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Make sure the following actions have been done before running your samples
e check if the FACS Flow tank is filled and the waste container emptied
e check if the cup of the universal loader is closed
e the lasers need 20 minutes to warm up

1. Start up the system

e turn on the power of the BD FACSLyric™ by pressing the power button on the
right hand side

e start up the computer and peripherals (monitor, printer etc.)

e lasers need 20 minutes to warm up before starting any acquisition work

e log in to the computer:

Administrator: BDIS#1

e enter your username and password for PPMS

o start BD FACSuite™ Research Software by double click and login

e enter your username and password, click OK

e check the instrument status: Connected, Fluidics have to be marked green,
remaining laser warm up time

2. Start the daily clean

e Perform 3 times the SIT-flush--- Cytometer ---- Fluidics ---- SIT-Flush

e Perform 2 times the Daily Clean ---Cytometer ---- Daily Clean
3. Daily Performance Quality control (QC)

e prepare the CS&T beads (shake the beads and use 2 drops with 500 pl
Flow Sheat)

e navigator ---- Setup & QC

¢ verify that Performance QC is the selected task

e check if the correct CS&T beads lot ID is selected

e click Start

e mix the prepared CS&T beads, load the tube at the SIP port to start

Setup Tasks

q Setup & QC de orts ! MNormal Fluidics Mode
- Cytometer Initialization
I SoupS QL Optens Laser Delays
I Task Performance QC = Beads [dentification
fi CS&T bead ot I} 86627 (Expires: 4/30/2016) (" Determine Performance Values

— . @ Laser Alignment Check

Assay Setup Reports: | Select... -
“ 5 @ Characterization Values Check

@ Determine PMT Voltages

High Sensitivity Fluidics Mode
@ Laser Delays

@ Determine Performance Values




¢ unload the tube with CS&T beads if the performance is done and
replace a tube containing DI water

Performance QC X

= Performance QU for Normal Fluidies Mode successfully completed.
\'-.// . Performance QC for High Sensitivity Fluidics Mode successfully completed.

Assay / Tube Settings Setup successfully completed.

Would you like to view the Performance QC report(s)?

The performance QC report for normal and high sensitivity mode is displayed. To view the
report press Yes or No to close the performance QC window.

4. Experiment Setup

Creating a new experiment the 1% time without tube or reference settings ever being
done!

41 Create a New Experiment

e go to Manage Experiments in the workspace
e click New in the experiment browser

- Manage Experiments .
|
Y

Experiments Browser

'. New E| e

All Experiments

|[Cwned by Me

: Shared by Others

[ eDAdministrator
‘ Demolser
BDJHOL
kursadmin

¢ rename the experiment File --- Rename --- Experiment name
e click OK




AT BD FACSuite

File §Edit View Tools Cytometer |
# . -
lew Experiment kp
Import [

il
Export [

Export Statistics

Rename

Save As.. Id

a new experiment opens
it includes a tube and a dot plot with FSC and SSC

A2 8D FACSuite

Rename Experiment X

Enter an experiment name with a maximum of 60 characters.

I Experiment Name: F|| 1, LyseWash Settings, 4cu|u|1 I

Worksheets

Time 00:00:00
Procassed Events 0 evts
Threshold Events 0 evts

Dok UB[BR DD [ E R o R E
Q- HCCcBEBBHQEHME|E I -inE

J i — e
f";mi impor 5 Fies | et Tobe | A From worst \ ’ 8
i > \Na"memm [sampleD  [Datepcqured | i ) s =
4.2 Delete or Add Parameters
¢ highlight the empty tube, right click Properties --- General,
rename the tube
e tube properties gives you also the possibility to change the tube
settings
Data Sources O =

| Mew Tube || Import FCS Files || Delete Tube || Add From Workist... |

[cvc | Acquire | Stop | e | Puse | Resme | Rt

Tube Properties - Tube_001 x

Spillover Values  Reagents Keywords  Acquisition

General TN S

Tube Name: unstained

| | MName |Sample D | Date Acquired | l TubelD:
‘ . [I Tup num = = | | ITubE Settings: | Lyse Wash || select.. I
u Total Events:

Acquisition Date: |

Cytometer Mame: |

Close.

e select Parameters
e remove or add parameters
e select Hight and Width for FSC and SSC



Tube Properties - unstained x

Threshold Operation  And  ® 0
” Thresheld Operation And & O
Name [a [H |w |voltage
= =T ’
R = ‘ Name |A| H |w IVoIhg | Threshold |
e v L .
| cr == 2J
e T | FsC V 5 v 1u,uouilil
PE - o 2176 B4 | §5C v 5000 (il
PerCP-Cy5.5 - W 5346 4 | e - 5,000 |5
PE-CyT - o 5660 |21+ —
| = ;T,‘f‘ pE - o 5,000 21|
APC - o 2269 14 | —
APC-Cy7 - o PercP MRS e i ___ifl
vasa - o ARC - o 4269 [514] 5,000 |24
|vs00 - o 2470 514 o
_ 2dd || Remove
Chec Close

Spillover values: there are already compensation values available for the
Lyse/Wash settings

FITC, PE, PerCp, PerCp-Cy5.5, PE-Cy7, APC, APC.Cy7, APC-H7, V500-C, BV605
you can also Add Flurochromes (If you Add Flurochromes or use other
parameters you have to create your own/new compensation)

To calculate the compensation correctly, at least 3 fluorescence parameters must
be selected!

Reagents: name the antibodies used in your experiments via the drop-down list or
wright them down manually

Keywords: if you have any additional information

Acquisition: set stop criteria, gate specifications and events, to activate the stop
criteria you have to click on Apply Rules

4.3 Acquisition Window

42 BD FACSuite

File Edit View Tools Cytometer Help Reference

Manage Experiments Fall 1, LyseWash Se... X

Acquisition Status: Tube_001 o A Worksheets
Preview Time 00:00:14 =) (.l koW ‘ & | (7 R T T~ T |@
" Processed Events 17,863 evts - o BEBQRLH HE| =
Threshold Events 17,392 evts Worksheet 001
Threshold Rate 1,121 evts/sec
[} Flow Rate  Medium - «ao _ unstained - All Events
: Events to Display 5,000 = 250 : =
MNumber of SIT Flushes | 1 = 1
‘ Acquisition Progress | 0% i 200 1
*~  Advanced Status
A < 150
] O
wi
oA ]
= 100+
[T ‘Data Sources o x 3 i
50 -
| New Tube || Import FCS Files || Delete Tube || Add From Worklist... | |
. i it 1
Preview Acquire Stop Next | Pause | Resume | Restart ol
0
Mame Sample ID Date Acquired
] | | ] | = o

‘ . U unstained I | FSC-A

Preview: events are displayed but not saved
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Acquire: events are recorded
Stop: stops the measurement
Next: switch to the next tube

Acquisition Status:

Flow Rate: low 12ul/min, medium 60pl/min, high 120ul/min
Events to Display: numbers of events displayed in the acquisition
window

Numbers of SIT-Flushes: how often the needle is cleaned after
sample acquisition

The FACS Suite software has predefined tube settings for Lyse/Wash and No
Lyse/No Wash as well as compensation values for both. If these tube settings are
changed, e.g. flow rate, voltages of FSC/SSC, number of SIT-Flushes or
fluorochomes, new tube settings must be created!
» go to Measuring with own Tube Settings
To check if the tube settings are changed check:
e Tube --- Properties --- General --- Tubes settings

WRY Gavameiers S  Reagents Keywords Acausition |

Tube MName: Tube 001

Tube 10:

Sarnple 10:

Tubse Settings: | Ly=e Viash 'il'{’ Select..

Totel Everdz:
Acquisition Date:

Cytometar MName:

4.4 Plot creation and Gating

¢ select Dot Plot or Histogram and move the cursor onto the blank

worksheet
Worksheeats
) W E R B R S ek & 8
k¥ - -®-a-0C00 ¢ R

I N N

Dot Plot Histogram Contour Plot Density Plot




Tube_001 - P1

to change the 1o P2

parameter click . ( )— Ellipse Gate

on the axis <

label and ) ;

choose your g

parameter

[
FATY 102 102 it 105
FITC-A
» -- - | Worksheets
1000 unstained - P1 ek AP 02D R - C(R R[N
250 o 0DCcCcOBB &M E =Y -wmE
00 aoo_ unstained - All Events 3 unst;ined -P1 T
.
ol .
250
%1000 rres rrr w w0 w bl
a FSC-A FIC-A
e to duplicate the plot, right mouse click on the plot
Warksheets
2 I ™ BT = .'v"f 'El 100% ~ @l i
IR i A @ - | \EE
Rectancgle gate Elllpse gate Pollgon gate Interval gate Quadrant gate

¢ to change plot properties, select the plot, right mouse click Properties
(e.g. change the parent population)

unstained - All Events

Properties F4
Cut Ctrl+X
Copy Ctrl+C
Duplicate Ctrl+D
Delete Del
Select All Ctrl+A
Show Gate

Zoom In Scale

Lock
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e . |

Flottype: DotPlat2D -
Piot Tie Content
Sample
v Tube

¥ Popalations
Custom

Primary Data Source
¥ Run Pointer
Tube:

All Events

Parent Pepuiations 4 1S




4.5 Display Hierarchy and statistic

- k4 8 3 . = 5 a3 - . .
i) Sbetrin |T| - Display Hierarchy

e shows the population hierarchy

4 color - All Events 4 color - All Events ¥
» S

<, : i
v} < Pupadatan Ve
A U
v, w

£ i

Lymp... ]
1 1 ]
. 10 1 1 10 10!
FSC-A CDA4S PerCP-A

e to create statistics select the symbol in the menu list

2 - fv [RE

Multiple Tube Statistics

L
| v RunPointer Statistics |

e Multiple Tube Statistics: summarize values from several tubes and
¢ Run Pointer Statistics: display values related to the currently selected

tube
e select Run Pointer Statistics

— —

B buffy coat:4 color RunPointerStatistics

e _N — Propertias F4 e "
~ Name Lelllm | B Zellen |

| Events aut SRk Lyes 2347
% Total Copy Gr«C 021 6.98

FSC-A Mean L017 57,669 |
ESDCR_?I‘T‘NQE:H\Jea Duplicats Cirl+D T-‘;?ﬁ 21-??5
CDI6+S6PE-AN ¢ L | é; *ié
CD45 PerCP-A M Select A Crivd 4116 2,828
CD19 APC-A M = ; I 35 2,700
Time Mean I Edit Populations.., I :,?01 4665

- o > )

Edit Statistics...
e to change the statistic view right click into the statistic window Edit Population
or Edit Statistic

¢ to fix the hierarchy window on the worksheet use Pin to Worksheet
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Hierarchy

Show Statistical Gatas/Populatia

~  Gate Hierarchy
= IR A Everts
= [l Lymphos
W T Zalen
[}

~  Population View

Shew Papulation Statistics

Mame

+ i 4 color

5. Optimizing FSC, SSC, Threshold and PMT Voltages

5.1 Optimizing FSC, SSC and Threshold

o verify that all needed plots are visible
e check if your tube is activated

Data Sources o =

| New Tube || Import FCS Files || Delete Tube | Add From Worklist.. |

 Previcw | Acqure ] Stop | Nect [Pause
H ame | Sample ID | Date Acquired | |

P 0 tuweon |
| Properties F4 '

e remove the water tube from the SIP

e gently tab the tube to mix your negative tube and put your sample tube on the
SIP (Sample Injection Port)

e press Preview to start the measurement (do not click Acquire!!!!)

e setup FSC, SSC and Threshold if necessary

e Stop the measurement

Data Sources o =

| New Tube || Import FCS Files | Delete Tube || Add From Worklist... |

 Preview | Acquie | Stop Pause
| EEI | m D | Date Acquired | |
P 0 Tueon |
Properties F4 I

e replace the tube from the SIP

e wait until the automatic SIT-Flush is done
e load a tube with positive control to the SIP
e press Preview

12



e check if FSC, SSC and Threshold fit for the positive control
¢ unload the sample and place the water tube on the SIP

Worksheets

o oo

YIEE BaRB 0 EQ su- Qe | @R |Em &

Q- ICCdEHBBECEHHE | EI -mE

Worksheet_ 001

i unstained - All Ev unstained - P1
250
1 10"
2
4 ¥
10 S =
<1 BoEFar: R BRI R Tube Properties - Tube 001 x
O < | % 2 . .
9 I e [ T T
1 10y = i
| 4 5 Threshold Operation  Anc @ C
10 . g
p B Jii | Name |a |u |w |voltage | Yreshold |
o T PR PR TAS i FSC v 2206 [E]4] 10000 514
x1000 = >
Py ESC-A PMTY FITC-A ssC v 3431 [ 5000 [51H
Ty fTC - o 2511 [i4] 5,000 [j
¢ PE - o 4176 [14 5,000 Bl
1 .
PerCP-Cy5.5 > o 5346 [+ )4 5000 Fijl
& ; * PE-CyT - o 5660 Feld 5000 [2]4]
< ? apC v o 2269 [514] 5000 514
9. APC-CyT - o 4569 [E]4 5000 S+
B V450 - o 4105 [ 5000 514
iz V500 - o 4470 [il4 5000 [F14
0 Addfl || Remove
oYl <107 0 107 10° 10* 10°
APC-A Lo 1050

5.2 Optimizing PMT Voltages for Fluorescence Parameter

e verify that all populations are on scale for each parameter in the
corresponding plots

e press Preview to start the measurement

e adjust the PMT voltages if necessary

NOTE: The compensation is automatically recalculated when you adjust

PMT voltages

e adjust PMT voltages in a plot: click the PMTV button in the lower-left corner

of the plot to enable the sliders

Tube_002 - All Events

3 Tube_002 - All Events
i ’
" 18
=L r o ;
G 10 = &
/ fgj ) /
3 5 L
1wt W e &
o _}_m:' @ #l
Y] 1o -1
] ¥ g [
FITC-A —~ FITC-A

e drag the slider control for each axis parameter in the plot
e the PMTYV value is displayed on the slider control
e click the PMTV button again to hide the slider control

13



e Stop the measurement

e remove the negative sample tube from the SIP

e wait that the SIT-flush is complete

e load the positive control sample tube and click Preview

e verify that all the populations are on scale for each parameter and adjust
the PMT voltages if necessary

e press Stop

e remove the tube from the SIP and replace a tube with DI water

Important!!!!

The FACS Suite software has predefined tube settings for Lyse/Wash and No
Lyse/No Wash as well as compensation values for both. This allows the samples to
be measured accurately and reproducibly. Therefore -it is also usable for clinical
applications.

/7
L X4

Measure with predefined Lyse/Wash Settings: If you measure the experiment
without any changes of the settings and parameters (tube settings from the
system will be used) go on with the protocol

Measure with your own tube settings: If changes to the Lyse/Wash instrument
settings are necessary (e.g. PMT voltages, threshold, number of SIT-flushes)
new tubes settings must be created (Create New Tube Settings).

The compensation settings are still taken from the Lyse/Wash file and will be
automatically recalculated.

check if tube settings are changed --- Tube Properties --- is a Star behind the
Tube Setting they are changed

Go on with Page .........

measure with your own compensation: If one has to add additional
fluorochomes to the existing Lyse/Wash settings or uses tandem dyes (e.g.
Pe-Cy7), own compensation settings has to be created, thus extending and
partly overwriting the compensation values of the Lyse/Wash settings. One
can still use compensation values of the Lyse/Wash Settings for standard
fluorochromes (e.g. FITC, PE, PerCP). Add flurochromes to extend the Lyse/
Wash Settings and create Reference Settings to create compensation values
for these parameters.

go on with Page ..........

Creating Reference Setting automatically creates corresponding Tube
Settings!!!

14



Lyse Wash Picture shows all fluorochromes that are

~global use /Kompensation\ covered by the predefined PMT voltages
) EEEEE—— fTCr *verse within the Lyse/ Wash Settings (Left
PE *
Spannungen porc® panel). If further flurochromes are
FITC BV421 e added, reference settings must be
Alexa 488 Pacific Blue APC
PE vsoo APC-Cy7 * d
PerCP V500-C e * created.
Ta2D T Amcyan arc-R700 Right panel shows fluorochromes that
PE-CY7 PE-Texas Red o o .
SRR PE.crsos  CrUSiterung are covered by the predefined
My pEcrson i compensations values within the Lyse/
APC-R700 GFP 2 (B( Fluorochrome . .
Alexa 700 YFP e Wash Settings. For all additional dyes

g?osp?dium Iodide CD4_PE_—C‘£. i
\” N\ @z J  the compensation has to be

recalculated.

6. Acquire Data (Manual Port)
6.1 Setting Acquisition Criteria

e right click on the Tube_001 to open the Tube Properties
e Tube Name: Rename the tube

P ——— e Acquisition: create a stopping rule
e ) (e.g. 10.000 P1)
Stomge G @ mmens - e Max Time: enter 300
Stoppig s | [S090) e Create Gate Criteria: select the
| I Population P1 or P2,...
e e Add Criteria: A new rule is added to

Create Gate Criteria

the list of gate criteria
e select e.g. P1:10,000 and click Apply

Gate: @ P2 ~ Events 10000

Combine Gate Criteria and Apply Rule

All Events: 10,000 And Rule
= e verify that the Applied Stopping Rule
(oo at the bottom of the window is [Max
— Time:300] OR [P1:10,000]
- e | o close Tube Properties dialog

create additional tubes by clicking Next
in the Data Sources panel and

Tube Properties: rename the new tubes

Max Time: 300
Gate: P
Events:10.000
Combine Gate

15



NOTE: This is a copy of the first tube including all tube properties. If you
click New, this is a default tube

6.2 Acquiring Data Manually

verify that the run pointer is set to Tube_001

load the negative tube on the SIP

press Preview

wait until event rate stabilize then click Acquire in the Data Sources panel
monitor the acquisition in the Acquisition Status panel

acquisition continues until one of the stopping rules are reached

when acquisition is complete, the tube icon changes from black to green
remove the sample tube from the SIP

system performs a SIT-flush (loading port LED will blink when SIT-
flush is in progress, then turn when ready to load next tube)

after SIT-flush, load the positive sample tube

click Next in the Data Sources panel to move the pointer to the second
tube

click Preview, then Acquire

remove the tube when acquisition is complete, and load a tube of DI water

7. Save your Experiment

7.1 Save your Experiment

e (Go to manage Experiments --- File --- Export Experiment --- With Data

7.2 Save your Experiment as an Assay

e Menue List --- File --- Create Assay

16



8. Creating an Assay from an Experiment

8.1

An Assay is a template that contains a set of tubes that share the same tube
settings, worksheets and reports. Assays are run by a worklist using the
universal loader. Once you’ve created an experiment, you can save it as an

assay for reuse.

Open an existing experiment or create a new one

select File --- Create Assay

Enter an assay name with a maximum of 27 characters,
UD (for user defined) will be added to the end of the name
when it is saved.

Name: KN_Assay_Practice I

Description:  practice Purpose ONLY

Report to Display

After Entﬁ Run:

enter a name
select a report if needed
click OK

+ Share Assay

| OK Cancel

Additional Information

8.2

Creating an Experiment from Assay

select File --- New from Assay
modify the experiment as needed

select File --- Create Assay
save the experiment as an assay and acquire data in a worklist
alternatively, you can continue with data acquisition and analysis in the

experiment workspace

i%
| Manage Experiments

Experiments Browser

Select an Assay

@4 ccior D
a

17




e saved assays are stored in the library
Library --- Assays --- User- Defined --- Experiment name --- click Ok

9. Acquire Data in a Worklist
You can acquire data in a worklist using saved assays

9.1 Edit Worklist Preferences

select Tool --- Preferences (on the upper right corner next to Log Out)
=0 X

| Ptarom | gt

select Worklists

select General on the left side

change Acquisition Delay Timer so that all tubes will preview for e.g. 20 sec
before acquiring

check or clear the auto number sample ID option

Preferences

x
STy ... N

e Acquisition Delay Timer @

4 Export

Previewfor 10 [F] seconds

5 ) Entry Run Baglage
FCS a ® Use timer for the first tube in each entry (audible alarm will sound)
7

Results Use timer for all tubes
Assay Setup

o
Trucount Acquisition Delay Timer

—
Previewfor 17 (3] seconds

Report Delay Timer

Preview for 10 E seconds

Sample ID Assignment

¥ Autonumber Sample ID

2. Acquisition Delay Timer: time until data gets saved, during this time
you can change the threshold and move populations

3. preview time for true count tubes
5. set up export criteria 6. FCS files
7. results, statistic files 8. print options

18



9.2 Creating a worklist

e click Worklist in the navigation bar
e Shared

A BD FACSuite
File Edit View Tools Cytometer Help Re

11 2/3/2017 8:22 AM - Matching configur.

Manage Worklists

A3 BD FACSuite
File Edit View Tools Cytometer Help Reference

€ 11 9 2/3/2017 8:22 AM - Matching configuration found: 4-Blue 3-Red 3-Violet

nag pridists Worldist_001 X
| Loading Options [ | Layout View | Tasks. |} Cytometer Settings | § Acquisition J
= £ =
Worklist Entries | Approval | W
| Audit Trail |:” E-Signature | ¥
| More... | v |
' 5ample ID Task

Loading options: define which carrier is used for the universal loader
Layout View: shows the position and the sequence on the carrier
Task:

Cytometer Settings: shows you the device settings

Acquisition: displays the process of the measurement

Worklist Entries: lists the tasks

Entry Details: shows worksheets of the assay

e select the loading options
o Loading Options: select Universal Loader

19



o select the carrier type that you would like to use: 40 tube rack, 30
tube rack, 96 Well Plate Standard round / flat bottom PS, ...

Layout View CarrierID 001

Loading Options I
1 2 3 4 5
Carrier Type 40 Tube Rack =
A 2 12
Loading Option Universal Loader = N—
B
o Unload sample carrier at the end of worklist run <
Lock Positions
o D

e use the Task Panel to select one or more assays to add to your worklist

Tasks o x
Task Created By Creation Date [«
AD Bleed Assay UD Administrator 01/18/2018 ‘
Malea Blood UD Administrator 11/17/2017
Salma MC UD "Administrator 10/27/2017 (
» KN_Assay Practice 0. Administrator 02/15/2018
» | Fluidics =
X L ®
Sample ID Prefix @mber j) IM

e enter information in the Worklist Entries panel

I Wkl Entries I-:: vl | * | Aschi Tra E-Signatuse | * || Mom_ |®

Sample M1 Taak Wahn Locatin, fa—
| S Negatie oot APV Bsswy Prn = Reach al a1
P Samghe 1 ANy P = Ready a7 el
P30 Samplel MY o P = Beady a a1
rd Fesfor Cady = Beady aa-a3 ol
[rER— Wit 7

Frmr S -

3

| Acguisition SEalun: Tubre B8 R o
H
Tl DI S e 10 Task Sratis Luscation
Praceised Events 0 evis | o1 FL] B speriment 321 LD Runring .
Treeald Ererls 0 ety ..‘ 1z 1 Tuze a1 Pty 7o Acruine AY
Thineshal o Rashe LT {
maw Madtam |
Everis o Dy 1094 - | |
o, SIT Plae 1 1 1 & L}
Apguistion Frogiess | aw B 12345 Evpenmentaz) Ui ox
~  Advenoed Taho
l:u_m.l. '_: Cusreri Tuba  Tuce DOL Approrm M:t!.ppm\l‘ a |
e BRADFSBESm-ANCBE S
= fx a2 -«-m-6-DCcCcHHBAGHHE I
Criometer oW
| | Jt:lm
|+ amus =
ST Wgritveet_H1
e e om Tuba_001 - All Events Tuba_001 - All Evenits =
Ed Moicicn L 3 |
o
B Less
| A P ek - 4
Trmshod Opeptios A & Or ot ferove | : b F
= e el
- - - e e i
| Mame A |H W | voRsge Threshaid -;:r
FiC £ B o [30r [ o0 B w Wy P
| — . e
wres : : : = 5 ! : .
T e H4 e | 5 @ |

o select your assay from Task Menu
o enter your Sample ID
o use the same flow rate for all assays

20



o atthe end of your worklist set Perform Daily Cleaning this works only
if you measure your tubes in a Tube Rack but not with 96 well

b4 Perform Daily ' * Ready Ad-AS 001

9.3 Acquiring Data in a Worklist

e |oad the carrier
o samples should be placed in the same position as shown in the Layout
View panel
o Mix your samples before you place them to the carrier

Layout View CarrierID Q0L

e click Load

e place the carrier into the loader

e click Continue

o verify that a tube of DI Water is placed at the manual SIP
e click Run All

o if already acquired data exist choose Run from pointer or Run
Selected

AT BD FACSuite

File Edit View Tools Cytometer Help Reference

11 &4 2/3/2017 8:22 AM - Matching configuration found: 4

W Worlkiist 001 fdd Conice

| | Loading Options | | Layout View

Please place carrier 001 on the Universal Loader and close the door in order to proceed. o
Please also verify that the contents of the carrier matches the worklist.

Worklist Entries | Approval | + || Audit Trail | | Continue || End current run
E-Signature | ~ || More.. i = ] H

o verify that all gates and PMT voltages are correct
o click Stop Timer (the countdown timer stops, you have more time to
preview the data)

f Sy
m | i | | - _A Skip Tube * | Stop Tube * | 0:07 Stop Timer

e if necessary adjust voltages and gates
o if you made some adjustments of the PMT voltages, you will be
prompted to select how to apply those adjustments
e click Resume
e after the first worklist entry is complete (Tube 1), click Stop Timer
o report delay is activated
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o hotice that you are now making changes to the gates in the analysis
report
adjust the gates if necessary, then click Resume
repeat the steps in the beginning for the remaining worklist entries
after all samples have been acquired, remove the carrier and click Continue

9.4 Exporting a Worklist

if necessary, close the worklist that you would like to export

select the Manage Worklists tab

select the worklist that you would like to export, then select File --- Export
Worklist --- With Data

navigate to the location where you would like to save the worklist, then click
Save

default location for the worklist export is C:\BD Export\Assay Worklists

10. Cleaning and daily Shutdown

prepare two tubes: one tube with 2 ml of clean solution and one tube with 2 ml
DI water

select Cytometer --- Daily Clean

the cleaning can be done with the manual SIP or automatic via the universal
loader

10.1 Manual cleaning with the SIP

load the clean solution tube on the SIP
when prompted, load the DI water tube

click Continue

dialog closes when the process is completed
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10.2 Automatic clean with the Universal loader

e choose Cytometer --- Daily Clean, select the universal loader and the 40 tube

Rack
Deily Clean @ x

Time since last Daily Clean: 0 hour(s)
Performed by: kurs admin

1
The Daily Clean process may take up to 4 minutes, It will require the |
40 tubes rack, tube with 2L Bleach (10%) and a tube with 3mL DI
Water.

Place tube with 2ml Bleach {10%] in the position AL and a 2mL DI
Water tube in the pasition A2 of the 40 tube rack. Load tube rack on
the Universal Loader and click "Continug’.

o Univereal Leader
30 &= 40

| Continuz || <Cancel |

e place the tube with FACS Clean in position A1 and the DI water in position A2
of the 30 tube rack

¢ l|oad the tube rack, if prompted click continue
e dialog closes if the process is done

10.3 Shut down

e leave a tube containing 2 ml DI water at the SIP
e select Cytometer --- Shut Down: cytometer will shut down

-

e exit out of BD FACS Suite software
e log out of PPMS and / or shut down the computer
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Setup 1: Measure with Lyse/Wash settings

If no changes in the existing settings (Lyse/Wash settings) are made during
the measurement, i.e. no changes to FSC, SSC, Voltages, Threshold, the
experiment can be created, edited, saved as an assay and processed in the
worklist as described above.

Start the Daily clean

Run the Daily QC

You can start directly to choose your assay which you created the last time
and start to create a new worklist or start with a new experiment

Setup 2 Measure with own created settings

If changes are necessary in the Lysis/wash settings for the next measurement
(2nd measurement), e.g. by changing the voltage, FSC, SSC and threshold,
the tube settings must be created

If you work the fist time with Assay/Tube Settings
1. Start the daily cleaning

2. Perform the QC (check if the right Bead Lot is set)

3. Create your experiment; rename it....

4. Go to tube properties; rename your tube, place your Parameters, Reagents
inside

5. Place your negative sample under the SIP and go to Preview

6. Adjust your Parameter

7. Unload your sample from the SIP

8. Got to your tube--- press tube properties--- Gerneral and check your tube

settings --- if a blue star is behind the tube settings the Lyse/wash settings
got chanced for this case run the Assay and Tube Settings

9. The tube must not contain any saved data otherwise the option create tube
settings cannot be selected. the tube can then be duplicated and all
changes are copied

10. Go to tube right mouse click--- Create Tube Settings
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11.Verify that you place the right CS&T Bead lot number under the SIP
12.Press Acquire
13. Enter the name of the tube settings
14.Now the blue star behind the tube settings in the tube properties is gone
You find your new Settings in the Library--- Tube Settings--- User Defined
15.To adjust the settings for the other tubes in your experiment go to the next
tube--- right click on properties--- General--- Select and select your saved
tube settings and close the control panel
e Go further on with the next tubes and repeat the step 15.

17.Save your Experiment as Assay--- File--- Create Assay

18.Save your Experiment--- File--- Export Experiment--- With Data
Important!
If the assay has been re-created, it will be current for 24 hours. For use on later days,
an assay/tube settings setup must first be performed SEE....

19.Measure you samples in a Worklist

If you measure your samples the next time with your created experiment go
further on!!!

Start the Assay and Tube Settings

e Choose Setup and QC

e Verify that the right CS&T Beat lot is use

e Choose in Setup & QC Options --- Task: Assay/ Tube Settings Setup

e Choose in Assays / Tube Settings: Select

e The Select Tube Settings and Assay Setup Reports window displays all
existing tube settings in the respective assays

e Select Run Setup from the Tube Setting you want to use. You can also
select multiple tube settings via run setup or go to Run all Setup then all
existing Tube Settings will be adjusted

e Click start

e Load the tube with the CS&T Beads under the manual SIP

e Click Continue

e The screen shows you Assay/Tube Setting Setup successfully completed
Would you like to see the report Yes/No Yes

e Assay/Tube Settings Setup is successfully completed
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