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The Influence of Plasmodesmata Number and Opening State
on Molecular Transports in Plants
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Abstract—Molecular Communication (MC) studies the trans-
port of information encoded in signaling molecules. To date,
its application field is mainly restrained to health-related uses.
However, MC in plants has been gaining increasing interest. The
primary transport route in plant cell-to-cell communication are
Plasmodesmata (PDs), pore-like structures dotting the plant cell
wall. PDs opening state is influenced by several environmental
damaging factors (i.e., plant viruses), and plant cells try to restore
homeostasis through defense mechanisms. In this letter, we seek
to depict the complexity of plant-based communication, and we
propose a simple model that proves the influence of the PDs
number and opening state in the transport of information in
plants.

Index Terms—Molecular communication,
plant modeling.

plasmodesmata,

I. IN-PLANT TRANSPORT OF INFORMATION

IRST used in 2005, the term Molecular Communication

(MC) describes “a new and interdisciplinary research area
that spans the nanotechnology, biotechnology, and communi-
cation technology” [1], [2], [3]. Indeed, MC is a communi-
cation paradigm aiming to understand, describe, and model
communication systems that use molecules as information car-
riers [4]. Although MC has been historically envisioned as
a tool for human health-related applications, it has recently
found novel applications in information transmission in plants.
On the other hand, several new challenges have yet to be
addressed [5], [6], [7], [8], [9].

Plants are multicellular organisms and, as such, comprise
many cells of different types. These cooperate to implement
various communication strategies [5]. Such a distinctive fea-
ture increases the complexity level of the communication
system, so that we urgently need to develop new tools and
methods to build models suitable to describe information
transmission in complex organisms. For instance, in [7], [10]
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Awan et al. modeled electrical signaling by a voxel-based set-
ting representing the interior of the plant, while Huges et al.
in [9] modeled plant cell-to-cell communication as a narrow
escape problem. Therefore, MC research in plants is scien-
tifically relevant to i) improve our understanding of plant
biology by providing new insights into plant physiology and
the mechanisms leading plants to respond to external stim-
uli, ii) build a plant-based environmental monitoring system,
and iii) develop new mathematical tools to model complex
multicellular systems.

In this context, this work aims to give a critical hint on
the complexity of the transmission of information in plants
focusing on the bio-metabolic effects triggered by pathogens
(i.e., plant viruses) and proposing a simple but exploitative
model describing the effects of metabolic changes on the
transports in plants.

The paper is structured as follows. Section II describes
the plant cell-to-cell transports and the defensive metabolic
response to pathogens. Section III outlines the implemented
model and the results. Section I'V explains the main take-home
message of the work.

II. IN PLANT CELL-TO CELL TRANSPORTS
AND ITS DEFENSIVE MECHANISM

A. The Plant Cell-to-Cell Communication

Plants respond to stimuli by taking advantage of a communi-
cation system that moves information from the simplest unit to
the most complex system, which are the cell and many plants,
respectively. The higher the communication level, the more
complex the description of the process, as any lower level is
involved. In this analysis, with the term cell-to-cell (i.e., inter-
cellular) communication we refer to the communication that
occurs between neighboring cells (i.e., intercellularly). In
higher plants, this process happens through Plasmodesmata
(PDs) (Fig. 1) [11].

Structurally, PDs are complex tunnels in the cell wall
that generate cytoplasmic and plasma-membrane continuity
between neighboring cells and enable the exchange of infor-
mational molecules such as non-cell-autonomous transcription
factors, small RNAs, and pathogenic and some non-pathogenic
RNAs [11], [12]. The Plasmodesma’s (PD) structure was first
spotted in early electron micrograph studies that led to a
simple consensus model describing PDs as wall-embedded
plasma membrane-lined unbranched cylinders containing a
central axial component generally termed as Desmotubule
(DT) [11], [13], [14]. It is believed that the DT derives from
and is continuous with the Endoplasmic Reticulum (ER) (i.e., a
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Fig. 1. Scheme of a Plasmodesma (PD), and representation of the regulation
mechanisms. The PD’s lumen contains an extroflection of the Endoplasmic
Reticulum (ER) (in dark green) that regulates the passage of molecules
between neighboring cells through spoke-like filamentous strands (dark yellow
lines). The Size Exclusion Limit (SEL) changes according to molecular sig-
nals. For instance, Movement Proteins (MP) produced by pathogens increase
the SEL and OPEN the PD, while the production of phytohormones, such as
Abscisic Acid (ABA) in response to stressors, reduces the SEL through the
deposition of callose (in brown).

membranous cell organelle) of neighboring cells, and the DT
and the PD’s plasma membrane are connected through spoke-
like filamentous strands linked through the globular proteins
embedded on both surfaces (Fig. 1). The cylindrical space
between the DT and the plasma membrane is referred to as the
cytoplasmic annulus or sleeve [11], [13], [14]. The cell-to-cell
transfer of information molecules is strictly regulated by DT;
indeed, according to the molecular specie, the DT i) allows for
the flux of molecules through its internal lumen, ii) their diffu-
sion along its membrane, or iii) attaches them to its cytoplasmic
side and performs an active transport of the molecules through
the PDs’ cytoplasmic sleeve [11]. Moreover, the annulus often
appears constricted at each end of the PD: these constrictions
are regulated to control the flux of molecules through the
deposition of callose, a cell wall-related polysaccharide [15].
The regulation of PDs opening depends strictly on the plant
response to environmental stimuli as described in Section II-B.

B. PDs Opening Regulation

PDs regulate the passage of molecules in their lumen
according to the presence of other molecular species [16].
Indeed, the Size Exclusion Limit (SEL) (Fig. 1) of PDs
(i.e., the maximum dimension of particles that can freely
move through PD) in resting condition is around 2.5 nm
in diameter, although it has been demonstrated that larger
molecules and particles are transported cell-to-cell [11], [13],
[14], [16]. This phenomenon is possible due to some molec-
ular signals that increase the PD’s SEL [16]. Among these,
there are some phloematic proteins such as KNOTTED 1 and
Movement Proteins (MPs). The latter are specialized viral
proteins that increase the SEL allowing the viral genome trans-
port [16], [17], [18]. Briefly, plant viruses initially infect plant
cells through mechanical damage, and spread short-distance
through PDs that enlarge because of the viral MPs [19].

TABLE I
MOLECULAR S1ZE-DIFFUSION COEFFICIENT DEPENDENCY: THE
DIFFUSION COEFFICIENTS FOR DIFFERENT TYPE OF MOLECULES
ARE COMPUTED ACCORDING TO EQ. (1)

R (nm) | D (m?/s) | Biological meaning
10 10—t Viruses [23]
1 10—10 Proteins, mRNA, siRNA etc. [24], [25]
0.1 109 Small solutes

Since they use PDs to reach every cell compartment, plants
activate defense mechanisms to hamper the viral spreading
to other cells. Most plant defense mechanisms are medi-
ated by phytohormones, small organic molecules that respond
to environmental stimuli [20]. Among them, Abscisic Acid
(ABA) is a key endogenous messenger produced in response
to biotic and abiotic stressors, such as viruses. High ABA
levels regulate the expression of PD proteins involved in cal-
lose synthesis/degradation, such as callose synthases (CALS)
(i.e., a PD located protein like kinase (PDLP)), and b-1, 3 glu-
canases (BG). Callose accumulation at PD sides leads to the
formation of sphincters that restrict cell-to-cell transports, and
thus the passage of MPs and growth promoters. Interestingly,
the number of PDs per cell is regulated by the ABA concen-
tration: the long-term effects of high ABA concentration on
plant cells is the reduction of the PDs number [21], [22].

III. MODELING THE EFFECTS OF PLASMODESMATA
OPENING IN MOLECULES PASSAGE

Section II highlights the complexity of the phenomena
underpinning the intercellular transport mechanisms mediated
by PDs and their regulation. These are summarized as follows:

o PDs are a sort of membrane pores whose lumen, and the
SEL, is regulated by different molecules;

o viruses and other pathogens transport molecular factors
(i.e., MPs) that enlarge the PDs lumen. This allows them
spread cell-to-cell;

o ABA counteracts the viral spread by tightening the PDs’
lumen and decreasing their number.

Unfortunately, these mechanisms and their quantitative
dynamic relation in time are still unclear in biology. Therefore,
in this letter we model the whole effect of these phenom-
ena on plant cell-to-cell transport mechanisms focusing on
classes of molecules of different size. Specifically, we assigned
a given dimension to the different classes of molecules (Tab. I)
that undergo cell-to-cell transport, as described in Section II.
Moreover, we consider changes in the dimension of PDs’
lumen, and in the number of PDs to define the effects of
viruses (i.e., the increase of the SEL) and the activation of the
defense system (i.e., the decrease of the SEL and the reduced
number of PDs). Although these phenomena are time-variant,
in this paper we do not take into account time changes, as
they are not fully characterized in plant biology. In this letter,
we do not refer to a specific molecule type, but the aim is to
give a hint about the behavior of different species. For this
reason, variations in the diffusion coefficient of particles are
also considered to determine how species of different sizes are
differently affected by the same phenomenon.
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Fig. 2. a) Visual representation of the simulated scenario; molecules (orange

dots) move from the transmitter cells (black cell) to the receivers cells (blue,
red, and green cells) through PDs (yellow boxes). b) Schematic representation
of the position of the PDs in the cell wall. For PD,,;;,her = 1, only the
green PD is present. For PD mber = 9, the green and the blue PDs are
present. For PD,,;nher = 13, all the PDs are present.

A. The Model

The model we propose considers a cell-to-cell movement
of molecules by free diffusion. The choice of such simple
modeling tool relies upon two main reasons. First, the com-
plexity of the cell milieu due to the presence of organelles,
cell cytoskeleton, vesicles, etc., is usually simplified in lit-
erature through pure diffusion because of the inability to
simulate it in a different way. Second, pure diffusion is one
of the main transport mechanisms through PDs, as reported in
Section II-A [11]. In this simple scenario, the dependency of
molecules size was approximated in the diffusion coefficient
D using the equation (see Tab. I)

kT

D = Gk ey
where kg = 1.38x10723J K1 is the Boltzman constant, 7 is
the temperature of the cell environment in K, 7 is the dynamic
viscosity of the fluid that is for cell milieau 2 x 10" 3kg m.s ™1,
and R is the cell radius in m [26], [27]. Of note, 7 is obtained
from literature by experimental quantification in eukaryotic
(mammalian) cells [28]

The simulation of diffusion phenomenon was imple-
mented through particle-based stochastic simulations.
A 3-Dimensional (3D) system composed of four cells
(i.e., Transmitter (Cell 1), Receiver 1 (Cell 2), Receiver 2
(Cell 3), and Receiver 3 (Cell 4), see Fig. 2a) with cubic
sections and edge length D4, is considered. Cells are
separated by the cell wall with thickness equal to Dipickness-
At t = 0, a number Q of molecules is instantaneously released

Variable Definition Value
Q Number of Molecules | 103
T Simulation Time 10 s
dt Time discretization 1074 s
D Diffusion Coefficient 10=9—10,=11 2 =1
Dside Cell edge length 4%x10~%m
Dihickness Cell-to-cell distance 2% 1076 m
PDgige PD side length 4%x10°6-7-8-9
PDyumber Number of PDs 1,9,13

at the center of the Transmitter. Molecules positions evolve
in time through purely random Brownian motion according
to the equation

z(t + At) = z(t) + 6(AL), (2)

where x represents one of the 3D space variables, ¢ is the
time instant, A¢ is the time discretization, and §(At) =
N(0,2DA¢t) [26]. Molecules freely move inside the cells
whose boundaries (i.e., the cell wall) act as a reflecting surface
except in correspondence of PDs. PDs centers are modelled as
cubes with an edge equal to PDg;q. located as in Fig. 2b. The
PDs disposition and number changes according to PD, mber-
Every simulation is run for 10 times for 7 = 10 s and the
number of molecules per time step is mediated. The simulation
parameters are collected in Tab. II.

B. Simulation Results

As mentioned in Section III-A, particle simulations were
run to determine the influence of i) PDs’ diameter, ii) PDs’
number, and iii) D on their cell-to-cell movement. Fig. 2a
shows a representative visualization of the simulation results
(Simulation parameters: D = 10™?m?s™!, PDpymber = 13,
PDg4e = 4 ppm ). Molecules move from the first cell (i.e., the
transmitter) to the others through the PDs (i.e., the cubic
holes). As depicted, the presence of the cell wall hinders
the free-movement of molecules, such that there are only
two molecules that reach the last receiving cell in the short
term simulation. This finding supports the protective role of
the cell wall against pathogens’ passage. To substantiate this
finding (see Fig. 3a), simulations were run 10 times (see
Section III-A), and the mean number of molecules per time
step in each cell was obtained i) in the absence, and ii) in
the presence of cell wall and wide PDs. The absence of the
cell wall results in an equal number of molecules per cell
in all four cells, while the presence of the cell wall hinders
the molecule passage, such that only between the transmitter
and the first receiver cell there is a balance of the quan-
tity of molecules. Of note, since we i) used a pure diffusive
model, ii) considered a constant molecules amount, and iii)
did not account for dynamic changes in PDs lumen in time,
while simulating ¢ — oo means the achievement of an equi-
librium in which all the cells contain the same quantity of
molecule. This means that the proposed scenario represents
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a) Variation of the number of molecules per cells (i.e., transmitter and receivers) in full permeable conditions (i.e., no presence of cell wall, solid
= 13 (i.e., dashed line) with PDgjgqo = 4 pm, D = 1079 m?s~1, 0 = 1000, r = 10 s. b) Effects of PDs diameter on molecules

diffusion. D = 10 r9m2 s™L, PDpumber = 13,1 = 10's, O = 1000, receiver cell 1. c) Effects of PDs number on molecules diffusion. D = 10~9m2s~1,
PDgyiqe = 400 nm, r = 10 s, @ = 1000, receiver cell 1. d) Effects of the diffusion coefficient on molecules diffusion. PDg;qe = 400 nm, PD},ymber = 13,

t = 10 s, @ = 1000, receiver cell 1.

well short time intervals (~10 s), that correspond to the time
of invariance of i) the PDs size, and ii) the concentration of
molecules.

We investigated the role of PDs’ opening state as well. In
Fig. 3b the dependency of molecules transport on the PDg;qe
is reported. The graph shows that for PDg43. = 4 pum or
400 nm, the passage of molecules is favored, while for lower
length it is hindered. In nature, PDs have a maximum diameter
of 40 nm that is related to the presence of MPs or phloematic
protein, while in the resting condition and in the presence of
activation of defense mechanisms the PDs diameter is in the
order of nm (see Section II-B). From the data, we can specu-
late that the cell-to-cell flow of molecules takes longer than the
simulated time. Nevertheless, the intracellular movement of
molecules may be mediated by active transport. These findings
are consistent with the existing literature where the movement
of molecules through PDs relies on different transport mech-
anisms including diffusion, active transports, and flow [11],
[16], [17], [18], [29].

In addition to the PDs’ opening state, also the number of
PDs influences the passage of molecules (see Fig. 3c). From
the data, it is apparent that the higher the number of PDs, the
faster the molecular flow. It is worth noting that the reliability

of the data can be improved by simulating the exact number
and frequency of PDs according to [30], [31].

Finally, we explored the dependency of D on molecular
intercellular communication. In Fig. 3d it is reported how
molecules with a D = 10~1'm2%" " are not transported in
the simulation times. This means that the transport of big-
ger molecules is even further hindered by the presence of
PDs, and that the dynamic of transport takes longer than the
simulated time. This finding points out the inherent limitation
of particle-based simulation, which is the high computational
cost. Of note, to obtain reliable results, model parallelization
is needed.

IV. CONCLUDING REMARKS

This letter aimed to show the incredible complexity of
nature and how a simple attempt to model it could pro-
vide interesting parallelism with nature, but also the sharp
difference with the actual phenomena. Indeed, the lack of
experimental data hampered us from quantitatively comparing
our results with the real scenario. Nevertheless, we believe that
one of the most important preliminary steps to be taken before
a simulation is to acquire the best possible knowledge of the



RUZZANTE et al.:

biological phenomenon, either physiological or pathological,
and establish the limits of one’s own model.

In the case examined in this work, the opening state of
PDs and their number rely on several environmental fac-
tors and plant mechanisms. Unfortunately, their modeling is
only carried out through extreme simplification. Nevertheless,
the numerical results herein discussed show the role of PDs
in hindering/favoring the cell-to-cell transport of molecules.
Taking advantage of a simple computational model, this work
tackles the influence of several parameters on the transport
of molecules in plants and gives biological significance to
computational parameters.

Future work will address the intrinsic limitation of particle-
based simulations (i.e., the computational costs, and their
relation with the short simulation time), and increase the
reliability of the model. In this context, i) other transport mech-
anisms along the PDs could be taken into account [29], ii) a
more reliable and complex shape of the PDs will be consid-
ered, and iii) an effective diffusion constant [9] should be used
to mimic the presence of PDs as a narrow escape problem in
an analytical model.

REFERENCES

[1] S. Hiyama et al., “Molecular communication,” J.-Inst. Electron. Inf.
Commun. Eng., vol. 89, no. 2, p. 162, 2006.

[2] T. Nakano, T. Suda, M. Moore, R. Egashira, A. Enomoto, and K. Arima,
“Molecular communication for nanomachines using intercellular cal-
cium signaling,” in Proc. 5th IEEE Conf. Nanotechnol., 2005, 2005,
pp. 478-481.

[3] T. Suda et al., “Exploratory research on molecular communica-
tion between nanomachines,” in Proc. Genetic Evol. Comput. Conf.
(GECCO), Late Breaking Papers, vol. 25, 2005, p. 29.

[4] T. Nakano, A. W. Eckford, and T. Haraguchi, Molecular
Communication. Cambridge, U.K.: Cambridge Univ. Press, 2013.

[5] D. Bi, A. Almpanis, A. Noel, Y. Deng, and R. Schober, “A survey of
molecular communication in cell biology: Establishing a new hierarchy
for interdisciplinary applications,” IEEE Commun. Surveys Tuts., vol. 23,
no. 3, pp. 1494-1545, 3rd Quart., 2021.

[6] T. Nakano, “Molecular communication: A 10 year retrospective,” [EEE
Trans. Mol. Biol. Multi-Scale Commun., vol. 3, no. 2, pp. 71-78,
Jun. 2017.

[71 H. Awan, K. Zeid, R. S. Adve, N. Wallbridge, C. Plummer, and
A. W. Eckford, “Communication in plants: Comparison of multiple
action potential and mechanosensitive signals with experiments,” IEEE
Trans. Nanobiosci., vol. 19, no. 2, pp. 213-223, Apr. 2020.

[8] M. Magarini et al., “A molecular communications framework for under-
standing the floral transition,” in Proc. 7th ACM Int. Conf. Nanoscale
Comput. Commun., 2020, pp. 1-2.

[9] N. Hughes, C. Faulkner, R. J. Morris, and M. Tomkins, “Intercellular
communication as a series of narrow escape problems,” IEEE Trans.
Mol. Biol. Multi-Scale Commun., vol. 7, no. 2, pp. 89-93, Jun. 2021.

INFLUENCE OF PD NUMBER AND OPENING STATE ON MOLECULAR TRANSPORTS IN PLANTS 333

[10] H. Awan, R. S. Adve, N. Wallbridge, C. Plummer, and A. W. Eckford,
“Communication and information theory of single action potential sig-
nals in plants,” IEEE Trans. Nanobiosci., vol. 18, no. 1, pp. 61-73,
Jan. 2018.

[11] A.J. Maule, “Plasmodesmata: Structure, function and biogenesis,” Curr.
Opin. Plant Biol., vol. 11, no. 6, pp. 680-686, 2008.

[12] C. Faulkner, “Plasmodesmata and the symplast,” Curr. Biol., vol. 28,
no. 24, pp. R1374-R1378, 2018.

[13] B. Ding, R. Turgeon, and M. V. Parthasarathy, “Substructure of freeze-
substituted plasmodesmata,” Protoplasma, vol. 169, no. 1, pp. 2841,
1992.

[14] C. E. Botha, B. Hartley, and R. H. Cross, “The ultrastructure and
computer-enhanced digital image analysis of plasmodesmata at the
Kranz mesophyll-bundle sheath interface of Themeda triandra var.
imberbis (retz) A. Camus in conventionally-fixed blades,” Ann. Bot.,
vol. 72, no. 3, pp. 255-261, 1993.

[15] X.-Y. Chen and J.-Y. Kim, “Callose synthesis in higher plants,” Plant
Signal Behav., vol. 4, no. 6, pp. 489—492, 2009.

[16] M. L. Cilia and D. Jackson, “Plasmodesmata form and function,” Curr.
Opin. Cell Biol., vol. 16, no. 5, pp. 500-506, 2004.

[17] E. Waigmann, W. J. Lucas, V. Citovsky, and P. Zambryski, “Direct func-
tional assay for tobacco mosaic virus cell-to-cell movement protein and
identification of a domain involved in increasing plasmodesmal perme-
ability,” Proc. Natl. Acad. Sci. U. S. A., vol. 91, no. 4, pp. 1433-1437,
1994.

[18] S. Wolf, C. M. Deom, R. Beachy, and W. J. Lucas, “Plasmodesmatal
function is probed using transgenic tobacco plants that express a virus
movement protein,” Plant Cell, vol. 3, no. 6, pp. 593-604, 1991.

[19] R. Hull, “The movement of viruses in plants,” Ann. Rev. Phytopathol.,
vol. 27, no. 1, pp. 213-240, 1989.

[20] M. Erb, S. Meldau, and G. A. Howe, “Role of phytohormones in insect-
specific plant reactions,” Trends Plant Sci., vol. 17, no. 5, pp. 250-259,
2012.

[21] M. Alazem and N.-S. Lin, “Antiviral roles of abscisic acid in plants,”
Front. Plant Sci., vol. 8, p. 1760, Oct. 2017.

[22] Y. Benitez-Alfonso, “The role of abscisic acid in the regulation of plas-
modesmata and symplastic intercellular transport,” Plant Cell Physiol.,
vol. 60, no. 4, pp. 713-714, 2019.

[23] Y. G. Kuznetsov, A. J. Malkin, R. W. Lucas, M. Plomp, and
A. McPherson, “Imaging of viruses by atomic force microscopy,” J.
Gen. Virol., vol. 82, no. 9, pp. 2025-2034, 2001.

[24] E. Vollbrecht, B. Veit, N. Sinha, and S. Hake, “The developmental gene
Knotted-1 is a member of a maize homeobox gene family,” Nature,
vol. 350, no. 6315, pp. 241-243, 1991.

[25] “Cusabio.” Accessed: Apr. 10, 2023. [Online]. Available: https://www.
cusabio.com/m-299.html

[26] H. J. V. Tyrrell and K. Harris, Diffusion in Liquids: A Theoretical and
Experimental Study. Oxford, U.K.: Butterworth-Heinemann, 2013.

[27] M. Pierobon and I. F. Akyildiz, “Capacity of a diffusion-based molecu-
lar communication system with channel memory and molecular noise,”
IEEE Trans. Inf. Theory, vol. 59, no. 2, pp. 942-954, Feb. 2013.

[28] K. Luby-Phelps, “Cytoarchitecture and physical properties of cytoplasm:
Volume, viscosity, diffusion, intracellular surface area,” Int. Rev. Cytol.,
vol. 192, pp. 189-221, 1999.

[29] M. Tomkins, A. Hughes, and R. J. Morris, “An update on passive
transport in and out of plant cells,” Plant Physiol., vol. 187, no. 4,
pp- 1973-1984, 2021.

[30] R. W. Seagull, “Differences in the frequency and disposition of plas-
modesmata resulting from root cell elongation,” Planta, vol. 159, no. 6,
pp- 497-504, 1983.

[31] B. E. Juniper and P. W. Barlow, “The distribution of plasmodesmata in
the root tip of maize,” Planta, vol. 89, no. 4, pp. 352-360, 1969.

Open Access funding provided by ‘Politecnico di Milano’ within the CRUI CARE Agreement




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 0
  /ParseDSCComments false
  /ParseDSCCommentsForDocInfo false
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo true
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /Arial-Black
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialUnicodeMS
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolSeven
    /Century
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbook-Italic
    /ComicSansMS
    /ComicSansMS-Bold
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /EstrangeloEdessa
    /FranklinGothic-Medium
    /FranklinGothic-MediumItalic
    /Garamond
    /Garamond-Bold
    /Garamond-Italic
    /Gautami
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /Haettenschweiler
    /Helvetica
    /Helvetica-Bold
    /HelveticaBolditalic-BoldOblique
    /Helvetica-BoldOblique
    /Helvetica-Condensed-Bold
    /Helvetica-LightOblique
    /HelveticaNeue-Bold
    /HelveticaNeue-BoldItalic
    /HelveticaNeue-Condensed
    /HelveticaNeue-CondensedObl
    /HelveticaNeue-Italic
    /HelveticaNeueLightcon-LightCond
    /HelveticaNeue-MediumCond
    /HelveticaNeue-MediumCondObl
    /HelveticaNeue-Roman
    /HelveticaNeue-ThinCond
    /Helvetica-Oblique
    /HelvetisADF-Bold
    /HelvetisADF-BoldItalic
    /HelvetisADFCd-Bold
    /HelvetisADFCd-BoldItalic
    /HelvetisADFCd-Italic
    /HelvetisADFCd-Regular
    /HelvetisADFEx-Bold
    /HelvetisADFEx-BoldItalic
    /HelvetisADFEx-Italic
    /HelvetisADFEx-Regular
    /HelvetisADF-Italic
    /HelvetisADF-Regular
    /Impact
    /Kartika
    /Latha
    /LetterGothicMT
    /LetterGothicMT-Bold
    /LetterGothicMT-BoldOblique
    /LetterGothicMT-Oblique
    /LucidaConsole
    /LucidaSans
    /LucidaSans-Demi
    /LucidaSans-DemiItalic
    /LucidaSans-Italic
    /LucidaSansUnicode
    /Mangal-Regular
    /MicrosoftSansSerif
    /MonotypeCorsiva
    /MSReferenceSansSerif
    /MSReferenceSpecialty
    /MVBoli
    /PalatinoLinotype-Bold
    /PalatinoLinotype-BoldItalic
    /PalatinoLinotype-Italic
    /PalatinoLinotype-Roman
    /Raavi
    /Shruti
    /Sylfaen
    /SymbolMT
    /Tahoma
    /Tahoma-Bold
    /Times-Bold
    /Times-BoldItalic
    /Times-Italic
    /TimesNewRomanMT-ExtraBold
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /Times-Roman
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /Tunga-Regular
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /Vrinda
    /Webdings
    /Wingdings2
    /Wingdings3
    /Wingdings-Regular
    /ZapfChanceryITCbyBT-MediumItal
    /ZWAdobeF
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 200
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 200
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 400
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create PDFs that match the "Recommended"  settings for PDF Specification 4.01)
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


