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Abstract: Silica nanoparticles are widely studied in emerging areas of nanomedicine because they are
biocompatible, and their surface can be modified to provide functionalization. The size is intrinsically
related to the performance of the silica nanoparticles; therefore, it is important to have control
over the size. However, the silica nanoparticles obtained from sodium metasilicate are less studied
than those obtained from tetraethyl orthosilicate. Moreover, the methods of surface modification
involve several steps after the synthesis. In this work, the effect of different concentrations of
sodium metasilicate on the size of silica nanoparticles was studied. In the same way, we studied
the synthesis of organically modified silica nanoparticles in a one-step method, using poly(ethylene
glycol). The nanoparticles were characterized by scanning electron microscopy, Fourier-transform
infrared spectroscopy, and thermogravimetric analysis. It was found that the size distribution of the
silica nanoparticles could be modified by changing the initial concentration of sodium metasilicate.
The one-step surface-modification method caused a significant decrease in size distribution.

Keywords: silica nanoparticles; poly(ethylene glycol); ORMOSIL; biomedical applications;
sodium metasilicate

1. Introduction

Silica nanoparticles (Si-NPs) have a promising role in emerging nanomedicine because of their
low cytotoxicity, ultra-fine size range (below 100 nm), and they can be modified with molecules of
biomedical interest. Its structure is formed along a set of Si-O-Si bonds and their surface is coated
by hydroxyl groups, (silanol, Si-OH) [1,2]. In the same way, organic modified silica nanoparticles
(ORMOSIL-NPs) are a type of silica-based nanoparticles [3], which by combining organic molecules
and functional groups in their structure they acquire additional functions, so they widely extend their
in vitro applications to bioimaging [4-6], biosensors [7,8], and in vivo applications, such as cancer
therapy [9-12] and drug administration [13-15]. The size of the nanoparticles is closely related to the
correct performance in the biomedical applications.

Among others physicochemical properties such as pH and zeta potential, size distribution is
a determining property in the performance of surface-engineered nanoparticles. Thus, the size
of ORMOSIL-NPs can affect both the amount of immobilized drug, as well as the release kinetics.
Meanwhile, when modifying the Si-NPs organically, meaning by adding functional groups or polymers,
the rate of drug release is directly affected by increasing the diffusion resistance thereof. In the work
presented by [16] paclitaxel was loaded to CTAB-ORMOSIL-NPs (85.4 + 8.4 nm) with a drug loading
efficiency of 8.74 & 1.32% and the accumulative released percentage of paclitaxel was less than 7.5% at
neutral pH after 72 h, however, the release percentage were 53.9% at pH 5.0 after 72 h. While in [17]
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the authors obtained a percentage of paclitaxel encapsulation of 25.6% using paclitaxel-loaded Si-NPs
~100 nm in diameter and reached 82% of drug release in about 172 h (pH 7.4). The findings described
in [18] indicated that nanoparticle-based oral drug delivery can be potentially improved by adjusting
surface modification and size of the Si-NPs.

On the other hand, the size of the nanoparticles is even related to cellular uptake and cytotoxicity.
The cellular uptake efficiency of Si-NPs is size-dependent in the order of 55.6 > 167.8 > 307.6 nm
according to [19]. In the same way, a predictive model for cytotoxicity of 20 and 50 nm Si-NPs based
on functions of size, concentration and exposure time is proposed in [20]. Also, the potential of Si-NPs
to induce the apoptosis of human umbilical vein endothelial cells in culture was investigated by [21],
they concluded that cytotoxicity of Si-NPs is closely linked to their size and dose.

Though in the last decade there is a massive of papers reporting the biomedical application of
Si-NPs and ORMOSIL-NPs the fundamental study on the size controlling has been rarely presented.
In that sense, it is fundamental to control of the properties of the size distribution and amount of
coating of Si-NPs to improve their performance as an agent of nanomedicine. In the literature there are
some attempts to control the size of the S5i-NPs mainly emphasized on controlling the surfactant and
tetraethyl orthosilicate (TEOS) concentrations [22]. However, in this work we focus on adapting the
concentration variable of sodium metasilicate in the sol-gel method to obtain a controlled route for
modulating the size distribution of Si-NPs and ORMOSIL-NPs. Poly(ethylene glycol) (PEG) was chosen
to form the ORMOSIL nanoparticles. PEG is one of the main coatings that is used in nanomedicine for
both in vitro and in vivo applications [23,24] because of its effectiveness to inhibit the absorption of
proteins in the blood and the capture of them by phagocytic cells. The effect on the size of ORMOSIL
on amount of coating were also observed.

2. Materials and Methods

The silica nanoparticles with different sizes were prepared by varying the concentrations sodium
metasilicate (NaSiO3, Thermo Fisher Scientific, Pittsburgh, PA, USA). From an initial 0.10 M NaySiOs3,
four solutions with different concentrations were prepared in a logarithmic relationship. The final
concentrations of the dilutions were: 0.01 M, 1.00 mM, 0.10 mM, and 0.01 mM. In each separated
experiment, the Na;SiO3 solution was maintained under magnetic agitation and heated to 80 °C.
Then, HC1 0.1 M was added dropwise until pH 6.0. After that, multiple washing was carried out
using ethanol and water to remove the formed sodium salts, the obtained precipitated was repeatedly
(4 times) collected by centrifugation (10 min, 9000 G). The product was left at 50 °C in the oven for
24 h. After drying time, the samples were placed in vials for further modification and characterization.

PEG (average Mn 400) was supplied by Sigma-Aldrich (St. Louis, MO, USA) and used without
further purification. The ORMOSIL-NPs were obtained using the method described above with the
condition that PEG was added into the reaction mixture before the addition of HCl. PEG/Na;SiO3
mass ratio used for ORMOSIL-NPs synthesis was 2/1 in each of the five concentrations of Na,;SiO3
used. Afterward, the product was collected by centrifugation then washed and dried. After drying,
the samples were placed in vials for further characterizations.

The morphology and size distribution of the Si-NPs and ORMOSIL-NPs were evaluated by
field emission scanning electron microscopy (FE-SEM) using a JEOL JSM-7000f (JEOL México SA de
CV, Mexico City, Mexico) equipment operating at 15 kV. The samples were directly dispersed on a
doubled-face carbon conductive tape before FE-SEM observation. Images were analyzed using the
Scandium software (Olympus, ResAlta Research Tecnologies, Golden, CO, USA, 2010) and diameter of
100 individual nanoparticles were measured directly from the images using the line tool to provide
reasonable measures for the size distribution of all samples. The results are presented as mean =+ SD,
and statistical comparisons between groups were carried out using one-way ANOVA followed by the
Student’s t-test.

Infrared spectra were obtained by using Fourier Transform Infrared (FTIR) with attenuated total
reflection (ATR) spectrometer (Nicolet 6700/ Thermo Electron Scientific Instruments Corporation,
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Madison, WI, USA). Germanium (Ge) crystal was used in ATR measurement due to it high refractive
index. The infrared spectra were recorded with a resolution of 4 cm~ ! and the scan range was set
from 4000 to 600 cm~!. The results are presented as the average of 32 scans

3. Results and Discussion

The silicon content increase resulted in the formation of larger particles in the as-synthesized
Si-NPs samples and ORMOSIL-NPs due to the silicate ion availability of the for the growth of the
particles. Whereas the morphology of the nanoparticles was round to oval and was the size was
affected by the modification process. The size of the ORMOSIL-NPs is lower compared to the Si-NPs
in all the samples, it was clearly evidenced by SEM (Figure 1). Si-NPs obtained from Na;5iO3 0.01 mM
(Figure 1a) had a size of ~35 nm while ORMOSIL-NPs obtained from Nay5iO3 0.01 mM (Figure 1b) had
a size of ~17 nm. The variation in size by the effect of PEG is more evident in materials obtained from
NaySiO3 0.1 M. The size of Si-NP (Figure 1c) was ~250 nm and the size of ORMOSIL-NPs (Figure 1d)
was ~60 nm. The size distribution of the nanoparticles in the Si-NPs were higher than ORMOSIL-NPs
in all the samples obtained from the solution with the same concentration of the precursor. The
considerable decrease in the sizes of the coated nanoparticles in relation to the uncoated ones, since
PEG acts as a surfactant that prevents the nanoparticles from agglomerating. According to [1] the
surfactant is one of the main factors influencing the material structuring. Since PEG acts as both,
coating and surfactant, its concentration and the molar ratio between the surfactant and the silica
source caused a decrease in the final size of the ORMOSIL-NPs.

Figure 1. SEM (Scanning Electron Microscopy) images of the materials obtained from different
concentrations of NaySiO3. (a) Si-NPs (Silica Nanoparticles) 0.01 mM; (b) ORMOSIL-NPs (Organic
Modified Silica Nanoparticles) 0.01 mM; (c) Si-NPs 0.10 M; (d) ORMOSIL-NPs 0.10 M. In obtaining
ORMOSIL-NPs, a 2:1 mass ratio between PEG and Na,SiO3 was used.

The histogram of the size distribution of the Si-NPs and ORMOSIL-NPs, obtained with the lowest
concentration of Na;SiO3, can be seen in Figures 2a and 2b respectively. Likewise, the histograms of
Si-NPs and ORMOSIL-NPs of the materials obtained at the highest precursor concentration are also
shown (Figures 2c and 2d respectively). It can be noted that the size distribution is narrower when the
PEG is used, it happened in all cases. Steric repulsion, caused by PEG molecules, restricts the growth
of nanoparticles.
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Figure 2. Histograms generated from the measurement of particle size (n = 100). (a) Si-NPs 0.01 mM;
(b) ORMOSIL-NPs 0.01 mM; (c) Si-NPs 0.10 M; (d) ORMOSIL-NPs 0.10 M.

In Figure 3a we can see the relationship between the sizes of Si-NPs obtained from the different
initial concentrations of Na;SiOs. A direct relationship can be noted between the average size and
concentration. Similarly, Figure 3b shows the relationship between the sizes of ORMOSIL-NPs and the
initial concentration of the precursor. The coating with PEG did significantly (P > 0.05) alter mean size.
In the same way, particle size distributions before and after modification with PEG were significantly
different (P > 0.05).
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Figure 3. (a) Relationship between the initial concentration of NaySiO3; and the size distribution
of Si-NPs. (b) Relationship between the initial concentration of Na;SiO3 and the size distribution
of ORMOSIL-NPs.

The chemical signature of PEG molecules associated to Si-NPs was demonstrated by IR
spectroscopy on dried samples (Figure 4). In Si-NPs the absorption peak at 1110 cm ! is assigned to
the Si-O-Si asymmetric stretching vibration, and the peak at 874 cm ™! is ascribed to the stretching
vibration of Si-OH. The IR spectrum of PEG exhibits a very broad band between 3600 and 3100 cm !
attributed to the stretching vibrations of OH groups. The IR band at 2670 cm ™! is attributed to
asymmetric CH stretching vibrations. A peak at 1641 cm~! is due to carbonyl group while band at
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1352 cm ™! was assigned to the symmetrical stretching modes of the alkyl chains (CH,). In comparison
with bare Si-NPs, the ORMOSIL-NPs IR spectra show new absorption peaks at 1635 and 1350 cm?,
corresponding to the stretching vibration of alkyl groups. Moreover, in ORMOSIL-NPs appears
a shoulder at ~1100 cm~! that may be attributed to stretching vibrations of C-O-C ether bonds.
Comparison of the Si-NPs samples in Figure 5a confirms that by decreasing Na;SiO3 concentration, the
intensity of the peaks related to S5i-O-Si characteristic peaks are more enhanced. Furthermore, in the
ORMOSIL-NPs spectra (Figure 5b), the characteristic bands of the silica are observed and the shoulder
at 1100 cm~! described above, as well as peaks attributed to the alkyl chains.
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Figure 4. FTIR (Fourier Transform Infrared) spectra of Si-NPs, PEG, and ORMOSIL-NPs.
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Figure 5. (a) FTIR spectra of Si-NPs with decreasing molar concentration of Na,;SiOj3 as a precursor.
(b) FTIR spectra of ORMOSIL-NPs with decreasing molar concentration of Na,;SiO3 as a precursor.

Thermogravimetric analysis (TGA) diagrams (Figure 6) of PEG, Si-NPs (0.10 M and 0.01 M),
ORMOSIL-NPs (0.10 M and 0.01 M) samples were performed in the same conditions for a better
comparison. The complete thermal decomposition of PEG started at 250 °C and ended at ~400 °C, the
diagram shows the uniform decomposition in just one step without intermediate stages. This is due
to the PEG has a simple structure of linear chain. The TGA diagrams of Si-NPs and ORMOSIL-NPs,
obtained from the same initial concentration of NaySiO3, show a significant difference of mass losses
between them, from 5.73% for Si-NPs up to 15.73% for ORMOSIL-NPs for the initial Na;SiO3 0.10 M
and from 10.93% for Si-NPs up to 21.76% for ORMOSIL-NPs for the PEG/Na;SiO3 0.01 M. The TGA
diagrams of Si-NPs shows a main loss of mass around 100 °C due to the release of water associated to
the silica structure. The curves show a gradual decrease from tends to remain constant from 100 °C to
800 °C. Instead, the TGA diagrams of ORMOSIL-NPs the weight loss at temperature lower than 100 °C
correspond to the release of absorbed water (~5%). The second weight loss corresponds to the PEG
decomposition. The thermal decomposition is delayed approximately 100 °C, in comparison with free
PEG. The interaction between PEG and silica causes the degradation temperature to occur at higher
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temperatures. Note that the minor NPs size is quite effective for immobilizing PEG since the weight
amount of the polymer in the ORMOSIL-NPs is about 5% higher. This difference is because smaller NPs
have a larger surface area, so that there are more functional groups that can interact with PEG molecules.
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Figure 6. Mass percent versus temperature thermogram of PEG (Mn 400), Si-NPs and ORMOSIL-NPs

4. Conclusions

In this work, the effect of sodium metasilicate concentration and PEG/Na,SiO3 ratio on the
synthesized Si-NPs and ORMOSIL-NPs has been investigated. The average diameter size obtained
by FE-SEM images demonstrated that the particles size decreases in direct relation with the Na,SiOs
concentration. The result reported in the present work showed that using PEG in a mass ratio 2:1
caused a significant decrease in size distribution of nanoparticles. Thereby, depending on the reaction
conditions, the size of the final material can be tuned. Infrared spectroscopy confirmed the successful
modification of Si-NPs. The amount of PEG adsorbed on ORMOSIL-NPs was remarkably increased in
the material that has a smaller average size. The results propose an effective method to control the size
of the NPs in those biomedical applications where an adequate size is required.

Acknowledgments: We thank Karla Jacqueline Licona for her help in preparing the manuscript, and the members
of the NANOMED-UAC] research group for the feedback received during the research.

Author Contributions: C.C.-G. and PE.G.-C. conceived and designed the experiments; A.L.P.-U. performed the
experiments; C.C.-G. and P.E.G.-C. analyzed the data; C.C.-G. wrote the paper.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Diab, R; Canilho, N.; Pavel, I.A.; Haffner, F.B.; Girardon, M.; Pasc, A. Silica-based systems for oral delivery
of drugs, macromolecules and cells. Adv. Colloid Interface Sci. 2017, 249, 346-362. [CrossRef] [PubMed]

2. Spyrogianni, A.; Herrmann, LK.; Keevend, K.; Pratsinis, S.E.; Wegner, K. The silanol content and in vitro
cytolytic activity of flame-made silica. J. Colloid Interface Sci. 2017, 507, 95-106. [CrossRef] [PubMed]

3.  Pagliaro, M.; Ciriminna, R.; Chi Man, M.W.; Campestrini, S. Better Chemistry through Ceramics: The
Physical Bases of the Outstanding Chemistry of ORMOSIL. |. Phys. Chem. 2006, 110, 1976-1988. [CrossRef]
[PubMed]

4. Ribeiro, T.; Raja, S.; Rodrigues, A.S.; Fernandes, F; Baleizdo, C.; Farinha, ].P.S. NIR and visible perylenediimide-
silica nanoparticles for laser scanning bioimaging. Dyes Pigments 2014, 110, 227-234. [CrossRef]

5. Fedorenko, S.V.; Mustafina, A.R.; Mukhametshina, A.R.; Jilkin, M.E.; Mukhametzyanov, T.A.; Solovieva, A.O,;
Pozmogova, T.N.; Shestopalova, L.V.; Shestopalov, M.A.; Kholin, K.V,; et al. Cellular imaging by green
luminescence of Tb(III)-doped aminomodified silica nanoparticles. Mater. Sci. Eng. C 2017, 76, 551-558.
[CrossRef] [PubMed]

6. Mao, L,; Liu, X.; Liu, M.; Huang, L.; Xu, D.; Jiang, R.; Huang, Q.; Wen, Y.; Zhang, X.; Wei, Y. Surface grafting of
zwitterionic polymers onto dye doped AIE-active luminescent silica nanoparticles through surface-initiated
ATRP for biological imaging applications. Appl. Surf. Sci. 2017, 419, 188-196. [CrossRef]


http://dx.doi.org/10.1016/j.cis.2017.04.005
http://www.ncbi.nlm.nih.gov/pubmed/28473052
http://dx.doi.org/10.1016/j.jcis.2017.07.096
http://www.ncbi.nlm.nih.gov/pubmed/28780339
http://dx.doi.org/10.1021/jp055697v
http://www.ncbi.nlm.nih.gov/pubmed/16471772
http://dx.doi.org/10.1016/j.dyepig.2014.03.026
http://dx.doi.org/10.1016/j.msec.2017.03.106
http://www.ncbi.nlm.nih.gov/pubmed/28482563
http://dx.doi.org/10.1016/j.apsusc.2017.05.041

Materials 2018, 11, 510 7of7

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

Zhao, W.; Fang, Y.; Zhu, Q.; Wang, K.; Liu, M.; Huang, X.; Shen, J. A novel glucose biosensor based
on phosphonic acid-functionalized silica nanoparticles for sensitive detection of glucose in real samples.
Electrochim. Acta 2013, 89, 278-283. [CrossRef]

Wang, K; Liu, P; Ye, Y,; Li, ].; Zhao, W.; Huang, X. Fabrication of a novel laccase biosensor based on silica
nanoparticles modified with phytic acid for sensitive detection of dopamine. Sens. Actuators B Chem. 2014,
197, 292-299. [CrossRef]

Ohulchanskyy, T.Y.; Roy, I.; Goswami, L.N.; Chen, Y.; Bergey, E.J.; Pandey, R.K,; Oseroff, A.R.; Prasad, P.N.
Organically Modified Silica Nanoparticles with Covalently Incorporated Photosensitizer for Photodynamic
Therapy of Cancer. Nano Lett. 2007, 7, 2835-2842. [CrossRef] [PubMed]

Ehi-Eromosele, C.O.; Ita, B.I; Iweala, E.E]. Silica coated LSMO magnetic nanoparticles for the pH-Responsive
delivery of 5-Fluorouracil anticancer drug. Colloids Surf. A Physicochem. Eng. Asp. 2017, 530, 164-171. [CrossRef]
He, Y,; Liang, S.; Long, M.; Xu, H. Mesoporous silica nanoparticles as potential carriers for enhanced drug
solubility of paclitaxel. Mater. Sci. Eng. C 2017, 78, 12-17. [CrossRef] [PubMed]

Ingrid, B.; Kamil, Z.; Jarmila, K.; Alla, S.; Hana, A.; Pavel, U.; Pavla, P.; Martin, H.; Petr, S.; Vladimir, K.
Silica-based nanoparticles are efficient delivery system for temoporfin. Photodiagnosis Photodyn. Ther. 2017,
21, 275-284. [CrossRef]

Zielinska, A.; Pereira, I.; Antunes, S.; Veiga, E]J.; Santos, A.C.; Nowak, I; Silva, A.M.; Souto, E.B. Chapter
10—Mesoporous silica nanoparticles as drug delivery systems against melanoma. In Design of Nanostructures
for Theranostics Applications; Elsevier: Amsterdam, The Netherlands, 2018; pp. 437-466. ISBN 9780128136690.
Hwang, J.; Son, J.; Seo, Y.; Jo, Y,; Lee, K,; Lee, D.; Khan, M.S.; Chavan, S.; Park, C.; Sharma, A; et al. Functional
silica nanoparticles conjugated with beta-glucan to deliver anti-tuberculosis drug molecules. J. Ind. Eng.
Chem. 2018, 58, 376-385. [CrossRef]

Ghasemi, S.; Farsangi, Z.].; Beitollahi, A.; Mirkazemi, M.; Rezayat, S.M.; Sarkar, S. Synthesis of hollow
mesoporous silica (HMS) nanoparticles as a candidate for sulfasalazine drug loading. Ceram. Int. 2017, 43,
11225-11232. [CrossRef]

Jia, L.; Li, Z,; Shen, J.; Zheng, D.; Tian, X.; Guo, H.; Chang, P. Multifunctional mesoporous silica nanoparticles
mediated co-delivery of paclitaxel and tetrandrine for overcoming multidrug resistance. Int. . Pharm. 2015,
489, 318-330. [CrossRef] [PubMed]

Fu, Q.; Hargrove, D.; Lu, X. Improving paclitaxel pharmacokinetics by using tumor-specific mesoporous
silica nanoparticles with intraperitoneal delivery. Nanomed. Nanotechnol. Biol. Med. 2016, 12, 1951-1959.
[CrossRef] [PubMed]

Wang, Y.; Cui, Y.; Zhao, Y.; Zhao, Q.; He, B.; Zhang, Q.; Wang, S. Effects of surface modification and size on oral
drug delivery of mesoporous silica formulation. J. Colloid Interface Sci. 2018, 513, 736-747. [CrossRef] [PubMed]
Zhu, J; Liao, L.; Zhu, L.; Zhang, P; Guo, K.; Kong, ].; Ji, C; Liu, B. Size-dependent cellular uptake efficiency,
mechanism, and cytotoxicity of silica nanoparticles toward HeLa cells. Talanta 2013, 107, 408—415. [CrossRef]
[PubMed]

Manganelli, S.; Leone, C.; Toropov, A.A.; Toropova, A.P; Benfenati, E. QSAR Model for Cytotoxicity of Silica
Nanoparticles on Human Embryonic Kidney Cells. Mater. Today Proc. 2016, 3, 847-854. [CrossRef]

Wang, W.; Zeng, C.; Feng, Y.; Zhou, F; Liao, F; Liu, Y.; Feng, S.; Wang, X. The size-dependent effects of silica
nanoparticles on endothelial cell apoptosis through activating the p53-caspase pathway. Environ. Pollut.
2018, 233, 218-225. [CrossRef] [PubMed]

Liberman, A.; Mendez, N.; Trogler, W.C.; Kummel, A.C. Synthesis and surface functionalization of silica
nanoparticles for nanomedicine. Surf. Sci. Rep. 2014, 69, 132-158. [CrossRef] [PubMed]

Kolate, A.; Baradia, D.; Patil, S.; Vhora, I.; Kore, G.; Misra, A. PEG—A versatile conjugating ligand for drugs
and drug delivery systems. |. Control. Release 2014, 192, 67-81. [CrossRef] [PubMed]

Suk, J.S.; Xu, Q.; Kim, N.; Hanes, J.; Ensign, L.M. PEGylation as a strategy for improving nanoparticle-based
drug and gene delivery. Adv. Drug Deliv. Rev. 2016, 99, 28-51. [CrossRef] [PubMed]

@ © 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1016/j.electacta.2012.11.031
http://dx.doi.org/10.1016/j.snb.2014.03.002
http://dx.doi.org/10.1021/nl0714637
http://www.ncbi.nlm.nih.gov/pubmed/17718587
http://dx.doi.org/10.1016/j.colsurfa.2017.07.059
http://dx.doi.org/10.1016/j.msec.2017.04.049
http://www.ncbi.nlm.nih.gov/pubmed/28575958
http://dx.doi.org/10.1016/J.PDPDT.2017.12.014
http://dx.doi.org/10.1016/j.jiec.2017.09.051
http://dx.doi.org/10.1016/j.ceramint.2017.05.172
http://dx.doi.org/10.1016/j.ijpharm.2015.05.010
http://www.ncbi.nlm.nih.gov/pubmed/25956050
http://dx.doi.org/10.1016/j.nano.2016.04.013
http://www.ncbi.nlm.nih.gov/pubmed/27151564
http://dx.doi.org/10.1016/j.jcis.2017.11.065
http://www.ncbi.nlm.nih.gov/pubmed/29220688
http://dx.doi.org/10.1016/j.talanta.2013.01.037
http://www.ncbi.nlm.nih.gov/pubmed/23598242
http://dx.doi.org/10.1016/j.matpr.2016.02.018
http://dx.doi.org/10.1016/j.envpol.2017.10.053
http://www.ncbi.nlm.nih.gov/pubmed/29096294
http://dx.doi.org/10.1016/j.surfrep.2014.07.001
http://www.ncbi.nlm.nih.gov/pubmed/25364083
http://dx.doi.org/10.1016/j.jconrel.2014.06.046
http://www.ncbi.nlm.nih.gov/pubmed/24997275
http://dx.doi.org/10.1016/j.addr.2015.09.012
http://www.ncbi.nlm.nih.gov/pubmed/26456916
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Results and Discussion 
	Conclusions 
	References

