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Abstract : Cancers are mainly sustained by a small pool of neoplastic cells, known as cancer stem cells or tumor-
initiating cells. These cells possess the ability to self-renew and proliferate, and are thus able to form the tumor. In
the present study cells that correspond to cancer stem cells in mammary and liver cancers in animals were identified
by the expression of CD133, CD44, CK7, and OCT4 using immunochemistry. As a result, we found with CD133+
and CD44+ cancer stem cell-like phenotypes in mouse and canine hepatocellular carcinoma and canine mammary gland
tumors. However, CK7+ and OCT4+ cells were not identified in animal mammary and liver cancer. CD133+ and CD44+
cells are wellknown stem cell lines and play key roles in development and metastasis in human cancer. These findings
suggest that cancer stem cells are involved in animal tumorigenesis and may provide insight into mechanisms in cancer
development as well as cancer diagnostics.
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Introduction

Stem cells are characterized by the ability to self-renew

through mitotic cell division and differentiate into a diverse

range of specialized cells with characteristics similar to cells

of various tissues [26]. During embryonic development, stem

cells are very active and it presents in a bone marrow the

most [11]. Adult stem cells are able to self-renew and differ-

entiate into one or more specialized cell types [10]. In normal

tissue, stem cells maintain organ and tissue regeneration [24].

Until recently, it was believed that the each cell within a

tumor is tumorigenic. However, recent studies revealed that

the all tumor cells do not have the ability to initiate cancer

[29]. Some cells in tumors which have stem cell properties

and can form tumors have been identified and are called can-

cer stem cells. They are able to initiate tumor growth and

play a key role in tumor development and metastasis [7].

The features shared by both normal and cancer stem cells

include ability to asymmetrically divide, self-renewal regula-

tion by similar signaling pathways, arrangement progenitor

and differentiating cells, longer telomeres and telomerase activ-

ity which lengthens the life-span of the cell, and expression

of the ATP-binding cassette transporter (ABC-transporter)

that makes cells resistant to growth-inhibition drugs [11].

Identifying cancer stem cells has relied on the expression

of specific cell surface antigens such as CD20, CD24, CD34,

CD44, CD105, CD117, CD133, CD326, CK7, OCT4, and

Sca-1 because of their known expression on endogenous

stem cells [20]. These markers have been identified in human

cancers, including myeloid leukemia [4], brain tumors [30],

breast cancer [1], prostate cancer [6], ovarian cancer [2], liver

cancer [34], lung cancer [32], and colon cancer [22].

However, there are a limited number of reports on cancer

stem cells in animal cancers. Therefore, we performed this

study to identify the cancer stem cells in mouse and canine

hepatocellular carcinoma and canine mammary gland tumor

using antibodies against CD133, CD44, CK7, and OCT4.

Materials and Methods

Materials

Formalin-fixed tumor tissues embedded in paraffin were

obtained from the archives of the Department of Pathology,

College of Veterinary Medicine, Chungnam National Univer-

sity. Mouse hepatocellular carcinomas were induced by N-

nitrosodiethylamine (DEN) in female and male db/db mice

and male FVB-HBX transgenic mice (Korea Research Insti-

tute of Bioscience and Biotechnology, Korea, Tables 1 and 2).

Positive controls for CD44 (Thermo Scientific, USA) and

CK7 (Santa Cruz, USA), were formalin-fixed and paraffin-

embedded canine tonsils [27, 33]. The positive control for

CD133 (Abcam, UK) was an O.C.T 4583 compound (Sakura

Finetek Europe B.V., USA.) embedded and cryosectioned

mouse kidney [13]. The positive control for OCT4 (Abcam,

UK) was formalin-fixed and paraffin-embedded sample of rat

brain [21]. Appropriate reference tissue sections were used as
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positive controls for each antibody (Table 3). 

Immunohistochemistry

Immunohistochemistry (IHC) was performed using mono-

clonal antibodies specific for CD44, CD133, OCT4, and

CK7 (Table 1). After deparaffinizing and dehydrating the tis-

sue samples, antigen retrieval was performed in a 100 w

microwave for about 20 min. Endogenous peroxidase activ-

ity was quenched by immersion in 0.5% H2O2 in methanol

for 30 min. The tissue sections were blocked with normal

serum for 30 min and then incubated with primary antibod-

ies against each antigen and incubated for 1 h at room tem-

perature. As a negative control, the primary antibody was

replaced with PBS. After washing, a biotinylated anti-rat,

anti-mouse or anti-rabbit antibody (Vector Laboratories,

USA) diluted 1 drop (50 µL) in 10 mL PBS was applied, fol-

lowed by avidin-biotin-peroxidase complex (ABC kit; Vec-

tor Laboratories) according to the manufacturer’s instructions.

The chromogen used was 3,3’-diaminobenzidine-tetrahydro-

chloride (Vector Laboratories) 4 drops with H2O2 2 drops as

substrate in 5 mL distilled water with pH 7.5 buffer 2 drops

were added. Tissue sections were counterstained with

Mayer’s hematoxylin, dehydrated, and mounted.

Table 1. Case informations of mammary tumors

Ages Sex Diagnosis

17 years Female Adenocarcinoma

17 years Female Adenocarcinoma

10 years Female Adenocarcinoma

10 years Female Adenocarcinoma

10 years Female Adenocarcinoma

11 years Female Adenocarcinoma

11 years Female Adenocarcinoma

11 years Female Adenocarcinoma

11 years Female Adenocarcinoma

12 years Female Adenocarcinoma

12 years Female Adenocarcinoma

15 years Female Adenocarcinoma

18 years Female Complex adenocarcinoma

17 years Female Mixed tumor/malignant

17 years Female Mixed tumor/malignant

17 years Female Mixed tumor/malignant

18 years Female Mixed tumor/malignant

18 years Female Mixed tumor/malignant

19 years Female Mixed tumor/malignant

19 years Female Mixed tumor/malignant

19 years Female Mixed tumor/malignant

11 years Female Mixed tumor/malignant

14 years Female Mixed tumor/malignant

Table 2. Case informations of liver cancers

Strain Sex Treatment Necropsy Diagnosis

db/db Female DEN 20 mg/kg at 2-week-old 26 weeks after treatment HCC

ob/ob Male DEN 20 mg/kg at 2-week-old 26 weeks after treatment HCC

ob/ob Male DEN 20 mg/kg at 2-week-old 26 weeks after treatment HCC

FVB-HBX Tg Male DEN 20 mg/kg at 2-week-old 26 weeks after treatment HCC

mH-ras Female DEN 95 mg/kg at 5-week-old 8 weeks after treatment HCC

mH-ras Male DEN 95 mg/kg at 5-week-old 26 weeks after treatment HCC

mH-ras Male DEN 95 mg/kg at 5-week-old 26 weeks after treatment HCC

Canine Female Spontaneous HCC

HCC: Hepatocellular carcinoma, DEN: N-nitrosodiethylamine

Table 3. Primary antibodies used for immunohistochemistry

Antibody Clone Dilution Positive control

CD44 Rat monoclonal 1 : 200 Canine tonsil

CD133 Rabbit monoclonal 1 : 200 Mouse kidney

OCT4 Rabbit monoclonal 1 : 100 Rat brain

CK7 Mouse monoclonal 1 : 200 Canine tonsil

Table 4. Summary of CD44, CD133, CK7, and OCT4 expression
in cancer

Antibody
Mammary cancers Liver cancers

(n = 23) (n = 8)

CD44

Positive 17 (30%) 2 (25%)

Negative 16 (70%) 6 (75%)

CD133

Positive 15 (22%) 3 (38%)

Negative 18 (78%) 5 (62%)

CK7

Positive 10 (0%) 0 (0%)

Negative 23 (100%) 8 (100%)

OCT4

Positive 10 (0%) 0 (0%)

Negative 23 (100%) 8 (100%)
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Fig. 1. (A) Positive control for CD44 in canine tonsil, (B) Positive control for CD133 in mouse kidney, (C) Positive control for OCT4

in rat brain, (D) Positive control for CK7 in canine tonsil. Immunohistochemistry (IHC), Hematoxylin counterstain, Scale bars = 100 µm.

Fig. 2. Microphotograph illustrating CD44+ cells (arrows). (A and B) Canine hepatocellular carcinomas, (C) Canine mammary ade-

nocarcinoma, (D and E) Canine mixed tumors of mammary gland, (F) Canine mammary adenocarcinoma. IHC, Hematoxylin coun-

terstain, Scale bars = 100 µm.
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Results

Tumor cell marker expressions were not seen in normal

liver and mammary tissues. A total of 23 mammary and eight

liver cancers were evaluated. Special control tissues were

used in order to test the protocols and for the specificity of

the antibodies being used. The purpose of the positive con-

trols was to ensure that the protocol or procedure worked.

IHC staining for CD133, CD44, CK7, and OCT4 is shown in

Fig. 1. The results are summarized in Table 4.

CD44 was expressed in 30% of the mammary tumors (7/

23) and 25% of the liver cancers (2/8). CD44 expression was

found in the cytoplasm and, to a lesser extent, in the nucleus.

In hepatocellular carcinoma, CD44+ cells were a subpopula-

tion of neoplastic cells. In mammary tumors, CD44+ cells

were found to have primarily originated from epithelial cells;

this was a rare occurrence in myoepithelial cells (Fig. 2). 

CD133 was expressed in 25% of the mammary tumors (5/

23) and 38% of the liver cancers (3/8). CD133 expression

was observed in the nucleus of alveolar epithelial cells and

interlobular duct cells. CD133 was mainly expressed in

higher stage tumors and undifferentiated tumors, indicating

that CD133 expression is associated with more aggressive

tumors. CD133+ cells were also found in mouse hepatocellu-

lar carcinoma (Fig. 3). Moreover, CD44 and CD133 were

expressed in the concurrent canine mammary mixed tumor

tissues (Fig. 4). However, CK7 and OCT4 were not expressed

in mammary and liver cancers.

Fig. 3. Microphotograph illustrating CD133+ cells (arrows). (A) Mouse hepatocellular carcinoma in male FVB-HBX Tg mouse

induced by N-nitrosodiethylamine (DEN). (B) Hepatocellular carcinoma in female db/db mouse induced by DEN. (C) Canine mam-

mary mixed tumor, (D) Canine mammary mixed tumor. IHC, Hematoxylin counterstain, Scale bars = 100 µm.

Fig. 4. Microphotograph illustrating CD44+ (A) and CD133+ (B) cells (arrows) in canine mammary mixed tumor. (A) CD44 positive,

(B) CD133 positive. Hematoxylin counterstain, Scale bars = 100 µm.
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Discussion

Although the development of antitumor therapies has pro-

gressed, most tumor patients still cannot be treated and are

prone to tumor recurrence and metastasis [35]. Recently, the

role of cancer stem cells in tumor initiation and progression

has been the focus of several studies. Searching for specific

cancer stem cell markers is essential for further investigating

the initiation, invasiveness, differentiation, metastasis, and

prognosis of tumors [5, 35].

CD44, CD133, CK7, and OCT4 are the most important

cancer stem cell markers. CD44, one of the most widely-rec-

ognized cancer stem cell markers, is a transmembrane glyco-

protein that mediates cell-cell and cell-matrix interaction

though its affinity for hyaluronic acid [12]. CD44 has been

described as a marker of breast tumors [1], colorectal cancer

[8], head and neck cancer [25], and pancreatic cancer [16]. In

the present study, CD44+ cells were a subpopulation of neo-

plastic cells in canine mammary tumors and murine hepato-

cellular carcinoma. In canine mammary tumors, CD44+ cells

were primarily observed in ductal epithelium or the epithe-

lium of mammary alveoli; these cells were not found in rest

of them such as myoepithelial cell or blood vessel. Not

expressed at a high rate in our study, but CD44+ cells discov-

ered in papillary carcinoma mostly originated from mam-

mary alveolar epithelial cells or ductal epithelial cells, and

rarely formed from myoepithelial cells or fibroblasts [23]. In

the present study, CD44+ cells were also found in hepatocel-

lular carcinomas. 

CD133 is a pentaspan transmembrane glycoprotein first

identified in human hematopoietic stem cells with a mono-

clonal antibody [19]. CD133 has been used as a surface

marker to isolate stem cells from a variety of tissues [15, 28].

It has also been described as a marker for brain tumors [30],

colon cancer [22], prostate cancer [6], and malignant melano-

mas [14]. In addition, CD133 is expressed by a small popu-

lation of human hepatocellular carcinoma cell lines and

primary human hepatocellular carcinomas, and CD133 expres-

sion is associated with a high degree of tumorigenicity [17,

34]. Not expressed at a high rate in our study, but CD133+

cells were identified in mouse hepatocellular carcinomas and

canine mammary tumors. In addition, CD44 and CD133

were expressed in the same tissues. The findings from canine

mixed mammary tumors will need to be substantiated using

primary tumor samples before any definitive conclusions can

be made about the usefulness of CD44 and CD133 as a can-

cer stem cell marker in mammary tumors.

Cytokeratin 7 (CK7) reacts with proteins that are found in

most ductal, glandular, and transitional epithelium of the uri-

nary tract, and in bile duct epithelial cells. CK7 can be used

to distinguish between lung and breast epithelium that are

positive, and colon and prostate epithelial cells that are nega-

tive. CK7 also reacts with many benign and malignant epi-

thelial lesions such as adenocarcinomas of the lung and liver

[32, 34]. OCT4 is a key transcription factor that is necessary

for the self-renewal and pluripotency of embryonic stem cells

and germ cells [18]. OCT4 is largely expressed in human

germ cell tumors and its expression has also been found in

several somatic cancers including prostate [31] and bladder

cancer [3]. In the present study, CK7 and OCT4 were not

expressed in mammary or liver cancers. This may be because

tumor cells that have characteristics of cancer stem cells from

species may express different phenotypes. In other words, the

phenotype of one type of cancer stem cells from a certain

species cannot be directly compared to that of cancer stem

cells from another species.

In this study, we hypothesized that subpopulations of

CD44+, CD133+, CK7+, and OCT4+ cells might represent

subpopulation of cancer stem cells or progenitor cells that are

responsible for the maintenance and endless proliferative

capacity of the respective neoplasms. We considered stem

cells in animal cancer with CD44+, CD133+, CK7+, and

OCT4+ phenotypes as stem cells in similar to ones found in

human cancer. However, according to the data from this

study, all animal cancer stem cells do not express CD44,

CD133, CK7, or OCT4. Cancer stem cells from different

species may express different phenotypes. In other words,

one phenotype of cancer stem cells in certain species cannot

be applied directly to another species. Cancer stem cells such

as CD31 [9], CD34 [9], CK20 [32], CD326 [16], TTF1 [32]

etc. had been identified in human myeloid leukemia, breast

cancer, prostate cancer, brain tumor, and ovarian cancer [29].

Therefore, other stem cell markers need to be confirmed by

further investigation in animal tumors. 

The number of cases studied is not clear with respect to the

potential for statistical analysis. The markers used to identify

cancer stem cells, surely normal tissue of same origin/spe-

cies should be used as comparison. Other data on the molec-

ular and functional characteristics of the cells, including

work in cell culture and tumor transplantation studies, would

be necessary to substantiate that conclusion. 

Most studies have focused on the identification of tumor

cell populations enriched by cells with stem cell-like proper-

ties. We have little understanding of the significance of the

markers used to identify these cells; whether they are simply

markers of convenience or whether they have functional sig-

nificance remains unknown. These molecules may play a

role in tumorigenic, metastatic, and treatment resistance

properties of cancer stem cells. Elucidating the role of these

molecules is certainly a logical step in discovering for a full

molecular understanding of these cells and how they com-

pare to normal stem cells and remaining tumor cell populations.

An understanding of cancer stem cells has the potential to

identify novel therapeutic targets and impact patient care [20].

Acknowlegments

This research was supported by Basic Science Research

Program through the National Research Foundation of Korea

(NRF) funded by the Ministry of Education, Science and



114 Jong-Ho Park, Eun-Sang Cho, Si-Yun Ryu, Ju-Young Jung, Hwa-Young Son

Technology (2010-0011450).

References

1. Al-Hajj M, Wicha MS, Benito-Hernandez A, Morrison

SJ, Clarke MF. Prospective identification of tumorigenic

breast cancer cells. Proc Natl Acad Sci USA 2003, 100,

3983-3988.

2. Alvero AB, Chen R, Fu HH, Montagna M, Schwartz

PE, Rutherford T, Silasi DA, Steffensen KD, Waldstrom

M, Visintin I, Mor G. Molecular phenotyping of human

ovarian cancer stem cells unravels the mechanisms for

repair and chemo-resistance. Cell Cycle 2009, 8, 158-166.

3. Atlasi Y, Mowla SJ, Ziaee SAM, Bahrami AR. OCT-4,

an embryonic stem cell marker, is highly expressed in

bladder cancer. Int J Cancer 2007, 120, 1598-1602.

4. Bonnet D, Dick JE. Human acute myeloid leukemia is

organized as a hierarchy that originates from a primitive

hematopoietic cell. Nat Med 1997, 3, 730-737.

5. Braicu C, Burz C, Berindan-Neagoe I, Balacescu O,

Graur F, Cristea V, Irimie A. Hepatocellular Carcinoma:

tumorigenesis and prediction markers. Gastro Res 2009, 2,

191-199.

6. Collins AT, Berry PA, Hyde C, Stower MJ, Maitland

NJ. Prospective identification of tumorigenic prostate cancer

stem cells. Cancer Res 2005, 65, 10946-10951.

7. Csoka K, Nygren P, Graf W, Påhlman L, Glimelius B,

Larsson R. Selective sensitivity of solid tumors to suramin

in primary cultures of tumor cells from patients. Int J

Cancer 1995, 63, 356-360.

8. Dalerba P, Dylla SJ, Park IK, Liu R, Wang X, Cho

RW, Hoey T, Gurney A, Huang EH, Simeone DM,

Shelton AA, Parmiani G, Castelli C, Clarke MF. Phenotypic

characterization of human colorectal cancer stem cells. Proc

Natl Acad Sci USA 2007, 104, 10158-10163.

9. Eramo A, Lotti F, Sette G, Pilozzi E, Biffoni M, Di

Virgilio A, Conticello C, Ruco L, Peschle C, De Maria

R. Identification and expansion of the tumorigenic lung

cancer stem cell population. Cell Death Differ 2008, 15,

504-514.

10. Fuchs E. The tortoise and the hair: slow-cycling cells in

the stem cell race. Cell 2009, 137, 811-819.

11. Goodell MA, Brose K, Paradis G, Conner AS, Mulligan

RC. Isolation and functional properties of murine hematopoietic

stem cells that are replicating in vivo. J Exp Med 1996,

183, 1797-1806.

12. Hart AH, Hartley L, Parker K, Ibrahim M, Looijenga

LHJ, Pauchnik M, Chow CW, Robb L. The pluripotency

homeobox gene NANOG is expressed in human germ cell

tumors. Cancer 2005, 104, 2092-2098.

13. Immervoll H, Hoem D, Sakariassen PØ, Steffensen OJ,

Molven A. Expression of the "stem cell marker" CD133 in

pancreas and pancreatic ductal adenocarcinomas. BMC

Cancer 2008, 8, 48.

14. Klein WM, Wu BP, Zhao S, Wu H, Klein-Szanto AJ,

Tahan SR. Increased expression of stem cell markers in

malignant melanoma. Mod Pathol 2007, 20, 102-107.

15. Lee A, Kessler JD, Read TA, Kaiser C, Corbeil D,

Huttner WB, Johnson JE, Wechsler-Reya RJ. Isolation

of neural stem cells from the postnatal cerebellum. Nat

Neurosci 2005, 8, 723-729.

16. Li C, Heidt DG, Dalerba P, Burant CF, Zhang L, Adsay

V, Wicha M, Clarke MF, Simeone DM. Identification of

pancreatic cancer stem cells. Cancer Res 2007, 67, 1030-

1037.

17. Liu Q, Li JG, Zheng XY, Jin F, Dong HT. Expression of

CD133, PAX2, ESA, and GPR30 in invasive ductal breast

carcinomas. Chin Med J (Engl) 2009, 122, 2763-2769

18. Matin MM, Walsh JR, Gokhale PJ, Draper JS,

Bahrami AR, Morton I, Moore HD, Andrews PW.

Specific knockdown of Oct4 and β2-microglobulin expression

by RNA interference in human embryonic stem cells and

embryonic carcinoma cells. Stem Cells 2004, 22, 659-668.

19. Miraglia S, Godfrey W, Yin AH, Atkins K, Warnke R,

Holden JT, Bray RA, Waller EK, Buck DW. A novel

five-transmembrane hematopoietic stem cell antigen: isolation,

characterization, and molecular cloning. Blood 1997, 90,

5013-5021.

20. Monroe MM, Anderson EC, Clayburgh DR, Wong MH.

Cancer stem cells in head and neck squamous cell

carcinoma. J Oncol 2011, 2011, 762780.

21. Ngan KW, Jung SM, Lee LY, Chuang WY, Yeh CJ,

Hsieh YY. Immunohistochemical expression of OCT4 in

primary central nervous system germ cell tumours. J Clin

Neurosci 2008, 15, 149-152.

22. O’Brien CA, Pollett A, Gallinger S, Dick JE. A human

colon cancer cell capable of initiating tumour growth in

immunodeficient mice. Nature 2007, 445, 106-110.

23. Paltian V, Alldinger S, Baumgärtner W, Wohlsein P.

Expression of CD44 in canine mammary tumours. J Comp

Pathol 2009, 141, 237-247.

24. Pekovic V, Hutchison CJ. Adult stem cell maintenance

and tissue regeneration in the ageing context: the role for

A-type lamins as intrinsic modulators of ageing in adult

stem cells and their niches. J Anat 2008, 213, 5-25.

25. Prince ME, Sivanandan R, Kaczorowski A, Wolf GT,

Kaplan MJ, Dalerba P, Weissman IL, Clarke MF, Ailles

LE. Identification of a subpopulation of cells with cancer

stem cell properties in head and neck squamous cell

carcinoma. Proc Natl Acad Sci USA 2007, 104, 973-978.

26. Rajaraman R, Guernsey DL, Rajaraman MM, Rajaraman

SR. Stem cells, senescence, neosis and self-renewal in

cancer. Cancer Cell Int 2006, 6, 25.

27. Regauer S, Beham A, Mannweiler S. CK7 expression in

carcinomas of the Waldeyer's ring area. Hum Pathol 2000,

31, 1096-1101.

28. Richardson GD, Robson CN, Lang SH, Neal DE,

Maitland NJ, Collins AT. CD133, a novel marker for

human prostatic epithelial stem cells. J Cell Sci 2004, 117,

3539-3545.

29. Schulenburg A, Ulrich-Pur H, Thurnher D, Erovic B,

Florian S, Sperr WR, Kalhs P, Marian B, Wrba F,

Zielinski CC, Valent P. Neoplastic stem cells: a novel

therapeutic target in clinical oncology. Cancer 2006, 107,

2512-2520.

30. Singh SK, Clarke ID, Terasaki M, Bonn VE, Hawkins

C, Squire J, Dirks PB. Identification of a cancer stem cell

in human brain tumors. Cancer Res 2003, 63, 5821-5828.

31. Sotomayor P, Godoy A, Smith GJ, Huss WJ. Oct4A is

expressed by a subpopulation of prostate neuroendocrine



Cancer stem cell markers in animal cancers 115

cells. Prostate 2009, 69, 401-410.

32. Su YC, Hsu YC, Chai CY. Role of TTF-1, CK20, and

CK7 immunohistochemistry for diagnosis of primary and

secondary lung adenocarcinoma. Kaohsiung J Med Sci

2006, 22, 14-19.

33. Van Driel M, Günthert U, van Kessel AC, Joling P,

Stauder R, Lokhorst HM, Bloem AC. CD44 variant

isoforms are involved in plasma cell adhesion to bone

marrow stromal cells. Leukemia 2002, 16, 135-143.

34. Yin S, Li J, Hu C, Chen X, Yao M, Yan M, Jiang G,

Ge C, Xie H, Wan D, Yang S, Zheng S, Gu J. CD133

positive hepatocellular carcinoma cells possess high capacity

for tumorigenicity. Int J Cancer 2007, 120, 1444-1450.

35. Zhang H, Li SY. Research progression of CD133 as a

marker of cancer stem cells. Chin J Cancer 2010, 29, 243-

247.



<<
  /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
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts 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
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -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
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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 ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /FRA <>
    /ENU (Use these settings to create PDF documents with higher image resolution for improved printing quality. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


