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Imaging and Flow Cytometry Core
BD FACSymphony A5 SE Standard Operation Protocol

Basic Operation — Tube mode

A. Tracker Login

551107 @
770 555 L
723912 2

Please enter your PPMS credntials to use this resot

eeeeee

B. Log in the Window
1. Press Ctrl+Alt+Delete

2. Account: User

Password: posted under the bottom of the computer screen

C. Log in the BD FACSDiva Software

1. Key in user name and password and click OK to log in.

*Please contact the Technical Staff in charge if you do not have an account.
**Please contact the Technical Staff in charge if you forget password.

OBD 4 —

Lisar Name: ¥ Usar Name -

Password: b e ereeeed
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2. Click Use CST Settings when pop-up message as below is shown.

The settings from CST are different from those on the cytometer,
Do you want to use the C57 values?

‘:l CMtd‘vowthtsmessaoea;mforcuneﬁbwsesmn
Remember mvy dedision, ot s

Use CST Settlngs [ Keep Current Settings ]

C. Experiment Setup

1. Setup New Experiment

1.1 Go to Browser, Click New Experiment icon. A blank experiment template will be created.

. Browser - Blank Experiment Temp!ate with 50P_Sat V_007

- | I
[l i Name | Date
- ,Q, Ocleaning
@ {8 Blank Experiment Template with 8/23/22 3:11:46 PM
Eﬁ Blank Experiment Template with 9/20/22 2:55:04 PM
@Eﬁ Blank Experiment Template with 10/11/22 3:20:21PM
@i csT 1/13/23 8:55:43 AM
@@ Training 12/29/22 3:04:36 PM
Sﬁ Blank Experiment Template with 1/18/23 3:22:21PM
~E§ Blank Experiment Template with 2/21/23 10:47:29 AM
- f& Blank Experiment Template with 2/21/23 11:52:55 AM
Eﬂ Blank Experiment Template with 2/21/23 3:07:24 PM
Eﬁ Blank Experiment Template with 2/23/23 11:45:30 AM

= B3 Blank Experiment Template with 2/27/23 1:39:59 PM

1.2 Click Cytometer Settings under the newly created Experiment

= BH Blank Experiment Template with 2/27/23 1:39:59 PM

.v Cytometer Settings

i\ Specdmen_001
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1.3 Go to Inspector Window, select unwanted channels and click Delete

7] Inspector - Cytometer Settings ™
Cytometer Settings

Parameters Threshold Ratio Compensation

Parameter Voltage
- FSC 530 LA ~
. SSC 280 [+~
» B537|B537 540 MM
e Y. [YG585 690 MM
. Y YGA70) 830 ML
P 69 0 ML
. 0 0 ML
. §G750 RV 690 ML
e Y... [YG780 540 AL
e Y. [YG825 630 ML
s R... R660 690 MM
¢ R... R675 600 MM
s R... |R680 600 MM
¢ R... R710 570 ML
e R... R730 540 AL
¢ R... R780 480 ML

Add Delete

1.4 Check H and W boxes of FSC and SSC
7] Inspector - Cytometer Settings E
Cytometer Settings

Parameters Threshold Ratio Compensation

Parameter Voltage Log A H W
. FsC 530 O A
- SsC 280 O M
« B537B537 540 ZEEZIERE
e Y... YG585 690 ™ O g
e Y. YG670  [630 0| O
e Y. VG780  [540 ] 0| O
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1.5 Keep Log boxes of FSC and SSC unchecked

1.6 Keep Log boxes of all fluorescence channels checked

* If you are doing cell cycle or DNA content analysis, please keep log box of your

DNA specific fluorescence channel unchecked.

2. Setup Compensation (for Multi-color panel)

2.1 Click Experiment > Compensation Setup > Create Compensation Control

Experiment Populations Worksheet Cytometer HTS Help

| B4 New Folder Ctrl+N
| i@ MNew Experiment Ctrl+E
ﬁ%\ Mew Specimen Ctrl+M
I New Tube Ctrl+T
| 2% Mew Cytometer Settings
Import Cytometer Settings
: [l New Global Worksheet
{ & Mew Plate Ctrl+K
! Open Experiment Ctrl+0
Close Experiment Ctrl+W

Experiment Layout

o Cytometer - LSRFortessa

Status

Time Event

?ﬁ
e

46 PM

104 PM

2:21PM
43 AM

4:36 FM
(21PM

5 PM

Compensation Setup

Create Compensation Controls

g Global Worksheets
ﬁ Spedmen_001
=d View

Meodify Compensation Controls
Calculate Compensation

Calculate Spectral Unmixing

2.2 Ifany one of your single stain controls is known to be 100% positive, i.e. no negative

population, check the box “Include separate unstained control tube/well”. Label the detectors and

click “OK”.
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m .Modify Compensation Controls

Detector Label
« B537 FITC
r YG585 PE
r YG670 PE Cy5
« YG730 PE Cy7

Add Delete Labels

OK I Cancel

2.4  Expand the Compensation Control Specimen

Eﬂ Blank Experiment Template with 2/23/23 11:45:30 AM
E‘LLJ Blank Experiment Template with 2/27/23 1:39:59 PM
-3 Cytometer Settings
@ Global Worksheets
&‘ Specimen_001
Compensation Controls

N’

B& Compensation Controls
2% Cytometer Settings
@- {J Unstained Control
@- |J FITC B537 Stained Contr
@ J PE YGS585 Stained Contre
@ {J PECy5YG670 Stained C
@- [J PE Cy7YG780 Stained C

RIEIEIEIE

2.5 Click the tube pointer of the first tube
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B&\ Compensation Controls
EQ Cytometer Settings
@- J Unstained Control
@ J PEYGS585 Stained Contre
@- [ PECy5YG670 Stained C
@- |J PECy7 YG780 Stained C

EIEIECAE

2.6 Load the single stain controls on the sample stage according to the tube label, i.e. run

FITC single stain when the tube pointer is pointing at “FITC B537 Stained Control”

2.7 Go to Acquisition Dashboard, Click Acquire Data.

Current Activity

Active TubeWell Threshold Rate Stopping Gate Events Elapsed Time
| Tube 001 0 evtis 0evt 00:00:00
Baskc Controls

off Next Tube I B Acqure Data B Record Osta &

Acquston Setup
Sepping Gate: WA Evers v Events To Record: 10000 evt v Ropoing Time (sec):
Storage Gate: W A Everns v Events To Display: 1000 evt v

2.8  Go to Normal Worksheet, move the P1 gate to include major cluster. Adjust FSC and
SSC PMT Voltage if needed.

Normal Worksheet - FITC B537 Stained Control
Bldxlkke LA SO @E6cE @t HEME \\NE|2 5 s

Sheetl AutoF UV540 Stained Control  Unstained Control 24 FITC BS37 Stained Control - PE YG585 Stained Control

FI‘_I'C 853_7 Stained Control

it

S5C-A (< 1.000)
5|Dl II!?OII |1I

111l

LI - L I | 5 6 G| I | 53 & 6 I LI I LI I I
50 100 150 200 250
FSC-A (x 1,000)
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2.9  Go to Cytometer window, fine tune the corresponding fluorescence PMT voltage to have

best separation of negative and positive peak

[ | Cytometer - LSRFortessa (FACSymphony A5) (R6649540... l&
Status | Parameters | Threshold | Laser | Compensation | Ratio|
Parameter  Voltage log A H w
. FSC 530 | A
. SSC 230 4
e B537[8537 540 O O
¢ YG...|YG585 690 Ol O
e YG...[YG670 630 O d
¢ YG...[YG780 540 Ol Od
v
Add Deleta
Cytometer Connected

2.10  Move the interval gate (P2) to include the positive peak

2.11  Use interval gate to gate out negative peak (P3)

cenmEMH @ T
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FITC BS?) Stained Control

Count

10°
ITC BS37-A

LB

2.12  Go to Acquisition Dashboard, Click “Stop Acquiring”.
*DO NOT Record Data at this point.

i u
[ii:] Acquisition Dashboard ==

Current Activity

Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time

| FULL 9 evtls 0 evt 00:00:08

Basic Controls

»{J Next Tube B stop Acquiring 8 Record Data (€ Restart
L —

Acquisition Setup
Stopping Gate: Il Al Events .. | Events To Record: 10000 evt | Stop Time (sec): 02t
Storage Gate: W Al Events .. | Events To Display: 5000 evt 2

Acquisition Status
Processed Events: 70 evt Electronic Abort Rate:
Threshold Count: 71evt Electronic Abort Count: levt

2.13  Repeat step 2.5 — 2.12 with all the single stain controls.

2.14  After optimizing the PMT voltage of ALL the fluorescence channels, load each single

stained control and click Record Data for ALL single stain controls

2.15  Click Experiment > Compensation Setup > Calculate Compensation
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File Edit View Experiment Populations Worksheet Cytometer HTS Help
H | By New Folder Ctrl+N
. _ -
Browser - Bla Eﬁ 500 27 LA S |& Cytormeter - LSRForte
i - %\ H_ 5%\ Mew Specimen Ctrl+M
=T 2 7 P NewTube Ctrl+T Status
. i il 2,
2 New Cytometer Settings Time Event
Ll Import Cytometer Settings E
B Odes
&I 8 @ Mew Global Workshest a6 PM
ﬁ g [Z4  Mew Plate Ctrl+KE  :papm
=i B . 0:21PM
: Open Experiment Ctrl+0 L4z am
Close Experiment Ctrl+W .35 pM
:21PM
: Experiment Layout 7095 AM
mﬁ B Compensation Setup ] Create Compensation Controls
: :---E% Cytometer Settings M
-3 Global Worksheets Calculate Compensation
_ -y Specimen_001 Calculate Spectral Unmixing

2.16  Click Link and Save for the most stringent practice, i.e. cannot adjust PMT voltage
anymore OR Click Apply Only for some flexibility on PMT voltage adjustment of your samples.

r Single Stained Setup

Compensation calculation has completed successfully

\=T0 HI20 200319 1456

[Cunkasave ][ appiyorly | cancel |

2.17  Switch Normal worksheet to Global worksheet

- Normal Worksheet - FITC B537 Stained Control
Bazirevmspane

Sheetl AutoF UV540 Stained Control Unstained Control
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3. Spectral functions

* Do not delete any fluorescent parameters. Doing so will remove the ability to perform
spectral unmixing.

3.1 Setting up a new spectral experiment

3.1.1 Click Experiment > New Experiment
The Experiment Templates dialog is displayed. select the Spectral Exp and click OK

Experiment Templates
General QcC jﬂ
Name Date Name: Spectral Exp
Mouse T NK BEADS 6/24/25, Z201PM A
MSC 7/24/25, 4:14PM
New Experiment Layout 10/13/22, 1:10 PM
INSG-ALL lym 5/7/25, 2:32PM
4 .46 PM i
Spectal EX 12/19/23, 12:5... ]
& MLD Panel 0) :.r.nv f—
T cell panel_2 nd_with Gloria 5/9/25, 6:42 PM
T cell panel_2 nd_with Gloria_001 5/9/25, 6:36 PM
Test 3/31/25, 2:10 PM
Xiaochun 11/14/22, 4:21PM v
Name: |Spectral Exp Copies: 1=
h 4

Conce

3.1.2 Click Experiment > Experiment Layout to assign parameter labels for each reagent to an
individual primary detector.

*Typically, both the dye and the antibody names are added to the label, as shown in the following
example for FITC and BB515 staining.

*To add an autofluorescence control to your experiment, assign the label "AutoF" to parameter
UV446. If that parameter is already assigned to another fluorochrome in your experiment, select
any of parameters UV379-UV540 or V427-V540 for AutoF.

10
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B Experiment Layout

Labels Keywords Acquisition

Quick Entry
Label -
Mame Label Label Label Label
L LE| Experiment_001 ‘ ‘
. % Specimen_001
uvsra U445 UW515 U540
v 'ﬂ' Tube 001 ALtoF

Note: The autofluorescence control is only supported in spectral workflows, not compensation

workflows.
Experiment Layout

Labels  Keywords Acquisition

11

ick Entrv
Label | FrTC 3
Label | Label ‘ Label Label Label Label
L4
L3
V750 V785 V845 B510 B576
x BB515
[ Experiment Layout
Labels Keywords Acquisition
ick Entry
Label BES515 "
Label | Label | Label | Label Label Label

' l

-

V750 V785 V845 B510 B537 B576
‘ BB515 FITC
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Experiment Layout

Labels Keywords Acquisition

Quick Entry : Labels
Label| T v Name

Label Label Label Label Label Label L!St Hiumen :

1e - 4 Odeaning
. (-3 BD Defined
- Dingtao
La
V750 V785 V845 B510 B537 B576

’ BE FITC

Add to List | Delete from List

Assign or Remove Labels

Assian Remove

P—
OK Cancel
—

3.2 Setting up the Spectral Unmixing algorithm

3.2.1 select Experiment > Compensation Setup > Create Compensation Controls from the main

menu.
Pu:upulatiu:uns Worksheet Cytormneter HTS Help
| E4  New Folder Ctrl+N
' 5 N -
Eﬁ. New Experiment Ctri+E ] e Cytometer - LSRFortessa
%‘ Mew Specimen Ctrl+M
[ T New Tube CarleT | e
- - r Ii-ll
] o%‘} Mew Cytometer Settings Tirne Event
Import Cytormeter Settings
[
{ Bl New Global Worksheet L ag P
{14 New Plate Ctrl+K  papm
i 2:21PM
Open Experiment Ctr+0 a2 am
Close Experiment Ctrl+W 435 PM
i _ 21 PM
Experiment Layout = B
[
! l Cornpensation Setup ] Create Compensation Controls
g Global Worksheets Maodify Compensation Controls
%\Spedmen_ﬂﬂl Calculate Compensation
=d View Calculate Spectral Unmixing

12
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3.2.2 Leave the checkbox Include Generic in its default (deselected) state.

[#) Create Compensation Controls

Tubes Plate

incdude separate unstained control tube jwelt lE] Include Generic l

Detector | Lat;el
|« B510 [BB515

¢ B537 FTIC

Add Delete Labels Cancel

3.2.3 Click OK to create the controls. If you assigned AutoF to a detector in the experiment layout,
an AutoF control tube will be displayed from the Compensation Controls specimen from the
experiment Browser window.

3.2.4 Adjust the flow cytometer settings as needed for your experiment, including PMT voltage
and area scaling.

Note: For spectral experiments, create a spectral plot to assist with adjusting PMT voltage
settings to ensure that the signal across all detectors is on-scale, not just the signal for the
primary detector for each fluorochrome.

[l 16 | [l

13
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Specimen_001-Tube_001

Rauw parameter intenzity
2 3 4 3
374 I I

Note: The plot supports the display of specific populations or combinations of populations and
displays live data during acquisition. The spectral plot does not support zoom, biexponential
scaling, or gate drawing.

3.2.5 Record each of the single-color controls after voltage adjustments by = 30 according to the
selected template after voltration.

3.2.6 Select Experiment > Compensation Setup > Calculate Spectral Unmixing.

7/9/20 10:11:12PM

Experiment Layout

Compensation Setup > eate t
= ® I] Unstained Control Modify Compensation Controls
[@] @ | PerCP-CyS5S 88700 Stained Con Calculate Compensation
=i @ 4 APC-R700 Alexa Fluor 700 St""'[ Calculate Spectral Jnmixing
= @ [l APC-H7 APC-Cy7 Stahed Contr T
(#] Single Stained Setup

Compensation calculation nas completed successfully

Name: ProtoDev Spec Nb<|

| Link & Save | Apply Only Cancel

14
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Click Link and Save for the spectral application, you cannot adjust PMT voltage anymore.

3.2.7 When the software calculates spectral unmixing, it also calculates compensation values (as

if you had selected Experiment > Compensation Setup > Calculate Compensation).

pen Expenment 7/9/20 10:11:12PM

Experiment Layout

CompensatnonSetup > .
[ @ J Unstained Control Modify Compensation Controls
| [ @ ([} PerCP-Cy55 88700 Stained Con Calculate Compensation
D 3 =
= o il ___________

Compensation setup does not take autofluorescence into account. By default, when you select

spectral unmixing, Spectral is selected in the dropdown menu on the Compensation panel of the

Cytometer window as shown in the following:

15
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] Cytometer - LSRFortessa (FACSymphony AS) (R6649540... (s

Status | Parameters Threshold | Laserl Compensation |E;ba

Clear
Detector Fluorochrome Spectral Overlap
e U379 BE515 0.00] A
e U445 BB515 0.00
« U515 BE515 5.91
« U540 BB515 2.82
« U585 BE515 1.09
¢ US10 BB515 0.55
« UBG0 BB515 0.11
¢ UBSS BB515 0.00
e U736 BE515 0.04
« U80S BB515 0.00
e V427 BE515 0.07
e V450 BB515 0.03
e V470 BE515 0.00
« V510 BB515 3.34
s V540 BB515 2,03
e V576 BB515 0.45
s V595 BE515 0.26
¢ V615 BB515 0.19| v

You can switch between spectral unmixed and traditional compensation values, by toggling

between Spectral and Compensated in the dropdown menu, to compare the plot data in each

case.

16
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Cytometer - LSRFortessa (FACSymphony A5) (R6649540... @

Status | Parameters | Threshold | Laser | Compensation | Ratio|

Clear |
Fluorochrome - 9% Fluorochrome Spectral Qverlap
« V710 B537 0.11| *
e V750 B537 0.11
¢ V785 B537 0.07
¢ V845 B537 0.03
« B510 B537 61.39
r B576 B537 11.76
« B602 B537 22.30
« B660 B537 5.20
« B675 B537 1.51
« B710 B537 2.01
e B750 B537 2.44
« B310 B537 0.26
« YG585 B537 0.00
r YGB02 B537 0.00
¢ YGE60 B537 0.00
¢ YG670 B537 0.00
« YG635 B537 0.01
YG730 B537 .01l Y
Cytometer Connected
4. Setup Plots and Tables
4.1 Go to Browser, Click New Specimen icon
sa)i s om
T E
] Name Date I

4.2 Expand Specimen_001

17
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4.3 Click the tube pointer of Tube 001

@ i@ Experiment_003
&L Experiment_005
3@ Cytometer Settings
@ (&3 Global Worksheets
=] &\ Compensation Controls
$$ Cytometer Settings
@ ({4 DAPI Stained Control
@ (|4 AmCyan Stained Control
. Spedmen_001
U Tube_oo1
@ 3% Shared View

3/9/20 5:11:11PM
3/19/20 2:56:07 PM

3/19/20 2:56:07 PM
3/19/20 2:55:13 PM

4.4 Go to Global Sheet Window, Click the graph type icon

[ Global Worksheet - Global Sheet?

Blo %k t&’:@tﬁhﬂl@ﬁmmv St EERE N \E| 2 2 &7l | = g

' Global Sheet1 | [ Global Sheet2 |

Compensation Controls-FIT

SSC-1 1.000)
e TP S F o i

lllllllllllllllllllllllll
S0 100_ 150 200 250
S +1,000)

Compensation Contrals-FITC B537 Stained - Compensation Controls-FI”
57 5%
S S o3
57 E
£ & B3
-~ s
e — 3
&3 ==
w7 E
w _ ] 4
=4 Illlllllllllll|l|ll|ll|l|
] S0 100_ 150 200 250
] F {#1.000)
8_
1 | N I A 7 S ) I rTorT I L L I LI L I 1
50 100 150 200 250
FSC-A {+ 1.000)
Icon Type
ks Dot Plot
@ Contour Plot
m Histogram
III Spectral plot

4.5 Click on the blank area of Global Worksheet window to create a new plot.

18
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4.6 Mouse over the axis label and right click. Select the parameters of interest from the list.

@ Global Worksheet - Global Sheet2
B ok B LA ® 28 ¢

Global Sheet1 [EL Global Sheet2

Compengation Controlg-FITC BA37Y Stained

i 1,000)
T

FSC-A
FSC-H
FSC-W
SSC'J':". |IIII|IIII|IIII|I
SSC-H “racal [Hf,fnﬂ]
SSC-W

FITC B537-A

Tirne

¥G585-A
YGET0-A
YG780-A

4.7 Repeat step 4.4 — 4.6 until all plots needed is created.

* Essential Plots: FSC-A vs SSC-A; FSC-H vs FSC-W; SSC-H vs SSC-W

19
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4.8 Click on any plot and right click. Click Show Population Hierarchy

Global Worksheet - Global Sheet?
Blle®|kEelAme® 2.E68g

Global Sheet1 | [24 Global Sheet2

I Caompenzation Cn:nl;trn:nls—FITC BR3Y StainedL
3 Show Population Hierarchy  Ctrl+G
Create Statistics View Ctrl+R
5
G Show Legend
[ r
Show Populations ]
Show Gate
Bring to Front >
Send to Back T
Order Populations by Count El;nu]
O— —r

4.9 Click on any plot and right click. Click Create Statistics View

Global Worksheet - Global Sheet2
Bl la®lkESLAM®2E84| ¢

Global Sheet1 [5Z Global Sheet2

I Compenzation Cu:ulr_{tru:uls—FITC B537 Stained
= |
g Show Population HierarchI Ctrl+G i

aE Create Statistics View Ctrl+R
15
U%"; Show Legend |
g Show Populations >
Show Gate
] Bring to Front > |

4.10 Right Click on Statistics View table, select Edit Statistics View to select statistics of
interest to be shown in the table.

20
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Tuke: Tube_001

Population #Events %Farent WTolal
| BUSERE 0 Ea s I == o4
'Expsr:m ant Nama: E)epanmant_UlJ-:I
Specimen Name  Specimen_001
Tuke Nama: Tube_v01
Record Date:
LEOP.
GuUID:

FSC-A s$5C
Population #Events DParent Mean Me:
‘. All Bvants 0 s Fe =

3 Cut

R copy

Delete

Chil+-%
Chil+C
Ceete

4.11

Click Statistics Tab, check the boxes of interested statistics and then click OK

[#] it Sraristics View
Haader Po:l.lat;- m

Feiamelsi s

Fo-8,
FRC-H
R

:

O

G
]
]
x
=

S5C-A

55°-H

55C-16

FITC-A
PE-A

o o | o
= 0O 0O0n(O0oooooE o

=(O0000ooo|ooooEo
o OO 0O0(oo|Ooo|d):

L o o o o -
=00 00(0O0nOoooOwL o

(=) Sart by Paranaber {71 Sork bry Formuls

=|000O0(00oooOE o
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D. Sample Acquisition

1. Gently tab or pulse vortex your sample and put your sample tube on SIP (Sample injection
port).

*Run the unstained/negative control sample before stained samples.

!! DO NOT return the support arm to the center without putting a tube filled with liquid
on SIP!!

2. Press RUN and LOW on the fluidics control panel.

3. Go to Acquisition Dashboard, Click Acquire Data

.
WANTE &
WRATS '»-\’ ’

AL N TEL )

M- g --O>

=I=D

/.c-- “-e ..-l.;.-\

(¥ Acquisition Dashboard

Current Actavity

Active Tubeell Threshold Rate Stopping Gate Events Elapsed Time
[ Tube 001 |0 eviis 0 evt 00:00:00

Basic Controls

o Next Tube J I B Acqure Data B Record Osta (>

Acquston Setup

Kopping Gate: W A Everes w Events To Record: 10000 evt v SRopping Time (sec):

Storage Gate: W A Everns w Events To Display: 1000 evt M
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4. When Threshold rate > 0, go to Cytometry window and Click Parameters tab. Adjust PMT

Voltage accordingly.

] Cytometer - Symphony A3 ==
stats [Porometer) hvesho [ Laser | campensation [ Rato
Parameter
e FSC Y] -

e SSC |&E
e BB51S V||
e B8630 @17
e BB660-P |V
e BB700-P VIEE
e 887907 Tl
e APC 370 “18
e APC-R700 430 V|V
e APC-H? 430 vl
Channel Suggested Voltage range for mammalian cells
FSC 600-800
SSC 250-310
Fluorescence 300-850

5. Adjust Sample flow rate on the fluidics control panel if needed (optimum Threshold rate

2000 — 5000 evt/s)

N

/-Cdﬁ “-e ..‘.‘.\

23



LKS Faculty of Medicine
Centre for PanorOmic Sciences
EEXREBZHBEHAPOL

PHGJ
s> Med

Imaging and Flow Cytometry Core

E. Create Gates

1. Go to Global Sheet Window, Click the type of gate needed

@ Global Worksheet - Global Sheet2

Blo Mk L0 LAme oo e f o

5 i

GlobalSheetl‘lG'Odeheea‘

2. Draw the gate on the plot of interest to gate out target cluster /peak

24

Compensation Controls-FITC B537 Stained s Compensation Controls-FI” & Compensation Controls-FIT
g2 g o = ]
S 853 Sg3
o 53 e
= & 23 Y
- g7 EEEE
o - - 3 v
oheE &3 &3
o : 3 =
e IIIIIIIIIIIIIIIIIIIIIIIIII |||IIIIII'IIIIIHIIIIIIIII
7] S0 100_ 150 200 250 50 100 _ 150 200 250
] F {# 1,000) S {+ 1,000)
C
L | oS e I L ] I LI I LI I LI L ] 1
50 100 150 200 250
FSC-A {+ 1,000)
Icon Type
-# Polygon Area Gate
|
wt Rectangle Area Gate
[ S
Bg Quantrad Gate
Interval Gate
b=
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'Global Worksheet - Global Sheet2

B o HE kKR LA ® 2 @0 SlESsE T EHEME N \E|
"[%GlobalSheetll
Specimen_001-Tube 001
g8

SSC-A
100 150 2

nnlonl

T:I'.Illlllllllll]lllllllll]
S0 100 _ 150 200 250
FSC- (# 1,000)

3. If you want to create a new population out of particular parent population, highlight the

parent gate on the hierarchy table first and then create the gate.

[ Global Sheet1 |
_ Specimen_001-Tube_001 Specimen_001-Tube_001
g8 . g%
% 3 w3
& “ed
23 & £
] 3 L
-I{I.VIIIIIIII’"'IIII'III"] -lllll.l)rI-I]llllllIIIIIY'1T
S0 100 _ 150 200 250 SO 100150 200 250
FSC-A +1,000) FSC-W 51,000)
Tube: Tube_001
Population
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(£ Global Sheet |

Specimen_001-Tube_001 Specimen_001-Tube_001

1,000)

FSCH
PR T W

T
S0 150 200 250 SO 100 150 200 250
wFSOA 1 1,000)

Tube: Tube_001

Population #Events %Parent %Total

M Al Events 1.000 #un|  100.0
mer 976| 976/ 976
P2 957| 98.1| 957

4. Click on target plot and right click, Click Show Population > Target population to visualize
the target population ONLY in that plot.

(£ Global sheet1 |
Specimen 001-Tube_001
g%
7]
20:
&7
Ere
S
o A4
o]
=
1 Show Population Hierarchy Ctrl+G
8_; Create Statistics View Ctrl+R
L 1 Show Legend 4
50 100
I F l Show Populations I 4
Chru Rata »

F. Data Recording

1. Go to Acquisition Dashboard, set Stopping gate to singlet gate or live cell gate
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Acquisition Dashboard
Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| Tube_001 0 evtis 0evt 00:00:00
Basic Controls
»{J Next Tube B Acquire Data @ Record Data @ Restart
stons
r Stopping Gate: X r2 v kvents To Record: 20000 evt w | Stopping Time (sec):
Storage Gate: W Al Events v |Events To Display: 1000 evt v
Acquisition Status
Processed Events: Electronic Abort Rate:
Threshold Count: Electronic Abort Count:

2. Set the Storage gate to All Events

ii2] Acquisition Dashboard
Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| Tube_001 0 evtls 0 evt 00:00:00
Basic Controls
2 Next Tube B Acquire Data [ Record Data @ Restart
Acquisition Setup
Stopping Gate: [ r2 + |Events To Record: 20000 evt v | Stopping Time (sec):
Storage Gate: W Al Events v Events To Display: 1000 evt v
Acquisition Status
Processed Events: Electronic Abort Rate:
Threshold Count: Electronic Abort Count:

3. Set Events To Record, i.e. events number out of stopping gate to be recorded

[i12] Acquisition Dashboard
Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| Tube_001 0 evtls 0 evt 00:00:00
Basic Controls
»{J Next Tube B Acquire Data @ Record Data @ Restart
Acquisition Setup
Stopping Gate: E P2 v tvents To Record: 20000 evt v Slpptng' Time (sec):
Storage Gate: W Al Events + | Events To Display: 1000 evt v
Acquisition Status
Processed Events: Electronic Abort Rate:
Threshold Count: Electronic Abort Count:
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4. Click Record Data

(i1:] Acquisition Dashboard
Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| Tube_001 0 evtls 0 evt 00:00:00
Basic Controls
»{J Next Tube B Acquire Data B Record Data
Acquisition Setup
Stopping Gate: Xr2 v | Events To Record: 20000 evt v | Stopping Time (sec):
Storage Gate: W Al Events + |Events To Display: 1000 evt v
Acquisition Status
Processed Events: Electronic Abort Rate:
Threshold Count: Electronic Abort Count:

5. Click Next Tube to create a new sample

Acquisition Dashboard
Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| Tube_001 0 evtls 0 evt 00:00:00
Basic Controls
»{J Next Tube ] B Acquire Data @ Record Data @ Restart
Acquisition Setup
Stopping Gate: E P2 w |Events To Record: 20000 evt v | Stopping Time (sec):
Storage Gate: W Al Events v | Events To Display: 1000 evt v
Acquisition Status
Processed Events: Electronic Abort Rate:
Threshold Count: Electronic Abort Count:
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H. Data Export

1. FCS file

1.1 Go to Browser window, Select the Tubes / Specimen of interest.

1.2 Right Click over the selection and click Export > FCS file

= %, Spedmen_002 .
ENEEEET % Cut
=] -- ﬁ-]Tube_DDl % Copy
E_‘ﬂ Blank Experiment Ter [ Paste
Eﬁ Blank Experiment Ter
H Blank Experiment Ter
g4 Shared View

Paste With Data

Delete

Apply Panel Analysis

Rename
Duplicate Without Data

Batch Analysis

Create Specimen Reports

U MNew Tube
& New Cytometer Settings

L]

Import Cytometer Settings

|
Ctrl+X

Ctrl+C
Ctrl+V

Delete

Ctrl+D

Ctrl+T

El Acquisition Dashboard Export

¥

FCS files

Current Activity
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1.3 Select FCS 3.0 and keep all parameters Linear. Click OK

Export FCS Files
Gated Events
AlEvents
File Version
FCSZ. FCS3.1
Parameter Parameter Type
FSCH @ Linear Log None
FSC-W @ Linear Log None
;SC-A Q) Linear Py L 7 ® None
‘SSCH @ Linear None
‘SSC-W © Linear Log None
FITC-A @) Linear 0g None
‘DAPI-A @ Linear Log None
‘APC{W-A @ Linear Log None
;E{W-A T @ Linear 7 None
‘Alexa Fluor 700-A @) Linear Log None
[Time @ Linear Log None

=
1.4 Click Browse to choose the destination (D:/User/Department/PersonalFolder)

1.5 Click Save

Save Export
Directory Path

D:\User\SCM\LinX

ﬂ Save I{ Details > > ][ Cancel ]

2. PDF file

2.1 To export pdf of multiple tubes, Click the tube pointer of any tubes or select the wanted

Specimen
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& 4] Blank Experiment Template with S0P_2/23/23 11:45:30 AM
E% Cytometer Settings
@ Global Worksheets
El& Specimen_001
=] - L. [ Tube_oot
El& Compensation Controls
59 Cytometer Settings

= @ J Unstained Control
= Y BBS515B510 Stained Control
" @- {J FTIC B537 Stained Control
= @- [ AutoF UV446 Stained Control
PES - A TN O

2.2 Click the PDF icon and save to your folder.

7 Global Worksheet - Global Sheet2

exEnEHEHSA \ \E|

3. Experiment

3.1 Right click on the Experiment > Export > Experiments

@ W 20150514 S/14/15 4:26:44 PM
6/16/15 3:36:21 PM
6/16/1S 4:09:01 PM

CrkeX

CirleC
B
@2
@EHE  peete Delete 6/23/15 1:30:58 PM
¥® Share

Duplcate Without Data Ctri+D

Close Experiment CrrleW
Batch Analysis...
@ New Gobal Workshest

3 New Specimen... CtrieM
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3.2 Choose Zip File Export and click Browse to select the file destination

) Export Experiments

[[] Delete experiments after export;

© Drectory Export
Directory: | D:\USER\AnatomylEmdy Pangitoday ~ I[ Browse... |

Experiment Date
20150616 6/16/154:09:01 PM A

3.3 Select the file destination and click Export.
) Export X

Lockine | (3 today v ¥ lBE

_._;) | 20150514

My Recent
Documents.

File N O WSER \Anat onw \Emdy Pang|lody Export

Flaces. Files of tyDe: | Ordy Dwectories i A=

3.4 Click OK to export
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¥) Export Experiments

[] Delete experiments after export

(5) Directory Export | Zip File Expor
Directory: ST

Experiment Date
20150616 6/16/154:09:01 PM A |

HKU LKS Faculty of Medicine
Centre for PanorOmic Sciences
Med zsxszasnmen

v

ok || concel ]

1. Software Log out

1. To log out of FACSDiva software, go to File and click Log Out.

dt  View Experimers
Save CtrieS

& Page Setup...

G Print Preview. ..

i Print... CtrlP
. Save as FOF...
Administration...

User Tracking Log...

Import »

R —
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J. Svstem Cleaning

*Cleaning procedure will not interfere with the data export and analysis.

1. Prepare 3ml of each cleaning solution (Solutionl: FACSClean; Solution 2: FACSRinse;
Solution 3: MilliQ water)

2. Press HI and RUN on fluidics control panel

3. Load the tube with Solution 1 on the SIP with the support arm on the side for 1 minute
4. Move the support arm under the tube and run for another 4 minutes

5. Repeat step 3 and 4 with Solution 2 and Solution 3

*If PI stain is used, please clean the system 9 minutes instead of 4 for Solution 2

6. After cleaning with Solution 3, press LOW and Standby

H. Log out Tracker before leave

Log out tracker

before leave
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