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Abstract

Background: In human leishmaniasis Th1/Th2 dichotomy similar to murine model is not clearly defined and surrogate
marker(s) of protection is not yet known. In this study, Th1/Th2 cytokines (IL-5, IL-10, IL-13 and IFN-y) profile induced by
purified CD4%/CD8" T cells in response to Leishmania antigens were assessed at transcript and protein levels in 14
volunteers with a history of self-healing cutaneous leishmaniasis (HCL) and compared with 18 healthy control volunteers.

Methodology/Principal Findings: CD4"/CD8"/CD14" cells were purified from peripheral blood using magnetic beads;
CD47/CD8" T cells were co-cultured with autologous CD14" monocytes in the presence of soluble Leishmania antigens
(SLA). Stimulation of either CD4* T cells or CD8" T cells of HCL volunteers with SLA induced a significantly (P<<0.05) higher
IFN-y production compared with the cells of controls. Upregulation of IFN-y gene expression in CD4" cells (P<0.001) and
CD8" cells (P=0.006) of HCL volunteers was significantly more than that of controls. Significantly (P<0.05) higher fold-
expression of IFN-y gene was seen in CD4" cells than in CD8" cells. In HCL volunteers a significantly (P=0.014) higher
number of CD4" cells were positive for intracellular IFN-y production than CD8" cells.

Conclusions/Significance: Collectively, the volunteers have shown maintenance of specific long-term immune responses
characterized by a strong reaction to leishmanin skin test and IFN-y production. The dominant IFN-y response was the result
of expansion of both CD4* and CD8" T cells. The results suggested that immune response in protected individuals with a
history of zoonotic cutaneous leishmaniasis (ZCL) due to L. major is mediated not only through the expansion of antigen-
specific IFN-y producing CD4* Th1 cells, but also through IFN-y producing CD8* T cells.
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Introduction

Leishmaniasis is expanding both by increasing the incidence rate
in endemic foci and extending the disease to new regions [1,2].
Control measures against leishmaniasis are not fully effective,
chemotherapy is not always successful, and drug resistant is
emerging [3-5]. Although theoretically development of an effective
vaccine against leishmaniasis is feasible but yet there is no vaccine
available against any form of leishmaniasis [6,7]. CD4" T cells upon
activation differentiate into functional effector Thl and/or Th2
subsets and the outcome of Leishmania major infection in murine
model is dependent upon the type of immune response generated: in
most strains of mice L. major infection induces a Th1 type of response
associated with a high level of IFN-y, low level of IL-4, and similar
to human cutaneous leishmaniasis the lesion(s) heals spontaneously
and the animals are protected against further infection; whereas L.
major infection in BALB/ ¢ mice induces a Th2 response and a high
level of IL-4 and low level of IFN-y, as a result the disease is fetal
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[8,9]. The mechanism(s) of protection in human leishmaniasis is not
well characterized; however, the role of T lymphocytes and Thl1/
Th2 cytokine profile are extensively studied [10-16]. In human
leishmaniasis, peripheral blood mononuclear cells (PBMC) are
routinely collected from patients with different clinical pictures of
cutaneous leishmaniasis (CL) for immunological investigations.
Results from the majority of these studies showed that PBMC of
healing or cured cases of CL produce significant amount of IFN-y in
response to Leishmania antigens [17,18]. There is evidence
demonstrating CD4" T cells collected from patients with CL or
mucocutaneous leishmaniasis (ML) or individuals with history of CL.
produced a high level of IFN-y in response to Leishmania antigens
which is an indication of a Thl1 like response [10,11]; Conversely, T
cells from patients with diffuse CL (DCL) failed to express IL-2
receptor and did not produce IFN-y in response to Leishmania
antigens, whereas IL.-4 mRNA markedly increased in DCL lesions
[17,18]. A clear Th1/Th2 dichotomy similar to murine model is not
yet defined in human leishmaniasis [19].
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Author Summary

Cutaneous leishmaniasis (CL) is usually a self-healing skin
lesion caused by different species of Leishmania parasite.
Resistance and susceptibility of mice to Leishmania major
infection is associated with two types of CD4+ T
lymphocytes development: Th1 type response with
production of cytokine IFN-y is associated with resistance,
whereas Th2 type response with production of cytokines
IL-4 and IL-5 is associated with susceptibility. A clear Th1/
Th2 dichotomy similar to murine model is not defined in
human leishmaniasis and we need as much information as
possible to define marker(s) of protection. We purified
CD4*/CD8" T cells, stimulated them with Leishmania
antigens and analysed gene and protein expression of
Th1/Th2 cytokines in volunteers with a history of self-
healing CL who are presumed to be protected against
further Leishmania infection. We have seen significant
upregulation of IFN-y gene expression and high IFN-y
production in the Leishmania stimulated CD4* T cells and
CD8" T cells. We concluded that both antigen-specific IFN-
v producing CD4" Th1 cells and IFN-y producing CD8" T
cells contribute to the long term protection in individuals
with a history of CL. This proves the importance of CD8+ T
cells as a source of IFN-y in Th1-like immune responses.

There are reports which showed that CD8" T cells play a role in
controlling intracellular pathogens including protozoal and viral
infections. CD8" T cells are shown to confer a significant role in
protection against acute and chronic form of Toxoplasma gondii
infection [20]. In early stage of murine toxoplasmosis, CD8" T
cells hamper parasite dissemination by either direct lysis of
infected cells or through release of cytokines. During chronic
infection CD8" T cells limit Zoxoplasma cyst formation in tissues
[21,22]. Immunity against malarial sporozoites is mediated
partially by neutralizing antibodies, but largely depends on
antigen specific CD8" T cells, thus vaccines are designed based
on induction of infection-blocking CD8" T cells [23,24]. CD8" T
cells are also important in the control of HIV infection [25-27].
During HIV infection, CD8" T cells recognize infected cells
through an MHC-I dependent process and viral infected cells are
lysed by secretion of perforin and granzymes [28]. Most patients
chronically infected with HIV show CD8" T cell response against
HIV virus, but the response is not enough to successfully control
viral replication [25-27]. In Listeria monocytogenes infection, both
CD4" and CD8" T cells contribute in induction of protection, but
the major bactericidal role is attributed to GD8" T cells [29]. In
experimental models of leishmaniasis, CD8" T cells, in cooper-
ation with GD4" T cells, appear to be involved in the induction of
host immunity against both primary infection and reinfection of
Leishmania parasite [30-32]. In L. major infected CD8" depleted
BALB/c mice, during lesion healing the frequency of IFN-y
producing CD4" T cells and the amount of IFN-y are diminished
resulted in a higher parasite burden [30]. In a study performed on
C57BL/6 mice, infection with low dose of L. mgor induces a
transient Th2 type response and then shifts to a Thl response
associated with healing. Induction of this Thl type of response
partly depends on the activation of IFN-y producing CD8" T cells
and in the absence of CD8" T cells, the Th2 response is sustained
[33]. In mouse model of both genetically resistant and susceptible
(that were rendered resistant) backgrounds, CD8" T cells have
been demonstrated to produce IFN-y and contribute to the rapid
healing of secondary lesions which develop after primary challenge
with L. major [31].
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There are reports from New World leishmaniasis which showed
that CD8" T cells are involved in healing process of CL due to L.
braziliensis [34-37]. However, to our knowledge there is no data
available about the possible role of CD8" T cells and their
cytokines in CL due to L. mgjor.

In leishmaniasis, most of the data generated so far is drawn from
PBMCs culture without separation of T cell subtypes
[10,12,13]which makes it difficult to judge the role of Th1/Th2
CD4" cells and CD8" T cells. In the current study two major
lymphocyte subtypes, CD4* and CD8" T cells, were purified from
individuals with history of self-healing CL and cytokine pattern
were analyzed at transcript and protein levels in response to
Leishmania antigens.

Materials and Methods

Study population and ethical considerations

The study was approved by Ethical Committee of Tehran
University of Medical Sciences. Potential candidates were invited
and those who were willing to participate and sign a written
informed consent were recruited.

Fourteen volunteers with history of self-healing CL (HCL)
caused by L. major and with leishmanin skin test (LST) more than
zero and as control 18 healthy volunteers from non-endemic area
with no response to LST were included. HCL volunteers were
selected among the previous Center’s patient who received no
treatment for the CL lesion(s) and the lesion(s) cured spontaneously
within one year of onset. The causative agent of every CL patient
was previously identified as L. major using PCR method.

Soluble Leishmania antigen preparation

Leishmania magor MRHO/IR/75/ER) was cultured on NNN
medium and passaged on RPMI 1640 (Gibco Invitrogen,
Carlsbad, CA, USA) supplemented with 10% fetal calf serum
(FCS). Promastigotes were harvested at day 5, washed 3 times with
PBS (pH 7.2) and used for preparation of soluble Leishmania
antigen (SLA) as previously described [14]. Briefly, protease
mnhibitor cocktail enzyme (Sigma, St. Louis, MO, USA) was added
at 100 pl per 1x10° promastigotes, and then the parasites were
freeze-thawed 10 times followed by sonication at 4°C with two 20-
sec blasts. Parasite suspension was centrifuged at 30,000 xg for
20 min, the supernatant was collected and re-centrifuged at
100,000 xg for 4 hours. SLA protein concentration was measured
using Bradford method [38]. Finally the supernatant was sterilized
using 0.22 um membrane filter, aliquoted and stored at —20°C
until use.

Purification of CD4%/CD8"/CD14" cells

Twenty mL of blood sample was collected from each volunteer
and Peripheral Blood Mononuclear Cells (PBMCs) were isolated
using Ficoll-Hypaque (Sigma, St. Louis, MO, USA) density
gradient centrifugation. CD4* and CD8" lymphocytes isolation
was performed using magnetic beads system (StemCell Technol-
ogies Inc., Vancouver, BC, Canada) by positive selection using
anti-CD4 or anti-CD8 coated nanoparticles. Briefly, cell suspen-
sion was prepared at a concentration of 1x10” cells/ml in a 5 ml
tube in isolation buffer containing PBS plus 2% (v/v) FBS and
I mM EDTA. EasySep CD4/CD8 cocktail Abs was added at
10 pul/ml cells, mixed well and incubated at room temperature
(RT) for 15 min. Magnetic nanoparticles were added at 5 pl/ml
cells and incubated for 10 min at RT. The cell suspension was
brought to 2.5 ml by adding buffer and the tube was placed into
the magnet for 5 min, then the supernatant was discarded. The
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desired cells were remained bound inside the tube. The steps of
placing tube into the magnet were repeated three times.

Monocytes (CD14") were isolated from autologous PBMC. by
negative selection according to the manufacturer’s instruction
(StemCell Technologies Inc., Vancouver, BC, Canada). Briefly,
cell suspension was prepared at a concentration of 5x10° cells/ml
in isolation buffer. EasySep monocyte enrichment cocktail Abs was
added at 5 pl/ml cells, mixed well and incubated at 4°C for
10 min. Magnetic microparticles were added at 5 pl/ml cells for
5 min at 4°C. The cell suspension was brought to 2.5 ml by
adding buffer and the tube was placed into the magnet, for
2.5 min at RT. The desired unbound fraction was transferred into
a new tube.

The purity of the yielded lymphocytes or monocytes was more
than 95% by flow cytometry analysis using specific conjugated
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mAb (Fig. 1). The contamination of CD8" T cells with NK cells
was less than 9% using o-CD56 mAb.

Purified CD4"/CD8" T cell culture

Monocytes were co-cultured with sorted lymphocytes as antigen
presenting cells (APCs) following mitomycin C (Merk, Darmstadt,
Germany) treatment at a final concentration of 10 pg/ml for
30 min at 37°C with 5% CO2.

The cells were cultured in RPMI 1640 media supplemented
with 10% heat-inactivated human AB Rh+ serum, 10 mM/L
Hepes, 2 mM L-glutamine, 100 U/ml penicillin G and 100 ug/
ml streptomycin (Gibco Invitrogen, Carlsbad, CA, USA). CD4" or
CD8" lymphocytes were adjusted to 0.5-1x10° cells/ml mixed
with 1:10 of autologous monocytes and were cultured in U-
bottomed 96-well plates (Nunc, Roskilde, Denmark) in the
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Figure 1. The purity of peripheral blood enriched CD4" and CD8" T cell populations after magnetic beads isolation. CD4" (A) and
CD8" (B) lymphocytes were isolated from a cell suspension of PBMC by positive selection using CD4/CD8 cocktail Abs and anti-CD4 or anti-CD8
coated magnetic nanoparticles. The purity of yielded T cell populations was analysed by flow cytometry using conjugated mAbs.

doi:10.1371/journal.pntd.0000845.g001
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presence of either 10 pg/ml PHA or 50 pg/ml of SLA in a final
volume of 200 pl. Plates were incubated at 37°C with 5% CO2 in
humidified atmosphere for 72 hrs.

ELISA cytokine assay

Culture supernatants were collected at 72 hours, the level of 1L-
5, IL-10, IL-13 and IFN-y were titrated in culture supernatants
using ELISA method (Mabtech, Stockholm, Sweden). Briefly, the
plates were coated with anti-IFN-vy/IL-5/IL-10/IL-13 mAb in
PBS, pH 7.4, and incubated at 4°C over night. After blocking the
wells using buffer containing PBS plus 0.05% (v/v) Tween 20 and
0.1% (w/v) BSA, supernatants were added to each well. Biotin-
labeled mAb in incubation buffer was added to each well and as
enzyme streptavidin-HRP was used. The reaction was developed
using 3,3',5,5"-tetramethylbenzidine (TMB) substrate and stopped
with 0.5M H2SO4 solution. The plates were washed after each
step of incubation using PBS+0.05% (v/v) Tween20. The plates
were read at 450 nm using a reader (BioTek, Winooski, VT,
USA). The mean optical densities (ODs) of triplicate cultures were
compared with the standard curves prepared using recombinant
IL-5, IL-10, IL-13 and IFN-y. The cytokine levels represent the
differences between the ODs of test and background wells. The
detection limit of the assays was 4 pg/ml for IL-5 and 0.5 pg/ml
for IL-10, 5 pg/ml for IL-13 and 2 pg/ml for IFN-y.

Intracellular Cytokine Staining (ICS)

After SLA stimulation, part of the cells was used for ICS assay.
Cells were adjusted at 5x10° per ml and stimulated with PMA
(Sigma, St. Louis, MO, USA) 50 ng/ml plus Ionomycin calcium
(Sigma) 500 ng/ml and incubated at 37°C, 5% CO2 for 5-6 hrs.
Monensin (Sigma) was added at 25 pM/ml during the last 4-5 hrs
of culture for blocking. Cells were harvested and washed 2 times
with PBS (pH 7.2) plus 0.1% bovine serum albumin (BSA). The
cells were permeabilized using BD Cytofix/Cytoperm kit according
to the manufacturer’s instruction (BD Biosciences, San Jose, CA,
USA). In the final step, cells were stained with FITC-conjugated
mouse anti-human IFN-y and PE-conjugated rat anti-human IL-2
(BD Biosciences, San Jose, CA, USA). Cells were washed x2 with
perm/wash buffer and resuspended in PBS (pH 7.2) plus 1% BSA.
Cells were analyzed using Partec flow cytometer (DAKO cytoma-
tion, Glostrup, Denmark) while isotype matched negative controls
were used to set the threshold of autofluorescence. A minimum of
50,000 events were acquired for each sample. FACS data analysis
was performed using FloMax (DAKO cytomation) software.

RNA extraction

At the time of supernatants collection (at day 3), the SLA
stimulated cells were harvested and used for RNA extraction. The
procedure began with reverse transcription of mRNA to cDNA.
The cDNA was then used as template for Real-time PCR using

Table 1. Sequence of primer pairs for different amplicons.
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specific primer of each cytokine. Solutions were treated and
glassware was filled with 0.1% (v/v) diethylpyrocarbonate (DEPC)
(Merck, Darmstadt, Germany) in H20.

The cell pellet was resuspended in cold PBS (pH 7.2) and lysed
by addition of 0.2 mL of Trizol (Sigma, St. Louis, MO, USA) per
1x10° cells. RNA was solublized through pipetting and incubated
at RT for 5 min. Then 0.2 ml chloroform was added per 1 ml of
homogenate, the suspension was shook vigorously and kept on ice
for 5 min followed by centrifugation for 15 min, 12,000 xg at 4°C.
The upper phase was collected and added to an equal volume of
isopropanol and incubated at 4°C over night. Then the cell
suspension was centrifuged at 12,000xg, 4°C for 15 min, the
supernatant was discarded and the RNA pellet was washed with
1 ml 75% ethanol at 7,500 xg for 8 min. At the end, the pellet was
drayed briefly and dissolved in DEPC treated water. The purity of
RNA samples was assessed by the ratio of ODs at 260/280 nm
using UV spectrophotometry.

Real-time PCR

Reverse transcription was carried out using RevertAid M-
MuLV enzyme (Fermentas life sciences, York, UK) in a 30 uL
reaction mixture. Briefly, 1 uL (0.5 pg) of oligo dT' g primer was
added to about 3 pg of total RNA, mixed and incubated at 70°C
for 5-10 min. The tube was placed on ice for a few minutes,
centrifuged briefly and added with: 4 pL. of 5X reaction buffer,
1 uL 10 mM dNTPs, 20 u RNase inhibitor (RiboLock; Fermentas
life sciences) and DEPC treated water up to 30 pL. Tube was
incubated at 37°C for 5 min, the contents were mixed gently and
then added with 100 U of enzyme. The reaction mixture was
incubated at 42°C for 60 min. The enzyme was inactivated by
heating at 70°C for 10 min. and chilled on ice. In a Real-time
PCR MicroAmp optical 96-well reaction plate (Applied Biosys-
tems, Foster City, CA, USA) for 25 ul reaction mixture the
followings in each optical well were prepared: 12.5 pl QuantiTect
SYBR Green I (Qiagen, Hilden, Germany), 3 ul cDNA, 2 ul
primer pair mix (0.5 pM each), 7.5 ul dH20O (For sequences of
primer pairs see Table 1).

For normalizing the difference in the amount of inputting
cDNAs, the housekeeping gene glyceraldehyde-3-phosphate
dehydrogenase (GAPDH) was used as the internal standard.
Samples and internal standard were amplified in separate wells of
the plate. Two-step thermal profile as a PCR program was set up
on the SDS software (version 1.3.1) of Applied Biosystems 7,500
machine (Applied Biosystems, Foster City, CA, USA).

—95°C 5min 1 cycle

—95°C15s>60°C 32s 40 cycles

GENE FORWARD REVERSE PRODUCT SIZE (bp)
IFN-y IFN-TGTCCAACGCAAAGCAATAC TCGACCTCGAAACAGCATCT 106
IL-5 CTTGGCACTGCTTTCTACTCATC TGCAGGTAGTCTAGGAATTGGTT 261
IL-10 GCCGTGGAGCAGGTGAAG AGTCGCCACCCTGATGTCT 144
IL-13 AACATCACCCAGAACCAGAAG CAGAATCCGCTCAGCATCC 158
GAPDH GAAGGTGAAGGTCGGAGTC GAAGATGGTGATGGGATTTC 226

doi:10.1371/journal.pntd.0000845.t001
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The dissociation curve on the instrument software was set as
follows:

—95°C15s>60°C 1 min>95°C 15s 1 cycle

Software generates reports including amplification plots and
dissociation curves. Any bimodal dissociation curve or abnormal
amplification plots were checked to see if there is an indication of
different Tms and nonspecific products.

The Ct (threshold cycle) of each sample was used in gene
relative expression calculation. The 9722 method was used to
calculate relative changes in the gene expressions:

Normalized relative expression of sample to calibrator =2~ 44¢t

While

ACt=Ct Target— Ct GAPDH; and

AACt=ACt treated sample — ACt unstimulated blank.

Efficiency assay: Validation of AACT method

To have a valid calculation of 272 the amplification
efficiencies of the target and reference (GAPDH) genes must be
approximately equal. For this purpose, the Ct values variation
with ¢cDNA template dilutions was checked. A pooled cDNA
preparation was diluted over a 10-fold range and PCR was
performed for each dilution using specific primers. A plot of the
log cDNA dilution versus C'T" was prepared. The slope of each line
was obtained from regression equation and the efficiencies of the
target and reference genes were calculated using the equation:

Efficiency (E)=[10 (1/slopy)

Statistical analysis

Non-parametric tests of Mann-Whitney, Kruskal-Wallis and
Dunn’s post-test for paired comparisons were used for statistical
analysis of the data using SPSS version 11.5 (SPSS Inc., Chicago,
IL, USA) and GraphPad Prism version 5.01 (GraphPad Software
Inc., La Jolla, CA, USA) softwares. Nonparametric tests were
chosen because the samples did not follow a Gaussian distribution.
P value of <0.05 considered to be significant.

Results

Basic information of the studied population is outlined in

Table 2.

ELISA for cytokine production assay for CD4*/CD8" T cells

Using ELISA method, cytokine profile (IFN-y, IL-10, IL-13)
were measured on supernatants collected at 72 hrs of SLA
stimulated PBMC or CD4*, CD8" T cells culture. The amount of
IFN-y level was significantly higher in PBMC culture of HCL
volunteers compared with that of healthy controls (P<<0.05).
Results of purified T cell culture showed that stimulated CD4" T
cells from HCL volunteers induced a significantly higher IFN-y
production compared with cells from healthy controls (P<0.05)
(Fig. 2A). Similarly, stimulated CD8" T cells from HCL volunteers
induced a significantly higher IFN-y production compared with
the cells from healthy controls (£<<0.05) (Fig. 2B). The levels of IL-
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Table 2. Basic information of the volunteers.

Characteristic HCL Control
Sex: M/F 9/5 12/6
Age 29+10.5 349+6.7
Number of lesion 1(1-10) NA
Duration of the lesion(s) (Months) 3 (1.5-5) NA
Time between healing and sampling 1(1-120) NA
(Months)

Leishmanin Skin Test (mm) 10.7+7.48 0

Age and LST: Mean=S.D.

Others: Median (Range).

NA =not applicable.
doi:10.1371/journal.pntd.0000845.t002

10 and 1L-13 were not significantly different in either CD4" or
CD8" T cells between HCL volunteers and healthy controls
(Fig. 2A and B). IL-5 level was not detectable in culture
supernatants of either CD4* or CD8" T cells.

Real-time PCR for cytokine mRNA expression assay in
CD4"/CD8" T cells

The relative quantities of the target genes were normalized
against the relative quantities of the internal standard (GAPDH).
Ct values of amplified templates of antigenic stimulated T cells
were used for calculation of different cytokine gene expressions
using 97AACT ethod. The expression amount was compared
with unstimulated cells of culture and relative fold-expression was
reported. Result for each donor was calculated and then data was
pooled and presented as a mean of HCL volunteers against
healthy controls. Results showed that the upregulation of IFN-y
gene expression in CD4" cells from HCL volunteers was
significantly higher than that of healthy controls (£<<0.001)
(Fig. 3A). Similarly, fold-expression changes of IFN-y gene was
significantly higher in CD8" cells from HCL volunteers compared
to the cells from healthy controls (P=0.006) (Fig. 3B). Comparing
CD4" and CD8" T cells, the significantly higher fold-expression of
IFN-y gene was seen in CD4" cells than CD8" cells of HCL
volunteers.

In both CD4* and CD8" T cell cultures, the changes in the gene
expression of IL-5, IL-10 and IL-13 were not significantly different
between HCL volunteers and healthy controls.

By amplification of serially diluted pooled cDNA, the
amplification efficiency of the target (cytokines) compared to
reference (GAPDH) genes was examined using SYBR Green
detection. Using the equation pointed out in methods, efficiency of
GAPDH was 96% while that of targets were between 91% and
95%.

Intracellular cytokine staining (ICS)

Seventy two hrs after SLA stimulation of CD4"/CD8" T cells,
part of the cells were harvested and stimulated with PMA plus
Ionomycin for 5-6 hrs, stained for intracellular IFN-y with
conjugated mAbs and the frequency of positive cells was analyzed
using flow cytometry. In CD8" cells compartment, antibody to
CD56 marker allowed to exclude IFN-y positive populations of
natural killer cell sources (Fig. 4 A and B). Results of analysis of
cells from HCL volunteers and healthy controls were pooled
separately and presented as median number of intracellular IFN-y
positive CD4" and CD8" T cells (Fig. 4C). Based on this analysis,
HCL volunteers showed that a significantly higher number of
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Figure 2. Cytokine profile of CD4" and CD8" T cells after SLA
stimulation. Purified CD4* and CD8" T cells were adjusted to 1-2x10°
cells/well in a U-bottomed 96-well plates and co-cultured with 1:10 of
mitomycin treated autologous monocytes in cRPMI 1640 supplemented
with 10% human AB Rh+ serum. IFN-y, IL-5, IL-10, and IL-13 were
titrated on supernatant of SLA stimulated of CD4" (A) and CD8* (B) T
cells at 72 hrs of culture using sandwich ELISA method. The amount of
IL-5 was not detectable in the culture supernatants. Filled symbols
represent HCL volunteers; Open symbols represent healthy controls.
doi:10.1371/journal.pntd.0000845.9002

CD4" T cells were positive for intracellular IFN-y production than
CD8" cells (P=0.014).

Discussion

Resistance and susceptibility to L. major infection in murine
model depend upon induction of Thl or Th2 response,
respectively [8,9,39]. Recovery from CL usually is accompanied
with long lasting protection and strong immune response
generation indicated by i wviwo LST and i wvitro lymphocyte
response to Leishmania antigens [10,12,13,19,40], yet in human
leishmaniasis the surrogate marker(s) of protection is not well
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Figure 3. Relative expression of cytokine genes in SLA
stimulated CD4" and CD8" T cells to unstimulated cells (blank
wells) of culture. Total RNA was extracted from stimulated CD4" and
CD8* T cells of culture and reverse transcription of mRNA to cDNA was
performed using M-MuLV enzyme. Two steps Real-time PCR was set on
cDNA samples using SYBR Green | system and specific primer pairs.
Threshold cycles (Cts) of each amplicon was used for further analysis.
The relative quantities of the target genes were normalized against the
relative quantities of the internal standard (GAPDH). Fold-expression
changes were calculated using the equation 27 2A°T. A) relative
expression of cytokine genes in CD4" T cells B) relative expression of
cytokine genes in CD8" T cells.

doi:10.1371/journal.pntd.0000845.g003

defined. Most of the studies performed on human immune
response against leishmaniasis is carried out on crude PBMCs
without purifying CD4" T cell and CD8" population and there is
no report to show a clear-cut CD4" Th1/Th2 response [34]. In
the current study cytokines patterns of CD4" Th1/Th2 and CD8"
T cells in volunteers recovered from CL is evaluated at the
transcript and protein levels.

The results of soluble Leishmania antigens (SLA) stimulated cells
showed that pure CD4" T cells induced a significantly higher IFN-
v production in HCL volunteers compared to that of healthy
controls, IL-5 as a Th2 type cytokine was not detectable and IL-10
and IL.-13 levels were not significantly different in culture of T cells
from HCL volunteers compared with that of healthy controls. At
the same time, the level of cytokiness mRNA expression was
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Figure 4. Frequency of purified CD4"/CD8" T cells producing intracellular IFN-y. A portion of the cells at 72 hrs of SLA stimulation was used
for ICS assay. Cells were adjusted at about 5x10°/ml and stimulated with PMA + lonomycin for 5-6 hrs. Monensin was added during the last 4-5 hrs
of culture. Cells were permeabilized and stained for intracellular IFN-y with conjugated mAbs. A) One representative flow cytometry plot showing
intracellular IFN-y positive fractions of gated populations of CD4" and CD8" T cells in HCL volunteers. B) One representative flow cytometry plot
showing intracellular IFN-y positive fractions of gated populations of CD4* and CD8" T cells in healthy controls. C) Flow cytometry data of all
volunteers were pooled and are shown as Median (horizontal line) with interquartile ranges (box) and range (whiskers) of intracellular IFN-y positive

cells.
doi:10.1371/journal.pntd.0000845.9g004

evaluated to detect T cell cytokine responses to Leishmania
stimulation at transcript level, after several experiments to explore
the optimum stimulation time points for mRNA analysis.
Simultaneous analysis of cytokines gene expression showed a
strong up-regulation of Thl cytokine IFN-y mRNA in CD4" T
cells. In line with the results of secreted proteins, level of Th2
cytokines transcripts including IL-5, IL-10 and IL-13 showed no
significant increase in HCL volunteers compared with healthy
control. The up-regulation of IFN-y transcripts expression in
Leishmania stimulated CD4" T cells consistent with IFN-y secretion
is an indication of Th1 type of response in HCL volunteers parallel
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with no Th2 response indicating by low level of IL-5, IL-10 and
IL-13 cytokines.

Analysis of cytokine secretion and transcript expression of SLA
stimulated CD8" T cells showed also a significantly higher IFN-y
production in HCL volunteers compared to the healthy control
volunteers. Similar to CD4" T cells, the levels of IL-10 and IL-13
were not significantly different in CD8" T cell culture between
HCL volunteers and healthy controls. When CD4" and CD8" T
cell response was compared, the level of IFN-y secretion in SLA
stimulated cells was not significantly different between CD4" and
CD8" cells, but real-time PCR analysis revealed that expression
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level of IFN-y mRNA was higher in CD4" T cells than CD8* T
cells. To confirm the real-time PCR results, part of CD4*/CD8*
sorted T cells were harvested following SLA stimulation and
intracellular production of IFN-y was assessed using flow
cytometry. Results of intracellular cytokine staining (ICS) in
HCL volunteers confirmed that a significantly higher number of
CD4" T cells produced intracellular IFN-y compared with CD8"
T cells (median =15% vs. 8%). Based on the results it seems that
the source of IFN-y production is both CD4+ Thl cells and CD8+
cells in individuals with history of CL.

The role of CD8" T cells in human Leishmania infection is not
well known and existed reports are controversial. In a study
performed on Sudanese individuals it was suggested that IFN-y
production is associated with CD4" T cells rather than CD8* T
cells in individuals with history of CL due to L. major [40]. A report
from New World leishmaniasis showed that in both asymptomatic
and antimonial treated CL individuals caused by L. braziliensis, a
higher proportions of CD4" than CD8" T cells was present [34].
In another report the authors showed that after treatment of CL
due to L. braziliensis, the frequency of CD4" and CD8* T cells was
the same with approximately constant production of IFN-y [41].
On the other hand, some clinical studies reported high numbers of
Leishmania specific CD8" T cells in the lesions and peripheral blood
during acute phase and healing process in L. major or L. braziliensis
CL patients [42,43]. In mice, the requirement of CD8" T cells for
the control of L. major infection is shown to be partly dependent on
the procedure of challenge: B2-microglobuine or CD8" deficient
C57BL/6 mice when challenged with high dose of L. mgjor have
the ability to cure the lesion, which indicates that GD8" T cells are
not necessary for the control of primary [44] infection, while in the
intradermal challenge with low dose (100 metacyclic promastigotes
into the ear dermis) the outcome of primary L. mgor infection in
anti-CD8 Ab treated or CD8 deficient mice was dependent on the
CD8" T cells [45]. The role of CD8" T cells was studied in CBA
and anti-CD4 mAb treated BALB/c mice healed from L. major
infection. The cured mice were re-challenged with L. major in the
contralateral footpad and lymph nodes cells were depleted of
CD4" T cells and stimulated i vitro. The remaining CD8" T cells
produced a significant amount of IFN-y [31]. It is believed that in
the resolution of the primary Leishmania infection and induction of
protection in murine model CD8" T cells play an important role
[31].

In the present study, following the isolation of CD4+/CD8+ T
cells, Th1/Th2 cytokines were titrated on culture supernatant of in
vitro restimulated T cells to check the type of immune response
elicited against Leishmania antigen. The main cytokine produced
was found to be IFN-v in the volunteers’ T cells. IFN-y eliminates
intracellular pathogens primarily through macrophage activation.
Macrophages upon activation produce nitric oxide (NO) which
inhibits growth of intracellular pathogens. It is shown that during
active lesion of CL due to L. major the proliferative response and
IFN-y production of PBMC was increased [12,46] and T cells
from healed CL produced a significantly higher level of IFN-y but
a low level of IL-10 than the cells from controls [14,15,40].
Similarly, studies in L. braziliensis infection demonstrated a Thl/
Th2 mixed response in early stage of active CL [11,42] and then a
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sustained Thl response with elevated level of IFN-y and down-
regulation of IL-4 and IL-10 production were seen apparently
associated with healing [11]. Likewise, the presence of high level of
IFN-7v in the skin lesions of CL patients support the role of IFN-y
in healing process [46]. Using RT-PCR, the cytokine patterns of
skin lesions of CL patients showed predominance IFN-y, and low
levels of IL-5 and IL-10 [17]. The contribution of IFN-y to the
recall of immunological memory against L. major reinfection was
assessed in mice. The neutralization of IFN-y at the time of
reinfection reduced the specific DTH response, showing the
involvement of IFN-v in the recall of memory response to L. major
[31]. Similarly in intracellular infection with 7. gondi, it is shown
that CD8" T cells confers resistance against acute infection [20]
and IFN-y producing CD8" T cells play a significant role in
controlling chronic 7. gondii infection and inhibits encephalitis in
mouse model [21,22].

In the current study, even though using real-time PCR the
expression level of IFN-y transcripts in CD8" cells was less than
CD4" cells, but interestingly a significant amount of IFN-y was
produced by CD8" T cells in cell culture and around 5-12% of
CD8" cells was positive for IFN-y secretion by ICS assay. It is
concluded that CD8" T cells contribute along with CD4" Thl
cells in IFN-y production in individuals with history of CL. Despite
the limited reports of CD4" Th1 cells as the main source of IFN-y
production in CL patients [47,48] in most studies of CD4" Th1/
Th2 paradigm in human CL, PBMCs rather than purified T cells
were used, hence the role of IFN-y producing CD8* T cells should
not be ruled out when reporting a ““I'h1” type response in PBMC
culture.

The strong lymphoproliferative and IFN-y response in self
healing CL caused by L. braziliensis is previously shown [49,50]. In
the current study, HCL volunteers with spontaneous healing
during 1.5-5 months were recruited. Individuals with history of
self healing CL are presumed to be protected against further
Leishmania infection. The blood samples were collected a few
months to years after cure of CL lesions. The strong LST response
(mean LST =10.7%£7.5 mm) and IFN-y production is an indica-
tion of sustaining cell mediated immune response. This sustaining
protective immunity is mediated not only through the expansion of
antigen-specific IFN-y producing CD4" Thl cells, but also
through IFN-y producing CD8" T cells. The question that which
one of these T cell subsets plays a more important role in IFN-y
production at the initiation of exposure to sand fly bite needs to be
explored.

Acknowledgments

Authors would like to thank Mr. S.E. Eskandari and Mrs. A. Miramin
Mohammadi for their kind help in this experiment.

Author Contributions

Conceived and designed the experiments: MNR HK AK. Performed the
experiments: MNR RE TS. Analyzed the data: MNR. Contributed
reagents/materials/analysis tools: MNR AS FM. Wrote the paper: MNR
AK.

4. Modabber F, Buffet PA, Torreele E, Milon G, Croft SL (2007) Consultative
meeting to develop a strategy for treatment of cutaneous leishmaniasis. Institute
Pasteur, Paris. 1315 June, 2006. Kinetoplastid Biol Dis 6: 3.

5. Khatami A, Firooz A, Gorouhi F, Dowlati Y (2007) Treatment of acute Old
World cutancous leishmaniasis: a systematic review of the randomized
controlled trials. J] Am Acad Dermatol 57: 335-329.

October 2010 | Volume 4 | Issue 10 | e845



23.

24.

26.

27.

28.

. Khamesipour A, Rafati S, Davoudi N, Maboudi F, Modabber F (2006)

Leishmaniasis vaccine candidates for development: a global overview.

Indian J] Med Res 123: 423-438.

. Noazin S, Khamesipour A, Moulton LH, Tanner M, Nasseri K, et al. (2009)

Efficacy of killed whole-parasite vaccines in the prevention of leishmaniasis: a
meta-analysis. Vaccine 27: 4747-4753.

. Locksley RM, Heinzel FP, Sadick MD, Holaday BJ, Gardner KD Jr. (1987)

Murine cutaneous leishmaniasis: susceptibility correlates with differential
expansion of helper T-cell subsets. Ann Inst Pasteur Immunol 138: 744-749.
Sacks D, Noben-Trauth N (2002) The immunology of susceptibility and
resistance to Leishmania major in mice. Nat Rev Immunol 2: 845-858.

. Ajdary S, Alimohammadian MH, Eslami MB, Kemp K, Kharazmi A (2000)

Comparison of the immune profile of nonhealing cutaneous Leishmaniasis
patients with those with active lesions and those who have recovered from
infection. Infect Immun 68: 1760-1764.

. Castellano LR, Filho DC, Argiro L, Dessein H, Prata A, et al. (2009) Th1/Th2

immune responses are associated with active cutancous leishmaniasis and clinical
cure is associated with strong interferon-gamma production. Hum Immunol 70:

383-390.

. Habibi GR, Khamesipour A, McMaster WR, Mahboudi F (2001) Cytokine gene

expression in healing and non-healing cases of cutaneous leishmaniasis in
response to in vitro stimulation with recombinant gp63 using semi-quantitative

RT-PCR. Scand J Immunol 54: 414-420.

. Mahmoodi M, Khamesipour A, Dowlati Y, Rafati S, Momeni AZ, et al. (2003)

Immune response measured in human volunteers vaccinated with autoclaved
Leishmania major vaccine mixed with low dose of BCG. Clin Exp Immunol
134: 303-308.

Nateghi Rostami M, Keshavarz Valian H, Eskandari SE, Miramin
Mohammadi A, Shahrestani ST, et al. (2010) Differential in vitro CD4 +/
CD8+ T cell response to live vs. killed Leishmania major Parasite Immunol 32:

101-110.

. Nateghi Rostami M, Khamesipour A, Eskandari SE, Miramin Mohammadi A,

Sarraf-Nejad A, et al. (2008) Flow cytometric analysis of Leishmania reactive
CD4+/CD8+ lymphocyte proliferation in cutaneous leishmaniasis. Iranian
J Parasitol 3: 9-18.

. Ruiz JH, Becker I (2007) CD8 cytotoxic T cells in cutaneous leishmaniasis.

Parasite Immunol 29: 671-678.

. Caceres-Dittmar G, Tapia IJ, Sanchez MA, Yamamura M, Uyemura K, et al.

(1993) Determination of the cytokine profile in American cutaneous leishman-
iasis using the polymerase chain reaction. Clin Exp Immunol 91: 500-505.
Castes M, Cabrera M, Trujillo D, Convit J (1988) T-cell subpopulations,
expression of interleukin-2 receptor, and production of interleukin-2 and gamma
interferon in human American cutaneous leishmaniasis. J Clin Microbiol 26:
1207-1213.

. Rogers KA, Titus RG (2004) The human cytokine response to Leishmania

major early after exposure to the parasite in vitro. J Parasitol 90: 557-563.

. Parker SJ, Roberts CW, Alexander J (1991) CD8+ T cells are the major

lymphocyte subpopulation involved in the protective immune response to
Toxoplasma gondii in mice. Clin Exp Immunol 84: 207-212.

Suzuki Y (2002) Immunopathogenesis of cerebral toxoplasmosis. JInfectDis 186
Suppl 2: $234-8240.

. Wang X, Michie SA, Xu B, Suzuki Y (2007) Importance of IFN-gamma-

mediated expression of endothelial VCAM-1 on recruitment of CD8+ T cells
into the brain during chronic infection with Toxoplasma gondii. J Interferon
Cytokine Res 27: 329-338.

Hafalla JC, Cockburn IA, Zavala I (2006) Protective and pathogenic roles of
CD8+ T cells during malaria infection. Parasite Immunol 28: 15-24.
Miyakoda M, Kimura D, Yuda M, Chinzei Y, Shibata Y, et al. (2008) Malaria-
specific and nonspecific activation of CD8+ T cells during blood stage of
Plasmodium berghei infection. J Immunol 181: 1420-1428.

. McMichael A, Hanke T (2002) The quest for an AIDS vaccine: is the CD8+ T-

cell approach feasible? Nat Rev Immunol 2: 283-291.

McMichael AJ, Ogg G, Wilson J, Callan M, Hambleton S, et al. (2000) Memory
CD8+ T cells in HIV infection. Philos Trans R Soc Lond B Biol Sci 355:
363-367.

Papagno L, Spina CA, Marchant A, Salio M, Rufer N, et al. (2004) Immune
activation and CD8+ T-cell differentiation towards senescence in HIV-1
infection. PLoS Biol 2: E20.

Gulzar N, Copeland KF (2004) CD8+ T-cells: function and response to HIV
infection. Curr HIV Res 2: 23-37.

@ www.plosntds.org

29.

30.

31.

32.

33.

34.

36.

37.

38.

39.

40.

41.

42.

43.

44.

46.

47.

48.

50.

Role of CD8+ T Cells in Cutaneous Leishmaniasis

Lara-Tejero M, Pamer EG (2004) T cell responses to Listeria monocytogenes.
Curr Opin Microbiol 7: 45-50.

Herath S, Kropf P, Muller I (2003) Cross-talk between CD8(+) and CD4(+) T
cells in experimental cutaneous leishmaniasis: CD8(+) T cells are required for
optimal IFN-gamma production by CD4(+) T cells. Parasite Immunol 25:
559-567.

Muller I, Kropf P, Etges RJ, Louis JA (1993) Gamma interferon response in
secondary Leishmania major infection: role of CD8+ T cells. Infect Immun 61:
3730-3738.

Tsagozis P, Karagouni E, Dotsika E (2003) CD8(+) T cells with parasite-specific
cytotoxic activity and a Tcl profile of cytokine and chemokine secretion develop
in experimental visceral leishmaniasis. Parasite Immunol 25: 569-579.
Uzonna JE, Joyce KL, Scott P (2004) Low dose Leishmania major promotes a
transient T' helper cell type 2 response that is down-regulated by interferon
gamma-producing CD8+ T cells. ] Exp Med 199: 1559-1566.

Bittar RC, Nogueira RS, Vieira-Goncalves R, Pinho-Ribeiro V, Mattos MS, et
al. (2007) T-cell responses associated with resistance to Leishmania infection in
individuals from endemic areas for Leishmania (Viannia) braziliensis. Mem Inst

Oswaldo Cruz 102: 625-630.

. Coutinho SG, Da-Cruz AM, Bertho AL, Santiago MA, De-Luca P (1998)

Immunologic patterns associated with cure in human American cutaneous
leishmaniasis. Braz] Med Biol Res 31: 139-142.

Da-Cruz AM, Bertho AL, Oliveira-Neto MP, Coutinho SG (2005) Flow
cytometric analysis of cellular infiltrate from American tegumentary leishman-
iasis lesions. Br J Dermatol 153: 537-543.

Da-Cruz AM, Bittar R, Mattos M, Oliveira-Neto MP, Nogueira R, et al. (2002)
T-cell-mediated immune responses in patients with cutaneous or mucosal
leishmaniasis: long-term evaluation after therapy. Clin Diagn Lab Immunol 9:
251-256.

Nateghi Rostami M, Keshavarz H, Khamesipour A (2010) Immune response of
BALB/c mice against an experimental vaccine of Alum precipitated autoclaved
Leishmania major (Alum-ALM) mixed with BCG or Mycobacterium vaccae.
Trop Biomed 27: 89-102.

Scott P, Natovitz P, Coffman RL, Pearce E, Sher A (1988) CD4+ T cell subsets
in experimental cutaneous leishmaniasis. Mem Inst Oswaldo Cruz 83 Suppl 1:
256-259.

Kemp K, Theander TG, Hviid L, Garfar A, Kharazmi A, et al. (1999)
Interferon-gamma- and tumour necrosis factor-alpha-producing cells in humans
who are immune to cutaneous leishmaniasis. Scand J Immunol 49: 655-659.
Coutinho SG, Pirmez C, Da-Cruz AM (2002) Parasitological and immunolog-
ical follow-up of American tegumentary leishmaniasis patients. Trans R Soc
Trop Med Hyg 96 Suppl 1: S173-S178.

Bomfim G, Andrade BB, Santos S, Clarencio J, Barral-Netto M, et al. (2007)
Cellular analysis of cutaneous leishmaniasis lymphadenopathy: insights into the
carly phases of human disease. Am J Trop Med Hyg 77: 854-859.

Faria DR, Souza PE, Duraes FV, Carvalho EM, Gollob K], et al. (2009)
Recruitment of CD8(+) T cells expressing granzyme A is associated with lesion
progression in human cutaneous leishmaniasis. Parasite Immunol 31: 432-439.
Huber M, Timms E, Mak TW, Rollinghoff M, Lohoff M (1998) Effective and
long-lasting immunity against the parasite Leishmania major in CD8-deficient
mice. Infect Immun 66: 3968-3970.

. Belkaid Y, von SE, Mendez S, Lira R, Caler E, et al. (2002) CD8+ T cells are

required for primary immunity in C57BL/6 mice following low-dose,
intradermal challenge with Leishmania major. J Immunol 168: 3992-4000.
Gaafar A, Veress B, Permin H, Kharazmi A, Theander TG, et al. (1999)
Characterization of the local and systemic immune responses in patients with
cutaneous leishmaniasis due to Leishmania major. Clin Immunol 91: 314-320.
Bacellar O, Lessa H, Schriefer A, Machado P, Ribeiro de JA, et al. (2002) Up-
regulation of Thl-type responses in mucosal leishmaniasis patients. Infect
Immun 70: 6734-6740.

Bottrel RL, Dutra WO, Martins FA, Gontijo B, Carvalho E, et al. (2001) Flow
cytometric determination of cellular sources and frequencies of key cytokine-
producing lymphocytes directed against recombinant LACK and soluble
Leishmania antigen in human cutaneous leishmaniasis. Infect Immun 69:

3232-3239.

. Carvalho EM, Correia FD, Bacellar O, Almeida RP, Lessa H, et al. (1995)

Characterization of the immune response in subjects with self-healing cutaneous
leishmaniasis. Am J Trop Med Hyg 53: 273-277.

Reis LC, Brito ME, Souza MA, Medeiros AC, Silva CJ, et al. (2009) Cellular
immune response profile in patients with American tegumentary leishmaniasis
prior and post chemotherapy treatment. J Clin Lab Anal 23: 63-69.

October 2010 | Volume 4 | Issue 10 | e845




<<
  /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
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments 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
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /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 <>
    /PTB <>
    /SUO <>
    /SVE <>
    /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 [612.000 792.000]
>> setpagedevice


