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Hydrogels containing water soluble conjugates of silver(n)
ions with amino acids, metabolites or natural products for
non infectious contact lenses

The poor handling and hygiene practices of contact lenses
are the key reasons for the frequent contamination of them,
which is responsible for developing ocular complications.
Thus, for the development of biomaterials, combined to
antimicrobial agents for contact lenses the water-soluble
silver() covalent polymers of Glycine (GlyH), Urea (U)

and the Salicylic acid (SalH,) were dispersed in polymeric
hydrogels using, hydroxyethyl-methacrylate (HEMA) to form
the biomaterials pHEMA@AGGLY-2, pHEMA@AGU-2, and
PHEMA@AGSAL-2.
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Introduction

Hydrogels containing water soluble conjugates of
silver(i) ions with amino acids, metabolites or
natural products for non infectious contact
lensesy

C. N. Banti, @ * M. Kapetana,® C. Papachristodoulou,® C. P. Raptopoulou,®

V. Psycharis, &2 ¢ P. Zoumpoulakis,® T. Mavromoustakos® and S. K. Hadjikakou & *af
The poor handling and hygiene practices of contact lenses are the key reasons for their frequent contami-
nation, and are responsible for developing ocular complications, such as microbial keratitis (MK). Thus there
is a strong demand for the development of biomaterials of which contact lenses are made, combined with
antimicrobial agents. For this purpose, the known water soluble silver()) covalent polymers of glycine (GlyH),
urea (U) and the salicylic acid (SalH,) of formulae [Agz(Gly),NOs], (AGGLY), [Ag(U)NO3],, (AGU), and dimeric
[Ag(salH)], (AGSAL) were used. Water solutions of AGGLY, AGU and AGSAL were dispersed in polymeric
hydrogels using hydroxyethyl-methacrylate (HEMA) to form the biomaterials pHEMA@AGGLY-2,
pHEMA@AGU-2, and pHEMA@AGSAL-2. The biomaterials were characterized by X-ray fluorescence (XRF)
spectroscopy, thermogravimetric differential thermal analysis (TG-DTA), differential scanning calorimetry
(DTG/DSC), attenuated total reflection spectroscopy (FT-IR-ATR) and single crystal diffraction analysis. The
antibacterial activity of AGGLY, AGU, AGSAL, pHEMA@AGGLY-2, pHEMA@AGU-2 and pHEMA@AGSAL-2
was evaluated against the Gram negative species Pseudomonas aeruginosa (P. aeruginosa) and Gram posi-
tive ones Staphylococcus epidermidis (S. epidermidis) and Staphylococcus aureus (S. aureus), which mainly
colonize in contact lenses. The in vitro toxicity of the biomaterials and their ingredients was evaluated
against normal human corneal epithelial cells (HCECs) whereas the in vitro genotoxicity was evaluated by
the micronucleus (MN) assay in HCECs. The Artemia salina and Allium cepa models were applied for the
evaluation of in vivo toxicity and genotoxicity of the materials. Following our studies, the new biomaterials
pHEMA@AGGLY-2, pHEMA@AGU-2, and pHEMA@AGSAL-2 are suggested as efficient candidates for the
development of antimicrobial contact lenses.

practices are the key reasons for their frequent contamination,
which can lead to microbial keratitis (MK).> MK is an infection

The use of soft contact lenses is a popular method for correct-
ing eye refractive errors." Their poor handling and hygiene
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of the cornea, which occurs at a rate of approximately 3 per
10 000 wearers per year.>* Despite the rare occurrences of MK
development, the high number of soft contact lens wearers
(45 million in the United States) leads to thousands of cases,
annually.>® A strategy for manufacturing next generation soft
contact lenses involves the use of novel active biomaterials
which control microbial colonisation and thus the incidence
of MK.? Attempts towards this direction have been made either
by loading an antimicrobial agent in the hydrogels, of which
contact lenses are made, or by functionalizing the surface of
contact lenses with an antimicrobial component.?

Silver(1), on the other hand, exhibits a broad spectrum of
antimicrobial activity against both Gram-positive and Gram-
negative bacteria." Currently, silver nitrate solution (1-2%) is
extensively used for curing neonatal conjunctivitis.* Moreover,
silver-impregnated contact lens cases, (MicroBlock®) have

This journal is © The Royal Society of Chemistry 2021
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been on the market in the United Kingdom since 2004, and
were approved for use in the United States in 2005." Upon
adding the contact lens solution to the MicroBlock® (or Pro-
Guard) case, silver ions at concentrations of approximately
10 pg L™ are released into the solution for about one month
protecting the lenses from microbial colonaization.” Generally,
a slow release of silver ions maintains the antimicrobial
activity in a macromolecular environment by inhibiting the
growth of microorganisms.” Therefore, the development of
biomaterials of which contact lenses are made combined with
silver based antimicrobial agents is a research, technological
and financial issue. For this purpose, two strategies have been
developed by our group. One involves the use of silver nano-
particles using extracts from natural products as combined
reducing and capping agents.® The second one involves the
use of small molecules which act as antimicrobial agents as
well.>®7'° However, it is of interest to study whether small
molecules which are natural product ingredients could lead to
biocompatible, non-toxic agent formation and thus to the for-
mation of effective antimicrobial materials. In the course of
our studies on the development of new antimicrobial
agents™>®*!'2! and their non-infectious contact lenses the
novel biomaterials pHEMA@AGGLY-2, pHEMA@AGU-2, and
PHEMA@AGSAL-2 were synthesised by dispersion in polymeric
poly(2-hydroxyethyl methacrylate) (pHEMA) of the known
water soluble silver(r) covalent polymers [Ags(Gly),NOs],
(AGGLY), [Ag(U)NO3], (AGU), and dimeric [Ag(salH)], (AGSAL)
(GlyH = glycine, U = urea and SalH, = salicylic acid). The bio-
materials were characterized by XRF, TG-DTA, DTG/DSC and
FT-IR-ATR analytical techniques. The prepared materials were
evaluated for their antibacterial activity against the Gram nega-
species P. aeruginosa and Gram positive ones
S. epidermidis and S. aureus which are abundant in microbial
keratitis. The in vitro and in vivo toxicity of the biomaterials
was tested against HCECs, by the MN assay, using Artemia
salina and Allium cepa models.

tive

Results and discussion
General aspects

The known silver(i) covalent polymers AGGLY, AGU and
dimeric AGSAL were readily obtained by reacting AgNO; with
GlyH, U or SalH, (Scheme 1).>>7** Briefly, AgNO; reacts with
the potassium salts of GlyH or salH, in dd water in 2:3
(AGGLY) and 1:1 (AGSAL) molar ratios (Scheme 1). The white
precipitates were crystallized from DMSO solutions to form col-
ourless crystals of the named compounds of formulae
[Ags(Gly),NO;], (AGGLY) or [Ag(salH)], (AGSAL).'***7*
Colourless crystals of [Ag(U)NO;],, (AGU) were grown from the
methanol/acetonitrile solution of AgNO; and U (1:1 molar
ratio). AGGLY, AGU and AGSAL are soluble in H,O and DMSO.

The formation of AGGLY, AGU and AGSAL was verified from
their physical constants (m.p. and ATR-FT-IR).">**7?* The
vibrational spectra of AGGLY and AGSAL (Fig. S1 and S27) are
identical to those of the published ones.'***7** The ATR-FT-IR
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spectrum of AGU shows vibration bands at 1674 and
3354 cm™', which are attributed to y(C=O0) and u(N-H),
respectively (Fig. S3t1). The corresponding vibration bands in
the IR spectrum of urea are observed at 1690 and 3355 cm ™"
(Fig. S41).>>*° The 1(C-N) vibration band is observed at
1465 cm™" in the spectrum of AGU.*® The vibration band at
1384 cm ™" is assigned to the NO; group.>®

The crystal structures of both AGGLY and AGSAL are
already refined by single crystal X-ray crystallography and they
are reported elsewhere (Fig. 1 and 2)."***7** Their structures
are briefly described here: AGGLY shows a polymeric 3D struc-
ture (Fig. 1).>* There are three symmetry independent Ag(i)
cations, two symmetry independent deprotonated glycine
ligands, one nitrate anion and one water solvent molecule in a
lattice site with half occupancy in the asymmetric unit of the
unit cell. Thus, the charge balanced stoichiometric formula of
AGGLY is {[Ag;(Gly),NO;]-0.5H,0} (Fig. 1).>* The architecture
of the structure is based on the centrosymmetric Ags(NO3),"*~
unit presented in Fig. 1.>> AGSAL is dimeric (Fig. 2). Two silver
atoms are bridged together by two carboxylic groups from two
SalH, ligands (Fig. 2)."** Strong Ag---Ag interactions (2.856 A)
are established due to argentophilicity, which leads to metal-
loaromaticity in the 5-member rings. This adds further stabi-
lization to the assembly.

The structure of AGU has been studied previously at room
temperature and in the present discussion an emphasis is
given in the packing and the hydrogen bond interactions.**
AGU crystallized in P2,/n with a = 6.2509(1), b = 16.8667(4), ¢ =
10.2467(3) A, 102.191(1)°, V = 1055.97(4) A®, Z = 4, R = 2.31%,
while the reported one crystallized in P2,/n with a = 6.314(4), b
= 16.886(4), ¢ = 10.270(8) A, f# = 104.80(5)°, V = 1068(1) A®, Z = 4,
R = 7.7% (ref. 24). Selected bond distances and angles are
listed in Fig. 3, while extensive quoting is listed in
Table AGU-1, ESIL.f A detailed description of the supramolecu-
lar assembly is provided in the ESI (see the ESIt). The building
block of the entire AGU is shown in Fig. 3A. The compound is
polymeric. The chains consist of [-Ag(U)-NO;-], units. The
secondary N(urea)-Ag bonds link different chains (Fig. 3). The
geometry around silver is distorted trigonal bi-pyramidal.
Three oxygen atoms from two NO;~ groups and one from urea
coordinate to the metal centre, while the coordination sphere
is completed by two N atoms of amide groups originating from
two different ureas.

Agent loading in pHEMA

Aqua solutions of AGGLY, AGU and AGSAL (2 mM) were dis-
persed in pHEMA (Scheme 2) during the polymerization pro-
cedure  towards the  formation of  biomaterials
PHEMA@AGGLY-2, pHEMA@AGU-2, and pHEMA@AGSAL-2.
The dispersion of AGGLY, AGU and AGSAL in pHEMA was
qualitatively verified by XRF, UV solid, TG-DTA and DTG/DSC
analyses.

X-ray fluorescence spectroscopy

The XRF spectra of pHEMA@AGGLY-2, pHEMA@AGU-2 and
PHEMA@AGSAL-2 confirm the presence of Ag. Moreover, the

Dalton Trans., 2021, 50,13712-13727 | 13713
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x AgNO; +y LCOOH + m base
LCOOH= GlyH, SalH,

MeOH/MeCN
nAgNO;+nlU ——»

Scheme 1 Reaction route for the synthesis of AGGLY, AGU and AGSAL.

Ag Ka X-ray emission was used for the quantitative determi-
nation of Ag. The content of silver in pHEMA@AGGLY-2,
PHEMA@AGU-2 and pHEMA®@AGSAL-2 was determined to be
0.19 + 0.05, 0.16 + 0.04 and 0.23 + 0.05% w/w, while the calcu-
lated one is 0.11 (pHEMA@AGGLY-2), 0.04 (pHEMA@AGU-2)
and 0.08 (pHEMA®@AGSAL-2) % respectively. The variations
between the experimental and calculated values are due to its
low quantity, which is close to the limits of the method.

X-ray powder diffraction analysis (XRPD)

Powders of dry pHEMA@AGGLY-2, pHEMA@AGU-2 and
PHEMA@AGSAL-2 discs were used for XRPD spectra recording
(Fig. S5-S7t1). The absence of diffraction in the XRPD
spectra of pHEMA@AGGLY-2, pHEMA®@AGU-2 and
PHEMA@AGSAL-2, such as those observed in the XRPD dia-
grams of their corresponding ingredients AGGLY, AGU and

13714 | Dalton Trans., 2021, 50, 13712-13727
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AGSAL shows either the effective phase transition from the
crystalline to amorphous phase during confinement into
PHEMA or their low concentrations in the disc.

Solid state UV-vis spectra

The dispersion of AGGLY, AGU and AGSAL in pHEMA within
pHEMA@AGGLY-2, pHEMA@AGU-2 and pHEMA@AGSAL-2
was verified by solid state UV-Vis spectroscopy (Fig. S8t). The
characteristic bands in the solid state UV-Vis spectra of
pHEMA (240 nm) and free ingredients AGGLY (280 nm), AGU
and AGSAL (280, 295 and 295 nm respectively) undergo a hyp-
sochromic shift in the cases of pHEMA@AGGLY-2,
PHEMA®@AGU-2 and pHEMA@AGSAL-2 (230, 210 and 240 nm
respectively) suggesting the incorporation of the silver com-
plexes in pHEMA.

This journal is © The Royal Society of Chemistry 2021
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(8)

Fig. 1 (A) Molecular diagrams of AGGLY. (B) Covalent Ag—O and Ag—N
intra-molecular interactions lead to supramolecular assembly.

Fig. 2 Molecular diagram of AGSAL.

Thermo-gravimetric analysis of biomaterials
PHEMA@AGGLY-2, pHEMA@AGU-2 and pHEMA@AGSAL-2

Differential scanning calorimetry (DSC). In order to clarify
whether AGGLY, AGU and AGSAL and pHEMA interact in the
solid state to give a composite material or a mixture, DSC
studies were carried out on the powders of dry pHEMA and
PHEMA@AGGLY-2, pHEMA@AGU-2 and pHEMA@AGSAL-2
discs. The DSC thermodiagrams are shown in Fig. 4. The
endothermic transition which is observed at 415.39 °C in the
DSC diagram of pHEMA is shifted to lower temperatures of
396.77 and 408.92 °C for pHEMA@AGGLY-2 and

This journal is © The Royal Society of Chemistry 2021
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Fig. 3 (A) Molecular diagram of AGU. Selected bond lengths (A) and
angles [°]: Agl-0O1 = 2.492(7), Agl-02 = 2.845(6), Agl-0O4 = 2.425(5),
Agl-08 = 2.340(5), Agl-N4 = 2.636(8), Agl-N3_d = 2.657(8), O1-Agl-
02 = 47.44(16), O1-Agl-04 = 130.89(19), O1-Agl-08 = 97.40(19),
0O1-Agl-N4 = 91.6(2), O1-Agl-N3_d = 81.2(2). (B) Covalent Ag—O and
Ag—N intra-molecular interactions lead to supramolecular assembly.
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Scheme 2 pHEMA.

PHEMA@AGU-2 respectively implying an interaction between
the material’s components and therefore the formation of
composite materials. In contrast no differences were observed

Dalton Trans., 2021, 50,13712-13727 | 13715
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Fig. 4 DSC diagrams on the powders of dry pHEMA and
pHEMA@AGGLY-2, pHEMA@AGU-2 and pHEMA@AGSAL-2 discs.

between the DSC diagrams of pHEMA and pHEMA@AGSAL-2,
suggesting the formation of a mixture in this case.

Thermal decomposition. TG/DTA analysis was performed
under air on the dry powders of pHEMA®@AGGLY-2,
PHEMA@AGU-2 and pHEMA®@AGSAL-2, upon increasing the
temperature at a rate of 10 °C min~" from ambient up to
500 °C (Fig. S9t). The two covalent polymer biomaterials
PHEMA@AGGLY-2 and pHEMA®@AGU-2 decompose within
five endothermic steps at mid temperatures of 171.7, 297.2,
393.7, 438.1, and 544.9 °C (pHEMA®@AGGLY-2) and 183.9,
294.0, 390.8, 438.5, and 516.1 °C (pHEMA@AGU-2) respect-
ively, while dimeric pHEMA@AGSAL-2 decomposes within
four endothermic steps at mid temperatures of 183.9, 186.7,
282.2, 398.8, and 459.2 °C.

Antibacterial activity

Minimum inhibitory concentration (MIC). The antibacterial
efficiency of the agents was evaluated by using their minimal
inhibitory concentration (MIC) values against the Gram-negative
species P. aeruginosa and Gram positive ones S. epidermidis and
S. aureus upon their incubation for 20 h. These microbes are
abundant in microbial keratitis. The MIC values of AGSAL were
determined previously."®> AGSAL and AGGLY exhibit higher anti-
microbial activity than silver nitrate, a disinfectant-antiseptic
formulation in clinical use, which increases up to 2.8-, 1.2- and
1.4-fold against P. aeruginosa, S. epidermidis and S. aureus,
respectively (Table 1 and Fig. S107). In contrast, AGU exhibits
moderate activity, which is the half of that of AgNO; against all
microbes tested P. aeruginosa, S. epidermidis and S. aureus
respectively. GlyH, SalH, and U show no antibacterial activity at
concentrations up to 200 pM (Fig. $11-S131)."> Microbes are
classified as susceptible (MIC < 50 pM) or resistant (MIC >
100 uM) towards an antimicrobial agent by their MIC values.
Therefore P. aeruginosa, S. epidermidis and S. aureus are suscep-
tible to AGGLY and AGSAL but they are resistant towards AGU.

Minimum bactericidal concentration (MBC). The MBC
value, which is the lowest concentration of antibacterial agents

13716 | Dalton Trans., 2021, 50, 13712-13727
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that kills 99.9% of the initial bacterial inoculums, was deter-
mined for AGGLY and AGU.>®%137'%27 The MBC values of
AGSAL were determined previously.’® The MBC values of the
agents are shown in Table 1 (Fig. S14f). The bactericidal
activity of the tested agents is stronger than tat of silver
nitrate, and in the cases of AGGLY and AGSAL it reaches 5.5-
and 4.6-fold respectively towards P. aeruginosa (Table 1). The
MBC/MIC value of an agent is used for its classification as bac-
tericidal and bacteriostatic ones. Thus, a bactericidal
agent that kills 99.9% of the microorganisms shows an MBC/
MIC value of <2. In contrast, in the case of a bacteriostatic
agent, which inhibits but not kills the organism, the MBC/MIC
value is >4.>%%1371327 The MBC/MIC values for the
tested microbes AGGLY, AGU and AGSAL lie in the range from
1.10 to 1.52 which classified them as bactericidal ones
(Table 1).

Viability of microbes upon their incubation with biomater-
ials. Due to the antimicrobial activity of the conjugates of
silver(r) ions with amino acids, metabolites or natural product
ingredients (such as GlyH, U and SalH,), AGGLY, AGU and
AGSAL were dispersed in pHEMA aiming for the
development of new non infected soft contact lens materials.
The discs of pHEMA, pHEMA@AGGLY-2, pHEMA@AGU-2,
PHEMA@AGSAL-2, were placed in tests tubes with the bac-
terial strains P. aeruginosa, S. epidermidis and S. aureus (Fig. 5).
Discs of the corresponding pHEMA@Gly-2, pHEMA@U-2 and
PHEMA@SalH,-2, were prepared similarly by the dispersion of
GlyH, U and SalH, in 2 mM and they were used for compari-
son (Fig. 5).

The calculated % bacterial viability of P. aeruginosa, S. epi-
dermidis and S. aureus upon their incubation with the new bio-
materials PHEMA@AGGLY-2, PHEMA@AGU-2, and
PHEMA@AGSAL-2 is extremely low in the range of 0.8-1.2%,
2.1-5.2% and 2.4-3.3% against P. aeruginosa, S. epidermidis
and S. aureus, respectively (Table 1). The P. aeruginosa and
S. aureus are eliminated by the discs of pHEMA@AGU-2, up to
99.2 and 97.6%, respectively, while the bacteria of
S. epidermidis are eliminated by the disc of pHEMA@AGSAL-2
up to 97.6%. No influence on the bacterial viability was
observed upon their treatment with the discs of pure pHEMA
or pHEMA@G]ly-2, pHEMA®@U-2 and pHEMA®@SalH,-2 (Fig. 5).
However, bacterial colonies of P. aeruginosa, S. epidermidis and
S. aureus are grown in agar plates when 4 pL of the super-
natants of the solutions were used, which were initially treated
with the discs of pHEMA and pHEMA@AGGLY-2,
PHEMA@AGU-2, and pHEMA@AGSAL-2 (Fig. 6). Therefore,
the biomaterials prohibit microbial growth only when they are
present in the microbe cultures (Fig. 8).

Inhibition zone (IZ). In order to confirm the bacterial elim-
ination in the presence of the biomaterials the agar disk-
diffusion method was employed against P aeruginosa,
S. epidermidis and S. aureus.>®°'*'>*” The diameters of the
bacterial growth inhibition zones, when the tested strains are
treated with the ingredients of the biomaterials AGGLY, AGU
and AGSAL upon their incubation for 20 h, are summarized in
Table 1 (Fig. 7).

This journal is © The Royal Society of Chemistry 2021
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Table 1 MICs, MBCs, IZs, BEC, and bacterial viability of AGGLY, AGU, AGSAL, pHEMA@AGGLY-2, pHEMA@AGU-2 and pHEMA@AGSAL-2 against
P. aeruginosa, S. epidermidis and S. aureus. ICsq (uM) values of AGGLY, AGU, and AGSAL towards HCECs

P. aeuroginosa S. epidermidis S. aureus Ref.
MIC (pM)
AGGLY 21.4 4.6 49.6 + 6.6 51.3+5.1 “
AGU 94.6 £ 3.9 90.3 £ 10.7 92.0 £ 10.4 ¢
AGSAL 28.0 50.0 42.0 13
AgNO; 60.0 122.0 95.0 13 and 14
© MBC (pM)
o AGGLY 28.0 £ 4.5 55.0 £ 9.0 75+0 ¢
. g AGU 120 + 14 132+ 16 140 + 23 “
= AGSAL 33 90 50 13
o B AgNO; 153.3 £+13.1 140 135.0 £ 6.7 13 and 14
pa-] MBC/MIC
o £ AGGLY 1.31 1.11 1.46 “
3 AU 1.27 1.46 1.52 “
g9 AGSAL 1.18 1.80 1.19 13
S8 AgNO; 2.56 1.15 1.42 13 and 14
93 Bacterial viability (%)
s E pHEMA@AGGLY-2 1.2 5.2 3.3 ¢
3 < PHEMA@AGU-2 0.8 4.9 2.4 “
a
Qe pHEMA@AGSAL-2 1.1 2.1 3.1
2 g 1Z (mm)
3 5 AGGLY (1 mM) 11.7+£1.8 13.0£1.9 12.5£0.9 ¢
S AGGLY (2 mM) 13.9+1.6 16.4£1.6 153+ 1.7 “
a
o 3 AGU (1 mM) 12.5£0.9 12.3+£1.7 14.0 £ 1.7 ¢
§ g AGU (2 mM) 143+ 1.5 14.5 + 1.7 16.1+ 1.3 a
5 O AGSAL (1 mM) 13.0 13.0 12.0 13
> ° AGSAL (2 mM) 13.4£1.5 14.7+1.3 13.8+ 1.4 “
z z pHEMA@AGGLY-2 12.4£1.0 12.2 £ 1.1 12.5+ 1.0 ¢
45 PHEMA@AGU-2 14.5+ 1.0 14.5+1.0 13.3+1.8 “
s B pHEMA@AGSAL-2 14+1.9 15.2£0.3 14.3+2.4 ¢
@ BEC (uM)
g 2 AGGLY 150 + 22 — 294 + 4
5 2 AGU 694 +139 — 687 + 38 “
T3 AGSAL 875 648 13
o= HCIP-HCI 670 952 27
S HCIP 2140 2463 27
< E ICso (1M) towards HCECs
AGGLY 2.87 £ 0.13 ¢
AGU 8.69  0.65 @
é AGSAL 10.22 +0.33 ¢
(@) “In this work; HCIP-HCI = ciprofloxacin hydrochloride and HCIP = ciprofloxacin.
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Fig. 5 Bacterial (P. aeruginosa, S. epidermidis and S. aureus) viability when they are incubated over pHEMA; A: pHEMA@GlyH-2 and
pHEMA@AGGLY-2; B: pHEMA@U-2 and pHEMA@AGU-2 and C: pHEMA@SalH;-2 and pHEMA@AGSAL-2 under continuous stirring.
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Fig. 6 Bacterial colonies of P. aeruginosa, S. epidermidis and S. aureus grown in agar plates when 4 puL of the supernatants of the solutions were
used, which were initially treated with discs of pHEMA and pHEMA@AGGLY-2 (A), pHEMA@AGU-2 (B) and pHEMA@AGSAL-2 (C).

The bacteria tested show higher sensitivity to the concen-
tration of 2 mM than 1 mM for the biomaterial ingredients
AGGLY, AGU and AGSAL. Therefore, these strains exhibit dose
dependent response on the agents. No inhibition zones were
developed when the microbes were incubated with glycine,
urea and salicylic acid at 1 or 2 mM. The Gram positive bac-
teria possess higher sensitivity to the agents than the corres-
ponding negative ones. Particularly, AGGLY and AGSAL
develop greater 1Z towards S. epidermidis, (IZ 16.4 + 1.6 and
14.7 + 1.3 mm, respectively) while AGU exhibits the highest
activity against S. aureus with an 1Z value of 16.1 + 1.3 mm.
The microbial strains are classified into three categories
according to the size of 1Z, caused by an antimicrobial agent
in their agar dilution culture: (i) strains, where the agent
causes IZ > 17 mm, are susceptible, (ii) those where an agent
creates 1Z between 13 and 16 mm (13 < IZ < 16 mm) are inter-
mediate, while (iii) those where the agent causes I1Z < 12 mm
are considered as resistant ones.”®%'37'527 Therefore, the
response of P. aeruginosa, S. epidermidis and S. aureus can be

13718 | Dalton Trans., 2021, 50, 13712-13727

considered as an intermediate against AGGLY, AGU and
AGSAL at both concentrations used (1 or 2 mM).

The inhibition zones which were developed in agar plates
of P. aeruginosa, E. coli, S. epidermidis and S. aureus microbes
around the pHEMA®@AGGLY-2, pHEMA@AGU-2 and
PHEMA@AGSAL-2 discs suggest mild antimicrobial activity
(Table 1 and Fig. 8). Moreover, no inhibition zones were devel-
oped when pHEMA or pHEMA@Gly-2, pHEMA@U-2 and
pHEMA@SalH,-2 were used against the bacterial strains
(Table 1 and Fig. 8).

The 1Zs of pHEMA@AGU-2 and pHEMA®@AGSAL-2 hydro-
gels are similar to those of the soaked paper discs with the
ingredient solutions (2 mM). In the case of the
PHEMA@AGGLY-2 discs, however, the 1Zs developed against
P. aeruginosa, E. coli, S. epidermidis and S. aureus (12.4 + 1.0,
12.2 + 1.1 and 12.5 + 1.0 mm) are shorter than the soaked
paper discs with AGGLY (2 mM) (13.9 + 1.6, 16.4 + 1.6 and 15.3
+ 1.7 mm), respectively. This suggests the negligible release of
the disc ingredient.

This journal is © The Royal Society of Chemistry 2021
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Fig. 7
(C)at1and 2 mM.

Effect of biomaterials on biofilm formation. Since the
biofilm formation on contact lens surfaces hardens the treat-
ment of keratitis,?® the effect of biomaterials on biofilm for-
mation was evaluated towards P. aeruginosa and S. aureus. It is
pointed out that these are the positive strains for biofilm for-
mation.” The biofilm elimination concentration (BEC) of the
antimicrobial agents was determined as the concentration
required to achieve at least a 99.9% reduction in the viability
of biofilm bacteria.” The biomaterials AGGLY and AGU can
inhibit biofilm formation with BECs of 150 and 694 pM,
respectively against P. aeruginosa, while their BEC values
against S. aureus are 294 and 687 uM, respectively (Table 1 and
Fig. S15t1). The BEC values of AGSAL were determined pre-
viously™® being 875 uM for P. aeruginosa and 648 pM for
S. aureus (Table 1). Among the tested biomaterials, AGGLY is
more effective than ciprofloxacin hydrochloride (HCIP-HCL)

This journal is © The Royal Society of Chemistry 2021

1Zs which are developed in agar plates of P. aeruginosa, S. epidermidis and S. aureus by the AGGLY, GlyH (A), AGU, urea (B) and AGSAL, SalH,

(up to 4.5 and 3.2-fold against P. aeruginosa and S. aureus) and
it is more effective than ciprofloxacin (HCIP) (up to 14.3 and
8.4-fold against P. aeruginosa and S. aureus).

The biofilm formation on the surface of contact lenses
increases the survival of the bacteria and their replication on the
lens surface.”® In vitro studies have demonstrated that the bacteria
can adhere to all types of contact lenses.*® The percent of removal
of the preformed biofilm was assessed using the crystal violet
assay.” The discs of pHEMA@AGGLY-2, pHEMA@AGU-2 and
PHEMA®@AGSAL-2 eliminate the biofilm of P. aeruginosa by 40.3,
27.5 and 39.7%, respectively while they eliminate the biofilm of
S. aureus by 42.0, 24.1 and 23.2%, respectively; no inhibitory
activity is observed against the biofilm of S. aureus (Fig. 9).

In vitro toxicity against normal human corneal epithelial
cells (HCECs). The toxic effect of the biomaterial discs was
evaluated towards normal human corneal epithelial cells

Dalton Trans., 2021, 50, 13712-13727 | 13719
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Fig. 8

(B)

1Zs which are developed around pHEMA (A and B), pHEMA@AGGLY-2, pHEMA@AGU-2, pHEMA@GlyH-2, pHEMA@U-2 (A) and

PHEMA@AGSAL-2 and pHEMA@SalH,-2 (B) discs in agar plates of P. aeruginosa, S. epidermidis and S. aureus.

(B)

(©

Fig. 9 Biofilms of P. aeruginosa and S. aureus elimination caused by pHEMA@AGGLY-2 (A), pPHEMA@AGU-2 (B) and pHEMA@AGSAL-2 (C) discs.

(HCEC) after their incubation for a period of 48 h. The ICs,
values of AGGLY, AGU and AGSAL are in the range of
2.87-10.22 pM (Table 1). Moreover, the cell viability of HCEC
upon their incubation with the discs of pHEMA@AGGLY-2,
PHEMA@AGU-2 and pHEMA@AGSAL-2 was estimated for 24

13720 | Dalton Trans., 2021, 50, 13712-13727

and 48 h. The corresponding cell viability of the discs at 24 h
was 84.2 + 1.9, 988 + 27 and 954 =+ 3.0% for
PHEMA@AGGLY-2, pHEMA@AGU-2 and pHEMA@AGSAL-2,
respectively. Therefore a negligible cytotoxic effect of the discs
towards normal cells is observed. However, the cytotoxicity

This journal is © The Royal Society of Chemistry 2021
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slightly increases (57.6 + 2.2, 100 + 0.0 and 74.0 + 4.3% respect-
ively) when HCECs were treated with the discs for 48 h.

In vitro genotoxicity of biomaterials against normal human
corneal epithelial cells (HCECs). The genotoxicity test ident-
ifies the mutagenicity level of an agent.>® A biomarker for the
mutagenic, genotoxic, or teratogenic influence of an agent is
the presence of micronucleus (MN) which is formed from the
chromosome breakage and/or whole chromosome loss.*

View Article Online

Paper

Therefore the in vitro genotoxicity was evaluated by checking
the micronucleus (MN) frequency, upon treatment of HCECs
in the presence of biomaterials for a period of 48 h.** The MN
frequency in the untreated and treated HCECs with pHEMA, is
1.28 £ 0.06 and 1.76 + 0.40% respectively. The corresponding
frequency was slightly increased upon treatment of the
cells with pHEMA®@AGGLY-2, pHEMA®@AGU-2 and
PHEMA@AGSAL-2 (2.41 + 0.36, 2.26 = 0.44 and 2.12 + 0.25%,

©

D)

(E)

Fig. 10 Micronucleus formed in untreated HCECs (A) and upon their treatment with pHEMA (B), pHEMA@AGGLY-2 (C), pHEMA@AGU-2 (D) and
PHEMA@AGSAL-2 (E), for a period of 48 h; the arrow indicates the micronucleus in HCECs.

This journal is © The Royal Society of Chemistry 2021
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Table 2 The mitotic index% (MI) and the chromosomal aberrations%
(CA) observed when Allium cepa was incubated with pHEMA,
PHEMA@AGGLY-2, pHEMA@AGU-2 and pHEMA@AGSAL-2 for 48 h

MI CA
Untreated cells 7.3 +1.0 0.9 +0.3
PHEMA 6.8 +1.7 0.9+0.4
PHEMA®@AGGLY-2 7.2+1.3 1.1+£0.5
PHEMA®@AGU-2 6.5+ 1.0 1.0+ 0.1
PHEMA@AGSAL-2 6.4+ 0.5 0.4 +0.1
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respectively) (Fig. 10). Therefore, a low in vitro genotoxic effect
of the studied biomaterials here is concluded.

In vivo toxicity of biomaterials on brine shrimp Artemia
salina. A simple and suitable model for the acute toxicity
screening of materials, nanoparticles and metal complexes is
the nauplii of the brine shrimp Artemia salina.>®*>*>73°
Artemia salina is a zooplanktonic crustacean.®”

After the incubation of brine shrimp larvae with the bioma-
terials, pHEMA, pHEMA@AGGLY-2, pHEMA@AGU-2 and

.

Fig. 11 Allium cepa meristematic cells exposed to biomaterials. Untreated Allium cepa meristematic cells (A) (P = prophase, A = anaphase, M =
metaphase, T = telophase and CA = chromosomal aberration). Allium cepa meristematic cells exposed with pHEMA (B), pHEMA@AGGLY-2 (C),

pHEMA@AGU-2 (D), and pHEMA@AGSAL-2 (E).

13722 | Dalton Trans., 2021, 50, 13712-13727
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PHEMA®@AGSAL-2, for a period of 24 h, no mortality level was
found. Thus a non-toxic behaviour of the biomaterial discs is
suggested.

In vivo genotoxicity study of the biomaterials on Allium
cepa. The use of plants, such as Allium cepa, as a bioindicator
has been standardized by the United Nations Environment
Program and the Environmental Protection Agency’s (EPA)
international programs.”” EPA and the World Health
Organization acknowledge the data from these bioassays as
effective and reliable ones for the evaluation of potential geno-
toxicity in vivo.>” Allium cepa displays a high correlation with
mammal test systems because of their similarity in chromoso-
mal morphology.*"*® The assay is useful to identify the dama-
ging effect or to evaluate the influence of a material on in vivo
systems.”'?71*222731 I order to evaluate the toxicity, the
mitotic index (%) and DNA damage such as chromosomal
aberrations (%) and nuclear abnormalities (%) are determined
when Allium cepa bulbs are treated with pHEMA,
PHEMA@AGGLY-2, pHEMA@AGU-2 and pHEMA@AGSAL-2
for 48 h (Table 2).

The mitotic index and the chromosomal aberrations of the
cell division of Allium cepa are not affected when they are
treated with pHEMA®@AGGLY-2, pHEMA®@AGU-2 and
PHEMA@AGSAL-2 for 48 h, indicating that the biomaterials
are not mutagenic or genotoxic (Fig. 11). The mitotic indexes
of the treated Allium cepa meristematic root cells with
PHEMA@AGGLY-2, pHEMA@AGU-2 and pHEMA@AGSAL-2
are 7.2 £ 1.3, 6.5 =+ 1.0 and 6.4 + 0.5%, respectively. These
values are in accordance with those of the untreated group or
the group treated with pHEMA (7.3 + 1.0 and 6.8 + 1.7%,
respectively). Therefore no in vivo genotoxic effect can be con-
cluded for the new biomaterials.

Conclusion

Since the contact lens wear can be implicated with the occur-
rence of microbial keratitis (MK), novel active biomaterials
PHEMA@AGGLY-2, pHEMA@AGU-2, and pHEMA@AGSAL-2
were synthesised by the dispersion in pHEMA of the known
water soluble silver(r) covalent polymers AGGLY, AGU and
AGSAL of the natural products GlyH, U and SalH,.

The silver(i) covalent polymers were tested for the antibac-
terial efficiency against microbes which colonise in contact
lenses. AGGLY and AGSAL exhibit higher antimicrobial activity
than silver nitrate, which increases up to 2.8-, 1.2- and 1.4-fold
against P. aeruginosa, S. epidermidis and S. aureus, respectively
(Table 1). In contrast, AGU exhibits moderate activity against
the tested microbes. The MBC/MIC values of AGGLY, AGU and
AGSAL classified them as bactericidal ones (Table 1). AGGLY,
AGU and AGSAL were dispersed in pHEMA aiming for the
development of new non infected soft contact lens materials.
The biomaterials can eliminate up to 94.8-99.2% of the bac-
teria after their incubation with the hydrogels. This activity is
superior to those exhibited by pHEMA®(SLS@|Zn;(CitH),))
(CitH, = citric acid; SLS = sodium lauryl sulphate) which were

This journal is © The Royal Society of Chemistry 2021

View Article Online

Paper
found to lie between 6.5 and 29.0% respectively,
PHEMA@ORLE_2 (ORLE = oregano leaf extract) and

PHEMA®@AgNPs(ORLE)_2 (AgNPs(ORLE) = silver nanoparticles
of oregano leaf extract) which were evaluated at 59.6-88.3%
against P. aeruginosa, S. epidermidis and S. aureus which lie
between 6.5 and 29.0% respectively.®'® However, the activity of
PHEMA@AGGLY-2, pHEMA@AGU-2, and pHEMA@AGSAL-2 is
comparable to that of the corresponding pHEMA@AGMNA-1
(AGMNA = {[Agq(j13- HMNA),(j13-MNA),J*~[(Et;NH)],-(DMSO),-
(H,0)}) which was found to eliminate bacterial strains such as
P aeruginosa, S. epidermidis and S. aureus by 92.3-99.6%
respectively.” Moreover, the biomaterials pHEMA@AGGLY-2,
PHEMA®@AGU-2, and pHEMA®@AGSAL-2 exhibit a low in vitro
genotoxic effect against HCECs and negligible in vivo toxicity
against Artemia salina and Allium cepa making them important
candidates for the development of innovative non toxic bioma-
terials for sterilised contact lens preparation with high resis-
tance against microbes which are involved in microbial
keratitis.

Experimental
Materials and instruments

All solvents used were of reagent grade and were used with no
further purification. Glycine, urea and salicylic acid were pur-
chased from Sigma-Aldrich. Melting points were measured in
open tubes with Stuart Scientific apparatus and are uncor-
rected. Mid infrared spectra (4000-400 cm™"') were obtained on
a Cary 670 FTIR spectrometer (Agilent Technologies).
2-Hydroxyethyl-methacrylate =~ (pHEMA),  ethylene-glycole-
dimethacrylate (EGDMA, Merck), diphenyl(2,4,6-trimethyl-
benzoyl)phosphine oxide (TPO 97%, Sigma Aldrich) as well as
sodium chloride (NaCl, Merck) and hydrochloric acid (HCl
37%, Merck) were used. X-ray fluorescence XRF measurements
were carried out using an Am-241 radioisotopic source (excit-
ing radiation 59.5 keV). For the detection of X-ray fluorescence,
a Si (Li) detector was used. The measuring time was chosen to
collect ~2000 data on the weaker Ka peak. The tryptone trypto-
phan medium, beef extract powder, bacteriological peptone,
and soy peptone were purchased from Biolife. Agar and yeast
extract were purchased from Fluka Analytical. Sodium chlor-
ide, p(+)-glucose, and di-potassium hydrogen phosphate trihy-
drate were purchased from Merck. Dulbecco’s modified Eagle’s
medium, (DMEM), fetal bovine serum, glutamine and trypsin
were purchased from Gibco, Glasgow, UK. Phosphate buffer
saline (PBS) was purchased from Sigma-Aldrich. Dimethyl sulf-
oxide was purchased from Riedel-de Haén. For the toxicity
experiments, Brine Shrimp Eggs (Artemia salina) were pur-
chased from Ocean Nutrition.

Synthesis and crystallization of AGGLY, AGU and AGSAL

AGGLY and AGSAL were synthesized as described in a previous
work.'*?*?? For the synthesis of AGU, a solution of 0.5 mmol
AgNO; (0.085 g) and 1 mmol urea (0.060 g) were stirred in

Dalton Trans., 2021, 50,13712-13727 | 13723
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10 mL of methanol and 10 mL of acetonitrile. Crystals of pure
AGU were grown from the slow evaporation of the solution.

AGGLY: Colorless crystal, melting point: 147-149 °C;
Elemental analysis found: C: 9.30; H: 1.42, N: 7.70% calculated
for C;HgAg;N;05: C: 9.00; H: 1.51, N: 7.87%. IR (cm™): 3104w,
2426w, 2360w, 1764m, 1594s, 1496s, 1384vs, 1127m, 1043m,
930m, 891m, 826s, 667m, 506s; "H-NMR (ppm) in D,O: 3.332
(s, C[H]; UV-vis (dd H,0): 4 = 194 nm (log ¢ = 4.86).

AGU: Colorless crystal, melting point: 90-100 °C; Elemental
analysis found: C: 5.08; H: 1.90, N: 18.70%; calculated for
CH,AgN;0,: C: 5.22; H: 1.75, N: 18.28%; IR (cm™): 3437 (m),
2353 (m), 2170 (m), 1381 (vs), 1151 (m), 839 (m), 825 (m), 557
(w).

AGSAL: White-gray crystal, melting point: >280 °C;
Elemental analysis found: C = 34.34, H = 2.11%; calc: C =
34.32, H = 2.06%; IR (Cm_1): 1588 (w), 1556 (s), 1455 (s), 1383
(m), 1334 (m), 1301 (m), 1257 (m), 1213 (w), 1141 (m), 1020
(w), 879 (W), 860 (s), 809 (s), 779 (s), 745 (w), 708 (vs), 667 (s),
546 (s), 475 (w), 423 (w), 407 (s), 394 (s), 377 (s); 'H NMR
(ppm) in D,O: 7.77-7.75 (d, H['C], 7.41-7.37 (t, H ['OH]),
6.92-6.87 (m, H[*C]; UV-Vis (H,0): 1 = 202 nm (log ¢ = 2.5), 4
=228 nm (log e = 1.82), 1 =295 nm (log ¢ = 1.38).

X-ray crystal structure determination

A crystal of AGU, (0.07 x 0.32 x 0.40 mm) was taken from the
mother liquor and immediately cooled to —93 °C. Diffraction
measurements for AGU were performed on a Rigaku R-AXIS
SPIDER Image Plate diffractometer using graphite monochro-
mated Mo Ka radiation.® Data collection (w-scans) and proces-
sing (cell refinement, data reduction and empirical absorption
correction) were performed using the CrystalClear program
package. Important crystallographic data are listed in
Table S3.1 The structures were solved by direct methods using
SHELXS v.2013/1 and refined by full-matrix least-squares tech-
niques on F* with SHELXL ver. 2014/6.*>*" Further experi-
mental crystallographic details for AGU: 26,,.x = 54.0°; reflec-
tions collected/unique/used, 14 437/2294 [R;,; = 0.0321]/2294;
195 parameters refined; (4/6)max = 0.003; (Ap)max/(AP)min =
0.913/—0.704 e A~; R,/wR, (for all data), 0.0231/0.0475. All
hydrogen atoms were located from difference Fourier maps
and were refined freely. All non-hydrogen atoms were refined
anisotropically. Plots of the structures were drawn using the
Diamond 3 program package.*?

Crystallographic data (excluding structure factors) for AGU
reported in this paper have been deposited with the
Cambridge Crystallographic Data Centre as supplementary
publication no. CCDC 2089744.+

Synthesis of pHEMA@AGGLY-2, pHEMA@AGU-2 and
PHEMA®@AGSAL-2

Hydrogels of pHEMA incorporated with AGGLY, AGU and
AGSAL were obtained as follows: 2.7 mL of HEMA was mixed
with 2 mL of double distilled water (ddw), which contains
AGGLY, AGU and AGSAL (2 mM) and 10 pL of EGDMA. The
solution was then degassed by bubbling with nitrogen for
15 minutes. The TPO initiator (6 mg) was added to the solu-

13724 | Dalton Trans., 2021, 50,13712-13727
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tion and mixed for 5 min at 800 rpm. The solution was poured
into the mold and was then placed under a UV mercury lamp
(Amax = 280 nm), 15 watt, where photopolymerization occurred,
for 40 minutes. Unreacted monomers were removed, by
immersing the gel in boiling water for 15 min. Discs with
10 mm diameter were cut, and they were washed by immersion
in water, NaCl 0.9%, HCI 0.1 M, and again in water. The discs
were then dried at 40 °C until no weight change would occur.

X-ray powder diffraction (XRPD)

The study of the samples by using X-ray powder diffraction was
accomplished by using a diffraction-meter D8 Advance Bruker,
Department of Physics, University of Ioannina. Radiation
CuKa (40 kV, 40 mA, AKa) and the monochromator system of
diffracted beam were used. The X-ray powder diffraction pat-
terns were measured in the area of 20 angles between 2° and
80° at a rotation step of 0.02° and time of 2 s per step. All
samples measured with the above diffraction-meter were in
the fine-grained powdered form.

Thermogravimetric differential thermal analysis (TG-DTA) and
differential scanning calorimetry (DTG/DSC)

The measurements were performed on a DTG/TG NETZSCH
STA 449C. For the measurements, 9.8, 9.2 and 14.6 mg of
PHEMA@AGGLY-2, pHEMA@AGU-2 and pHEMA®@AGSAL-2,
respectively were placed inside a platinum capsule with
alumina as the reference sample. The temperature increase
rate was 10 °C min~' in the range of 25-500 °C and the
measurements were performed in an air atmosphere. The
samples measured were in the fine-grained powdered form.

Biological tests

Bacterial strains. The bacterial strains of P. aeruginosa,
S. aureus (ATCC® 25923™), and S. epidermidis (ATCC®
14990™), were adopted in the experiments. The bacterial
strain P. aeruginosa was kindly offered from the Laboratory of
Biochemistry, University of Ioannina-Greece. The biological
experiments were performed in triplicate.

Effects on the growth of microbial strains. The procedure
was performed as previously reported.>®%'*327 Briefly, bac-
terial strains plated onto trypticase soy agar medium (P. aerugi-
nosa and S. aureus) or Luria-Bertani agar (LB agar) medium (P.
aeruginosa) were incubated at 37 °C for 18-24 h. Three to five
isolated colonies of the same morphological appearance were
selected from a fresh agar plate using a sterile loop and trans-
ferred into a tube containing 2 mL of sterile saline solution.
The optical density at 620 nm is adjusted to 0.1 which corres-
ponds to 10 cfu mL™'.>®%1371%27 gor the evaluation of MIC
the inoculum size for broth dilution is 5 x 10°> c¢fu mL™". The
culture solution was treated with AGGLY, glycine, AGU and
urea (8-200 pM). For the evaluation of MBC, the bacteria were
initially cultivated in the presence of AGGLY and AGU in broth
culture (Luria-Bertani agar (LB agar) medium) for 20 h. The
MBC values were determined in duplicate, by subculturing
4 uL of the broth on an agar plate,>%%13715:27

This journal is © The Royal Society of Chemistry 2021
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In order to evaluate the viability of the microbes on the
PHEMA, PHEMA@AGGLY-2, PHEMA@AGU-2 and
PHEMA@AGSAL-2 discs, the materials were placed in the test
tubes which contain 5 x 10° c¢fu mL™" of the P. aeruginosa,
S. epidermidis and S. aureus microbes.>®**7>2” The optical
densities of the supernatant solutions were then measured to
give the % viability of the microbes after incubation for
18-24 h.5’8’9’13_15’27

For the evaluation of IZ, AGGLY, glycine, AGU, urea at
1 mM and 2 mM, and the disks of pHEMA,
PHEMA@AGGLY-2, pHEMA@AGU-2 and pHEMA@AGSAL-2
were placed on the agar surface and the Petri plates were incu-
bated for 20 h.>®% 1371527

Removal of the biofilm using the crystal violet assay.
Bacteria with a density of 1.3 x 10° cfu mL™" were inoculated
into LB agar broth medium for P. aeruginosa or tryptic soy
broth for S. aureus (total volume = 1500 pL) in test tubes and
cultured for 20 h at 37 °C. Afterwards, the content of each test
tube was carefully removed, the tubes were washed with 1 mL
of 0.9% saline dilution and 2 mL of broth was added. The
negative control contained only broth. Then, the bacteria were
incubated with AGGLY, AGU, pHEMA, pHEMA@AGGLY-2,
PHEMA@AGU-2 and pHEMA®@AGSAL-2 discs for 20 h, at
37 °C. The content of each tube was then poured and was
washed three times with 1 mL of methanol and 2 mL of 0.9%
saline and left to dry. Then, the tubes were stained for 15 min
with a crystal violet solution (0.1% w/v). Excess stain was
rinsed off with 1 mL of methanol and 2 mL of 0.9% saline
solution and then with 3 mL of 0.9% saline solution. The
tubes were left to dry for 24 h and the bound crystal violet was
released by adding 30% glacial acetic acid. The optical density
of the solution yielded was then measured at 550 nm, to give
the biofilm biomass.>®%1371527

Sulforhodamine B assay. Initially, the HCECs were seeded in
a 24-well plate at a density of 7.5 x 10" cells and after 24 hours
of cell incubation, AGGLY, AGU, AGSAL, and the discs of
PHEMA, PHEMA@AGGLY-2, PHEMA@AGU-2 and
PHEMA®@AGSAL-2 were added into the wells. After 24 hours of
incubation of the HCECs with the discs, the discs were
removed and the culture medium was aspirated and the cells
were fixed with 300 pL of 10% cold trichloroacetic acid (TCA).
The plate was left for 30 min at 4 °C, washed five times with
deionized water, and left to dry at room temperature for at
least 24 h. Subsequently, 300 pL of 0.4% (w/v) sulforhodamine
B (SRB) (Sigma) in 1% acetic acid solution was added to each
well and left at room temperature for 20 min. SRB was
removed, and the plate was washed five times with 1% acetic
acid before air drying. Bound SRB was solubilised with 1 mL
of 10 mM un-buffered Tris-base solution. Absorbance was read
on a 24-well plate reader at 540 nm.>%%1371:27

Evaluation of in vitro genotoxicity with the micronucleus
assay. The evaluation of the genotoxicity of pHEMA,
PHEMA@AGGLY-2, pHEMA@AGU-2 and pHEMA@AGSAL-2
was  performed  following the  protocol  reported
elsewhere.>®% 371227 HCECs were seeded (7 x 10" cells per
well) in glass cover slips which were afterwards placed in six-
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well plates, with 3 mL of cell culture medium and incubated
for 24 h. Then the HCECs were exposed to the discs for a
period of 48 h. After the exposure to the biomaterials, the
cover slips were washed three times with PBS and once with a
hypotonic solution (75 mM KCl) for 10 min at room tempera-
ture. The hypotonized cells were fixed by at least three changes
of 1/3 acetic acid/methanol solution. The cover slips were also
washed with cold methanol containing 1% acetic acid. The
cover slips were then stained with acridine orange (50 pg
mL™") for 15 min at 37 °C. After that the cover slips were
rinsed three times with PBS to remove any excess acridine
orange. The number of micronucleated cells per 1000 cells was
determined.

Evaluation of toxicity with the brine shrimp assay. The brine
shrimp assay was performed by a method previously
described.*” An aliquot (0.1 mL) containing about 6 to 10
nauplii was introduced to each well of a 24-well plate and one
disc of pHEMA, pHEMA®@AGGLY-2, pHEMA@AGU-2 and
PHEMA®@AGSAL-2 was added into each well. The final volume
of each well is 1 mL with NaCl 0.9%. The brine shrimps were
observed at the interval time of 24 hours, using a stereoscope.
The larvae are considered dead if they do not show any
internal or external movement in 10 seconds of observation.
Each experiment was repeated three times.

Evaluation of in vivo genotoxicity with the Allium cepa test.
The in vivo genotoxicity was assessed following the already
known method.** Small bulbs (~1.0-1.5 cm in diameter) of
Allium cepa were purchased from the local market. Bulbs of
Allium cepa were placed in test tubes (16 ml) which were filled
with water and placed in the incubator at 25 °C, 50-60%
humidity and 12 h day lighting/12 h dark for 48 h. The discs of
PHEMA, PHEMA@AGGLY-2, PHEMA@AGU-2 and
PHEMA@AGSAL-2 were added into the test tubes to incubate
the bulbs for 48 h. The roots growing in double distilled water
were used as control. In order to evaluate the rate of the cellu-
lar division, the microscopic parameter of the mitotic index
was determined. All categories were analyzed by counting 1800
cells per concentration (300 cells per slide, a total of six
slides).
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