Instructions for CellProfiler pipeline
NETOSIS QUANTIFICATION
The following instructions are for the CellProfiler pipeline published in “Staphylococcus aureus Panton‐Valentine Leukocidin triggers an alternative NETosis process targeting mitochondria”. 
Feel free to contact Viola Mazzoleni (vmazzoleni@unistra.fr or violamazzoleni1988@gmail.com) for any questions.
The pipeline “NETosis quantification” was created in CellProfiler cell image analysis software 2.1.1. (revision 6c2d896, for Windows 64-bit). This algorithm allows to calculate the number of neutrophil elastase (NE)-positive cells on the total amount of cells (Hoechst-positive) to evaluate the Neutrophil Extracellular Traps (NETs) phenomenon produced in human neutrophils and based on two-channels epifluorescent microscopy images acquired with a 10x objective. The observations were made with the Olympus BX60, an epifluorescence upright microscope equipped with a 10 × objective and a filter set which includes a UV filter for visualization of Hoechst fluorescence and a Fluorescein filter, specific for Alexa488 fluorescence.
i.e.: R1_nuclei (nuclei, NUCLEI) and R1_NE (neutrophil elastase, NE).
Input modules
The folder contains both channels loaded on the “file list” for a maximum of 4 folders which can be analyzed at the same time. Then, “NamesAndTypes” is used to assign a specific name relative to the channels:
· file name contains “R” followed by the folder number and “NUCLEI” i.e.: “R1_nuclei”
· file name contains “R” followed by the folder number and “NE” i.e.: “R1_NE”
Identify Primary Objects: Nuclei
This module allows to identify and count all nuclei in the microscopy image in the Hoechst dye channel. The Global threshold strategy is applied to nuclei images and it is performed with the Robust Background thresholding method with lower and upper outlier fraction of 0.05, a threshold correction factor of 3 and lower (0.2) and upper (1) bounds on threshold. Nuclei are identified and separated based on intensity features and typical nuclei diameter selection between 5 and 80 pixels unit is used.
Input image: R1_nuclei
Output image: Nuclei_R1
Identify Primary Objects: Neutrophil Elastase (NE)
To select the Neutrophil elastase-positive cells, the Global threshold strategy is applied to NE images and it is performed with the Robust Background thresholding method with lower and upper outlier fraction of 0.05, a threshold correction factor of 1.5 and lower (0.1) and upper (1) bounds on threshold. NE-positive cells are identified and separated based on shape and intensity features and typical diameter selection between 6 and 200 pixels unit is used.
Input image: R1_NE
Output image: NETs_R1

Export to Spreadsheet
Only “Image” data are exported and included count measurements of NETs and nuclei number, which are then used to calculate the number of NETting cells. 
