BD FACSDiva Software Quick Reference Guide

for BD FACSCanto Systems with Loader Option

This guide contains instructions for using BD FACSDiva™ software version 6.0 and later with BD FACSCanto and BD FACSCanto |
systems equipped with the BD FACS™ Loader option.

Workflow Overview

The following figure shows the steps for daily workflow using BD FACSDiva software.

Start Up > Check > Set Up > Record > Analyze > Shut Down
System Performance Experiment Data Data System

Before starting your daily workflow, ensure that your lab’s
software administrator has performed all the necessary
tasks to set up the software for your use. This guide shows
a workflow that uses application settings.
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Starting Up the System

Turn on the cytometer main power.

Start up the computer, start BD FACSDiva software, and log in.
Check fluid levels in the Cytometer window.

Select Cytometer > Fluidics Startup if automatic cleaning is disabled.

Check the flow cell for air bubbles.

Check that laser warmup has finished, indicated by a ready status.
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Checking Cytometer Performance

@ Select Cytometer > CST.

¥ Cytometer Setup and Tracking

File Cytometer Tools

Setup |Reparts | Performance Tracking

Setup Control - Rest e Only

Load a carousel with the bead tubes and dick Fun butkon ko
start Check Performance.

System Summary: 0K

Verify the Cotometer Configurstion:  2-lasar, 6-color (4-2) (BD default) o
Cytor.“eter . LatID ea341
Configuration [y Clear the checkbox.
and bead Cytometer Configuration 2-laser, 6-color (4-2) (BD deFaulk)
Lot ID _';Q Cytometer Baseline: May 23, 2007 12:27 PM
' If needed, select
@ Cytometer Fertarmance: July 13, 2007 02:4 PM a different
Setup Beads conflguratlon or
(@ Cytometer Pefformance Resuts:  Passed ke D | bead lot ID.
Product: C5T Setup Beads
Part #: 683391

Expiration Date:  10-10-2007

© Place a tube of the BD™ Cytometer Setup and Tracking beads in position 1 on a carousel and run the beads.
© View the Cytometer Performance Report.

O Close the Cytometer Setup and Tracking window.
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Setting Up the Experiment

@ Select Edit > User Preferences and verify that selected preferences are appropriate.

© Create an experiment in the Browser.

© Right-click -;&¥ Cytometer Settings in the Browser. Select Application Settings > Apply.

) Application Settings

Cytometer Configuration: |2-Iaser, F-color {5-2) (BD default) |

Show Al
Mame - Qwner Date Created
Select an application setting.
Application B Userhlamel O716/07 11:40:06 AM
I

izl

¥l Cytometer Settings Mismatch

The application setkings to be applied do not match the selected cytometer settings.

[The following parameters are nat in the cytometer settings ko be applied: PE-Cy7-a,

Click Apply to apply PMT voltags and Threshold valuss only for matching parameters,

Click Overwrite ta replace all parameters and valuss with those From the selected application ssttings.

[ Apply

J|[ overwite | |

Cancel |

Click Overwrite
if necessary.

@ Select Experiment > Compensation Setup > Create Compensation Controls.

) Create Compensation Contrals

Tubes

Plate

include separate unstained control bube el

Fluorophore Label

= FITC (Generic

= PE Generic

# PerCP-CyS-5 Generic Create label-specific
- PE-Cy7 Generic controls as needed.
ApC Generic

 APC-CyT Generic

[ Add ] Delete [ Labels. .. ] [ [o]4 ] [ Cancel ]

@ Copy and paste plots from the Unstained Control normal worksheet to a Global Worksheet.

@ Specify Carousel Setup settings.

® Carousel Setup

Assigriment

Assign a carousel number for each specimen. To create multiple carousels, select
arow, click New Carousef, and select the carausel number from the drop-doin list.
To combine carousels, change the carousel number to 'Hone, select the break line,

and click 'Delete Carousel Break.,

Specimen # of Tubes

Compens:

Location  Stabus | Carousel ID | Export Folder

2] D:\EDE <port

Specify a
carousel ID.

| >

New Carousel

Delete Carousel reak

Run Settings
Recording Delay tine

ot

Mix: Settings
Stark of carousel mix

] Interim mix: - After avery tuhes (ED Defaulty

Specify run
settings.

shestt | [E) Unstained Control | FITC Stained Cantr . Global Sheet1
Select Edit > Select All l—‘ . & Select Edl'}c1> Plaste |
and then Edit > Copy | Unstainec to paste the plots to
nstained Control Global Shaatt
to copy plots from the 5 £ a global worksheet. e
normal workseet. 2.7 2 Z:
% = yau & 5
<23 P1 a7
2] &
ks i B2
GE =
_IIII|IIII|IIII|IIII|IIII|I -IIII|IIII|IIII|IIII|IIII|I
&0 oo 150 0 20 50 00 150 0 250
1,000
i FSC-A x 3D FEC-A (x 1,000}
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@ Verify that the current tube pointer is set to the Unstained Control tube and that a global worksheet is displayed.

@ Install compensation control tubes in the carousel in the same order as listed in the Browser and install the carousel on

the Loader.

© Verify that the cytometer is configured for automatic loading and Click

) Single Tube Loader.

Select a tube ta load fiom the awailable options hichlighted in blue, and

click OK o start

Select a tube to load.

[ Laser | Comoensation " Ratin
Verify that the | status || Parameters 1 Threshold
FSC, SSC, and
threshold settings (T ll=Es o
are appropriate. - 407 ]
r 55C 432 [ ||
¢ FITC 530 ]
= PE 473 On;
r PerCP-CyS-5 637 Oxa
r PE-Cy7 778 [ ||
e APC 613 [
r APC-TYT 641 Oxa
b

@ Click and then click :

@ View recorded data in the normal worksheets and gate the positive populations.

Adjust the P2 gates
to fit the positive
populations.

o Unstained Control i . APC Stained Control

= o] E
= =
Adjust the P1 gate, | T 23 E ]
right-click, and 2] =RE
select Apply to o 5 2 aq
All Compensation 3 E
Controls. Er e “3
3 Jd Pl E
[ I | [ | e | rrrt | TTTT | T =

50 100 150 200 250

FSC-A x 1,000

@ Select Experiment > Compensation Setup > Calculate Compensation.

¥ Single Stained Setup

Compensation calculation has completed successfully

Rename the -
compensation setup. Marme: | Experimnent A |

[ Link & Save ] [ Apphy Only ] [ Zancel ]

23-9548-00



Recording Specimen Data

© Create Browser elements.

Use the Browser toolbar
to add elements.

© Specify Carousel Setup settings.

=13 My Epetiments
&Lk Experiment &
%; Cytometer Setkings

% Compensation Controls
=%, Loader sample

EEIGE

Shared Yiew

¥l Carousel Setup

Assignment

Assign a carousel number for each specimen, To create multple carousels, select
a row, cck 'New Carousel, and select the carousel number from the drop-dawn list,
To combine carousels, change the carousel number £ 'Mone', select the break ine,
and click Delete Carousei Break.

Specimen #of Tubes | Location | Status | Carousel I Expart Folder
1-7

Specify a
carousel ID.

< i
~
Mew Carousel Delete Carousel Break
Fun Settings
Recording Delay time Mix Settings
Seconds Start of carousel mix

Interim mix:  After every

Tube Pressurization Error Handing (Current Run)
(® show error and wakt
() Skip tor et bube

) Skip to next: specimen

tubes {BD Default)

Specify run

settings and tube
pressurization error
handling settings.

© Make entries in the Experiment Layout.

) Experiment Layout

. Labels | Kzywords | Acquistion
Specify reagents labels,
1citi Quick Entry
keywords, and acquisition N
criteria as needed.
Name Label Label Label Label Label Label
o | -2 Experiment a
- %, Compensation Controls
me e feooss  feor e |wean
. [ Unstained Control i i i
IFITC PE PerCP-CyS-5 PE-Cy7 APC IAPC-Cy7
. T4 FITC Stained Control S &1 & &
T T e T R ]
- {4 PE Stained Control 7 i i
mic e feocss  peor  [we |weaw
- i PerCP-Cy5-5 Stained Control
mic e feooss  feor e |wean
. {4 PE-Cy7 Stained Control i i 7
FITC IPE PerCP-CyS-5 IPE-Cy7 APC. IAPC-Cy7
. T ARC Stained Control LR 7 i
T T e Yoy o R T ]
. T4 APC-Cy7 Stained Control 7 i iy
. % Loader sample
PE PerCP-Cy5-5 PE-Cy7 APC. APC-Cy7
. J Tube_oo1 it 4 4
R e o R o ]
. -] Tube_002 2 7 .
e e peocss  peor  [we |wedy
- U Tube_003 Y F i

L

Labels

Lit by user
L@ Userilamel
-3 BD Defined

el to List | [Delete from List

Assign or Remave Labsls

Assion

@ Install the carousel on the Loader and click
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© Specify tubes to run.

) Carousel Rerun

FCS File/Data Warning.

The process of re-running Specimenis) or Tubels) deletes the
' existing FSC files and data before acquisition begins. Stopping
e Y the run will not restore these deleted files o data.

Select Specimenis) or Tube(s) to rerun:
O & Compensation Controls
[ A Unstained Contral
[ A FITC Stained Contral
[ 1@ PE Stained Contral
[] A PercP-CyS-5 Stained Control

[ A PE-Cy7 Stained Control
[] T APC Stained Cortrol
[ W APC-Cy7 Stained Contral

[ & Loader sample
U Tube_pbo1

T Tube_ 00z
U Tube_ooz

Check all By Check Remaining B4 Uncheck All

Check at the specimen
level to select all tubes
under the specimen.

Analyzing Data

© Create plots, gates, and statistics needed for analysis.

[ Browser - Experiment_001 \X| Global Worksheet - Global Sheet2
SEXTrYE Bl on k@l ppa
= 3 0 E

[x
& @ £ M E b 5

Create custom text and graphics.

Hame | Date

B4 Userl

=2 My Experiments

&l Experimert A

-] Experiment_001 75{07 1:29:25 FM
|22 Application Settings

Create new global 3 23 Global Worksheets

worksheets.

Compensation Controls

K2 Inspector - Dot Plot

s 100 150 300 250

Plot | Title | Labels | Acquisition | Dot Plot FSCea G 1,00y

Customize plots using
the Plot Inspector.

Tube: sriment 001, Samplz. Tube_001
FITC-A
PE-A

 Parameter:

- Tube: Tube_001

 Parameter: 2

Population
W A1l Events

#Events %Parant %Total
10,000 s 1000

@® Perform quality control of the analysis.

Sample-Tube_001

0

f

(x 1.000)
o 3

150
[

SEC-A

] Parent Verify that gates are set

ULAR AR AR LARER RRRRNL appropriately for all samples.
50 100 150 200 250

FSC-A e 1,0007)

Tuhe: Tube_001

Fopulation #Events “%Parent %Total
W 4l Events 10,000 A 1000
1,867 18.7 18.7
128 6.9 1.3
219 1.7 22

Use the population
hierarchy to verify
parent/child
relationships.
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© Do one of the following to print or export the results.

e Select File > Print to print the active worksheet.

e Select File > Export to export selected elements.

e Right-click a specimen or experiment and select Batch Analysis (using a global worksheet).

¥ Batch Analysis

the PDF and exported
statistics files.

[OF Output To Printer Statistics
: : : ; Select to print, save as a PDF,
Wi Tirne: Save as FDF Freeze Biexponential Scales or export the statistics as needed.
() Manual Add Report ko PDF Use Praferred Global Workshest
Specify where to save | PDF Filename: | sheetiBatch_Analysis_05072007133515,pdf | [ Browse... ] Wiew FDF

Export Filenane: | kisticsiBatch_Analysis 05072007 133515, csy | [ Browse... l

Status: | 0% |

Pause Continue

Shutting Down the System

@ Select Carousel > Clean.

¥ Clean with carousel tubes. ..

Selections and Settings

Tubes Time {min}

Select cleaning
tubes and time.

’ oK H Cancel ]

Install the carousel with the appropriate cleaning tubes and perform the cleaning cycle.

Perform a fluidics shutdown.

Empty waste and refill fluids if prompted to do so.

Turn off the cytometer main power and shut down the computer.
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