
©2011 Parasitological Institute of SAS, Košice  
10.2478/s11687-011-0024-4 

 
 

162 
 
 
 

Summary  
 
Lagochilascaris minor is the causative agent of human 
lagochilascariosis, a disease that affects the neck region 
causing abscesses with eggs, adult parasites and L3/L4 
larvae within purulent exudates. Nowadays, mice are con-
sidered intermediary hosts for the parasite. In previous 
study we observed that A/J mice experimentally infected 
with Lagochilascaris minor showed higher survival ratios 
than B10.A mice. Now, we denoted that A/J mice (resis-
tant to experimental infection) produced higher levels of 
IgM, IgG and IgA against the crude extract (excepted for 
IgM) and secreted/excreted antigens of the parasite; on the 
other hand, B10.A mice (susceptible to experimental in-
fection) produced higher levels of IgE in the later period of 
the experimental infection than A/J infected mice. 
 
Keywords: B cells; Lagochilascaris minor; helminth; 
Immunoglobulin, serology 
 
Introduction 
 
Five species of Lagochilascaris have been described: L. 
major and L. buckleyi in felines, L. turgida and L. sprenti 
in marsupials, and L. minor in dogs, cats and human cases 
(Leiper, 1909). L. minor is considered an abnormal parasite 
of humans and it is an emerging helmintosis limited to the 
Neotropical area (Mexico to Brazil), but infected cats have 
been found in Uruguay (Sakamoto & Cabrera, 2002). The 
lagochilascariosis is not yet a public health problem, but it 
is prevalent in individuals of the lowest social-economic 
class, notably from rural areas. The majority of reported 
cases of infection have been in persons of both sexes, with 
lesions usually chronic, affecting the neck and head tissues 
with abscess formation. Sometimes the parasite invades the 
pulmonary tissue and central nervous system in fatal cases. 
Frequently, L. minor lesions contain different stages (eggs, 
larvae and adult worm) of the parasite which indicates 
autoinfection and favors the development of chronic di- 

....... 
 
sease (Fraiha et al., 1989; Volcan et al., 1992). 
The extraordinary capacity of L. minor to migrate across 
different human tissues can be also observed in animal 
models of the disease such as in mice and cats. In mice 
orally inoculated with infective parasite eggs, hatched 
larvae can be observed in the intestinal tract, with third 
stage larvae (L3) migrating through intestinal mucosa 
reaching vessels and hepatic parenchyma and dissemina-
ting to other tissues such as lungs, skeletal muscles and 
subcutaneous tissues. In cats that eat infected mice, L3 
larvae migrate through the esophagus, pharynx, trachea 
and cervical lymph nodes (Semerene et al., 2004). 
Infected B10.A mice (susceptible strain) had a lower sur-
vival ratio (24 %) than A/J mice (90 %, resistant strain) 
and more intense lesions in the lungs (Prudente et al., 
2009a; Spadafora-Ferreira et al., 2010); then, the major 
focus of this research was the study and the correlation of 
the humoral immune response during experimental lago-
chilascariosis with susceptibility and resistance in different 
strains of mice. 
 
Materials and methods 
 
Animals and parasites 
Six to eight-week-old B10.A and A/J male mice were 
purchased from the University of Campinas Animal Faci-
lity, and kept with food and water ad libidum and handled 
according to the local regulations. The Research Ethics 
Committee of the Federal University of Goiás approved 
the research protocols. 
Eggs from the parasite were collected from feces of Felis 
domesticus experimentally infected with a human isolate of 
L. minor. Feces from infected animals were submitted to 
Hoffman’s method, kept in culture in formalin solution 
(1 %) at room temperature for 30 days, and after the deve-
lopment of the infective eggs containing third-stage larvae, 
cultures were submitted to Faust’s method for the best 
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recovery of eggs free of fecal debris (Oliveira et al., 2002). 
Egg suspensions were exhaustively washed with phosphate 
buffered saline and the eggs were counted on microscope 
slides. The final concentration was adjusted to 104 eggs/ml. 
 
Experimental infection design 
Forty B10.A and forty A/J male mice were orally inocu-
lated with a suspension of 103 ± 200 L. minor eggs per ani-
mal and five mice were sacrificed at different time points 
(from 15 to 210 days post-infection) and subjected to nec-
ropsy for collection of blood for serum separations to de-
termination of specific immunoglobulin. Twenty-four 
uninfected control B10.A and A/J mice received saline 
orally and were used as control for serological analysis (3 
animals sacrificed at different days after the beginning of 
infection).  
 
Antibody detection 
For crude extract antigen preparation (CE), parasite larvae 
obtained from subcutaneous and skeletal nodules of in-
fected mice were washed thoroughly in sterile NaCl 
0.85 %, and disrupted in a TK8- IKA tissue breaker using 
Tris 0.1 M, pH 7.5 containing a cocktail of protease in-
hibitors - all from Sigma (PMSF 1 mM; EDTA 1 mM; 
Leupeptin 5 µM, Aprotinin 2.5 µM). For secreted/ excreted 
antigen preparation (SE), parasite larvae were washed 
thoroughly in sterile NaCl 0.85 %, incubated overnight at 
37 oC in Tris 0.1 M, pH 7.5, and after collection of the 
fluid phase, a cocktail of protease inhibitors was added. 
Protein concentration was determined by the BCA (Pearce) 
method according to the manufacturer’s instructions. To 
detect anti- L. minor antibodies, microtiter ELISA plates 
(Costar) were coated with antigen (50 µg/ml) and sera 
were used diluted 1/100 for IgG, M, A determination, and 
1/50 for IgE determination. Anti-mouse IgG, IgM and IgA 
antibodies conjugated to peroxidase, anti-rat IgG 
conjugated to peroxidase and rat monoclonal-IgG anti-
mouse IgE antibodies, were purchased from Sigma. 
Antibody binding was detected by utilizing ortho-
phenylenediamine and hydrogen peroxide as chromogen 
and substrate, respectively. Optimal dilution of reagents 
was established in our laboratory. Plates were read at 
492nm on a Multiskan EX Labsystems. Cut-off value was 
determined by taking the mean OD of 24 control subjects 
plus three standards deviation (Freitas et al., 2009; 
Prudente et al., 2009b).	  
 
Statistical analysis 
Data were expressed as mean and standard deviations. 
Data of two groups were analysed by the Mann-Whitney 
U-test; and the data from multiple groups were analysed by 
an ANOVA test followed by a multiple comparison test 
(Dunn’s test). (Program Prism 4.0). 
 
Results 
 
The kinetic of L. minor specific antibody level for each 
immunoglobulin (Ig) isotype is shown in Figs. 1A – 1H. 

We found a marked difference in the pattern of the 
antibody response elicited in B10.A and A/J infected mice 
for both antigens of L. minor, CE and SE: the level of 
antibodies of A/J mice was always larger, except for IgM 
specific to the CE, and IgE. 
IgM antibodies anti-CE antigens were detected at 60 to 90 
and at 150 to 180 days post-infection in A/J mice, and in 
B10.A mice at 15 to 30 and 150 to 210 days after infection 
(cut off OD = 0.15 nm), but in an inconsistent way (Fig. 
1A). IgM antibodies anti-SE antigens were detected at 30 
to 210 days post-infection in A/J and B10.A infected mice 
(cut off OD = 0.1 nm), but A/J mice presented higher le-
vels of specific IgM when compared to B10.A infected 
mice, after the 120 days of infection (Fig. 1 B). 
IgA antibodies anti-CE antigens were detected at 30 to 210 
days post-infection in A/J and B10.A infected mice (cut off 
OD = 0.1 nm), but in the A/J strain specific IgA against the 
CE were detected in higher levels after the 90 days of in-
fection (Fig. 1C). IgA antibodies anti-SE antigens were de-
tected at 30 to 210 days post-infection in A/J infected mice 
and at 30 to 150 days post-infection in B10.A mice (cut off 
OD = 0.1 nm). A/J mice presented again higher levels of 
specific IgA against SE antigen when compared to B10.A 
infected mice after the 30 days of infection (Fig. 1D). 
Specific IgG antibodies against the CE were detected at 15 
to 210 days post-infection (cut off OD = 0.1 nm) in both 
strains (excepted 60 days post-infection in B10.A strain), 
but A/J infected mice presented higher levels of IgG when 
compared to B10.A infected mice during the whole study 
period (Fig. 1E). Against the SE antigen (Fig. 1F), we 
observed an antibody production in both strains of mice 
(Cut off OD = 0.15 nm), but A/J infected mice also pre-
sented higher levels of IgG when compared to B10.A in-
fected mice after the 30 days of infection. 
Specific IgE antibodies against the CE were detected at 30 
and 60 days post-infection (cut off OD = 0.023 nm) in A/J 
infected mice, and at 180 and 210 days post-infection in 
B10.A infected mice (Fig. 1G), but in small amounts. 
Against the SE antigen (Fig. 1H), we observed an antibody 
production at 30 and 120 days post-infection (cut off OD = 
0.023 nm) in A/J infected mice, and at 120 to 210 days 
post-infection in B10.A infected mice (Cut off OD = 0.35 
nm), also in low amounts. Although the IgE antibodies 
levels have been low, a tendency of production of greater 
quantities of this immunoglobulin was observed in A/J 
mice at the initial phase of infection (30 to 120 days), and 
in B10.A animals at the final phase of infection (150 to 
210 days). 
The levels of antibodies against the SE antigen were larger 
for all classes of antibodies (IgM, IgG and IgE), excepted 
for IgA, that reacted better with the CE of the parasite. 
 
Discussion  
 
The humoral immune response has been shown to provide 
an innate-like response involving B1 and spleen zone mar-
ginal cells, and an adaptative immune response involving 
conventional follicular B2-cells (Acosta Rodrigues et al.,  
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Fig. 1. Kinetics of immunoglobulin isotypes according to ELISA in A/J (grey bar) and B10.A (black bar) mice infected with Lagochilascaris 

minor, against the crude extract (CE) or the secreted/excreted antigen (SE) of the parasite. IgM isotype (A-B); IgA isotype (C-D);  
IgG isotype (E-F); IgE isotype (G-H). Results are expressed as average of five mice ± SD (*p ≤ 0.05). 
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2007; Prudente et al., 2009c). B1 cells usually interact with 
antigens that present repetitive epitopes (TI-2), producing 
great amounts of IgM, IgA and IgG3 (Kroese et al., 1995).  
In A/J and B10.A mice with experimental lagochilascario-
sis, the levels of IgM, IgA and IgG antibodies turn positive 
at the beginning of the infection (15-30 days), against the 
crude extract (CE) and mainly against the secreted/excre-
ted antigens (SE), and these remained positive during the 
whole study period in A/J infected mice (210 days). 
In the same way, we denoted in a previous work that 
BALB/c infected mice produced IgM, IgA, IgG, and also 
IgE against the crude extract and mainly against secre-
ted/excreted antigens of the parasite (Freitas et al., 2009). 
On the other hand, we observed that C57BL/6 mice in-
fected with L. minor produced IgM, IgG, and IgA mainly 
against the crude extract than against secreted/excreted 
antigens of the parasite (Prudente et al., 2009b).  
Although the amount of IgE found is small, the levels of 
IgE were higher in A/J (resistant) than in B10.A (suscepti-
ble) infected mice at 30 to 60 days post-infection against 
the CE of the parasite; however, the levels of IgE were 
higher in B10.A than in A/J infected mice at 150 to 210 
days post-infection against the SE antigens of the parasite. 
These results can’t confirm the participation of specific-
IgE in the resistance to experimental lagochilascariosis, as 
it is observed in a big number of helmintosis 
The levels of IgA and IgG against the CE, and of IgM, IgA 
and IgG against the SE antigens, were higher in the A/J 
(resistant) infected mice; practically during the whole pe-
riod of infection. These data indicate an importance of 
IgM, IgA and IgG isotypes of immunoglobulins in the 
evolution of experimental lagochilascariosis in mice.  
Anti-helminth immunity involves CD4+T cells, yet the 
precise effector mechanisms responsible for parasite kill-
ing or expulsion remain elusive; however, B-cells play a 
fundamental role in host defense. Antibody-mediated im-
munity appeared to involve multiple mechanisms including 
Fcγ-R and complement activation. Antibodies also act as 
sentinels, by surveying the body for the presence of non-
self antigens; as inducers of the immune response, by pre-
senting antigens to specific T-cells; and as effector cells, 
by differentiating the producers of specific antibodies in 
plasma cells (Acosta-Rodriguez et al., 2007). 
Elevated levels of antigen-specific IgG1, IgG2a, IgG2b 
and IgA were observed during experimental infection by 
Brugia malayi, and correlates with resistance to infection 
(Shakya et al., 2009). Nisbet et al. (2010) denoted that 
secretory/excretory antigens of Teladorsagia circumcincta 
are targets of early IgA response in infected sheep. In mice 
infected by Vampirolepis nana, expulsion of the parasite is 
closely associated with the appearance of parasite-specific 
IgA (Matsuzawa et al., 2008). McCoy et al. (2008) re-
ported an essential role for antibodies in mediating immu-
nity against Heligmosomoides polygyrus, a natural murine 
parasite that establishes chronic infection. Polyclonal or 
low affinity IgG1 and IgE produced following H. poly-
gyrus infection limited egg production by adult parasites. 
However parasite specific IgG and IgA antibodies were 

required to prevent adult worm development, but IgE was 
not found to play an important role in protective immunity 
against H. polygyrus. It is important to remember that 
eosinophils present the receptor for IgA, indicating a par-
ticipation of this isotype of immunoglobulin in allergy and 
helminth infections (Pleass et al., 2007).   
Specific IgG and IgA antibodies appeared to be involved in 
the improved course of murine lagochilascariosis in A/J 
infected mice, and we will investigate in the future, the 
participation of the sub-classes of IgG and IgA, separately 
in the evolution of infection and immunity to the parasite. 
 
Acknowledgements 
 
This work was financed by FAPEG (grant 02/2007). 
 
References 
 
ACOSTA-RODRIGUEZ, E. V., MERINI, M. C., MONTES, C. L., 
MOTRÁN, C. C., GRUPPI, A. (2007): Cytokines and chemoki-
nes shaping the B-cell compartment. Cytokine Growth Fac-
tor Rev., 18: 73 – 83. DOI: 10.1016/j.cytogfr.2007.01.007 
FRAIHA NETO, H, LEÃO, R. N. Q., COSTA, F. S. A. (1989): 
Lagochilascariase humana e dos animais domésticos. Zoon. 
Rev. Int., 1: 25 – 33 
FREITAS, J. A. G., PRUDENTE, M. F., CARVALHAES, M. S. 
(2009): Experimental lagochilascariosis in X-chromosome-
linked immunodeficient mice.  Rev. Soc. Bras. Med. Trop., 
42: 381 – 385. DOI: 10.1590/S0037-86822009000400005 
KROESE, F. G. M., CEBRA, J. J., VAN DER CAMMEN, M. J. 
F., KANTOR, A. B., BOS, N. A. (1995): Contribution of B1 
cells to intestinal IgA production in the mouse. Methods 
(Comp. Met. Enz.), 8: 37 – 43  
LEIPER, R. T. (1909): A new nematoda worm from Trinidad: 
Lagochilascaris minor. Proc. Zool. Soc. London, 4: 742 – 743  
MATSUZAWA, K., ABE, M., SHIRAKURA, T., ZHAO, W. H., 
NAKAMURA, F. (2008): Spontaneous worm expulsion and 
intestinal IGA response in mice infected by Vampirolepis 
nana. Parasitol. Int., 57: 512 – 514. DOI: 10.1016/j.parint. 
2008.06.001 
MCCOY,  K. T., STOEL, M., STETTLER, R., MERKY, P., FINK, 
K., SENN, B. M., SCHAER, C., MASSACAND, J., ODERMATT, 
B., OETTGEN, H. C., ZINKERNAGEL, R. M., BOS, N. A., 
HENGARTNER, H., MACPHERSON, A. J., HARRIS, N. L. 
(2008): Polyclonal and specific antibodies  mediate protec-
tive immunity against enteric helminth infection. Cell Host 
Microbe, 4: 362 – 373. DOI: 10.1016/j.chom.2008.08.014  
NISBET, A. J., SMITH, S. K., ARMSTRONG, S., MEIKLE, L. I., 
WILDBLOOD, L. A., BEYNON, R. J., MATTHEWS, J. B. 
(2010): Teladorsagia circumcincta: Activation-associated 
secreted proteins in excretory/secretory products of fourth 
stage larvae are targets of early IgA responses in infected 
sheep. Exp. Parasitol., 125: 329 – 337. DOI: 10.1016/j.exp 
para.2010.02.014 
OLIVEIRA, J. A., BARBOSA, C. A., VIEIRA, M. A., FIORINI, 
M. O., CAMPOS, D. M. B. (2002): Isolado de Lagochilas-
caris minor: procedimentos para obtenção de ovos infec-
tantes. Rev. Patol. Trop., 31: 121 – 128 



 
 

 
 

166 

PLEASS, R. J., LANG, M. L., KERR, M. A., WOOF, J. M. 
(2007): IgA is a more potent inducer of NADPH oxidase 
activation and degranulation in blood eosinophils than IgE. 
Mol. Immunol. 44: 1401 – 1408. DOI: 10.1016/j.molimm. 
2006.05.002 
PRUDENTE, M. F., FREITAS, J. G., RIBEIRO, E. L., CARVAL-
HAES, M. S. (2009a): Influence of the genetic pattern and 
sex of mice in experimental lagochilascariosis. Helmin-
thologia, 46: 31–34. DOI: 10.2478/s11687-009-0006-y 
PRUDENTE, M. F., CRESPO, A. M. C., CARVALHAES, M. S. 
(2009b): Lagochilascaris minor: antibody production in 
experimentally infected mice. Rev. Soc. Bras. Med. Trop. 
42: 325 – 328. DOI: 10.1590/S0037-86822009000300016 
PRUDENTE, M. F., LINO, R. S., CARVALHAES, M. S. 
(2009c): The X-chromossome-lynked immunodeficiency 
determines na improved course of murine lagochilascario-
sis. Helminthologia, 46: 205 – 208. DOI: 10.2478/s11687-
009-0038-3 
SAKAMOTO, T., CABRERA, P. A. (2002): Subcutaneous in-
fection of Lagochilascaris minor in domestic cats from 
Uruguay. Vet. Parasitol., 108: 145 – 152. DOI: 10.1016/S0 
304-4017(02)00178-4 
SEMERENE, A. R., LINO-JUNIOR, R. S., ARAÚJO DE 
................  
 
 
 
 
 
 
 
 
 
 
 
RECEIVED MAY 17, 2010 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

OLIVEIRA, J., MAGALHÃES, A. V., STEFANI, M. M. A., BAR-
BOSA, A. P., CAMPOS, D. M. B. (2004): Experimental 
lagochilascariosis: histopathological study of inflammatory 
response to larval migration in the murine model. Mem. 
Inst. Oswaldo Cruz, 99: 393 – 398. DOI: 10.1590/S0074-
02762004000400009 
SHAKYA, S., SINGH, P. K., KUSHWAHA, S., MISRA-BHATTA-
CHARYA, S. (2009): Adult Brugia malayi ~34kDa (BMT-5) 
antigen offers TH1 mediated significant protection against 
infective larval challenge in Mastomys coucha. Parasitol. 
Int., 58: 346 – 353. DOI: 10.1016/j.parint.2009.07.007 
SPADAFORA-FERREIRA, M., FERNANDES, L. C., PFRIMER, I. 
A. H., PICHITELI, C. R., TAMBOURGI, D. V., LINO-JUNIOR, 
R. S., CARVALHAES, M. S. (2010): Lagochilascaris minor: 
Susceptibility and resistance to experimental infection in 
mice is independent of H-2a haplotype and correlates with 
the immune response in immunized animals. J. Parasitol. 
Res., 1: 1 – 8. DOI: 10.1155/2010/610457 
VOLCAN, G. S., MEDRANO, C. E., PAYARES, G. (1992): 
Experimental heteroxenous cycle of Lagochilascaris minor 
Leiper, 1909 (Nematoda: Ascarididae), in white mice and 
cats. Mem. Inst. Oswaldo Cruz, 87: 535 – 532. DOI: 
10.1590/S0074-02761992000400010 
 
 
 
 
 
 
 
 
 
 
 
 
ACCEPTED JUNE 8, 2011 



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /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 false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /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 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /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 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /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 <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice




