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Parasitic Diseases

OP-83

Chloroquine increases apoptosis and TNF-«
RNA level expression in mice infected with
P. yoelii 17xl

M. Legorreta-Herrera', A. Ramos-Avila',

J. L. Ventura Gallegos® and A. Zentella-Dehesa®

! Division de Posgrado, FES Zaragoza, Universidad Nacional
Auténoma de México, México,*Instituto de Investigaciones
Biomédicas, Universidad Nacional Auténoma de México, Mexico.
E-mail: marthal@servidor.unam.mx

Chloroquine has been used as an antimalarial drug for several dec-
ades furthermore is used successfully in patients with autoimmune
diseases, the mechanism of action of chloroquine is not completely
understood but it has been assumed that induces apoptosis in
lymphocytes. In this work we studied how the treatment with
chloroquine modifies apoptosis in mice infected with malaria, in
addition, since this cytokine is associated with pathology in cereb-
ral malaria, with the signalling for apoptosis and with Plasmodium
elimination, levels of TNF-o mRNA expression by RT-PCR and
apoptosis by TUNEL were analysed. BALB/c mice were infected
with Plasmodium yoelii 17XL, on day 7 after infection were trea-
ted with chloroquine (25 mg/kg) or received vehicle. Non-infected
mice were treated as before to be used as controls. Results showed
that chloroquine did not modify the lévels of TNF-o° mRNA
expression or apoptosis in normal mice. In contrast, chloroquine
increased both TNF-o level expression and apoptosis in spleen
lymphocytes of P. yoelii 17XL-infected mice. These results suggest
that chloroquine in addition of its direct antimalarial effect, could
also contribute to the parasite elimination by positively modula-
ting the TNF-a overexpression and apoptosis in mice infected with
Plasmodium, without affecting these parameters in normal mice,
which increases its therapeutic potential. Acknowledgment: This
study was supported by DGAPA IN205703-3.
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Leishmania glycosome is a store of
intracellular calcium

S. Datta, S. Gupta, B. Raychaudhury, S. Banerjee and B. Das
Indian Institute of Chemical Biology.
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A fourth intracellular Ca®* pool in Leishmania donovani was iden-
tified by permeabilizing plasma membrane with digitonin. In Fura-

2 loaded cells Ca®* was released synergistically when mitochond-
rial function was blocked by antimycin and oligomycin. Vanadate

Immune Intervention
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Induction of NK lymphocytes against cancer
cell lines by administration of Morinda
citrifolia

T. L Toliopoulos', D. B. Bougiouklis', D. T. Daskalou',

K. S. Karkabounas', G. S. Gerou® and E. A. Evaggelou'
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Introduction: Natural killer cells (NK cells — NKCs) are a sub-
population of lymphocytes that play an important role in immu-

did not have any effect if applied before incorporation of these
ochondrial poisons. However, the same inhibitor, which inh
Ca?*-ATPase activity of endoplasmic reticulum, was abl
release Ca2™ at a slow rate when added after antimycin and o
mycin. Alkalization of cytoplasmic pH allowed further releas
Ca®" essentially from the acidocalcisome. Purified glycosc
could mediate Ca®>" uptake mechanism in presence of vana
whereas bafilomycin, a specific and potent inhibitor of vact
proton pump did not have any effect. Glycosomal Ca’*-AT
activity was optimum at pH 7.5. The apparent K, for calciu
presence of vanadate was 12 nM. Taken together, it may be
gested that a vanadate-insensitive Ca**-ATPase is present ii
membrane of this microbody. Presence of glycosomal cat™
further confirmed by imaging of Ca®" activity in the Fura-2 lo
purified organelle using confocal laser. Results reveal that r
localized glycosomal calcium may essentially be an effective ¢
date to play a significant role in cellular function.
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Inhibition of P. falciparum proliferation by
antisense and antisense nanoparticles agail

malarial topoisomerase Il

W. Noonpakdee' and F. Foger?
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The development of new effective antimalarial agents is ur
needed due to the ineffectiveness of current drug regimes ¢
most virulent human malarial parasite Plasmodium falcif
Antisense (AS) oligodeoxynucleotides (ODNs) have shown

ise as chemotherapeutic agents. Exogenous delivery of
phorothioate AS ODNs against different regions of P. falci
topoisomerase 11 gene to P. falciparum K1 strain betwee
and 0.5 pM significantly inhibited parasite growth compare
sense sequence control suggesting sequence-specific inhibit
fluorescence-activated cell sorter assay or by microscopic
This inhibition was shown to occur during maturation sta
improve stability and to increase intracellular penetration,

were complexed with the biodegradable polymer chitosan t
solid nanoparticles with an initial diameter of “55 nm. AS
particles showed stronger inhibition of parasite growth cor
with free AS ODNs. These results should prove useful in
designs of novel antimalarial agents and use of nanopart
delivery ODNSs.

notherapy. The extract from the tropical plant Morinda ¢
indicates some anticancer properties useful for the immu
tem. Material and methods: 12 healthy volunteers particif
the study. The methodology included four stages: (a) isol:
peripheral blood mononuclear cells (PBMCs) from blo
their quantification, (b) quantification of cancer cells (leio:
coma — Wistar rats, and K562 cell lines), which used a:
target cells (CTCs), (c) incubation of PBMCs cells with (
CO2 chamber in the ratios 12.5:1, 25:1 and 50:1, and (¢
mination of cytotoxicity by flow cytometer FACScan C
corporation. The same trials were repeated after the adc





[image: image3.jpg]‘the pure extract of M. citrifolia during stage c. Results: The cyto-

~toxicity of the NK cells against the K562 cell line in all trials was
in an average rate of 282%, 325% and 382% in the 12:1, 25:1
and 50:1 ratios respectively. Moreover, the cytotoxicity of the
“‘NK cells against the leiomyosarcoma Wistar rat cell line was in
an average rate 241%, 272% and 321% in the 12:1, 25:1 and
50:1 respectively. Conclusion: The extract of M. citrifolia seems
to be an important immunomodulator, and could assist majority
in treating different tumours. However, further clinical studies
should be performed for more convenient prevention and therapy
of cancer.
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Pre-protachykinin-A gene products play a
critical role in the pathogenesis of sepsis
M. Bhatia, P. Puneet and S. Moochhala

National University of Singapore, Singapore.

E-mail: mbhatia@nus.edu.sg

Pre-protachykinin-A (PPT-A) gene products substance P and
neurokinin (NK)-A have been shown to play an important role
in neurogenic inflammation. To investigate the role of PPT-A
gene products in lung injury in sepsis, polymicrobial sepsis was
induced by caecal ligation and puncture (CLP) in PPT-A gene-
deficient mice (PPT-A") and the wild-type control mice (PPT-
A*/*). PPT-A deletion gene deletion significantly protected
.against mortality, delayed the onset of lethality and improved the
long-term survival following CLP-induced sepsis. PPT-A7" mice
also had significantly attenuated inflammation and damage in the
lungs. The data suggest that deletion of PPT-A gene may have
contributed the disruption in recruitment of inflammatory cells
resulting in protection against tissue damage as in these mice the
sepsis-associated increase in chemokine levels is significantly
attenuated.
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Characterization of recombinant antibodies
with potential therapeutic applications

towards prions diseases
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Recombinant antibodies are powerful tools for diagnostics or
therapy: 70% of therapeutic antibodies agreed by FDA are
recombinant proteins. Thus, biochemical characteristics of these
ieagents appear particularly important to optimize. The mad cow
risis has stimulated research on prion diseases, characterized by
he transformation of the normal cellular prion protein (PrPC)
nto an infectious isoform, PrPSc. There is no known therapy for
hese fatal neurodegenerative disorders, but recent studies indica-
ed that immunotherapy could be a promising way of treatment.
Ve produced various mouse monoclonal antibodies (mAb) dis-
laying a therapeutic interest. The cDNAs of best candidates
vere cloned and their derived single chain variable fragments
{scFv) were constructed. Since high levels of active purified scFv
are a prerequisite to characterize their efficiency, we studied
:arameters influencing their production. We determined experi-
nental conditions allowing to reach yields of functional scFv
around 35 mg/l of bacterial culture. The affinity of one refolded
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scFv was measured using two approaches: immunoassay and
plasmon resonance technology. Results indicate an affinity in the
subnanomolar range. Interestingly, this scFv is able to recognize
native PrPC on cells, which is known to be crucial for antiprion
protection. Finally, preliminary positives results on the scFv abil-
ity to eliminate PrPSc in infected cells were obtained, emphasi-
zing their therapeutic interest.
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CXCL16 influences the nature and specificity of
CpG DNA-induced immune activation

M. Gursel, I. Gursel and D. M. Klinman

Section of Retroviral Research, Center for Biologics Evaluation
and Research, Food and Drug Administration.

E-mail: ihsangursel@yahoo.com

Bacterial DNA, as well as certain synthetic oligodeoxynucleotides
(ODNs) containing unmethylated CpG sequences, can induce
proliferation, cytokine/chemokine and immunoglobulin produc-
tion by human and murine innate immune cells such as B cells,
monocytes/macrophages, and dendritic cells. Unmethylated CpG
dinucleotides are more frequent in the genomes of bacteria and
viruses than vertebrates. They provide a ‘danger signal’ to the
mammalian immune system, triggering the development of a pro-
tective innate immune response. Although the recognition of
CpG DNA by B cells and plasmacytoid dendritic cells (pDC) in
human is mediated by Toll-like receptor 9 (TLR 9), these cell
types differ in their ability to bind and respond to structurally
distinct classes of CpG ODN (K- and D-type ODNs). This study
establishes that CXCL16, a membrane-bound scavenger receptor,
influences the uptake, subcellular localization, and cytokine pro-
file induced by ‘D’ but not ‘K’ class CpG oligodeoxynucleotides.
While overexpression of CXCL16 on pDC augments the respon-
siveness of these cells to D-type CpG ODN there is no effect on
K-type response. Moreover, D-type ODN induced TLR9-medi-
ated immune activation is significantly reduced by neutralization
of CXCL16 surface expression from pDC. This is the first exam-
ple of a surface receptor modifying the cellular specificity and
nature of the immune response mediated by an intra-cytoplasmic
TLR.

OP-90 - ' #
Serum IL-2R, IL-6, Ig G, Ig G subgroups (IlgG 1,
2, 3, 4) levels in iron deficiency anemia and
p-thalassemia carriers

M. Demir, N. Canoruc, S. Batun, E. Kale, L. Erdinc and

A. Kaplan

Department of Biochemistry and Clinical Chemistry, Faculty of
Medicine, Dicle University, Diyarbakir, Turkey.

E-mail: metindemir1789@)yahoo.com

In this study 10 038 blood samples were collected from the pri-
mary education students, in Diyarbakir region. After studying
hematologic tests in whole blood; the results of serum iron,
UIBC, ferritin were established for the samples that MCV of that
were under 80 fl. And for the samples that were not seem to be
iron deficiency anemia; the results of HbA2 with electrophoresis
have been gotten. In the samples that were B-thalassemia carriers
and iron deficiency anemia, levels of interleukin (IL-2R, IL-6)
and immunglobulin (IgG and subgroups) have been evaluated.
The interleukin levels and the immunoglobulin levels were evalu-
ated by chemoimmiinoassay and nephelometric methods,respect-
ively. One-way ANOVA test was used and for IL-2R, IgG, 1gGl
and IgG4 the results are statistically significant. So that Multiple
Comparison test was used for these parameters. IL-2R levels
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