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Aims and objectives


Aims and Objectives

The aim of the study is to identify and characterize the parasite isolates causing CL in the endemic region of India, and evaluate the immunological profile in CL patients. The studies will contribute in accurate diagnosis, species identification and understanding the mechanisms associated with immune response in CL. The characterization of the immune status of the host will also shed light on the factors that are responsible for disease pathogenesis.

1. Molecular characterization of parasites in clinical samples of Indian cutaneous leishmaniasis patients 

            PCR-RFLP assay based on internal transcribed spacer-1 (ITS-1) and PCR based on kinetoplast DNA (kDNA) will be applied for characterization of parasites isolated from CL lesions. Species-specific monoclonal antibodies procured from WHO will be used for immunological characterization using immunofluorescence assay (IFA). Utility of the PCR tests will be evaluated for diagnosis directly in clinical samples.
2. Development of Quantitative PCR for assessment of parasite burden in clinical samples of CL patients.
      Real-time PCR assay will be developed to detect and quantify the absolute Leishmania parasite burden in clinical samples of CL patients. The assay will be performed with LightCycler using SYBR Green I. Standard curve based on the fluorescence peak of the amplified products will be generated with DNA extracted from serially diluted parasite numbers. Comparative assessment of parasite burden will be carried out at pre-treatment and post-treatment stage, in acute and chronic infections and in various polymorphic forms of CL.
3. Characterization of circulating humoral and cellular immune responses in CL patients.

            Circulating cytokines levels in patient sera will be determined by utilizing cytokine bead array [CBA]. T cell subpopulation will be determined in blood samples obtained from patients by Flowcytometry method. Leishmania specific IgG antibodies and selected immuno-determinants will be detected using ELISA.
4. Characterization of localized immune responses by measuring Th1 and Th2 cytokine message transcripts in tissue lesions of CL patients.
     The specific transcripts for cytokines will be analyzed in dermal lesions of CL patients by reverse transcriptase-PCR. After normalization, cDNA will be amplified with specific primers for Th1 and Th2 cytokines. Densitometry analysis would give the mRNA abundance of cytokines, relative to HPRT. 
