Cytometer Setup FACScan & FacsCalibur
Log on under your lab PI name (Lab User)
1. Open Cell Quest by either clicking on the icon or by pressing F1.

2. Go to “File”-> “Open”->”FacsStation”->”*Users”-> your PI lab name and select an acquisition page or create a new acquisition page by using the template that opens automatically when you opened Cell Quest and by using the toolbar on the left hand side of the screen. 

3. Go to AQUIRE in the tool bar and scroll down, click on these 3 items: 

A. CONNECT TO CYTOMETER 

B. PARAMETER DESCRIPTION (if you were already connected to the cytometer) 

C. COUNTERS 

4. Go to CYTOMETER on the menu bar and scroll down click on these 3 items: 

A. DETECTORS AND AMPS 

B. COMPENSATION 

C. INSRUMENT SETTINGS: In the file manager, select OPEN then look for your instrument settings by clicking DESKTOP then FACSSTATION, *USERS, then your PI name and choose your instrument settings, click OPEN, then SET, then DONE. This will load the settings into the cytometer. 

5. In the PARAMETER DESCRIPTION window tell the computer where to store and what to name your data files. 

A. Click on the upper “Change…” icon on the window. In the file manager select DESKTOP, FACSSTATION, *USERS, then your PI lab name and create a new folder for today’s experiment, click the SELECT “folder name” button. 

B. Click on the lower “Change…” icon . In the FILE COUNT box enter the number you want to begin your file count with, typically this would be “1”. The exception is if you collect more than once on the same instrument on any given day, the subsequent data sets should start with a non overlapping  number sequence even if the data is stored in a new folder within you user folder to avoid any possibility of overwriting your data. Example, 1st data set 061103MCBs1.001-.056 the next set should start with a number higher than 56, such as 061003MCBs1.101. 

6. Go to AQUIRE in the menu bar and scroll to ACQUISITION AND STORAGE 

A. Enter the number of events you want to save in the COLLECTION CRITERIA box (e.g. 10000 R1). 

B. Click on the PARAMETERS SAVED box and make sure all the appropriate parameters are checked. 

7. Place the negative control on the cytometer and put in run

            NOTE: If you want to save the data as a FCS file for your negative and/or compensation controls you must uncheck the SETUP box found to the left of the Aquire button on the Parameter description window 

A. Using the FSC Amp and SSC Voltage adjust the FSC and SSC so your cells are properly centered in the bivariate plot. 

B. Using the FL1, FL2 and FL3 Voltage adjust the negative cells so they appear below 10^1 in each parameter. 

8. Place the individual positive controls on the cytometer and adjust the compensation values so that each control is positive in its channel only (e.g. FITC is FL1 positive and not FL2 positive—increasing the FL2%-FL1% value will do this). 

9. In the PARAMETER DESCRIPTION window enter all appropriate information for the data file; 

A. SAMPLE ID 

B. COMMENTS 

C. PERAMETER DEFINITIONS for each antibody and fluorochrome. This will label the axes on your histograms with that information. 

10. When the instrument is fully set up, uncheck SET UP (if you have not already) in the ACQUISITION CONTROL window. 

11. Vortex sample, mount tube on the cytometer and click AQUIRE. 

12. When the computer beeps (if sound controls are on) and the counters stop, the data file is automatically saved. Proceed to change the SAMPLE ID and repeat step 11. 

13. To save the data file before it has reached the total event count click PAUSE then SAVE in the Acquisition control window. 

 

