How to Index Sort

Introduction

This plugin was designed in order to give researchers the ability to automatically gate wells from .fcs data
generated using the BD FACSAria™, the BD FACSAriall™ the BD FACSAriallI™, the BD FACSAria
Fusion™ the BD FACSMelody™, the BD Influx System™, the BD FACSJazz™, FACSVulcan™, and
the BD FACSymphony™ S6 cell sorters.

Please review FlowJo documentation for installing plugins http://docs.flowjo.com/d2/plugins/installing-
plugins/.

Download and installation
1. Place the plugin .jar file in your Plugins folder, and direct FlowJo to that folder using the Diagnostics
section of the Preferences.

2. Make sure you have R installed and the R path is specified in the R Path field of the Diagnostics
section of the Preferences.
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3. When the plugin is run for the first time, it will auto-install the required R packages. The R libraries
can be manually installed by typing (or copy/pasting) the following in your R console:

if (!requireNamespace("BiocManager", quietly = TRUE))
install.packages("BiocManager")
BiocManager: :install()

BiocManager: :install("flowCore")

install.packages("tidyverse")

Note: For older versions of R, please refer to the appropriate Bioconductor release: https://bioconductor.
org/about /release-announcements/

4. Restart the FlowJo application to pick up the new plugin.
Usage
To run the IndexSort plugin on your FCS file,

1. Select the index sorted .fcs data file you’d like to use with the plugin.

2. Go to the Workspace tab and select the IndexSort option from within the Plugins dropdown there.
Note that plugins will be unavailable (greyed out) if no file is selected.
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3. This will bring up a dialog where researchers can choose from the menu which cell sorter was used for
their data file.

Note: The plugin will try to use the $CYT keyword to automatically identify the cell sorter. In case this

keyword is missing in the .fcs or the value has been changed, you can use the menu to manually select the
cell sorter when starting the plugin.

@® IndexSort (3.0.2)

s This plugin allows researchers to automatically gate wells and visualize plates
O from .fcs data generated using different index cell sorters.

Note: The plugin will use the $CYT keyword to automatically identify the cell sorter.
In case this keyword is missing in the .fcs or the value has been changed, you can
use the menu to manually select the cell sorter when starting the plugin.

Auto select from the $CYT keyword E

Please check results saved with workspace

The plugin generates an illustration of the plate currently displaying the number of
cells per well and two important .csv files: (i) one with the Fluorescent Intensity per
cell and (ii) one with the Median Fluorescent Intensity per well.

You can also select parameters that will be visualized in the resulting graphics.
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4. After calculations are completed the plugin will generate derived parameters corresponding to the X
and Y axes of your plate (IdxRow and IdxCol), and automatically return gates for each row of that
sort, and sub-gates for each column of each row.

Additionally, the plugin generates a set of illustrations that automatically get added to the Layout Editor.
The first image is of the plate showing the number of cells per well, while the other plots will display the
Median Fluorescent Intensity per well for the Parameters selected from the plugin dialog window.



[ JoN ] FlowJo Layouts: Inedx_Sort_demo.wsp
| Layout Editor | File Edit Object Arrange e O+

+ [ tavout Group | IWorkspace Selection} «
|  IndexSorting: Sample:384w_index_Sorted_.
- e[

Iteration

Layouts
DENEEDNEERNEEE 7
in ‘I IS ‘6 ‘ﬂ Il ‘Z IZ ‘I IE ‘E ‘D Il ‘2
4]

L} | ]
MFI Comp-R780_60-A
Median Fluorescence Comp-R780_60-A Per Well
F.l
20000 ..
£
2
2
10000
alpha
028
|

5. Selecting the “Include Overlays in Layout Editor” option will create additional images in the layout
editor overlaying the sorted cells onto the entire sample population to visualize the regions where the
sorted cells were present.

Sample Name [ subset Name [ Count |
210308_PBMC_Comp_plate1.fs | SortedCells | 384.0 |
210308_PBMC_Comp_platel.fcs | Ungated [136423 |
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Leave us your feedback

Please write to flowjo@bd.com with any questions or concerns.
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