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ABSTRACT

The expansion of bacterial antibiotic resistance is a growing problem today, and has
determined the intensification of studies for finding out new alternatives to antibiotic
treatment. The purpose of this study was to investigate the potential of magnetite
nanoparticles (FesO,) to achieve a sustained and controlled drug release and
subsequently improve the efficacy of antibiotics against Staphylococcus aureus, one of
the most frequently isolated opportunistic pathogens, responsible for severe infections in
immunocompromised patients with indwelling catheters or other biomedical devices.
The obtained results showed that FesO, nanoparticles functionalized with different
antibiotics exhibited an inhibitory activity on growth and the biofilm formation of S.
aureus strain superior to that exhibited by each antibiotic alone. The studied magnetic
nanoparticles could act as efficient antibiotic potentiators and delivery systems for
combating S. aureus biofilms on biomedical devices or human tissues.

Keywords: magnetite nanoparticles, antibiotic resistance, medical device infection, Staphylococcus
aureus, biofilms, minimal inhibitory concentration.

1. INTRODUCTION

S. aureus is an extremely versatile human pathogen responsible for a broad range of nosocomial and
community-acquired infections. Many of these infections involve biofilm formation, being very
challenging due to resistance of bacteria from biofilm to both host immune responses and available
chemotherapies [1,2]. Biofilm formation, especially on medical implants such as catheters, is an
important virulence mechanism for methicillin-resistant Staphylococcus aureus (MRSA)
contributing to the chronicity of infections. The emergence of MRSA strains as potentially lethal
pathogens is a continuing cause for public health concern worldwide [3]. In Romania according to
EARSS 2008 the proportion of MRSA was 33% [4]. The mortality rate due MRSA infections in a
Romanian hospital from Bucharest was 52%, being registered during a study performed between
July 2007 and June 2008, carried out in 13 tertiary care hospitals from European countries in order to
estimate the excess mortality and length of hospital stay associated with MRSA bloodstream
infections in European hospitals [5]. Therefore, it is extremely important to design and develop new
alternatives to antibiotics for the treatment of biofilm infections with multi-drug resistant MRSA [6].
A new approach against biofilm-mediated, drug-resistant, and device centred infections is
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represented by the use of nanoparticles. Recently nanoparticles have been used successfully for the
delivery of therapeutic agents [7] in chronic disease diagnostics [8], to reduce bacterial infections
[9], and in the food and clothing industries as antimicrobial agents [10]. Magnetic iron oxide
nanoparticles have raised much interest during the recent years due to their novel properties
(superparamagnetism, high saturation field, blocking temperature, etc.) and potential applications in
organic synthesis, biotechnology and in medicine, including: controlled drug delivery systems,
magnetic resonance imaging, magnetic fluid hyperthermia, macromolecules and pathogens
separation, cancer therapy [11]. Magnetic nanoparticles consisting of magnetite (FesO4) possess
unique characteristics that make them promising as carriers in biomedical utilizations. Their
properties, including thermal, chemical, and colloidal stability are not presented by other materials
used for medical applications [11]. Despite the efficacy of nanocoatings to prevent biofilm
formation on catheters, there is an important limitation, i.e. the ability of the material to adsorb
always the same concentration of the drug and also the ability to control their release, which in most
cases results in a non-controlled elution of the drug in the first hours subsequent to the insertion
[12,13,14]. In this context, the objective of this study was to investigate the potential of magnetic
nanoparticles to potentiate, but also to accomplish a sustained and controlled drug release and
subsequently improve the efficacy of antibiotics against planktonic and biofilm growing S. aureus
cells.

2. EXPERIMENTAL SECTION

2.1. Materials. All chemicals were used as received and were purchased from Sigma-Aldrich
ChemieGmbh (Munich, Germany).

2.2. Fabrication of nanostructure. Functionalized magnetite nanoparticles (FesO,@ATB, ATB =
penicillin (P), streptomycin (S), erythromycin (E), kanamycin (K) and cefotaxime (CTX)) were
prepared and characterized according to our recently published papers [15,16].

2.3. Qualitative and quantitative assessment of the influence of FesO,@ATB on planktonic
cells growth. The study of antimicrobial activity of FesO,@ATB against S. aureus ATCC 29213
reference strain was performed by a qualitative method for antimicrobial susceptibility testing based
on disk diffusion following CLSI 2012 recommendations. In brief, the inoculum represented by a
bacterial suspension from a 16-18 h culture developed on solid medium, and adjusted according to
McFarland 0.5 standard was seeded on a Muller-Hinton Agar (MHA) medium plate. After
inoculation plates were left standing for 10 minutes to let the culture get absorbed. Afterwards, the
antibiotic disks, and antibiotic disks plus 10uL of Fe;O,@ATB, respectively were placed at
corresponding distance on MHA plates, and plates were incubated la 35 2 °C. The results reading
were performed by comparatively measuring of inhibition zone diameter generated by different
antibiotics, and antibiotic disks plus 10uL of Fe;Os@ATB, respectively, according with their
dimensions from CLSI, 2012. For these experiments there were used penicillin (P), streptomycin (S),
erythromycin (E), kanamycin (K) and cefotaxime (CTX). The quantitative method for the minimal
inhibitory concentration (MIC) assay of each FesO,@ATB consisted of two-fold microdilutions of
nanoparticules stock solutions prepared in sterile saline were performed in liquid culture medium
(nutrient broth) distributed in 96 multi-well plates. The concentration of each antibiotic adsorbed on
magnetite surface was presented in previous published papers [15,16]. Each well was inoculated
with 5 pLL of microbial suspensions corresponding to a 0.5 McFarland density. Sterility, negative
control wells (nutrient broth) and microbial growth, positive controls (inoculated nutrient broth)
were used. The plates were incubated for 24 h at 37°C, and the influence of nanoparticles on the
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planktonic cells growth in liquid medium was appreciated by measuring the A 600 nm of the
obtained cultures. The MIC was considered as the last dilution of the tested compound which
inhibited the microbial growth.

2.4. Assessment of the influence of Fe;O0,@ATB on S. aureus biofilms. After performing MIC
assay, the 96 well plates were emptied, washed 3 times with phosphate buffered saline, fixed with
cold methanol and stained with violet crystal solution 1% for 30 min. The biofilm formed onto the
plastic wells was resuspended in 30% acetic acid and the intensity of the stained suspension was
assayed by measuring the absorbance at 490 nm [18]. The results interpretation was performed by
comparing the obtained value of absorbance at 490 nm for strains treated with nanoparticles with
those obtained for control strains (bacteria grown in standard conditions).

3. RESULTS SECTION

Magnetic nanoparticles consisting of magnetite (FesO4) possess unique characteristics that make
them promising agents for antibacterial applications [19]. In this study we have investigated the
influence of magnetic nanoparticles functionalized with antibiotics on the planktonic growth and
biofilm formation by S. aureus. The results of the qualitative assay of the antimicrobial activity of
the obtained nanosystems showed that the Fe;O4 nanoparticles clearly improved the activity of some
of the tested antibiotics, as revealed by the increase of the growth zone inhibition diameter for
penicillin, streptomycin and erithromycin, as compared with the antibiotic disks charged with the
same antibiotic concentration (Figure 1).
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Figure 1: The growth inhibition diameter values of Figure 2: The MIC values of Fe;O,@ATB versus
Fe;O.@ATB versus control antibiotics on S. aureus MIC values of control antibiotics on
ATCC 29213 S. aureus ATCC 29213
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Figure 3: The effect of Fe;0,@K on S. aureus biofilm development
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In the quantitative assay, the nanoparticles improved the antimicrobial activity of cefotaxime and
kanamycin, as revealed by the significant decrease of the MIC value of these antibiotics (figure 2).
The magnetic nanoparticles did not improve the efficacy of any of the tested antibiotics to prevent
the S. aureus biofilms development. Figures 3-7 present the degree of S. aureus biofilm development
in the presence of the first two higher concentrations of the tested nanostructures, as compared with
the antibiotic control and magnetite control.

It is to be noticed that magnetite itself exhibited a superior anti-biofilm activity, as compared with
the antibiotic loaded into the nanocarrier, being closer or even better, in case of kanamycin, than the
antibiotic solution (Figure 3), demonstrating the utility of these metallic nanoparticles for the design
on anti-biofilm surfaces.
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Figure 6: Thze effect of Fe;0,@P on S. aureus biofilm development
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Figure 7: The effect of FesO,@E on S. aureus biofilm development

The alarming increase of S. aureus biofilm associated infections urged the search for the design and
development of new and effective strategies to fight against this important pathogen. One of the
most studied aspects of nanotechnology nowadays is their ability to offer the opportunity to fight
microbial infections via the synthesis of nanoparticles. Magnetic nanoparticles consisting of
magnetite (Fe3O4) possess unique characteristics that make them promising as carriers in biomedical
utilizations. In terms of diagnosis they can be used both for in vitro and in vivo applications for
example: in immobilization and detection of biomolecules [20], cell separation [21], purification
[22] and gene transfer [23], and serve as a contrast agents in magnetic resonance imagining [24].
They can also be applied for drug delivery system in target therapy [25-30] and for hyperthermia
treatment, due to the heat they produce in an alternating magnetic field [31]. Nanoparticles bind to
bacterial cell walls causing membrane disruption through direct interactions or through free radical
production [32]. Mammalian cells are able to phagocytose nanoparticles, and can subsequently
degrade these particles by lysozomal fusion [33], reducing toxicity and free radical damage. This
may allow for the selectivity of the same nanoparticle to promote tissue-forming cell functions,
while also inhibiting bacterial functions that lead to infection.

Our results are clearly demonstrating that magnetite nanoparticles are improving the antimicrobial
activity of investigated antibiotics, both against planktonic, as well as adherent S. aureus cells. The
fact that the FesO,4 functionalized with these antibiotics was much more efficient than the antibiotics
alone against planktonic S. aureus cells, is demonstrating that the potentiating effect of the magnetic
nanoparticles consists in binding to bacterial cell walls causing membrane disruption [34] and
favouring the antibiotics activity. The fact that in case of the adherent bacterial cells, the
Fe;0,@ATB efficiency was inferior to that of Fe;O, itself or antibiotic solution is demonstating that
magnetite nanoparticles could carry the antibiotic, but do not release it in an active form, that could
diffuse and reach the biofilm cells. This could probably be due to the binding of antibiotics
functional groups to the surface of the nanoparticles. The rest of the molecule is solvated in
dispersion medium or in a fluid. The process, known to be entropic or steric, refers to the inhibition
of particles aggregation by an entropic force, which appears when the particles are close to each
other [35].

4. CONCLUSIONS
The use of nanoparticles is a growing new approach against biofilm-mediated, drug-resistant, and
device centered infections. Nanoparticles offer an attractive alternative to conventional antibiotics in
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the development of new-generation antibiotics due to their potent antimicrobial activity and unique
mode of action. Our study investigated the ability of magnetic nanoparticles to improve the anti-
bacterial activity of the current antibiotics against S. aureus, one of the most resistant opportunistic
pathogens, both in planktonic and adherent state. The obtained results are suggesting that the
magnetic nanoparticles may be considered effective antibiotics carrier, but a complete understanding
of the way in which they selectively interact with different antibiotics and the bacterial cell is needed
in order to obtain improved strategies for elimination of S. aureus biofilms on biomedical devices or
human tissues.

5. ACKNOWLEDGMENT

The results presented in this work were supported by the strategic grant POSDRU/89/1.5/S/58852,
Project “Postdoctoral program for training scientific researchers” cofinanced by the European Social
Fund within the Sectorial Operational Program Human Resources Development 2007-2013” and by
the PN-II-PT-PCCA-2011-3.2-0284: “‘Novel nanostructured prosthetic tubular devices with
antibacterial and antibiofilm properties induced by physicochemical and morphological changes’
funded by the National University Research Council in Romania.

6. REFERENCES

[1] Cotar AL, Chifiriuc M.C., Holban A.M., Banu O., Lazar V, Prelevance of agr specificity groups among
Staphylococcus aureus strains isolated from different clinical specimens patients with cardiovascular surgery
associated infections, Biointerface Research in Applied Chemistry, 2, 1, 264-270, 2012.

[2] Cotar A.L., Chifiriuc M.C., Banu O., Lazar V., Antibiotic resistance patterns of Staphylococcus aureus strains
isolated from cardiovascular surgery associated infections, Biointerface Research in Applied Chemistry, 3, 1, 491-
497, 2012.

[3] Wwatkins R.R., David M.Z., Salata R.A., Current concepts on the virulence mechanisms of meticillin-resistant
Staphylococcus aureus, Journal of Medical Microbiology, 61, 1179-1193, 2012.

[4] European Antimicrobial Resistance Surveillance System Management Team, EARSS Manual 2005, RIVM,
Bilthoven, Netherlands, 2005.

[5] de Kraker M.E.A., Wolkewitz M., Davey P.G., Grundmann H., The clinical impact of antimicrobial resistance
in European hospitals: excess mortality and length of hospital stay related to methicillin resistant Staphylococcus
aureus bloodstream infections, Antimicrobial Agents And Chemotherapy, 55, 4, 1598-1605, 2011.

[6] Jena P., Mohanty S., Mallick R., Jacob B., Sonawane A., Toxicity and antibacterial assessment of chitosan-
coated silver nanoparticles on human pathogens and macrophage cells, International Journal of Nanomedicine, 7,
1805-18, 2012.

[7] zhang L., Gu F.X., Chan J.M., Wang A.Z., Langer R.S., Farokhzad O.C., Nanoparticles in medicine:
therapeutic applications and developments, Clinical Pharmacology & Therapeutics, 83, 5, 761-769, 2008.

[8] Hong B., Kai J., Ren Y., Highly sensitive rapid, reliable, and automatic cardiovascular disease diagnosis with
nanoparticle fluorescence enhancer and mems, Advances in Experimental Medicine and Biology, 614, 265-273,
2008.

[9] Rai M., Yadav A., Gade A., Silver nanoparticles as a new generation of antimicrobials, Biotechnology
Advances, 27, 1, 76-83, 2009.

[10] Vigneshwaran N., Kathe A.A., Varadarajan P.V., Nachane R.P., Balasubramanya R.H., Functional finishing
of cotton fabrics using silver nanoparticles, J Nanoscience and Nanotechnology, 7, 6,1893-1897, 2007.

[11] Niemirowicz K., Markiewicz K.H., Wilczewska A.Z., Car H., Magnetic nanoparticles as new diagnostic tools
in medicine, Advances in Medical Sciences, 57, 2, 196-207, 2012.

[12] Sousa C., Botelho C., Oliveira R., Science against microbial pathogens: communicating current research and
technological advances in Nanotechnology applied to medical biofilms control, A. Méndez-Vilas (Ed.), Formatex,
878-888, 2011.

[13] Crisante F., Francolini 1., Bellusci M., Martinelli A., D'llario L., Piozzi A., Antibiotic delivery polyurethanes
containing albumin and polyallylamine nanoparticles, European Journal of Pharmaceutical Science, 365, 55-564,
20009.

564



Magnetite nanopatrticles influence the efficacy of antibiotics against biofilm embedded Staphylococcus aureus cells

[14] Vvarshosaz J., Insulin delivery systems for controlling diabetes, Recent Patents on Endocrine, Metabolic &
Immune Drug Discovery, 1, 25-40, 2007.

[15] Cotar A.l., Grumezescu A.M., Andronescu E., Voicu G., Ficai A., Ou K.L., Huang K.S., Chifiriuc M.C.,
Nanotechnological solution for improving the antibiotic efficiency against biofilms developed by gram-negative
bacterial strains, Letters in Applied NanoBioScience, 2, 1, 97-104, 2013.

[16] Chifiriuc M.C., Grumezescu A.M., Andronescu E., Ficai A., Cotar A.I., Bezirtzoglou E., Lazar V., Radulescu
R., Water dispersible magnetite nanoparticles influence the efficacy of antibiotics against planktonic and biofilm
embedded Enterococcus faecalis cells, Anaerobe, in press, 2013.

[17] Grumezescu A.M., Andronescu E., Ficai A., Ficai D., Huang K.S., Gheorghe 1., Chifiriuc M.C., Water soluble
magnetic biocomposite wit potential applications for the antimicrobial therapy, Biointerface Research in Applied
Chemistry, 2, 469-475, 2012.

[18] Grumezescu A.M., Andronescu E., Ficai A., Mihaiescu D.E., Vasile B.S., Bleotu C., Syntehsis,
characterization and biological evaluation of a Fe;04/Cy, core/shell nanosystem, Letters in Applied
NanoBioScience, 1, 031-035, 2012.

[19] Niemirowicz K., Markiewicz K.H., Wilczewska A.Z., Car H., Magnetic nanoparticles as new diagnostic tools
in medicine, Advances in Medical Sciences, 57, 2, 196-207, 2012.

[20] Tamer U., Gundogdu Y., Boyaci I.H., Pekmez K., Synthesis of magnetic core-shell Fe304-Au, nanoparticles
for biomolecule immobilization and detection, Journal of Nanoparticle Research, 12, 1187-96, 2010.

[21]Huang Y.F., Wang Y.F., Yan X.P., Amine functionalized magnetic nanoparticles for rapid capture and
removal of bacterial pathogens, Environtal Science & Technology, 15, 44, 20, 7908-13, 2010.

[22] Dong H., Huang J., Koepsel R.R., Ye P., Russell A.J., Matyjaszewski K., Recyclable antibacterial magnetic
nanoparticles grafted with quaternized poly(2-(dimethylamino)ethyl methacrylate) brushes, Biomacromolecules,
11,12, 4, 1305-11, 2011.

[23] Yiu H.H., Pickard M.R., Olariu C.1., Williams S.R., Chari D.M., Rosseinsky M.J., Fe304-PEI-RITC magnetic
nanoparticles with imaging and gene transfer capability: development of a tool for neural cell transplantation
therapies, Pharmaceutical Research, 29, 5, 1328-43, 2012.

[24] Meng X., Seton H.C., Lu le T., Prior I.A., Thanh N.T., Song B., Magnetic CoPt nanoparticles as MRI contrast
agent for transplanted neural stem cells detection, Nanoscale, 3, 3, 977-84, 2011.

[25] Chomoucka J., Drbohlavova J., Huska D., Adam V., Kizek R., Hubalek J., Magnetic nanoparticles and
targeted drug delivering, Pharmaceutical Research, 62, 2, 144-9, 2010.

[26] Mihaiescu D.E., Grumezescu A.M., Balaure P.C., Mogosanu D.E., Traistaru V., Magnetic scaffold for drug
targeting: evaluation of cephalosporins controlled release profile, Biointerface Research in Applied Chemistry, 1,
191-195, 2011.

[27] Grumezescu A.M., Saviuc C., Holban A., Hristu R., Croitoru C., Stanciu G., Chifiriuc C,. Mihaiescu D.,
Balaure P., Lazar V., Magnetic chitosan for drug targeting and in vitro drug delivery response, Biointerface
Research in Applied Chemistry, 1, 160-165, 2011.

[28] Andronescu E., Grumezescu A.M., Ficai A., Gheorghe 1., Chifiriuc M.C., Mihaiescu D.E., Lazar V., In vitro
efficacy of antibiotic magnetic dextran microspheres complexes against Staphylococcus aureus and Pseudomonas
aeruginosa strains, Biointerface Research in Applied Chemistry, 2, 332-338, 2012.

[29] Chifiriuc C., Grumezescu V., Grumezescu A.M., Saviuc C., Lazir V., Andronescu E., Hybrid magnetite
nanoparticles/Rosmarinus officinalis essential oil nanobiosystem with antibiofilm activity, Nanoscale Research
Letters, 7, 209, 2012.

[30] Saviuc C., Grumezescu A.M., Holban A., Chifiriuc C., Mihaiescu D., Lazar V., Hybrid nanostructurated
material for biomedical applications, Biointerface Research in Applied Chemistry, 1, 064-071, 2011.

[31] Laurent S., Dutz S., Hafeli U.O., Mahmoudi M., Magnetic fluid hyperthermia: focus on superparamagnetic
iron oxide nanoparticles, Advances in Colloid and Interface Science, 10, 166, 1-2, 8-23, 2011.

[32] zhang L., Jiang Y., Ding Y., Povey M., York D., Investigation into the antibacterial behaviour of suspensions
of ZnO nanoparticles (ZnO nanofluids), Journal of Nanoparticle Research, 9, 3, 479-489, 2007.

[33] Arbab A.S., Wilson L.B., Ashari P., Jordan E.K., Lewis B.K., Frank J.A., A model of lysosomal metabolism
of dextran coated superparamagnetic iron oxide (SPI1O) nanoparticles: implications for cellular magnetic resonance
imaging, NMR in Biomedicine, 18, 6, 383-389, 2005.

[34] Azam A., Ahmed A.S., Oves M., Khan M.S., Habib S.S., Memic A., Antimicrobial activity of metal oxide
nanoparticles against Gram-positive and Gram-negative bacteria: a comparative study. International Journal of
Nanomedicine, 7, 6003—-6009, 2012.

[35] Durdureanu-Angheluta A., Pinteala M., Simionescu B.C., Tailored and Functionalized Magnetite Particles for
Biomedical and Industrial Applications, Materials Science and Technology, Prof. Sabar Hutagalung (Ed.), ISBN:
978-953-51-0193-2, InTech, 2012.

565



	1. INTRODUCTION_________________________________________
	2. Experimental section________________________________
	3. Results section_______________________________________
	4. Conclusions___________________________________________

