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Abstract
Cassava is a tropical tuber crop useful in the production of high quality starch economically. One
interesting application of starch is in the preparation of starch nanocrystals and nanoparticles by acid
hydrolysis. These nanoparticles possess a reactive surface covered with hydroxyl groups, providing the
possibility of extensive chemical modification. Biodegradable nanoparticles have been recently suggested
as controlled release constructs to mitigate the side effects caused by nonspecific action of cytotoxic
drugs commonly employed in chemotherapy. In this connection, starch nanoparticles currently receive
much attention because of the abundance and easy availability of starch, its low cost, renewability,
biocompatibility, biodegradability, and nontoxicity. There are several research reports supporting the
capacity of these nanoparticles as excellent candidates for implant materials and drug carriers.
Anthocyanin, a flavanoid extracted from the leaves of sweet potato, is a very good natural chemo
preventive agent that allows suppression, retardation or inversion of carcinogenesis. The chemo preventive
effect of carotene is also well established. In the present work, the preparation of starch nanoparticles
from cassava starch, their characterization using transmission electron microscopy (TEM) and atomic
force microscopy (AFM) and their interaction with anthocyanin and carotene are attempted. The evidence
for loading was provided by attenuated total reflectance (ATR) spectroscopy. These plant pigments with
proven chemo preventive properties after incorporation into starch nanoparticles could possibly be
used in pharmaceutical applications since these nanoparticles possess excellent drug carrier properties.
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Introduction

Great progress has been achieved in the development of
starch as a renewable carbohydrate polymer, procurable
at low cost from a great variety of crops. The low cost of
this biopolymer and its biodegradability, are the major
reasons leading to the growing interest in the nonfood
usage of starch-based products for applications in which
synthetic polymers have traditionally been the materials
of choice. One interesting application of this biopolymer
is in the preparation of starch nanocr ystals and
nanoparticles by acid hydrolysis (Dufresne et al., 1996;
Putaux et al., 2003; Angellier et al., 2004; Habibi and

Dufresne, 2008). The starch nanoparticles, for their
properties qualitatively different from those of native starch
granules, could be utilized in new applications.
Polysaccharide nanoparticles possess a reactive surface
covered with hydroxyl groups, providing the possibility
of extensive chemical modification (Dufresne, 2010).
Angellier et al., (2004) reported that their work consisted
of optimizing the preparation of nanocrystals from waxy
maize starch granules using sulfuric acid hydrolysis.  The
use of starch nanoparticles currently receives much
attention because of the abundant availability of
starch, its low cost, renewability, biocompatibility,
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biodegradability, and nontoxicity. The latter properties
make these nanoparticles excellent candidates for implant
materials and drug carriers (Brigger et al., 2002).

Tropical tuber crops contain starch as the major component
and thus act as an important source of starch. Cassava
(Manihot esculenta Crantz) and to a small extent, sweet
potato (Ipomoea batatas Lam.) are used for starch extraction
in many regions of the world. Studies on different starches
at ICAR-Central Tuber Crops Research Institute (ICAR-
CTCRI, Thiruvananthapuram, India) and elsewhere have
brought to light the wide diversity in the starch
characteristics of tuber crops (Moorthy, 2002). Extraction
of starch from cassava is simple and the isolated starch is
pure white in colour and relatively free from other chemical
impurities. The total amylose content in cassava starch
has been reported to range from 13.6-23.8%  (Rickard
et al., 1991).

Even though anthocyanins posses excellent antioxidant
and anticancer properties, their bioavailability is poor
(He et al., 2006). Attempts have been made through
encapsulation in polymeric micelles, liposomes, polymeric
nanoparticles, lipid-based nanoparticles, and hydrogels
to increase its aqueous solubility and bioavailability
(Ma et al., 2008; Bisht et al., 2007).  The present work
aims at the preparation of starch nanoparticles from
cassava starch and to characterize them using TEM and
AFM. Since starch nanoparticles are excellent drug
carriers, loading them with natural pigments like
anthocyanin and carotene which have widely accepted
antioxidant and chemopreventive action, forms the
objective of the study. Since the potential of starch
nanoparticles as drug carriers has been extensively studied
(Brigger et al., 2002), the present work was undertaken
to prepare and characterize starch nanoparticles from
cassava and to develop it as a carrier system for curcumin
which could possibly be used in pharmaceutical
applications.

Materials and Methods

Fresh cassava tubers immediately after harvesting were
used for starch preparation. β- Carotene was purchased
from Sigma Aldrich. All other solvents used were of
analytical grade. Hydrolysis of the starch was performed
on the platform of New Brunswick orbital shaker
(GMI, USA) kept at room temperature.  For centrifugation
of the hydrolyzed starch, a Hermle Z-36-6 refrigerated

centrifuge (Hermle Labortechnik, Germany) was used.
TEM images were obser ved using a Jeol 1001
Transmission Electron Microscope (Jeol Ltd., Japan) at
80 KV accelerating voltage.  AFM was performed using a
NT-MDT Digital Instrument (NT-MDT, Russia)
operating in the tapping mode region. ATR measurements
were performed on IR-Prestige spectrophotometer
(Horiba Scientific, Japan) with ATR facility.

Preparation of aqueous suspension of cassava starch
nanoparticles

Starch was extracted from fresh cassava tubers as described
elsewhere (Badenhuizen, 1965) and was dried in an air
oven to make it moisture free, and submitted to acid
hydrolysis as reported by Angellier et al. (2004). A given
weight (7.0 g) of moisture free native cassava starch
powder was mixed with 50 ml of 3.16 M sulphuric acid
solution in a 100 ml Erlenmeyer flask. The reaction
mixture was stirred using a shaker kept at 30 ± 2° C and
continuously stirred for five days at 100 rpm speed with
an orbital shaking action. After 5 days, the suspension
was washed by successive centrifugations for 10 minutes
at 10,000 rpm, with distilled water until neutrality. The
suspension was then submitted to a mechanical treatment
with homogenizer Ultra Turrax for 2 minutes at 13,000
rpm to disperse aggregates to obtain a “stable” suspension.
The resulting suspension was stabilized by sulphate groups
present at the surface of nanoparticles gained from the
H2SO4 treatment (Angellier et al. 2005). To avoid bacterial
growth during storage, a few drops of chloroform were
added to the suspension that was kept in refrigerator.

The experiment was repeated with different weights of
native starch, 5.0g, 7.0g and 10.0g. When 5.0g was taken
as the initial weight of native starch, practically no residue
was obtained af ter 5 days hydrolysis, but solid
unhydrolysed residue was obtained when the initial weight
of the starch taken was 7.0g and 10.0g.

Characterization of starch nanoparticles

Transmission Electron Microscopy (TEM)

After a brief sonication, a drop of  dilute starch
nanoparticle suspension was deposited onto a glow
discharged formvar-coated microscopy grid. After 1 min,
the liquid in excess was blotted with filter paper and the
remaining film was allowed to dry. Once positioned into
a specimen holder, the grid was transferred into the
microscope, and obser ved at room temperature.
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All specimens were obser ved using a Jeol 1001
Transmission Electron Microscope (Jeol Ltd., Japan) at
80 KV accelerating voltage. Micrograph was recorded.

Atomic Force Microscopy (AFM)

AFM was performed using a NT-MDT Digital Instrument
(NT-MDT, Russia) operating in the tapping mode region.
Micro- fabricated silicon Cantilever tips (MPP-1100-10)
with a resonance frequency of 299 KHz and a spring
constant of 20-80 nm-1 were used. The scan rate varied
from 0.5 to 1.5 Hz. AFM analysis was done offline. Starch
nanoparticles for the imaging were prepared by drop
casting the suspension on freshly cleaned mica at the
required concentration and examined under ambient
conditions. In order to rule out the possibility of any
artifacts,  blank experiments was carried out with neat
solvents (without test material) on mica. Scanning at
various planes showed the neat surface of mica without
the morphology of any objects.

Aggregation of starch nanoparticle  suspension

The cassava starch nanoparticle suspension when
refrigerated after adding a few drops of chloroform was
stable for a long period. These particles had a tendency to
unite with each other and to form aggregates.  The particle
size was analysed immediately after preparation and after
two months of storage and found that aggregation of
particles occurs on long standing. One interesting behavior
of this suspension was that, when acetone was added in
drops to the starch nanoparticle suspension after filtration
through a Millex GP (Millipore)  filter having a pore size
of 0.22 μm (220 nm), the nanoparticles got aggregated
as shown in Fig. 3. The test at the right side of the figure
clearly showed the aggregated nanoparticles. By
centrifuging the mixture obtained after adding sufficient
acetone for obtaining maximum aggregation, at 10,000
rpm for 10 minutes, the aggregated starch nanoparticles
were recovered.  This was then washed using methanol
and vacuum dried. This solid easily became a gel, as soon
as it came in to contact with atmospheric air. This residue
was used to record the solid fluorescence spectrum and
FTIR spectrum.

Preparation of anthocyanin rich extract (ARE)

Coloured anthocyanic leaves from the sweet potato
genotype S-purple were collected from the experimental
field of sweet potato germplasm collection of  ICAR-
Central Tuber Crops Research Institute and anthocyanin

pigment was extracted using methanol containing
5% trifluoro acetic acid as described by Rajeswari et al.,
(2010). The extract was concentrated in a flash evaporator
and purified by Amberlite XAD-7 column chromato-
graphy. This was again concentrated by flash evaporation
to get ARE and kept stored at -18°C.

Loading of carotene and anthocyanin into starch
nanoparticles

Starch after hydrolysis as mentioned above, was diluted
and filtered carefully through a Millipore filter having a
pore size of 220 nm and the filtrate was collected. This
filtrate was  immediately treated with carotene and ARE
in acetone (0.005 molar) in the ratio 3:1 in separate  screw
capped flasks and mixed well and kept for 8 hours. To
separate the modified starch particles after the reaction,
sufficient amount of acetone was added to aggregate the
starch particles and centrifuged. The residue was then
washed with methanol to remove adhered pigments till
the filtrate became colorless, and was refrigerated.

Characterization of starch nanoparticles after loading with
pigments using ATR spectra

ATR measurements were performed on an IR-Prestige
spectrophotorometer (Horiba Scientific, Japan) with ATR
facility. A small volume of the pigment incorporated starch
nanoparticles in methanol was added to the grove and
placed in the sample holder directly and spectrum was
recorded in wave number range from 400-4000cm-1.The
pure pigments were separately dissolved in methanol and
their ATR spectra were also recorded.

Results and Discussion

TEM images

TEM micrograph of starch nanoparticles is shown in
Fig. 1. This micrograph clearly showed that the starch
nanoparticles obtained after 5 days of sulphuric acid
hydrolysis had the shape of aggregates of spherical
nanoparticles with majority of them observed in the size
range of 50- 100 nanometers. In the figure there are white
dots surrounded by a gray halo corresponding to
individualized or aggregates of several starch nanoparticles.

AFM analysis

AFM images of starch nanoparticles are shown in
Fig. 2. From the figure it is clear that majority of particles
were having a particle size of around 100 nm. Results
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from TEM and AFM imaging clearly showed that the
particles produced were spherical with particle size in
the nano scale; the structural integrity of the nanoparticles
was confirmed.  In contrast to the shape of nano particles
produced from waxy maize, which were obtained as
platelets of nanocrystals (Angellier et al., 2004), these
particles were spherical. The shape and particle size of
granules depends strongly on its botanic origin (Corre et
al., 2010). The large surface area, inherent to the small
size of nanoparticles, guarantees a large surface activity
and a high grafting per unit mass of particles (Angellier
et al., 2005). Szymonska et al. ( 2008) prepared cassava
and potato starch nanoparticles by grinding the starch-
ethanol suspensions in a vibration mill. Mixture of the
processed granules was separated by sedimentation into
polysaccharide fractions and the fractions after 36 hours
of sedimentation (about 15% of the mixture) were

collected. They determined physicochemical properties
of starch nanoparticles and found that these particles had
a high aqueous solubility and swelling power compared
to native starch which indicated that the particles fit the
amylopectin type short branched species. Disadvantages
of this method were that the stabilization of the particles
by the sulphate groups was not there, and that the
mechanical processing of starch caused  severe damages
to the granules.

Aggregation of starch nanoparticles

The aggregation of starch nanoparticles on adding acetone
is shown in Fig. 3. This behavior of starch nanosuspension
on adding acetone can be explained on the basis of the
agglomeration of the nanoparticles. Since these particles
were not showing this behavior towards methanol, it  can
be assumed that, polarity of the solvent also plays an
important role. The starch nanoparticles are believed to
aggregate as a result of hydrogen bond interactions due to
the surface hydroxyl groups.  Blocking these interactions
by relatively large molecular weight molecules obviously
improves the individualization of the nanoparticles
(Angellier et al., 2004).  Angellier et al. (2005), estimated
the hydroxyl group content present at the surface of freeze-
dried starch nanoparticles to be approximately 14% of
the total amount available, i.e., in 1 g of freeze-dried starch
nanocrystals, only 0.0025 mol of hydroxyl groups were
reactive.  This indicated that only the polar hydroxyl
groups sitting at the surface of starch nanoparticles are

Fig.1. TEM of starch nanoparticles obtained af ter
hydrolysis of cassava starch granules

Fig.2. AFM image of cassava starch nanoparticles
Fig.3. Aggregation of starch nanoparticles (left) after

adding acetone (right)
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Fig.6. ATR spectra of carotene

available for chemical modification, and others remain
intact within the particle, so the morphology of the starch
nanoparticle skeleton can be kept unchanged, even after
interaction.

ATR spectra analysis

ATR spectra of starch nanoparticles loaded with  ARE

The ATR spectra of ARE, SNP loaded with ARE and
starch nanoparticles (SNP) are shown in Fig. 4. The ATR
spectrum of starch nanoparticles showed a very broad
and strong band at 3564 cm-1, suggesting presence of
hydroxyl groups in them. This was  lowered and shifted
to a higher wave number, 3680 cm-1, suggesting that the
hydroxyl groups in the curcumin loaded starch
nanoparticles were drastically decreased .The substitution
of hydroxyl groups in a modified SNP by other functional
groups  from the ARE decreased the total number of
hydroxyl group so that the strong hydrogen bonds were
weakened. Similarly the peak at 800 cm-1 which was
present in the ATR spectrum of ARE was lowered and
reduced to a very small peak near 800 cm-1.

substantially decreased as a result of loading with carotene.
In addition to this, peaks at 1319 cm-1, 1722 cm-1 and
2077 cm-1 present in the ATR spectrum of carotene (Fig.6)
were shifted to 1346 cm-1, 1749 cm-1 and 2075 cm-1,
respectively as a result of  loading into starch nanoparticles.

Fig.4. ATR spectra of ARE, starch nanoparticles (SNP)
and SNP loaded with ARE

ATR spectra of starch nanoparticles loaded with carotene

The spectral data of SNP and carotene loaded SNP are
given in Fig. 5. The  spectral details suggested that the
very broad and strong band at 3564 cm-1, characteristic
of the hydroxyl groups in SNP  was  narrowed and shifted
to a higher wave number, 3680 cm-1, suggesting that the
hydroxyl groups in the loaded starch nanoparticles were

Fig.5. ATR spectra of SNP and carotene loaded SNP

Conclusion

Cassava starch nano particles were successfully produced
by subjecting cassava starch to sulphuric acid hydrolysis.
TEM and AFM images indicated the  particle size in the
nano scale; with majority of particles having a size around
100 nanometers and these were spherical in shape. These
starch nanoparticles were stable for several months, when
refrigerated. The main advantage of this method over the
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mechanical grinding procedure (Szymonska et al., 2008)
was  that the nanoparticles attained inherent stability due
to the presence of sulphate groups at their surface gained
from the H2SO4 treatment (Angellier et al., 2005).

Carotene and anthocyanin loading on the starch
nanoparticles was confirmed by ATR spectroscopy. These
plant pigments with proven chemo preventive properties
after incorporation into starch nanoparticles could possibly
be used in pharmaceutical applications since these
nanoparticles possess excellent drug carrier properties
(Brigger et al., 2002; Dufresne, 2010).

Acknowledgment

The author is grateful to the Indian Council of Agricultural
Research for granting study leave to carry out the research
work.

References
Angellier, H., Choisnard, L., Molina-Boisseau, S., Ozil, P. and

Dufresne, A.  2004. Optimization of the preparation of aqueous
suspensions of waxy maize starch nanocrystals using a response
surface methodology. Biomacromolecules, 5(4):1545-1551.

Angellier, H., Molina-Boisseau, S., Belgacem, M. N.  and Dufresne,
A. 2005. Surface chemical modification of waxy maize starch
nanocrystals. Langmuir, 21(6):2425-2433.

Badenhuizen, P. 1965. Methods in Carbohydrate Chemistry,  4,  Acad.
Press, New York,  pp. 14-15.

Bisht, S.,  Feldmann, G., Soni, S., Ravi, R., Karikar, C. and  Maitra,
A. 2007. Polymeric nanoparticle-encapsulated curcumin
“nanocurcumin”, a novel strategy for human cancer therapy.
J.Nanobiotechnol., 5(3): 1-18.

Brigger, I., Dubernet,C. and Couvreur P. 2002. Nanoparticles in
cancer therapy and diagnosis. Adv. Drug Deliv Rev.,54(5):631-651.

Corre, D.L., Bras, J. and Dufresne. 2010. Starch nanoparticles: A
review. Biomacromolecules, 11(5):1139–1153.

Dufresne, A. 2010. Processing of polymer nanocomposites reinforced
with polysaccharide nanocrystals. Molecules, 15: 4111-4128.

Dufresne, A., Cavaille, J. Y. and Helbert, W. 1996. New
nanocomposite materials:  Microcrystalline starch reinforced
thermoplastic. Macromolecules,  29: 7624-7626.

He, J., Magnuson, B.A., Lala, G., Tian, Q., Schwartz, S.J. and Giusti,
M. M. 2006. Intact anthocyanins and metabolites in rat urine
and plasma after 3 months of anthocyanin supplementation.
Nutr. Cancer, 54:3–12.

Habibi, Y., and Dufresne, A. 2008. Highly filled bionanocomposites
from functionalized polysaccharides nanocr ystals.
Biomacromolecules, 9:1974–1980.

Ma, Z. Haddadi, A., Molavi, O., Lavasanifar, A., Lai, R. and  Samuel,
J. 2008.Micelles of poly (ethylene oxide)-b-poly (epsilon-
caprolactone) as vehicles for the solubilization, stabilization, and
controlled delivery of curcumin.  J. Biomed. Mater. Res., 86: 300–
310.

Moorthy,  S. N. 2002. Physicochemical and functional properties of
tropical ruber starches: A review. Starch/Stärke 54:559–592.

Putaux, J. L., Molina–Boisseau S., T. Momaur and Dufresne, A.
2003. Platelet nanocrystals resulting from the disruption of waxy
maize starch granules by acid hydrolysis. Biomacromolecules, 4:
1198–1202.

Rajeswari L.S., Moorthy S.N., Rajasekharan K.N., 2010. Extraction,
purification and spectral properties of anthocyanins from sweet
potato leaves. J. of Root Crops, 36:250-256.

Rickard, J.E., Asaoka, M. and Blanshard, J.M.V. 1991. The
physicochemical properties of cassava starch. Trop.  Sci., 31:
189-207.

Szymonska, J., Targosz-Korecka, M. and Krok, F. 2009.
Characterization of starch nanoparticles, 2nd National conference
on nanotechnology ‘NANO 2008’.  J. Physics: Conference
Series 146.

Thielemans, W., Belgacem, M.N., and Dufresne, A. 2006. Starch
nanocrystals with large chain surface modifications, Langmuir,
22: 4804-4810.



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /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 false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /AGaramond-Bold
    /AGaramond-BoldItalic
    /AGaramond-Italic
    /AGaramond-Regular
    /AGaramond-Semibold
    /AGaramond-SemiboldItalic
    /AGOldFace-Outline
    /Avenir-Black
    /Avenir-BlackOblique
    /Avenir-Heavy
    /Avenir-HeavyOblique
    /Avenir-Medium
    /Avenir-MediumOblique
    /Avenir-Oblique
    /Avenir-Roman
    /BakerSignet
    /BellGothic-Black
    /BellGothic-Bold
    /BellGothic-Light
    /BermudaLP-Squiggle
    /Birch
    /Chaparral-Display
    /ConduitOSITC-BlackItalic
    /Courier
    /Courier-Bold
    /Courier-BoldOblique
    /Courier-Oblique
    /Cutout
    /DV-Aakash-Bold
    /DV-Aakash-BoldItalic
    /DV-AakashExBold
    /DV-AakashExBoldItalic
    /DV-Dhruv-Bold
    /DV-Dhruv-BoldItalic
    /DV-Dhruv-Italic
    /DV-Dhruv-Normal
    /DV-Natraj-Bold
    /DV-Natraj-BoldItalic
    /DV-NatrajExBold
    /DV-NatrajExBoldItalic
    /DV-Natraj-Italic
    /DV-NatrajMedium
    /DV-NatrajMediumItalic
    /DV-Natraj-Normal
    /DV-SurekhEN-Bold
    /DV-SurekhEN-BoldItalic
    /DV-SurekhEN-Italic
    /DV-SurekhEN-Normal
    /Galliard-Bold
    /Galliard-BoldItalic
    /Galliard-Italic
    /GalliardITCbyBT-Roman
    /Galliard-Roman
    /Ganga-CH-Bold
    /Garamond-BoldCondensed
    /Garamond-BoldCondensedItalic
    /Garamond-BookCondensed
    /Garamond-BookCondensedItalic
    /Garamond-LightCondensed
    /Garamond-LightCondensedItalic
    /Giddyup
    /Goudy
    /GreymantleMVB
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Condensed
    /Helvetica-Condensed-Bold
    /HelveticaInserat-Roman
    /Helvetica-Light
    /Helvetica-LightOblique
    /Helvetica-Oblique
    /ISFOC-Border-10
    /ISFOC-Border-11
    /ISFOC-Border-9
    /ISFOC-BR1
    /ISFOC-BR2
    /ISFOC-BR3
    /ISFOC-BR4
    /ISFOC-BR5
    /ISFOC-BR6
    /ISFOC-BR7
    /ISFOC-BR8
    /Khaki-Two
    /ML1-Ambili-Bold
    /ML1-Ambili-BoldItalic
    /ML1-Ambili-Italic
    /ML1-Ambili-Normal
    /ML1-Aswathi-Bold
    /ML1-Aswathi-BoldItalic
    /ML1-Aswathi-Italic
    /ML1-Aswathi-Normal
    /ML1-Indulekha-Bold
    /ML1-Indulekha-BoldItalic
    /ML1-Indulekha-Italic
    /ML1-Indulekha-Normal
    /ML1-Karthika-Bold
    /ML1-Karthika-BoldItalic
    /ML1-Karthika-Italic
    /ML1-Karthika-Normal
    /ML1-Revathi-Bold
    /ML1-Revathi-BoldItalic
    /ML1-Revathi-Italic
    /ML1-Revathi-Normal
    /ML-Aathira-Bold
    /ML-Aathira-BoldItalic
    /ML-Aathira-Italic
    /ML-Aathira-Normal
    /ML-Ambili-Bold
    /ML-Ambili-BoldItalic
    /ML-Ambili-Italic
    /ML-Ambili-Normal
    /ML-Anakha-Bold
    /ML-Anakha-BoldItalic
    /ML-Anjali-Bold
    /ML-Anjali-BoldItalic
    /ML-Aparna-Bold
    /ML-Aparna-BoldItalic
    /ML-Ashtamudi-Bold
    /ML-Ashtamudi-BoldItalic
    /ML-AshtamudiExBold-Italic
    /ML-AshtamudiExBold-Normal
    /ML-Ashtamudi-Italic
    /ML-Ashtamudi-Normal
    /ML-Aswathi-Bold
    /ML-Aswathi-BoldItalic
    /ML-Aswathi-Italic
    /ML-Aswathi-Normal
    /ML-Atchu-Bold
    /ML-Atchu-BoldItalic
    /ML-Atchu-Italic
    /ML-Atchu-Normal
    /ML-AyilyamBold-Italic
    /ML-AyilyamBold-Normal
    /ML-BeckalBold-Italic
    /ML-BeckalBold-Normal
    /ML-Bhavana-Bold
    /ML-Bhavana-BoldItalic
    /ML-Bhavana-Italic
    /ML-Bhavana-Normal
    /ML-Chandrika-Bold
    /ML-Chandrika-BoldItalic
    /ML-Chandrika-Italic
    /ML-Chandrika-Normal
    /ML-Chithira-Bold
    /ML-ChithiraHeavy-Bold
    /ML-ChithiraHeavy-BoldItalic
    /ML-Chithira-Normal
    /ML-Devika-Bold
    /ML-Devika-BoldItalic
    /ML-Gauri-Bold
    /ML-Gauri-BoldItalic
    /ML-GauriHeavy-Italic
    /ML-GauriHeavy-Normal
    /ML-Geethika-Bold
    /ML-Geethika-BoldItalic
    /ML-Gopika-Bold
    /ML-Gopika-BoldItalic
    /ML-Gopika-Italic
    /ML-Gopika-Normal
    /ML-Guruvayur-Bold
    /ML-Guruvayur-BoldItalic
    /ML-Indulekha-Bold
    /ML-Indulekha-BoldItalic
    /ML-IndulekhaHeavy-Bold
    /ML-IndulekhaHeavy-BoldItalic
    /ML-Indulekha-Italic
    /ML-Indulekha-Normal
    /ML-Jaya-Bold
    /ML-Jaya-BoldItalic
    /ML-Jaya-Italic
    /ML-Jaya-Normal
    /ML-Jyothy-Bold
    /ML-Jyothy-BoldItalic
    /ML-Jyothy-Italic
    /ML-Jyothy-Normal
    /ML-Jyotsna-Bold
    /ML-Jyotsna-BoldItalic
    /ML-Kala-Bold
    /ML-Kala-BoldItalic
    /ML-Kamini-Normal
    /ML-Kanika-Bold
    /ML-Kanika-BoldItalic
    /ML-Kanika-Italic
    /ML-Kanika-Normal
    /ML-Karthika-Bold
    /ML-Karthika-BoldItalic
    /ML-Karthika-Italic
    /ML-Karthika-Normal
    /ML-Kaumudi-Bold
    /ML-Kaumudi-BoldItalic
    /ML-Kaumudi-Italic
    /ML-Kaumudi-Normal
    /ML-Keerthi-Bold
    /ML-Keerthi-BoldItalic
    /ML-Leela-Bold
    /ML-Leela-BoldItalic
    /ML-LeelaHeavy-Italic
    /ML-LeelaHeavy-Normal
    /ML-Leela-Italic
    /ML-Leela-Normal
    /ML-MadhaviExBold-Italic
    /ML-MadhaviExBold-Normal
    /ML-Madhu-Bold
    /ML-Madhu-BoldItalic
    /ML-Madhu-Italic
    /ML-Madhu-Normal
    /ML-Malavika-Bold
    /ML-Malavika-BoldItalic
    /ML-Malavika-Italic
    /ML-Malavika-Normal
    /ML-MangalaExBold-Italic
    /ML-MangalaExBold-Normal
    /ML-Mayoori-Bold
    /ML-Mayoori-BoldItalic
    /ML-Mohini-Bold
    /ML-Mohini-BoldItalic
    /ML-Mohini-Italic
    /ML-Mohini-Normal
    /ML-Nalini-Bold
    /ML-Nalini-BoldItalic
    /ML-Nalini-Italic
    /ML-Nalini-Normal
    /ML-Nandini-Bold
    /ML-Nandini-BoldItalic
    /ML-Nandini-Italic
    /ML-Nandini-Normal
    /ML-Nanditha-Bold
    /ML-Nanditha-Italic
    /ML-Nanditha-Normal
    /ML-NarmadaExBold-Italic
    /ML-NarmadaExBold-Normal
    /ML-Nila-Bold
    /ML-Nila-BoldItalic
    /ML-Onam-Bold
    /ML-Onam-BoldItalic
    /ML-Periyar-Bold
    /ML-Periyar-BoldItalic
    /ML-Periyar-Italic
    /ML-Periyar-Normal
    /ML-Pooram-Bold
    /ML-Pooram-BoldItalic
    /ML-Pooram-Italic
    /ML-Pooram-Normal
    /ML-Poornima-Bold
    /ML-Poornima-Normal
    /ML-Rachana-Bold
    /ML-Rachana-BoldItalic
    /ML-Rachana-Normal
    /ML-Ravivarma-Bold
    /ML-Ravivarma-BoldItalic
    /ML-Ravivarma-Italic
    /ML-Ravivarma-Normal
    /ML-Revathi-Bold
    /ML-Revathi-BoldItalic
    /ML-Revathi-Italic
    /ML-Revathi-Normal
    /ML-Rohini-Bold
    /ML-Rohini-BoldItalic
    /ML-Sabari-Bold
    /ML-Sabari-BoldItalic
    /ML-Sankara-Bold
    /ML-Sankara-BoldItalic
    /ML-Sarada-Bold
    /ML-Sarada-Normal
    /ML-Sruthy-Bold
    /ML-Sruthy-BoldItalic
    /ML-Sruthy-Italic
    /ML-Sruthy-Normal
    /ML-Sugatha-Bold
    /ML-Sugatha-BoldItalic
    /ML-Suparna-Bold
    /ML-Suparna-BoldItalic
    /ML-Surya-Bold
    /ML-Surya-Normal
    /ML-SwathyBold-Italic
    /ML-SwathyBold-Normal
    /ML-Thakazhi-Bold
    /ML-Theyyam-Bold
    /ML-Theyyam-BoldItalic
    /ML-Theyyam-Italic
    /ML-Theyyam-Normal
    /ML-Thiruvathira-Bold
    /ML-Thiruvathira-BoldItalic
    /ML-Thiruvathira-Italic
    /ML-Thiruvathira-Normal
    /ML-Thunchan-Bold
    /ML-Thunchan-BoldItalic
    /ML-Thunchan-Italic
    /ML-Thunchan-Normal
    /ML-Vaisali-Bold
    /ML-Vaisali-BoldItalic
    /ML-Varsha-Bold
    /ML-Varsha-BoldItalic
    /ML-Varsha-Italic
    /ML-Varsha-Normal
    /ML-VeenaHeavy-Italic
    /ML-VeenaHeavy-Normal
    /ML-Vinay-Bold
    /ML-Vinay-Normal
    /ML-Visakham-Bold
    /ML-Visakham-BoldItalic
    /ML-Visakham-Italic
    /ML-Visakham-Normal
    /ML-Vishu-Bold
    /ML-Vishu-BoldItalic
    /ML-Vishu-Italic
    /ML-Vishu-Normal
    /ML-Yashasri-Bold
    /ML-Yashasri-BoldItalic
    /Mojo
    /Myriad-Bold
    /Myriad-BoldItalic
    /Myriad-CnBold
    /Myriad-CnBoldItalic
    /Myriad-CnItalic
    /Myriad-CnSemibold
    /Myriad-CnSemiboldItalic
    /Myriad-Condensed
    /Myriad-Italic
    /MyriadPro-Black
    /MyriadPro-BlackIt
    /MyriadPro-Bold
    /MyriadPro-BoldIt
    /MyriadPro-It
    /MyriadPro-Light
    /MyriadPro-LightIt
    /MyriadPro-Regular
    /MyriadPro-Semibold
    /MyriadPro-SemiboldIt
    /Myriad-Roman
    /Myriad-Tilt
    /Nyx
    /OCRA-Alternate
    /Ouch
    /Palatino-Bold
    /Palatino-BoldItalic
    /Palatino-Italic
    /Palatino-Roman
    /Pompeia-Inline
    /Postino-Italic
    /Shelley-AllegroScript
    /Shuriken-Boy
    /SpumoniLP
    /Swiss721BT-Bold
    /Swiss721BT-BoldCondensed
    /Swiss721BT-BoldCondensedItalic
    /Swiss721BT-BoldItalic
    /Swiss721BT-Italic
    /Swiss721BT-ItalicCondensed
    /Swiss721BT-Light
    /Swiss721BT-LightItalic
    /Swiss721BT-Roman
    /Swiss721BT-RomanCondensed
    /SY10-Sports
    /SY11-Swastik
    /SY12-Zodiac
    /SY13-Zodiac
    /SY14-Zodiac
    /SY15-Zodiac
    /SY16-Zodiac
    /SY17-NationalHeroes
    /SY18-Vivah
    /SY19-Patterns
    /SY1-Birds
    /SY20-Zodiac
    /SY21-Zodiac
    /SY23-Zodiac
    /SY24-Zodiac
    /SY25-Election
    /SY26-Variety
    /SY27-Vehicles
    /SY28-IndianDances
    /SY29-Kitchen
    /SY2-Dance
    /SY30-Jain
    /SY31-Mudras
    /SY32-Music
    /SY3-Ganesh
    /SY4-Ganesh
    /SY5-Gods
    /SY6-Info
    /SY7-Lamps
    /SY8-Sports
    /SY9-Sports
    /Symbol
    /Times-Bold
    /Times-BoldItalic
    /Times-Italic
    /Times-Roman
    /TM-Avvai-Bold
    /TM-Avvai-BoldItalic
    /TM-Avvai-Italic
    /TM-Avvai-Normal
    /VAGRoundedBT-Regular
    /VAGRoundedLt-Normal
    /WoodtypeOrnaments-One
    /ZapfDingbats
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /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 <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. 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 Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


