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Neural stem cells (NSCs) as a heterogeneous midtip@and self- renewal population are found ined#éht
areas in the developing mammalian nervous systemwell as the sub-ventricular zone (SVZ) and the
hippocampus of the adult brain. NSCs can givetdsgeurons, astrocytes and oligodendrocytes. Tineoéihis
study was to differentiate neural stem cells intwradrenergic—like cellsn vitro. Neural stem cells were
harvested from SVZ of newborn rat braiiibe cells were cultured in DMEM12, B-27 supplemenigth 20 ng/
ml (hFGF) and 20 ng/ ml (EGF) for 2 weeks. Neur@sph were differentiated in neurobasal medium, B-27
supplemented with BDNF (50 ng/ ml) and GDNF (30 nd) for 3 and 5 days. Cell culture techniques and
immunocytochemistry were applied to examine neuresgs and tyrosine hydroxylase positive cells. The
number of neurites was counted 3 and 5 days dieerirtduction of differentiation. Nestin and Sox2reve
expressed in NSCs and neurospheres. NSCs wereediifged into noradrenergic- like cells (NACs).rasine
hydroxylase was detected in these cells. The sfiINSCs differentiation for 5 days culture hasignificant
decrease (0.05) in the number of TH positive cells with orretwo neurite per cell, and a significant increase
(P<0.05) in the number of TH positive cells with thréeur or more neurites per cell, compared withay<l
culture. Based on these results, NSCs have thigyaioildifferentiate into noradrenergic cells irethresence of
BDNF and GDNF growth factors.
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N eural Stem Cell (NSC) is a multipotent cell ventricular zone (SVZ) and the hippocampus of the
which is able to self- renew and proliferate. adult brain (1, 2). These cells can generate meltip
NSC resides in a variety of areas in the developing neural lineages, including neurons, astrocytes and
mammalian nervous system as well as in the sub- oligodendrocytes (3, 4).
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The SVZ is a region in the brain that is
situated throughout the lateral walls of the ldtera
ventricles. It is a known site of neurogenesis and
self- renewing neurons in the adult brain, sendsg
such due to the interacting cell types, extracatlul
molecules and localized epigenetic regulation
promoting such cellular proliferation (5). Recémt
vitro studies of NSC based neurogenesis and

gliogenesis have proposed that these processes

neurogenesis and gliogenesis self- repair takes
place endogenously during adulthood, NSCs are
unable to reconstitute and restore function fully
after extensive damage in adult brains. So, the aim
of the present study was to evaluate thevitro
differentiation of NSCs into noradrenergic- like
cells as a source of adult stem cell for treatnoént
neurological diseases in future.

occur by stepwise limitation and are dependent on |WEWCIEIEE e Ni=ialolof

environmental signals. Control of NSC proliferation
related to the actions of epidermal growth factor
(EGF) and/ or its homolog transforming growth
factor, basic fibroblast growth factor (FGF-2), may
form free floating aggregates termed neurospheres
(6-8). NSC derived neur0000osphere, switch to
asymmetric division cycles and give rise to another
stem cell and one progenitor cell. The progenitor
cells just have the potential to develop into other
progenitor cells. Anyway, each clonal neurosphere
consists of only a small amount of real stem cells
(9). GDNF, RET (receptor tyrosine kinase
molecule) and the GDNF co- receptor GHRare
expressed by central noradrenergic neurons in
regions of the pons, including the A5 and A6
(nucleus locus coeruleus) cell groups (10). GDNF
and BDNF are important for the survival,
maintenance and regeneration of specific neuronal
populations in the adult brain (11, 12). GDNF
enhances catecholaminergic differentiation of
various neuronal cell types in culture (13, 14). A5
development culture analysis shows that GDNF
affect during early fetal developmental stage to
promote the differentiation of noradrenergic
neurons without displaying a survival or
proliferation change (15). However, GDNF cannot
act individually and requires a cofactor like brain
derived neurotrophic factor (BDNF) (15).

Previous studies showed that NSCs can be
differentiated into neurons and glial cells (3, Bt
so far no study has been done on the differentiatio
of these cells into NACs. Although, an intrinsic
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Culture of NSCs

Sub-ventricular zones were harvested
aseptically from 5 Wistar newborn rat brains. This
work was developed under the approval of the
Ethics Committee of Tarbiat Modarres University.

The brains were sectioned under magnifying
lens in a petri dish containing PBS (phosphate
buffered saline). SVZs were dissociated from ldtera
ventricles then the tissues were digested for Hhin
37 °C in 0.02% trypsin (Invitrogen, UK) plus
0.002% deoxyribonuclease | (Sigma, Germany).
The tissues were gently dissociated with a Pasteur
pipette into single cells, then plated and cultured
Dulbecco’s Modified Eagle Medium F12 (DMEM
/[F12) (Gibco, USA) with 2% B-27 serum- free
supplement (Gibco, USA), 2 mM L- glutamine
(Gibco, USA), 1% penicillin (Invitrogen, UK), and
1% streptomycin (Invitrogen, UK) for 24h. Then
the cells were transferred to non- coated 6- well
plates (PFL, Korea) containing the above medium.
For initial culture, 20ng/ ml hFGF (Royan, Iran}) 2
ng/ ml hEGF (Calbiochem, USA) were added and
the cells were grown for 2 weeks) (3). One half of
the culture medium was replaced with fresh
medium twice per week. During culture, cells grew
as clusters which eventually lost contact with the
flask surface and grew as spherical structures
(“neurospheres™). In all of these media, dissoeth
single cells divided and formed neurospheres by
day 14. Neurospheres were dissociated with a
Pasteur pipette into single cells. Cells were
passaged by mechanical dissociation after 14 days
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and reseeded at approximately 1% tells/ cni.
Cells viability was assessed using Trypan Blue
(Sigma, Germany)(3).
NSCs differentiation into noradrenergic- like
cells

NSCs were dissociated into single cells. NSCs
and human neuron- committed teratocarcinoma
(NT2) cell line (as positive control) were plated
onto Poly- D- lysine (100 g/ ml; Millipore, USA)
and Laminin (0.3 g/ ml; Sigma, Germany) coated
12- well plates (PFL, Korea) in Neurobasal medium
(Gibco, USA) supplemented with B- 27 serum- free
supplement (Gibco, USA), 0.5 mM L- glutamine
(Gibco, USA), at a density of 3.4x46ells per crh
Trophic factors BDNF (50 ng/ ml; Sigma, UK) and
GDNF (30 ng/ ml, Peprotech, UK) were added to
the wells for 3 and 5 days (15).
Identification of neurospheresand NACs

For phenotype characterization, neurospheres
or dissociated cells were plated on coverslips
coated with gelatin in DMEM /F12 with 2% B- 27
serum- free supplement, 2 mM L- glutamine, hFGF
and hEGF for 3 days. To evaluate NSCs
differentiation into neurons and glial cells,
dissociated cells from neurospheres were cultured
in DMEM F12 without hFGF and hEGF for 14
days, then were plated on coverslips coated with
gelatin in above culture medium for 2 days. For
differentiation into Noradrenergic- like cells, NSC
and NT2 cells (positive control) were cultured in
differentiation medium (GDNF, BDNF) for 3 and 5
days. Then the cells were fixed for 20 min at room
temperature with 4% paraformaldehyde (Sigma,
Germany) and washed three times in PBS. The
cultures then were incubated in 2N HCI for 30 min
at room temperature and washed with borate buffer
for 15min, and incubated with blocking solution
containing 10% goat serum (Invitrogen, UK) and
0.3% Triton X-100 (Sigma, Germany) in PBS for
30min at room temperature and incubated with
primary antibodies overnight at 4 °C. The primary
antibodies used were polyclonal anti-human Sox 2
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antibody (anti- Sox 2) (Abcam, UK), polyclonal
anti- Nestin antibody (Abcam, UK), polyclonal
anti- glial fibrillary acid protein (anti- GFAP)
(Abcam, UK), polyclonal anti- NG2 antibody,
chondroitin  sulfate  proteoglycan (anti-NG2)
(Abcam, UK) and monoclonal anti- neuron specific
class Ill beta tubulin antibody (anti- b 11l tubrli
(Abcam, UK). The cells were then washed with
PBS and incubated for 2h at room temperature in
the dark with polyclonal secondary antibody FITC-
conjugated goat anti- rabbit IgG (Abcam, UK). The
cells subsequently were washed three times in PBS,
and cell nuclei were counterstained with Pl (3).
Also, noradrenergic- like cells and NT2 cells were
incubated overnight at 4 °C with polyclonal
primary antibody anti- TH (Tyrosine hydroxylase)
(Abcam, UK). The following day, primary antibody
was rinsed with PBS and cells were incubated for
2h at room temperature with polyclonal secondary
antibody FITC- conjugated goat anti -rabbit 1gG
(Abcam, UK). Then, the cells were washed with
PBS and cover slipped (15). The specimens were
examined by fluorescent microscope (AX70TRF,
Olympus, Japan) and randomly picked fields of
sections (30 individual fields of three independent
samples) were captured, using a magnification of
20x objective lens. OLYSIA Bio Report Software
was used for counts of primary neuritis.
Quantification was estimated by the percentage of
positive cells (expressed specific marker) in
comparison to the total cells, which stained with P
in the fields.
Statistical Analysis

Data have been presented as the meant SD
with at least three biological independent repeats.
Independent sample T- test was used to analyze
group differences of the resultant data. The
difference between groups was considered as
statistically reliable if g0.05.

Expansion and characterization of NSCs
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Dissociated cells were grown in serum- free
medium containing hFGF and hEGF for 2 weeks to
stimulate proliferation. In all cultures, The cells
proliferated in the form of clusters or neurospkere
When the clusters grew larger, they detached from
the bottom of flasks and became suspended in the
medium, forming neurospheres. Most neurospheres

100 um

100 um

were spherical. All cells were disaggregated
mechanically after 14 days. Neurospheres formed
after proliferation in DMEM/ F12 medium with
hEGF and hFGF. To characterize these cells, we
performed  immunocytochemistry  with  the
antibodies against Sox 2 and Nestin as specific

markers for NSCs.

100 um 100 um

SOX II +FI

100 um 100 um

Fig. 1. Immunocytochemical analysis of neurosphere withathtéhodies against Nestin (green: A) and Sox+@glg: D) markers for
stem cells. Pl was used to stain nuclei (red: Barif) Merged images (C, F).

Fig. 2. Immunocytochemical analysis of differentiated N$@th antibodies against GFAP (green: A), NG2 (grd®) and b- Ill tubulin
(green: G). The time to induce differentiation vidsdays. Pl was used to stain nuclei (red:B, Eart) Merged images (C, F, ).
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As shown in Fig. 1 A— F, neurospheres were
Nestin and Sox 2 positive, suggesting that they are
NSCs. We examined whether NSCs had the
potential to differentiate into both glial and
neuronal cell types. Neurospheres were dissociated
into single cells and induced to differentiation in
DMEM/ F12 medium containing 5% serum without
growth factors (hFGF, hEGF) for 14 days. GFAP (a
marker for astrocytes), NG2 (a marker for
oligodendrocyte precursor cells) and lineage-
specific markers, b-lll tubulin (a marker for
neurons), were used to characterize NSCs after the
induction of differentiation. 14 days after inducti
of differentiation, NSCs differentiated into either
GFAP- positive astrocytes, NG2- positive
oligodendrocyte lineage cells or b-lll tubulin-
positive neurons (Fig. 2 A—1).

Effect of growth factors on undifferentiated
NSCsproliferation

This study demonstrates that in the medium
containing hFGF and hEGF, NSCs remain
undifferentiated and proliferate extensively. The
combination of hEGF and hFGF in the medium
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enhanced the proliferation of NSCs. Also, the
elimination of hEGF and hFGF from medium can
differentiate these cells into neurons, astrocytes
and oligodendrocytes (Fig. 2 A—1).
Effect of GDNF and BDNF on differentiation of
NSCs

NSCs were cultured in differentiation medium
for 3 and 5 days. We examined whether GDNF and
BDNF regulate morphologic differentiation of
NSCs by comparing the number of primary neurites
expressed by TH positive cells. Fig. 3 shows phase
contrast images of the primary neurites arisingnfro
the cell body of noradrenergic- like cells aftesursd
5 days culture in differentiation medium. After 3
days culture, in NT2 cell line (positive control),
most TH positive cells were spindle shaped or
polygonal with three primary neurites per cell (Fig
4 A- C), whereas in NSCs, most TH positive cells
were round or spindle shaped and exhibited one or
two primary neurites arising from the cell body
(Fig. 4 D- F), but after 5 days NSCs culture, most
TH positive cells exhibited three, four or more
primary neurites per cell (Fig. 4 G- L).

Fig. 3. Phase contrast images of noradrenergic- like.c#fis primary neurites arising from the cell bedier 3 (A, B) and 5 (C, D) days
culture in differentiation medium.
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There was a significant difference in the
number of TH positive cells for NSCs
differentiation after 5 days (93 2.23) in
comparison to 3 days culture (60.6+ 3.78) (Fig. 5).
Counts of primary neurites after 5 days culture
indicate that there is a significant decrease (P
0.05) in the number of TH positive cells with orre o
two primary neurites per cell, and a significant
increase (R 0.05) in the number of TH positive
cells with three, four or more neurites per cell,
compared with 3 days culture (Fig. 6). However,
these data indicate that GDNF and BDNF are
required for the differentiation of NSCs into

noradrenergic- like cellig vitro.

Neurogenesis occurs mostly in two germinal
regions of the adult mammalian brain: the SVZs
line the most of the lateral walls of the lateral
ventricles (16) and the subgranular layer of the
dentate gyrus in the hyppocampus (17). These
zones are the largest germinal zones of the adult
mammalian brain. Proliferation of SVZ cells have
been identified in several vertebrate species
including human, mouse, rats, rabbits, dogs and
cows (18-20).

TH +PI

Fig. 4. Immunocytochemical analysis of Tyrosine hydroxgléEH) positive cells with antibodies against TH.2\(Green: A) and NSCs
(Green: D, G, J). The time to induce differentiatip A, D was 3 days and G, J was 5 days. Pl wed tesstain nuclei (Red: B, E, H, K) a
Merged images (C, F, |, L).
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Fig. 6. Effect of GDNF and BDNF on the number of primagurites after 3 and 5 days culture. In each cagegoere are significant

differences between groups with different alphabets

In this study, we isolated NSCs from SVZs of
newborn rat brains. NSCs were expanded as
neurospheres in serum-free suspension cultures
supplemented with hEGF and hFGF growth factors

and these neurosphere expressed Sox 2 and Nestin

markers. In Doetsch et al.'s study human neural
progenitor cells (hNPCs) were allowed to reform
into neurospheres. These cells were positive for
both GFAP and b-lll tubulin at 10 days post

differentiation (21, 22). In contrast with Doetseh
al., in 2007, Wang et al. showed that feline NPCs
(fNPCs) might not have fully differentiated at 10
days of induction. This study showed that
differentiated cells were positive for either GFAP
b-III tubulin after 25 days post induction (3).
Previous studies have confirmed that hEGF
and hFGF2 are essential growth factors for
proliferation of hNPCs (3, 23). The results of our
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study revealed that NSCs differentiated into b-IlI
tubulin positive neurons, GFAP positive astrocytes
and NG2 positive oligodendrocyte precursor cells
after 14 days

Wang et al. found that using a combination of
growth factors such as hEGF and hFGF can
increase neurospheres formation from NSCs (3).
Moreover, adding human leukemia inhibitory factor
(hLIF) can promote long term proliferation of
hFGF2- or hEGF-responsive hNPCs (24)

NSCs differentiated into neuron and glial cells
in response to differentiation medium supplemented
with 5% serum without hEGF and hFGF and also
formed neurospheres in the presence of hEGF and
hFGF (3)

GDNF also plays an essential role for the
development of noradrenergic neurons in the
pontine A5 cell groupn vivo andin vitro (15). It
enhances noradrenergic differentiation of neurons
in the pontine A5 noradrenergic cells and BDNF
acts as a cofactor to apply this effect. It is show
clearly that the number of TH positive A5 neurons
significantly decrease in GDNF null mutant mice.
Therefore, GDNF is required for the development
of this population of noradrenergic neuransvivo
(15).

In this study, TH positive cells within each
culture were evaluated according to the number of
neurites arising from the cell body. The results
showed that GDNF and BDNF increased the
number of neuritem vitro.

The present study demonstrates that the
addition of both GDNF and BDNF is able to induce
differentiation of NSCs into noradrenergic- like
cells and similar to other studies (15) enhance
neurites formation in these cells. Furthermore, the
percentage of TH positive cells after 5 days celtur
had a significant increase in comparison to 3 days
culture. It has been observed that GDNF has similar
effects in the differentiation of mesencephalic
dopamine neurons (25, 26). Both GDNF and BDNF
are simultaneously necessary to product@n

29 IntJ Mol Cell Med Winter 2015; Vol 4 No 1

dopaminergic primary sensory neuronivo (27).

Our study identified that NSCs from SVZs can
expand as neurospheres in serum- free suspension
cultures supplemented with hEGF and hFGF
growth factors. Neurospheres were positive for Sox
2 and Nestin markers. Also, we showed that GDNF
and BDNF are required for the differentiation of
NSCs into noradrenergic- like celia vitro and
increased the number of neurites after 5 days
culture. These findings can be useful for research
neurological diseases field due to the damageeo th
pons and other brain regions containing
noradrenergic cells.
Acknowledgments

This work was supported by a grant from the
Research Deputy of Tarbiat Modares University.
The authors thank Zohreh Mazaheri for editing this
article.
Conflict of interest

The authors declared no conflicts of interest.

1. Alvarez-Buylla A, Seri B, Doetsch F. Identifigat of neural
stem cells in the adult vertebrate braBrain Res Bull. 2002
Apr; 57(6):751-758.

2. Torradoa EF, Gomesa C, Santosa G, Fernanddé3atésa D,
Falcdo AS. Directing mouse embryonic neurosphere
differentiation toward an enriched neuronal popafatint J
Devl Neurosci. 2014 Jul; 37:94-99.

3. Wang L, Martin DR, Baker HJ, Zinn KR, Kappes Iihg H,
Gentry AS, Harper S, Snyder EY, Cox NR. Neural protpr
cell transplantation and imaging in a large animabdel.
Neurosci Res. 2007 Nov; 59(3):327-340

4. Conti L, Cattaneo E. Neural stem cell systenhysiplogical
players orin vitro entities? Nat Rev Neurosci. 2010 Mar;
11(3):176-87.

5. Staugaitis SM, Zerlin M, Hawkes R, Levine JM,|@oan JE.
Aldolase C/zebrin Il expression in the neonatal fatbrain
reveals cellular heterogeneity within the subventar zone and
early astrocyte differentiation.J Neurosci. 2001 Aug;
21(16):6195-6205.

6. Gage FH. Mammalian neural stem cefizience. 2000 Feb;


http://ijmcmed.org/article-1-254-en.html

[ Downloaded from ijmemed.org on 2024-04-18 |

287(5457):1433-1438.

7. Mori H, Takahashi A, Horimoto A, Hara M. Migrati of glial
cells differentiated from neurosphere-formingneural
stem/progenitor cells depends on the stiffneshi@fchemically
cross-linked collagen gel substratdeurosci Lett. 2013 Oct;
555:1- 6.

8. Lee DC, Hsu YC, Chung YF, Hsiao CY, Chen SL, ICMS,
Lin HK, Chiu IM. Isolation of neural stem/progenitoells by
using EGF/FGF1 and FGF1B promoter-driven green
fluorescence from embryonic and adult mouse braifa Cell
Neurosci 2009 Jul; 41(3):348-63.

9. Reynolds BA, Tetzlaff W, Weiss S. A multipoteBGF-
responsive striatal embryonic progenitor cell peiineurons
and astrocytesl Neurosci. 1992 Nov; 12(11):4565-4574.

10. Golden JP, Demaro JA, Osborne PA, Milbrandiofinson
EM Jr. Expression of neurturin, GDNF, and GDNF figmi
receptor mRNA in the developing and mature mouSep
Neurol. 1999 Aug; 158(2):504-528.

11. Allen SJ, Watson JJ, Shoemark DK, Barua NUelRsK.
GDNF, NGF and BDNF as therapeutic options for
neurodegeneration.Pharmacol Ther. 2013 May; 138(2):
155-175.

12. Holm PC, Rodriguez FJ, Kresse A, Canals JMosSil
Santiago |, Arenas E. Crucial role of TrkB ligandshe survival
and phenotypic differentiation of developing locogeruleus
noradrenergic neuronsDevelopment. 2003 Aug; 130(15)
:3535-45.

13. Theofilopoulos S, Goggi J, Riaz SS, Jauniau$tgérn GM,
Bradford HF. Parallel induction of the formation @épamine
and its metabolites with induction of tyrosine hyxylase
expression in foetal rat and human cerebral cdriiedls by
brain-derived neurotrophic factor and glial-cell rided
neurotrophic factorBrain Res Dev. 2001 Apr; 127(2):111-122.
14. Xiao H, Hirata Y, Isobe K, Kiuchi K. Glial cdihe-derived
neurotrophic factor up-regulates the expressiontysbsine
hydroxylase gene in human neuroblastoma cell lings.
Neurochem. 2002 Aug; 82(4):801-808.

15. Huang L, Guo H, Hellard DT, Katz DM. Glial cdihe-
derived neurotrophic factor (GDNF) is required for
differentiation of pontine noradrenergic neurons @atterning
of central respiratory output.Neuroscience. 2005 Nov;

130(1):95-105.

Pirhajati Mahabadi V et al.

16. Alvarez-Buylla A, Garcia-Verdugo JM. Neurogdeefn
adult subventricular zond.Neurosci. 2002 Feb; 22(3):629-634
17. Kempermann G. Why new neurons? Possible fumtior
adult hippocampal neurogenesis. Neurosci. 2002 Feb;
22(3):635-638

18. Kornack DR, Rakic P. The generation, migratiamd
differentiation of olfactory neurons in the adulinpate brain.
Proc Natl Acad Sci. 2001 Apr; 98(8):4752-4757.

19. Rodriguez-Perez LM, Perez-Martin M, Jimenez AJ,
Fernandez-Llebrez P. Immunocytochemical charaetiéois of
the wall of the bovine lateral ventricl€ell Tissue Res. 2003
Dec; 314(3):325-335.

20. Sanai N, Tramontin AD, Quinones-Hinojosa A, lBan
NM, Gupta N, Kunwar S, Lawton MT, McDermott MW, Bar
AT, Manuel-Garcia Verdugo J, Berger MS, Alvarez-BanA.
Unique astrocyte ribbon in adult human brain cogtaneural
stem cells but lacks chain migratioMNature. 2004 Feb;
427(6976):740-744.

21. Doetsch F, Caille I, Lim DA, Garcia-Verdugo JMyarez-
Buylla A. Subventricular zone astrocytes are nesiin cells in
the adult mammalian brai@ell. 1999 Jun; 97(6):703-716.

22. Imura T, Kornblum HI, Sofroniew MV. The predorant
neural stem cell isolated from postnatal and aftwkbrain but
not early embryonic forebrain expresses GFAPNeurosci.
2003 Apr; 23(7):2824-2832.

23. Vescovi AL, Parati EA, Gritti A, Poulin P, Fario M,
Wanke E, Frolichsthal-Schoeller P, Cova L, Arcedld@anlilio
M, Colombo A, Galli R. Isolation and cloning of nipbtential
stem cells from the embryonic human CNS and estatient of
transplantable human neural stem cell lines by esmtic
stimulation.Exp Neurol. 1999 Mar; 156(1):71-83.

24. Wright LS, Li J, Caldwell MA, Wallace K, JohnsdA,
Svendsen CN. Gene expression in human neural s&dis1 c
effects of leukemia inhibitory factod Neurochem. 2003 Jul;
86(1):179-195.

25. Costantini LC, Isacson O. Immunophilin ligarsdsl GDNF
enhance neurite branching or elongation from d@imetp
dopamine neurons in cultur&xp Neurol. 2000 Jul; 164(1):
60-70.

26. Widmer HR, Schaller B, Meyer M, Seiler RW. Gleell
linederived neurotrophic factor stimulates the rhotpgical

differentiation of cultured ventral mesencephakdbindin- and

Int J Mol Cell Med Winter 2015; Vol 4 No 1 30


http://ijmcmed.org/article-1-254-en.html

[ Downloaded from ijmemed.org on 2024-04-18 |

In Vitro Differentiation of Neural Stem Cells

calretininexpressing neuron&xp Neurol. 2000 Jul; 164(1):
71-81.
27. Erickson JT, Brosenitsch TA, Katz DM. Brain-rided

neurotrophic factor and glial cell line-derived natwophic factor

31 IntJ Mol Cell Med Winter 2015; Vol 4 No 1

are required simultaneously for survival of dopagniic
primary sensory neuronén vivo. J Neurosci. 2001 Jan;

21(2):581-589.


http://ijmcmed.org/article-1-254-en.html
http://www.tcpdf.org

