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Abstract

Background: Latent reservoirs of HIV-1 provide a major challenge to its cure. There are increasing reports of
interplay between HIV-1 replication and host miRNAs. Several host miRNAs, which potentially target the nef-3′LTR
region of HIV-1 RNA, including miR-29a, are proposed to promote latency.

Findings: We used two established cellular models of HIV-1 latency – the U1 monocytic and J1.1 CD4+ T cell lines
to show an inverse relationship between HIV-1 replication and miR-29a levels, which was mediated by the HIV-1
Nef protein. Using a miR-29a responsive luciferase reporter plasmid, an expression plasmid and an anti-miR29a LNA,
we further demonstrate increased miR-29a levels during latency and reduced levels following active HIV replication.
Finally, we show that miR-29a levels in the PBMCs and plasma of HIV infected persons also correlate inversely with
latency and active viral replication.

Conclusions: The levels of miR-29a correlate inversely with active HIV-1 replication in cell culture models and in HIV
infected persons. This links miR-29a to viral latency and suggests another approach to activate and destroy latent
HIV-1 reservoirs.
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Findings
MicroRNAs (miRNAs) are 18–23 nucleotides non-coding,
regulatory RNA molecules, which are involved in post-
transcriptional gene regulation and have recently been
shown to be important for regulating host responses in
vertebrates [1]. During viral infections, miRNAs can ei-
ther directly affect viral replication or modulate the ex-
pression of host genes and pathways essential for it [2].
For example, miR-32 and miR-181 restrict the replication
of primate foamy virus 1 replication [3], and porcine re-
productive and respiratory syndrome virus and Mink
enteritis virus [4,5], respectively. Alternatively, miR-122
is highly expressed in the liver and facilitates hepatitis
C virus replication [3,6]. The human immunodeficiency
virus (HIV) may also be targeted by several host miRNAs
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[7]. The HIV-1 Tat and Nef proteins inhibit key compo-
nents of the host miRNA pathway [8,9], knockdown of
the miRNA biogenesis proteins Drosha and Dicer in la-
tently infected cells increases HIV-1 replication, and host
miRNAs such as the miR-17/92 cluster indirectly modu-
late HIV-1 replication through the p300/CBP-associated
factor [10]. Thus, there is significant functional inter-
play between HIV-1 and miRNA-mediated silencing in
host cells.
Following highly active antiretroviral therapy (HAART),

the HIV-1 load is reduced dramatically to undetectable
levels. However, replication competent viruses survive in
latent reservoirs whose size is determined by the initial
viral loads. On therapy interruption or failure, the virus
replicates and repopulates peripheral sites [11]. The ability
of HIV-1 to cause latent and persistent infection is a major
impediment to its cure, making it important to under-
stand the mechanisms of latency [12]. Profiling studies
using various HIV-1 infection models have revealed diffe-
rent miRNAs associated with viral replication [13-16]. Al-
though their contribution to HIV-1 latency is unclear,
comparative miRNA expression in resting versus activated
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primary CD4+ T lymphocytes identified several host
miRNAs, which potentially target the nef-3′UTR region
to promote latency [17]. Several recent studies have shown
that miR-29a, which targets the nef-3′UTR, is a potent in-
hibitor of HIV-1 replication [15,18,19]. Another report
also showed miR-29a, −29b, −9 and -146a to target the
SIV/HIV 3′UTR [20]. We hypothesize that miR-29a levels
are high during latency and are reduced during active viral
replication, and have explored this with cellular models of
latent HIV-1 infection as well as PBMC and plasma from
HIV infected individuals. All cell lines, other materials and
methods used are detailed in Additional file 1: Materials
and Methods.
We used two well-established cell culture models of

latent HIV-1 infection. These include U1, a derivative of
U937 human monocytic cells and J1.1, derived from
CD4+ Jurkat T cells [21,22]. Both these cell lines produce
Figure 1 MiR-29a levels are inversely correlated with activation in cel
U1 cells and J1.1 cells were activated with PMA, RNA was isolated and qua
cells were treated with vehicle (DMSO) or PMA, and western blotting of ce
carried out with anti-p24 antibody. (C) U937 and Jurkat cell lines were activ
described in Materials and Methods. (D) U937 cells or stable U937 cell lines
quantifying miR-29a levels. Western blotting of the indicated cell lysates wa
three independent experiments; *p < 0.05.
low basal levels of HIV-1, which is increased several
folds on activation with phorbol myristic acid (PMA).
If our hypothesis is correct, miR-29a levels should be
high in the basal state when HIV-1 replication is low,
but should decrease with PMA activation. Quantitative
RT-PCR (qRT-PCR) showed this to be the case in U1
and J1.1 cells (Figure 1A). PMA activation also resulted
in robust increase in virus production (Figure 1B). How-
ever, PMA activation of U937 or Jurkat cells did not re-
duce miR-29a levels (Figure 1C), suggesting that viral
replication, but not activation per se is important for
this effect. Being an early response, miR-29a levels may
be modulated by a viral protein expressed early in the
replication cycle. Since a large majority of early viral
transcripts encode the Nef accessory protein [23], we
quantified the levels of miR-29a in U937 cells that stably
expressed this protein [24]. Compared to control cells,
lular models of HIV latency. (A) The two cellular models of latency –
ntified for miR-29a levels as described in Materials and Methods. (B) U1
ll lysates (upper panel) and culture supernatants (lower panel) was
ated with PMA, RNA was isolated and quantified for miR-29a levels as
expressing either the HIV-1 Nef or Vpu protein were also used for
s carried out using anti-GFP antibodies. All data represents at least
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Nef-expressing U937 cells showed significantly reduced
levels of miR-29a (Figure 1D). However, U937 cells stably
expressing Vpu [25], an accessory protein expressed late
in infection, showed no significant changes in miR-29a
levels (Figure 1D).
We then used the pMIR-Report-Nef3′UTR reporter

plasmid, which contains the HIV-1 nef-3′UTR cloned
downstream of the luciferase gene and is responsive to
varying levels of miR-29a [18]. The pMIR-Report-Nef3′
UTR or the control pMIR-Report constructs were trans-
fected in U1 and J1.1 cells and the luciferase activities
were measured. Following PMA activation, there was a
significant increase in luciferase activity in pMIR-Report-
Nef3′UTR transfected U1 and J1.1 cells (Figure 2A). This
correlated with reduced miR-29a levels following HIV-1
activation. The J1.1 cells were then transfected with the
Figure 2 Functional correlation between miR-29a levels and HIV repli
Report-Nef3′UTR reporter plasmid or the control pMIR-Report plasmid toge
and the cell lysates quantified for luciferase activity as described in Materia
relative to unactivated cells after two normalizations - one with the Renilla
with luciferase activity observed with the control plasmid. Data represents thr
with the miR-29a-EGFP or EGFP expression vector. After 48 hr the cells were a
was measured using a quantitative p24 ELISA. Transfection efficiency was arou
independent experiments; the p-values for different sets are indicated. (C) U1
After 48 hr HIV-1 production in culture supernatants was measured using a q
represent three independent experiments; *p < 0.05. The western blot sho
loading control.
pEGFP-miR-29a (or control pEGFP) expression plasmid
and p24 levels were estimated in the culture medium. In
miR-29a over-expressing J1.1 cells whether activated with
PMA or not, p24 levels were reduced by ~60% compared
to cells transfected with the control vector (Figure 2B).
Finally, we reduced miR-29a levels in U1 cells with an
anti-miR-29a LNA as described previously [18] and found
increased virus levels in the culture supernatants and in
cells (Figure 2C).
In HIV infected but asymptomatic persons, the plasma

viral load is detectable and absolute CD4 counts are
high. In transition from the asymptomatic to symptom-
atic phase, HIV replicates actively leading to high viral
loads and depletion of CD4+ T cells. In patients on an-
tiretroviral therapy (ART), the plasma viral load goes
down below detection limits (<50 copies of viral RNA
cation. (A) U1 cells and J1.1 cells were transfected with the pMIR-
ther with plasmid pRLTK. After 48 hr the cells were activated with PMA
ls and Methods. The luciferase activity in PMA activated cells is shown
luciferase activity to control for transfection efficiency and the other
ee independent experiments; *p < 0.05. (B) J1.1 cells were transfected
ctivated with PMA (or not) and HIV-1 production in culture supernatants
nd 30-40%. Data are shown as ng/ml of p24 and represent three
cells were transfected with a miR-29a specific LNA or a control LNA.
uantitative p24 ELISA. Data are shown relative to the EGFP control and
ws intracellular levels of Gag for the same cells; Actin was used as a
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per ml of plasma) but reservoirs harboring latent HIV
continue to exist. In patients who discontinue ART or
who fail on ART due to drug resistant mutations, the
virus replicates rapidly leading to detectable plasma levels.
We used a cohort of HIV-1 infected individuals who were
categorized into either asymptomatic or symptomatic
groups based on their CD4+ T cell counts, and quanti-
fied miR-29a levels in their PBMCs and plasma. The
miR-29a levels were higher in PBMCs from asymptomatic
persons in whom virus replication is restricted, compared
to symptomatic patients in whom there is active viral rep-
lication (Figure 3A). This pattern of miR-29a expression
was also observed in the plasma of asymptomatic and
symptomatic patients (Figure 3B). We noted that miR-29a
levels in PBMCs of healthy persons were higher than in
HIV-infected persons, but the plasma levels of miR-29a
showed an opposite trend (Figure 3A, B). Multiple tissues
and cell types contribute the miR-29a in plasma, the regu-
lation of which following HIV infection is poorly under-
stood. We also observed recently that cellular levels of a
given miRNA do not necessarily correlate with its secreted
levels; some miRNAs are selectively retained in cells while
others are preferentially secreted [26].
Previous studies on the role of miRNAs in HIV infec-

tion and pathogenesis have largely focused on acute in-
fection models that involve actively replicating virus.
Microarray analysis of acutely infected PBMCs showed
downregulation of miR-29a and similar results were ob-
served in PBMCs isolated from HIV infected individuals
Figure 3 MiR-29a levels in HIV-infected persons correlate with diseas
groups – asymptomatic and symptomatic based on their CD4 counts. (A) P
quantified for miR-29a levels as described in Materials and Methods. The no
values are shown.
with high viral load [15,16]. These results directly sup-
port our hypothesis. In the U1 and J1.1 latency models
we observed miR-29a levels to reduce following PMA
activation and HIV-1 replication, and this correlated with
expression of the Nef protein. Higher levels of miR-29a in
the PBMCs and plasma of HIV-infected asymptomatic in-
dividuals compared to those with symptomatic disease,
also support a role for miR-29a in HIV latency. Whether
the size of the latent reservoir is determined early in infec-
tion or is related to peak viral loads or CD4/CD8 ratio is
currently debatable. Our data support its relation to viral
load, which is lower in asymptomatic individuals.
A functional miR-29a site is located in a highly con-

served region within the HIV-1 nef-3′UTR. Previous stu-
dies have shown that co-transfection of HeLa cells with
the HIV-1 pNL4-3 infectious clone and a miR-29a mimic
leads to reduced p24 levels [15,18]. In physiologically rele-
vant cell line models, we observed that overexpression of
miR-29a further reduced HIV-1 replication, and a knock-
down of miR-29a induced HIV-1 replication in latently in-
fected cells without the need for PMA. Previous studies
have shown that HIV-1 latency is controlled at the tran-
scriptional level, and histone deacetylase (HDAC) inhibi-
tors have been studied to break HIV-1 latency. Different
HDAC inhibitors can induce HIV-1 replication from 2–20
folds in U1 cells [27]. Though the effects of blocking
miR-29a on HIV-1 replication are small compared to
those of HDAC inhibitors, these are still significant. Our
findings suggest that HIV-1 latency may also be controlled
e stage. A cohort of HIV-infected persons was categorized into two
BMCs and (B) plasma from this cohort as well as healthy persons were
rmalized 1/Ct values are plotted for each individual sample. The p
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at the post-transcriptional levels. This offers the opportu-
nity for synergism with HDAC inhibitors in purging viral
reservoirs.
The interaction of miR-29a and 3′UTR of HIV-1 RNA

is sufficient for targeting the latter to the P bodies; the
disruption of P bodies results in enhanced viral repli-
cation [19]. Host or environmental cues might release
viral mRNAs from P bodies and thus release the sup-
pression on viral replication [19]. Along these lines, in-
creased miR-29a might target more viral mRNAs to P
bodies and promote latency. The present study shows
that HIV-1 Nef and miR-29a levels are inversely corre-
lated, suggesting another mechanism for its activation
of HIV-1 replication. Our data also suggest a role for
miR-29a in maintaining HIV-1 latency and provides a
new approach to activate (and destroy) latent HIV-1
reservoirs by inhibiting miR-29a. Further investigations
are required to understand the tripartite regulatory axis
of Nef, miR-29a and latency.
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Additional file 1: Materials and Methods.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
PP and MYA performed the experiments; SB and RG identified and provided
the patients; MT and RP carried out laboratory investigations on patients;
PP, MYA and SJ analyzed and interpreted the data and wrote the
manuscript. All authors read and approved the final manuscript.

Acknowledgements
We gratefully acknowledge receiving the HIV-1 infectious clone pNL4-3 from
Dr. Malcolm Martin through the NIH AIDS Reagent Program, Division of
AIDS, NIAID, NIH, and plasmids pMIR-Report-Nef3′UTR, pMIR-Report and
pEGFP-miR-29a from Dr. Beena Pillai at the Institute of Genomics and
Integrative Biology, New Delhi, India. This work was supported by funds from
Department of Biotechnology, Government of India.

Author details
1International Centre for Genetic Engineering and Biotechnology, New Delhi
110067, India. 2National AIDS Research Institute, Pune, India. 3Current
Address: The Wellcome Trust/DBT India Alliance, Plot No. 19, 8-2-684/3 K/19,
Road No. 12, Banjara Hills, Hyderabad 500034, India.

Received: 9 August 2014 Accepted: 11 November 2014

References
1. Lindsay MA: microRNAs and the immune response. Trends Immunol 2008,

29:343–351.
2. Gottwein E: Roles of microRNAs in the life cycles of mammalian viruses.

Current Topics Microbiol Immunol 2013, 371:201–227.
3. Lecellier CH, Dunoyer P, Arar K, Lehmann-Che J, Eyquem S, Himber C, Saib

A, Voinnet O: A cellular microRNA mediates antiviral defense in human
cells. Science 2005, 308:557–560.

4. Guo XK, Zhang Q, Gao L, Li N, Chen XX, Feng WH: Increasing expression of
microRNA 181 inhibits porcine reproductive and respiratory syndrome
virus replication and has implications for controlling virus infection.
J Virol 2013, 87:1159–1171.
5. Sun JZ, Wang J, Yuan D, Wang S, Li Z, Yi B, Mao Y, Hou Q, Liu W: Cellular
microRNA miR-181b Inhibits Replication of Mink Enteritis Virus by
Repression of Non-Structural Protein 1 Translation. PLoS One 2013, 8:e81515.

6. Jopling CL, Yi M, Lancaster AM, Lemon SM, Sarnow P: Modulation of
hepatitis C virus RNA abundance by a liver-specific MicroRNA. Science
2005, 309:1577–1581.

7. Hariharan M, Scaria V, Pillai B, Brahmachari SK: Targets for human encoded
microRNAs in HIV genes. Biochem Biophys Res Commun 2005, 337:1214–1218.

8. Bennasser Y, Le SY, Benkirane M, Jeang KT: Evidence that HIV-1 encodes
an siRNA and a suppressor of RNA silencing. Immunity 2005, 22:607–619.

9. Bennasser Y, Jeang KT: HIV-1 Tat interaction with Dicer: requirement for
RNA. Retrovirology 2006, 3:95.

10. Triboulet R, Mari B, Lin YL, Chable-Bessia C, Bennasser Y, Lebrigand K,
Cardinaud B, Maurin T, Barbry P, Baillat V, Reynes J, Corbeau P, Jeang KT,
Benkirane M: Suppression of microRNA-silencing pathway by HIV-1
during virus replication. Science 2007, 315:1579–1582.

11. Battistini A, Sgarbanti M: HIV-1 latency: an update of molecular
mechanisms and therapeutic strategies. Viruses 2014, 6:1715–1758.

12. Tyagi M, Bukrinsky M: Human immunodeficiency virus (HIV) latency: the
major hurdle in HIV eradication. Mol Med 2012, 18:1096–1108.

13. Gupta A, Nagilla P, Le HS, Bunney C, Zych C, Thalamuthu A, Bar-Joseph Z,
Mathavan S, Ayyavoo V: Comparative expression profile of miRNA and
mRNA in primary peripheral blood mononuclear cells infected with
human immunodeficiency virus (HIV-1). PLoS One 2011, 6:e22730.

14. Yeung ML, Bennasser Y, Myers TG, Jiang G, Benkirane M, Jeang KT: Changes
in microRNA expression profiles in HIV-1-transfected human cells.
Retrovirology 2005, 2:81.

15. Sun G, Li H, Wu X, Covarrubias M, Scherer L, Meinking K, Luk B, Chomchan P,
Alluin J, Gombart AF, Rossi JJ: Interplay between HIV-1 infection and host
microRNAs. Nucleic Acids Res 2012, 40:2181–2196.

16. Houzet L, Yeung ML, de Lame V, Desai D, Smith SM, Jeang KT: MicroRNA
profile changes in human immunodeficiency virus type 1 (HIV-1)
seropositive individuals. Retrovirology 2008, 5:118.

17. Huang J, Wang F, Argyris E, Chen K, Liang Z, Tian H, Huang W, Squires K,
Verlinghieri G, Zhang H: Cellular microRNAs contribute to HIV-1 latency in
resting primary CD4+ T lymphocytes. Nat Med 2007, 13:1241–1247.

18. Ahluwalia JK, Khan SZ, Soni K, Rawat P, Gupta A, Hariharan M, Scaria V,
Lalwani M, Pillai B, Mitra D, Brahmachari SK: Human cellular microRNA
hsa-miR-29a interferes with viral nef protein expression and HIV-1
replication. Retrovirology 2008, 5:117.

19. Nathans R, Chu CY, Serquina AK, Lu CC, Cao H, Rana TM: Cellular microRNA
and P bodies modulate host-HIV-1 interactions. Mol Cell 2009, 34:696–709.

20. Sisk JM, Witwer KW, Tarwater PM, Clements JE: SIV replication is directly
downregulated by four antiviral miRNAs. Retrovirology 2013, 10:95.

21. Folks TM, Justement J, Kinter A, Dinarello CA, Fauci AS: Cytokine-induced
expression of HIV-1 in a chronically infected promonocyte cell line.
Science 1987, 238:800–802.

22. Perez VL, Rowe T, Justement JS, Butera ST, June CH, Folks TM: An HIV
infected T cell clone defective in IL-2 production and Ca++ mobilization
following CD3 stimulation. J Immunol 1991, 147:3145–3148.

23. Ghiglione Y, Turk G: Nef performance in macrophages: the master
orchestrator of viral persistence and spread. Curr HIV Res 2011, 9:505–513.

24. Aqil M, Naqvi AR, Bano AS, Jameel S: The HIV-1 Nef protein binds
argonaute-2 and functions as a viral suppressor of RNA interference.
PLoS One 2013, 8:e74472.

25. Patel P, Khan N, Rani M, Gupta D, Jameel S: The expression of HIV-1 Vpu in
monocytes causes increased secretion of TGFβ that activates profibrogenic
genes in hepatic stellate cells. PLoS One 2014, 9:e88934.

26. Aqil M, Naqvi AR, Mallik S, Bandyopadhyay S, Maulik U, Jameel S: The HIV
Nef protein modulates cellular and exosomal miRNA profiles in human
monocytic cells. J Extracell Vesicles 2014, 3. doi: 10.3402/jev.v3.23129.

27. Rasmussen TA, Schmeltz Sogaard O, Brinkmann C, Wightman F, Lewin SR,
Melchjorsen J, Dinarello C, Ostergaard L, Tolstrup M: Comparison of HDAC
inhibitors in clinical development: effect on HIV production in latently
infected cells and T-cell activation. Hum Vaccin Immunother 2013,
9:993–1001.

doi:10.1186/s12977-014-0108-6
Cite this article as: Patel et al.: The microRNA miR-29a is associated with
human immunodeficiency virus latency. Retrovirology 2014 11:108.

http://www.retrovirology.com/content/supplementary/s12977-014-0108-6-s1.docx

	Abstract
	Background
	Findings
	Conclusions

	Findings
	Additional file
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /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 /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /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 true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


