Using CellQuest

1. Follow instructions for setting-up the FACS machine and Macintosh computer.

2. Open CellQuest.

3. Open an acquisition file (e.g., 4COLORACQUISITION).

4. Under the ACQUIRE pull-down menu, go to CONNECT TO CYTOMETER.

5. Under ACQUIRE, go to COUNTERS.

6. Under ACQUIRE, go to PARAMETER DESCRIPTION. In this dialog box, click FOLDER, NEW FOLDER, give a name for your new folder (for what will be acquired), then select that folder. Click FILE, and set the file # to 001 (optional: set a prefix for each file).

7. Under ACQUIRE, go to ACQUISITION AND STORAGE. Indicate the number of events to acquire, as well as which gate (this menu can be returned to when the gates are adjusted; be sure that gates are only indicated in the Collection Criteria and Storage Gate portions of this dialog box, and make sure that they say the same thing). If no gates will be used, set both to ALL.

8. Under the CYTOMETER pull-down menu, go to DETECTORS & AMPS.

9. Under CYTOMETER, go to COMPENSATION

10. Under CYTOMETER, go to INSTRUMENT SETTINGS. Open the file called INSTRUMENT SETTINGS. Click SET, DONE.

11. Adjust the voltage and compensation after acquiring a few of the control cells, during this time, the SET UP box in the ACQUISITION panel is checked.

12. Once the settings are acceptable, go to CYTOMETER, INSTRUMENT SETTINGS, and SAVE (may not need to be done every time).

13. Uncheck the SET-UP box to acquire the samples

	Channel
	Color

	FL1
	FITC, Alexa488

	FL2
	PE, PI

	FL3
	PerCP, PECy5, PI

	FL4
	Cy5, APC


