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1
Abstract 

 

Polyphenols, as one of the most important family of phytochemicals protective 

substances from grape fruit, possess various biological activities and health-promoting 

benefits, for example: inhibition of some degenerative diseases, cardiovascular 

diseases and certain types of cancers, reduction of plasma oxidative stress and 

slowing aging. The combination of polyphenols and biomaterials may have good 

potential to reach good bioavailability and controlled release, as well as to give 

biological signaling properties to the biomaterial surfaces. In this research, 

conventional solvent extraction was developed for obtaining polyphenols from dry 

grape skins. The Folin&Ciocalteu method was used to determine the amount of total 

polyphenols in the extracts. Surface functionalization of two bioactive glasses (SCNA 

and CEL2) was performed by grafting the extracted polyphenols on their surfaces. 

The effectiveness of the functionalization was tested by UV spectroscopy, which 

analyzes the amount of polyphenols in the uptake solution (before and after 

functionalization) and on solid samples, and XPS, which analyzes the presence of 

phenols on the material surface. 
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Introduction  

 

Grapes as table food and winemaking sources had a long and abundant history, dated 

to the Ancient Greek and Roman civilizations. Due to the various nutrient elements in 

grape, such as vitamins, minerals, carbohydrates, edible fibers and phytochemicals, 

nowadays substantial scientific attention has been focused on the potential biomedical 
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 Abbreviations 

GA Gallic Acid 

PH phenols extracted from grape skins 

CA Citric Acid 

 



 

effect of grapes and grape products. Various biomedical research studies have been 

centered on the investigation of the role of nutrients from grape in several areas 

including cardiovascular health, cancer development and progression, Alzheimer’s 

disease and other neurodegenerative disorders, aging and alterations in cognitive and 

motor function, antiviral activity, oral health, immune function, and diabetes [1-2]. 

Among the phytochemicals protective substances in grape, polyphenols play an 

important role according to their notable biomedical properties and health-promoting 

benefits [3]. The phenolic compounds mainly include simple phenols, phenolic acids 

(both benzoic and cinnamic acid derivatives), coumarins, flavonoids, stilbenes, 

hydrolysable and condensed tannins, lignans, and lignins. In plants, phenolic 

compounds may act as phytoalexins, antifeedants, and attractants for pollinators, 

contributors to the plant pigmentation, antioxidants, and protective agents against UV 

light, among others [4]. In grape skin, the phenolic compounds usually contain 

proanthocyanidins, ellagic acid, mycicetin, quercetin, kaempferol, trans-resveratrol, 

etc. [5]. Pastrana-Bonilla’s [6] research, have quantified the antioxidant activity of 

muscadine grape skin extracts as 12.8 µmol TE/g expressed according to the Trolox 

Equivalent Antioxidant Capacity (TEAC) assay. Falchi et al. [7] have found that the 

ischemic reperfusion injury was significantly inhibited in the rats isolated of heart 

after 30 days’ consumption of the extracts from flesh and grapes skin which exhibited 

equal effect of cardioprotection. Hudson et al. [8] have reported that extracts from 

grape skin could induce prostate tumor cell lines apoptosis with high efficiency. 

In order to obtain these useful components, different extraction methods of 

polyphenols have been developed. Liquid-liquid extraction is the main method used 

for grapes [9]. The extraction conditions of phenolic compounds are influenced by 

solvent, temperature, extraction time and the ratio of sample-to-solvent. The common 

solvents used for extraction includes ethanol, methanol, acetone or formic acid and 

water in different ratio. Besides, some improved methods have been developed Hong 

et al. [10] used microwave-assisted extraction technique to optimize the isolation of 

phenolic compounds from grape seeds. Ultrasound-assisted extraction has been 

employed to extract resveratrol from grapes [11]. In addition, supercritical fluid 



 

extraction [12] and aqueous two-phase system extraction [13] have made advances in 

grape phenol extraction. Total phenolic content is typically determined by way of the 

Folin&Ciocalteu method using gallic acid as standard [14]. In order to improve the 

molecular stability and bioavailability of the molecules of biological interest, an 

interesting approach their grafting on a carrier. Polymeric matrices have been widely 

used as carrier for osteogenic growth factors [15, 16]. It is also possible to graft 

biomolecules on the surface of biomaterials for implants with different grafting 

strategies such as simple adsorption, covalent bonding or release from a degradable 

carrier [17, 18]. In this way the functionalized biomaterial surface acts as localized 

carrier for the biological principle and this represents a challenging strategy to send 

specific signals to cells and tissues via in situ delivery. Many research papers deal 

with the surface grafting of proteins, enzymes and drugs [15, 16, 19-21] on different 

kinds of biomaterials, although few are related to polyphenols and natural 

biomolecules [22, 23].  

Among the different classes of biomaterials, bioactive glasses have been widely 

studied for orthopedic and dental applications, due to excellent biocompatibility and 

osteoinduction ability [24, 25]. A number of surface functionalization techniques 

made it possible to graft, on bioactive glass surfaces, various kind of biomolecules 

such as proteins, growth factors and enzymes [26, 27], however, few research have 

been focused on the combination of bioactive glass ceramics and natural bioactive 

phytochemicals. Some researches indicated phenol functionalization of carbon 

nanotubes to improve their mechanical and dynamic properties [22]. It has been 

observed that the incorporation of resveratrol (stilbenes from grapes, peanuts and 

berries) with porous poly-ε-caprolactone (PCL) surface can improve the alkaline 

phosphatase (ALP) activity of rat bone marrow stromal cells and can enhance 

mineralization of the cell-scaffold composites in vitro [23]. 

The aim of this research is to graft polyphenols, extracted from grape skin, to 

bioactive glasses in order to combine the bioactive properties of glass with the 

biological activities and health-promoting benefits of polyphenols. Compared with the 

commercial molecules, the utilization of nutraceuticals from natural sources offers the 



 

opportunity to exploit the waste products of food industry for obtaining high added 

value products for healthcare applications. In this paper, attention is mainly paid to the 

extraction of polyphenols, the grafting conditions and the analysis after surface 

functionalization. 

 

Materials and methods 

Extraction of phenol compounds from grape skin 

 

Fresh red grapes (Barbera) were provided by a small-scale producer in the north of 

Italy (vineyard situated in Vaglio Serra, Asti, Piedmont, Italy). The fresh grapes were 

divided into four parts: flesh, skin, seed and stem (in this case only grape skin was 

employed). Fresh red grape skin was dried in oven at 60°C and then grinded into 

small pieces.  

Conventional solvent extraction was performed in a water-ethanol mixture (20:80, 

volume ratio) with the solid-liquid ratio 1:20 [28]. The extraction temperature was of 

60° C and the extraction time of 60 min in a thermostatic bath. The extraction solution 

was separated from the grape skin through filtering and put into an oven, at 60° C, 

until the ethanol was completely evaporated. The extract was finally freeze dried and 

weighted. Phenols extracted from grape skins will be indicated as PH from now on. 

 

Determination of total phenol content  

Total phenol content of the extracts was determined by the Folin&Ciocalteu method 

[14]. In brief, 2 ml of the test solution were introduced in the test bottle and add 6 ml 

double distilled water, followed by adding 0.5 ml Folin&Ciocalteu reagent 

(Folin&Ciocalteau phenol reagent 2 M with respect to acid, 47641, Sigma Aldrich). 

After 3-5 minutes mixed, 1.5 ml Na2CO3 (20%) was added. The final solution was 

tested after 2 h reaction by UV absorption at 760 nm (CARY 500 VARIAN). 3 

different samples were prepared and tested for each type of functionalization.  

Gallic acid (GA 97.5-102.5% titration, G7384, Sigma Aldrich) was used as standard 



 

for phenols quantification. 6 gallic acid solutions with increasing concentration 

(0.0025, 0.005, 0.01, 0.02, 0.03 and 0.04 mg/ml)were prepared and tested with the 

Folin&Ciocalteau method in order to obtain the calibration standard curve. The curve 

was used to calculate the total phenol content of the extracts.  

 

Materials preparation 

Two kinds of bioactive glasses were considered in this research as substrates for 

surface functionalization: SCNA (57% SiO2, 34% CaO, 6% Na2O, 3% Al2O3 mol%), 

which is characterized by a simple composition and a relative low bioactivity, and 

CEL2 (45% SiO2, 3% P2O5, 26% CaO, 7% MgO, 15% Na2O, 4% K2O mol %) which 

presents a more complex composition and an higher bioactivity.  

These two glasses were previously characterized in terms of characteristic 

temperatures, degree of bioactivity and surface reactivity after different washing 

treatments for surface functionalization with biomolecules [26, 27]. Both glasses were 

prepared by traditional melt and quenching techniques as described in [27, 29] and 

considered both in the bulk and powder forms. Reagents were melted in a platinum 

crucible and poured on a brass plate to obtain bars, or in water to obtain a frit. Glass 

bars were annealed in a furnace and then cut and polished in order to obtain 

homogeneous slices. Glass frits were milled and sieved up to obtain powders with a 

grain size lower than 20 µm.  

 

Hydroxyl exposure 

The first step of functionalization consisted in a cleaning and surface activation 

treatment. A procedure optimized in previous works on the surface modification of 

these glasses was employed [26, 27]. In brief, samples were washed in an ultrasonic 

bath once in acetone for 5 minutes and three times in water for 5 minutes each time. 

After these processes, samples were dried in air at room temperature. 

 

Polyphenol grafting  



 

100 mg of phenol extracts were dissolved in 20 ml double distilled water and mixed 

for about 2 h under magnetic stirring. Samples were soaked in phenol (PH) solution 

for 24 h at 37°C. For each sample 5 ml of 5.0 mg/ml phenol solution was employed. 

The addition of citric acid (CA) in the PH uptake solution was performed (for bulk 

samples functionalization) in order to evaluate the effect of pH on the glass and 

molecular behavior. In fact, the ion release of bioactive glasses in the 

functionalization medium causes an increase of pH to basic values, as discussed in the 

results and discussion section and in previous papers [29, 30]. 0.5 M citric acid (CA, 

Citric Acid Monohydrate, ACS reagent 99.0-102.0%, Sigma Aldrich) was added drop 

wise to the PH uptake solution up to pH 3.0. A part of samples was functionalized 

with CA-modified PH solutions.  

Solution pH was measured before and after samples soaking on 3 different samples 

and indicated as mean±standard deviation.  

In order to prevent the light irradiation of phenol, all the holders were covered with 

aluminum foils. After 24 h grafting, the phenol solution from each sample was 

removed to clean bottles for UV analysis, while the powders and bulks glasses were 

washed twice by double distilled water and dried in incubator for 12 h at 37°C and 

stored in the dark.  

The SCNA, CEL2 grafted with phenols will be named as SCNA+PH and CEL2+PH, 

while the ones functionalized with citric acid addition SCNA+PH+CA and 

CEL2+PH+CA. 

PH solutions were analyzed by means of UV-Vis Spectroscopy with the 

Folin&Ciocalteau method (as described in the determination of total phenol content 

paragraph) before and after samples soaking, in order to estimate the amount of 

molecule grafted onto the material surface. The same technique was applied also to 

solid samples in order to determine the amount and activity of grafted phenols.  

 

XPS analyses 

In order to verify the presence of grape phenols (PH) on samples surface after the 



 

functionalization, X-Ray Photoelectron Spectroscopy (XPS, PHI 5000 VERSA 

PROBE, PHYSICAL ELECTRONICS) was employed; survey analyses were 

performed for obtaining the chemical composition of the outermost surface layer, 

while high resolution spectra of the most significant elements (C and O) were 

collected for the determination of their chemical state. Bulk samples were considered 

for this test. Both activated and activated and PH-grafted materials were analyzed. 

Binding energies were corrected considering the standard shift respect to the C1s at 

284.6 eV. 

 

SEM observations 

Scanning Electron Microscopy (SEM) observations and Energy Dispersive 

Spettroscopy analyses (EDS) were performed (SEM-EDS SEM-FEI, Quanta Inspect 

200, EDS-EDAX PV 9900) in order to study the reactivity and consequent surface 

modifications of bioactive glasses during the functionalization process. Washed and 

PH-grafted bulk samples were considered for this test. Samples were sputter coated 

with a thin Cr-layer (to make them conductive) before observation. 



 

Results and discussion  

 

Macroscopic observations and pH measurements 

 

Figure 1 shows the SCNA and CEL2 bulk samples and the uptake solutions before 

and after the functionalization process. As far as CEL 2 is concerned, it is evident that 

the surface of the glass changes from colorless to light brown after PH uptake. This 

change of color is almost absent for bulk SCNA and becomes more evident for SCNA 

powders and CEL2 (both bulk and powders) samples.  

It must be underlined, as already said for the GA functionalization [29], that in the 

present setup, the two glasses were soaked in the phenol (PH) solutions, which are 

characterized by a fairly acid pH value (3.61±0.23, figure 1) and that they are not 

buffered. As described in the previous paper on GA functionalization [29] a 

significant ion release can be documented for bioactive glasses in aqueous media, and 

it is enhanced in an acidic environment [26]. The ion exchange between the glass and 

the solution induces a significant increase of the solution pH for static soaking models 

as reported in [30] and confirmed by experimental results (figure 1). 

In the present work, the solutions were not buffered, and a strong change to alkaline 

values of pH can be observed, especially in the case of the most reactive glass (CEL2) 

and for powder samples, for both glasses. In fact, pH values phenols after samples 

soaking are the following: 3.79 for bulk SCNA, 9.54 for SCNA powders, 8.53 for 

bulk CEL2 and 10.06 for CEL powders. These data confirm the one previously 

obtained with gallic acid [29]. 

A basic environment can favor both a further hydroxylation of the glass [26] and the 

oxidation of catechol groups of phenols to quinone groups [31], giving the typical 

brownish color that was noticed both on the glass surfaces and in the uptake solutions. 

The addition of citric acid in the uptake solution reduces the basification of the 

medium (as reported in figure 1 for bulk samples) and in particular keeps the pH 

value below 7.00. The change in the phenolic molecular structure has been reported at 

pH values of about 7.40 [31]. 



 

 

UV-Visible analyses 

The total phenol content in the extract was determined by the Folin&Ciocalteau’s 

method. The 5 mg/ml solution, prepared for glasses functionalization, was tested and 

compared with standard gallic acid solutions. Gallic acid standard solutions with 6 

concentrations were prepared and tested by UV absorption photometry, to obtain a 

calibration standard curve for the quantification of phenols, as described in [29] and in 

materials and methods section. In order to determine the amount of phenols grafted to 

the bioactive glasses, the phenol content of the starting uptake solution was compared 

with the one after 24 h glass soaking. 

Results are reported in figure 2 (PH functionalization series). 

The first column (PH functionalization series) of the graph in figure 2 reports the 

phenol content in the extract solution used for grafting. The phenol concentration in 

the 5 mg/ml extracts solution results 0.083 mg/ml GA equivalent. As expected, this 

result suggest, a more complex composition of extracts if compared to a pure GA 

solution. 

The other columns of the diagram in figure 2 (PH functionalization series) report the 

phenol content of solution after the reaction with bioactive glasses. It can be observed 

that all the concentrations after functionalization are lower than original phenol 

solution. Compared with SCNA, it is notable that CEL2 consumes more phenol on 

both bulk and powder samples (the values are 0.06078 and 0.02821 mg/ml 

respectively). Moreover, a higher consumption of biomolecules can be underlined for 

powder samples when compared to bulk ones. Both results are in accordance to the 

ones obtained with the same samples for gallic acid functionalization [29]. As far as 

the powders are concerned, the higher ability to graft biomolecules can be attributed 

to the higher surface area compared to bulk samples. Considering the difference 

between the two bioactive glasses, the higher ability of CEL2 in binding phenols can 

be explained with its higher reactivity. The formation of a porous silica gel layer 

during functionalization leads to the absorption of an additional amount of 

biomolecules. Moreover, the possible reduction of the phenol content due the 



 

structural change of the molecules in basic environment must be considered, as 

previously done for GA functionalization [29]. Citric acid addition (figure 2, CA 

addition series) in the functionalization of bulk samples apparently reduce the uptake 

of phenols on the glasses surfaces (the reduction in GA-equivalent content is lower 

after the uptake). Since gallic acid and phenols are stable at acidic pH, as previously 

discussed in [29], it can be supposed that the strong basification induced by bioactive 

glasses (and especially by CEL2) soaking can lead to the partial change in the 

structure of the molecules and the impossibility to detect them by the 

Folin&Ciocalteau method. CA addition allows the maintenance of uptake solution pH 

below 7.00 reducing the structural oxidation of phenols. The uptake of a fraction of 

molecules with CA addition in the functionalization medium suggests a successful 

functionalization, as demonstrated by XPS analyses in the following paragraph.  

Preliminary test were also performed putting the Folin&Ciocalteau reactive mixture 

directly on the functionalized samples in order to determine the surface grafted 

phenols. As already observed for GA-grafted bioactive glasses [29], the presence of a 

notable amount of phenols on the surface was evidenced, proving the success of 

functionalization. The amount is significantly higher on CEL2 than on SCNA, 

confirming the results obtained on the solutions and for GA grafting [29]. The 

Folin&Ciocalteau test on the sample surface is a measurement of the activity of 

phenols after grafting, in fact it determines the ability of grafted molecules to reduce 

Folin&Ciocalteau reagent. These measurements suggested that grape skin 

polyphenols are still active after the coupling with bioactive glasses. 

 

XPS analysis 

 

Table 1 reports the atomic percentages of elements on the surface of bioactive glasses 

before and after phenol functionalization, with and without citric acid addition. 

The reduction in Ca and Na content after the grafting demonstrates an ion exchange 

between the glass and the solution due to the material reactivity. At the same time the 



 

increase in the silicon content on CEL2 samples suggest a more evident reaction in 

the functionalization medium that can lead to the formation of a silica gel layer, as 

discussed in the SEM paragraph. 

Although a good cleaning degree can be obtained by washing, a certain amount of 

unavoidable carbon contaminants still remain on the surfaces of SCNA and CEL2. 

These contaminations are always present on reactive surfaces, as widely documented 

in the literature [27, 32-35].  

The total carbon and oxygen contents on the surface show a not completely clear 

trend, so, in order to discuss the presence of phenols on the glass surface, at the 

different steps of functionalization, the detailed analyses of oxygen and carbon 

regions are necessary. 

The detailed analyses of carbon region for SCNA and CEL2 before and after PH 

grafting are reported in figures 3 and 4. 

Two main contributions (at about 284.8 eV and 289.4-289.6 eV) can be observed in 

the detailed analyses of carbon region of SCNA and CEL2 after washings (figures 3a 

and 4a), as already reported in [29]. The first can be attributed to unavoidable 

hydrocarbon contaminations on reactive surfaces [32-35, 26], while the second one 

can be assigned to carbonates [36] and results higher on CEL2 samples, according to 

its higher reactivity. 

A significant change in the C spectrum can be observed after phenols grafting (figures 

3b and 4b). At first, the disappearance of carbonate signal can be underlined on both 

glasses. At the same time, the appearance of two new contributions (at about 

285.93-286.16 eV and 288.08-288.79 eV) was observed. They can be attributed to 

C-O and C=O respectively [37-39]. The same signals, with a higher intensity, were 

obtained on SCNA and CEL2 grafted with pure gallic acid [29]. As observed for 

GA-grafted glasses [29] CA addition in the functionalization medium induces a 

reduction in the C=O signal as indication of a lower oxidation of phenolic structures 

to quinones (figure 3c and 4c). This phenomenon is less evident for CEL2 samples; in 

fact also the solution pH is closer to values favorable for of oxidation of phenols to 

quinones (fig. 1). 



 

Looking at the oxygen region of washed samples (figures 5a and 6a), the typical 

signals of oxides (530.8 – 531.7 eV), silica (531.6-532.3 eV) and hydroxyls groups 

(533.2 – 533.5 eV) can be observed, as already reported for surface activated glasses 

[13, 26-29].  

After phenol coupling, silica signal is still present on both surfaces together with OH 

groups one. Hydroxyls peak is a first confirmation of the grafting of phenolic 

structures. The signal at about 531.6 eV can be attributed to both oxides and C=O 

groups [40]. Its noticeable presence after PH coupling can confirm the partial 

oxidation of phenols to quinones in basic environment. In fact citric acid addition 

(figure 5c and 6c) leads to the reduction of this peak in the oxygen region, as 

previously underlined also for the carbon region. These results are in accordance with 

the ones obtained for GA grafted bioactive glasses [29]. 

 

SEM observations 

The surface of washed SCNA (figure 7 first row) appears homogeneous with no 

topographical features of interest, polishing lines are slightly visible. Any significant 

alteration in the morphology can be detected after the functionalization (figure 7, 

second row). The chemical analysis does not evidence significant variation. 

CEL2 presents a completely different behavior (figure 8). After washing some pits 

and cracks are visible but a cracked surface layer, with the typical appearance of silica 

gel, can be observed after the functionalization. It has already been detected on 

GA-grafted CEL2 [29] and can be attributed to the glass reactivity in the 

functionalization medium. EDS analyses confirm the surface reactivity, the decrease 

in the Na, Ca and Mg content can be ascribed to the ionic exchange between the glass 

and the solution. Moreover, the significant increase in the carbon content can be due 

to the incorporation of organic molecules on the surface. 

 

Considering UV, XPS and SEM analyses, it can be hypothesized that a part of the 

molecules could be covalently grafted to the glass surface and, in the case of the most 

reactive glass, a part could be adsorbed in the silica gel layer. An analogous 



 

hypothesis has been supported by the authors for alkaline phosphatase grafting onto 

bioactive glasses [27, 41]. However, since in this paper we use a mixture of 

polyphenols extracted from natural sources (characterized by a wide set of molecular 

structures), that has not been speciated, this subject is of hard investigation. Further 

analyses will be performed in order to investigate more in depth this point. 

 

Conclusions  

Natural polyphenols were extracted from red grapes by water-ethanol extraction. The 

presence of phenols and their chemical activity in the extracts were verified by the 

Folin&Ciocalteau method. 

The biomolecules obtained from the extraction were employed for the surface 

functionalization of two different bioactive glasses with the aim of obtaining smart 

biomaterials with both inorganic and biological properties. 

UV absorption analysis, of phenol solutions before and after glass soaking and of 

solid samples after reaction with Folin&Ciocalteu reactive mixture, reveal that there is 

a significant level of capture of the biomolecules by the materials, and this increases 

with the glass reactivity and the surface area. Moreover, XPS investigations detected 

the signal of the characteristic groups of the biomolecules on the material surface after 

grafting. Citric acid addition in the functionalization medium made possible to 

preserve the phenolic structure avoiding oxidation. 

This research work demonstrates that natural biomolecules can be coupled with  

synthetic inorganic materials. This result is extremely interesting in the surface 

functionalization field, since it makes it possible to prepare smart biomaterials able to 

combine the typical inorganic activity of bioactive glasses with specific biological 

properties of natural molecules (anti-oxidant, antibacterial, antiviral, anticancer and so 

on). 

Release tests and in vitro biological analyses are planned. Moreover, analysis will be 

performed to determine the components speciation of the extracts.  

 

Acknowledgements 



 

Dr. Carmagnola Irene and Dr. Nardo Tiziana (Politecnico di Torino, Department of 

Mechanical and Aerospace Engineering) are kindly acknowledged for freeze-drying 

facilities. 

Prof. Chiara Vitale Brovarone is kindly acknowledged for her helpful discussion. 

The CSC project (China Scholarship Council) is kindly acknowledged for funding 

PhD activities of one of the authors (X. Zhang). 

Piero e Arturo Ferraris are kindly acknowledged for grapes providing. 

 

 



 

References 

 

[1] E.Q. Xia, G.F. Deng, Y.J. Guo, H.B. Li, Biological activities of polyphenols from 

grapes, Int. J. Mol. Sci. 11 (2012) 622–646. 

[2] L.M. Vislocky, M.L. Fernandez, Biomedical effects of grape products, Nutr. Rev. 

68 (2010) 656–670. 

[3] M. Wada, H. Kido, K. Ohyama, T. Ichibangas, N. Kishikaw, Y. Ohba, M.N. 

Nakashima, N. Kurod, K. Nakashima, Chemiluminescent screening of quenching 

effects of natural colorants against reactive oxygen species: evaluation of grape seed, 

monascus, gardenia and red radish extracts as multi-functional food additives, Food 

Chem. 101 (2007) 980–986. 

[4] F. Shahidi, M. Naczk, Phenolics in Food and Nutraceuticals: Sources, Applications 

and Health Effects, CRC Press, Boca Raton, FL, 2003 

[5] A. Hernandez-Jimenez, E. Gomez-Plaza, A. Martinez-Cutillas, J.A. Kennedy, 

Grape skin and seed proanthocyanidins from Monastrell x Syrah grapes, J. Agric. 

Food Chem. 57 (2009) 10798–10803. 

[6] E. Pastrana-Bonilla, C.C. Akoh, S. Sellappan, G. Krewer, Phenolic content and 

antioxidantcapacity of muscadine grapes, J. Agric. Food Chem. 51 (2003) 5497–4503. 

[7] M. Falchi, A. Bertelli, R.L. Scalzo, M. Morassut, R. Morelli, S. Das, J.H. Cui, D.K. 

Das, Comparison of cardioprotective abilities between the flesh and skin of grapes, J. 

Agric. Food Chem. 54 (2006) 6613–6622. 

[8] T.S. Hudson, D.K. Hartle, S.D. Hursting, N.P. Nunez, T.T.Y. Wang, H.A. Young, P. 

Arany, J.E. Green, Inhibition of prostate cancer growth by muscadine grape skin 

extract and resveratrol through distinct mechanisms, Cancer Res. 67 (2007) 

8396–8405. 

[9] A.J. Shrikhande, Wine by-product with health benefits, Food Res. Internat. 33 

(2000) 469–474. 

[10] N. Hong, V.A. Yaylayan, G.S.V. Raghavan, J.R.J. Pare, J.M.R. Belanger, 

Microwave-assisted extraction of phenolic compounds from grape seed, Nat. Prod. 

Lett. 15 (2001) 197–204. 



 

[11] Y. J. Cho, J. Y. Hong, H.S. Chun, S.K. Lee, H.Y. Min, Ultrasonication-assisted 

extraction of resveratrol from grapes, J. Food Eng. 77(2006) 725–730. 

[12] L. Casas, C. Mantell, M. Rodríguez, E.J. Martínez de la Ossa, A. Roldán, I. D. 

Ory, I. Caro, A. Blandino, Extraction of resveratrol from the pomace of Palomino fino 

grapes by supercritical carbon dioxide, J. Food Eng. 96 (2010) 304–308. 

[13] H. Wang, Y. Dong, Z. Xiu, Microwave-assisted aqueous two-phase extraction of 

piceid, resveratrol and emodin from Polygonum cuspidatum by ethanol/ammonium 

sulphate systems, Biotechnol. Lett. 30 (2008) 2079–2084. 

[14] V.L. Singleton, J.A. Rossi, Colorimetry of total phenolics with phosphomolybdic 

-phosphotungstic acid reagents, Am. J. Enol. Vitic. 16 (1965) 144-158. 

[15] V. Luginbuehl, L. Meinel, H.P. Merkle, B. Gander, Localized delivery of growth 

factors for bone repair, Eur. J. Pharm. Biopharm. 58 (2004) 197-208. 

[16] S.H. Lee, H. Shin, Matrices and scaffold for delivery of bioactive molecules in 

bone and cartilage tissue engineering, Adv. Drug Deliv. Rev. 59 (2007) 339-359. 

[17] H.F. Hildebrand, N. Blanchemain, G. Mayer, F. Chai, M. Lefebvre, F. Boschin, 

Surface coatings for biological activation and functionalization of medical devices, 

Surf. Coat. Technol. 200 (2006) 6318-6324. 

[18] D.A. Puleo, A. Nanci, Understanding and controlling the bone-implant interface, 

Biomaterials  20 (1999) 2311-2321. 

[19] S.K. Nandi, P. Mukherjee, S. Roy, B. Kundu, D.K. De, D. Basu, Local antibiotic 

delivery systems for the treatment of osteomyelitis – A review, Mat. Sci. Eng. C. 29 

(2009) 2478–2485. 

[20] R. Bhola, F. Su, C.E. Krull, Functionalization of titanium based metallic 

biomaterials for implant applications, J. Mater. Sci.: Mater. Med. 22 (2011) 

1147–1159. 

[21] M. Morra, Biochemical modification of titanium surfaces: peptides and ECM 

proteins, Eur, Cells Mater, 12 (2006) 1–15. 

[22] P. S. Thomas, A.A. Abdullateef, M.A. Al-Harthi, A.A. Basfar, S. Bandyopadhyay, 

M.A. Atieh, S.K. De, Effect of phenol functionalization of carbon nanotubes on 

properties of natural rubber nanocomposites, J. Appl. Polym. Sci. 124 (2012) 



 

2370–2376. 

[23] Y. Li, S. Dånmark, U. Edlund, A. Finne-Wistrand, X. He, M. Norgård, E. Blomén, 

K.Hultenby, G. Andersson, U. Lindgren, Resveratrol-conjugated poly-epsilon- 

caprolactone facilitates in vitro mineralization and in vivo bone regeneration, Acta 

Biomater. 7 (2011) 751–758. 

[24] E.Verné, M. Ferraris, A. Ventrella, L. Paracchini, A. Krajewski, A. Ravaglioli, 

Sintering and plasma spray deposition of bioactive glass-Matrix composites for 

medical applications, J. Eur. Ceram. Soc. 18(1998) 363–372. 

[25] M. Ferraris, E. Verné, P. Appendino, C. Moisescu, A. Krajewski, A. Ravaglioli, A. 

Piancastelli, Coatings on zirconia for medical applications, Biomaterials 21 (2000) 

765–773. 

[26] E. Verné, C. Vitale-Brovarone, E. Bui, C.L. Bianchi, A.R. Boccaccini, Surface 

functionalization of bioactive glasses,  J. Biomed. Mater. Res. 90A (2009) 981–992. 

[27] E. Vernè, S. Ferraris, C. Vitale-Brovarone, S. Spriano, C.L. Bianchi, A. Naldoni, 

M. Morra, C. Cassinelli, Alkaline phosphatase grafting on bioactive glasses and 

glass-ceramics,  Acta Biomater. 6 (2010) 229–240.  

[28] T. Vatai, M. Škerget, Ž. Knez, Extraction of phenolic compounds from elder 

berry and different grape marc varieties using organic solvents and/or supercritical 

carbon dioxide, J. Eng. 90 (2009) 246–254. 

[29] X. Zhang, S. Ferraris, E. Prenesti, E. Verné, Surface functionalization of 

bioactive glasses with natural molecules with biological significance, part I: Gallic 

Acid as model molecule, submitted to Applied surface science. 

[30] E. Vernè, O. Bretcanu, C. Balagna, C.L. Bianchi, M. Cannas, S. Gatti, C. 

Vitale-Brovarone, Early stage reactivity and in vitro behavior of silica-based bioactive 

glasses and glass-ceramics, J. Mater. Sci.: Mater. Med. 20 (2009) 75–87. 

[31] Z. Yang, J. Wu, X. Wang, J. Wang, N. Huang, Inspired Chemistry for a Simple 

but Highly Effective Immobilization of Vascular Endothelial Growth Factor on GA 

functionalized Plasma Polymerized Film, Plasma Process. Polym. 9 (2012) 718–725. 

[32] M. Textor, C. Sittig, V. Frauchiger, S. Tosetti, D.M. Brunette, Properties and 

biological significance of natural oxide films on titanium and its alloys, in: P. Tengvall, 



 

M. Textor, P. Thomsen (Eds.), Titanium in Medicine, Springler–Verlag, Berlin, 

Heidelberg, New York, 2001, pp. 171–230. 

[33] M. Morra, C. Cassinelli, G. Buzzone, A. Carpi, G. DiSanti, R. Giardino, M. Fini, 

Surface Chemistry Effects of Topographic Modification of Titanium Dental Implant 

Surfaces: 1. Surface Analysis,  Int. J. Oral Maxillofac. Implants 18 (2003) 40–45. 

[34] M.P. Ferraz, F.J. Monteiro, J.D. Santos, CaO-P2O5 glass hydroxyapatite double 

layer plasma spray coating: in vitro bioactivity evaluation, J. Biomed. Mater. Res. 45 

(1999) 376–383. 

[35] S. Ferraris, S. Perero, E. Vernè, E. Battistella, L. Rimondini, M. Ferraris, Surface 

functionalization of Ag–nanoclusters–silica composite films for biosensing, Mat. 

Chem. Phys. 130 (2011) 1307–1316. 

[36] X-Ray Photoelectron Spectroscopy Reference pages, C1s Carbonates: 

http://www.xpsfitting.com/2011/03/c-1s-carbonates.html, Copyright M.C. Biesinger 

(www.xpsfitting.com) 2013, (8May 2013, 11:14 am). 

[37] AV. Naumkin, A Kraut-Vass, SW. Gaarenstroom, CJ. Powell, NIST X-ray 

Photoelectron Spectroscopy Database, NIST Standard Reference Database 20, Version 

4.1, http://srdata.nist.gov/xps/selEnergyType.aspx, 2012 copyright by the U.S. 

Secretary of Commerce on behalf of the United States of America. All rights reserved. 

(8May 2013, 11:20 am). 

[38] J.F. Mowlder, W.F. Stickle, P.E. Sobol, K.D. Bomben, Handbook of X–ray 

photoelectron Spectroscopy, A reference book of standard spectra for identification 

and interpretation of XPS data, Physical Electronics, USA, 1995. 

[39] G. Qiao, J. Su, M. He, Effect of (–) epigallocatechin gallate on electrochemical 

behavior and surface film composition of Co–Cr alloy used in dental restorations, 

Dent. Mater. J. 31 (2012) 564–574. 

[40] L. He, H. Wu, S. Gao, X. Liao, Q. He, B. Shi, Silver nanoparticles stabilized by 

tannin grafted collagen fiber: synthesis, characterization and antifungal activity, Ann. 

Microbiol. 62 (2012) 319–327. 

[41] S. Ferraris, C. Vitale-Brovaronea, O. Bretcanu, C. Cassinelli, E. Vernè Surface 

functionalization of 3D glass–ceramic porous scaffolds for enhanced mineralization in 



 

vitro, Appl Surf Sci 271 (2013) 412– 420 



 

Figures and tables 

 

 

Figure 1: Glasses and uptake solutions appearance before and after functionalization and pH 

measurements (mean±standard deviation). 

 



 

Figure 2: UV analysis PH uptake solution before and after 1 day soaking of the different glass 

samples(PH functionalization series) and buffering effect of the citric acid addition on bulk 

samples (CA addition series) 

 



 

Figure 3: XPS detailed analysis of C region for SCNA (a), SCNA+PH (b) and SCNA+PH+CA (c) 

 



 

Figure 4: XPS detailed analysis of C region for CEL2 (a), CEL2+PH (b) and CEL2+PH+CA (c) 

 



 

Figure 5: XPS detailed analysis of O region for SCNA (a), SCNA+PH (b) and SCNA+PH+CA (c) 

 

 



 

Figure 6: XPS detailed analysis of O region for CEL2 (a), CEL2+PH (b) and CEL2+PH+CA (c)  

 

 



 

Figure 7: SEM images and EDS analyses of SCNA before and after phenols grafting 

 

 



 

Figure 8: SEM images and EDS analyses of CEL2 before and after phenols grafting 

 

 

 

 

 



 

Table 1: XPS atomic percentages of elements in the analyzed samples 

 

 SCNA CEL2 

Element [%at] WASH PH PH+CA WASH PH PH+CA 

O 44.6 32.6 31.9 45.1 49.0 49.1 

C 33.5 52.0 57.3 34.7 28.6 20.7 

Si 14.9 11.1 10.1 5.7 14.2 15.9 

Ca 4.8 2.0 - 6.8 - 2.8 

Al 1.4 - - - - - 

Na 0.8 0.3 - 4.3 1.1 - 

P - - - 1.8 - 0.3 

Mg - - - 1.3 7.2 11.3 

Other - <2.1 0.8 <1.8 <0.2 <0.1 

 

 


