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Figure 2-1 BD FACSDiva™ workspace displaying an open experiment and the Plate window
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Number | Common Workspace Components First things first: Go to File
/ User Preferences / FCS:
1 Use the commands in the menu bar to operate the software. .
click Auto Increment, so
File Bdit View Experiment Populatiors Worksheet Cytometer HTS Help that each f||e gets the
¢ Use the Experiment menu to add a new experiment to the Browser or appendix _001, 002 etc
-_— P .

open a template. A new experiment automatically contains global

Experiments on page 72.

on the HTS. For information, see Maintenance on page 111.

cytometer settings and a global worksheet. For information, see Creating This is important for later

® Use the commands in the HTS menu to perform maintenance procedures software (f.e. flowjo,

evaluation in another

fcsexpress).

HEEEE L

button (} to view the Plate window.

2 Click a button on the Workspace toolbar to hide or show the corresponding
window.

Windows can be resized by dragging a border or corner. Click the Plate
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* Use the Browser window to create and set up experiments and view

experimental data hierarchically.

In the Browser, double-click an experiment to open it.

* Click the New Experiment button ( Q‘i ) on the Browser toolbar to create

a new EXpCI'ilTlCl'll'.

* Click the New Plate button ( ;) on the Browser toolbar to add a
default 96-well U-bottom plate to the open experiment.

* Click the arrow next to the New Plate button ( & B) to select a new

plate type to add to the experiment.
The type you select becomes the default.

Browser % Browser - Experiment_001
toolbar & & € § & E &~

FE
] Namme Date
@ Administrator
Open & &2 Folder_oot

experiment — [l Expermant_co1 L118/07 3i31:36 P
% Cytometar Sattings
8 (&) Glabal Workshests

Current tube 3 96 Well - U bottom

poimer — 7 96 well - ¥ battom
,‘_frna'ﬂ Elank Experiment with Sam 1/23)07 10:04:18 AM
Closed — 3

o8 shaypd view

experiment

96-well U-bottom plate
96-well V-bottom plate
96-well flat-bottom plate
384-well flat-bottom plate

Create a new experiment
as usual.

Select the respective plate
format here. U and V
plates are usually better
because the cells are
mixed much more
thoroughly.

(L5

Use the Acquisition Dashboard to acquire and record well data. Use the
Plate controls to acquire and record wells in sequence using the selected
throughput mode. Run Plate runs the wells from the current position to the

end of the plate. Run Well(s) runs the selected wells only.

Use the Basic Controls to manually acquire or record selected wells in
standard mode using the current loader settings.

¥ fcquisition Dashboard
Current Activity
Active Tubeiyiell Threshold Rate Stopping Gate Events Elapsed Time
Setup Control_001 |0 evtis 0evt 00:00:00
Basic Controls
ou l B Acquire Data ‘ l | RecordData ‘ ®
Flate Controls
1 Run Plate ‘ l B Run Wel(s) ‘ e
Acquisition Setup
Stopping Gake: W AlEverts | Evenks To Recard: 10000 evt w | Stoppng Time (sec): =H
Starage Gate! W lEverts | Events To Display: 000 et w
Acquisition Status
Pracessed Events: Electronic Abort Rabe:
Threshold Count: Electronic Abart Count:

You can expand (show) and contract (hide) the Acquisition Dashboard.

To show or hide the Plate Controls, Acquisition Setup, or Acquisition Status

sections of the Acquisition Dashboard, right-click the Acquisition

Dashboard in any blank area (except for Basic Controls) and select a section

to show or hide from the shortcut menu.

You can resize the Acquisition Dashboard using standard Windows
methods.

If the plate controls are
not displayed, simply
right-click “Show plate
controls”.
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settings.

Plate - 96 Well - U bottom

Setup | dnalysis
Fiter Setup Detals
1 SoECIEn bype 5 [¥] Bequisiion order
B First wedl in group 7| [7] Spocimen numbsr

[+ Spadimen settings
15| [F] Wl settings

5 T ——— Use the Inspector to view or modify the
o) attributes of a smglc ()b]ect or set of
Wl || H1S{] Labels | Acq. | Keywords . .
objects on the worksheet or plate, or in
Sample Flow Rate (ifsec) 05 1w
Sl Yokem () = FF the Browser. The contents of the
Mg Yokims (14) w0 = Inspector change depending on what is
L vl -
Mising Speed (d fsec) o &7 selected in the workspace.
Humber of Micas )
L The Inspector can be used to view or
Wash Youme (1) o BF )
Entle LR = change HTS (Loader) settings. See
ELR Period =11 Loader Settings on page 51.
6 Set up, acquire, and analyze plate-based experiments in the Plate window.

Use this window also to select the throughput mode and adjust loader

X

Plste Information
Throughpu: Mode () High (3) Standard
Flate Status: Loader Status

List of spadmers on the plate
1 1z 1 Setup Contrak_001

I Compensaton Corerols
3 Specimen_00L
A Speciman_N0Z

L]
o

L
SARAL Y

3 £l 3

" » ) Laader Settings

A 4| @
Samole Flow Rate (LiLfsec) 05 %

wu_m w
Sample Vohume (L) 200 f}ﬂ
Miireg Volume (L} 100 fm
Mizing Speed (L fsec) 100 [5)
Mok of Meis 2l
Wiash Vehume (L} w0 (5

In the inspector window: Use Global Cytometer Settings can be
deactivated there. This means that different settings can be used for

different wells.

Many commands can also be accessed by right-clicking on the

respective well.
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View tabs

P ate - 56 Well - U bottom

Sellp | Anabysis

Filter Setup Details

Plate legend/
filter
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Pllate Irformation /— Throughput
Throughput Mode (3 High () Standard "] mode
Eax Sk Loader status

Loader Status

List of specimens an the plate

A

Specimen list

Loader Settings
Sample Flow Fate (l fsech 1.0 %
Sample Yolume (1) 327
=
Mixcirg Yolume (L) =0 ZB
Mixireg Speed (d fsec) 180 | =
Rumber of Mbces 2w
Wash tohame (1) BT HTS settings
Enable ELR. F
=i

Plate layout

Baseline restore

Loader Settings

Sample Volume

50 ul dead volume, which means if | want to measure 200 pl
of my sample, | need to put 250 pl of sample into my well.

Mixing Volume

% of the total volume is a good benchmark.

Mixing Speed 220 default value for PBMCs, f.e. for dendritic or thawed
cells you should choose a lower value.
Carry over You should incorporate cleaning wells with H,O or PBS

BLR Baseline Restore Period, goes from 5 to 150.
The value x10 is the delayed recording in milliseconds, f.e. is
the value 5, the recording starts after 50 milliseconds and

not immediately.

Volume type

Definition

Well volume

Volume that well can hold filled to the brim

Dispensed volume

Volume pipetted into well minus aspirated excess volume

Aspirated excess
volume

Standard mode = 20 pL

Available volume

Volume pipetted into well minus aspirated excess volume minus
dead volume

Minimum volume

50 pL for both standard and high-throughput modes for 96-well
plates

Mixing volume

Approximately one-half the available volume

NOTE A mixing volume that is larger than the available volume
introduces air bubbles into the sample

Dead volume

Volume in the bottom of the well that the probe cannot reach

Sample volume

Amount of sample requested for analysis in BD FACSDiva™
software
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Other information

Which cell density is
recommended?

Fresh lympocytes: max. 10 million cells / mL
Dendritic cells: 1-2 million cells / mL

Additives

By adding EDTA, BSA etc. the cells remain intact.

thawed PBMCs

Clogging of the sample line possible. Solution: lower cell
density, lower sample flow rate, adding f.e. BSA to the
sample.

Standard Mode
High-Throughput Mode

In contrast to the standard mode, both pumps are working
in the High-Throughput Mode at the same time. (this could
be useful when checking a GFP signal on the whole plate >
quick measurement)

For everything else the standard mode is recommended!
The sample flow rate goes from 0,5-3ul/sec. (which equals
to MED — HIGH). SO with the HTS we simply don’t have a
“LOW” (which means it is not suitable for f.e. cell cycle
analyses).

Setting Standard Mode High-m::jzghput
Default Range Default Range
Sample flow rate (pL/sec) 1 0.5-3.0 1 0.5-3.0
Sample volume (pL) 10 2-200 2 2-10
Mixing volume (pL)2 100 5-100 50 5-100
Mixing speed (pL/sec) 180 25-250 200 25-250
Number of mixes (cycles) 2 0-5 2 0-5
Wash volume (pL) 400 200-800 200 200-800

a. We recommend a mixing volume that is one-half the available volume. See Loader Settings on page 35,
Sample Well Volumes on page 35, and Mixing on page 37.

Which plates?

384 well or 96 well plate

Important: define in advance which plate size is used,
otherwise the sample needle may be damaged in the
process since the device knows the exact position of the
wells for each plate format.

The lid must be on correctly!

The device detects if the lid is not properly seated.

Create settings

Settings should be created beforehand with tubes instead
of the plate. This has the advantage that you have more
time when adjusting the PMTs etc.

at the end!!

After the measurement, insert a

F.e.
e 3 wells BD FACSClean or BD FACSRinse
e 3 wells Aqua dest.
e Repeat3timesinarow




