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Neutrophils consist of phenotypically heterogeneous populations of cells which mediate Peripheral blood samples were collected in sodium heparin tubes from healthy donors and processed immediately. pH sensitive indicating g 10000-
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(nicotinamide adenine dinucleotide phosphate) dependent respiratory burst responses. 2). In a separate assay whole blood samples were first labeled with Dihydrorhodamine-123 and stimulated with opsonized E. coli to measure g -B"' : o .
Recent advances in fluorogenic reagents have improved quantitative measurement of oxidative burst potential. Prior to acquisition, cells from both functional assays were stained with a fixable live/dead dye and an antibody cocktail S ;HR_:% = Baseline 24 hrs
both responses as well as neutrophil subset phenotyping. Inherited neutrophil disorders including extracellular lineage and maturation markers (Figure 3, A), then red blood cells were lysed, samples were washed and acquired ona BD o .
or chemotherapeutic treatment can compromise neutrophil differentiation and function. LSRFortessa. Method optimization studies were performed comparing peripheral blood processed immediately (baseline) with blood stored at 3 "é’ 200007 5%
Thus, assessment of neutrophil function in patients with immunodeficiencies and room temperature for 24 and 48-hours post sample collection (Figure 4). Combined assays in one test tube (Figure 5).Trucount absolute bead £ 40000-
undergoing treatment is of increasing importance. While current approaches focus on tubes were utilized to enumerate the white blood cell (WBC) counts for each sample. . 2
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Neutrophils are the most abundant innate immune cell with critical anti-microbial i . shown as blood was coagulating).
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Neutrophils are phagocytes, capable of mgestlpg microorganisms or particles. For 2. 37°C Experimental (Opsonized pHrodo) 4C° 1 mg/mL 15 min
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event resulting in the formation of a phagosome into which reactive oxygen species and P PHrodo Bioparticle Figure 5: Method optimization to combine Oxiburst and Phagocytosis assays. Healthy Donor
hydrolytic enzymes are secreted. The consumption of oxygen during the generation of whole blood was treated and IP analyzed. Only gate for CD15 positive cells is shown (A) and
reactive oxygen species has been termed the “oxidative burst” (Oxiburst). Figure 2: Experimental conditions (A) and titrations for: Oxiburst (B) and Phagocytosis (C) assays. Red frame represents combined detection of DHR123 and PHrodo Bioparticle (B).
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