
brought to you by COREView metadata, citation and similar papers at core.ac.uk

provided by Elsevier - Publisher Connector 
Available online at www.sciencedirect.com

Biosurface and Biotribology 2 (2016) 95–101
http://dx.doi.org/
2405-4518/& 20
(http://creativeco

nCorrespondin
E-mail addre
Peer review u
www.elsevier.com/locate/bsbt
Influence of centrifugation treatment on the lubricating properties of human
whole saliva

Y.F. Zhanga,b, J. Zhenga,n, L. Zhenga, Z.R. Zhoua

aTribology Research Institute, Key Laboratory of Advanced Technologies of Materials, Ministry of Education of China, Southwest Jiaotong University,
Chengdu 610031, P. R. China

bKey Laboratory of Testing Technology for Manufacturing Process, Ministry of Education of China, Southwest University of Science and Technology,
Mianyang 621010, P. R. China

Received 28 April 2016; received in revised form 5 September 2016; accepted 6 September 2016
Abstract

An important function of human saliva is to serve as oral lubricant during mastication process and then effectively reduce tooth wear. Thus,
centrifuged human whole saliva has been used as a substitute for human whole saliva for many in vitro studies on dental tribology. However, the
difference in lubricating properties between human whole saliva and centrifuged saliva remains unclear. The objective of this study was to
investigate the influence of centrifugation on the lubricating properties of human whole saliva. In this paper, the lubrication of both human whole
saliva and centrifuged saliva on human tooth enamel were comparatively studied in vitro using a nano-scratch tester. The structure, composition,
and mechanical properties of salivary pellicle were characterized. Result showed that food debris and high molecular weight proteins in human
whole saliva were removed by centrifugation. However, the low molecular weight proteins were still in saliva. Under the lubrication of human
whole saliva, the salivary pellicle formed on the enamel surface was uneven, and its mechanical properties were inhomogeneous. But a smooth
and homogeneous salivary pellicle was obtained upon the enamel surface under lubrication of centrifuged saliva. Moreover, there were no
significant deference in friction coefficient and wear volume of tooth enamel between human whole saliva and centrifuged saliva lubricating
conditions. In summary, centrifuged saliva exhibited similar lubrication to human whole saliva. Centrifugation treatment does not impair the
lubricating properties of human saliva. On the contrary centrifugation can help minimize the effect of cell and food debris.
& 2016 Southwest Jiaotong University. Production and hosting by Elsevier B.V. This is an open access article under the CC BY-NC-ND license
(http://creativecommons.org/licenses/by-nc-nd/4.0/).
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1. Introduction

Saliva is secreted by the major (parotid glands, submandib-
ular and sublingual glands) and minor salivary glands. Human
whole saliva (HWS) is a complex mixture of fluids from
salivary glands and gingival cervicular fluid [1], which has
many functions in the oral cavity, such as digesting food,
maintaining oral hygiene, preventing dental caries and lubrica-
tion [2]. The saliva lubrication property of is particularly
crucial to swallow food bolus and to protect oral surfaces from
10.1016/j.bsbt.2016.09.001
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abrasion and wear [3]. Due to the altered salivary glands
function, a large number of people suffer from impaired
salivary functions, displaying symptoms such as “dry mouth”
(also called as xerostomia) which could result in excessive
tooth wear [4]. It is the common treatment to use artificial
saliva as an oral lubricant [5,6]. It is necessary to understand
the lubricating mechanism of human saliva so as to develop
new artificial saliva with similar lubricating performance.
The lubrication of saliva mainly depends on salivary pellicle

[7,8], which is a biofilm that forms on the enamel surface by
selective binding of proteins from saliva [1,9]. Salivary pellicle
is composed of an initial layer and an outer layer [10], and this
structure would vary with oral environment [11,12]. The
compositions of diets and beverages could change the oral
vier B.V. This is an open access article under the CC BY-NC-ND license
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Fig.1. Schematic diagrams of HWS after centrifuged treatment.

Fig.2. Schematic diagrams of testing method.

Fig.3. The protein-banding patterns of proteins presented in HWS, CS and
salivary pellicle.

Fig.4. LSCM micrographs of the precipitates.
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environment, and then affect the structure of salivary pellicle.
It was observed that decrease in the ionic strength below
physiological conditions affected the structure and boundary
lubrication of salivary pellicle [12]. Dickinson et al. found that
the morphology and mechanical properties of salivary pellicle
was dramatically changed when the pellicle was exposed to
tannins [11]. Thus some methods were proposed to minimize
the effect of diets and beverages on the HWS lubrication
[8,13,14]. For example, saliva samples were collected follow-
ing proper collection procedures. However, some food debris
still exists in the collected saliva. To remove the food and cell
debris, the collected HWS was always centrifuged [8]. The
HWS subjected to centrifuged treatment is termed centrifuged
saliva (CS). In previous studies, both CS and HWS were used
as a lubricant between sliding surfaces, and the results showed
significant differences [8,15]. Berg et al. observed that the
friction coefficient between two sliding surfaces was 0.03
under CS lubrication using a atomic force microscopy [8].
However, Vardhanabhuti found that the friction coefficient
between two surfaces was about 0.1 under HWS lubrication
using a Mini Traction [15]. Of course, the friction coefficient
closely depends on rubbing pair and lubrication conditions et
al. However, that study does not consider the effect of
centrifugation on saliva lubrication. As a result, the lubricating
mechanism of HWS and CS has been unclear so far. Hence,
this study is to explore the lubricating mechanism of saliva and
determine whether the CS could be used as a substitute for
HWS in vitro studies.

In this paper, the lubricating performance of HWS and CS
saliva were explored using a nano-scratch tester. The composi-
tion of HWS and CS were investigated by gel-electrophoresis
and a laser scanning confocal microscope (LSCM). Given that
the boundary lubrication of saliva mainly depends on the
salivary pellicle [8,14,16], the mechanical performances of
salivary pellicle formed in HWS and CS were examined
respectively using a nanoindenter. In order to further explore
the wear mechanism of human tooth enamel under the HWS
and CS lubrication, the wear volume and wear morphology of
human tooth enamel were characterized.

2. Materials and methods

2.1. Sample preparation

Human teeth used in this study were prepared from freshly
extracted human teeth without caries. The teeth samples were
mandibular second permanent molars (M2) of individuals aged
between 20 and 22 years. Each tooth was cut into two parts
under a water-cooling condition and then embedded self-
setting plastic to obtain enamel samples. And then the samples
were ground and polished to obtain a flat surface. The average
roughness Ra of the polished enamel sample was controlled
under 0.10 mm using a surface profilometer (TALYSURF6,
England). The detailed preparation method of enamel samples
was reported in our previous study [14].

Following proper collection procedures mentioned in the
previous study [17], saliva samples were collected. The



Fig.5. OM micrographs of salivary pellicle formed under different conditions, (a) Control; (b) HWS; (c) CS.
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detailed collection methods of saliva were described in the
literature [14]. The collected saliva was equally divided into
two parts. One part was used to do experiments immediately in
order to keep its natural performance. The other part was
centrifuged for 30 min at 2000 rpm [8] and then the super-
natant phase of the saliva was collected for tribological
experiments, as shown in Fig. 1. Three samples were tested
for each lubricant.
2.2. Composition of saliva

The HWS solution consists of supernate and precipitate after
centrifuged treatment, as shown in Fig. 1. The protein
molecular weight of the proteins presented in HWS and the
supernatant phase of CS were measured by gel electrophoresis.
The salivary pellicle formed in HWS and CS were collected by
mean of combining mechanical (rubbing by toothbrush) and
chemical actions, and then the protein molecular weight of the
proteins presented in salivary pellicle were measured by gel
electrophoresis too. The detailed testing method of the protein
molecular weight was described in our previous study [14].
The precipitates were placed on a glass slide, and then
observed by a LSCM.
2.3. Structure and mechanical characterization

The polished enamel samples were immersed in the HWS
and CS for 2 h respectively, and an acquired salivary pellicle
would be formed on the enamel surface [18]. The morphology
of the salivary pellicle was observed with an optical micro-
scope (OM). The enamel surface without any adsorption
treatments was referred to as “control”. In addition, the salivary
pellicle formed in HWS was termed HWS salivary pellicle
(HWS–SP), and the pellicle formed in CS was termed CS
salivary pellicle (CS–SP). The mechanical properties of
salivary pellicle were tested by continuous stiffness measure-
ments (CSM) using a nanoindenter (G200, Agilent, USA). A
triangular pyramid tip of Berkovich diamond with a radius of
about 20 nm was used. The maximum indent depth was
1000 nm and the constant strain rate (0.05 1/s) was applied
[19].
2.4. Friction and wear tests

To investigate the lubricating properties of HWS and CS,
unidirectional nano-scratch tests at constant load mode were
conducted on the surfaces of enamel samples, which were
exposed to HWS and CS respectively, at room temperature
using a nano-scratch tester (NST) (G200，Agilent Technolo-
gies, USA). As shown in Fig. 2, the enamel surface and scratch
tip were immersed in the HWS or CS, and the scratch testing
was done on the surface of enamel sample. A conical diamond
tip with a radius of 5 mm was used for all the tests. A normal
load of 20 mN was used for each sample. The scratch length
was 200 mm, and the scratch speed was 20 mm/min. The
surface profile and the residual depth and width of scratch
groove were measured by a surface profilometer (G200，
Agilent Technologies, USA). The wear morphologies of
scratch grooves were investigated by a scanning electronic
microscopy (QUANTA200, FEI Corp., England).

3. Results

3.1. protein molecular weight and sediments

The protein molecular weight of proteins presented in the
HWS, the CS supernate and the salivary pellicle were
measured by SDS-PAGE. As shown in Fig. 3, the protein-
banding patterns of HWS have no obvious difference from
those of CS supernate. The molecular weight ranged from
6.5 to 200 kDa. While for the proteins in the salivary pellicle,
the molecular weight ranged from 44.3 to 66.4 kDa. The
HWS–SP and CS–SP samples showed similar protein-banding
patterns. LSCM results showed different shapes and sizes of
particles on the glass slide. And many threadlike substances
were observed (Fig. 4).

3.2. Morphology and mechanical behavior of salivary pellicle

The enamel sample without any adsorption treatment was
referred to as “control”. The morphologies of control surface
and covered surface by salivary pellicle were investigated with
an optical microscope. As shown in Fig.5a, the control surface
was relatively smooth and clean. An uneven salivary pellicle
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Fig.6. Elastic modules of the salivary pellicle as a function of indentation
depth, (a) Control; (B) HWS–SP; (C) CS–SP.
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was observed after the adsorption treatment with HWS, and
some particles with various shapes and sizes distributed on the
uneven pellicle (Fig.5b). However, the adsorption treatment
with CS had no effect on salivary pellicle (Fig.5c).

The elastic modulus of enamel surfaces at different loca-
tions, were shown in Fig. 6, as a function of indentation depth.
The elastic modulus of the control surface levelled off at
108 GPa when the indentation depth was more than 10 nm
(Fig.6a). For the enamel surface covered with the HWS–SP,
the maximum elastic modulus was different at different
locations, ranged from 95 to 108 Gpa (Fig.6b). For the enamel
surface covered with the CS–SP, the elastic modulus levelled
off at 97.5 Gpa when the indentation depth was more than
200 nm (Fig.6c). It should be noted that the stable value of
elastic modulus was lower than that the control.

3.3. Friction and wear behavior

The friction coefficient as function of displacement, at a
normal load of 20 mN, was shown in Fig.7. And the mean of
friction coefficient of HWS and CS was shown in Fig.8. Under
both lubrication conditions, the friction coefficient of enamel
surfaces was 0.13. No significant differences in friction
coefficient were observed between HWS and CS lubricating
conditions.
Typical nano-scratch profiles showed that there were sig-

nificant differences in the morphologies of worn surface under
different lubrication conditions, as shown in Fig.9. The scratch
width of enamel surface under HWS and CS lubricating
conditions was 12 μm. The scratch depth of the enamel surface
was about 72 nm under CS lubricating conditions and was
about 68 nm under HWS lubricating conditions. However,
One-way analysis of variance (ANOVA) revealed that the
differences were not statistically significant. The wear volumes
of scratch on enamel surface under different lubricating
conditions were similar (Fig.10).The typical micrographs of
nano-scratch traces were shown in Fig. 10. It was seen that the
worn surface morphologies of enamel surface were dominated
by plastic deformation at 20 mN. There were no obvious
differences in the worn enamel surface morphology in HWS
and CS lubricating conditions (Fig. 11).

4. Discussion

It is generally accepted that human saliva plays a significant
role in decreasing the teeth wear [14] and reducing the friction
of tongue surface [20]. Due to the complexity of oral cavity
environment, studying the saliva lubrication is a challenging
task in vivo. Various experimental methods and instruments
have been used to explore the lubricating properties of saliva in
vitro [8,15]. In order to minimize the effect of cell and food
debris, the collected saliva is always treated by centrifugation
before testing. However, the effect of centrifugation treatment
on the lubricating properties of saliva is still unclear. Previous
studies demonstrated that the lubricating properties of saliva
mainly depended on the salivary pellicle [14]. Thus it is very
necessary to study the structure, composition, mechanical
properties of the salivary pellicle.

4.1. Structure, composition, mechanical properties of salivary
film

As shown in Fig.5, the structure of salivary pellicle formed
in the HWS and CS were different. For the enamel surface



Fig.7. Variation of friction coefficient as function of displacement
(Fn¼20 mN).

Fig.8. Mean of friction coefficient of HWS and CS.

Fig.9. Profiles of scratches on the enamel surfaces under different lubricating
conditions (Fn¼20 mN).

Fig.10. Wear volume of scratch on enamel surface under different lubricating
conditions.
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treated with the HWS, an uneven salivary pellicle was
observed, and some particles with various shapes and sizes
stayed on this uneven pellicle (Fig.5b). However, for the
enamel surface treated with the CS, a smooth and even salivary
pellicle was observed (Fig.5c). The results indicated that some
components in saliva were removed after centrifugation. In
order to study the saliva composition change, the molecular
weight of proteins in the HWS and the supernatant phase of CS
were characterized using SDS-PAGE. Gel electrophoresis
results showed that there were no significant difference of
the protein patterns between the HWS and the supernatant
phase of CS. However, the LSCM result showed the centri-
fugation precipitates consisted of particles and threadlike
substances. It was the food debris, cell debris and high
molecular weight proteins (molecular weight more than
200 kDa) that precipitated after centrifugation. But the proteins
with molecular weight ranged from 6.5 to 200 kDa would not
precipitate during centrifugation. According to the gel electro-
phoresis results, only proteins with molecular weight ranged
from 44.3 to 66.4 kDa adsorbed on the enamel surface. Thus
the formation of the salivary pellicle resulted from highly
selective adsorption. Since there were no significant differ-
ences of the protein patterns of salivary pellicle formed in
HWS and CS. it can be concluded that the salivary proteins
selectively adsorbed on the enamel surface could not be
influenced by centrifuged treatment.
Given that the lubricating property of saliva mainly depends

on boundary film, the mechanical properties of salivary pellicle
were measured. Because salivary pellicle is viscoelastic
[11,21] and is a multilayer biofilm, the measured data from
the conventional nanoindentation method are not reliable. A
technique, continuous stiffness measurement (CSM), has been
used to measure the properties of polymeric materials, graded
materials and multilayers [22]. Based on the thickness and
special structure of salivary pellicle, CSM was used to measure
its mechanical properties. Human tooth enamel is mainly
composed of hydroxyapatite crystals [23], which has relatively
stable mechanical properties [24]. Therefore, for the bare
enamel surface, no significant differences were found among
the elastic modulus-versus-indentation depth curves obtained
at different locations of the enamel surface. For the curves, the
rapidly increasing of elastic modulus ahead of 10 nm, might be
caused by the sensitivity of indentation tip with respect to the
ambient condition [19]. For the enamel surface covered with
the HWS salivary pellicle, the elastic modulus -versus-indenta-
tion depth curves were different at different locations. After
treated by the HWS, the structure of salivary pellicle would be
influenced by the food and cell debris, as shown in Fig.5b. The
salivary proteins could not be adsorbed evenly on the enamel
surface. As a result, the elastic modulus varied with the pellicle
structure. While the enamel surface treated in the CS, salivary
proteins would be evenly adsorbed onto the enamel surface



Fig.11. SEM micrographs of the scratches on the enamel surfaces under different lubricating conditions (a) HWS; (b) CS.
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because the food and cell debris were removed by centrifuga-
tion (Fig.5c). As a result, no significant differences were
observed for the elastic modulus-versus-indentation depth
curves at different locations.
4.2. Lubricating properties of HWS and CS salivary pellicle

The proteins in saliva would selectively adsorb on the
enamel surface, and then a biofilm termed salivary pellicle is
formed. Salivary pellicle is a bilayer membrane consisting of
dense initial layer and looser outer layer [10]. Initial layer is
formed rapidly and the outer layer is formed relative slowly
[14]. The mechanical test results of salivary pellicle indicated
that elastic modulus-versus-indentation depth curves have
significant difference between HWS and CS salivary pellicle.
For the enamel surface immersing in HWS, food debris and
high molecular weight proteins would random deposit on the
outer layer of salivary pellicle. As a result, the thickness of
salivary pellicle is not homogenized. The elastic modulus of
salivary pellicle varies with the thickness of salivary pellicle
[25]. For the salivary pellicle formed in CS, the thickness and
mechanical properties of salivary pellicle is homogenized due
to the food debris and high molecular weight proteins are
removed. The food debris and high molecular weight proteins
in HWS would deposit on the outer layer of salivary pellicle,
however, the initial layer of HWS salivary pellicle would not
be affected. As a result, the structure and performance of initial
layer of HWS–SP and CS–SP were similar. Previous study
demonstrated that the adhesion strength between outer layer
and initial layer was lower than that between initial layer and
enamel surface, and the outer layer would be removed easy
under shear force [26]. Consequently, the lubricating property
of salivary pellicle mainly depends on the initial layer.
Consequently, no significant differences in friction coefficient
and wear behavior were observed between HWS and CS
lubricating conditions. Centrifuged saliva exhibited similar
lubrication to human whole saliva. Centrifugation treatment
does not impair the lubricating properties of human saliva. On
the contrary centrifugation can help minimize the effect of cell
and food debris.
5. Conclusions

Influence of centrifugation treatment on the lubricating
properties of human whole saliva was studied in this paper.
Based on the given testing conditions, the conclusions could
be summarized as follows:

1. Food debris, cell debris and high molecular weight proteins
were removed after centrifugation treatment. The low
molecular weight proteins would not precipitate during
centrifugation.

2. The salivary pellicle formed in the CS on the enamel
surface was even and homogeneous, and have superior
mechanical properties to the salivary pellicle formed in
the HWS.

3. Food debris, cell debris and high molecular weight proteins
would deposit on the outer layer of salivary pellicle.
However, the initial layer of salivary pellicle would not
be affected. Centrifuged saliva exhibited similar lubrication
to human whole saliva. Centrifugation treatment does not
impair the lubricating properties of human saliva. On the
contrary centrifugation can help minimize the effect of cell
and food debris.
Acknowledgment

This work was supported by National Natural Science
Foundation of China, China (Grant No. 51675449,
51222511, 51305366 and 51290291).



Y.F. Zhang et al. / Biosurface and Biotribology 2 (2016) 95–101 101
References

[1] S.P. Humphrey, R.T. Williamson, A review of saliva: normal composi-
tion, flow, and function, J. Prosthet. Dent. 85 (2001) 162–169.

[2] P.V. De Almeida, A. Gregio, M. Machado, A. De Lima, L.R. Azevedo,
Saliva composition and functions: a comprehensive review, J. Contemp.
Dent. Pract. 9 (2008) 72–80.

[3] J.H.H. Bongaerts, D. Rossetti, J.R. Stokes, The lubricating properties of
human whole saliva, Tribol. Lett. 27 (2007) 277–287.

[4] J. Guggenheimer, P.A. Moore, Xerostomia etiology, recognition and
treatment, J. Am. Dent. Assoc. 134 (2003) 61–69.

[5] G. Regelink, A. Vissink, H. Reintsema, J. Nauta, Efficacy of a synthetic
polymer saliva substitute in reducing oral complaints of patients suffering
from irradiation-induced xerostomia, Quintessence Int. 29 (1998)
383–388 English Edition.

[6] F. Momm, N.J. Volegova-Neher, J. Schulte-Mönting, R. Guttenberger,
Different saliva substitutes for treatment of xerostomia following radio-
therapy, Strahlenther. Onkol. 181 (2005) 231–236.

[7] B. Vardhanabhuti, P.W. Cox, I.T. Norton, E.A. Foegeding, Lubricating
properties of human whole saliva as affected by beta-lactoglobulin, Food
Hydrocoll. 25 (2011) 1499–1506.

[8] I.C.H. Berg, M.W. Rutland, T. Arnebrant, Lubricating properties of the
initial salivary pellicle - an AFM Study, Biofouling 19 (2003) 365–369.

[9] U. Lendenmann, J. Grogan, F.G. Oppenheim, Saliva and dental pellicle-a
review, Adv. Dent. Res. 14 (2000) 22–28.

[10] M. Hannig, Transmission electron microscopic study of in vivo pellicle
formation on dental restorative materials, Eur. J Oral. Sci. 105 (1997)
422–433.

[11] M.E. Dickinson, A.B. Mann, Nanomechanics and morphology of salivary
pellicle, J. Mater. Res. 21 (2006) 1996–2002.

[12] L. Macakova, G.E. Yakubov, M.A. Plunkett, J.R. Stokes, Influence of
ionic strength on the tribological properties of pre-adsorbed salivary
films, Tribol. Int. 44 (2011) 956–962.

[13] F.R. Göcke, H. Gerath, v Schwanewede, Quantitative determination of
salivary components in the pellicle on PMMA denture base material,
Clin. Oral. Invest. 6 (2002) 227–235.
[14] Y.F. Zhang, J. Zheng, L. Zheng, X.Y. Shi, L.M. Qian, Z.R. Zhou, Effect
of adsorption time on the lubricating properties of the salivary pellicle on
human tooth enamel, Wear 301 (2013) 300–307.

[15] B. Vardhanabhuti, P.W. Cox, I.T. Norton, E.A. Foegeding, Lubricating
properties of human whole saliva as affected by β-lactoglobulin, Food
Hydrocoll. 25 (2011) 1499–1506.

[16] N.M. Harvey, G.E. Yakubov, J.R. Stokes, J. Klein, Lubrication and load-
bearing properties of human salivary pellicles adsorbed ex vivo on
molecularly smooth substrata, Biofouling 28 (2012) 843–856.

[17] L. Salimetrics, S. Europe, Saliva collection and handling advice, 2011,
〈www.salimetrics.com〉.

[18] M. Hannig, The protective nature of the salivary pellicle, Int. Dent. J. 52
(2002) 417–423.

[19] Agilent Technologies I. G200 User Manual Rev D: Agilent Technologies,
2013.

[20] H. Ranc, A. Elkhyat, C. Servais, S. Macmary, B. Launay, P. Humbert,
Friction coefficient and wettability of oral mucosal tissue: Changes
induced by a salivary layer, Colloids Surf. A: Physicochem. Eng. Asp.
276 (2006) 155–161.

[21] J.R. Stokes, G.A. Davies, Viscoelasticity of human whole saliva collected
after acid and mechanical stimulation, Biorheology 44 (2007) 141–160.

[22] X. Li, B. Bhushan, A review of nanoindentation continuous stiffness
measurement technique and its applications, Mater. Charact. 48 (2002)
11–36.

[23] J. Zheng, Y. Li, M.Y. Shi, Y.F. Zhang, L.M. Qian, Z.R. Zhou,
Microtribological behaviour of human tooth enamel and artificial hydro-
xyapatite, Tribol. Int. 63 (2012) 177–185.

[24] Z.R. Zhou, L.M. Qian, Y. Huang, J. Zheng, Nanomechanical properties
and microtribological behaviours of human tooth enamel, Proc. Inst.
Mech. Eng., Part J: J. Eng. Tribol. 224 (2010) 577–587.

[25] R. Saha, W.D. Nix, Effects of the substrate on the determination of thin
film mechanical properties by nanoindentation, Acta Mater. 50 (2002)
23–38.

[26] Y.F. Zhang, J. Zheng, L. Zheng, Z.R. Zhou, Effect of adsorption time on
the adhesion strength between salivary pellicle and Human tooth enamel,
J. Mech. Behav. Biomed. 42 (2015) 257–266.

http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref1
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref1
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref2
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref2
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref2
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref3
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref3
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref4
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref4
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref5
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref5
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref5
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref5
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref6
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref6
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref6
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref7
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref7
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref7
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref8
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref8
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref9
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref9
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref10
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref10
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref10
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref11
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref11
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref12
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref12
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref12
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref13
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref13
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref13
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref14
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref14
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref14
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref15
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref15
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref15
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref16
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref16
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref16
http://www.salimetrics.com
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref17
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref17
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref18
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref18
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref18
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref18
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref19
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref19
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref20
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref20
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref20
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref21
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref21
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref21
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref22
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref22
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref22
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref23
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref23
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref23
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref24
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref24
http://refhub.elsevier.com/S2405-4518(16)30027-7/sbref24

	Influence of centrifugation treatment on the lubricating properties of human whole saliva
	Introduction
	Materials and methods
	Sample preparation
	Composition of saliva
	Structure and mechanical characterization
	Friction and wear tests

	Results
	protein molecular weight and sediments
	Morphology and mechanical behavior of salivary pellicle
	Friction and wear behavior

	Discussion
	Structure, composition, mechanical properties of salivary film
	Lubricating properties of HWS and CS salivary pellicle

	Conclusions
	Acknowledgment
	References




