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Protocol 605_FACSCalibur setup

Switch on FACSCalibur (green button on the lower right side of the machine).
Switch on pressure: flick the pressure relief knob towards you (= from “vent-
tank change” to “pressurize”) located between the two tanks in the
FACSCalibur-drawer.

Switch on computer (power button on the computer, and button on the screen).
Wait for about 5 min. for system to warm up. Try pressing “Run”, and make sure
it goes green. If not, back to “STANDBY” and wait a bit more.

If you work with APC-labeled (FL4) antibodies, you will have to make sure that
the Time Delay Calibration has recently been performed before acquiring your
samples.

Cave: As soon as you work with APC-labeled antibodies you cannot use
Tricolour-labeled (FL3) antibodies anymore because both the red and the blue
laser activate them. Use PerCP-labeled (FL3) antibodies instead (get only
activated by the red laser).

Time Delay Calibration (optional, usually only performed by curator):
Open FACSComp.

Welcome Note appears: press Accept button.

Set up information appears: check whether Calibrite Bead Lot IDs on the
screen are the same as on the Calibrite Bead box (pink and blue sticker). If not,
enter Calibrite Bead Lot IDs as written on the stickers.

Press Run button.

Fill 2 FACS Tubes each with 0.25 ml(A) and 1 ml(B) of PBS (or FACS-Buffer or
Sheath Fluid), and add

(A): 1 drop of unlabeled beads and 1 drop of APC-labeled beads.
(B): 1 drop of unlabeled beads and 1 drop of APC-labeled beads, and 1 drop of each of

FITC-, PE- and PerCP-labeled beads.
Shake beads-tube very well before adding the drop and make sure that drop
looks cloudy.

Run your APC- and unlabeled Calibrite bead tube (A) on the cytometer and click
the Start button:
FACSComp will detect APC- and unlabeled beads and check whether Photo
Multiplier Tubes (PMT) are set successfully. If this is the case a message will
appear saying: “PMTs Set Successfully”.
Then FACSComp will automatically go on with Time Delay Calibration without
having to press any button (Message will appear saying “Performing Time
Delay Calibration”). If Time Delay Calibration is successful another message
will appear saying, “Time Delay Calibration was successful”.
If Time Delay Calibration was successful, you get message “Make sure your
mixed bead tube” - put on tube B and click “START”. Allow the machine to go
through its various protocols.
If the count rate is not fast enough (< 400), increase the pressure to “MED” or
“HI” on the front panel of the cytometer.
When the program finishes, you will get a 4- Colour Lyse/ Wash FACS report.
You can print this by going to “File” and scrolling down to “Print”.
Take off tube B, turn pressure to “LLO” and put back the H20 tube.
Click “Quit”.

Now click Cell Quest Pro. Click File - open document. Go to your folder
and open an acquisition file.

Once in the Acquisition program:

e  Start with Acquire — Acquisition + Storage
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Check “acquisition will stop at “x defind by you”. Always use ‘Data file will
contain All events’, then click OK.

* Acquire — Parameter description

Enter the file name by clicking. Change to the Right of the “File”,

eg. “FACS 14.1.04”. Then click OK. Then drag the panel to the

top right corner of the screen.

* Acquire — Counts

Drag the panel to the top right corner of the screen.

* Acquire — Connect to cytometer

The acquire button will go live on the browser.

* Cytometer — Detector/ Amps (- Drag)

* Cytometer — Threshold (- Drag)

* Cytometer —» Compensation (- Drag)

* Cytometer — Instrument Settings and open your IS file.

Important: click Set, then click Done.

*  Now put your unstained control in the holder, with pressure on “LO”.

Then click Acquire:

Click Pause, then Abort.

*  Putin FITC control, click Acquire — Alter — Click Pause & Abort.

*  Putin PE control, click Acquire — Alter — Click Pause & Abort.

*  Putin PerCP control], click Acquire — Alter — Click Pause & Abort.

*  Putin APC control, click Acquire — Alter — Click Pause & Abort.

Remove APC control tube, and put in the H20 tube

Click Setup to remove tick.

* Repeat procedure with single stains but save a file for each single
stain.

* Now you can start acquiring your samples.

* Typein sample ID, and make comment of the stain.

FACSCalibur: After-Use Cleaning Instructions

After acquiring your samples and before leaving, ALWAYS flush the system as follows:

* 1 min with diluted and filtered Javelle water (located above the sink).

* 5 min with FACS-Rinse.

* 1 min with the sample holder to the side but with the tube (filled with FACS-
Rinse) still running on the cytometer.

FACSCalibur: Shutting Down

1.) Follow the After-Use Cleaning Instructions.

2.) Release pressure: flick the pressure relief knob away from you (= from
“pressurize” to “vent-tank change”).

3.) Switch off computer.

4.) Switch off FACSCalibur.

5.) Switch off “FACS Flow Supply System”.



