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ABSTRACT

INTRODUCTION The interaction between Leishmania and macrophages is crucial to understanding the
mechanisms of cellular infection. Fluorescent labeling of parasites enables visualization through
confocal microscopy or flow cytometry, allowing for detailed analysis. In this context, Oregon Green and
Calcein Red are potentially cell tracers due to their high fluorescence intensity and low cytotoxicity.
Given the limited literature, a detailed evaluation of their performance was conducted. OBJECTIVE
Evaluate the effectiveness of Oregon Green and Calcein Red labelling on various Leishmania species
as a tool for investigating early parasite-host cell interactions. METHODOLOGY Leishmania braziliensis
(Lb) promastigotes were labeled with Oregon Green or Calcein Red, and their fluorescence intensity
was assessed via flow cytometry over four days post-labeling. The growth of Lb cultures labeled with
Oregon Green was monitored for six days. Promastigotes from Lb, Leishmania amazonensis and
Leishmania infantum were labeled with concentrations of 1 mM, 5 mM or 10 mM of Oregon Green, and
fluorescence intensity evaluated using fluorescence-activated cell sorting (FACS). RESULTS Oregon
Green proved more effective for labeling Leishmania promastigotes than Calcein Red, showing
decrease in fluorescence intensity from 24 h after labeling. Oregon Green does not hinder the
development and growth of Lb promastigotes. A 10 mM concentration of Oregon Green exhibited the
highest fluorescence intensity, making it the optimal concentration for evaluation via FACS and confocal
microscopy, enhancing the visibility of the promastigotes and allowing more detailed and clear
observation. CONCLUSION Oregon Green has proven to be an effective Cell-Trace for Leishmania
promastigotes in studies involving confocal microscopy and FACS, with experiments extending up to 24
h post-infection. Further research is underway to evaluate the fluorescence of Oregon Green in the
intracellular form of the parasite.
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