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Abstract 

Coupling of keratin with titanium surfaces is here realized both through thick coatings and molecular 

functionalization. This coupling has the final aim  both of chemical and mechanical protection of the 

titanium surfaces and of improving interaction of titanium implants with soft tissues in transmucosal and 

percutaneous implants. Wool-derived keratin has been used and plasma decontamination/activation has 

been tested as possible strategy for the improvement of keratin grafting ability and adhesion. 

Coated/functionalized surfaces have been characterized by means of X-ray photoelectron spectroscopy 

(XPS) and Scanning Electron Microscopy (SEM), contact angle measurements X-Ray Diffraction (XRD), zeta 

potential and adhesion (tape and scratch) tests. These analyses evidenced that keratin was successfully 

coupled to titanium surfaces both in the form of molecular grafting and thick coating. In both cases, plasma 

surface activation improves keratin wetting and bonding ability for the substrates. The obtained coatings 

showed good adhesion and mechanical stability.  
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Introduction 

The aim of the present research is the combination of titanium, which is the material of choice for dental 

and orthopedic implants, with keratin, which can effectively stimulate fibroblast adhesion and growth. The 

goal application of keratin coated/functionalized titanium is the portion of transmucosal or percutaneous 

implants in contact with soft tissues. Keratin can be obtained from abundant byproducts of the textile 

industry, with a circular economy approach, and used with high added value for applications in the 

biomedical field.  

Keratin is a naturally abundant protein, which can be found in the tissues of humans and animals and in 

particular in feathers, hair, nails, horns, hooves, bones, furs, claws, hides, bird beaks, skin, wool, scales, and 

bristle [1]. The abundance of this protein in nature and in industrial byproducts (e.g. textile industry) 

increases the interest in its application, considering a sustainable use of the resources. 

Keratin can favor the adhesion of several types of cells and has already been proposed as a possible coating 

for the cell culture dishes [2, 3]. In particular, keratin is known for its ability to support fibroblast cells 

growth [4, 5, 6] and has been previously studied by the authors, in the form of submicrometric electrospun 

fibers, as a possible coating for the dental implant collar to support soft tissue growth and gum sealing [7, 

8, 9]. Recently, keratin coatings have been also proposed to support soft tissue growth in percutaneous 

implants [10] and, in the form of keratin hydrogel as possible coating (to be applied directly in surgical 

operations) for the improvement of bone integration in orthopedic and dental implants [11]. Moreover, an 

anti-inflammatory action of keratin has been reported in the literature [12]. Finally, due to its strong ability 

to bind metal ions, keratin can be doped with antibacterial metal ions to confer antibacterial properties to 

the implants, as previously shown by the authors [9].  

The above cited properties make keratin extremely interesting in applications facing soft tissues and with 

high risk of inflammation/infection development such as transmucosal dental implants and percutaneous 

implants. These implants are usually made of titanium and a suitable surface modification able to improve 

titanium interaction with soft tissue can be of particular interest. 

On the basis of the previous results on keratin fibers and considering the promising properties of this 

molecule in contact with soft tissues, in the present research work, for the first time, keratin has been 

coupled with titanium, in the form of a continuous thick coating or as a molecular grafted layer 

(functionalization). Differently from the few works reported in the literature [10, 11], keratin has been 

coupled to titanium without any synthetic spacer and as coating/functionalized layer on the metallic 

material before the implantation (with the idea to be performed at the production stage of medical 

implants). Moreover, differently from previous works of the authors [7,8,9], in the present research keratin 

has been considered as a molecular layer (functionalization) or thick continuous coating instead of 

submicrometric fibers. The first strategy completely covers the metallic substrate with a smooth continuous 

coating which hides the substrate (topography and chemistry), while the second one foresees the grafting 

of a thin layer of molecules with exposition of the substrate topography and eventually of its chemistry, 

depending on the entity of grafting. This last approach is of interest when surface topography is designed 

for a specific purpose, such as for cell contact guidance which is promising for fibroblasts as already shown 

by the authors [7,8]. On the other hand, the case of a smooth a continuous coating of keratin is interesting 

when a reduction of bacterial adhesion is needed without compromising fibroblast colonization of the 

surface, because the bacteria, unlike the fibroblasts, preferentially adhere to rough surfaces [13]. The 
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importance of a proper combination of surface roughness, chemistry and wettability in order to modulate 

the biological response is widely evidenced in the literature [14, 15].  

The main issues in keratin coupling with biomaterials are its mechanical adhesion and its long term stability 

[10]. The effect of a plasma surface pre-treatment of titanium has been considered in this work in order to 

enhance keratin-titanium bonding. Moreover, the thermal cross-linking of keratin [7] has been applied in 

order to improve its biological stability.  

Plasma surface treatment of titanium is widely applied in the decontamination of dental implants [16], due 

to its ability to reduce hydrocarbon contaminations and to improve the biological response of the implants. 

Removal of carbon contaminants, together with exposition of the hydroxyl groups [17, 18], can favor the 

coupling with keratin (both through molecular functionalization and coating strategies) and improve its 

adhesion. Moreover plasma based techniques have been successfully used for the combination of titanium 

oxide nanoparticles and keratin fabrics [19, 20]. 

Finally, the availability of plasma treatments facilities in the majority of the companies producing dental 

implants can facilitate the industrial scale up of the process. 

Wool keratin has been used in the present research for the functionalization/coating of commercially pure 

titanium substrates with/without plasma activation. The coated or functionalized samples have been 

characterized by means of X-ray Photoelectron Spectroscopy (XPS), Scanning Electron Microscopy equipped 

with Energy Dispersive Spectroscopy (SEM-EDS), wettability, contact profiler measurements, confocal 

microscopy, zeta potential and adhesion (tape and scratch) tests. 

 

2. Materials and Methods 

2.1 Samples preparation 

Commercially pure titanium (Ti grade 2, ASTMB348,Gr2, Titanium Consulting and Trading) was used as 

substrate. Discs (10 mm diameter and 2 mm thickness) were obtained from cylindrical bars and polished 

with abrasive papers up to 4000 grit. Polished samples were washed once in acetone (5 min) and twice in 

ultrapure water (10 min each). Polished and washed samples will be named Ti-MP from now on. 

2.2 Surface activation 

Part of the samples was treated with an air plasma (10min, 100W, TUCANO2, Gambetti Kenologia Srl) in 

order to remove surface carbon contaminants and expose OH groups and improve keratin bonding ability 

to the metallic surface [17, 18]. Surfaces were plasma treated on Al foils and suddenly packed at the end of 

the treatment in order to avoid contamination. Plasma treated samples will be named Ti-MP-PL from now 

on. 

2.3 Keratin extraction, solutions preparation and surface modification 

Keratin was extracted from discarded wool by sulfitolysis with sodium metabisulfite, purified and freeze-

dried in powder as reported elsewhere [7], considering the possibility to transform an abundant byproduct 

of the textile industry in a high added value resource for biomedicine. Keratin powder was dissolved in 

ultrapure water at different concentrations: 
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- 7% wt considering the maximum solubility of keratin in water 

- 3% wt in order to maintain high concentration but reducing solution viscosity and increasing its 

homogeneity 

- 1% wt in order to prepare diluted solution 

The first two solutions were used for the preparation of keratin coatings while the last one (1% wt) was 

used for the surface functionalization. 

For thick coating preparation a drop (few hundreds µl) of keratin solution (7 or 3% wt) was deposited on 

the titanium surface and spread with the help of the micropipette tip.  

For molecular functionalization, each titanium sample was soaked in 5 ml of the 1% keratin solution for 1h 

at room temperature and then gently washed with ultrapure water in order to remove unbounded 

molecules. 

After drying both coated and functionalized samples were thermally treated 2h at 180°C in order to 

stabilize the keratin layer [7, 21]. 

2.4 Surface characterization 

The morphology and semi-quantitative chemical composition of coated and functionalized surfaces was 

investigated by means of Scanning Electron Microscopy equipped with Energy Dispersive Spectroscopy 

(SEM-EDS, JEOL, JCM 6000 plus and JED 2300). 

Surface chemical composition and the presence of specific functional groups were investigated by means of 

X-ray Photoelectron spectroscopy (XPS, Kratos, Axis UltraDLD). Both survey spectra and high resolution ones 

(for C, O, N, S) were acquired, using a monochromatic Al kα source operated at 20 mA and 15 kV. Survey 

spectra were acquired at pass energy of 160 eV, energy step of 1 eV and over an analysis area of 300 x 700 

µm. High resolution spectra were acquired on the same are, at pass energy of 10 eV and with an energy 

step of 0.1 eV. The Kratos charge neutralizer system was used on all samples; binding energy scale 

calibration was performed by setting the position of the main C 1s component at 284.8 eV (for C-C bonds). 

Surface wettability was measured through contact angle measurements (sessile drop method, DSA-100, 

KRÜSS GmbH, Hamburg, Germany) with ultrapure water on Ti-MP and Ti-MP-PL-ker3% samples. A drop of 

ultrapure water (5 µl) was deposited on the surface and the contact angle measured by the instrument 

software.  Moreover the same technique was used in order to determine the wettability of titanium 

surfaces (before and after plasma treatment) by keratin solution. In this case, a drop (5 µl) of keratin (3% wt 

in water) was used and the contact angle measured as described above. 

The thickness of the keratin coatings (keratin 3% wt) was measured through a contact profiler (Taylor-

Hobson, Form Talysurf 120L) and by confocal microscope (Zeiss model LSM900 reflection laser scanning 

confocal microscope).  

For the contact profiler measurements, the step was generated by forming the coating only on a half of the 

sample and the height of the step was measured by a contact profiler. In the case of confocal microscopy, 

the thickness of a full coated sample was evaluated through a laser confocal profiler used in the line-

scanning mode to measure a cross-section profile through a transparent coating (according to the method 

described in [22]) and considering the refractive index of keratin as 1.55 according to [23]. 
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Both the techniques are suitable for the measurement of the coatings and are not suitable in case of 

molecular (nanometric) layers, so these measurements were not performed on the functionalized samples.   

The crystalline structure of keratin was investigated by means of X-Ray Diffraction analyses (XRD, 

PANalytical X'Pert Pro PW 3040160 Philips). Measurements were performed on  Ti-MP-PL-ker3% sample as 

well as on free standing keratin films prepared from the same keratin solution. 

Surface charge in function of pH was analyzed by means of zeta potential electrokinetic measurements 

(SurPASS, Anton Paar) in 0.001M KCl electrolyte [7]. An adjustable gap cell was used for the measurements. 

For each measurement, two titanium disks were attached to the sample holders creating a gap between 

them in which the electrolyte is forced to flow. Movement of the electrical charges is induced by the 

electrolyte flow on the samples surfaces developing a potential difference which is measured at the edges 

of the cells and used for the calculation of the zeta potential [24]. 

Coating adhesion to the substrate was investigated by means of tape and scratch tests. These 

measurements were performed only on the optimized thick coatings (Ti-MP-PL-ker3%) because they are 

not suitable for molecular functionalization. Tape tests were performed according to ASTM D 3359 

standard [25]: a grid of parallel cuts was prepared on the sample and followed by application and removal 

of a pressure sensitive adhesive tape. Coating adhesion was estimated by visual observation of the surfaces 

of the sample and of the tape. Scratch tests were performed, on Ti-MP-PL-ker3% sample, in Revetest mode 

(CSM, Revetest machine) with a diamond indenter with 200 µm tip radius, with a progressive load 

increasing up to 10 N, as reported in [26] for polymeric films, a loading rate of 50 N/min and a track length 

of 4.91 mm. 

 

3. Results and discussion 

3.1 Visual inspection 

The visual appearance of the coated samples is shown in the first row of Figure 1. The keratin coatings 

obtained from 7% wt keratin solution (Ti-MP-ker7% andTi-MP-PL-ker7%) are not homogeneous and present 

bubbles, on the other hand, the keratin coatings obtained from 3% wt keratin solution (Ti-MP-ker3% andTi-

MP-PL-ker3%)  appear as a homogeneous  film on the titanium surface with yellow gold appearance. This 

difference can be explained considering the high viscosity of the solution with 7% wt of keratin. According 

to these results, a solution of 3% wt of keratin was selected for the preparation of the coated samples used 

for the chemical and physical characterization reported in the following. The functionalized samples are not 

reported in Figure 1 because they are identical to the polished ones. In fact,  as expected when a thick 

coating is absent and when molecules used for grafting are not colored, no visual alteration are introduced 

by the surface functionalization.  
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Figure 1: Visual appearance and tape resistance of the keratin coatings. First row: visual appearance of the 

as-prepared samples; Second row: visual appearance of the samples after tape removal; Third row: visual 

appearance of tape after removal from the samples surfaces. 

 

3.2 SEM-EDS observations 

SEM images and related EDS analyses of the functionalized (Ti-MP-PL-ker1%) and coated (Ti-MP-PL-ker3 %,) 

surfaces are reported in Figure 2. 
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Figure 2: a) low magnification ( 2000x) SEM image of Ti-MP-PL, b) high magnification (10000x) SEM image 

of Ti-MP-PL, c) EDS spectrum of Ti-MP-PL,d) low magnification ( 2000x) SEM image of Ti-MP-PL-ker1%, e) 

high magnification (10000x) SEM image of Ti-MP-PL-ker1%, f) EDS spectrum of Ti-MP-PL-ker1%,g) low 

magnification ( 2000x) SEM image of Ti-MP-PL-ker3%, h) high magnification (10000x) SEM image of Ti-MP-

PL-ker3%, i) EDS spectrum of Ti-MP-PL-ker3% 

The surface morphology of the substrate (Ti-MP-PL) (Figure 2a, 2b) evidences only some defects associated 

with mechanical polishing, as usually observed on Ti surfaces, the appearance of the functionalized Ti-MP-

PL-ker1% sample is analogous (Figure 2d, 2e) and  no signs of an organic coating are visible. This 

observation confirms that, as expected, surface functionalization does not alter the surface topography of 

the metallic substrate, but only its chemistry. Consequently, this process can combine the surface 

topographic features of the substrate with the biochemical ones associated to molecular grafting. 

On the other hand, the morphology of the Ti-MP-PL-ker3% sample (Figure 2g, 2h) is significantly different 

and shows the presence of a continuous layer, with sub-micrometric spot-like features, which completely 

hidden the topography of the metallic substrate. The coating has not any micrometric roughness which 

cans obstacle fibroblast adhesion and increase bacterial contamination. As expected, the formation of a 

coating completely covers the surface conferring to it a new smooth topography. Both topography and 

chemistry resulted modified by means of this process, in a way which is promising for soft tissue contact 

with limited infection risk. 

As for the morphology, EDS analysis of the Ti-MP-PL-ker1% sample (Figure 2f) shows mainly the substrate 

signal (Ti), similarly to the EDS spectrum of the Ti-MP-PL sample (Figure 2c), with negligible contribution 

from the keratin characteristic elements (C, N, S, O). A certain amount of oxygen can be related to the 

titanium surface native oxide layer. On the other hand, Ti is almost completely covered in the case of the 

coated Ti-MP-PL-ker3% sample and the EDS spectrum (Figure 2i) evidences the presence of the keratin 
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constituents (mainly C, N, S, O). These results can be explained considering EDS penetration depth (micron 

range) which is significantly higher than the one of the functionalized layer (molecular layer), but 

comparable with the one of the coating (micron range, as discussed in the following). 

 

3.3 XPS analyses 

The chemical composition of the coated (Ti-MP-PL-ker3%) and functionalized (Ti-MP-ker1% and Ti-MP-PL-

ker1%) surfaces, as well as of the bare and plasma treated substrates (Ti-MP and Ti-MP-PL) obtained from 

the XPS survey analyses, is presented in Table 1. The Ti-MP-PL-Ker3% and Ti-MP-Ker3% are both covered by 

a thick coating of keratin and it is not expected any difference in their chemical composition of the 

outermost layer analyzed by XPS: this is why only one of these two surfaces was analyzed by this technique. 

Table 1: Surface chemical composition (at%) from XPS survey analyses 

 
SUBSTRATES FUNCTIONALIZED SAMPLES COATED SAMPLE 

Ti-MP Ti-MP-PL Ti-MP-ker1% Ti-MP-PL-Ker1% Ti-MP-PL-Ker3% 

O 45.1 52.0 32.7 17.2 19.1 

C 32.7 18.6 48.4 67.2 63.6 

N 1.2 1.0 7.1 13.0 11.5 

Ti 18.8 20.0 8.4 0.0 0.0 

S   0.6 2.0 3.2 

Al  1.8    

others 2.2 6.6 2.8 0.6 2.6 

 

The analysis of the Ti substrates (Ti-MP and Ti-MP-PL) revealed a reduction in the carbon content, 

attributable to contaminations, on the plasma treated ones with respect to on the polished samples, 

confirming the effectiveness of plasma in surface cleaning. On the other hand, the appearance of a not 

negligible Al amount, on the Ti-MP-PL sample, can be noticed and associated with the transfer of Al from 

the Al foil (used as sample holder during the treatment) to the sample during the plasma treatment. 

Moreover, a negligible amount of contaminants (such as Na, F, Zn, Si and Ca) have been detected on the 

various samples and have been grouped in the “others” line in Table 1. This contamination is completely 

removed after coating/functionalization. 

After functionalization and coating (Ti-MP-ker1%, Ti-MP-PL-ker1% and Ti-MP-PL-ker3%), a significant 

increase in the surface carbon and nitrogen content (much higher than the one attributable to surface 

contaminants) can be detected together with the appearance of sulphur. These elements are present in the 

keratin molecule and can be correlated with the effectiveness of coating/functionalization. Higher amounts 

of carbon, nitrogen and sulphur can be observed on the samples functionalized after the plasma pre-

treatment (compared to the untreated one), suggesting an increase in keratin grafting ability on plasma 

treated titanium. 

On the other hand, titanium content is strongly reduced (because of significant surface coverage) after 

surface coating or functionalization with keratin according to the successful outcome of the processes and 

it becomes absent (because of complete surface coverage)  if a plasma pre-treatment is applied before 

functionalization (Ti-MP-PL- ker1%) or, as expected, a thick coating is present (Ti-MP-PL- ker3%).  
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As expected, the oxygen content decreases on all the coated/functionalized surfaces with respect to the 

substrate because it is relatively higher in the titanium native oxide layer than in the keratin molecules even 

if the amino-acids of keratin contain oxygen. Considering this, a certain amount of oxygen is expected also 

on the keratin coated/functionalized samples; according to the registered amount of Ti, it can be supposed 

that the detected oxygen is due only to the keratin molecules on Ti-MP-PL-Ker1% and Ti-MP-PL-Ker3% 

while a contribution from the titanium oxide derives on Ti-MP-ker1% revealing a thinner layer of keratin.  

The ability of XPS to detect the keratin presence even after functionalization (Ti-MP-ker1% and Ti-MP-PL-

ker1%), compared to EDS, can be explained considering that XPS sampling depth is comparable with the 

thickness of the functionalized layer. At the same time, the fact that on Ti-MP-PL- ker1% and Ti-MP-PL- 

ker3% samples the signals of the elements of the substrate are not visible indicates that in those cases the 

thickness of the layer is higher than the sampling depth of the technique. According to the inelastic 

electron mean free paths calculated from the TPP-2M formula [27], electrons emitted from Ti 2p levels 

could travel through organic materials for distances up to approx. 10 nm (sampling depth, usually 

calculated as three times the inelastic mean free path). Therefore, on both cases where the plasma pre-

treatment was applied, we could set a lower limit to the keratin layer thickness at 10 nm. This value is in 

accordance with the dimension of keratin molecules and aggregates, which are reported (for wool keratin) 

up to 80 nm [28]. 

High-resolution XPS spectra of the oxygen and carbon regions are reported in figure 3. 
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Figure 3: High-resolution XPS spectra of the oxygen (panels a-e) and carbon (panels f-j) regions. 

The O 1s spectrum of the polished substrate surface (Ti-MP, Figure 3a) has a predominant peak at about 

530 eV, attributable to the Ti-O bonds of the native titanium oxide layer [29] together with small signals at 

about 531 and 532 eV, which can be associated with basic and acidic OH groups as well as to C=O and C-O 

bonds respectively [29]. After plasma treatment (Ti-MP-PL, Figure 3b), the situation is similar, but a certain 

increase in the signal related to basic OH groups (532 eV) can be noticed. 
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The polished titanium surfaces functionalized with keratin (Ti-MP-ker1%, Figure 3c) still show a signal 

attributable to Ti-O bonds, however the peak related to acidic OH/C=O significantly increases and can be 

associated with the presence of keratin and of the COOH acidic group. When surface functionalization with 

keratin is performed on plasma treated titanium (Ti-MP-PL-ker1%, Figure 3d), the peak related to acidic 

OH/C=O becomes predominant, suggesting a conspicuous keratin grafting. For this sample, the observed 

signal at approx. 530 eV is not attributed to Ti-O bonds, given the fact that the intensity of the Ti signal in 

the survey analysis (Table 1) is reduced to zero. As visible also on all the other spectra collected on this 

sample (see C 1s in fig. 3i, as well as N 1s and S 2p spectra in figure 4), a low binding energy peak is always 

present and it is most likely due to a non-homogeneous/not fully effective charge neutralization. This could 

indicate either a high roughness of the keratin layer or the presence of patches with different thicknesses, 

thus giving rise to different charging phenomena in the investigated area. 

Finally, when the keratin coatings are prepared on the plasma pre-treated surfaces (Ti-MP-PL-ker3%), the 

Ti-O peak completely disappears (in accordance with the absence of Ti signal in the survey analysis) and 

only OH/C=O and OH/C-O contribution can be observed, suggesting a homogeneous surface coverage (as 

indicated by visual inspection, Figure 1, first row). 

A remarkable signal (around 532 eV), attributable to OH basic groups, is observable on all the surfaces pre-

treated with plasma and it is interesting to note that this functional group is preserved after the 

functionalization or coating procedures, with a contribution of amino acids that have OH group side chains 

like serine, threonine and tyrosine with a concentration of about 10, 6 and 3 % mol, respectively, as 

observed in wool keratin films by means of HPLC in [4].  

Concerning the carbon signals (panels f-j of Figure 3), the spectrum of the polished titanium (Ti-MP, Figure 

3f) shows a prevalent contribution at 284.8 eV, which is related to C-C and C-H bonds attributable to 

unavoidable hydrocarbon contaminants from the atmosphere, always reported for reactive titanium 

surfaces [30, 31]. The other signals can be also related to carbon contaminants due to the high affinity of 

titanium for carbon compounds. After plasma cleaning (Ti-MP-PL, Figure 3g), the main shape of the 

spectrum is not changed, as expected because no new functional group is added to the surface. On the 

other hand, a certain reduction in the signals (reduction of the C-O contribution and reduction of the signal 

amplitude) can be noticed, in accordance with the decrease in the surface carbon content evidenced in the 

survey spectra (Table 1). After keratin grafting or coating (Ti-MP-ker1%, Ti-MP-PL-ker1% and Ti-MP-PL-

ker3%, Figure 3h, i, j), three contributions at about 284.8, 286 and 288 eV, attributable respectively to C-

C/C-H, C-O/C-N/C-S, and O-C=O bonds, become clearly defined and can be associated with the presence of 

keratin [32], in accordance with the above discussed oxygen spectra. 

The high-resolution spectra of nitrogen and sulphur are shown in Figure 4. These signals are significant only 

on the keratin functionalized and coated surfaces and consequently have been reported only for those. 
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Figure 4: High-resolution XPS spectra of nitrogen and sulphur for keratin functionalized/coated samples. 

In the nitrogen region, a single contribution at about 399.9 eV can be observed and attributed to NH2 

groups in the keratin molecule. As in the case of the oxygen and carbon spectra, the N 1s signal of the Ti-

MP-PL- ker1% sample shows an additional component at the low binding energy side of the main peak, due 

to charging. In the sulphur region, due to spin-orbit coupling, each chemical state is represented by a 

doublet of peaks, having the same width, an area ratio of 2:1 and an energy separation of 1.2 eV. All the 

samples show the presence of a doublet with main component at about 163.5 eV (green peaks) ascribable 

to disulfide bridges or thiol moieties of the keratin molecules. [33] Also, a doublet with main component at 

168.3 eV (blue peaks) is present for all the investigated samples. This S doublet could be assigned to the 

formation of sulphonates in the keratin extraction process [34]. For the Ti-MP-PL- ker1% sample, also the S 

2p spectrum shows the charging effect already discussed for the other elements. In the case of the Ti-MP-

PL- ker3% sample, the disulphides and the sulphonates doublets are accompanied by other two doublets. 

One is at higher binding energies (orange peaks, main component at 169.3 eV) and could be assigned to the 

presence of sulfates, probably related to sodium dodecyl sulfate and side product of metabisulfite in 

keratin extraction; the other is at low binding energies (magenta peaks, main component at 161.4 eV). In 

this case, we did not assign this signal to charging, since there are no similar effects on the spectra collected 

on oxygen, carbon and nitrogen. Most likely, this signal could be related to the effect of X-rays on the 

keratin molecules, inducing C–S bond breaking and resulting in the presence of atomic Sulphur at the 

surface of the sample [35].  
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3.4 Wettability measurements 

Two types of wettability measurements were performed: one with a drop of keratin solution in order to 

test its chemical affinity for the substrates and one with a drop of water in order to test the 

hydrophilic/hydrophobic behavior of the coated surfaces. The wettability of the coated/functionalized 

samples is of interest because it can affect the surface interaction with water based media and 

consequently the biological performance. In fact, biological fluids are water based and the first interaction 

of a surface with the biological environment is based on water and proteins absorption [36].   

The contact angle measurements made with a drop of keratin solution on the polished and plasma pre-

treated titanium surfaces are reported in Figure 5a. It can be observed that the plasma pre-treatment 

reduces the contact angle (66%) of the keratin solution on the titanium surfaces, thus evidencing a higher 

chemical affinity of the pre-treated surfaces. This phenomenon can be associated with the reduction of 

carbon contamination and with the exposition of the basic OH groups due to the plasma cleaning, as 

discussed in 3.3 Section (XPS results). 

 

 

Figure 5: Wettability of titanium surfaces with respect to keratin solutions (a) and wettability of bare and 

keratin coated surfaces with respect to water (b). 
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Figure 5b shows the contact angle measurements made with a drop of ultrapure water on the bare (Ti-MP) 

and keratin coated (Ti-MP-PL-ker3%) titanium surfaces. Ti-MP-PL-ker3% was considered for these 

measurements as the best coating in term of adhesion and uniformity. A 13% reduction of the contact 

angle can be evidenced after the coating and can be associated with the hydrophilic properties of keratin 

reported in the literature [37]. An opposite behavior was observed by the authors when keratin was 

deposited onto titanium substrates in the form of sub-micrometric fibers, in this case the peculiar 

topography associated to the fibers induces a decrease in surface wettability (compared to the uncoated 

samples) as reported in reference [7]. A strict relationship between surface topography and wettability has 

been widely reported in the literature, especially for submicrometric textures [14, 15].  

3.5 XRD measurements 

The XRD measurements on the coatings are reported in Figure 6. 

In the XRD spectrum of a free standing keratin film (obtained by using same aqueous keratin solution used 

for coating and functionalization) two peaks at 9 and 19° can be observed and attributed to keratin -

sheets, as reported in the literature for keratin regenerated from wool [38]. The same signal can be noticed 

also on the keratin coated titanium substrates, but the intensity is lower due to the important diffraction of 

the substrate (signals at 35, 38, 40, 52, 62, 70 and 77° can be associated with the titanium substrate, 

reference pattern 01-089-2762). This phenomenon can be associated with XRD penetration depth, which is 

close to the coating thickness (micron range). No measurements were performed on the functionalized 

samples because the modified layer is too thin (nanometer range, as previously discussed) to be analyzed 

by this technique. 
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Figure 6: XRD measurements 

 

3.6 Coating thickness estimation 

The thickness of the keratin coating has been estimated by means of contact profiler measurements (Figure 

7a) and confocal microscopy (Figure 7b). Contact profiler gave a thickness of 11 µm, while confocal 

microscopy a thickness of 6 µm. Despite of the different experimental techniques, both the measurements 

gave results of the same order of magnitude. The variability can be associated with the manual procedure 

used for the preparation of the coatings in the present work. But the data can be considered consistent and 

both techniques suitable for coating thickness estimation. The results evidence that the prepared keratin 

coatings are some microns thick and they can be properly considered as belonging to the thick coatings 

category. 
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Figure 7: Coating thickness evaluation: (a) Contact profiler, (b) Confocal microscopy. 

 

3.7 Zeta potential measurements 

Zeta potential measurements can give information about the surface charge developed by a material upon 

contact with an aqueous electrolyte. From the titration curves, the value of the isoelecteric point, surface 

charge at a specific pH (such as the physiological one) and presence of acid/basic functional groups can be 

determined. Moreover, information on chemical/mechanical stability of a surface in contact with a flow of 

an aqueous medium at different pHs can be deduced. In the present research, this information can 

evidence the eventual surface modifications occurring after plasma treatment and keratin coating. 

Moreover, information about the surface charge can be useful in case of any further surface modification 

and to explain the biological response of the tested surfaces (surface charge can affect both cellular and 

bacterial adhesion). 

The zeta potential titration curves of the titanium substrates (Ti-MP and Ti-MP-PL) and of the keratin 

coating (Ti-MP-PL-ker3%, selected as the best thick coating for homogeneity and adhesion) are reported in 

Figure 8. 

The isoelectric point (IEP) of titanium is 4, according to the data reported in the literature [39, 40, 41]. After 

the plasma pre-treatment, the IEP is shifted through more basic values (at about 5.6), according to the 
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above discussed exposition of basic OH (see section 3.3). After the keratin coating, the isoelectric point is 

shifted again to more acidic values (close to 3.4), according to the previously published measurements 

reported by the authors on keratin fibers and films [7]. Moreover, the appearance of a plateau in the basic 

region can be observed for the keratin coated samples, it can be attributed to the presence of functional 

groups with acidic behavior (COOH in the keratin molecule) [7, 24]. Standard deviation of zeta potential 

measurements on the keratin-coated samples is very limited (except at pH 3.7). The standard deviation of 

the zeta potential in the titration curves has been previously correlated by the authors with the chemical 

and mechanical stability of the surfaces and coatings at the different pHs [42].  A small (few mVs) standard 

deviation in a wide pH range can be considered an index of surface stability. This point is crucial for the 

applicability of the keratin coating here proposed; in fact one of the main issues that actually hamper 

clinical application of polymer coatings on titanium is their chemical and mechanical stability [10]. 

 

 

Figure 8: Zeta potential titration curves 

 

3.8 Tape adhesion test 

Tape adhesion test is aimed at the estimation of the adhesion of thick coatings to the substrate, for this 

reason it has not been performed on the functionalized samples. 

The results of the tape test are reported in Figure 1 (second and third rows). The adhesion of the keratin 

coating prepared from a solution of keratin 7%wt on Ti-MP (Ti-MP-ker7%) is poor, more than the 50% of 

the coating is removed during the test and it can be observed on the tape. A certain improvement on the 

adhesion can be obtained by the plasma pre-treatment (Ti-MP-PL-ker7%), however the inhomogeneity of 

the coating induces in any case a non-optimal adhesion and lead to the detachment of a part of the coating 
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during the test. The keratin coating prepared from a solution of keratin 3%wt (Ti-MP-ker3%) presents a 

better adhesion even on the Ti-MP substrates, but a certain detachment can be observed, particularly near 

to the cuts. An optimal coating adhesion (0% detachment) can be observed for the keratin coating 

prepared from a keratin solution 3%wt on a plasma pre-treated titanium substrate (Ti-MP-PL-ker3%). The 

improvement of keratin adhesion after plasma pre-treatment can be associated with the previously 

discussed surface cleaning (reduction of carbon contaminations), OH exposition and increase of wettability 

by the keratin solution induced by the plasma pre-treatment. This is an important result, in fact, adhesion 

and stability of keratin are ones of the factors limiting the clinical application of it as an implant coating  

[10], as discussed in the introduction. A good adhesion to the substrate can guarantee a coated devise to 

be implanted without coating detachment, which is a crucial point for applicability in transmucosal or 

percutaneous implants. 

 

3.9 Scratch test 

Scratch test is aimed at the evaluation of adhesion and mechanical stability of thick coatings, for this reason 

it has not been performed on the functionalized samples. 

The scratch test results are reported in Figure 9. The substrate and the coating prepared from a solution of 

keratin 3% wt (Ti-MP and Ti-MP-PL-ker3%) were selected for the test according to the previous results. 
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Figure 9: Scratch test – a) optical observations of the scratch tracks, b) coefficient of friction estimation in 

the scratch test 

 

The scratch induces plastic deformation and surface damage on the uncoated titanium substrate (Ti-MP), 

as previously observed by the authors on steel substrates [43]. On the other hand, despite of unavoidable 

plastic deformation of the substrate, no surface damage can be observed on the keratin coated titanium 
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(Ti-MP-PL-3%ker). Even if the keratin coating is spread by the scratch tip, it remains on the substrate and 

seems to protect it from the damage. As discussed for the tape tests, this is a confirmation of good coating 

adhesion, which is a fundamental characteristic for a safe application in transmucosal and percutaneous 

implants which have to sustain friction during the implantation surgical procedure. Moreover, it can be 

observed that the coefficient of friction of Ti-MP-PL-ker 3%coat is lower than the one of the uncoated 

titanium substrate (Ti-MP) and that this behavior is maintained up to the end of the scratch track. This 

result confirms the permanence of the keratin coating for the whole scratch track (up to 10N) and its 

protection action for the metallic substrate. Similar results were obtained by the authors with peppermint 

essential oil coatings [43] and can be correlated with a certain lubrication action of these organic coatings. 

Moreover, the lower friction coefficient for the sample coated with Keratin can be due to the lower 

generation of micro cracks around the scratch channel, as can be noticed from the magnification reported 

(beginning and Lc1).    This result is extremely interesting and is worth of further investigations. 

 

Conclusion 

Improved interaction of the soft tissues with titanium is a topic of interest for the percutaneous and 

transmucosal implants, however, it is still poorly explored. Keratin is a promising molecule for stimulation 

of adhesion and growth of fibroblasts, as reported in the literature and in previous works from the authors. 

Moreover, keratin is abundant in the byproducts of the textile industry and obtainable through a 

sustainable use of the resources. The main problems for its application are poor adhesion and stability 

when coupled to titanium. Looking at this context, the aim of this research is to exploit keratin extracted 

from discarded wool to improve the surface properties of commercially pure titanium intended for 

applications in contact with soft tissues. Wool keratin has been successfully coupled to commercially pure 

titanium (grade 2) both as a molecular layer (functionalization) and as a coating (6-11 µm thick). The 

presence of keratin was verified by means of SEM-EDS, XPS, XRD and zeta potential measurements. The 

tape test, the scratch test and the zeta potential titration curves evidence good adhesion and stability 

(mechanical and chemical) for keratin thick coatings. An oxygen plasma pre-treatment of the titanium 

substrate significantly enhances keratin grafting ability both as grafted molecules and as a coating and 

increases adhesion in the case of a coating.  

Considering that keratin can effectively stimulate fibroblast adhesion and growth (as previously reported by 

the authors) and that the here reported coatings and functionalization are mechanically and chemically 

stable, titanium surfaces functionalized or coated with wool derived keratin are extremely promising for 

the improvement of soft tissue integration of transmucosal and percutaneous titanium implants, 

overcoming the actual main issues in keratin application. 

The here proposed approaches can be explored in the future respectively to combine some topographical 

stimuli for fibroblasts of a titanium substrate, such as grooves with contact guide effect, with the chemical 

ones of the keratin molecules (because functionalization does not alter the surface morphology of the 

substrate) or to create a smooth and homogeneous coatings suitable for fibroblast adhesion and limitation 

of bacterial contamination. 

  

This research did not receive any specific grant from funding agencies in the public, commercial, or not-for-

profit sectors. 



22 
 

 

References 

[1] S C. B. Gopinath, P Anbu, T Lakshmipriya, T-H Tang, Y Chen, U Hashim, A. R Ruslinda, M. K. Md Arshad, 

Biotechnological Aspects and Perspective of Microbial Keratinase Production, J Biomed Biotechnol 2 (2015), 

140726 

[2] A Jain, V Ravi, J Muhamed, K Chatterjee, N R. Sundaresan A simplified protocol for culture of murine 

neonatal cardiomyocytes on nanoscale keratin coated surfaces, Int J Cardiol 232 (2017) 160–170 

[3] S Reichl, Films based on human hair keratin as substrates for cell culture and tissue engineering, 

Biomaterials 30 (2009) 6854–6866 

[4] A. Aluigi, M. Zoccola, C. Vineis, C. Tonin, F. Ferrero, M. Canetti, Study on the structure and properties of 

wool keratin regenerated from formic acid, Int. J. Biol. Macromol. 41 (2007) 266–273.  

[5] K. Yamauchi, M. Maniwa, T.J. Mori, Cultivation of fibroblast cells on keratin-coated substrata, J. 

Biomater. Sci. Polym. Ed. 9 (1998) 259–270. 

[6] A. Tachibana, Y. Furuta, H. Takeshima, T. Tanabe, K. Yamauchi, Fabrication of wool keratin sponge 

scaffolds for long-term cell cultivation, J. Biotechnol. 93 (2002) 165–170. 

[7] S. Ferraris, F. Truffa Giachet, M. Miola, E. Bertone, A. Varesano, C. Vineis, A. Cochis, R. Sorrentino, L. 

Rimondini, S. Spriano, Nanogrooves and keratin nanofibers on titanium surfaces aimed at driving gingival 

fibroblasts alignment and proliferation without increasing bacterial adhesion, Mat Sci Eng C 76 (2017) 1–12 

[8] S Ferraris, V Guarino, A Cochis, A Varesano, I Cruz Maya b, C Vineis, L Rimondini, S Spriano, Aligned 

keratin submicrometric-fibers for fibroblasts guidance onto nanogrooved titanium surfaces for 

transmucosal implants, Mater Lett 229 (2018) 1–4 

[9] A Cochis, S Ferraris,  R Sorrentino, B Azzimonti, C Novara, F Geobaldo, F Truffa Giachet, C Vineis,  A 

Varesano,  A Sayed Abdelgeliel, S Spriano  L Rimondini, Silver-doped keratin nanofibers preserve a titanium 

surface from biofilm contamination and favor soft-tissue healing, J. Mater. Chem. B, 2017, 5, 8366 

[10] A Trent, M E. Van Dyke, Development and characterization of a biomimetic coating for percutaneous 

devices, Colloid Surface B 182 (2019) 110351 

[11] D. I. Campbell , W. J. Duncan, The Effect of a Keratin Hydrogel Coating on Osseointegration: An 

Histological Comparison of Coated and Non-coated Dental Titanium Implants in an Ovine Model, J. 

Maxillofac. Oral Surg. (Apr–June 2014) 13(2):159–164 

[12] M Waters, P VandeVord, M Van Dyke, Keratin biomaterials augment anti-inflammatory macrophage 

phenotype in vitro, Acta Biomater 66 (2018) 213–223 

[13] Anselme, K.; Davidson, P.;Popa, A.;Giazzon, M.;Liley, M.;Ploux, L. The Interaction Of Cells And Bacteria 

With Surfaces Structured At The Nanometre Scale. ActaBiomater2010, 6, 3824-3846[14] X Shen, P Shukla, P 

Swanson, Z An, S. Prabhakaran, D Waugh, X Nie, C Mee, S Nakhodchi, J Lawrence, Altering the wetting 

properties of orthopaedic titanium alloy (Tie6Ale7Nb) using laser shock peening, Journal of Alloys and 

Compounds 801 (2019) 327e342 



23 
 

[15] A Jain, V Bajpai, Mechanical micro-texturing and characterization on Ti6Al4V for the improvement of 

surface properties, Surface & Coatings Technology 380 (2019) 125087 

[16] F. Rupp, L. Liang, J. Geis-Gerstorfer, L. Scheideler, F. Hüttig, Surface characteristics of dental implants: A 

review, Dental materials 34 (2018) 40-57 

[17] M. Yoshinari, T. Hayakawa, K. Matsuzaka, T. Inoue, Y. Oda, M. Shimono, T. Ide, T. Tanaka, Oxygen 

plasma surface modification enhances immobilization of simvastatin acid, Biomed Res 27 (2006) 29-36 

[18] W-J Kim, S. Kim, BS Lee, A. Kim, CS Ah, C. Huh, GY Sung, WS Yun, Enhanced protein immobilization 

efficiency on a TiO2 surface modified with a hydroxyl functional group, Langmuir 25 (2009) 11692-

11697[19] W Sze Tung, W A. Daoud, G Henrionc, Enhancement of anatase functionalization and 

photocatalytic self-cleaning properties of keratins by microwave-generated plasma afterglow, Thin Solid 

Films 545 (2013) 310–319 

[20] W Sze Tung, W A. Daoud, hotocatalytic self-cleaning keratins: A feasibility study, Acta Biomaterialia 5 

(2009) 50–56 

[21] Varesano, A; Vineis, C; Tonetti, C; Sanchez Ramirez, DO; Mazzuchetti, G. Chemical and Physical 

Modifications of Electrospun Keratin Nanofibers Induced by Heating Treatments. J. Appl. Polym. Sci 131 

(2014) 40532. 

[22] Li-Piin Sung, Joan Jasmin, Xiaohong Gu, Tinh Nguyen, and Jonathan W. Martin, Use of Laser Scanning 

Confocal Microscopy for Characterizing Changes in Film Thickness and Local Surface Morphology of UV-

Exposed Polymer Coatings JCT Research, Vol. 1, No. 4, October 2004 

[23] Ryszard M. Kozlowski, Handbook of Natural Fibres: Volume 1: Types, Properties and Factors Affecting 

Breeding and Cultivation, Elsevier, 19 ott 2012 

[24] T. Luxbacher, The ZETA Guide Principles of the Streaming Potential Technique, Anton Paar, 2014. 

[25] ASTM D 3359-97 “Standard test methods for measuring adhesion by tape test”. 

[26] G. Covarel, B. Bensaid, X. Boddaert, S. Giljean, P. Benaben, P. Louis, Characterization of organic ultra-

thin film adhesion on flexible substrate using scratch test technique, Surf Coat Tech 211 (2012) 138–142 

[27] S. Tanuma, C. J. Powell, D. R. Penn, Calculations of electron inelastic mean free paths. V. Data for 14 

organic compounds over the 50–2000 eV range, Surf. Interf. Anal. 21(1994)165-176. 

[28] J He, D Xu, J Li, L Li, W Li , W Cui, K Liu, Highly efficient extraction of large molecular-weight keratin 

from wool in a water/ethanol co-solvent, Text Res J 0(00), 1-10, 2019 

[29] C. Wu, K. Tu, J. Deng, Y. Lo, C. Wu, Markedly Enhanced Surface Hydroxyl Groups of TiO2 Nanoparticles 

with Superior Water-Dispersibility for Photocatalysis, Materials 10 (2017) 566-581. 

[30] Textor M, Sittig C, Frauchiger V, Tosatti S, Brunette DM., Properties and biological significance of 

natural oxide films on titanium and its alloys. In: Berunette DM, Tengvall P, Textor M, Thomsen P, editors. 

Titanium in Medicine. Berlin: Springler-Verlag; 2001. p. 171–230. 



24 
 

[31] Morra M, Cassinelli C, Buzzone G, Carpi A, DiSanti G, Giardino R, Fini M. Surface chemistry effect of 

topographical modification of titanium dental implant surfaces: 1. Surface analysis. Int J Oral Maxillofac 

Implant. 18 (2003) 40–45 

[32] S Mowafi, H Kafafy,  A Arafa, K Haggag, M Rehan, Facile and environmental benign in situ synthesis of 

silver nanoparticles for multifunctionalization of wool fibers,  Environ Sci Pollut Res Int 25 (2018)29054–

29069 https://doi.org/10.1007/s11356-018-2928-8 

[33] NIST X-ray Photoelectron Spectroscopy Database, Version 4.1 (National Institute of Standards and 

Technology, Gaithersburg, 2012); http://srdata.nist.gov/xps/. 

[34] A Aluigi, A Varesano, C Vineis, A Del Rio, Electrospinning of immiscible systems: The wool 

keratin/polyamide-6 case Study, Mater Des 127 (2017) 144–153 

[35] O Cavalleri, G Gonella, S Terreni, M Vignolo, P Pelori, L Floreano, A Morgante, M Canepa, R Rolandi, 

High resolution XPS of the S 2p core level region of the L-cysteine/gold interface,  J. Phys.: Condens. Matter 

16 (2004) S2477 

[36] B. Kasemo, Biological Surface Science, Surf. Sci. 500 (2002) 656. 

[37] M. Curcio, B. Blanco-Fernandez, L. Diaz-Gomez, A. Concheiro, C. Alvarez-Lorenzo, Hydrophobically 

modified keratin vesicles for GSH-responsive intracellular drug release, Bioconjug. Chem. 26 (2015) 1900–

1907. 

[38] K. Wang,a R. Li, J. H. Ma, Y. K. Jian, J. N. Che, Extracting keratin from wool by using L-cysteine, Green 

Chem., 18 (2016) 476-481 

[39] B.S. Bal, M.N. Rahaman, Orthopedic applications of silicon nitride ceramics, Acta Biomater. 8 (2012) 

2889–2898. 

[40] M. Kosmulski, Ph dependent surface charging and point of zero charge. IV. Update and new approach, 

J. Colloid Interface Sci. 337 (2009) 439–448. 

[41] S. Spriano, V. Sarath Chandra, A. Cochis, F. Uberti, L. Rimondini, E.Bertone, A. Vitale, C. Scolaro, M. 

Ferrari, F. Cirisano, G. Gautier di Confiengo, S. Ferraris How do wettability, zeta potential and hydroxylation 

degree affect the biological response of biomaterials?, Mat Sci Eng C 74 (2017) 542–555 

 [42] S. Ferraris , S. Yamaguchi , N. Barbani , M. Cazzola , C. Cristallini , M. Miola , E. Vernè, S. Spriano 

Bioactive materials: In vitro investigation of different mechanisms of hydroxyapatite precipitation, Acta 

Biomaterialia 102 (2020) 46 8–4 80 

[43] M. Cazzola , S. Ferraris, G. Banche, G. Gautier Di Confiengo, F. Geobaldo , C. Novara, S. Spriano, 

Innovative Coatings Based on Peppermint Essential Oil on Titanium and Steel Substrates: Chemical and 

Mechanical Protection Ability, Materials 13 (2020) 516; doi:10.3390/ma13030516 

 

 

https://doi.org/10.1007/s11356-018-2928-8
http://srdata.nist.gov/xps/

