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Introduction
The immunofluorescence is a staining technique that is used to identify the presence of antibodies. Clinical immunology uses three basic types of immunofluorescence techniques that include indirect immunofluorescence, direct immunofluorescence, and complement binding indirect immunofluorescence.This lab test aimed at using Indirect Immunofluorescence assay to visualize a Toll-like receptor TLR-2 on Hela cells. The antigen-antibody reaction was visualized using FITC-conjugated anti-mouse secondary antibody, using fluorescein filters on an Epifluorescence microscope. The indirect Immunofluorescence is a two –step technique that is used to detect body fluid’s circulating antibodies. 
Materials and procedure:
During Indirect Immunofluorescence assay, 1 × 106 logarithmic-phase cells were collected by centrifugations and washed twice with cold PBS while adhering to tissue culture wells. 1 ml of 4 % paraformaldehyde for 10 min at room temperature was then fixed and the cells were washed in 1 ml phosphate buffered saline and permeabilize with Acetone for 10 min at room temperature. The cells were then blocked with 5% BSA for 30 min at room temperature and immediately washed with 1ml of 1X phosphate buffered saline. Afterwards, the cells were incubated with 1:1 dilution of monoclonal antibody for 30 min at room temperature. After incubation, the cells were rinsed with phosphate buffered saline and incubate with Fluorescein isothiocyanate -conjugated secondary antibody (1:100) for 30 min at 37°C and then washed two times with phosphate buffered saline. The results were observed recorded. 
Results
Light of one color ( indicating single wavelength)  is emitted and observed from the Hela cells at a low energy when Fluorescein isothiocyanate (FITC) conjugated anti-mouse secondary antibody is used for fluoresce in filters are irradiated with light of a different wavelength. 
Discussion
During indirect immunofluorescence, a single wavelength light is emitted by the Hella cells indicating Toll-like receptor TLR-2 on Hela cells and the antigen-antibody reaction was visualized using FITC-conjugated anti-mouse secondary antibody In indirect immunofluorescence, allows for the visualization of a specific antigen or protein in cells by binding a specific antibody chemically conjugated with a fluorescent dye.In indirect immunofluorescence, the flourochrome is covalently linked to a secondary agent; immunofluorescence. Permeabilization was done on the cells using PBS to remove lipid bilayer and allow the antibodies to access proteins there were inside the cell and blocking was done to reduce non-specific antibody binding. The cells were constantly washed to remove any non-specific binding and excess antibodies. Fluorophores re-emit absorbed light after excitation. Antibodies are capable of efflorescence and absorb a range of wavelengths at excited states and remit them at ground state. This technique requires an antibody against protein to be localized and thus the use of epitope-tagged protein is necessitated. 
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