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Methodology for generating cytology report
Air dried, MGG-stained slides and alcohol fixed, Pap-stained slides were prepared for cytological assessment from the centrifuged deposit of pleural fluid samples. The May-Grünwald-Giemsa stained slides were also used for undertaking a differential cell count. The differential cell count recorded the number of inflammatory cells, mesothelial cells, macrophages +/- malignant cells as a percentage of the total number of nucleated cells present in the sample. Cells were counted in several different areas of each slide, as the distribution of cells often varied. An average value was expressed, giving the relative proportions of inflammatory cells (lymphocytes, neutrophils and eosinophils) and mesothelial cells/macrophages. The latter two cell types were counted together because they could have a similar morphological appearance. Malignant cells, if present, were added to the count for mesothelial cells/macrophages. However, if numerous malignant cells were present, they were expressed separately. For blood-stained samples, the differential cell count was an estimate of the percentage of inflammatory cells present in greater numbers than expected for the amount of blood present. As the differential cell count was an average value, the number of cells of each type was rounded to multiples of 5%. If there were less than 5% of any cell type(s), the percentage of other cell types was adjusted accordingly.
Methodology for lymphocyte subset analysis
Lymphocyte subsets (T cells (CD3), T helper Cells (CD4), T suppressor Cells (CD8) and B cells (CD19 + kappa and lambda) were assessed by flow cytometry using Becton Dickinson conjugated monoclonal antibodies. Nucleated cell preparations were prepared by lysis with buffered Ammonium Chloride Solution and 2 x 105/ml nucleated cells were stained with appropriate volumes of monoclonal antibodies (as per manufacturer's instructions). Excess antibody was removed by washing in Phosphate Buffered Saline and samples analysed on a Becton Dickinson Facs Canto II flow cytometer. Lymphoid cells were selected on the basis of their CD45 staining intensity (CD45/SSC gating) and lymphocyte subsets enumerated using BD Facs Diva analysis software.
