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Leukocytes are known as the cells which play a major role in the immune system. To
execute their functions, nature design there surface to express abundant of proteins that the cells
can use for cell-cell communication. Some of these molecules have been identified and
characterized. Nevertheless, many of them still wait for discovering. Using hybridoma technique,
several monoclonal antibodies (mAbs) to leukocytes surface molecules were generated. One among
those mAbs named WK-C5 was of interest. Cell surface staining and flow cytometry analysis
showed that WK-C5 recognizing molecule express on surface of lymphocytes, monocytes, human
T and B cell lines and monocytic cell line. However, this molecule can not find on surface of
granulocytes and red blood cells (RBCs). Biochemical characterization using immunoprecipitation
technique found a protein with molecular weight of about 45 kDa was precipitated with mAb WK-
C5. Phagocytosis analysis indicated that WK-C5 recognizing molecule does not play a role in
engulfment of bacteria by phagocytosis. These results are important information that explain the
biochemical properties of this molecule and its biological function, especially role on innate
immune response. Nonetheless, identification of the molecule and functional role of this molecule

in adaptive immune response are futher needed.
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¥ Cellular Expression and Biochemical Identification Abs-400
of Leukocyte Surface Molecule Recognized by
Newly Generated Monoclonal Antibody COS3A

Siriwan Wansook *, Supansa Pata ***, Kodchakorn Mahasongkram **,
Watchara Kasinrerk *****, Panida Khunkaewla®
* Institute of Science, Suranaree University of Technology, Thailand
**Division of Clinical Immunology, Department of Medical Technology,
Faculty of Associated Medical Sciences, Thailand.
‘omedical Technology Research Unit, National Center for Genetic Engineering and Biotechnology, National
Science and Technology Development Agency at the Faculty of Associated Medical Sciences, Thailand.

ocytes are cells, which play a major role in the immune system. It has been long time demonstrated that
#ocytes surface molecules take responsible for cell-cell interaction and communication. Present study, the
doma technique was performed and several monoclonal antibodies to leukocytes surface molecules were
=rated. Among those generated clones, a monoclonal antibody (mAb) named COS3A was of interested.
sct immunofiuorescent staining and flow cytometry analysis showed that the mAb recognizes a molecule
-rassed on surface of tested hematopoietic cell lines, B cells, monocytes, natural killer cells (NK), and some of
=iis but not red blood cells. Remarkably, high expression of this molecule was induced upon T cell activation.
~nemical characterization of this molecule was determined by Western blotting. The results indicated that the
.~ COS3A recognizes protein bands with molecular weight of about 35-70 kDa while using cells lysates of

'oid cell line (U937). In addition, N-glycosidase F treatment reduced the size of this molecule to 20 kDa,
ting that it is a high N-glycosylated glycoprotein. Proliferation assay revealed that the mAb can suppress
“3-mediated T cell proliferation while using peripheral blood mononuclear celis (PBMCs) as target cells.
zrestingly, the inhibitory effect was diminished while monocytes and NK cells were depleted. No suppression
: had been observed while only T cells were used. These preliminary results spot out an important role of the
'33A recognizing molecule on cell-mediated immune responses. Further investigations of its functional role,

sular cloning, and biochemical identification of this antigen are underway.

50 Study of Humoral Response Generated in Abs-401
' BALB/c MICE of Different Variants of Caff Gene of
Yersinia Pestis Based Plasmid DNA Vaccine

Gautam Vandana, Kumar Subodh
Defence Research and Development Establishment, Gwalior (M.P.) INDIA
- vandanagautam@gmail.com

.sue, caused by Yersinia pestis is one of the most feared diseases, mankind has ever encountered. Despite
of global efforts, no plague is available for use. In the present work, objective was to study the humoral
~onse of various vaccine constructs based on capsular F1 gene of Y. pestis. Various pDNA vaccine constructs
repared by PCR using specific primers. These constructs were categorized in two types, one with natural
= sequence denoted as SN4 and another with mammalian codon optimized sequence as SN1. Three variants
h category SN4/SN1 were generated with difference in their signal peptide and named as SN4/SNT, SN4/
“1op and SN4/SN1wop i.e., gene with tpa leader sequence, with natural leader peptide and without leader

4de respectively. These sequences were cloned in pDNA vaccine vector and immunized to animals. 1gG
were measured in sera collected at different time points of immunized mice. IgG subtyping was also carried
Jith highest responding sera sample. Results were showing that SNTwop, codon optimized vaccine construct
ut leader peptide was showing highest IgG titer. Results of present study show that codon optimization of
ences may be useful for generating better humoral response to plague pDNA vaccines.
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regulates the expression of cardiac ion channels. Indeed, Id2 also significantly decreased the expression and
activity of cardiac L- and T-type voltage-gated calcium channels. On the other hand, when 1d2 expression was
reduced by siRNA, we observed an increased expression and activity of cardiac calcium channels. We next
examined the role of Id2 upon addition of steroids known to induce cardiac hypertrophy and arrhythmia,
aldosterone and corticosterone. Interestingly, 1d2 expression prevented the steroid-dependent increase of cardiac
calcium channels expression and activity. Concomitantly, Id2 expression prevented the steroid-dependent
increase of the action potential frequency in cardiomyocytes. In conclusion, our results show that 1d2 regulates
the expression cardiac calcium channels and prevents the pathological increase in cardiac calcium channel
expression. Thus Id2 could function as a protective factor for the heart and might participate in the prevention of
cardiac diseases.

P-C-08 COS3A, A HIGH N-GLYCOSYLATED LEUKOCYTE SURFACE MOLECULE
PLAYS AROLE ON T CELL ACTIVATION

Wansook S !, Pata $%, Mahasongkram K2, Kasinrerk W?, Khunkaewla P'

'Biochemistry-Electrochemistry Research Unit, School of Biochemistry, Institute of Science, Suranaree University of
Technology, Nakhon Ratchasima, Thailand
2Division of Clinical Immunology, Department of Medical Technology. Faculty of Associated Medical Sciences, Chiang Mai

University, Chiang Mai, Thailand
Fmail address: wsiriwan244@gmail.com

Leukocytes are cells that play a major role in the immune system. These surface molecules were used for cell-
cell interaction and communication. Some of them have been identified; still some of them are waiting to be
identified. This study, a newly generated monoclonal antibody (mAb) named COS3A was selected for
biochemical and functional identification of its recognizing molecule (COS3A molecule). Expression study
showed that this molecule is expressed on surface of B cells, monocytes, natural killer cells, and some of T cells
but not red blood cells. Remarkably, high expression of this molecule was induced upon T cell activation.
Suppression of CD3-mediated T cell proliferation has been observed in the present of the mAb COS3A. The
suppression effect was corresponding to inhibition of IL-2, IL-4 production and enhancement of IL-10
production. Immunoprecipitation and Western blotting of this molecule from myeloid (U937) cell lysates
indicated that COS3A molecule has molecular weight of about 30-70 kDa. Furthermore, N-glycosidase F
treatment reduced its size to 20 kDa, demonstrating as a high N-glycosylated glycoprotein. Similar results were
endorsed by pretreatment of the cells with tunicamycin, an inhibitor of N-glycosylation, before cell lysates
preparation. In conclusion, COS3A molecule is a high N-glycosylated glycoprotein, which might play an
important role in T cells responses. Further investigations on its immunological function are underway.

Keywords: monoclonal antibody, COS3A molecule, leukocyte surface molecule, T cell activation, N-glycosylation

P-C-09 EYESTALK ABLATION AFFECTED LEVELS OF METHYL FARNESOATE IN GIANT
FRESHWATER PRAWN

Phromchaloem C', Tobe SS?, Pewnim T°

'Department of Chemistry, Faculty of Science and Technology, Muban Chombueng Rajabhat University, Ratchaburi,

Thailand
fDepartment of Cell and Systems Biology, University of Toronto, Toronto, Canada
’Department of Chemistry, Faculty of Science, Silpakorn University, Nakhon Pathom, Thailand

Email address: chanya.phromchaloem@gmail.com

The effect of X-organ sinus gland removal by eyestalk ablation on ovarian maturation as well as methyl
farnesoate (MF) production were investigated in female giant freshwater prawns, Macrobrachium rosenbergii.
MF in the hemolymph was exiracted and quantified by HPLC and its identity confirmed by mass sp.ect.rometry
showing predominant peaks at m/z of 207, 121, 114 and 69. The eyestalk-ablated prawns showed significantly
increased levels of MF, determined at 7 days post-ablation, as compared to intact control prawns. The MF levels
were 13.40 £ 2.14 and 6.06 = 1.67 nmol/mL (mean + SEM), respectively (p < 0.01). Ovarian development was
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