v), gelatin type A solution (1-6%
w/v), and silk fibroin solution (1-3% w/v) were prepared in Milli-
Q water. Silk fibroin was extracted from the cocoons of the
silkworm Bombyx mori.** ChemDraw Professional 16.0 was used
to draw the chemical structures of the polymers, presented in
ESI Fig. S1.1 For silk fibroin, briefly, cocoons were cut into small
pieces. 5 g of cocoon pieces was boiled in 0.02 M sodium
carbonate solution for 30 min. Following this the fibres were
filtered out and washed thrice in distilled water and air-dried
overnight. Dried fibres were dissolved in 9.3 M lithium
bromide solution in a 1 : 4 volumetric ratio, over a period of 3-
4 h with stirring, at room temperature. The dissolved silk
fibroin (10 mL) was then dialyzed against 1 L Milli-Q water (with
6 changes) over a 48 h period using 10 K MWCO dialysis tubing
(manufacturer). To determine the concentration of silk in
solution, a small weighing boat was measured, and 0.5 mL of
the silk solution was placed in the boat and allowed to dry at
60 °C. Once dry, the weight of the silk was determined and
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divided by 0.5 mL and the yielded weight per volume (w/v)
percentage was calculated. Following this method, we ob-
tained a yield of 3 £ 0.2%.

Synthesis of nanoparticles. The silver nanoparticle synthesis
procedure using alginate was broadly based on previous work.*
For our work, respective solutions of sodium alginate and
gelatin were heated to 90 °C with continuous stirring (200-250
rpm), following which a known concentration of silver nitrate
solution was added in a 1 : 5 (v/v) ratio. The mixture was stirred
at 90 °C for a further 20 min following which no colour change
was observed. It was observed that addition of ascorbic acid or
soluble starch (20-100 mg) was required to hasten the gelatin
stabilized reduction. Silk fibroin stabilized silver nanoparticles
were synthesized at 37 °C and 60 °C under static conditions over
a 48 h period.

Purification and concentration of particles. Differential
centrifugation was adopted as a purification strategy. 1 mL of
the samples was centrifuged sequentially at 500g, 5000g and
finally 16 000g for 20 min at ambient temperature. After each
step, the supernatant was transferred to a fresh tube and
centrifuged at the next higher speed to obtain relatively
monodisperse particle preparation. Amicon centrifugal filters
(50 K MWCO, Millipore) and dialysis were further used to
remove any leftover unreacted constituents from the mixture
and for concentration of nanoparticle suspensions. 5-7 mL of
composite solutions was placed in 50 mL Amicon filters and
centrifuged at 5000g according to the manufacturer's instruc-
tions, for 60 min and 75 min for this concentration step. For
dialysis, each of the three particles dialysed were placed in Pur-
A-Lyzer cassettes against ultrapure water, with sample-to-buffer
ratios of 1:100 and 1:200, for a period of 24 h with five
changes of water.

Characterization

UV-visible spectroscopy. The initial indication of the formation
of silver nanoparticles was recorded in a UV-Visible spectro-
photometer (SPECTROstar Nano, BMG Labtech) using a scan
range of 200-900 nm. Composite solutions were diluted where
necessary to prevent deviation from Beer-Lambert's law and
obtain reliable values and observance of a peak with an
absorption maximum between 390 nm and 450 nm was
considered to be the evidence of formation of AgNPs.

Dynamic light scattering and zeta potential. The average
hydrodynamic diameter and polydispersity index of different
AgNPs were determined by dynamic light scattering (DLS) using
a Zetasizer Nano ZS (Malvern) after correction for the change in
viscosity due to the presence of the high molecular weight
polymer in the final dispersion. All the observations were
recorded at 25 °C.

Transmission electron microscopy. An FEI Tecnai G2 20 TEM
with a thermionic source (LaB¢) was used to determine the
morphology and the size of particles. Before taking the images,
particles were centrifuged, and the pellet obtained together with
a little supernatant was dropped onto a carbon film coated
copper grid. Excess solution was removed carefully using
Whatman filter paper no. 1. The grid was then allowed to air dry
and then mounted on a single-tilt holder and imaged in bright-
field.

© 2021 The Author(s). Published by the Royal Society of Chemistry
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X-ray photoelectron spectroscopy. Surface chemical character-
ization of the particles was performed on a Thermo ESCALAB
250Xi X-ray photoelectron spectrometer (XPS), equipped with
a monochromated Al K alpha (energy 1486.68 eV) X-ray source.
The power of the anode was 120 W (13.8 kV x 8.7 mA) and pass
energy was set at 100 eV for survey scans, and 20 eV for region
scans. The spot size subjected to analysis was 500 pm and
photoelectron take-off angle was 90°.

Inductively coupled plasma optical emission spectroscopy. 1CP-
OES (PerkinElmer OPTIMA 7300) was used to calculate the
concentration of silver nanoparticles in solution. 20 pL of the
sample was digested with 200 pL of conc. nitric acid and the
final volume made to 10 mL using ultrapure water before
analysis.

Preparation of plasma from whole blood samples. A
measured volume of 5 mL of the whole blood samples was
fractionated at 2500¢ for 10 min under ambient conditions. The
top plasma layer was aspirated out carefully avoiding contami-
nation from the buffy coat and erythrocytes, aliquoted and
stored at —80 °C until further analysis. For study in blood
plasma, plasma samples were thawed and diluted to 2% (v/v) in
PBS (pH 7.4). Plasma was incubated with different particles for
3 h at 37 °C. Thereafter the particle-protein complex was
retrieved by centrifugation at 2500g for 10 min at ambient
temperature. Particle pellets were washed with PBS (pH 7.4)
thrice.

Stability studies in phosphate buffered saline (PBS). To
determine the stability of particles in PBS, 950 pL of PBS (pH
7.4) was added to 50 uL of 200 pg mL™ ' individual particle
suspensions. The suspensions were mixed gently, and readings
were recorded on a UV-Vis spectrophotometer in a scan range of
200 nm to 900 nm.

Haemolysis assays on washed erythrocytes and whole blood.
Tested whole blood was obtained from the Australian Red Cross
Blood Service (Sydney). Blood samples were fractionated at
2500g for 10 min at ambient temperature. Upon fractionation,
plasma was aliquoted and stored separately at —80 °C for
further use. The buffy coat was discarded and the erythrocytes
were used in this assay. The erythrocytes obtained were washed
in sterile saline solution and centrifuged two more times at
2500g for 10 min with a wash with saline solution in between.
Following this 1 mL of erythrocytes was diluted with 49 mL of
Phosphate Buffered Saline (PBS), i.e. ina 1 : 50 ratio (v/v). For all
the haemolysis experiments, 160 pL of diluted RBCs was aspi-
rated in a V-bottom 96 well plate and the remaining 40 pL was
made up with the negative and positive controls and test
samples. For conducting haemolysis assays on whole blood,
1 mL of whole blood was diluted with 49 mL of Phosphate
Buffered Saline (PBS), i.e. in a 1:50 ratio. 160 pL of diluted
RBCs was aspirated in a V-bottom 96 well plate and the
remaining 40 uL was made up with the negative and positive
controls and test samples.

LC-MS/MS to elucidate the profile of coronal proteins. A 2%
blood plasma solution was incubated with 200 pg mL™" of the
tested AgNPs for 3 h, in a 1:5 (v/v) ratio, at 37 °C. Following
incubation, the samples were centrifuged at 16 000g for 20

© 2021 The Author(s). Published by the Royal Society of Chemistry
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minutes thrice. After each centrifugation step, the particles were
washed with PBS. After the final step, the pellet (sedimented
particles) was treated with 2% sodium cacodylate buffer to
dissociate all proteins bound to particles and the solutions were
subjected to LC-MS/MS analysis. Data from all MS/MS samples
were analyzed using Mascot (Matrix Science, London, UK;
version 2.6.0). Mascot was set up to search the sprot_14 2 18
database (selected for Homo sapiens, unknown version, 20 333
entries) assuming the digestion enzyme trypsin. Mascot was
searched with a fragment ion mass tolerance of 0.050 Da.
Scaffold (version Scaffold_4.8.9, Proteome Software Inc., Port-
land, OR) was used to validate MS/MS based peptide and
protein identifications. Peptide identifications were accepted if
they could be established at greater than 95.0% probability by
the Peptide Prophet algorithm with Scaffold delta-mass
correction.” Protein identifications were accepted if they
could be established at greater than 95.0% probability and
contained at least 2 identified peptides. Protein probabilities
were assigned by the Protein Prophet algorithm.*® Proteins that
contained similar peptides and could not be differentiated
based on MS/MS analysis alone were grouped to satisfy the
principles of parsimony.

In vivo studies with Balb/c mice. Pilot animal studies were
performed on 5-6 week old female Balb/c mice sourced from
the University of NSW after obtaining approval as per UNSW
guidelines (Ethics approval number 17/155B) to evaluate the in
vivo haemolysis and organ accumulation pattern of nanosilver.
Mice were administered with a single dose of 100 pL of silver
nanoparticle suspension via lateral tail vein injection. Animals
were divided into ten groups and each group was assigned three
mice (n = 3). Out of ten, mice in each of the nine groups were
administered 100 pL of one of two concentrations of silver
nanoparticles: 2.5 or 10 mg per kg body weight (i.e. 50 pg mL
or 200 pug mL™ ") of alginate-Ag, silk fibroin-Ag, citrate-stabilised
10 nm, and citrate-stabilised 40 nm particles. The tenth group
was the carrier control and was injected only with sterile saline
solution. We omitted gelatin-Ag from animal studies as these
particles were affected with contamination on storage. For all
studies, two out of three mice were sacrificed after the treatment
period of 24 h and one from each group was sacrificed on the 8
day. Mice were sacrificed using carbon dioxide in a chamber
where the level of CO, was gradually elevated to minimize
discomfort to the animals.

Around 0.5 mL of blood was withdrawn in vacutainers with
PBS (pH 7.4) from the thoracic cavity of mice treated with
particles after sacrificing the animal post treatment period.
Haemolysis was observed visually post centrifugation at 2500g
for 10 min at ambient temperature.

To evaluate the silver content in organs, mice were dissected
post-necropsy and organs stored in sodium cacodylate buffer
(0.1 M). For ICP-OES analysis (PerkinElmer OPTIMA 7300),
samples were digested with nitric acid (5% v/v final concentra-
tion). Weights of individual organs were recorded before the
analysis in triplicate to calculate the average amount of silver
present in each tissue.

Nanoscale Adv., 2021, 3, 4424-4439 | 4427
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2.3 Statistical analysis

Each experiment had a minimum of three to five replicates and
each experiment had been repeated at least thrice. One-way and
two-way ANOVA were applied to see the statistical relevance of
the results. In each case, p < 0.05 and p < 0.01 (for SOD assay)
were considered statistically significant.

3. Results and discussion

3.1 Synthesis and characterization of biopolymer silver
nanoparticles

Three biopolymers (sodium alginate (0.5 and 1% w/v), gelatin (1-
6% w/v) and silk fibroin (1-3% w/v)) were evaluated for their
capacity as reductants and/or stabilizers for the synthesis of
silver nanoparticles from silver nitrate. We found that all
biopolymers were able to function as reductants and/or stabi-
lizers, generating relatively small and stable silver nanoparticles.
The particle formation was first assessed based on visual colour
change. For sodium alginate (optimized reaction temperature of
90 °C, alginate as a reductant and stabilizer), stable silver
nanoparticles (alginate-Ag) were formed at 0.5% w/v (20 mL) of
the polymer and 0.04 M (5 mL) silver nitrate (2 mmol Ag* per g
sodium alginate). For gelatin (90 °C optimum reaction temper-
ature, gelatin as a stabilizer and added ascorbic acid as
a reductant), stable silver nanoparticles (gelatin-Ag) were formed
at 1% w/v (20 mL) of the polymer and 0.01 M (5 mL) silver nitrate
(0.25 mmol Ag" per g gelatin). For the alginate and gelatin,
a colourless-to-brownish colour change, an indication of Ag" to
metallic Ag® reduction, was observed within 5-10 min of silver
nitrate addition into the biopolymer solutions. At higher
amounts of silver nitrate, formation of silver aggregates was
visible with an immediate colour change. Ultimately, for silk
fibroin (37 °C optimum reaction temperature, silk fibroin as
a reductant and stabilizer), stable silver nanoparticles (silk
fibroin-Ag) were formed at 1.5% w/v (10 mL) of the polymer and
0.04 M (5 mL) silver nitrate (1.3 mmol Ag" per g silk protein). The
colour change occurred more slowly for the silk-fibroin system,
most likely due to the lower reaction temperature, in agreement
with earlier studies.**** Following a purification step (described
in the next section), we characterized the physicochemical
characteristics of the polymer-capped particles.

Using UV-Vis absorption spectroscopy, a characteristic
localized surface plasmon resonance (SPR) was detected at 360-
475 nm for all the polymer-capped nanoparticles (Fig. 1), vali-
dating the formation of Ag® (silver nanoparticles typically
demonstrate SPR at 390 nm to 450 nm).*® Detailed spectral
analysis of our particles revealed SPR maxima at 410 nm and
409 nm for alginate-Ag and gelatin-Ag, respectively, while
a broad SPR hump was detected for silk fibroin-Ag with
a 422 nm maximum. A red shift would typically indicate larger
particle size;** however further transmission electron micros-
copy imaging of the particles interestingly showed otherwise:
the largest of the polymer-capped particles is the gelatin-Ag (12—
30 nm primary size), followed by silk fibroin-Ag (15-20 nm) and
alginate-Ag (5-10 nm), all with spherical morphology (Fig. 2).
The correlation between the SPR peak position and the particle
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Fig. 1 UV-visible spectra of silver nanoparticles in ultrapure water,
with (a) sodium alginate, (b) gelatin, and (c) silk fibroin biopolymer
cappings. Note that the absorption maxima of the biopolymers do not
overlap with those of the silver particles (shown in the figures are the
410-430 nm characteristic localized surface plasmon resonance (SPR)
of the particles). Absorption maximum of alginate in water is at
~210 nm.” Gelatin has two absorption maxima, one corresponds to
the presence of peptide bonds and side chains of the aromatic groups
(t — w* transition) at 220 nm, and the other corresponds to the
aromatic side chains (n — m* transition) at 280 nm.” The absorption
maximum of the (unmodified) silk fibroin polymer is at 280 nm.”®

primary size is complex. For instance, relevant to the polymer-
capped particles, the presence of electron donating or with-
drawing ligands can shift the SPR peak position relative to the
bare particles.*” The presence of silver in the polymer-capped
nanoparticles was quantified (see Table 1) by inductively
coupled plasma optical emission spectrometry (ICP-OES).

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 Bright-field TEM images and associated size frequency distribution data of particles stabilized with (a) alginate, (b) gelatin, and (c) silk

fibroin, estimated from the images.

Table 1 Silver content of the polymer-capped nanoparticles, as
determined by ICP-OES

Silver content

Particles (mg mL ™)
Na Alg (0.5%)-Ag 1.9 + 0.02
G (1%)-Ag 0.3 £ 0.05
RSF (1.5%)-Ag at 37 °C 23403

We next performed X-ray photoelectron spectroscopy (XPS)
to analyse the particles’ surface composition. Surface scans
showed the presence of Ag, C, O, and N atoms (Fig. 3, ESI Fig. S1
and S27) in all of the polymer-capped particles, with the specific
presence of Na atoms in alginate-Ag, and in gelatin-Ag and silk
fibroin-Ag, the presence of S atoms. High resolution scans of the
particles further confirmed the presence of the biopolymers on
the particles, revealing the chemical bond signatures of the
polymers. As presented in Fig. S3,1 apart from the expected
signature presence of the Na 1s peak in alginate-Ag particles,
the scans also showed higher presence of C-O, C-N and C=0
relative to C-C bonds, a characteristic of alginate. For gelatin-

© 2021 The Author(s). Published by the Royal Society of Chemistry

Ag, the scans showed the signature S 2p peaks, due to the
presence of the amino acid cysteine and methionine in the
biopolymer. Scans of silk fibroin-Ag showed the presence of
an N 1s peak with relatively high binding energy at >406 eV,
which is consistent with the N-O interactions in the B-sheet
motif of silk fibroin.

3.2 Purification of the biopolymer silver nanoparticles

To purify the particle preparations, we assessed two approaches
following a three-step differential centrifugation process. The
first of the three centrifugation steps (500g) removed larger
debris, which were present following the synthesis. The second
(5000g) and third (16 000g) steps further removed rather large
aggregates that were not visible by the naked eye, yet were
clearly seen in microscopic preparations (Fig. S4t). The super-
natant from the third step contained a relatively homogeneous
and monodisperse population of particles, as evident from the
TEM images (Fig. 2). To isolate the particles from unreacted
constituents in the supernatant, we assessed two procedures:
centrifugation using ultrafilters and dialysis. The centrifugation
(5000g, 60 min) with the use of a 50 kDa MWCO (molecular

Nanoscale Adv., 2021, 3, 4424-4439 | 4429
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Fig. 3 High-resolution XPS spectra indicating the formation of
respective silver-biopolymer particles.

weight cut-off) filter was optimal for concentrating the particles,
enabling a 10- to 20-fold increase in particle concentration.
Centrifugation for longer than 60 min caused further particle
aggregation, as well as greater loss of particles with the aggre-
gates adhering on the filter membrane (Fig. S41). On the other
hand, shorter centrifugation of 15 and 30 min led to no or very
little supernatant passing through the filter (data not shown).
For the alternative dialysis procedure, we observed undesirable
sample dilution with all the particle preparations (Fig. S51). An
additional evaporation step is required to concentrate dialysed

4430 | Nanoscale Adv., 2021, 3, 4424-4439
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preparations, which could also lead to unwanted concentra-
tions of any unreacted components within the particle samples.

3.3 Stability of biopolymer silver nanoparticles in aqueous
environments

Considering the intended biological use of the biopolymer-
capped nanoparticles, we next assessed the hydrodynamic
diameter of the particles, that is, their average size when in
aqueous systems. Our study also included the commercially
purchased citrate-stabilized silver nanoparticles (10 and 40 nm
primary size) for size comparisons. Measured using dynamic
light scattering analysis, we found that both alginate-Ag (Z-ave
= 57 £ 2 nm) and gelatin-Ag (59 + 1 nm) had comparable
average size in water, almost half of that of silk fibroin (104 + 2
nm) (Fig. 4 and Table 2). The biopolymer-capped particles had
comparable hydrodynamic sizes to the ‘control’ citrate-
stabilized particles, 43 + 10 nm for the 10 nm particles and
83 £ 11 nm for the 40 nm particles. This relatively low degree of
aggregation in water when compared to silver nanoparticles of
a similar primary size is most likely due to the presence of
functional groups on their surface as stabilizers, which in turn
affect the net surface charge of the particles (zeta potential).***°
The zeta potential of alginate-Ag for example is highly negative
(—45 + 2 mV, Table 2), possibly due to the presence of hydroxyl
and carboxyl groups in the alginate, facilitating a relatively high
degree of electrostatic repulsion between the particles.

Next, we assessed the hydrodynamic sizes of the particles in
saline and blood plasma (Fig. 4); both are among the most
important aqueous systems associated with biological applica-
tions. For example, in drug delivery applications, nanoparticles
will first encounter interstitial fluid or blood when delivered
intracutaneously or intravenously.”® Other relevant cases
include implant applications.”»*> When suspended in phos-
phate buffered saline (PBS, pH 7.4), the average hydrodynamic
sizes in general increased for all particles, relative to water,
indicating aggregation (in particular the alginate-Ag and citrate-
Ag with 2- to 4.5-fold larger aggregates), which is consistent with
their (nominally) decreasing zeta potential. Aggregation at high
salt concentration, in some cases up to 100-fold, has been re-
ported by previous studies, and the phenomenon seemed to be
independent of surface modification.****>* It is also important
to note that in comparison to alginate-Ag, significantly less
aggregation was observed for gelatin- and silk fibroin-Ag, the
reason for which is still unclear at this stage, as polymers due to
their bulky structures have been indicated to exhibit steric
hindrance that could limit aggregation of particles.>**® Here in
general, the average hydrodynamic size of the biopolymer-
capped NPs was much smaller than that of the citrate-Ag
‘control’ particles. This is thought to result from the absence
of a polymer layer in the latter, which could be associated with
a more significant decrease in the double layer of charge on the
nanoparticle surface (the Helmholtz layer), to cause, at least in
part, a pronounced increase in aggregation.***”

Interestingly, incubation in blood plasma saw (nominally)
increasing zeta potential for all particles, which indeed resulted
in a lower degree of aggregation, relative to PBS (in particular

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Fig. 4 DLS analysis showing intensity versus size distribution patterns of particles in Milli-Q water, PBS (pH 7.4) and human blood plasma (2%).

the alginate-Ag and citrate-Ag with 2- to 3-fold smaller aggre-
gates). This is most likely to be associated with the formation of
a protein corona on the particles due to the presence of proteins
in the blood plasma, as next described. Note that in blood
plasma, the average hydrodynamic size of all the biopolymer-
capped particles was comparable to that of the citrate-Ag
particles.

Furthermore, it was found that the particle colloidal
suspensions could maintain their size and thus stability
(assessed for up to 6 weeks in water, Fig. 1), suggesting that the

© 2021 The Author(s). Published by the Royal Society of Chemistry

surface presence of the biopolymers reduces further aggrega-
tion of the particles through steric repulsion.* Studies have
hypothesized that the likely presence of free polymer chains in
the particle systems can sterically hinder the formation of
aggregates.”®* The relatively small (57 to 104 nm) size of the
polymer-capped particles in aqueous systems, including in
a protein-rich environment, and equally importantly, their
potential stability in aqueous environments, show the particles’
potential for use in biological applications.*>**
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Table 2 Hydrodynamic diameter and zeta potential values of silver nanoparticles in various media“

Hydrodynamic diameter,

Zeta potential

S. no. Nanosilver types Medium Z-ave (d, nm) Polydispersity index (mv)

1 Citrate-Ag (Sigma 10 nm) w 43 £ 10 0.3 +0.2 —32+£3
PBS 199 £ 11 0.2 + 0.01 —8+3
BP 64 +1 0.5 4 0.01 —24+1

2 Citrate-Ag (Sigma 40 nm) w 83 £11 0.2 + 0.03 -5 +0.2
PBS 166 £ 5 0.1 £ 0.03 -16£t1
BP 82 +4 0.5 £ 0.1 —-26+1

3 Na alginate (0.5%)-Ag w 57 £2 0.5+ 0.1 —45+2
PBS 240 £7 0.1 + 0.01 —24£2
BP 75 £2 0.5 4= 0.03 —27£1

4 Gelatin (1%)-Ag w 59+ 1 0.6 4 0.01 11+2
PBS 66 + 6 0.4 +0.1 —-1+0.5
BP 57 £1 0.7 = 0.04 —10 £ 0.6

5 RSF (1.5%)-Ag w 104 £ 2 0.2 4+ 0.01 —20+1
PBS 117 £ 10 0.1 &+ 0.03 —5+0.5
BP 79£5 0.5 4= 0.04 —-14 +2

“ W = Milli-Q water, PBS = phosphate buffered saline (pH 7.4), BP = blood plasma. Values in both tables represent mean + SD.

3.4 Elucidation and analysis of protein coronal signatures of
particles

Using tandem chromatography-mass spectrometry (LC-MS/MS)
analysis, we found 166 proteins adsorbed on the surface of
alginate-Ag, 170 proteins on gelatin-Ag and 156 proteins on silk
fibroin-Ag. The quantitative profiling of individual proteins is
presented in Fig. 5, in order of abundance. The analysis
revealed almost identical protein identity for the biopolymer-
capped particles. For example, albumin, being the most abun-
dant protein in the plasma, was also the most abundant protein
in the coronas of all three particles. Other examples are the
presence of alpha and beta fibrinogen, apolipoprotein A1 and
talin 1. Earlier studies have indicated that the concentration of
proteins in biological fluids could affect the nanoparticle
aggregation, being associated with the rate at which the protein
corona forms. Less nanoparticle aggregation was seen in fluids
with higher protein concentrations (faster rate of protein
corona formation), while a higher extent of nanoparticle
aggregation were more common in fluids with lower protein
concentrations (slower rate of protein corona formation).>**
This is in agreement with the observed smaller hydrodynamic
size of our polymer-capped particles in blood plasma, when
compared to those in PBS (Table 2).

Although the identity and composition of proteins in the
coronas of the polymer-capped particles generated in this study
were very similar, we also found the unique presence of
a number of proteins in the coronas of different particles.
Complement C1q subcomponent subunit C (C1QC) was only
detected in the corona of alginate-Ag particles. Likewise,
collagen alpha-2(I) chain (CO1A2) and complement C4-A
(CO4A) proteins were only found in the corona of gelatin-Ag
particles. Immunoglobulin heavy constant mu (IGHM) was
found in the corona of both alginate and gelatin-Ag particles,
but not in the silk fibroin-Ag corona. The observation of unique
protein fingerprints is consistent with many studies, again
highlighting the influence of the particles’ physicochemical

4432 | Nanoscale Adv, 2021, 3, 4424-4439

characteristics, in this case, the different sizes and presence of
surface functional groups, on the protein identity as well as
relative abundance of the formed coronas.*® The presence of
unique complement proteins like C1QC (on alginate-Ag) and
CO4A (on gelatin-Ag) may be due to differences in the surface
characteristics like functional groups, curvature and roughness
of particles.*® According to Gunawan et al.,* different sizes and
different surfaces are important factors that could lead to
preferential adsorption of the complement proteins on certain
types of particle and may cause the nanoparticles to induce cell-
specific uptake to distinct degrees. Immunoglobulins, on the
other hand, are known for their affinity for hydrophobic
surfaces.*® However, in our study IGHM was found on alginate-
Ag and gelatin-Ag and was not present on silk fibroin-capped
particles, even though silk fibroin is less hydrophilic than
both alginate and gelatin, with long regions of hydrophobic
amino acid residues in its structure. This indicates that apart
from surface chemistry, other parameters like particle size,
curvature and rugosity may have a deciding role in governing
protein corona composition. Particles with different coatings
show preferential adsorption of specific immunoglobulin
types.*® Moreover, higher adsorption of IgM relative to IgG on
PEG-SWCNTs, in one of the studies, corresponded to lower
ratios of spleen versus liver accumulation of the particles.*® This
is in agreement with the observation in our in vivo studies.
Alginate-Ag particles (IGHM present in the corona) recorded
high accumulation in the liver (up to 422 pg Ag per g tissue) of
Balb/c, as compared to only up to 275 ng Ag per g tissue in silk
fibroin-Ag particles (where no IGHM was detected). Further-
more, we found the presence of erythrocyte cytoskeletal protein
spectrin, SPTA1 and SPTB1, in the blood plasma preparations,
and interestingly, these proteins were detected in the corona of
all the polymer-capped particles (Fig. 5). The findings indicated
the affinity of silver particles to the alpha (SPTA1) and beta
chains (SPTB1) of spectrin, which could possibly be one of the
initial ‘points of interaction’ of silver particles with erythrocytes.

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 Quantitative profiling, based on average TIC values, of coronal
proteins on (a) alginate-, (b) gelatin- and (c) silk fibroin-capped silver
particles. The nanoparticles (200 pg mL™1) were incubated in blood
plasma (2%) for 3 h. The order of appearance of the proteins is based
on abundance (with those on the top being the most abundant). The
presence of unique proteins in the corona of each particle is high-
lighted in bold. Arrows show the presence of a- and B-chains of
spectrin, as well as apolipoprotein Al in all the coronas.

However, this needs to be substantiated by further experiments.
We next studied the in vitro and in vivo cytotoxicity of the
particles on red blood cells and assessed the in vivo distribution
of the particles.

3.5 Haemolytic activity of biopolymer silver nanoparticles on
red blood cells and the effect of protein corona

The haemolytic activity of the biopolymer-capped particles
(alginate-Ag (5-10 nm primary size), gelatin-Ag (12-30 nm) and
silk fibroin-Ag (15-20 nm), at 25-200 pg Ag mL ") was studied
on washed erythrocytes (red blood cells) and whole blood, the
latter to determine the effect of blood plasma proteins on the
haemolytic activity. We also included the commercially

© 2021 The Author(s). Published by the Royal Society of Chemistry
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purchased citrate-stabilized silver nanoparticles of comparable
primary sizes with the polymer-capped particles (10 and 40 nm).
Erythrocyte lysis was assessed by spectrophotometric
measurement of haemoglobin release at 540 nm. For the
washed erythrocytes, as shown in Fig. 6a, we observed
concentration-dependent haemolysis effects for gelatin-capped
and silk fibroin-capped particles, as well as for the citrate-
stabilized control particles (note that the haemolytic activity
of alginate-Ag was independent of concentration, the reasons
for which are unclear at this stage; we have confirmed the
observation with multiple experimental replicates). The
polymer-capped particles were in general associated with
a higher extent of haemolytic activity than the citrate-stabilized
particles. Exposure of the washed erythrocytes to 25 to 200 pg Ag
per mL polymer-capped particles resulted in 20 to 100% hae-
molytic activity relative to the positive control (100%) (excluding
the gelatin-Ag with ~5% activity at the lower 25 and 50 pg Ag
mL™"), while the citrate-stabilized particles were associated
with <20% activity for all the tested particle concentrations.

This pattern of haemolytic behaviour most likely relates to
the extent of aggregation of the particles. The polymer-capped
particles, in particular the gelatin-Ag and silk fibroin-Ag, had
smaller hydrodynamic size in PBS (the medium for the hae-
molytic assay, see Table 2 and Fig. S6t) than the citrate stabi-
lized particles, and are therefore thought to interact more
closely with erythrocytes due to their higher specific surface
area, leading to extensive haemolysis. Similar observations have
also been reported by other studies.®>** Chen et al.®* for example
observed a size-dependent haemolytic effect of AgNPs on red
blood cells (from fish), more specifically, ~60% higher hae-
molytic activity with the smallest particle (15 nm primary size),
in comparison to the larger particles (50 nm and 100 nm
primary size) that showed less than ~10% haemolytic activity.
This size-dependent effect was also observed by Choi et al.®
when studying the haemolytic activity of AgNPs in comparison
to their micron-sized counterparts. Alternatively, the red blood
cells with their surface presence of proteins can strip off the
biopolymer from the nanoparticle surface, and in turn directly
interact with AgNPs which increases haemolysis, while not
being able to strip off the citrate that has stronger affinity to
silver than the cell surface proteins.®*’

Next, our study with the whole blood yielded interesting
results. We found that the particles’ haemolytic activity was in
general higher in comparison to those in the washed erythro-
cyte experiment. As shown in Fig. 6b, the biopolymer-capped
particles exhibited 50 to 100% higher haemolytic activity (rela-
tive to the positive control) when compared to the washed
erythrocyte system, in particular for gelatin-Ag and silk fibroin-
Ag, while the citrate-stabilized particles were associated with up
to 20% activity. Indeed, as previously described, the particle
hydrodynamic size was significantly smaller in the presence of
blood proteins (measured in blood plasma), in particular for the
alginate-Ag (~70% reduction in size) and silk fibroin-Ag (30%
reduction), in comparison to the PBS system, which is linked to
the formation of protein coronas on the particles upon exposure
to the blood plasma. Earlier studies have also indicated the
effect of protein corona formation on the haemolytic potential

Nanoscale Adv., 2021, 3, 4424-4439 | 4433
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of metallic nanoparticles. Saha et al®® observed that gold
nanoparticles (2 nm core size) functionalized with nine
different hydrophobic groups exhibited lower haemolytic
activity in the presence of plasma proteins. Interestingly,
a group also observed no significant adsorption of blood
proteins on gold particles upon incubation in blood.*

Taken together, our study interestingly observed a higher
extent of in vitro haemolytic activity with the biopolymer-capped
AgNPs in comparison to the citrate-stabilized AgNPs, both in
the absence and presence of blood proteins. The smaller
aggregate size of the biopolymer-capped NPs is thought to be
the key factor for the extensive haemolysis. It is also apparent
that the presence of the biocompatible polymer conjugates did
not alleviate the already known haemolysis effect of AgNPs on
red blood cells, although at this stage, we are not clear about the
underlying causes. In whole blood studies, there have been
reports suggesting the role of specific proteins in the corona,
such as apolipoprotein A1, which aid nanoparticle interactions

4434 | Nanoscale Adv, 2021, 3, 4424-4439

with the cell membrane.” Apolipoprotein A1, which is present
in the corona of all three particles in this study, has been
associated with higher haemolysis earlier’* and higher cell
contact and internalization.”” Apolipoprotein A1l is indeed
present in the corona of all three biopolymer-capped AgNPs in
our study (Fig. 5) which could be a factor in their higher extent
of haemolysis in the whole blood samples when compared to
those in the absence of blood proteins (washed erythrocytes).
While less evident in specific cases, our study found that the
extent of haemolysis was in general concentration-dependent.

3.6 In vivo haemolytic activity and organ distribution of
biopolymer silver nanoparticles

The study next investigated the haemolytic effects of the
biopolymer-capped and citrate-stabilized nanoparticles in vivo,
as well as their distribution in organs following intravenous
dosing. Balb/c mice were intravenously injected with 2.5 or
10 mg per kg body weight (equivalent to 50 or 200 pg mL ™"

© 2021 The Author(s). Published by the Royal Society of Chemistry
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concentration) for 8 days. Following the 8 day exposure, we only
detected mild haemolytic activity in the blood for all the tested
particles in both low and high dosage groups (Fig. S77). ICP-OES
analysis of tissues revealed the highest silver accumulation in
the liver for all particles in both low (6.7 to 17 pg Ag per g tissue)
and high (~150 to 420 pg Ag per g tissue) dosage groups,
following 24 h exposure (Fig. 7a and b). This is in agreement
with many particle distribution studies, where the presence of
fenestrated (porous) endothelium that lines the capillaries in
the liver allowing unobstructed flow of plasma from venous
blood and permitting liver cells to be ‘soaked’ in plasma is
hypothesized as one of the possible reasons for the accumula-
tion of particles in the liver.”” Earlier studies by Marchioni
et al” detected the presence of Ag,S in the liver and had
hypothesized the origins of the nano-sized particle accumula-
tion in organs, which could be applicable to the present work.
The particles were thought to form from soluble Ag(i) species,
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either in the organs or in the bloodstream, and then accumulate
in organs.” Furthermore, lower presence of silver in the kidneys
and lungs was detected for all particles in both low and high
dosage groups in our work, with an even smaller presence in the
brain. The values in the brain tissue were in the range of 0.8 to
9.5 ug Ag per g tissue (both low and high dosage groups) and are
most likely due to the presence of the tightly packed endothelial
cells forming the blood-brain barrier, making the barrier
almost impermeable, even to nanoparticles. Interestingly, we
detected an elevated silver presence in the kidneys and lungs for
the alginate-Ag (~90 and 65 pg Ag per g tissue, respectively)
when compared to other particles for the high dosage group.
The reason for this remains unclear at this stage. Finally,
despite the accumulation of the particles in organs, no adverse
reactions (eye squinting, changes in skin color, abnormal
movement, limping, unusual feeding patterns and breathless-
ness) were observed in the mice, even after 8 days of exposure.
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4. Conclusions

This study successfully synthesized concentrated, well-
characterized nanosilver (AgNPs) composite particles with
three natural biopolymers - sodium alginate, gelatin type A and
silk fibroin. A two-step purification strategy based on sedi-
mentation and ultrafiltration yielded monodisperse particle
preparations at 0.3 to 2.3 mg mL'. The biopolymer-capped
AgNPs were associated with a relatively low degree of aggrega-
tion in water, indicated by their comparable hydrodynamic
sizes to those of the control citrate-stabilized AgNPs. Higher
degrees of aggregation were in general observed in the biolog-
ically relevant medium PBS relative to water for all the
biopolymer-capped NPs and the citrate-NPs, while the aggre-
gation reduces in the blood plasma (relative to PBS); the latter is
most likely due to the detected formation of the protein corona
on the surface of the NPs.

cytotoxicity generally
concentration-dependent 20 to 100% haemolysis on red blood
cells with the biopolymer-NPs, both in the absence and pres-
ence of blood proteins. The haemolysis activity was interestingly
higher in the presence of blood proteins, which is thought to be
associated with the less aggregation of the biopolymer-capped
NPs as well as the detected presence of apolipoprotein Al in
their protein corona; the latter is known to increase nano-
particle interactions and uptake by red blood cells and other
human cells. The haemolysis activity was also higher when
compared to that of the citrate-NPs. Apart from dosage, the
effective hydrodynamic size (degree of aggregation) of the
biopolymer-capped NPs, which is one of the most important
design considerations in biomedical applications of nano-
particles, is apparently the key factor for the observed extensive
haemolysis. Any conclusive role of the biopolymer capping
agents on the haemolysis is difficult to ascertain as the protein
coronas were largely similar in all three particles, with only
a few unique proteins on each of them. Our in vivo mice studies
yielded contrasting results indicating that the biopolymer-
capped NPs exhibited only minimal haemolytic activity.
Among the studied organs, the liver had the highest accumu-
lation of particles, followed by the lungs, kidneys and brain.
Despite the particle accumulation in organs, there was no
evidence of adverse effects on the mice.

Overall, the work presented here provided insights into the
biological impacts of biopolymer-capped silver nanoparticles,
not available previously. Our in vitro and in vivo studies have
raised important research questions that need to be explored to
gain an in-depth understanding of the haemocompatibility of
natural polymer-capped nanoparticles. In this regard, more
extensive, long-term studies are underway to advance our
knowledge of particle behaviour, including the origins of the
cytotoxicity, to enable unreserved use of these particles in bio-
logical applications. Nevertheless, this work has emphasized
the importance of carrying out simultaneous in vitro and in vivo
investigations, to formulate reliable and valid conclusions in
studies of this nature, that have the potential of being directly
implicated in biomedical applications.

In vitro studies showed a
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View Article Online

Paper

Conflicts of interest

The authors have no conflicts of interest to declare.

Acknowledgements

PS thanks the Department of Biotechnology, Govt. of India and
School of Biotechnology and Biomolecular Sciences, UNSW for
providing her a fellowship (No. BT/IACBGF/02/05/2014) and
funds to do the work. We are grateful to Dr Jelena Rnjak-
Kovacina, School of Biomedical Engineering, UNSW, for
kindly donating Bombyx mori cocoons for this work. We
acknowledge the support provided by the Mark Wainwright
Analytical Centre, UNSW in carrying out TEM, XPS, ICP-OES and
Zetasizer studies. Help provided by Dr Alistair Laos in using
ChemDraw is gratefully acknowledged.

References

1 L. Ge, Q. Li, M. Wang, J. Ouyang, X. Li and M. M. Xing,
Nanosilver particles in medical applications: synthesis,
performance, and toxicity, Int. J. Nanomed., 2014, 9, 2399-
2407.

2 J. M. Corréa, M. Mori, H. L. Sanches, A. D. da Cruz, E. Poiate,
Jr and 1. A. V. P. Poiate, Silver Nanoparticles in Dental
Biomaterials, Int. J. Biomater., 2015, 2015, 485275.

3 W. Enab, M. M. Mekawy and A. A. Moneim, Inducing
antibacterial activity of commercial PET surgical sutures
via nanoparticles, International Conference on
Chemistry, Biomedical and Environment Engineering
(ICCBEE'14), Antalya, Turkey, Oct 7-8, 2014.

4 M. Trop, M. Novak, S. Rodl, B. Hellbom, W. Kroell and
W. Goessler, Silver-coated dressing acticoat caused raised
liver enzymes and argyria-like symptoms in burn patient, J.
Trauma, 2006, 60, 648-652.

5 C. Gunawan, C. P. Marquis, R. Amal, G. A. Sotiriou, S. A. Rice
and E. J. Harry, Widespread and Indiscriminate Nanosilver
Use: Genuine Potential for Microbial Resistance, ACS Nano,
2017, 11, 3438-3445.

6 R. de Lima, A. B. Seabra and N. Duran, Silver nanoparticles:
a brief review of cytotoxicity and genotoxicity of chemically
and biogenically synthesized nanoparticles, J. Appl
Toxicol., 2012, 32, 867-879.

7 M. V. D. Z. Park, A. M. Neigh, J. P. Vermeulen, L. J. J. de la
Fonteyne, H. W. Verharen, J. J. Briedé, H. van Loveren and
W. H. de Jong, The effect of particle size on the
cytotoxicity, inflammation, developmental toxicity and
genotoxicity of silver nanoparticles, Biomaterials, 2011, 32,
9810-9817.

8 Z. Zhang, O. Ortiz, R. Goyal and J. Kohn, Principles of Tissue
Engineering, Academic press, New Jersey, 2014.

9 L. Bozec and M. Odlyha, Thermal denaturation studies of
collagen by microthermal analysis and atomic force
microscopy, Biophys. J., 2011, 101, 228-236.

10 M. C. Gomez-Guillen, J. Turnay, M. D. Fernandez-Diaz,
N. Ulmo, M. A. Lizarbe and P. Montero, Structural and
physical properties of gelatin extracted from different

silver

© 2021 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0na01013h

Open Access Article. Published on 17 May 2021. Downloaded on 1/10/2026 10:42:53 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

marine species: a comparative study, Food Hydrocolloids,
2002, 16, 25-34.

11 Y. Qi, H. Wang, K. Wei, Y. Yang, R. Zheng, 1. S. Kim and
K. Zhang, A review of structure construction of silk fibroin
biomaterials from single structures to multi-level
structures, Int. J. Mol. Sci., 2017, 18, 237-257.

12 V.I.Lim and S. V. Steinberg, A novel structural model for silk
fibroin: o axB-structure, FEBS Lett., 1981, 131, 203-207.

13 Y. Cao and B. Wang, Biodegradation of silk biomaterials, Int.
J. Mol. Sci., 2009, 10, 1514-1524.

14 J. Sun and H. Tan, Alginate-based biomaterials for
regenerative medicine applications, Materials, 2013, 6,
1285-1309.

15 P. L. Babb, N. F. Lahens, S. M. Correa-Garhwal,
D. N. Nicholson, E. J. Kim, J. B. Hogenesch, M. Kuntner,
L. Higgins, C. Y. Hayashi, I. Agnarsson and B. F. Voight,
The Nephila clavipes genome highlights the diversity of
spider silk genes and their complex expression, Nat.
Genet., 2017, 49, 895-903.

16 M. Sivera, L. Kvitek, J. Soukupova, A. Panacek, R. Prucek,
R. Vecerova, et al., Silver nanoparticles modified by gelatin
with extraordinary pH stability and long-term antibacterial
activity, PLoS One, 2014, 9, €103675.

17 P. Kanmani and J. W. Rhim, Physicochemical properties of
gelatin/silver nanoparticle antimicrobial composite films,
Food Chem., 2014, 148, 162-169.

18 A. K. Singh, M. Tripathi, O. N. Srivastava and R. K. Verma,
Silver nanoparticles/gelatin composite: a new class of
antibacterial material, ChemistrySelect, 2017, 2, 7233-7238.

19 S. Sharma, P. Sanpui, A. Chattopadhyay and S. S. Ghosh,
Fabrication of antibacterial silver nanoparticle-sodium
alginate-chitosan composite films, RSC Adv., 2012, 2, 5837~
5843.

20 S. Xiang, X. Ma, H. Shi, T. Ma, C. Tian, Y. Chen, H. Chen,
X. Chen, K. Luo, L. Cai, D. Wang, Y. Xue, ]J. Huang and
X. Sun, Green synthesis of an alginate-coated silver
nanoparticle shows high antifungal activity by enhancing
its cell membrane penetrating ability, ACS Appl. Bio Mater.,
2019, 2, 4087-4096.

21 L. Kubendiran, K. Dharman, S. M. Subramanian and
V. Srinivasan, Gelatin stabilized silver nanoparticle
provides higher antimicrobial efficiency as against

chemically synthesized silver nanoparticle, J. Cluster Sci.,
2020, 31, 265-275.

22 X. Fei, M. Jia, X. Du, Y. Yang, R. Zhang, Z. Shao, X. Zhao and
X. Chen, Green synthesis of silk fibroin-silver nanoparticle
composites with effective antibacterial and biofilm-
disrupting properties, Biomacromolecules, 2013, 14(12),
4483-4488.

23 C. S. Shivananda, B. L. Rao and Sangappa, Structural,
thermal and electrical properties of silk fibroin-silver
nanoparticles composite films, J. Mater. Sci.:. Mater.
Electron., 2020, 31, 41-51.

24 A. Travan, C. Pelillo, I. Donati, E. Marsich, M. Benincasa,
T. Scarpa, S. Semeraro, G. Turco, R. Gennaro and
S. Paoletti, Non-cytotoxic silver nanoparticle-polysaccharide

© 2021 The Author(s). Published by the Royal Society of Chemistry

View Article Online

Nanoscale Advances

nanocomposites with antimicrobial
Biomacromolecules, 2009, 10, 1429-1435.

25 R. Li, L. Deng, Z. Cai, S. Zhang, K. Wang, L. Li, S. Ding and
C. Zhou, Liposomes coated with thiolated chitosan as drug
carriers of curcumin, Mater. Sci. Eng., C, 2017, 80, 156-164.

26 S. Tavakol, V. Kiani, B. Tavakol, M. A. Derakhshan,
M. T. Joghataei and S. M. Rezayat, Toxicity concerns of
nanocarriers, in Nanotechnology-Based Approaches for
Targeting and Delivery of Drugs and Genes, ed. M. Vijay and
K. Prashant, Academic Press, Cambridge, MA, USA, 2017,
pp. 453-484.

27 M. M. Nasery, B. Abadi, D. Poormoghadam, A. Zarrabi,
P. Keyhanvar, H. Khanbabaei, M. Ashrafizadeh,
R. Mohammadinejad, S. Tavakol and G. Sethi, Curcumin
delivery mediated by bio-based nanoparticles: a review,
Molecules, 2020, 25, 689, DOI: 10.3390/molecules25030689.

28 B. Subia, S. Chandra, S. Talukdar and S. C. Kundu, Folate
conjugated silk fibroin nanocarriers for targeted drug
delivery, Integr. Biol., 2014, 6, 203-214, DOIL 10.1039/
C31B40184G.

29 W. Wang, K. J. Lu, C. H. Yu, Q. L. Huang and Y. Z. Du, Nano-
drug delivery systems in wound treatment and skin
regeneration, J. Nanobiotechnol., 2019, 17, 82.

30 M. U. Akbar, M. M. Athar, I. A. Bhatti, H. N. Bhatti,
M. K. Khosa, K. M. Zia, T. H. Bokhari and M. N. Ahmad,
Biomedical applications of bionanocomposites, in Micro
and Nano Technologies, Bionanocomposites, ed. K. M. Zia, F.
Jabeen, M. N. Anjum and S. Ikram, Elsevier, 2020, pp. 457-
483.

31S. C. Boca, M. Potara, A. M. Gabudean, A. Juhem,
P. L. Baldeck and S. Astilean, Chitosan-coated triangular
silver nanoparticles as a novel class of biocompatible,
highly effective photothermal transducers for in vitro
cancer cell therapy, Cancer Lett., 2011, 311, 131-140.

32 C. Gunawan, C. P. Marquis, R. Amal, G. A. Sotiriou, S. A. Rice
and E. J. Harry, Widespread and indiscriminate nanosilver
use: genuine potential for microbial resistance, ACS Nano,
2017, 11, 3438-3445.

33 M. F. Matus, C. Vilos, B. A. Cisterna, E. Fuentes and
I. Palomo, Nanotechnology and primary hemostasis:
differential effects of nanoparticles on platelet responses,
Vasc. Pharmacol., 2018, 101, 1-8.

34 K. M. de la Harpe, P. P. D. Kondiah, Y. E. Choonara,
T. Marimuthu, L. C. du Toit and V. Pillay, The
hemocompatibility of nanoparticles: a review of cell-
nanoparticle interactions and hemostasis, Cells, 2019, 8,
1209.

35 J. Gao, L. Lin, A. Wei and M. S. Sepulveda, Protein corona
analysis of silver nanoparticles exposed to fish plasma,
Environ. Sci. Technol. Lett., 2017, 4, 174-179.

36 C. Gunawan, M. Lim, C. P. Marquis and R. Amal,
Nanoparticle-protein  corona complexes govern the
biological fates and functions of nanoparticles, J. Mater.
Chem. B, 2014, 2, 2060-2083.

37 M. Lundqvist, C. Augustsson, M. Lilja, K. Lundkvist,
B. DahlbaEck, S. Linse and T. Cedervall, The nanoparticle

activity,

Nanoscale Adv., 2021, 3, 4424-4439 | 4437


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0na01013h

Open Access Article. Published on 17 May 2021. Downloaded on 1/10/2026 10:42:53 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Nanoscale Advances

protein corona formed in human blood or human blood
fractions, PLoS One, 2017, 12, e0175871.

38 L. L. Khanh, N. T. Truc, N. D. Tan, et al., Gelatin-stabilized
composites of silver nanoparticles and curcumin:
characterization, antibacterial and antioxidant study, Sci.
Technol. Adv. Mater., 2019, 20, 276-290.

39 S. Patil and N. Singh, Antibacterial silk fibroin scaffolds with
green synthesized nanoparticles for osteoblast
proliferation and human mesenchymal stem
differentiation, Colloids Surf., B, 2019, 176, 150-155.

40 F. R. Diniz, R. C. A. P. Maia, L. A. Rannier, L. N. Andrade,
M. C. Vinicius, C. F. da Silva, C. B. Corréa, R. L. C. de
Albuquerque, Jr, L. Pereira da Costa, S. R. Shin, S. Hassan,
E. Sanchez-Lopez, E. B. Souto and P. Severino, Silver
nanoparticles-composing alginate/gelatine hydrogel
improves wound healing in vivo, Nanomaterials, 2020, 10,
390.

41 D. N. Rockwood, R. C. Preda, T. Yiicel, X. Wang, M. L. Lovett
and D. L. Kaplan, Materials fabrication from Bombyx mori
silk fibroin, Nat. Protoc., 2011, 6, 1612-1631.

42 A. Keller, A. I. Nesvizhskii, E. Kolker and R. Aebersold,
Empirical statistical model to estimate the accuracy of
peptide identifications made by MS/MS and database
search, Anal. Chem., 2002, 74, 5383-5392.

43 A. 1. Nesvizhskii, A. Keller, E. Kolker and R. Aebersold, A
statistical model for identifying proteins by tandem mass
spectrometry, Anal. Chem., 2003, 75, 4646-4658.

44 X. C. Jiang, W. M. Chen, C. Y. Chen, S. X. Xiong and A. B. Yu,
Role of temperature in the growth of silver nanoparticles
through a synergetic reduction approach, Nanoscale Res.
Lett., 2011, 6, 32-40.

45 S. TIravani, H. Korbekandi, S. V. Mirmohammadi and
B. Zolfaghari, Synthesis of silver nanoparticles: chemical,
physical and biological methods, Res. Pharm. Sci., 2014, 9,
385-406.

46 X. Fan, W. Zheng and D. J. Singh, Light scattering and
surface plasmons on small spherical particles, Light: Sci.
Appl., 2014, 3, €179.

47 S. Peng, J. M. McMahon, G. C. Schatz, S. K. Gray and Y. Sun,
Reversing the size-dependence of surface plasmon
resonances, Proc. Natl. Acad. Sci. U. S. A., 2010, 107, 14530-
14534.

48 X. Han, J. Goebl, Z. Lu and Y. Yin, Role of salt in the
spontaneous assembly of charged gold nanoparticles in
ethanol, Langmuir, 2011, 27, 5282-5289.

49 R. Pamies, ]J. G. H. Cifre, V. F. Espin, M. M. Collado-Gonzalez
Mar, F. G. D. Diaz Banos and J. G. de-la Torre, Aggregation
behaviour of gold nanoparticles in saline aqueous media,
J. Nanopart. Res., 2014, 16, 2376.

50 M. Lundqvist, C. Augustsson, M. Lilja, K. Lundkvist,
B. DahlbaEck, S. Linse and T. Cedervall, The nanoparticle
protein corona formed in human blood or human blood
fractions, PLoS One, 2017, 12, e0175871.

51 S. Sivolella, E. Stellini, G. Brunello, C. Gardin, L. Ferroni,
E. Bressan and B. Zavan, Silver Nanoparticles in Alveolar
Bone Surgery Devices, J. Nanomater., 2012, 2012, 12.

silver
cell

4438 | Nanoscale Adv, 2021, 3, 4424-4439

View Article Online

Paper

52 J. Wang, J. Li, G. Guo, Q. Wang, J. Tang, Y. Zhao, H. Qin,
et al., Silver-nanoparticles-modified biomaterial surface
resistant to Staphylococcus: new insight into the
antimicrobial action of silver, Sci. Rep., 2016, 6, 32699.

53 L. V. Stebounova, E. Guio and V. H. Grassian, Silver
nanoparticles in simulated biological media: a study of
aggregation, sedimentation, and dissolution, J. Nanopart.
Res., 2011, 13, 233-244.

54 R. Gref, M. Liick, P. Quellec, M. Marchand, E. Dellacherie,
S. Harnisch, T. Blunk and R. H. Miiller, ‘Stealth’ corona-
core nanoparticles surface modified by polyethylene glycol
(PEG): influences of the corona (PEG chain length and
surface density) and of the core composition on phagocytic
uptake and plasma protein adsorption, Colloids Surf., B,
2000, 18, 301-313.

55 J. Kim, H. S. Kim, N. Lee, T. Kim, H. Kim, T. Yu, I. C. Song,
W. K. Moon and T. Hyeon, Multifunctional uniform
nanoparticles composed of a magnetite nanocrystal core
and a mesoporous silica shell for magnetic resonance and
fluorescence imaging and for drug delivery, Angew. Chem.,
Int. Ed., 2008, 47, 8438-8441.

56 L. Guerrini, R. A. Alvarez-Puebla and N. Pazos-Perez, Surface
modifications of nanoparticles for stability in biological
fluids, Materials, 2018, 11, 1154.

57 M. M. Waegele, C. M. Gunathunge, J. Li and X. Li, How
cations affect the electric double layer and the rates and
selectivity of electrocatalytic processes, J. Chem. Phys.,
2019, 151, 160902.

58 A. G. Garcia, M. M. B. Nagelkerke, R. Tuinier and M. Vis,
Polymer-mediated colloidal stability: on the transition
between adsorption and depletion, Adv. Colloid Interface
Sci., 2020, 275, 102077.

59 A. Shkilnyy, M. Souce, P. Dubois, F. Warmont,
M. L. Saboungi and I. Chourpa, Poly (ethylene glycol)-
stabilized  silver  nanoparticles for  bioanalytical

applications of SERS spectroscopy, Analyst, 2009, 134,
1868-1872.

60 A. P. Z. Stevenson, D. B. Bea, S. Civit, S. A. Contera,
A. L. Cerveto and S. Trigueros, Three strategies to stabilise
nearly monodispersed silver nanoparticles in aqueous
solution, Nanoscale Res. Lett., 2012, 7, 151.

61 A. Albanese, P. Tang and W. Chan, The effect of nanoparticle
size, shape, and surface chemistry on biological systems,
Annu. Rev. Biomed. Eng., 2012, 14, 1-16.

62 L. Q. Chen, L. Fang, J. Ling, D. C. Zhi, B. Kang and
C. Z. Huang, Nanotoxicity of silver nanoparticles to red
blood cells: size dependent adsorption, uptake, and
hemolytic activity, Chem. Res. Toxicol., 2015, 28, 501-509.

63 L. Jiang, Y. Yu, Y. Li, Y. Yu, J. Duan, Y. Zou, Q. Li and Z. Sun,
Oxidative damage and energy metabolism disorder
contribute to the hemolytic effect of amorphous silica
nanoparticles, Nanoscale Res. Lett., 2016, 11, 57.

64 S. E. Lehman, A. S. Morris, P. S. Mueller, A. K. Salem,
V. H. Grassian and S. C. Larsen, Silica nanoparticle-
generated ROS as a predictor of cellular toxicity:
mechanistic insights and safety by design, Environ. Sci.:
Nano, 2016, 3, 56-66.

© 2021 The Author(s). Published by the Royal Society of Chemistry


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0na01013h

Open Access Article. Published on 17 May 2021. Downloaded on 1/10/2026 10:42:53 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

65 J. Choi, V. Reipa, V. M. Hitchins, P. L. Goering and
R. A. Malinauskas, Physicochemical characterization and
in vitro hemolysis evaluation of silver nanoparticles,
Toxicol. Sci., 2011, 123, 133-143.

66 A. D. Dupuy and D. M. Engelman, Protein area occupancy at
the center of the red blood cell membrane, Proc. Natl. Acad.
Sci. U. S. A., 2008, 105, 2848-2852.

67 N. Duran, C. P. Silveira, M. Duran and D. S. Martinez, Silver
nanoparticle protein corona and toxicity: a mini-review, J.
Nanobiotechnol., 2015, 13, 55.

68 K. Saha, D. F. Moyano and V. M. Rotello, Protein coronas
suppress the hemolytic activity of hydrophilic and
hydrophobic nanoparticles, Mater. Horiz., 2014, 1, 102-105.

69 N. Nimi, W. Paul and C. P. Sharma, Blood protein adsorption
and compatibility studies of gold nanoparticles, Gold Bull.,
2011, 44, 15-20

70 S. Ritz, S. Schottler, N. Kotman, G. Baier, A. Musyanovych,
J. Kuharev, K. Landfester, H. Schild, O. Jahn, S. Tenzer and
V. Mailidnder, Protein corona of nanoparticles: distinct
proteins regulate the cellular uptake, Biomacromolecules,
2015, 16, 1311-1321.

© 2021 The Author(s). Published by the Royal Society of Chemistry

View Article Online

Nanoscale Advances

71 H. Manesh and M. J. Haghighat, Effects of the nanoparticle
protein corona on nanoparticle-cell membrane interactions,
Electronic PhD Thesis, Ohio University, 2020, pp. 1-66.

72 H. Huang, W. Lai, M. Cui, L. Liang, Y. Lin, Q. Fang, Y. Liu
and L. Xie, An evaluation of blood compatibility of silver
nanoparticles, Sci. Rep., 2016, 6, 25518.

73 M. Marchioni, P. Jouneau, M. Chevallet, I. Michaud-Soret
and A. Deniaud, Silver nanoparticle fate in mammals:
bridging in vitro and in vivo studies, Coord. Chem. Rev.,
2018, 364, 118-136.

74 L. T. Salgado, R. Tomazetto, L. P. Cinelli, M. Farina and
G. M. A. Filho, The influence of brown algae alginates on
phenolic compounds capability of ultraviolet radiation
absorption in vitro, Braz. J. Oceanogr., 2007, 55, 145-154.

75 S. Maharana and P. K. Misra, Probing the gelatin-
alkylammonium salt mixed assemblies through surface
tensiometry and fluorimetry, J. Phys. Chem. B, 2018, 122,
5161-5172.

76 S. Asha, Y. Sangappa and S. Ganesh, Tuning the refractive
index and optical band gap of silk fibroin films by electron
irradiation, J. Spectrosc., 2015, 879296.

Nanoscale Adv., 2021, 3, 4424-4439 | 4439


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d0na01013h

	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h

	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h

	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h
	In vitro coronal protein signatures and biological impact of silver nanoparticles synthesized with different natural polymers as capping agentsElectronic supplementary information (ESI) available. See DOI: 10.1039/d0na01013h


