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Abstract: Leptin and proprotein convertase subtilisin kexin 9
(PCSK9) play an important role in regulating blood lipid con-
centration. Recently, they have been found to show the ability
to independently regulate the immune response. Vascular
immune response has an important pathological function in
the development of coronary heart disease (CHD) and throm-
bosis. The aim of this study was to explore the relationship
between leptin, PCSK9, and vascular endothelial cell related
inflammatory factors. First, detailed clinical information were
collected and analyzed for 27 patients with stable CHD and
corresponding 27 healthy controls. Second, using liquid-phase
protein chip technology, leptin, PCSK9, and vascular-related
inflammatory factors, such as E-selectin, vascular cell adhe-
sion protein 1 (VCAM-1), intercellular cell adhesion mole-
cule-1 (ICAM-1), interferon-gamma (IFN-y), and interleukin-17
(IL-17), were detected on the same platform. Finally, the
correlation between leptin, PCSK9, and the inflammatory
factors was analyzed. Through collecting clinical informa-
tion of patients, it was suggested that there was a significant
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positive correlation between leptin and blood lipid level in
CHD. Compared with healthy people, the levels of leptin,
PCSK9, E-selectin, and ICAM-1 were significantly high in
patients with CHD. There was a high positive correlation
between leptin and E-selectin, ICAM-1, IFN-y, and IL-17. Also,
a high positive correlation between PCSK9 and E-selectin, IFN-y,
and IL-17 concentrations was observed. In general, leptin and
PCSK9 may not only be able to regulate lipid metabolism, but
may also be able to regulate inflammation in CHD.

Keywords: coronary heart disease, vascular inflamma-
tion, leptin, PCSK9

1 Introduction

Leptin is a protein secreted by adipose tissue, which is
widely believed to participate in the regulation of glyco-
metabolism, fatty acid, and energy metabolism. It can
reduce food intake, increase energy release, inhibit the
synthesis of adipocytes, and then reduce weight. The
recent studies found that leptin can also regulate immune
inflammatory response [1-4]. In the innate immunity,
leptin promotes natural killer cell activation, neutrophil
chemotaxis, and macrophage secretion of tumor necrosis
factor-alpha (TNF-a), Interleukin-6 (IL-6), and Interleukin-12
(IL-12). In the adaptive immunity, leptin stimulates the pro-
liferation of immature T cells and inhibits CD4*CD25"Foxp3*
regulatory T cells. Importantly, researchers found that leptin
increased the differentiation of Th17 cells in Systemic Lupus
Erythematosus patients [5,6]. However, it is still unclear
whether leptin is associated with vasculitis endothelial cell
inflammation in patients with coronary heart disease (CHD).

Proprotein convertase subtilisin kexin 9 (PCSK9), as a neu-
ronal apoptotic regulatory invertase, not only participates in
liver regeneration and regulates neuronal apoptosis, but also
affects low-density lipoprotein (LDL) internalization by redu-
cing the number of LDL-receptor (LDLR) on hepatocytes,
so that the LDL in blood cannot be cleared, leading to
hypercholesterolemia [7]. PCSK9 is a central participant
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in atherosclerosis and a key immune effect of oxidized LDL
inducing dendritic cell maturation and plaque T cell acti-
vation [8]. This may directly affect atherosclerosis and
cardiovascular disease.

Vascular endothelial cell inflammation is the key node of
thrombosis, and adhesion molecules play a decisive role in the
early stage of thrombosis [9]. There are few reports on the
correlation of leptin, PCSK9, and CHD vascular inflammation
in CHD patients. So, the aim of this study is to explore the
relationship between serum leptin, PCSK9, endothelial cell
adhesion factors, and Interleukin-17 (IL-17) levels in CHD
patients. This study will help to clarify whether PCSK9 and
leptin are involved in vascular inflammation, and not just
play a pathological role in CHD by regulating blood lipids.

2 Material and methods

2.1 Samples and baseline

The study was ethically reviewed by the Medical Experimental
Center of the Chinese Academy of Traditional Chinese

Table 1: Clinical information of patients with CHD
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Medicine, and informed consent was issued by each patient.
Samples and Healthy controls were obtained from Wangjing
Hospital, Chinese Academy of Traditional Chinese Medicine
and Affiliated Hospital of Binzhou Medical University.
Serum samples and clinical information of 27 patients with
CHD and 27 healthy controls were collected in this study.
Diagnosis of CHD was accomplished by coronary Computed
Tomography or coronary angiography. There was no signif-
icant difference in age and sex between the two groups.

2.2 Liquid-phase protein chip

Liquid-phase protein chip technology was used to detect
the level of protein markers in this study. The specific
methods were described as follows. Commercial test kits
were purchased from RD Biotechnology Company, which
can be used to detect seven factors including Leptin,
PCSK9, Interferon-gamma (IFN-y), IL-17, E-selectin, vas-
cular cell adhesion protein 1 (VCAM-1), and intercellular
cell adhesion molecule-1 (ICAM-1). First, the serum was

No. Gender Age LDL-C CK-MB CHO Apob Apoal HDL-C TG CRP Sd-LDL THCY
1 M 68 2.39 12.5 4.19 0.92 1.25 1.36 1.85 71.41 205 18.42
2 F 79 1.37 10.9 2.62 0.51 1.16 1.1 0.89 1.45 145 14.93
3 F 64 3.59 10.8 5.26 1.26 1.44 1.39 1.93 19.5 360 9.95
4 M 66 1.77 16.8 3.12 0.76 1.12 1.06 1.39 1.38 211 17.82
5 M 55 3.94 12.8 5.15 1.37 1.14 1.02 1.72 0.27 509 13.55
6 F 66 1.48 14 3.02 0.71 1.2 0.84 2.55 0.63 287 10.64
7 M 57 2.04 23.9 3.04 0.74 0.87 1.04 0.47 7.06 126 27.26
8 F 76 1.62 8.7 3.17 0.66 1.18 1.12 1.66 0.82 149 17.26
9 F 75 3.04 16.8 5.28 1.19 1.63 1.86 1.74 21.46 301 19.3
10 M 72 2.01 16.5 3.07 0.79 1.12 1.02 1.04 0.26 256 14.37
11 M 34 2.01 12 3.35 0.79 1.27 1.04 1.95 0.92 285 12.6
12 M 58 1.37 15.2 2.43 0.61 0.92 0.92 0.73 1.3 165 12.26
13 M 45 1.63 19.2 3.05 0.58 1.45 1.38 0.79 1.23 141 10.86
14 M 55 1.73 12.8 3.16 0.63 1.33 1.41 1.12 0.23 184 12.66
15 F 65 4 10.8 5.22 1.32 1.22 1.17 1 2.51 228 10.83
16 F 59 2.61 12.2 3.62 0.96 0.83 0.67 2.1 2.22 425 7.31
17 M 65 2.03 1.1 3.55 0.85 0.96 1.08 1.59 2.18 260 1.25
18 F 63 3.36 25.1 4.5 1.05 1.34 1.23 1.14 1.35 304 22.81
19 M 64 2.31 20.8 3.59 0.86 1.21 1.27 0.88 20.25 218 12.29
20 F 55 1.9 13.2 3.51 0.79 1.49 1.26 2.15 2.38 300 9.53
21 M 58 1.26 9.9 2.5 0.51 1.1 0.94 2.07 0.41 189 14.11
22 F 65 2.78 13.2 5.1 1.21 1.6 1.24 4.24 2 623 12.53
23 M 44 1.97 10.9 2.93 0.74 0.84 0.85 1.09 0.61 186 16.88
24 F 76 2.11 24.4 3.56 0.76 1.5 1.55 1.08 0.28 199 14.4
25 F 64 3.93 15.9 5.23 1.33 1.25 1.25 1.08 0.48 317 12.26
26 M 73 1.45 7.3 2.58 0.62 1.02 0.84 2.06 0.81 209 10.54
27 M 67 1.7 28.2 2.8 0.64 0.64 1.04 1.03 0.23 187 12.29
Unit — - mM u/L mM g/L g/L mM mM mM mg/L Ll
Mean 62.52 2.27 14.66 3.65 0.86 1.19 1.15 1.53 6.06 258.11 13.66

LDL-C: Low-density lipoprotein cholesterol; CK-MB: Creatine kinase myocardial Isoenzymes; CHO: Total cholesterol; Apo: Apolipoprotein; Glu: Glucose; HDL-C:
High-density lipoprotein cholesterol; TG: Total triglycerides; CRP: C-reactive protein; Sd-LDL: Small and dense low density lipoprotein; THCY: Homocysteine.
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mixed with the magnetic beads coated with antibodies.
The diluted volume of the serum was 1:2, and the reaction
was carried out at room temperature for 1 h and then washed
3 times with a magnet washer for 5min each time. The
second antibody corresponding to the 7 proteins was added
and reacted at room temperature for 1.5 h. Fluorescent pig-
ments were added and reacted at room temperature for
10 min. After cleaning, the fluorescence value was read by
an instrument, and the concentration of the sample was
calculated according to the standard curve.

2.3 Statistics

Differences in clinical information and protein concentra-
tion among different ethnic groups were examined by
t-test. All the drawings in this article were executed
by Microsoft Excel. The fitting of the standard curve for
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protein concentration determination was based on 4PL
method. P value less than 0.05 was considered to have
significant statistical difference.

3 Results

3.1 Clinical parameters and concentration of
leptin and PCSK9

First, 27 stable CHD patients (62.52 + 10.38 years old; 15
males and 12 females) and 27 healthy controls (60.0 +
11.24 years; 15 males and 12 females) were recruited
(Table 1). There was no statistical difference (P < 0.05)
in age and gender data between the two groups. The male
patients with CHD were more than the female patients.
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Figure 1: Endothelial cell adhesion factors in patients with CHD was significantly higher than that in healthy controls: PCSK9 level in CHD
and HC subjects; leptin; E-selectin; and VCAM-1. CHD: coronary heart disease; HC: Healthy controls.
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Male patients with stable CHD were younger than female
patients (P < 0.05). The LDL-C, CHO, apolipoprotein B
(Apob), and apolipoprotein Al (Apoal) levels of female
patients with stable CHD were higher than that of male
patients, and they were statistically significant (P < 0.05).
There was no significant difference in other indexes
between the two groups (P > 0.05). It showed that female
had higher risk of CHD than male. According to the stan-
dard curve of 65 years old, CHD patients were divided
into two groups. There was no difference in the factors
between the two groups (P > 0.05).

3.2 Association studies of endothelial cell
adhesion factors with leptin and PCSK9
in CHD patients

Endothelial cell adhesion inflammation factors in patients

with CHD was significantly higher than healthy controls
(P < 0.05). The results are shown in Figure 1. PCSK9 and
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leptin were also highly expressed in CHD patients, and
they may be related to lipid regulation and metabolism,
there was also a significant relationship between leptin
and blood lipid level. The levels of leptin were positively
correlated with blood total triglycerides (TG) levels (Figure 2).
There was a significant relationship between PCSK9 and
E-selectin, IFN-y, and IL-17. Also, there was a significant
relationship between leptin and endothelial cell inflamma-
tory factors (ICAM-1, E-selectin, and IFN-y) and IL-17 (Figure 3).
However, the specific mechanism between them and the
inflammatory factors, especially endothelial cells inflamma-
tion, is still unclear.

4 Discussion

Leptin is a fat cytokine secreted mainly by white adipose
tissue and involved in a variety of pathophysiological
processes, including maintaining energy balance, regu-
lating immune and inflammatory responses, and bone
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Figure 2: The levels of leptin were positively correlated with blood TG levels. TG: total triglycerides.
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metabolism [10]. Leptin is an important intermediary for
the interaction between nutritional status and neuro-
endocrine-immune function in vivo [11], and the content
of Leptin is closely related to the occurrence and develop-
ment of various autoimmune diseases. Leptin is an inflam-
matory cytokine which was involved in the pathogenesis
of rheumatoid arthritis and may be an indicator of disease
activity and joint failure, as well as a potential therapeutic
target [12,13]. Therefore, the role of leptin as a new type of
immunomodulatory agent in inflammatory response has
attracted more and more attention. In this study, It was
suggested that leptin also participates in the inflammatory
process of vascular CHD.

PCSK9, as a neuronal apoptotic regulatory invertase,
participates in liver regeneration and regulates neuronal
apoptosis, and affects LDL internalization by reducing
the number of LDLR on hepatocytes. As a serine protease,
PCSK9 not only can degrade LDLR and elevate LDL cho-
lesterol level in blood, but also has many other biological
functions, such as participating in nervous system develop-
ment, neuronal apoptosis, regulating sodium channel,
islet cell function, etc. [7]. PCSK9 is produced by synthe-
sizing PCSK9 zymogen in endoplasmic reticulum, which
reacts with self-catalysis in endoplasmic reticulum or golgi
body, releasing properties to form mature protease, and
secreting into blood immediately. Elevated LDL cholesterol
is a major risk factor for atherosclerotic cardiovascular

(c)
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disease. PCSK9, a new generation drug target of lipid-low-
ering frontier drug, provides a new therapeutic model to
combat LDL cholesterol [14]. It is a great progress for low-
ering lipid after statins, especially in patients with statin
intolerance, resistance, and familial hereditary hyper-
cholesterolemia. In fact, PCSK9 inhibitors not only reduce
LDL cholesterol but also reduce cardiovascular risk in
terms of anti-inflammation according to a Phase III clinical
study conducted by Amgen in March 2018 [15]. There was a
significant relationship between PCSK9 and E-selectin,
IFN-y, and IL-17. This suggests that leptin and PCSK9
may independently participate in the development of CHD
through inflammation regulation. They have potential value
as independent indexes for evaluating inflammation and
risk assessment of stable CHD.

Inflammation and inflammatory factors have been
continuously concerned in the pathogenesis of cardio-
vascular disease; the plasma levels IL-9 was detected to
be associated with cardiopulmonary dysfunction and all-
cause mortality in chronic heart failure [16,17]. CHD is a
pathological process characterized by chronic inflamma-
tion. The occurrence and development of CHD is always
accompanied by inflammation [18,19]. Inflammatory med-
iators such as ICAM-1, VCAM-1, and E-selectin have been
proved to play an important role in the upstream of CHD
process, significantly increasing the risk of plaque progres-
sion, instability, and cardiovascular events [20]. This study
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Figure 3: Significant relationship between leptin, PCSK9, and endothelial cell adhesion factors was observed. Correlation lines between
leptin and IL-17 (a), IFN-y (b), ICAM-1 (c), E-selectin (d); and Correlation lines between IL-17, E-selectin, IFN-y, and PCSK9 (e).
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explored the relationship between leptin, PCSK9, endothe-
lial cell-related inflammatory adhesion factors, and IL-17.
The results suggested that there was a correlation between
them. This provided direct evidence for their association
with vascular endothelial cells and autoimmunity, and
provided a possible theory for guiding the use of their
inhibitors. As an autoimmune-related inflammatory factor,
IL-17 levels in serum of patients with CHD were not sig-
nificantly different from those of healthy people, sug-
gesting that the autoimmune properties of CHD were not
significant. However, there are still some limitations in this
study, such as the small number of samples and the lack of
multi-center dynamic research, which is the next research
we need to do.

Acknowledgements: Not applicable.

Funding information: This study was supported by grants
from the Fundamental Research Funds for the Central public
welfare research institutes of China (ZZ11-113 and ZZ13-YQ-
034); and the National Natural Science Foundation of China
(81703865 and 81673822).

Author contributions: Q.W. and B.Z.: designed and collected
the samples and writing original draft; P.C.: carried out the
experiments, writing, reviewing, and editing; and Y.L.:
designed the concept of study and revised the manuscript.

Conflict of interest: The authors declare no conflict of
interest.

Data availability statement: The data in this study are avail-
able from the corresponding author on reasonable request.

References

[1] Zhang, Chua S. Leptin function and regulation. Compr
Physiol. 2014;8:351-69. doi: 10.1002/cphy.c160041.

[2] Ahima RS, Saper CB, Flier S, Elmquist JK. Leptin regulation
of neuroendocrine systems. Front Neuroendocrinol.
2000;21(3):263-307. doi: 10.1006/frne.2000.0197.

[3] Friedman JM. The function of leptin in nutrition, weight, and
physiology. Nutr Rev. 2002;60:1-14. doi: 10.1301/
002966402320634878.

[4] Lord GM, Matarese G, Howard JK, Baker RJ, Bloom SR,
Lechler RI. Leptin modulates the T-cell immune response and
reverses starvation-induced immunosuppression. Nature.
1998;394(6696):897-901. doi: 10.1038/29795.

[5] Procaccini C, Pucino V, Mantzoros CS, Matarese G. Leptin
in autoimmune diseases. Metabolism. 2015;64:92-104.
doi: 10.1016/j.metabol.2014.10.014.

(7]

(8]

(14]

(15]

(16]

(17]

(18]

(19]

(20]

DE GRUYTER

Matarese G, Carrieri PB, Cava AL, Perna F, Zapacosta S. Leptin
increase in multiple sclerosis associates with reduced number
of CD4+ CD25+ regulatory T cells. Proc Natl Acad Sci.
2005;102(14):5150-5. doi: 10.1073/pnas.0408995102.
Blanchard V, Khantalin I, Ramin-Mangata S, Chémello K,
Nativel B, Lambert B. PCSK9: from biology to clinical applica-
tions. Pathology. 2019;51:177-83. doi: 10.1016/
j.pathol.2018.10.012.

Liu A, Frostegard ). PCSK9 plays a novel immunological role in
oxidized LDL-induced dendritic cell maturation and activation
of T cells from human blood and atherosclerotic plaque.

J Intern Med. 2018;284(2):193-210. doi: 10.1111/joim.12758.
Golia E, Limongelli G, Natale F, Fimiani F, Maddaloni V,
Pariggiano L, et al. Inflammation and cardiovascular disease:
from pathogenesis to therapeutic target. Curr Atherosclerosis
Rep. 2014;16:435. doi: 10.1007/s11883-014-0435-z.
Miinzberg H, Morrison CD. Structure, production and signaling
of leptin. Metabolism. 2015;64:13-23. doi: 10.1016/
j.metabol.2014.09.010.

Smith GD, Jackson LM, Foster DL. Leptin regulation of repro-
ductive function and fertility. Theriogenology.
2002;57(1):73-86. doi: 10.1016/50093-691X(01)00658-6.

La Cava A. Leptin in inflammation and autoimmunity. Cytokine.
2017;98:51-8. doi: 10.1016/j.cyt0.2016.10.011.

Pérez-Pérez A, Vilarifio-Garcia T, Fernandez-Riejos P, Martin-
Gonzalez ), Segura-Egea ), Sdnchez-Margalet V. Role of leptin
as a link between metabolism and the immune system.
Cytokine Growth Factor Rev. 2017;35:71-84. doi: 10.1016/
j.cytogfr.2017.03.001.

Ogura M. PCSK9 inhibition in the management of familial
hypercholesterolemia. ) Cardiology. 2018;71:1-7. doi: 10.1016/
j.jicc.2017.07.002.

Stoekenbroek RM, Lambert G, Cariou B, Hovingh GK. Inhibiting
PCSK9-biology beyond LDL control. Nat Rev Endocrinol.
2018;15:52-62. doi: 10.1038/s41574-018-0110-5.

Marra AM, Arcopinto M, Salzano A, Bobbio E, Milano S,
Misiano G, et al. Detectable interleukin-9 plasma levels are
associated with impaired cardiopulmonary functional capacity
and all-cause mortality in patients with chronic heart failure.
Int J Cardiol. 2016;209:114-7. doi: 10.1016/
j.ijcard.2016.02.017.

Mathieu P, Poirier P, Pibarot P, Lemieux |, Despres JP. Visceral
obesity: the link among inflammation, hypertension, and car-
diovascular disease. Hypertension. 2009;53(4):577—-84.

doi: 10.1161/HYPERTENSIONAHA.108.110320.

Roivainen M, Viik-Kajander M, Palosuo T, Toivanen P,
Leinonen M, Saikku P, et al. Infections, inflammation, and the
risk of coronary heart disease. Circulation. 2000;101:252-7.
doi: 10.1161/01.CIR.101.3.252.

Sforzini L, Pariante CM, Palacios JE, Tylee A, dLivia A,
Carvalho LA, et al. Inflammation associated with coronary
heart disease predicts onset of depression in a three-year
prospective follow-up: a preliminary study. Brain Behav
Immun. 2019;81:659-64. doi: 10.1016/j.bbi.2019.07.023.
Hwang SJ. Circulating adhesion molecules VCAM-1, ICAM-1,
and E-selectin in carotid atherosclerosis and incident coronary
heart disease cases: the atherosclerosis risk in communities
(ARIC) study. Circulation. 1997;96:4219-25. doi: 10.1161/
01.CIR.96.12.4219.



	1 Introduction
	2 Material and methods
	2.1 Samples and baseline
	2.2 Liquid-phase protein chip
	2.3 Statistics

	3 Results
	3.1 Clinical parameters and concentration of leptin and PCSK9
	3.2 Association studies of endothelial cell adhesion factors with leptin and PCSK9 in CHD patients

	4 Discussion
	Acknowledgements
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /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 524288
  /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 /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /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 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 (http://www.color.org?)
  /PDFXTrapped /False

  /CreateJDFFile false
  /SyntheticBoldness 1.000000
  /Description <<
    /POL (Versita Adobe Distiller Settings for Adobe Acrobat v6)
    /ENU (Versita Adobe Distiller Settings for Adobe Acrobat v6)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


