Workflow Overview

The following figure shows the daily flow cytometry workflow when using BD FACSDiva software.

Cleaning and
Start Up Check Set Up Record Export Shut Down
System Performance Experiment > Data Data System

To log into the PC: Username (BDAdmin) and Password (BDIS)
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First user of the day responsibility — weekends/holidays

1. Unlock the screen with your PPMS account (UTSW credentials).
LT

2. Launch Tera Term [%==

3. Turn on the cytometer main power (green button on the side).

4. Click on Serial, make sure the port is on COM1, and click OK.

& Tera Term - [disconnected] VT =@ =

tocol: UNSPEC ~

1. Check if waste tank is empty and there is enough Clear Flow Sheath Fluid (if you are emptying the waste, add
a layer of bleach to the container).

6. Select Cytometer > Fluidics Startup (it takes around 7min).

7. Prepare the cleaning carousel: contrad (15t position), bleach (2" position) and shut down solution (3™
position).

8. Once fluidics startup is finished, insert carousel and go to Carousel > Clean - Select 10min for each tube.

|
ﬁ Clean with carousel tubes...

Selections and Settings

Tubes Time {min)

B
[~] Rinse 1
[] Rinse 2
BD FACSDiva Software - Administrator (Canto RUO Special Order 10-color (3B-3R-2V])

-_ [ ox || cancel | File Edit View Experiment Populations WorksheetIC].rtometerll Carousel IHTS Help
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Checking Cytometer Performance
Flow Core staff responsibility — Mon-Fri

First user of the day responsibility — weekends/holidays

1. Select Cytometer > CST.

r
. Cytometer Setup and Tracking,
Flle Cytometer Tools

Setup | Reperts | Performance Tracking |

System Summary: 0K with beads and click Run buttan ta start setup,

Chitarterize: | Check Performante v
Cytometer Configuration: Configuration

Verify the bead Lot ID. LotID: 3275 O sbort

Load Tube Manually

Plate Type: |96 well U Bottom |

Cytometer Baseline: March 19, 2012 11:07 A

Load tube manually

Cytometer Ferfoimance: May 10, 2012 01:49 P

If needed, select a different
bead Lot ID

Setup Beads

LobID: 34276 (RUC) v
Product 5T Sebup Beads

Pat & 345678
Espiration Date:  02-20-2014

Cytometer Configuration: Configuration
5 Select Canfiquration ]
Cytometer Performance Resuls:  Passed

2. Take out the carousel and replace the tube ir

position 1 with the CST tube - two drops of CST + ~500uL of

FACSFlow.

Run the BD FACSDiva™ CS&T research beads (blue vial) - CST should pass with or without warnings.

Failed CST it not acceptable.

4. Close the Cytometer Setup and Tracking window.

Setting Up the Experiment

1. Create a New Experiment in the Browser (brown notebook icon).

Browser - Experiment_001

ol oE

2. Create a new Specimen (syringe icon), click on the plus sign (+) to expand the specimen and place the acquisition
pointer on Tube_001.

=[] Experiment_002

Acquisition E""*;%i Cytometer Settings
pointer ; i
({2 Global Worksheets

\ pecinen 00

9/2/22 2:43:09 PM

3. Click on the Parameters tab in the Cytometer window. Delete all the fluorochromes and add the ones you will be
working with. Do not delete FSC and SSC.
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Cytometer - FACSCanto (V0041)

Verify that the
FSC and SSC are
appropriate.

Parameter
FSC

Yoltage

407

o0

55C

432

FITC

530

PE

PerCP-Cy5-S

PE-Cy7

APC

APC-Cy7

] o o}

4. Select the H and W checkboxes in the Parameters tab to select height and width for FSC and SSC.
5. If you need Compensation select: Experiment - Compensation Setup - Create Compensation Controls.

=
¥ Create Compensation Controls

Inclu

efuwelt

Fluorophore

* FITC

Generic

e PE

Generic

* PerCP-CyS-S

Generic

* PE-Cy7

Generic

* APC

Generic

© APC-Cy7

Generic

fluorochromes and

Check your

click OK

[Labels..‘ J [ OK

][ Cancel J

6. A specimen “Compensation Controls” has been created. Expand it and select unstained tube on the pointer; “Normal

Worksheets” have been created for each compensation tubes.

7. Place the tubes in the same order as the specimen into the carousel, close the loader and click Run Single Tube on the
Acquisition Dashboard. Select the tube on the carousel and click OK.

8. Adjust the voltages for FSC, SSC and the fluorochromes to put the cells on scale. Click on Unload Tube on the
Acquisition Dashboard and then Run Single Tube again, repeat the process for all your control tubes.

* Check if all of your tubes are on scale prior recording data.*

9. Record data for the compensation control tube. After the recording is finished, click on Unload Tube on the
Acquisition Dashboard and then Run Single Tube again. Repeat the process for all your control tubes.

Unstained Control

in

o
L1l

Adjust the P1 gate,
right-click, and
select Apply to

All Compensation
Controls.

i

S5C-A (x1.000)
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APC Stained Control

Adjust the P2 gates
to fit the positive
populations.

10. Select Experiment - Compensation Setup = Calculate Compensation = Apply Only.
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Compensation calculation has completed successfully

Rename the

compensation setup.

Name: | Experiment 4|

[ Link & Save ] [ Apply Only ] [

Cancel

]
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11. Switch back to the Global Worksheet clicking on this icon ( .

Recording Specimen Data

1. Create Browser elements. To add more samples to your experiment click on the tube icon ( (3 ).
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[ Browser - Experiment A

Use the Browser toolbar

to add elements.

Specimen

Tube

2.

¥, Userllamel
=53 My Eperiments
&-Li] Experiment A
:Qg Cytometer Settings
= Global Worksheets
: @ [ZY Global Sheet1
& Compensation Controls
B& Sample
L. J Tube_oo1
U Tube_ooz
‘o] Tube_003
~ Shared View

Create plots, gates, and statistics needed for recording.

Global Worksheet - Global Sheet1

to create plots and gates.

Use the Worksheet toolbar

G (7 it

CA SR G

B oz k| elhARLas &
N\ E | B 5 aF b | =g (8

HEHH

[ Global sheet1 |
=,

Sample-Tube_001 Sample-Tube_001

Right-click to show the statistics
view and population hierarchy.

T T T T T T T
50 100 150 200 250

Show Population Hierarchy  Ctr4+G

Ctrl+R

Create Statistics View
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Sample-Tube_001

" Parent
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Verify that gates are set
appropriately for all samples.

ForA e 1.0007
Tube: Tube_001
Use th lati Population #Events %Parent %Total
S€ the poputation || pg) e ents woo| #1000
hierarchy to verify 7 966 6.6 266
parent/child ‘437 55 16
relationships. 1,645 207 55

3. Make entries in the Experiment Layout (Experiment - Experiment Layout).

¥ Experiment Layout

Specify reagent labels,
keywords, and acquisition
criteria as needed.

Labels | Keywords | Acquisition|

Quick Entry
Label [ cp3 vl

4. To run the samples using the carousel: select Carousel - Carousel Setup

Name

%, sample

| Label

U Tube_oo1

PerCP-CyS-S

APC-Cy7

U Tube_oo2

PerCP-CyS-5

APC-Cy7

U Tube_oo3

PerCP-Cy5-5

APC-Cy7

Labels

® UserNamel

-/ BD Defined

Assign or Remove Labels

Assign Remove

click OK. After that, click on Run Carousel on the Acquisition Dashboard.

- choose the Carousel ID# and mix settings, then

(& Carousel Setup
Assignment
Assign 3 carousel number for each specimen. To create multiple carousels, select
arow, dick New Carousel', and select the carousel number from the drop-down list.
To combine carousels, change the carousel number to None', select the brezk line, Acquisition Dashboard
and click Delete Carousel Break' 4 =
Current Activity
5 #ofTubes Locaton  Status | C: 1D Export Fold
pecmen ot fubes ocation o arousel port Faider Active Tube/WVell Threshold Rate Stopping Gate Events Elapsed Time
1 [sample i [t-12 | Pone i undefined Select the
2_|Compensation Co... |9 523 | INone [ Undefined carousel ID | 1 0 evtis Oevt 00:00:00
3 Mo [24-27 ] [None: 7| Undefined e ——
number
#{] Next Tube €3 Remove Tube M Acquire Data B Record Data @ Restart
Carousel Controls
< >
(5 Run Carousel G Run Single Tube g mix P skip I3 Rerun @ rause
New Carousel Delete Carousel Break Print
Acquisition Setup
Run Settings ) -
N et Stopping Gate: Wl AlEvents . |Events ToRecord: 500000 vt | Stopping Time (sec): o<l
Seconds |3 w [ Start of carousel mix Choose the mix Storage Gate: W alEvents s |Events To Display: 100000 evt  « Flow Rate: High ~
[ interim mix:  After every wbes settings Acquisition Status
Processed Events: Electronic Aort Rate:
Tube Pressurization Error Handing (Current Run) Threshold Count: L
() Show error and wait
(®) Skip to next tube
() Skip to next specimen
oK Cancel
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Exporting Data

1. To print or export the results:

» Right click your Experiment = Export = FCS Files = Do not change the file version, keep FCS3.0 and click OK. (Folder:
Documents - Backup - Year - Month - Your folder).

» To create a PDF, right-click a specimen or experiment and select Batch Analysis (using a global worksheet).

¥ Batch Analysis

{* Auto ¥ Output To Printer ¥ Statistics
View Time: |10 = || [ Save as PDF [¥ Freeze Biexponential Scales Select the
options
" Manual [V Save as XML ¥ Use Preferred Global Worksheet nZeded.
[V Add Report [~ Save Specmen Reports
: FDF Fil 2 lesMG-Batch_Analysis_02122013151506.pdf Br: v \iew PDF
Specify where to save the Ename I = e P onsE g
PDF, XML, and exported %ML Filename: IIesMG-Batm_Analysis_DZ:lZZO13151506.me Browse
statistics files. Export Filename: |IesMG—Bab:h_AnaIysis_DZ:lZZD13151506.csv Browse
Status: | 0%
Continue

Cleaning and Shutting Down the System:

1. Prepare the cleaning carousel and place the tubes on the positions 1, 2 and 3(contrad, bleach and shut down solution)
-> Carousel > Clean = 3min each tube.

If you are the last user of the day:

2. Perform the cytometer shutdown: Cytometer = Fluidics Shutdown.

3. Empty the waste and refill fluids if prompted to do so.

4. Turn off the cytometer main power.
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