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This protocol contains instructions for setting up an EMD Millipore Guava EasyCyte HT 

cytometer with InCyte 3.1 software for use in acquiring FirePlex® multiplex particles. 

Some cytometers may not be able to resolve the particles to a sufficient level for 

analysis. The Cytometer Setup Particles used in this assay are designed to help identify 

properly resolving machines for FirePlex® multiplex assays. If you have questions about 

compatibility, contact our Technical Support team at Multiplex.FAS@abcam.com. 

If you will be using a different system, consult the appropriate protocol in our flow 

cytometry protocols for multiplex assays page, or contact our Technical Support team 

at Multiplex.FAS@abcam.com.  

Please read this protocol carefully before cytometer operation. Failure to properly set 

up a system may result in unusable data, loss of product or system damage. For more 

detailed instructions on system operation please consult the EMD Millipore cytometer 

operation manual and consult your machine’s designated operating technician. 
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Setup protocol for 

FirePlex® particles Cytometer requirements 

• EMD Millipore Guava EasyCyte HT cytometer running InCyte 3.1.1 acquisition 

program. 

• One of the either configuration: 

o 488 nm (Blue Laser) excitation for “Green”, “Yellow”, “Red” fluorescence 

▪ Green Filter (e.g. FITC, 530/30 Bandpass filter). 

▪ Yellow Filter (e.g. PE, 575/25 Bandpass filter). 

▪ Red Filter (e.g. PE-Cy5, 685/35 Bandpass filter; or PerCP-Cy5.5, 

695/40 Bandpass Filter). 

 

 

Protocol requirements 

• Provided Components: 

o Cytometer Setup Particles (ab211043) 

o 1X PBS 

 

• Required, but not provided: 

o 96-well filter plate (ab204280) 
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Setup protocol for 

FirePlex® particles I. Sample Preparation and 

Acquisition Settings file import 

1. Confirm what version of InCyte software your machine uses and download the 

appropriate acquisition FirePlex template file from  

www.abcam.com/FirePlexCytometry.  

2. Transfer the appropriate template file to a USB drive to import it onto the 

computer driving the cytometer. 

3. Start up the EMD Millipore cytometer and perform a “Clean & Rinse” protocol to 

clean the machine and allow for laser warmup.  

4. Pipet 170 µL of the 1X PBS from the Cytometer Setup Kit (ab211043) to 2 wells of a 

96-well filter plate (ab204280). Note the location of both wells for data acquisition 

later. 

NOTE: One well will be your “Voltage Adjustment Well.” This well will have its 

particles acquired in the machine, but the data will not be saved. The second well 

is your “Acquisition Well” whose data will be saved as a “.fcs” file for later analysis. 

5. Pipet 35 µL of Cytometer Setup Particles into each of the wells to bring the total 

volume of each well to 205 µL. 

6. Launch the InCyte acquisition software. The program should default to the 

following plot scheme. 

 

  

http://www.abcam.com/FirePlexCytometry
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7. Locate the “Edit Worklist” icon ( ) and click it (A). The “Worklist Editor” window 

will launch and appear as the following (B). 

A:       B: 

  

 

8. Highlight the well that you intend to acquire (your “Acquisition Well” only) by 

clicking it (e.g. B1) (A). Make sure that “Mixing Required” is checked on (B). Click 

the “Acquire this sample” option (C). Set the “Time to Acquire” to be “90 sec” (D). 

Set the Mix sample time for “5 sec” on “High rpm” (E). Lastly, click the “Run 

Worklist” button (F). 

 

 

9. A “Prepare for Acquisition” window will appear. Click the “Select Output FCS file” 

button to choose a name and location to save the FCS data file (a). Click the 

“Choose” button in the “Analysis Method” section to locate and load the 

provided FirePlex analysis template file (“.gsy”) (b). Click the “Choose” button in 

the “Settings” section to locate and load the provided FirePlex settings template 

file (“.gst”) (c). Click the “Adjust Settings” button to proceed to the voltage 

optimization step (d). 
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10. The plate loader tray will eject from the cytometer and the following warning will 

appear. Please ensure that you have all the appropriate cleaning tubes filled with 

their respective specified solutions. After confirming that the cleaning tubes are 

loaded and the sample plate is on the tray in the correct orientation, click “OK” to 

proceed. 

 

 

11. The “Adjust Settings” window will appear. Select the well position where you have 

your “Voltage Adjustment Well” that contains FirePlex particles (e.g. A1) and click 

the “OK” button.  
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12. Locate the “Plot” menu and select “2x3” for display. 5 plots should now be visible 

(3 histograms and 2 dot plots).  

 

 

13. Locate the “Gain Controls” ( ) button on the lower-left side of the acquisition 

window. Click to open to enable adjustment. 

 

 

14. In the “Gain Controls” window, locate the Threshold (Thr) control ensure that it is 

set for the Green parameter (GRN-B) and has a value of “100” (A). Ensure that all 

parameters are unchecked for “High” control (B). Leave the “5 decade 

Acquisition” button checked on (C).  
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15. Data should begin appearing in the histograms dot plots. Correct parameter 

voltages should appear like the following. The Green-B histogram should have 3 

visible peaks above the 102 threshold value for Green (A). The Yellow-B histogram 

should have its highest fluorescence events well below the 105 top-end of the 

Yellow-B range (B). The Red-B histogram should also have its highest fluorescence 

events well below the 105 top-end of the Red-B range (C). Both dot plots (Green 

vs Yellow (D) and Green vs Red (E)) will appear on scale. 

  

 

16. If you cannot see 3 peaks in the Green-B histogram, or if events any of the Yellow-

B and Red-B histograms have events that are at the 105 top-end points, you will 

need to adjust the fluorescent channel voltages on your cytometer. In the “Gain 

Controls” window, type in new values in the fluorescent Gain slots (i.e. GRN-B, YEL-

B or RED-B), or move the sliders below these slots up or down to change the 

respective voltages. 

 

 

  



9 

 

17. Once you have adjusted the voltages such that the plots appear similar to the 

images present in Step 16, click the “Next Step” button ( ). This will cease 

sampling of the “Voltage Adjustment Well. 

 

 

18. Locate the “Save Settings” button ( ). Click the button and you will be 

prompted to save your new settings (file type: InCyte Settings file (*.gst)). Type in a 

unique name for your machine and note the location that your *.gst file will be 

saved in. 

 

 

19. Locate the “Resume Worklist” button ( ). Click the button have the cytometer 

proceed to acquire your “Acquisition Well” of FirePlex particles for full recording. 

Sample will be drawn up and automatically recorded. 
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20. Once the well has been acquired and the machine is done cleaning, locate the 

“Analyse” button and click it (A). Then locate the “Analysed Data” window and 

click on the “.fcs” file (B). The saved data will now be displayed in the histograms 

and dot plots (C).  

A.      B. 

   

C. 

 

 

 

21. Locate your .fcs file on the hard drive and transfer the file to the computer where 

you have loaded the FirePlex Analysis Workbench (FAW) program. 

 

22. Reference your Cytometer Setup Kit instructions for detailed instructions on how to 

use the FAW to check your data files for proper code recognition and fluorescent 

reporter level measurement 

 


