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Abstract: Pyroptosis is a kind of cell necrosis mediated by
inflammasomes. The caspase 1-induced cleavage of gas-
dermin D (GSDMD) is a canonical pathway to cause mem-
brane pores and eventually cell pyroptosis. Poly-L-lysine
(PLL) is widely used to enhance cell adhesion during
experiments. Human THP-1 cells are a typical cell line
used to study pyroptosis due to their monocytic and
macrophage-like characteristics. However, it was found
that THP-1 cells seeded on the PLL-coated slides died. To
figure out the reason, we observed the morphology of
THP-1 cells on PLL-coated slides, which showed obvious
pore forming on the cell membranes and cell swelling.
The indicated pyroptosis-related protein expression was
evaluated and it showed that the conventional caspase-1
pathway of pyroptosis was activated through the NLRP3
inflammasome in THP-1 monocytes on the PLL-coated
slides. Hence, PLL-guided cell adhesion induces cell pyr-
optosis in THP-1 monocytes, which calls for THP-1 domi-
nant studies of pyroptosis to avoid the use of PLL-coated
slides or PLL-related drugs.
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1 Introduction

Pyroptosis is generally defined as a programmed cell
death pathway triggered by inflammasomes, which is

then mediated by pore-forming gasdermin family mem-
bers [1,2]. Since the term “pyroptosis” was proposed in
2001 [3], the mechanism of this programmed cell death
has been extensively studied. In the canonical pathway of
pyroptosis, activation of inflammatory caspase 1 through
various inflammasomes, like NOD-like receptors (NLRs),
drives the cleavage of gasdermin D (GSDMD) [4]. The
released N-terminal domain of GSDMD (GSDMD-NT) pro-
motes the formation of membrane pores and also the
release of specific interleukins (IL-1β and IL-18), leading
to cell death [5,6]. It was found that apart from the tradi-
tional caspase 1-mediated cell death, other caspases, including
inflammatory caspases 4/5/11 and apoptotic caspase 3, were
also involved in the process of gasdermin cleavage to trigger
cell pyroptosis [7–9]. Moreover, studies have revealed that
pyroptosis is engaged in the progression of multiple diseases,
especially in cancers, atherosclerosis, and some inflammatory
disorders [10–12]. Although the mechanism of cellular pyrop-
tosis has been gradually clarified, further investigations of its
molecular interactions were also necessary to be studied in
various pathological models. Therefore, it is of great experi-
mental and clinical significance to further explore the occur-
rence and application of cell pyroptosis.

Cell adhesion is an important issue to be mastered
in cytological research. Poly-L-lysine (PLL)-coated glass
slides are a traditional way to increase the adhesion cap-
ability of cells [13,14]. As a coating material, PLL is
a cationic polymerized amino acid that can attract eukar-
yotic cells or bacteria through electrostatic binding effects
[15–17]. Besides, the human THP-1 cells are a monocytic
leukemia cell line derived from the blood sample of a
young male patient with acute monocytic leukemia [18].
As a suspension cell line, THP-1 can not only retain the
function of monocytes but also differentiate into macro-
phage-like cells through the induction of phorbol ester
(PMA) and release cytokines [18–20]. Because of these
characteristics, THP-1 cells have been widely used to
explore the physiological and pathological processes of
immune and inflammation-related disorders in vitro, in
particular pyroptosis [20–23]. Although PLL is a common
method to decorate slides, we found in this study that
THP-1 cells binding to PLL-coated slides easily caused
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cell pyroptosis, leading to cell rupture and death; this
phenomenon is worth mentioning and of concern to avoid
possible risks in further related studies.

2 Methods and materials

2.1 Cell culture and electron microscopy

Human THP-1 monocytes were purchased from ATCC
(USA). The cells were maintained in the RPMI-1640medium
(Corning, USA) supplemented with 10% fetal bovine serum
(FBS), 100U/mL penicillin, and 100 μg/mL streptomycin
(Corning) at 37°C, with 5% CO2. The cells were divided
into three groups: control, slide only (the cells were added
to the slides without any treatment), and PLL-coated slide
(the cells were placed on the slides coated with PLL). Before
cell attachment, the glass slides were soaked overnight in a
diluted PLL solution (#P4832, molecular weight: 150,000–
300,000, Sigma-Aldrich, Germany) with a final concentra-
tion of 0.01mg/mL, followed by washing 3 times with phos-
phate-buffered saline (PBS). The reagent is sterile and LPS
contamination-free. After the addition of THP-1 cells onto
the slides and adhesion for 12 h, the samples were observed
and captured under a scanning electron microscope
(SEM, #S-4800, Hitachi, Japan) with ×10,000 or ×30,000
magnification.

2.2 Western blotting

After adhesion, the total protein samples from the THP-1
cells were extracted with the RIPA lysis buffer (GenStar,
China). BCA protein assay kit (GenStar) was adopted to
measure the protein concentration. SDS-PAGE was per-
formed with each lane containing 20 μg of protein sam-
ples. Separated proteins were transferred onto the PVDF
membranes (MerckMillipore, Germany), followed by blocking
in 5% non-fat milk powder and washing with TBST. The
membranes were incubated overnight with diluted (1:1,000)
primary antibodies, including anti-caspase 1 (#ab179515,
Abcam, China), anti-cleaved-GSDMD (#36425, Cell Signaling
Technology (CST), China), anti-NLRP3 (#15101, CST), and
anti-β-actin (#C4, Diyibio, China), at 4°C. HRP-labeled
anti-rabbit and anti-mouse IgG secondary antibodies
(CST) were used for subsequent incubation of the mem-
branes at room temperature for 1 h. The enhanced chemi-
luminescence (ECL) solution (Fdbio Science, China) was
added to the membranes, followed by detection through a
chemiluminescence imaging system (Baygene, China).

2.3 Statistical analysis

Data analysis between the three groups was carried out
using ordinary one-way ANOVA, combined with a Tukey
multiple comparison test with GraphPad Prism 8 (GraphPad
Software, USA). Statistical significance was defined when
P < 0.05.

3 Results

The morphology of THP-1 monocytes on the normal and
PLL-coated glass slides was detected using an SEM. It
was shown that the cells in the control and slide only
groups had normal cell morphology with natural size
and intact membranes. However, THP-1 cells on the
PLL-coated slides exhibited incomplete cell membranes
(obvious pore-forming) combined with (a) cell swelling
and subsequent (b) membrane rupture (Figure 1a), all of
which were the typical structural features of pyroptosis
[2], suggesting that pyroptosis may occur in THP-1 mono-
cytes under this situation. To verify our speculation, the
relative protein expression of specific pyroptotic indica-
tors in the THP-1 cells after adhesion was evaluated using
western blotting, which showed that the cells on the PLL-
coated slides contained significantly increased protein
expression levels of NLRP3, cleaved-GSDMD (GSDMD-
NT), and cleaved caspase 1, compared to the controls
(Figure 1b). Therefore, our findings indicate that PLL-
caused cell adhesion induces cell pyroptosis in THP-1
monocytes through activation of the caspase 1/GSDMD
pathway via the NLRP3 inflammasome. Although it is
common to use PLL-coated slides to enhance cell adhe-
sion and minimize cell loss during cellular experiments
[14], this method may be unsuitable for THP-1 cells in
pyroptosis-related research.

4 Discussion

As extensive applications of THP-1 cells in the study of
cell pyroptosis, increasing factors and effects have been
reported to induce this process. Among them, lipopoly-
saccharide (LPS) is the first reported canonical factor to
induce cell pyroptosis in eukaryotes, including THP-1
monocytes [7,22]. A recent study found that dipeptidyl
peptidase inhibitor Val-boroPro (VbP) induced pyrop-
tosis in THP-1 macrophages, which could be inhibited
by electrical stimulation [24]. The thymic stromal
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lymphopoietin (TSLP) in fungal keratitis and the infec-
tion of Middle East respiratory syndrome coronavirus
(MERS-CoV) also showed similar effects to induce pyrop-
tosis of THP-1 macrophages [23,25]. From our observa-
tion, it seems that PLL may also have the ability to induce
pyroptosis in THP-1 monocytes, which provides a novel
perspective to study the pyroptotic process of human
monocytes.

THP-1 cells are a typical human cell line cultured in
suspension. Rodig has reported that PLL, due to its
charged side chain, is strongly recommended for the
attachment of suspension cells to conduct cell staining
[26], but this operation was not applicable to THP-1 cells
in our study. Nevertheless, the underlying mechanism of
the activation of pyroptosis in THP-1 cells induced by
PLL-coated slides was still unclear. Previous findings
indicated that the molecular weight and the concentra-
tion of PLL were positively correlated with its adhesive
force [15]. Symonds et al. found that PLLs with low and

high molecular weights can induce distinct mitochon-
drial-dependent cell apoptosis in different human cells
[27]. In addition, PLL has been recognized as a polymer
with relatively high cytotoxicity, which was also confirmed
to be related to the treating time and concentration [28].
Since apoptosis is also accompanied by alterations of
membrane permeability [29], we cannot deny the occur-
rence of cell apoptosis and the changes of other apop-
tosis-related caspases and gasdermins (such as caspase
3-regulated GSDME activation [30]) in the current study,
which needs further exploration. However, the obvious
canonical pyroptosis features of THP-1 cells at least sug-
gested that pyroptosis is the primary mechanism to
cause THP-1 cell death on the PLL-coated slides here.

On the other hand, since THP-1 monocytes were a
suspension cell line isolated from peripheral blood [31],
it is speculated that the passive deformation of the cells
would more or less hinder their normal cell functions and
bring negative effects on themselves. Another research

Figure 1: PLL-caused cell adhesion induced pyroptosis in THP-1 monocytes. (a) Morphology of THP-1 cells. SEM images of the cells in the
control, slide only, and PLL-coated slide groups (from left to right). Upper scale bar: 10 μm; lower scale bar: 5 μm. (b) Western blotting
images and quantification of indicated pyroptotic proteins (NLRP3, cleaved-GSDMD, and cleaved-caspase 1) in THP-1 cells in different
groups. *P < 0.05; N = 3.
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indicated that asbestos and silica could stimulate NLRP3-
dominant secretion of IL-1β in THP-1 macrophages, which
may trigger pulmonary fibrosis and diseases [32]. Pneumo-
coniosis induced by inhalation of silica and silicosis by
long-term silica exposure is well-known to be regulated
by the activation of NLRP3 inflammasome [33,34]. As
NLRP3 inflammasome activation is a pivotal step to cause
caspase 1-mediated release of proinflammatory cytokines
and GSDMD-dominant pyroptosis [35], the abovemen-
tioned literature also provides supportive evidence for
our observations from the slide material. Hence, the cyto-
toxicity of PLL, silicate material of glass slices, and the
immobilization of THP-1 monocytes might be crucial sti-
muli to induce the activation of caspase 1-mediated pyr-
optotic pathway in THP-1 cells on PLL slides, causing cell
death eventually. Follow-up experiments should be con-
sidered to further verify these factors; however, according
to the current study, we suggest that when THP-1 mono-
cytes are used as a major study object in vitro, researchers
should pay more attention to avoid using PLL as a coating
material to enhance cell adhesion, thereby preventing
unnecessary pyroptosis activation and cell death.

Nowadays, other cell adhesive materials have also
been reported for specific cell types. Research indicated
that fibronectin and collagen-modified cultural scaffold
promoted cell attachment of adipose-derived stromal
cells [36]. Surface-modified polyvinylidene fluoride with
fibronectin binding also showed enhanced cell attach-
ment in osteoblast [37]. However, their adhesion effects
on THP-1 monocytes still need to be further studied. In
addition, a protocol for suspension cell adhesion, including
THP-1 cells, using serum-free conditions has been pre-
sented [38], which could be considered to replace the
PLL-coated slides. Nevertheless, the improvement of
the experimental methods to promote suspension cell
attachment while maintaining the integrity of the cell
structure and functions remains an issue that needs
further exploration.

Funding information: This project was supported by the
National Natural Science Foundation of China (No. 81871587).

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

Data availability statement: The datasets generated during
and/or analyzed during the current study are available
from the corresponding author on reasonable request.

References

[1] Shi J, Gao W, Shao F. Pyroptosis: gasdermin-mediated pro-
grammed necrotic cell death. Trends Biochem Sci.
2017;42(4):245–54.

[2] Kovacs SB, Miao EA. Gasdermins: effectors of pyroptosis.
Trends Cell Biol. 2017;27(9):673–84.

[3] Cookson BT, Brennan MA. Pro-inflammatory programmed cell
death. Trends Microbiol. 2001;9(3):113–4.

[4] Shi J, Zhao Y, Wang K, Shi X, Wang Y, Huang H, et al. Cleavage
of GSDMD by inflammatory caspases determines pyroptotic
cell death. Nature. 2015;526(7575):660–5.

[5] Liu X, Zhang Z, Ruan J, Pan Y, Magupalli VG, Wu H, et al.
Inflammasome-activated gasdermin D causes pyroptosis by
forming membrane pores. Nature. 2016;535(7610):153–8.

[6] Frank D, Vince JE. Pyroptosis versus necroptosis: similarities,
differences, and crosstalk. Cell Death Differ.
2019;26(1):99–114.

[7] Shi J, Zhao Y, Wang Y, Gao W, Ding J, Li P, et al. Inflammatory
caspases are innate immune receptors for intracellular LPS.
Nature. 2014;514(7521):187–92.

[8] Kayagaki N, Warming S, Lamkanfi M, Vande Walle L, Louie S,
Dong J, et al. Non-canonical inflammasome activation targets
caspase-11. Nature. 2011;479(7371):117–21.

[9] Wang Y, Gao W, Shi X, Ding J, Liu W, He H, et al. Chemotherapy
drugs induce pyroptosis through caspase-3 cleavage of a
gasdermin. Nature. 2017;547(7661):99–103.

[10] Xu YJ, Zheng L, Hu YW, Wang Q. Pyroptosis and its relationship
to atherosclerosis. Clinica Chim Acta. Int J Clin Chem.
2018;476:28–37.

[11] Wang Q, Wang Y, Ding J, Wang C, Zhou X, Gao W, et al.
A bioorthogonal system reveals antitumour immune function
of pyroptosis. Nature. 2020;579(7799):421–6.

[12] Yuan YY, Xie KX, Wang SL, Yuan LW. Inflammatory caspase-
related pyroptosis: mechanism, regulation and therapeutic
potential for inflammatory bowel disease. Gastroenterol Rep.
2018;6(3):167–76.

[13] Xing GW, Xiang S, Xue W, Aodeng GW, Liu Y, Zhang JH, et al.
Capture of cervical exfoliative cells on a glass slide coated by
3-glycidyloxypropyl trimethoxysilane and poly-L-lysine.
J Pharm Anal. 2012;2(3):174–9.

[14] Mao S, Zhang Q, Li H, Huang Q, Khan M, Uchiyama K, et al.
Measurement of cell-matrix adhesion at single-cell resolution
for revealing the functions of biomaterials for adherent cell
culture. Anal Chem. 2018;90(15):9637–43.

[15] Huang WM, Gibson SJ, Facer P, Gu J, Polak JM. Improved sec-
tion adhesion for immunocytochemistry using high molecular
weight polymers of L-lysine as a slide coating. Histochemistry.
1983;77(2):275–9.

[16] Kranz BR, Thiel E, Thierfelder S. Immunocytochemical identifi-
cation of meningeal leukemia and lymphoma: poly-L-lysine-
coated slides permit multimarker analysis even with minute
cerebrospinal fluid cell specimens. Blood. 1989;73(7):1942–50.

[17] Colville K, Tompkins N, Rutenberg AD, Jericho MH. Effects of
poly(L-lysine) substrates on attached Escherichia coli bac-
teria. Langmuir ACS J Surf Colloids. 2010;26(4):2639–44.

282  Chaoping Yu et al.



[18] Tsuchiya S, YamabeM, Yamaguchi Y, Kobayashi Y, Konno T, Tada K.
Establishment and characterization of a human acute monocytic
leukemia cell line (THP-1). Int J Cancer. 1980;26(2):171–6.

[19] Kurynina AV, Erokhina MV, Makarevich OA, Sysoeva VY,
Lepekha LN, Kuznetsov SA, et al. Plasticity of human THP-1 cell
phagocytic activity during macrophagic differentiation.
Biochem Biokhimiia. 2018;83(3):200–14.

[20] Chanput W, Mes JJ, Wichers HJ. THP-1 cell line: an in vitro cell
model for immune modulation approach. Int
Immunopharmacol. 2014;23(1):37–45.

[21] Qin Z. The use of THP-1 cells as a model for mimicking the
function and regulation of monocytes and macrophages in the
vasculature. Atherosclerosis. 2012;221(1):2–11.

[22] Zhou Z, Li X, Qian Y, Liu C, Huang X, Fu M. Heat shock protein
90 inhibitors suppress pyroptosis in THP-1 cells. The Biochem
J. 2020;477(20):3923–34.

[23] Ji Q, Wang L, Liu J, Wu Y, Lv H, Wen Y, et al. Aspergillus fumi-
gatus-stimulated human corneal epithelial cells induce pyr-
optosis of THP-1 macrophages by secreting TSLP.
Inflammation. 2020;44(2):682–92.

[24] Cong L, Gao Z, Zheng Y, Ye T, Wang Z, Wang P, et al. Electrical
stimulation inhibits Val-boroPro-induced pyroptosis in THP-1
macrophages via sirtuin3 activation to promote autophagy and
inhibit ROS generation. Aging. 2020;12(7):6415–35.

[25] Jiang Y, Li J, Teng Y, Sun H, Tian G, He L, et al. Complement
receptor C5aR1 Inhibition reduces pyroptosis in hDPP4-trans-
genic mice infected with MERS-CoV. Viruses. 2019;11(1):39.

[26] Rodig SJ. Attaching suspension cells to slides for staining.
Cold Spring Harb Protoc. 2020;2020(12):pdb-rot099622.

[27] Symonds P, Murray JC, Hunter AC, Debska G, Szewczyk A,
Moghimi SM. Low and high molecular weight poly(L-lysine)s/
poly(L-lysine)-DNA complexes initiate mitochondrial-mediated
apoptosis differently. FEBS Lett. 2005;579(27):6191–8.

[28] Fischer D, Li Y, Ahlemeyer B, Krieglstein J, Kissel T. In vitro
cytotoxicity testing of polycations: influence of polymer
structure on cell viability and hemolysis. Biomaterials.
2003;24(7):1121–31.

[29] Tixeira R, Shi B, Parkes MAF, Hodge AL, Caruso S, Hulett MD,
et al. Gasdermin E does not limit apoptotic cell disassembly by
promoting early onset of secondary necrosis in Jurkat T cells
and THP-1 monocytes. Front Immunol. 2018;9:2842.

[30] de Torre-Minguela C, Gomez AI, Couillin I, Pelegrin P.
Gasdermins mediate cellular release of mitochondrial DNA
during pyroptosis and apoptosis. FASEB J: Off Publ Fed Am Soc
Exp Biol. 2021;35(8):e21757.

[31] Sadofsky LR, Hayman YA, Vance J, Cervantes JL, Fraser SD,
Wilkinson HN, et al. Characterisation of a new human
alveolar macrophage-like cell line (Daisy). Lung.
2019;197(6):687–98.

[32] Dostert C, Petrilli V, Van Bruggen R, Steele C, Mossman BT,
Tschopp J. Innate immune activation through Nalp3 inflam-
masome sensing of asbestos and silica. Sci (N York, NY).
2008;320(5876):674–7.

[33] Cassel SL, Eisenbarth SC, Iyer SS, Sadler JJ, Colegio OR,
Tephly LA, et al. The Nalp3 inflammasome is essential for the
development of silicosis. Proc Natl Acad Sci U S A.
2008;105(26):9035–40.

[34] Hornung V, Bauernfeind F, Halle A, Samstad EO, Kono H,
Rock KL, et al. Silica crystals and aluminum salts activate the
NALP3 inflammasome through phagosomal destabilization.
Nat Immunol. 2008;9(8):847–56.

[35] Swanson KV, Deng M, Ting JP. The NLRP3 inflammasome:
molecular activation and regulation to therapeutics. Nat Rev
Immunol. 2019;19(8):477–89.

[36] Li X, Yao J, Yang X, Tian W, Lei L. Surface modification with
fibronectin or collagen to improve the cell adhesion. Appl Surf
Sci. 2008;255(2):459–61.

[37] Klee D, Ademovic Z, Bosserhoff A, Hoecker H, Maziolis G,
Erli HJ. Surface modification of poly(vinylidenefluoride) to
improve the osteoblast adhesion. Biomaterials.
2003;24(21):3663–70.

[38] Nakayama T, Mihara K, Kawata J, Kimura H, Saitoh H. Adhesion
of suspension cells on a coverslip in serum-free conditions.
Anal Biochem. 2014;466:1–3.

PLL induces pyroptosis in THP-1 monocytes  283


	1 Introduction
	2 Methods and materials
	2.1 Cell culture and electron microscopy
	2.2 Western blotting
	2.3 Statistical analysis

	3 Results
	4 Discussion
	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


