Centre for PanorOmic Sciences — Imaging and Flow Cytometry Core

BD FACSymphony A5 SE Standard Operation Protocol

Basic Operation — Tube mode

A. Log in the Window

1. Press Ctrl+Alt+Delete

2. Key in Password BDIS#2$$

*No need to switch user

B. 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.

OB 4 —

Passpwcnd: B oo eed

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?

‘{S ! Pont show this message agan for current logn sessuon
Remember my decision,

| o ] |
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C. General Experiment Setup

1. Setup New Experiment

1.1 Go to Browser, Click New Experiment icon. A blank experiment template will be created.
75 Browser - Blank Experiment Template with S0P_Sat V_007

{a) rem @]

r-. | | E

- Name I Ee
&~/ Ocleaning

@Eﬁ Blank Experiment Template with 8/23/22 3:11:46 PM
&)E Blank Experiment Template with 9/20/22 2:55:04 PM
@l Blank Experiment Template with 10/11/22 3:20:21PM
, & csT 1/13/23 8:55:43 AM
@Eﬁ Training 12/29/22 3:04:36 PM
&)Eﬁ Blank Experiment Template with 1/18/23 3:22:21PM
@ Blank Experiment Template with 2/21/23 10:47:23 AM
[43 £5 Blank Experiment Template with 2/21/23 11:52:55 AM
@Eﬁ Blank Experiment Template with 2/21/23 3:07:24 PM
&)ﬁﬂ Blank Experiment Template with 2/23/23 11:45:30 AM

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

1.2 Click Cytometer Settings under the newly created Experiment

= B8 Blank Experiment Template with 2/27/23 1:39:59 PM
‘
@ *4 Global Worksheets
@ % Specmen_001
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1.3 Go to Inspector Window, select unwanted channels and click Delete

Cytometer Settings

Parameters Threshold Ratio Compensation

Parameter Voltage

. FSC 530 | M A
- S5C 280 MM~
¢ B537)B537 540 MM
e Y... [YG585 690 MM
e Y. [YG&70 630 MM
s 69 0 M
- 0 MEIC
< Y AL
v 5 MM
e Y... [YG825 630 MM
¢ R... [R660 590 MEIC
¢ R... R675 600 MM
# R... [R680 500 MEIC
¢ R... R710 570 ML
e R... R730 540 MM
¢ R... [R780 430 ML
L e | e

Cytometer Settings

Parameters Threshold Ratio Compensation

Parameter Voltage Log A H w
. FSC 530 O M A
. SsC 280 O M| ™4 _%N
« B537[B537 540 ZHE=EE=]
e Y. |YGS85 690 M| &4 0|0
e Y. [YG&70 630 O g
e Y. YG780  [s40 M| &4 0|0
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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.
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2. Setup Compensation (for Multi-color panel)

2.1  Click Experiment > Compensation Setup > Create Compensation Control

Experiment Populations Worksheet Cytometer HTS Help

£y New Folder Ctrl+N
Eﬁ. Mew Experiment Ctrl+E 9 |:EE Cytometer - LSRFortessa
%\' Mew Specimen Ctrl+M
P New Tube Ctrl+T Status
. . il b
& New Cytometer Settings Time Event
Import Cytometer Settings 2
@ Mew Global Worksheet 45 M
[Z4  Mew Plate Ctrl+K 04PM
) J:21PM
Open Experiment Ctrl+0 43 AM
Close Experiment Ctrl+W 435 PM
_ 21PM
Experiment Layout 1 B
Compensation Setup Create Compensation Controls

E Global Worksheets
%, 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”.

.' Modify Compensation Controls

Tubes Plate

Detector Label N
r B537 FITC
r YG585 PE
¢ YG670 PE Cy5
r YG780 PE Cy7
. J
Add Delete Labels ' OK I Cancel
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2.4  Expand the Compensation Control Specimen

~§ﬂ Blank Experiment Template with 2/23/23 11:45:30 AM
&[] Blank Experiment Template with 2/27/23 1:39:59 PM
59 Cytometer Settings
@@ Global Worksheets
@ Specimen_001
'\ Compensation Controls

Compensation Controls
§‘é¢ Cytometer Settings
@- JJ Unstained Control
@- J FITC B537 Stained Contr
@- J PE G585 Stained Contre
@- J PECyS5 YG670 Stained C
@- J PECy7 YG780 Stained C

EIEEEIE

2.5  Click the tube pointer of the first tube

B& Compensation Controls
3% Cytometer Settings
@- [J Unstained Control
& ¥ FITC B537 Stained Contr
@- {J PE YGS585 Stained Contre
@- J PECy5YG670 Stained C
@- J PE Cy7 YG780 Stained C

@
=
B

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.

(¥ Acquisition Dashboard

Current Actvity
Active TubeWell Threshoid Rate Stopping Gate Events Elapsed Time
[ Tube_001 0 evtis 0evt 00:00:00
Basic Controls
off Next Tube | B Acqure Data i B Record Dta &
Acquston Setup
RKepping Gate: W A Everts w Events To Record: 10000 evt v Sopping Time (sec):
Storage Gate: W A Everns v Events To Display: 1000 evt v

2.8 Goto Normal Worksheet, move the P1 gate to include major cluster. Adjust FSC and
SSC PMT Voltage if needed.
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Normal Worksheet - FITC B537 Stained Control

Eoerm HEHS N\ \E|2 5 &Fa
Sheetl AutoF UV540 Stained Control  Unstained Control FITC B537 Stained Control = pE YG585 Stained Control

FITC B537 Stained Control

SSC-A (x 1,000)
100 150 200 250

INEN]

¥

5

1111
-

LB ::,'l I rrri I |52 B B I 11151 I LE &L F I 1
50 100 150 200 250
FSC-A (x 1,000)

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 AS) (R6649540... [
Status | Parameters |'m@dd1{|m:|l Compensation | Ratio
Parameter  Voltage log A H w
- FSC 530 O A
- 55C 280 O
e B537/8537 540 ™ 0| O
e YG.., VG535 690 O | O
e YG...[YG670 630 ™ OO
e YG... VG730 540 O | O
v
Add Delete
Cytometer Connected
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2.10  Move the interval gate (P2) to include the positive peak

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

enEBleE @ e s

FITC B53K Stained Control

] ]
=
o~
B
-

Count

T llllll T

10° 10* 10°
ITC BA37-A

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

= ‘
2] Acquisition Dashboard [&

Current Activity

Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time

I FULL 9 evtls 0 evt 00:00:08

Basic Controls

»|J Next Tube Stop Acquiring 8 Record Data (@ Restart
- 4

Acquisition Setup
Stopping Gate: W 2 Events .. | Events To Record: 10000 evt | Stop Time (sec): 0
Storage Gate: W 2l Events ., |Events To Display: 5000 evt &

Acquisition Status
Processed Events: 70 evt Electronic Abort Rate:
Threshold Count: 71ievt 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 EE e B Sis [E Cytometer - L5RForte
s %\ r %\ Mew Specimen Ctrl+M
| F Mew Tube Ctrl+T p—— Status
. ) roEEl
3 :f Mew Cytometer Settings . Tirne Event
Import Cytometer Settings E
25 Odea ;i ’ .
Ed Mew Global Worksheet 45 P
[E4  Mew Plate Ctrl+K 04 PM
J:21PM
Open Experiment Ctrl+0 23 AM
Close Experiment Ctrl+W 435 PM
21PM
Experiment Layout 795 AM
Create Compensation Controls
@ Global Warksheets Calculate Compensation
: %, 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.

@ Single Stained Setup

Compensation calculation has completed successfully

=1 HI20 2003191456

[ Link & Save ” Apply Only ][ Cancel ]

2.17 Switch Normal worksheet to Global worksheet

Normal Worksheet - FITC B537 Stained Control
l&/*_\ s B2 IS AR @ 2@ @

Sheetl AutoF UV540 Stained Control Unstained Control




Centre for PanorOmic Sciences — Imaging and Flow Cytometry Core
3. Spectral Unmixing Experiment Setup

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

3.1 Set up a new spectral experiment

3.1.1 Click Experiment > New Experiment
The Experiment Templates dialog is displayed. select the Blank Experiment Template with
50P_Sat V and click OK

@ Expe'rimenthemplates
General QcC o'
Name: Blank Experiment Template with
Name Date SO0P_SatV

Experiment Template with 50P 5/11/22 9 35 AM

longrunying t cell function 11/4/22 5:28 PM

New Experiment Layout 10/13/22 1:10 PM

NT_04112022 11/4/22 3:46 PM

Xiaochun 11/14/22 4:21PM

Name: | eriment Template with 50P_Sat V Copies: 1 [
h 4

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
U\V446. If that parameter is already assigned to another fluorochrome in your experiment, select

any of parameters UV379-UV540 or VV427-V540 for AutoF.

10
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@ Bperiment Layout

Labels

Keywords  Acguisition

Quick Entry

Mame Label Label Label Label
LI e L] Experiment_001
. % Specimen_001
uv3r9 Uva4s Uv515 UW540
- 'ﬂ' Tube_001 AutoF

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

Labels Keywords Acquisition

i v
r““mé
Label| Frrc

Label

Label

Label

Label

Label

Label

V750

V785

V845

B510
BB515

Labels Keywords Acquisition

B576

11

Label i V
Label Label Label Label Label Label
L
"
V750 V785 V845 B537 B576
’ FITC
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ﬁ Expemnent Layout

Labels Keywords Acquisition

Quick Entry : Labels
Label - Name |
Label " Label " Label Label " Label Label torbamer |
= s = - NE # = 4 Oceaning
. - & BD Defined
- Dingtao
L
V750 V785 V845 BS510 B537 BS576
# BB FITC

Add toList Delete from List

Assign or Remove Labels

Assign Remove

3.2 Setting up the Spectral Unmixing algorithm

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

Experiment IPopuIations Worksheet Cytometer HTS Help
Mew Folder Ctrl+M
; ) -
Ei Mew Experiment Ctrl+E 9 E Cytometer - LSRFortessa
%\' Mew Specimen Ctrl+M
F Mew Tube Ctrl+T pr—_—— Status
. _ r B B
¥ New Cytometer Settings . Time Event
Import Cytometer Settings 2
@ New Global Worksheet 46 P
4 Mew Plate Ctrl+K 04 PM
_ 3:21PM
Open Experiment Ctrl+0 43 AM
Close Experiment Ctrl+W  g:35 pM
_ 21PM
Experiment Layout 1= B
Compensation Setup ] Create Compensation Controls
[ﬂGIubaI Warksheets Medify Compensation Controls
%\Specimen_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

Detector Lat;gl
¢ 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
experiment Browser window.

3.2.4 Adjust the flow cytometer settings as needed for your experiment, including and 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 1 | e

13
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Specimen_001-Tube_001

Raw parameter intenzity

s el =Ty Y= I 7 ol S R [T T R Ty == = T} R T B R T e R T Y e R e R e R T R R T e i e
e E R PR R N L e e e T F I I P L
:l:l:l:l:l:l:l:l:l:}:}:}EEEE%%%SSS%mmmmmmmmmg????;;;?mmmmmm

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 ensat c
= @ 'J Unstained Control Modify Compensation Controls
[@] @ || PerCP-CySS 88700 Stained Con Calculate Compensation
(@i @ 3 APC-R700 Alexa Fluor 700 Stain Calculate Spectral Jnmixing
= @ [la APC-H7 APC-Cv7 Stahed Contrt I

3.2.7 Click Link and Save to apply.

(#] Single Stained Setup

Compensation calculation nas completed successfully

Name: ProtoDev Spec Ntx|

| ink av I Apply Only Cancel

14
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3.2.8 When the software calculates spectral unmixing, it also calculates compensation values (as

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

Open Experiment Ctr

i+C 7/9/20 10:11:12PM

lose Experiment Ctrl+ W

Experiment Layout

Compensation Setup > Create Compensation Controls
2 ] 'g Unstained Control Modify Compensation Controls
@ @ [ PerCPCyS5 88700 Stained Con-l Calculate Compensation I
@] ® (4 APCR700 Nlexa Fluor 700 Stan - Calculate Spectral Unmixing
= @ [l APCH7 APC-Cy7 Staned Contror TITIZY 30 R 5L PP

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:

'Cytom'ete‘r - LSRFortessa (FACSymphony A5) (R6649540... @

Status | Parameters | Threshold | Laser Compensation | Ratio

Clear
Detector Fluorochrome Spectral Overlap
e« U379 BES515 0.00| A
r U446 BB515 0.00
» U515 BE515 5.91
« U540 BB515 2.82
« U585 BBES15 1.08
« US10 BB515 0.55
» UBB0 BE515 0.11
r UBSS BB515 0.00
e U736 BES15 0.04
« U80S BB515 0.00
e V427 BE515 0.07
r V450 BB515 0.03
e V470 BBES15 0.00
e V510 BB515 3.34
r V540 BE515 2,03
e V576 BB515 0.45
e« V595 BES15 0.26
¢ V615 BB515 0.19| v

You can elect to 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.
15
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Fluorochrome - % Fluorochrome Spectral Overlap

V710 B537 0.11
V750 B537 0.11
V785 B537 0.07
V845 |BS37 0.03
B510 B537 61.39
B537 11.76
B537 22.30
|BS37 5.20
B537 1.51
B537 2,01
B537 2.44
|BS37 0.26
B537 0.00
B537
B537
|BS37
B537

16
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4. Setup Plots and Tables

4.1 Go to Browser, Click New Specimen icon

R

| Browser - Experiment 00
=1 b

| N FNE
| Name : Date I
4.2 Expand Specimen_001
4.3 Click the tube pointer of Tube 001
@ 8 Experiment_003 3/9/20 5:11:11PM
&Ll Experiment_005 3/19/20 2:56:07 PM
3@ Cytometer Settings
@ (&3 Global Worksheets
Q ’& Compensation Controls
; - @ Cytometer Settings
= - @ {4 DAPI Stained Control 3/19/20 2:56:07 PM
@] . @ {3 AmCyan Stained Control 3/19/20 2:55:13PM

17
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4.4 Go to Global Sheet Window, Click the graph type icon

4] Global Worksheet - Global Sheet?

Bl o & ]l & LA

}9 o8 ¥ | & S @t wt

Pl Ta b tea

EES N \E| 2 S eF ek e g

' Global Sheett | (5% Global Sheet2 |

Compensation Controls-FIT

SSC-H 1.000)
e AL FES L (A

||||||||||||||I|||||||||I|
S0 100 150 200 250
S + 1,000)

Compensation Controls-FITC B537 Stained Compensation Controls-FI”
S & =i
S S 3
= ] =29
] SE
: P23
<1 o =
8 ] &3
mo- -IIIIIIIII|IIII|IIII||III|I
i) 50 100 150 200 250
] F {# 1,000)
C
2 | e o ] | LI s ] | LI I LI I LI | 1
50 100 150 200 250
FSC-A {+1,000)
Icon Type
ks Dot Plot

&

Contour Plot

LA

Histogram

Spectral plot

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

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

Global Worksheet - Global Sheet2

B o Bl S LA S 2868 g

Global Sheet1 | (53 Global Sheet2 |

Compensation Controls-FITC B537 Stained

no 150
FSC-A

200 250
i+ 1,000)

FITC B337-A
Time
¥G585-A
YGET0-A
YG780-A

18
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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
4.8 Click on any plot and right click. Click Show Population Hierarchy

Global Worksheet - Global Sheet2
B 2%k LS AP 286 g

Global Sheet1 | [ Global Sheet2 |

I Compenzation Cu:ulr_{tru:uls—FITC B53Y StainedL
=y =i
EI Show Population Hierarchy  Ctrl+G
Create Statistics View Ctrl+R
K
. Show Legend
0 vLeg
[l o r
Show Populations >
Show Gate
Ering to Front ]
Send to Back b Q
Order Populations by Count -
[— —r

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

Global Worksheet - Global Sheet2

Bl ||l S LA R @ 2| &
Global sheet1 | [£f) Giobal Sheet2 |
I Compensation Cu:ulr_{tru:uls—FITC B537 Stained
; Show Population Hierarchx Ctrl+G i
oF Create Statistics View Ctrl+R
T2
| % " Show Legend |
= Show Pepulations ]
Show Gate
g Bring to Front > |

19
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4.10 Right Click on Statistics View table, select Edit Statistics View to select statistics of

interest to be shown in the table.
Tuke: Tube_001

Population #Events %Farent WTolal
W~ Evonts 0 #

'Expernmanr Name: E)eparlmant_oﬁ-"l
Specimen Name  Specimen_001

Tuke Name: Tube_001
Record Date:
L 0P
GLUID: n
FSC-A gsc % Cut ik
Populalion #Events %Paren! Mean Me: a Copy Chil+C
:. All Evants 0 5 s e e Delets

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

Faader | Populztiocfll Fatistis | |

O

Faiameter s

=[]
0

G
]
]
x

= |OOOoO(Onooo|d|:

P
FSC-H
Fol-W
SSC-A
532-H
S5-I
FITC-&
FE-f
AR
Tirme

Dl Places

o | o o

= 0000nooononomed
=000 0O0m|ooOOL o

s o o o s | )
- Oojoo|o|o|oinoolE o

ol [ |
= OooonnnpEoEo

= 00000ooooOEo

= |0OOooooooo

(%) Sort by Perameber ) Sork by Formula

i
E
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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.

1 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.

VAT

% ’
WRATH 1 T ]
'M~.<a~o: ;
Shdndan 4

-G - - »

@=I=D

/.Gclb "o Emencw

3. Go to Acquisition Dashboard, Click Acquire Data

(I¥ Acquisition Dashboard

Current Actvity
Active TubeWell Threshold Rate Stopping Gate Events Elapsed Time
| Tube 001 0 eviis 0evt 00:00:00
Baskc Controls
ol Next Tube I B Acqure Data [ Record Oata @
Acquston Sebup
Reppng Gate: W A Everts w Events To Record: 10000 evt v Ropong Teme (sec):
Storage Gate: W A2 Everns w Events To Ousplay: 1000 evt v

21
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4. When Threshold rate > 0, go to Cytometry window and Click Parameters tab. Adjust PMT
Voltage accordingly.

] Cytometer - Symphony A3 =
status [ Parameters] Tiveshold [ Laser [ Compensation [ Ratio
Parameter
e FSC FlE= ] -

e SSC FlZZ
e B8S15 FEE
e £8630 @717
e BB660-P "M
e BB700-P 1\
e B8790P V7)Y
e APC OEE
e APC-R700 "M
e APCH7 1M
Channel Suggested Voltage range for mammalian cells
FSC 400-700
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)

/“db‘. Emsnce \

22
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E. Create Gates

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

[ Global Worksheet - Global Sheet?

o ST El]fﬁfi\\lli’-glﬁ?ﬂ_hlﬂﬁléﬁ

' Global Sheet1 | [ Global Sheet2 |

Compensation Controls-FIT

SSC-H 1.000)
e FPAL FES 110 i

lllllllllllllllllllllllll
50 100_ 150 200 250
S = 1,000)

Compensation Controls-FITC B537 Stained ” Compensation Controls-FI”
57 £ &3
S S g3
Eeada =07
£ &2
- 0 o 3
o ] (T 9—=-
&7 B
W ] 3
@ _ ] E
e lllllllll]lllllllllllllll
s 50 100_ 150 200 250
o F 2 1,000)
]
L | EN ] | L B ) I | F Y A | I TTTT I | O P L
50 100 150 200 250
FSC-A {+ 1,000)
Icon Type
or Polygon Area Gate
e
wt Rectangle Area Gate
Eg Quantrad Gate
=3 Interval Gate
L=d

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

[ Global Worksheet - Global Sheet2

T T L Laa

' [E5) Global sheet1 |

Specimen_001-Tube 001

(% 1,000)
i ??0

SSC-A
100 150 2

S0

sl

7 :l‘ll T ] LR I LILALEL ] LA I L I
S0 100 150 200 250
FSC- + 1,000)

23
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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.

(2 Global Sheet1 |

Specimen_001-Tube_001 Specimen_001-Tube_001

41,000)

PR T S o

FSC-H
1

Y

L
] L

PO T
S0 100 150 200 250 S0 100 150 200 250
FS +1,000) FSC-W 5 1,000)

Tube: Tube_001

(2% Global Sheet1
" Specimen_001-Tube_001 Specimen_001-Tube_001
g8
8]
Tol
ks
2
&]
8
2 -llllll'lll'll"ll'l'[l’"l]
SO 100 150 200 250 SO 100 150 200 250
%A o0 ooV im0
Tube: Tube_001
Population #Events %Parent %Total
W 4l Events 1.000 #1000
mer 976 976 976
Er2 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
52
894
zo]
&
38
8 ]
0w 7
=7 }
] Show Population Hierarchy Ctrl+G |
S_; Create Statistics View Ctrl+R
Show Legend 4
50 100, {
F Show Populations I d
b———-a
1 Chaus Rata bl
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F. Data Recording

1. Go to Acquisition Dashboard, set Stopping gate to singlet gate or live cell gate

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
oo
r Stopping Gate: E P2 v kvents To Record: 20000 evt w | Stopping Time (sec): 0 : t
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

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 @ Restart
Acquisition Setup
Stopping Gate: 2 v | Events To Record: 20000 evt v | Stopping Time (sec): 0 : t
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

Acquisition Dashboard @
Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
[ Tube_001 0 evtls 0evt 00:00:00
Basic Controls
»{J Next Tube B Acquire Data ) Record Data @ restart
Acquisition Setup
Stopping Gate: Xe2 v Evems To Record: 20000 evt v slmng' Time (sec): oSt
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

‘ VIV\cqu'rsi{ion 'Dashboard
Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| Tube_001 0 evtls 0 evt 00:00:00
Basic Controls
o) Next Tube B Acquire Data @ Record Data @ Restart
Stopping Gate: Xe2 v |Events To Record: 20000 evt + | 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

i77 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: Xr2 + |Events To Record: 20000 evt | Stopping Time (sec):
Storage Gate: Il 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. FCSfile

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

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

-7, Spedmen_002
EEEEE T

= @ @ 4 Tube_001
E,‘i Blank Experiment Ter
E,‘i Blank Experiment Ten
-5 Blank Experiment Ter
(-3 Shared View

=l

Bom

i,

Cut

Copy
Paste

Paste With Data
Delete

Apply Panel Analysis

Rename

Duplicate Without Data
Batch Analysis

Create Specimen Reports

Mew Tube
Mew Cytometer Settings
Import Cytometer Settings

Ctrl+ X
Ctrl+C
Ctrl+V

Delete

Ctrl+D

Ctrl+T

E Acquisition Dashboard

Export

¥

FC5 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

P FCSZ. FCS3.1
Parameter Parameter Type
b~ w0 oy e l6a
FSC-H © Linear Log (@) None ] |
FSC-w [ @ Linear Log None [
SSC-A @ Linear Log None
SSC-H | @ Linear Log None
SSC-W . © Linear Log None
FITC-A [ @ Linear Log () None =
DAPI-A @ Linear Log &) None
APC-Cy7-A @ Linear Log ) None
PE-Cy7-A @ Linear Log ) None
;ilexa Fluor 700-A .‘ © Linear Log ) None
[Time @) Linear Log ) None J e

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

1.5 Click Save
Save Export
[Directory Path

iD: \User\SCMLinX

ﬂ save || Detsis>> || cancel |

2. PDFfile

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

8 Li] Blank Experiment Template with 50P_2/23/23 11:45:30 AM
9:9 Cytometer Settings
EEHE Global Worksheets
&% Specimen_001
2] - . [ Tube_oot
B& Compensation Controls
.22 Cytometer Settings

[ ; U Unstained Control
= Y BB515B510 Stained Control
e @ J FTIC B537 Stained Control
[®] U AutoF Uv446 Stained Control
A @ Ao _aweol.
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2.2 Right Click over the selection and click Batch Analysis

[ Browser - Experiment 002 [ | ¥ cytor
LERIVC2E Y e
PEE|
“Name e | | | R
- Odeaning
@ [& Experiment_001 12/30/19 11:16:15 AM
@ [ Accudrop Drop Delay 12/30/19 11:21:30 AM
L Experiment_002 3/3/20 2:22:43PM
3% Cytometer Settings
] Global Worksheets
1 ¥ Cut Ctrl+X
=) &b @ copy CtdeC M
=] ® h B raste Crisy M
g g g Paste With Data :
=) @ B Delete Delete ,,,
g g Apply Panel Analysis :
=] & & Rename M
e@ E)@em Duplicate Without Data  Ctrl+D i
@[ Experim D AM

8 3% Shared Viev l Batch Analysis I_
TE——

] Acqu
U NewTube Ctrl+T Giaren

S

2.3 Check the boxes as picture below

| J / 4 Freeze Biexponential Scales
) Manual Save as XML Use Preferred Global Worksheet
Add Report
PDF Filename: | t_003-Batch_Analysis_19032020143013.pdf View PDF
XML Fiename: |t_003-Batch_Analysis_19032020143013.xmi | [ Browse |

Stats Filename: | i_OOBBatéh_;nalv;}s_IQOBZOE 17430 lg.crsvﬂj Browse

Status: | 0% J

2.4 Click Browse to choose the destination (D:/User/Department/Personal Folder)
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@ Auto [} Output To Printer  [] Statistics

) Manual [] save as XML [¥] Use Preferred Global Worksheet

7] Add Report
PDF Filename: |t_003-Batch_Analysis_19032020143013.pd
XML Filename: |t_003-Batch_Analysis_19032020143013.xml || Browse |
Stats Fiename: |t_003-Batch_Analysis_19032020143013.csv | | Browse |

Sbhls: _ﬂ*@

St ) [ Pause | [ contnve | [iCose. ]|

[~ S rlrrontya

¥ o

2.5 Click Start and then OK.

© Auto [7] Output ToPrinter  [] Statistics

 VewTme: [10 v [V)EaveasPOR 9] Freeze Biexponential Scales

‘ ©) Manual (7] Save as XML [¥] Use Preferred Global Worksheet
[7] Add Report

PDF Fil |t_003-Batch_Analysis_19032020143013.pdf [ Browse

XML Filename: | t_003-Batch_Analysis_19032020143013.xml | | Browse
Stats Filename: |t_003-Batch_Analysis_19032020143013.csv | [ Browse ]

e —
= T

30



Centre for PanorOmic Sciences — Imaging and Flow Cytometry Core

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

Ctriex
@ 1 Copy CrleC
B
4
@EHE  peete Delete 6/23/15 1:30:58 PM
B Share o rame

Duplcate Without Data Cri+D

Close Experiment Crrle W
Batch Analysis...

[ New Giobal Worksheet

3 News Specimen... Ctri+M
3

Import Cytometer Settings

Share Experiment

3.2 Click Browse to select the file destination

¥ Export Experiments

[T] Delete experiments after export
(® Drectory Export (O Zip File Export

Directory: | D:\USER\Anatomy\Emiy Pangitoday -

Experment Date
20150616 6/16/15 4:09:01 PM A

v

Lox_J[ coxel ]

3.3 Select the file destination and click Export.

£

¥ [xport
Lockin: | ) today v Fo@a

E Saolsusu

My Computer

g Flename:  O:IUSER |Anatonm IEmdy Pangitodar

My Network:
Flaces Fles of type:  Ordy Dwectories -
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3.4 Click OK to export

¥) Export Experiments

[[] Delete experiments after export
(5) Directory Export () Zip File Export

Directory:
Experiment Date ‘
20150616 6/16/15 4:09:01 PM A |

>

(o J| o ]

|. Software Log out

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

dat  View Experimert
‘ Save CtrlS

' (& Page Setup...

G Print Preview. .

& Print... Ctrp
. Save asFOF..
Administration. ..

User Tracking Log...

Import: ’
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J. System Cleaning

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

1. Prepare 3ml of each cleaning solution (Solutionl: FACSClean; Solution 2: FACSRIinse;
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 P1 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
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