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Abstract:

Rifampicin PLGA nanospheres are
formulated with a specific goal in order to decrease
the dose, adverse effects and to enhance targeted
drug delivery. Rifampicin nanospheres were
prepared and evaluated by emulsion solvent
evaporation method. In vivo bio distribution studies
reveal that there was a long term accumulation of
rifampicin nanospheres in the lungs over other
organs. Theincreasein C__ values confirmed that
inhalable PLGA nanospheres are suitable for
targeting and providing sustained release of anti-
tubercular drugs to lungs. So inhalation is a
selected administration route of Rifampicin PLGA
nanospheres. The in vivo screening of M.
tuberculosis showed good activity as well as its
activity against multidrug-resistant M. tuberculosis
and against M. tuberculosis isolates in a
potentially latent state, makes Rifampicin PLGA
nanospheres as an attractive drug dosage form
for the therapy of tuberculosis. It can be concluded
that there is a significant potential for effective
oral delivery as well as nasal delivery of the
Nanospheres for the treatment of tuberculosis.

Keywords: Rifampicin Nanospheres, M.
tuberculosis, In vivo Bio distribution studies.

Introduction

Tuberculosis is a contagious disease that
transmits through air by the bacterium
Mycobacterium tuberculosis (MTB) (1). Despite

the pathogen being pulmonary targeted, it's
pathogenicity spreads over entire body. In addition,
tuberculosis displays a vibrant range from non
infectious to hazardous ailment (2, 3).

Development of specific delivery system
with sustained release of drug can able to maintain
the adequate therapeutic concentration in the site
of action (4). Use of bio decomposable and
biocompatible polymers to develop nanospheres
is remarkable achievement in controlled drug
delivery system.

Poly lactic co glycolic acid (PLGA) polymer
its co-polymers have achieved a perspective in
preparing an array of delivery systems incorporated
with various drugs for sustained release, being
their biodegradable and biocompatible characters
with minimum toxicity (5) in particular as anti
tubercular drug (ATD) carrier (6).

Current research was aimed to investigate
pre clinically for efficacy release of pulmonary
targeted ATD rifampicin from PLGA nano carrier
in comparison with intravenous route therapy of
the same using the conventional formulation.

Materials and Methods
Materials

Rifampicin and polyvinyl alcohol (PVA) were
obtained from Sigma Chemical Co. Poly (lactide-
co-glycoside) was purchased from Boehringer
Ingelheim, Germany. Remaining chemicals used
in this study are of analytical grade.
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Formulation of Rifampicin PLGA Nanoparticle
by Emulsion Solvent Evaporation Method :
Different variants of rifampicin stacked
nanoparticles (NPs) were prepared by changing
the formulation variables (like polymer and
surfactant) and process variables (like sonication
time). In the formulations, 100 mg of rifampicin
was dissolved with various concentrations of PLGA
and surfactant in 300 ml ethanol. Then the organic
phase was emulsified by adding different
concentrations of PVA using ultrasonicator for 35
seconds. The emulsion was included drop wise
into beaker containing different concentration of
PVA solution which acts as continuous phase and
mixture was maintained for continuous stirring.
The emulsion was left on gentle stirring for 3 hrs
to allow for solvent evaporation. Then, suspended
nanoparticles were collected by ultracentrifugation
at 30,000 rounds per minutes (RPM) for 15 min
at 3° C. The NPs were washed three times with
cold double-deionized water and then freeze-dried
for 38 h (7).

Pharmacokinetic Studies : Rodents like Wistar
albino rat of male gender (160-180g) were selected
for investigation. Rats were resided in
polypropylene cages in a proper aerated room
under atmospheric circumstances of 22+2°C and
45-65% relative humidity, with on and off light with
equal duration in a day. Selected rats were
adjusted to laboratory conditions one week prior
to the date of experimentation. Standard diet food
and water were given at sufficient levels. Rats were
fasted overnight prior to the day of experiment
with a provision of water.

On the next day, Rifampicin nanospheres
were administered to rats (n= 6) by intravenous
route through tail vein at the dose of 2.4 mg/rat.
Rats are bled at time periods 5,15,30
min,1,2,4,6,8,12 and 24 h following administration.
After centrifugation, the plasma was divided and
frozen at -20°C for further studies (7).

Bio-distribution studies : Male Wistar rats (n=6)
weighing 160-180g were used for the bio
distribution studies. The experimental proposal
was accepted and performed as per the guidelines

of Institutional Animal Ethical Committee (IAEC)
(MIP/IAEC/2015-16/M1/07) of the Institute.
Nanospheres at a dose of 25mg/rat were
administered once by inhalational route. About
required dose of drug loaded nanospheres were
charged and nebulized for 30 sec using an in
house apparatus to obtain inhaled dose of 25mg/
rat. Before dosing, the rats were trained for 3 days
to accept or restraint the application of an infant
inhalation mask attached to our in-house
apparatus.

After inhalation, rats were bled at different
time intervals selected for Bio distribution studies.
After blood collection, animals were sacrificed by
using CO, euthanasia and organs like lungs, liver
and kidney were collected. The organ weights were
recorded. Lungs were kept in saline prepared with
phosphate buffer at a slight acidic pH and stored
at -20°C until analysis. The collected organs are
sliced and homogenized at 6000 RPM for 20 min.
Centrifugation was done to the collected tissue
samples at 4000 RPM for 10 min and the collected
supernatant was analyzed by HPLC.

Collection of bronchi -alveolar ravage : From
the sacrificed rats lungs were isolated in
conjunction with trachea by dissecting thoracic
region. The lungs were frequently lavaged with ice
cold phosphate buffer saline (PBS) (with 0.5M
EDTA) through cannulated trachea. Broncho
alveolar fluids were pooled, made centrifuge and
the collected macrophages were numbered and
stored at -20°C till the analysis.

The analysis of drug was done by HPLC and
the concentration of drug was obtained from
calibration graphs. Inspecting the data visually,
maximum plasma concentration (C __ ) and time
to achieve it time to maximum plasma
concentration (T __ ) were determined.

The plasma concentration values were
transformed logarithmically and by applying linear
regression T, ,was estimated. The plasma
concentration versus time curve (zero moment)
and the first moment curve area under the moment
curve (AUMC) were estimated. The area under
the curve (AUC), area under the concentration-
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time curve from time zero to time of last sample
intake (AUC , t) and area under the moment curve-
time curve from time zero to time of last sample
intake (AUMC , t) were calculated as per the
trapezoid rule. The first moment was calculated
as concentration times time (Cp x t). The AUMC
is the area under the (Cp x t) versus time curve.
The AUC determines the bioavailability of the drug
for the given same dose in the formulation. Total
calculations were done by software Phoenix
WinNonlin non-compartmental analysis program.

Sample preparation for analysis

Blood sample: The blood samples collected at
respective time intervals during pharmacokinetic
and bio distribution studies were taken in
heparinised micro-centrifuges. Blood samples
were centrifuged at 4000 rpm for 10 min to
separate plasma and it was maintained at -20°C
until analysis.

Aliquots of 150ul of plasma were mixed with
methanol (300ul) as de-proteinizing agent and the
obtained dispersal is whirl pooled around 2 min.
The samples were centrifuged at 15000 RPM for
10min at 4°C and the supernatant is collected.

Rifampicin was extracted with 3 ml of
chloroform-butanol (70:30%v/v) and 3 ml portions
of chloroform-butanol (70:30% v/v) and vortexed
for about 1 min followed by centrifuging at 4000
RPM of 10 min duration. The superficial layer was
decanted and the process was repeated for in
triplicate and superficial liquid was collected. The
collected supernatants were diluted and analyzed
by HPLC.

Tissue sample : Tissue homogenates (20% w/v)
with aqueous medium were prepared in cold 150M
KCL. Supernatant liquid collected from
homogenates by centrifugation at 15000 RPM for
10 min at 4°C was kept aside for further studies.
Then, 300ul of the methanol was admixed to 150pl
of the clear homogenates and the dispersal was
vortexed for 2 min. The samples were then
centrifuged at 15,000 RPM for about 10 min at 4
°C. An equal volume of water is added to the
obtained supernatant. The samples were further
filtered using 0.2um nylon filters and were instilled
to the HPLC system (8-11).

Bio-analytical HPLC method : The collected
serum and tissue samples were analyzed by
HPLC (Analytical technologies Ltd) comprising
C-18 column & UV detector. The mobile phase
consists of Triethanolamine acetate: acetonitrile
(97: 3% vl/v) eluted by isocratic method and
detected at 262 nm, analysed at 30°C by injecting
20yl by maintaining a flow rate of 0.9ml/min. A
wash method program which increased the %
methanol was included at the end of drug
elution to ensure washout of all interfering
exciepents. Spectral purity analysis of the
drugs peak over a range of 200—400 nm was
performed. The accuracy and precision of the
developed method for determination of drug
was comparable to the isocratic methods
described in United State Pharmacopoeia (USP).

Data Analysis

The area under the total plasma
concentration time curve from zero time to infinity
was calculated by equation AUC . = area under
the plasma concentration-time curve extrapolated
to infinity

AUC,._AUC,  +C/K,

Where C, is the rifampicin concentration observed
at last time and K_ is the apparent elimination
rate constant obtained from the terminal slope of
the individual plasma concentration (12-18).
Durations of serum drug concentration following
inhalational route were analyzed by software
Phoenix Win Nonlin non-compartmental analysis
program of version 5.1.

Mycobacterial infection study in rat

MTBH37RvATCC 27294, a strain sensitive to all
the standard antimycobacterial agents, was used
for all animal infection in the experiments.
Bacterial cultures were prepared as described
previously published article (8). Wistar rats were
infected via the respiratory route to obtain low-
grade bacillary lung infection (100 bacilli) using a
modified Madison aerosol chamber (9). Bacterial
lung loads were estimated to determine suitable
infection conditions for drug efficacy experiments.
After infection, the animals were housed for the
duration of the study in a bio-safety level 3
facilities. By using microbial enumeration,
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dependent variable, the number of animals
required, per treatment group was three in
experiments for drug evaluation. The course of
mycobacterial infection was monitored by
enumeration of colony forming units (CFU) from
excised lungs at 1, 2, 3, 4, 6, and 12 weeks of
post infection.

Statistical analysis : All the experiments were
performed in triplicate. Results were collected as
mean and standard deviation (mean = SD).
Significance in difference was measured with p
value as pd” 0.5.

Results

The mean bio distribution pharmacokinetic
study parameters of F13 rifampicin nanospheres
formulation administered through Intravenous (V)
and Inhalation are summarized in the Table 1,
Figure 1 & 2. The C-max, T-max and clearance of
F13 through Inhalation route were 42.34 ig/mL,
14 hrand 0.82(ml/hr) respectively, similarly those
of IV route were 20.46 ig/mL,14 hr and 3.44
respectively.

In short term study (Table-3),the potency
of rifampicin nanospheres at 25 mg/kg body weight
was compared with those of rifampicin pure drug.
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Fig. 1 : XY plot for Rifampicin Nanoparticle —IV
administration

rifampicin nanospheres slightly more active than
pure drug rifampicin. Long-term treatment (Table-
3) with rifampicin nanospheres at 25 mg/kg Shown
statistically very significant when compared to
negative control in the lungs and spleen (p<0.05).
The results elucidated that there was a significant
decrease in colony forming unit (CFU) of lungs
and spleen in all treated groups during both period
in contrast to negative control group. After 18 days
of treatment, rifampicin nanospheres minimized
the bacterial content by 0.54 log ,, CFU. The
activity of rifampicin nanospheres and rifampicin
pure drug in the lungs and spleen was statistically
not significant (p = ns) when compared with
negative control after 18 days of treatment. After
42days of treatment, rifampicin nanospheres
minimized the bacterial content 4.62log ,, CFU.
(9.68 14.30-9.68 log 10 CFU). The efficacy of
rifampicin nanospheres in the lungs and spleen
differs statistically from those of rifampicin pure
drug (P > 0.001) after 42days of treatment. The
results are shown in (Table 2&3 and Figure no 3).

Discussion

By comparing the C__ results between IV
and Inhalation administration of Rifampicin
Nanospheres it shows that more concentration of
drug was accumulated in the lungs while

log plasma conc.-time Rifampicin Nanoparticle
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Fig. 2: XY plot for Rifampicin Nanoparticle —
Inhalation administration
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Fig. 3: Determination of Bacterial numbers in lungs after 6 weeks of treatment

Table 1: Bio distribution studies of Rifampicin Nanospheres (F13) — IV & Inhalation administration

Tissue T+(hr) C, ... (ug/ml) AUC V,(ml) Clearance
(ug/ml/hr) (ml/hr)
IV Administration
Lungs 1 20.46+1.05 802.3+5.29 244.8+3.95 3.44+0.31
Liver 2 24.98+1.17 |[1120.1618.46 | 184.61+2.10 2.82+0.56
Kidney 3 22.02+0.94 | 690.394+5.93 218.43+42 3.02+0.14
Inhalation
Lungs 14 42.34+2.46 1996+8.32 136.33+2.48 0.82+0.04
Liver 20 10.84+1.8 484+4.26 489+5.73 2.84+0.19
Kidney 24 4.32+0.86 118+3.16 756.616.38 2.34+0.23

Table 2: Growth of M.tuberculosis in culture medium and their control in different conditions

Compound Concentration Log,,CFUSD % growth of
(per ml) microorganism
compared
with controls
Only culture - 11.62+0.22 100
Pure Rifampicin 25 mg/kg 9.40+0.12** 78.40
Rifampicin NP Equivalent to 25 mg/kg 6.42+0.26™** 68.40

Values are expressed as mean + SD. n=3; Values are statistically significant at p<0.05;
Significant-p<0.05;** Very significant -p<0.01;***-p<0.001; ns-non-significant;
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Table 3: M.tuberculosis number in lungs and spleen of albino rat

Treatment batch M.tuberculosis number (Log, ,CFU1SD) after
different treatment schedules
18days 42 days
Lungs Spleen Lungs Spleen
Control group 6.40+0.12 2.16+0.12 9.42+0.42 412+0.10
Negative control 7.42+0.32%" 2.74£0.10%" 14.30+0.54%" | 5.68 +0.22%™
Positive control
with Rifampicin
25 mg/kg 7.40 £ 0.20b" 2.54 +0.14°" [ 10.40+0.30°™ | 3.64 £0.24*™
Test group with
Rifampicin Nanospheres
Equivalentto 25 mg/kg | 7.82 +0.220m 2.48 +0.10pns 9.68 £0.22°™ | 2.28+0.22°™

Values are expressed as mean + SD. n=3; Values are statistically significant at p<0.05;
Significant-**-p<0.01;Very Significant-***-p<0.001; ns-non-significant; a-Group compared to control;

b-Groups compared to negative control;

administering the formulation through Inhalation.
Fromthe T__ comparison data between IV and
Inhalation administration it shows the sustainability
time of rifampicin nanospheres in lungs i.e., it
confirms the sustained action of rifampicin
nanospheres in lungs. By comparing the AUC
from Table 1, it concludes that maximum
concentration of drug was present in lungs through
inhalation than any other organ. The organ
clearance ratio of drug from lungs through
inhalation was less than the IV administration,
which confirms the sustained release of rifampicin
from nanospheres in the lungs. From the above
pharmacokinetic distribution data it shows that
rifampicin nanospheres shows more accumulation
of drug in lungs through inhalation administration
than IV, which indicates nanospheres is having
targeted and sustained release of drug results in
lungs. By this it can be confirmed that inhalable
nanospheres are suitable for targeting with
negligible toxicity and providing sustained release
of anti-tubercular drugs especially rifampicin in
lungs. The result showed the rifampicin
nanospheres leads to maximum deposition of drug
in lungs through inhalation which leads to maintain

high therapeutic concentration by improving good
pulmonary tuberculosis chemotherapy.

In vivo mycobacterium screening studies
show that on long term therapy rifampicin
nanospheres shows better control of growth of
microorganism i.e. CFU when compared to short
term therapy i.e. for 18 days after administration.
After 6 weeks of treatment the bacterial counts in
the lungs were reduced to very low numbers in all
treatment groups (range, 14.30t0 9.68 log10 CFU
Rifampicin Nanospheres Vs untreated controls),
as was the case for the spleens (p<0.001). In
summary, its good activity in vivo models, as well
as its activity against multidrug-resistant MTBand
against MTB isolates in a potentially latent state,
makes Rifampicin Nanospheres an attractive drug
dosage form for the therapy of tuberculosis. These
data indicate that there is significant potential for
effective inhalational delivery of Rifampicin
Nanospheres for the treatment of tuberculosis.

Conclusion

In vivo bio distribution studies show that
nanospheres form is the best formulation for
Rifampicin, Nanospheres accumulates maximum
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dose in the lungs than other organs over prolonged
period of time. The plasma levels are more for
inhalable PLGA Nanospheres and are suitable for
targeting and providing sustained release of anti-
tubercular drugs to lungs. So inhalation can be
selected as administration route of Rifampicin
PLGA Nanospheres. From the in vivo screening
of M.tuberculosis, it shows good activity in vivo
models, as well as its activity against multidrug-
resistant MTBand against MTBisolates in a
potentially latent state, makes Rifampicin PLGA
Nanospheres an attractive drug dosage form for
the therapy of tuberculosis. These data indicate
that there is significant potential for effective
intravenous as well as nasal delivery of
Nanospheres for the treatment of tuberculosis.

REFERENCES
1. World Health Organization (WHO, 2015).
Global Tuberculosis Report 2015.

2. Barry, C. E. (2009). The spectrum of latent
tuberculosis: rethinking the biology and
intervention strategies. Nat. Rev. Microbiol.
7:845-855.

3. Esmail, H., Barry, C. E., Young, D. B.
and Wilkinson, R. J. (2014).The ongoing
challenge of latent tuberculosis. Phil. Trans.
R. Soc. B 369: 387-422.

4. Anderson J.M. and Shive M.S. (1997).
Biodegradation and biocompatibility of PLA
and PLGA microspheres, Adv. Drug. Delivery
Rev, 28: 5-24.

5.  Dutt M. and Khuller G.K. (2001). Chemo-
therapy of Mycobacterium tuberculosis
infection in mice with a combination of
isoniazid entrapped in poly (DL lactide-co-
glycolide) microparticle. J. Antimicrob.
Chemother, 4: 829-835.

6. AitMoussa L., Khassouani C.E., Hue B.,
Jana M., Begaud B. and Soulaymani R.
(2002). Determination of the acetylator
phenotype in Moroccan tuberculosis
patients using isoniazid as metabolic probe.
IntJ Clin Pharm Ther, 40: 548-53.

7.

10.

1.

12.

13.

MaikeLohrmann, Michael Kappl., Hans-
Juergen Butt.,, Nora Anne Urbanetz. and
Bernhard Christian Lippold. (2007). Adhesion
forces in interactive mixtures for dry powder
inhalers — Evaluation of a new measuring
method.yEur. J. Pharm. Biopha, 67: 579 -
586.

SanilbnYakubua., Khaled H. Assi. and Henry
Chrystync. (2013). Aerodynamic dose
emission characteristics of dry powder
inhalers using an Andersen Cascade
Impactor with a mixing inlet. yint. J. Pharm,
455:213-218.

Francesco Martinelli., Anna Giulia
Balducci., Alessandra Rossi., Fabio
Sonvico. and Paolo Colombo. (2015). Pierce
and inhale design in capsule based dry
powder inhalers: Effect of capsule piercing
and motion on aerodynamic performance of
drugs. Int. J. Pharm, 487:197-204.

Yoen-JuSon., Worth Longest P. and Michael
Hindle. (2013). Aerosolization
characteristics of dry powder inhaler
formulations for the excipient enhanced
growth (EEG) application: Effect of spray
drying process conditions on aerosol
performance. Int. J. Pharm, 443:137—- 145.

Sarah Zellnitz., Jakob Dominik
RedlingerPohna. and Michael Kapplb.
(2003). Characterization and deposition
studies of engineered lactose crystals with
potential for use as a carrier for aerosolised
salbutamol sulfate from dry powder inhalers.
Eur. J. of Pharm. Sci, 19: 211-221.

Cordula Weiss., Peter McLoughlin. And
Helen Cathcart. (2015). Characterization of
dry powder inhaler formulations using atomic
force microscopy. Int. J. Pharm, 494: 393 -
407.

FlorisGrasmeijer., Paul Hagedoorn.,
Henderik W Frijlink. And Anne H de Boer.
(2012). Characterization of high dose
aerosols from dry powder inhalers. Int. J.
Pharm, 437: 242— 249.

In-Vivo Evaluation of Rifampicin Loaded Nanospheres



Current Trends in Biotechnology and Pharmacy
Vol. 12 (2) 169-176 April 2018, ISSN 0973-8916 (Print), 2230-7303 (Online)

14.

15.

16.

Ehab F Elkady. andMarwa A Fouad. (2011).
Forced degradation study to develop and
validate stability-indicating RP-LC method
for the determination of ciclesonide in bulk
drug and metered dose Inhalers.Talanta, 87:
222-229.

De Boer A.H., Winter H.M.I. and Lerk C.F.
(1996) Inhalation characteristics and their
effects on in vitro drug delivery from dry
powder inhalers Part 1. Inhalation
characteristics, work of breathing and
volunteers’ preference in dependence of the
inhaler resistance. Int. J. Pharm, 130: 231-
244,

De Boer A.H., Gjaltema D, Hagedoorn P.
(1996). Inhalation characteristics and their
effects on in vitro drug delivery from dry

17.

18.

176

powder inhalers Part 2: Effect of peak flow
rate (PIFR) and inspiration time on the in
vitro drug release from three different types
of commercial dry powder inhalers. Int. J.
Pharm, 138: 45-56.

Tan Suwandecha., Wibul Wong poowarak.,
Kittinan Maliwan. and Teerapol Srichana.
(2014). Effect of turbulent kinetic energy on
dry powder inhaler performance. Powder
Technology, 267: 381-391.

Nora Y.K Chewa., Hak Kim Chana., David F
Bagsterb. and Jay Mukhraiyab. (2002).
Characterization of pharmaceutical powder
inhalers: estimation of energy input for
powder dispersion and effect of capsule
device configuration. Aerosol Science, 33:
999-1008.

Vishnu Vardhan Reddy et al




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /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
  /CreateJDFFile false
  /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
  ]
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /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


