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Introduction 
 
This document describes how to export data from EMD Millipore's InCyte software to Treestar's 
FlowJo software. Like other flow cytometry software packages, InCyte software saves data using 
the industry-standard FCS 3.0 file format. As a convenience to users, InCyte saves all of the runs 
for a session into a single FCS file. Although this compact form makes it easier to copy or 
archive the data, and is allowed by the FCS standard, some analysis packages work better with 
individual single-run files. Recent versions of InCyte allow the user to export FCS data acquired 
with InCyte as a collection of single-run files, which can then be imported into FlowJo. 
  
Version Requirements 
 
You should be using:  
- InCyte version 2.2.2 or later 
- FlowJo 7.6.4 or later (universal version for both Windows and Macintosh) 
 
For information on using the Macintosh-only version of FlowJo, see the Appendix A. 
  
Important Notes 
 
1. When analysing InCyte data with FlowJo, you should only select linear parameters whose 

names end with -HLin. To display log versions of these parameters, use FlowJo to convert 
the linear parameters to log, as described later. Do not use the "-HLog" parameters from 
InCyte data, as they won't display properly in FlowJo. 

 
2. It is assumed that you are familiar with FlowJo software, and the information presented here 

is only intended as a guide. For further help with FlowJo, please consult the FlowJo help 
documentation or contact Tree Star support; EMD Millipore does not provide support for 
FlowJo. 

 
Summary of Steps to Export Data from InCyte to FlowJo 
  
1. Using InCyte, export the data to individual FCS files. 
2. Import the data files into FlowJo. 
3. Adjust the axes as desired for linear or log data, and for displayed parameter ranges. 
4. For convenience, mark FSC and SSC as linear parameters by default. 
 

                                                 
1 InCyte™, EasyCyte™ and FlowCellect™ are trademarks of EMD Millipore, Inc., Billerica, Massachusetts (USA). 
FlowJo software, and its tutorials, documentation and web site are Copyright ©1997-2011 Tree Star, Inc., Ashland, 
Oregon (USA); all rights reserved. Windows is a trademark of Microsoft Corporation. Macintosh is a trademark of 
Apple Computer, Inc. Thanks to John Quinn of Treestar for the writeup in Appendix A.  
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These steps will be illustrated below, using a plate acquired with EMD Millipore's FlowCellect 
MitoDamage kit. 
 
Step 1. Using InCyte, export the data to individual FCS files. 
 
Figure 1 shows data from a plate acquired using EMD Millipore's FlowCellect MitoDamage kit, 
with well A02 displayed in the plots. To export the data for FlowJo, do this: 
 
(a) Select the Analysed Data you want to export. See Figure 2 below, showing the "MitoDamage 

Red.fcs" data selected. 
(b) Choose the menu option File -> Export to FCS 3.0 (see Figure 2, below). 
(c) In the File Save dialog (see Figure 3, below), enter the name for the folder where the 

individual single-run files are to be saved, and click Save. The runs will be saved as 
individual FCS 3.0 files into the folder you specified. 

 
 

 
 
Figure 1. Sample data displayed in InCyte for the MitoDamage Kit. 
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Figure 2. Select the Analysed Data to export ("MitoDamage Red.fcs") and then select the menu 
item File->Export to FCS 3.0. 
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Figure 3. File Save dialog. The individual single-run files will be saved in the folder 
"MitoDamage Files". 
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Step 2. Import the data files into FlowJo. 
 
To import the data into FlowJo, drag the individual run files onto an empty FlowJo workspace. 
This will result in a workspace view such as Figure 4. 
 

 
 
Figure 4. A FlowJo workspace showing the first 8 files from the MitoDamage Red plate. The 
file "MitoDamage Red-2.fcs" corresponds to well A02 on the plate. 
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Step 3. Adjust the axes as desired for linear or log data, and for displayed parameter range. 
 
In the x- and y-parameter popup menus, always select the "-HLin" version of the desired 
parameter from the exported InCyte data. Click on the "T" transform tool and select "Use Linear 
Axis" (Figure 5) or "Use Log Axis" (Figure 6) from the popup menu. To set your lin/log 
selection as the default for all displays of that parameter, choose the "Apply to all XXX-HLin" 
menu item, where 'XXX' is the parameter you want to display. 
 

 
 
Figure 5. Use the "T" Transform tool to set up the linear axis format. In this case, a linear axis is 
selected for Forward Scatter on a dot plot. To make this the default for FSC-Lin, choose "Apply 
to all FSC-HLin". 
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Figure 6. Use the "T" Transform tool to set up the log axis format. In this case, a log axis is 
selected for Red2 (Red flourescence from Laser 2 on the EasyCyte 8HT). Compared to Figure 5 
previously, note that the linear version of the parameter ("-HLin") from the exported InCyte file 
is still selected, but now FlowJo itself has applied a log transformation to the data. To make this 
the default for RD2-Lin, choose "Apply to all RD2-HLin". 
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For log parameters, choose the "Set Display Range" dialog to set the log parameter range 
appropriate to InCyte data, as shown in Figure 7. 
 
 

 
 
Figure 7. In the popup of Figure 6, choose the "Change displayed parameter range..." menu item 
to set the log parameter range. You may need to first select the "Remove transforms" to see this 
option. InCyte data has a range of 0 - 10,000 so you should set the Min and Max log decades to 
0.00 and 4.00, respectively. 
 
 
For further information on axis settings, transforms and compensation, consult the FlowJo 
documentation or contact Tree Star support.
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Step 4. For convenience, mark FSC and SSC as linear parameters by default. 
 
This only needs to be done once for a workspace. In the workspace select menu item Edit -> 
Preferences, then select the "Data Scaling" icon. The Data Scaling dialog box will appear as 
shown in Figure 7. 
 

 
 
Figure 7. The Data Scaling dialog box. 
 
(a) Move "FSC-HLin" and "SSC-HLin" from the Possible Parameters box to the Make Linear 
box. This sets the default mode to linear for display of forward and side scatter; you can still 
choose log mode for a given case as shown in Figure 3 earlier. 
 
(b) Set the "Number of Decades to 4.00", "Add'l Negative Decades" to 0.00, and "Width Basis" 
to -10 
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Appendix A: InCyte and FlowJo Mac 
by John Quinn, Treestar, Inc. 

 
FlowJo version 9 is a Macintosh-only program. The current version is 9.3.2. Unlike the universal 
version, V9 handles most data scaling issues through predefined preferences, so before loading 
data, go to the FlowJo menu and select Preferences: 
 

 
 
This will show a Preferences screen with tabs for different features of FlowJo. Select the 
Workspace tab as shown in the figure below. 
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The bottom right-hand corner of this tab contains a section titled “Reading Digital Data Files” 
which allows you to define how FCS3.0 data is handled. Click the “Define” button to bring up 
the dialog box shown below. 
 

 
 
The middle portion, title “Standard Log Conversion Settings” is the point of focus for InCyte 
data. InCyte data scales well if aligned by the lower boundary of the data, so choose the top 
option “Lowest”. The number in the dialog box to the right indicates what the first displayed bin 
will be. Enter "1" if you would like to see 100 displayed on the screen. The data entry boxes in 
the figure below allow the user to specify how many decades to display; in this example, we use 
4 decades. 
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Once these settings have been entered, click OK and choose to save the preferences. These 
settings will apply to all new workspaces. Open a new workspace from the File menu, then drag 
and drop an InCyte file onto the workspace. In the example below, plotting the first file ungated 
for the RD2-HLin parameter produces the graph shown. 
 
 
 


