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The microscopic examination of thick and thin blood film to examine malarial parasite is
simple but time- and labor-consuming. Flow cytometry can be used as malarial detected systems.
However the previous procedures are insufficient sensitivity and/or too complicated. The rapid,
sin;ple and sensitive system by simultaneously lysed red blood cells and stained malarial DNA
with fluorescent dyes was needed. With this procedure the size and DNA fluorescent intensity
can be used for staging of malarial parasite. To develop the prototype-reagent for enumeration

and staging of malarial parasites by flow cytometric system. Searching for appropriate

concentration of the detergent (hexadecyltrimethylammonium bromide; CTAB) and fluorescent
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dyes (acridine orange; AO, thiazole orange; TO and propidium iodide; PI) then the prepared
reagent was used on non-malarial infected samples (normal = 13 and thalassemia = 13), patient
samples with positive (n=1) and negative (n=6) on thick blood film. 6x10° RBCs were added to |
mL of developed hemolysing and staining solution, then incubated for 3 min at 35°C before
applied to flow cytometer. All samples were determined in parallel with the original flow
cytometric method of DNA fluorescent staining inside the RBC. The concentration of detergent
was used at 0.05 g/l and 3 mg/l of AO was chosen to use as fluorescent dye. The scattergram of
positive control sample showed particles which expected to be the parasite area but slightly
overlapping with erythrocyte ghost area. The numbers of malarial parasites in the samples were
too low. Therefore comparison with the parasitemia measured by microscopic examination and
original flow cytometric method were invalid. This reagent is needed to be developed further for
more sensitivity and specificity. New and better detergent and its appropriate concentration for
complete red blood cell lysis but remain the malarial parasites are needed. However, this system
is not appropriate for diagnostic malaria but very useful in staging and evaluation of drug-

susceptibility testing.





