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Titanium granules can be used as bone graft substitute in the field of
orthopedic and periodontal surgery, but their bone bonding ability needs to be promoted.
Nanostructured materials have shown to enhance bioactivity and the overall bioperformance
of biomaterials. In the present study, the effects of time and voltage of anodic oxidation
process are investigated in order to form TiO2 nanostructures with optimized morphology
on the surface of porous titanium granules. The anodized granules are subsequently
heat treated at 450°C for 1 h.

MG63 osteoblast-like cell is used to evaluate cell

attachment and viability on the surfaces of anodized and annealed granules using Scanning
Electron Microscopy (SEM) and dimethylthiazol-diphenyl tetrazolium bromide (MTT)
assays, respectively. The results of anodizing process show that TiO2 nanostructures are
constructed at the voltage of 60 V for 3 h. The X-ray diffraction results show improved
crystallinity of TiO2 nanostructures on the surface of annealed anodized granule surfaces
after the annealing process. Cell culture experiments show improved cell spreading and
viability on the surface of annealed anodized granules compared to those on the anodized
sample. It is concluded that annealed anodized granules have the potential for orthopaedic
and periodontal applications as bone graft substitutes.

(© 2015 Sharif University of Technology. All rights reserved.

1. Introduction

Titanium (Ti) and titanium alloys are the materials of
choice for most dental and orthopedic applications [1].
The thin TiO. passivation layer that usually forms on
titanium surface in oxidative media is considered to
be responsible for titanium-based materials biocom-
patibility [2,3]. However the bone bonding ability
and direct contact of titanium-based implants with
the bone tissue have been challenges for biomaterials
researchers [2].

*. Corresponding author. Tel./Fax: +98 21 }478 7386
E-mail addresses: houshmandperio@rocketmail.com (B.
Houshmand); shahsanam2001@yahoo.com (S. Abbasi);
sfaghihi@nigeb.ac.ir (S. Faghihi)

It is known that the surface of biomaterials firstly
encounters with the biological milieu, consisting of
biomacromolecules and cells. As a result, the surface
characteristics will directly affect the cellular responses
in the early phase of implantation [4]. Various methods
for surface modification have been utilized to improve
the osseointegration of an orthopaedic biomaterial [5].
The topographical cues at the nanoscale level may
provide enhanced bone-biomaterial interactions and
improve the integration of bone and materials [6].
Hence, nanoscale surface modification of an implant
surface could be considered as an option that con-
tributes to the mimicry of local cellular environments
and favors the process of bone formation for improved
osseointegration [7].

Titanium oxide nanostructures are prepared by
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various techniques, such as sol-gel, electrophoretic
deposition, and anodization. The anodization process
is usually preferred to as the sol-gel or electrophoretic
methods as it provides strongly adherent TiO- layer on
the surface of titanium-based materials [3]. The for-
mation of titania nanostructure layer on the surface of
titanium substrates via anodization in fluorine solution
is widely studied since it is a simple, straightforward,
cost effective, controllable, and reproducible method.
It is shown that this method creates a self-organized
and highly ordered titanium dioxide layer [8-10]. It
is believed that the nanostructured TiO5 thin films
obtained by this method are usually amorphous [11].
However, it is reported that cells are attached on the
crystalline TiOy surfaces more readily as compared
to the surfaces with lower crystallinity. Since the
crystalline structures can also provide a better os-
teointegration [12,13], heat treatment is employed to
enhance surface crystallinity of metallic substrates, and
therefore their biocompatibility.

The effect of anodizing parameters on the formed
TiO, characteristics and morphology has been studied
by many groups. Si et al. and Hamlekhan et al. stud-
ied the effects of anodic voltages on the morphology
and wettability of porous titanium dioxide structures,
respectively [8,14]. Narayanan et al. investigated
the effect of electrolyte parameters on the surface
roughness of titanium dioxide structures [3]. Although
the anodization of titanium sheets or implants has
been previously reported, there is no study on the
anodization of irregular shaped materials, such as
titanium granules.

The objective of the present study is to optimize
the effect of anodization parameters such as applied
voltage and oxidation time on the formation of TiO,
nanostructures on the surface of porous titanium gran-
ules. In order to improve the crystallinity of TiO,
nanostructures on the surface of anodized titanium
granules, heat treatment is employed after the anodiz-
ing process. Morphology of the formed TiO; nanos-
tructures is studied by Scanning Electron Microscopy
(SEM). X-Ray Diffraction (XRD) is used to determine
the crystal structures of the samples. In order to find
out the biological responses to the treated granules,
morphology and viability of osteoblast-like cells MG-63
(human osteoblast-like) are also investigated by SEM
and MTT assays, respectively.

2. Materials and methods

2.1. Electrochemical oxidation of titanium
granules

The titanium granules used for anodization process

(042459, Alfa-Aesar) were cleaned by immersion in

acetone and ethanol, rinsed with deionized water (DI

water), and dried prior to anodization. The anodiza-

Table 1. The voltage and time used in the anodizing
process.

Voltage (v) Time (h)
30 1.5
30 3
60 1.5
60 3
65 3
3
3

70
80

Table 2. The samples and their abbreviations.

Porous titanium granule G
Anodized titanium granule AG

Annealed anodized titanium granule AAG

tion process was carried out at controlled temperature
between 4-10°C in a two-electrode cell with titanium
granule as the anode and stainless steel plate as the
cathode. The electrolyte was a mixture of ethylene
glycol (1.00949, Merck, 99%) and 0.38 wt% ammonium
fluoride (NH4F) (1.01164, Merck) dissolved in 2 vol%
DI water. The electrochemical oxidation process was
performed at voltages of 30, 60, 65, 70, and 80 V
for 1.5 and 3 h (Table 1). The anodized granules
were subsequently annealed for 1 h at 450°C to obtain
crystalline structures. The samples used for this study
are listed in Table 2.

2.2. Characterization of the samples

The G, AG, and AAG samples were gold-sputtered and
their surface morphology was characterized by SEM
(S160, Cambridge, UK) at an accelerating voltage of
15 kV in high vacuum mode. The phase composition
of the samples was also evaluated by X-Ray Diffraction
(XRD) (X’Pert Pro MPD, PANalytical) using a Cu
target (Ko, A\ = 1.54056 A).

2.3. Cell culture

Human osteoblast-like cell (MG63) provided by Amer-
ican Type Culture Collection (Cellular bank of Pastor
Institute, Iran) was used for this study. The cells were
cultured in T25 plastic flasks (Nunc) in alpha minimum
essential medium (o-MEM, Invitrogen, Corporation,
USA) supplemented with 10% fetal bovine serum,
100 U/ml penicillin, and 100 mg/ml streptomycin.
Cells were incubated at 37°C in a humidified atmo-
sphere of 5% CO; and 95% air. The growth medium
was changed every 48 h. Cultured cells were detached
by trypsinization, suspended in fresh culture medium,
and used for the experiments. Commercial titanium
granules (Tigran Technologies AB, Sweden) were used
as control for each set of experiments.
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2.4. Cell viability

The cell viability of the samples was evaluated through
colorimetric MTT assay (Roche Diagnostics GmbH,
Germany) in 24 well culture plates. Cells were seeded
on the granules with a density of 10* cell/ml and
incubated for 3 days. After the incubation time,
culture medium was removed and 0.1 ml DMEM with
0.01 ml MTT solution was added to each well. After
4 h incubation, the crystallized formazan dye was
solubilized by adding 0.1 ml of 10% sodiumdodecyl
sulfate (SDS) in 0.01 M HCL to each well. The
absorbance was read at 580 nm using an ELISA plate
reader (Labsystems multiscan, Netherlands).

2.5. Cell adhesion and morphology
Morphological characteristics of cells on the surface of
samples were investigated with a SEM. Cells grown on
the samples for 3 days were first washed with PBS,
fixed with 2.5% glutaraldehyde (Sigma Aldrich), and
dehydrated in graded series of ethanol-water baths (20,
30, 50, 60, 70, 80, 90, 95, and 100%, v/v). The surface
of the samples was sputter coated with a 15 nm layer
of Pt/Pd and examined in SEM.

3. Results and discussion

3.1. Anodic oxidation process
The SEM results in Figure 1 present the morphology
of G sample (Figure 1(a)) and the samples which are
anodized at different voltages for different oxidation
times (Figure 1(b)-(h)). The surface structure of the
G sample in Figure 1(a) shows porous structure with
micro pores. At the lowest applied voltage, 30 V,
with duration of 1.5 h (Figure 1(b)), no significant
morphological changes were observed, while by increas-
ing voltage to 60 V, the porous TiO, structure was
produced on the surface of sample (Figure 1(c)). At the
voltage of 30 V, with duration of 3 h, a compact TiO,
layer was formed (Figure 1(d)). When this process was
performed at voltages of 60 V, it led to the production
of TiOy nanostructure, which is shown in Figure 1(e).
The anodizing at higher voltages, i.e. 65 V and 70 V,
resulted in destruction of the TiO, layer (Figure 1(f)
and (g)). At the highest applied voltage, 80 V| the
morphology of the surface changed dramatically to
the extent that the titanium granules were damaged
significantly (Figure 1(h)).

The formation of dense oxide layer can be ex-
plained using the following equations:

2H20 — 02 —+ 4:]:‘1+ —+ 46, (1)
Ti+ 0y — TiOs. (2)

The mechanism of pore formation by field-assisted
chemical dissolution of dense oxide via interfering F~
ion is presented in the following equation:

W

p W 5 e SH

Figure 1. SEM images of a) G samples; AG sample
anodized at: b) 30 V for 1.5 h, ¢) 60 V for 1.5 h, d) 30 V
for 3 h, €) 60 V for 3 h, f) 65 V for 3 h, g) 70 V for 3 h,

and h) 80 V for 3 h.

TiO, + 6F~ 4+ 4H"T — [TiF6)>~ + 2H,O0. (3)

Based on this equation, it is apparent that the oxide
layer is attacked in fluoride media under the formation
of highly soluble [TiF6]*~ complex and a porous TiO
layer is obtained [15-17].

In the present study, anodizing needed a potential
higher than 30 V in order to induce migration of F~
ion toward the anode electrode. The higher voltages at
60 V for 1.5 h could cause penetration of fluoride ions
into the oxide layer and induce dissolution of the TiOs
layer. The longer periods of anodizing process around
3 h create deep pore structures leading to porous TiO»
nanostructures as detected.

During anodization, the newly-formed oxide layer
on the anode is a dielectric barrier to the current
flow and it keeps growing until reaching the dielectric
breakdown limit. Generally, the anodized layer is not
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uniform due to the existence of flaws, defects, local
stress, and non-uniform oxide thickness, which could
be found in granules with irregular shapes. When the
applied voltage increases, the potential drop at the
weak points exceeds the dielectric limit so that sparking
happens. The local temperature at these points can
be up to several thousand Kelvin and lead to a local
melting process. Thermal stressing of these anodized
titanium leads to the multiplication of weak points,
and, consequently, breakdown of the dielectric [18].
The voltages higher than 65 V can result in destruction
of the TiOs layer. Disintegration of the granules and
TiO2 nano structures may cause insufficient strength
of the granules leading delamination and separation of
the TiO, layer.

It is believed that anodizing at 60 V for 3 h is the
best condition for producing the TiOs nano structures
on the surface of the irregular shaped Ti granules. By
applying 60 V potential for 3 h oxidation, we can
benefit TiO, nanostructure surface which is created
directly from the underlying titanium substrate. This
can eliminate the tendency of delamination that oc-
curred prevalently in the bioactive coating [19].

3.2. Heat treatment of the samples
XRD spectra of G, AG, and AAG samples are shown
in Figure 2. In XRD patterns of G and AG samples

Ti |(101)

Ti Ti Ti Ti

Ti
A(101)

R(110)

Counts
—
F:—-
—

.

T Ll L] L] L]

30 40 50 60 70
Position (°26)

Figure 2. XRD spectra of G (lower pattern), AG (middle
pattern), and AAG samples (upper pattern).

(Figure 2; lower and middle patterns), the associated
peaks of Ti could be observed at 26 of 35.474, 38.722,
40.503, 53.285, 63.238, 70.886, 74.448, 76.438, and
77.591. In AAG spectrum (Figure 2; upper pattern),
the major peaks of anatase (JCPDS Nos. 21-1272) in
26 of 25.316 and rutile (JCPDS No. 21-1276) in 26 of
27.412 are appeared. This could explain the amorphous
structure of oxide layer formed in AG sample after the
anodizing process. The heat treatment after anodizing
process resulted in the formation of crystalline anatase
and rutile phases.

3.3. Cell morphology

MG63 cell morphology was investigated after 3 days
of culture (Figure 3). Cells were spread out on the
surface of all substrates as shown with the circles in
Figure 3(a)-(c). There were no significant morpho-

30 pm

b i - Y
Figure 3. SEM images of MG63 cells cultured on the a)
G sample, b) AG sample, and c) AAG sample.
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Figure 4. MG63 cells viability on control, AAG, AG and
G samples. *p < 0.05 compared to other samples and
control.

logical differences between MG63 cells in the three
types of samples. The results of cell morphology are
in agreement with previous research by Chang and
Wang [20] as well as Bai et al. [21] that revealed similar
cell morphologies on anodized and annealed anodized
substrates.

3.4. MTT assay

The viability of MG63 cells was tested using a com-
mercially available MTT assay kit. In MTT assay,
spectrophotometric measurement of the net absorbance
was calculated to determine the concentration of viable
cells. All the samples showed no cytotoxicity as
they revealed the similar or higher absorbance values
compared to the control. The cell viability on AAG
samples was higher than those on both AG and G
samples (Figure 4).

Crystallinity is one of the factors that affects
cellular behaviour and response [22]. It is shown
that cell attachment and viability is high on the
combination of anatase and rutile as compared to amor-
phous TiOs structure [19]. Attachment and growth of
the osteoblast cells enhanced for anatase-rutile TiO,
nanostructure of AAG sample compared to G sample.
This could be due to the formation of anatase and rutile
phases and probably higher hydrophilic surface of AAG
sample [21,23].

Anodic oxidation has shown to enhance the
surface biocompatibility of metallic substrates [24],
whereas, here, anodizing process showed the adverse
effect on cell viability which is possibly correlated with
the residual fluorine from NH4F remained within the
pores of the non-annealed amorphous nanostructures
introduced during the anodization process. The anion
uptake is quite common for oxide layers grown by elec-
trochemical modifications, which can be annihilated
to large extent by annealing due to evaporation of
HF and F, species [21,25]. This has been reported,

previously, by Bai et al. [21] as they produced titania
nano tubes by applying fluorine for anodizing titanium
foil. Also, Barbier et al. believed that the fluoride must
be actively considered as a potent toxic compound [26].
Even though the toxicity of fluoride is largely neglected
in some applications, like dental toothpastes, it is
considered mainly toxic in cellular systems, even at low
doses [26].

4. Conclusions

The present study aims to optimize the effect of
anodization parameters, such as applied voltage and
oxidation time, on the formation of TiO, nanostruc-
tures on the surface of porous titanium granules for
bone tissue engineering applications. The results show
that anodizing process at 60 V for 3 h creates TiO,
nanostructures which could be transformed to anatase
and rutile phases with subsequent annealing process.
The lower anodizing voltages and times (30 V for 1.5 h
and 3 h as well as 60 V for 1.5 h) do not efficiently form
nanostructures. The anodizing process at 65, 70, and
80 V for 3 h caused destruction of TiO, nanostructure;
also, the morphology and structure of porous titanium
granules drastically changed during the application of
80 V. The anodized annealed granules showed improved
cell attachment and growth with no cytotoxic effects.
It can be concluded that the annealed anodized porous
titanium granules would have a great potential for
orthopaedic and periodontal applications as filler and
bone graft substitutes.

Acknowledgments

The authors wish to thank financial supports provided
for this work by National Institute of Genetic Engineer-
ing and Biotechnology (NIGEB).

References

1. Narayanan, R., Kwon, T.Y. and Kim, K.H. “TiO,
nanotubes from stirred glycerol/NH4F electrolyte:
Roughness, wetting behavior and adhesion for implant
applications”, Mater. Chem. Phys., 117(2), pp. 460-
464 (2009).

2. Oh, S., Daraio, C., Chen, L.-H., Pisanic, T.R.,
Finones, R.R. and Jin, S. “Significantly accelerated
osteoblast cell growth on aligned TiO2 nanotubes”, J.
Biomed. Mater. Res. A, T8A(1), pp. 97-103 (2006).

3. Narayanan, R., Lee, H.J., Kwon, T.Y. and Kim,
K.H. “Anodic TiO2 nanotubes from stirred baths: hy-
droxyapatite growth & osteoblast responses”, Mater.
Chem. Phys., 125(3), pp. 510-517 (2011).

4. Bayram, C.; Demirbilek, M., Yal¢in, E., Bozkurt, M.,
Dogan, M. and Denkbag, E.B. “Osteoblast response
on co-modified titanium surfaces via anodization and



2750

ot

10.

11.

12.

13.

14.

16.

Z. Gorgin Karaji et al./Scientia Iranica, Transactions F: Nanotechnology 22 (2015) 2745-2751

electrospinning”, Appl. Surf. Sci., 288, pp. 143-148
(2014).

Moseke, C., Hage, F., Vorndran, E. and Gbureck, U.
“TiO2 nanotube arrays deposited on Ti substrate by
anodic oxidation and their potential as a long-term
drug delivery system for antimicrobial agents”, Appl.

Surf. Sci., 258(14), pp. 5399-5404 (2012).
Smith, B.S., Yoriya, S., Johnson, T. and Popat, K.C.

“Dermal fibroblast and epidermal keratinocyte func-
tionality on titania nanotube arrays”, Acta Biomater.,

7(6), pp. 2686-2696 (2011).

Jeong, Y.H., Choe, H.C. and Brantley, W.A. “Nanos-
tructured thin film formation on femtosecond laser-
textured Ti-35Nb-xZr alloy for biomedical applica-
tions”, Thin Solid Films, 519(15), pp. 4668-4675

(2011).

Si, H.Y., Sun, Z.H., Kang, X., Zi, W.W. and Zhang,
H.L. “Voltage-dependent morphology, wettability and
photocurrent response of anodic porous titanium diox-
ide films”, Microporous Mesoporous Mater., 119(1),
pp. 75-81 (2009).

Zhao, Y., Xiong, T. and Huang, W. “Effect of heat
treatment on bioactivity of anodic titania films”, Appl.

Surf. Sci., 256(10), pp. 3073-3076 (2010).

Aparicio, C., Padrés, A. and Gil, F.J. “In vivo eval-
uation of micro-rough and bioactive titanium dental
implants using histometry and pull-out tests”, J.
Mech. Behav. Biomed. Mater., 4(8), pp. 1672-1682
(2011).

Tsuchiya, H., Macak, J.M., Miuller, L., Kunze, J.,
Miiller, F., Greil, P.; Virtanen, S. and Schmuki, P.
“Hydroxyapatite growth on anodic TiO2 nanotubes”,
J. Biomed. Mater. Res. A, TTA(3), pp. 534-541 (2006).

Zhao, L., Chang, J. and Zhai, W. “Effect of crystal-
lographic phases of TiO2 on hepatocyte attachment,
proliferation and morphology”, J. Biomater. Appl.,
19(3), pp. 237-252 (2005).

Del Curto, B., Brunella, M.F., Giordano, C., Pede-
ferri, M.P., Valtulina, V., Visai, L. and Cigada,
A. “Decreased bacterial adhesion to surface-treated
titanium”, Int. J. Artif. Organs, 28(7), pp. 718-730
(2005).

Hamlekhan, A., Butt, A., Patel, S., Royhman, D., Tak-
oudis, C., Sukotjo, C., Yuan, J., Jursich, G., Mathew,
M.T., Hendrickson, W., Virdi, A. and Shokuhfar, T.
“Fabrication of anti-aging TiO» nanotubes on biomed-

ical Ti alloys”, PLoS ONE, 9(5), p. €96213 (2014).

Sreekantan, S., Lockman, Z., Hazan, R., Tasbihi,
M., Tong, L.K. and Mohamed, A.R. “Influence of
electrolyte pH on TiOs nanotube formation by Ti
anodization”, J. Alloys Compd., 485(1), pp. 478-483
(2009).

Macak, J.M., Sirotna, K. and Schmuki, P. “Self-

organized porous titanium oxide prepared in

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

Electrochimica Acta,

NaySO4/NaF electrolytes”,
50(18), pp. 3679-3684 (2005).

Albu, S.P., Ghicov, A., Aldabergenova, S., Drechsel,
P., LeClere, D., Thompson, G.E., Macak, J.M. and
Schmuki, P. “Formation of double-walled TiO2 nan-

otubes and robust anatase membranes”, Adv. Mater.,
20(21), pp. 4135-4139 (2008).

Yao, C. and Webster, T.J. “Anodization: a promising
nano-modification technique of titanium implants for
orthopedic applications”, J. Nanosci. Nanotechnol.,

6(10), pp. 2682-2692 (2006).

Tan, A.W., Pingguan-Murphy, B., Ahmad, R. and
Akbar, S.A. “Review of titania nanotubes: Fabrication
and cellular response”, Ceram. Int., 38(6), pp. 4421-
4435 (2012).

Chang, H.-I1. and Wang, Y. “Cell responses to surface
and architecture of tissue engineering scaffolds”, Re-
gen. Med. Tissue Eng. Biomater. InTech Rijy. Croat.,
pp. 569-588 (2011).

Bai, Y., Park, [.S., Park, H.H., Lee, M.H., Bae, T.S.,
Duncan, W. and Swain, M. “The effect of annealing
temperatures on surface properties, hydroxyapatite
growth and cell behaviors of TiOs nanotubes”, Surf.
Interface Anal., 43(6), pp. 998-1005 (2011).

Yu, W., Zhang, Y., Jiang, X. and Zhang, F. “In vitro
behavior of MC3T3-E1 preosteoblast with different
annealing temperature titania nanotubes”, Oral Dis.,

16(7), pp. 624-630 (2010).

Gyorgyey, A., Ungvari, K., Kecskeméti, G., Kop-
niczky, J., Hopp, B., Oszkd, A., Pelsoczi, 1., Rakon-
czay, Z., Nagy, K. and Turzé, K. “Attachment and
proliferation of human osteoblast-like cells (MG-63) on
laser-ablated titanium implant material”, Mater. Sci.
Eng. C, 33(7), pp. 4251-4259 (2013).

Minagar, S., Berndt, C.C.; Wang, J., Ivanova, E. and
Wen, C. “A review of the application of anodization
for the fabrication of nanotubes on metal implant
surfaces”, Acta Biomater, 8(8), pp. 2875- 28388 (2012).

Roy, P., Berger, S. and Schmuki, P. “TiO2 nanotubes:
synthesis and applications”, Angew. Chem. Int. Ed.,
50(13), pp. 2904-2939 (2011).

Barbier, O., Arreola-Mendoza, L. and Del Razo, L.M.
“Molecular mechanisms of fluoride toxicity”, Chem.
Biol. Interact., 188(2), pp. 319-333 (2010).

Biographies

Zahra Gorgin Karaji received her BSc degree in
Biomedical Engineering from Amirkabir University of
Technology, Tehran, Iran, in 2007, and MSc degree
from Sharif University of Technology, Tehran, Iran, in
2010. Since January 2012, she has been a PhD student
in Biomedical Engineering (Tissue Engineering) at the
National Institute of Genetic Engineering and Biotech-
nology (NIGEB), Tehran, Iran. In 2013-2014, she was
the head of Biomedical Engineering Department and



Z. Gorgin Karaji et al./Scientia Iranica, Transactions F: Nanotechnology 22 (2015) 2745-2751 2751

has the teaching experience in Payam Noor University,
Karaj, Alborz. She is currently working as a researcher
at Delft University of Technology (TUDelft), Delft, the
Netherlands. Her research interest fields are tissue
engineering, bone scaffold, biomechanics of the bone,
dental implants, surface modification, nano structures,
and mechanical properties investigations.

Behzad Houshmand is Full Professor at Periodontics
Department, Dental School in Shahid Beheshti Univer-
sity. He is a Visiting professor at the National Institute
of Genetics and Biotechnology, Bio-medical and Tissue
Engineering Department, and the President of Iranian
Academy of Periodontology.

Shahsanam Abbasi has been a Research Assistant
at the Department of Basic Sciences, the National
Institute of Genetic Engineering and Biotechnology
(NIGEB), Tehran, Iran, for 10 years. She received
the BSc degree in Biology (animal biology) from

Gorgon University of Agricultural Sciences & Natural
Resources in 2000, and the MSc degree in Physi-
ology of Animals from Tehran University, in 2002.
She is currently a PhD student in Cognitive Neuro-
science.

She has experience in the research area of the
effects of shikonin herbal medicine (a component of
Chinese Herbal Medicine) and IMOD (Iranian drug
which has been claimed to reduce HIV transmission)
on the nitric oxide released by astrocytes and microglia.
She is also interested in the fields of neuroscience, espe-
cially the cellular and molecular pathways underlying
multiple sclerosis (MS), and treatment of the disease.

Shahab Faghihi received his PhD degree in Biomed-
ical Engineering from McGill University, Montreal,
Canada, in 1997. He has been working as an As-
sistant Professor at the National Institute of Genetic
Engineering and Biotechnology, since 2008 in Tehran,
Iran.





