BD FACSDiva Software Quick Reference Guide

for the BD LSR Il with HTS Option

This guide contains instructions for using BD FACSDiva™ software version 6.0 and later with BD™ LSR Il flow cytometers equipped
with the BD™ High Throughput Sampler (HTS) option.

Most of the features for running plate-based experiments on the BD™ HTS option are located in the Plate window. The following
figure displays the Setup tab of the Plate window.
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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.

Starting Up the System

@ Start up the cytometer, the computer, and the HTS.

©® Prepare the fluidics tanks.

@ Verify that the optical filters are appropriate for your experiment.

@ Place the cytometer in run mode, start BD FACSDiva software, and log in.

Tirne: Event

After initialization,
verify that the
sample coupler is
properly installed
and not leaking.

| The HTS intializes. || HomingHTS loader...

© Place the cytometer in standby mode.
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Checking Cytometer Performance

@ Select Cytometer > CST.

*. Cytometer Setup and Tracking,

Fle Cytometer Tools
Setup |Reports | Performance Tracking |
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System Summary:

Verify the Cytometer
Configuration and
bead Lot ID.

Cytometer Configuration:
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configuration
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&3 Cytometer Baseline:

& Cytometer Peformance:

& Cytometer Performance Resuls:
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Load & plate with the beads and click Run butten to start Check
Performance.

0 s

[ Load Tube Manually

Plate Type: |98 wiell U Bottom |

Clear the checkbox and
select the plate type.

Cytomster Configuration configuration

gk Select Configuration

Setup Beads
Lot ID; [68341 v/

If needed, select a new
configuration or bead
lot ID.

Product
Part #
Expiation Date:

5T Setup Beads
683391
10-10-2007

Status
Parameter
Fluidics

Walue

Flate Loader oK

@® Place the cytometer in run mode and run the BD™ Cytometer Setup and Tracking beads.

© View the Cytometer Performance Report.

@ Close the Cytometer Setup and Tracking window.

© Place the cytometer in standby mode.

Setting Up the Experiment

@ Create Browser elements.

Use the Browser toolbar
to add elements.

[¥ Browser - Experiment &
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¥ hpplication Settings

ame

| Date

B,Q, Userl

Cytometer Configuration: |L5R II

=[] Experiment &
g‘ Cybometer Settings
3 (& Global workshests

5 Global Sheet1

FIFI07 1156,

¥ Gytometer Settings Mismatch

The application settings ta be applied do nat match the selected cytometer settings.

Shaw Al
Hame - Qwner Date Created
Select an application setting.
Application & Llser 1 07/05)07 12:53:28 FM

#05-4, Alexa Fluor 430-A, DAPI-A, Indo 1 (Blue)-A.

The following parameters are nok in the selected application settings: PerCP-Cy5-5-4, Alexa Fluor

Click Apply ta apply PMT Yoltage and Threshold walues only Far matching parameters.

Click Owerwrite to replace all parameters and values with those From the selected application settings.

[ Overwrite ][

Cancel l

if necessary.

Click Overwrite
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© Create setup control wells.

Plate - 96 Well - U bottom
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wells to the plate layout.
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@ Select the first well for the compensation controls, right-click, and select Setup > Create Compensation Controls.

© Create specimen wells.
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Verify that the
loader settings are
appropriate for your
sample volume and
recorded events.

@ Create a global worksheet.

Select Edit > Copy
to copy the plots
from the normal
worksheet.
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@ Select the Setup Control well and click .

. hETE

Select Edit > Paste
to paste the plots to
a global worksheet.

Global sheet1

Global Sheetl

i}
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Install the prepared plate onto the HTS and place the cytometer in run mode.
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© Select all the compensation control wel

Is and click .

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

@ Select Experiment > Compensation Setup > Calculate Compensation.

¥ Single Stained Setup

Compensation calculation has completed successFully

Rename the
compensation setup.

Mame: | Experiment .C\| |

Recording Specimen Data

[ Link & Save J l Apply Only ] [ Cancel l

@ Create plots, gates, and statistics needed for recording.

Use the Worksheet toolbar to |

create plots and gates.
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@ Select the first specimen well and click

© When recording is complete, place the

Analyzing Data

cytometer in standby mode.

© Under the Analysis tab of the Plate window, select a recorded well.
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Adjust the P2 gates
to fit the positive
populations.
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©® Create plots, gates, and statistics needed for analysis on a global worksheet.

[iZ Browser - Experiment_001 \X| Global Worksheet - Global Sheet2 |X
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Create custom text and graphics.
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Tube: =timent_001) Sample, Tube_001

¥ Parameter: FITC-A 2
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Customize plots using een e toom

the Plot Inspector.

Tube: Tube_001

 Parameter: PE-A 2
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© Perform quality control of the analysis.
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i
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m 2

SEC-A
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Use the population
hierarchy to verify
parent/child
relationships.

@ Right-click a specimen and select Batch Analysis.

¥ Batch Analysis

@i Gutput Ta Printer Skatistics
Wigw Time: Save as PDF Freeze Biexponential Scales Select to prlnt, sa\_/e .as a PDF,
or export the statistics as needed.
() Manual Add Repott: ko PDF Use Preferred Global Worksheet
PDF Filename: | sheet\Batch_Analysis_05072007 133515, pdf ‘ [ Browse. .. I ‘Wigw PDF

Export Filename: ||tistics1,Batch_Ana\ysis_DSDTZDDT133515(5\; ‘ [ Browse. .. I

Status: | 0% |

Shutting Down the System

© Create a new experiment in the Browser.

@® Select HTS > Clean.

¥ Plate Templates

a

1
lame: Dally Clean - 96 well U-bottom

Select the Daily Clean template.
4 wells of deaning solution,
4 wells of vinse solution,

Hame: | Daily Clzan - 96 well L-bottom

© Install the prepared plate and click OK to begin cleaning.
@ Select File > Quit.

© Turn off the cytometer and computer.
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HTS Loader Settings Overview

HTS loader settings are specified under the Setup tab of the Plate window. Ensure that the loader settings are appropriate for

your sample volume, sample concentration, and the specified events to record.

Default Loader Settings

Loader Settings

Sample Flow Rate (uLfsec) 1.0

Sample Yalume (uL =1
? ) U=t

Mixing Yolume (L =
& L) (oo 5t

Mixing Speed (uLsec &l
3 Speed (WL sec) 150 5T

Mumnber of Mixes 2w

Wash Yolume (L 2
¢ 400 [

Specimen wells using
Standard Throughput mode

Loader Settings Loader Settings

Loader Settings

Sample Flow Rate (uL/sec) 1.0 Sample Flow Rate (ul/sec) 0.5 w Sample Flaw Rate (pLfsec) 1.0 »
Sample Yolurne (L) 3‘ f Sample Yolume (L) E‘ i Samnple Yolurne (pL) f‘ f
Mizing Yolume (pL) f} T Mixing Yolume (pL) 3} N Mixing Yolurne (L) f} ¥
Mixing Speed {ulLsec) 3} T Mixing Speed {plfsec) 3} N Mixing Speed (Lisec) f} I
Murnber of Mixes 2 Mumber of Mixes 2w Mumber of Mixes - i
wash Yolume (pL) f} T wash Yolume (L) 3} I Wash Yolume (L) f} ¥

Specimen wells using High
Throughput mode

Setup Control wells

Compensation Control wells

Loader Setting

Description

Important Considerations

Sample Flow Rate

Amount of sample (in pL per second) that

is delivered to the flow cell. Select a rate
between 0.5 and 3.0 in increments of 0.5 pL
per second.

The larger the value entered, the shorter
the plate running time, but this increases
the sample core, causing more variation
of data.

Sample Volume

Amount of sample (in pL) aspirated
from the well and delivered to the
flow cell. Select a volume between 2
and 200 pL.

For High Throughput mode, the system
aspirates a set amount of 22 pL of sample,
but records data for a volume between

2 and 10 pL. For Standard Throughput
mode, the system aspirates the sample
volume amount plus 20 pL.

This value does not include the system
default volume or the plate-dependent
dead volume.

Mixing Volume

Amount of sample (in pL) aspirated
and dispensed from the well to
resuspend the particles.

To avoid introducing bubbles into the
fluidics, this value should be half the total
well volume.

Mixing Speed

Rate (in pL per second) that the mixing
volume sample is aspirated and dispensed.

The faster the rate, the more likely that
cell shearing occurs, especially for delicate
cells. A faster rate can introduce bubbles
in the sample delivered to the cytometer
and compromise the separator bubble.

Number of Mixes

The number of times the mixing volume
sample is aspirated and dispensed at the
mixing speed. Select a number between 0
and 5 mixes.

The larger the number, the longer the
plate running time.

Wash Volume

Amount of sheath fluid (in pL) drawn
through the HTS fluidics between wells.
Select a volume between 200 and 800 pL.

Enter a higher value to reduce cross
contamination between wells. Enter a
lower value to decrease the plate
running time.
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