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Imaging and Flow Cytometry Core

BD Aria Fusion Standard Operation Protocol — Basic Operation

A. Laser

1. Check if all the four lasers are turned ON.

B. User Login

1. Login the tracker

Please enter your PPMS crecpntials to use this resoy

Username Unlockkode

e

1 \ oooooo

551107 &
770 555 ¢
7239?2~ &
s F

2. Login to FACSDiva Software with your username and password.
*If you do not have account, please contact our staff for assistance.

@ Login
@ |
2 SBD  —
A 2 —=
User Name: (Q; Ocleaning -
Password: (] .
x )

3. Click Use CST Settings if the window below pops up.

(@ csT Mismatch

The settings from CST are different from those currently in BD FACSDiva.
Which settings would you like to apply?

= F Don't show this message again for current login session.
Remember my dedcision.

[ Details> > ]

Use CST Settings

Keep BD FACSDiva Settings
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C. Stream Optimization
1. Go to 100 micron window (upper monitor)

(32 100 micron | 237

&2 Stream
2. Adjust the Freq (Starting Value 29.2) so the “neck” of a drop is ‘ 2 I]sweet Spot
formed -

4.
3. Adjust the Ampl (Starting Value 3.0) so the Drop 1 is close to
120~ 150 and Gap is close to 10
4. Turn ON the Sweet spot
_— _ ==
-«
’

5.2 ot
Orop 1: | 127 117
Gap: 10} 9

Freq:




HKU LKS Faculty of Medicine
Centre for PanorOmic Sciences

M d BEEXRBEZASZHH PO

Imaging and Flow Cytometry Core

D. Accudrop Delay Assay
1. Tolmport Accudrop Drop Delay template, click Experiment > New Experiment.

Select Accudrop Drop DeIay, then click OK

3 SweatSh 14" | New Cytometer Settings

Import Cytometer Settings
ﬁ New Globa! Worksheet

Open Expeiiment Cui+C

Closz Experiment Cti+W

4°_ Experiment Layou:

Compensation Sdup

- 1
(&) Experiment Templetes
General ‘ a
Name: Acoudrop Drop Delay
Boaudron Drop Delay. 7(25)18 12:22 P
Deublet Cisenmnation Gating 7/25/18 12:22PM
C Expenmant 7j15/18 12:22PM
Nam=: [acaudrop Drop Dey | copes: | 113f0)

-OR -

2. To open existing Accudrop Drop Delay experiment, double click Accudrop Drop Delay on

the Browser window

P W

i Name: | Date
=R ,Q, Ocleaning
. @ I8 Experiment_001 12/30/19 11:16:15 AM
Acaidrop Drop Delay 1230119 11:21:50 AM
@ i&l Experiment_002 3/3/20 2:22:43PM
E} £8 Experiment_003 3/8/20 5:11:11PM

-3 Shared View
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3. Expend Specimen_001

| PEB|
i Name | Date

12/30/19 11:16:15 AM
12/30/19 11:21:30 AM

3/3/20 2:22:43PM
3/9/20 5:11:11PM

PE B

| Date

12/30/19 11:16:15 AM
z] Accudrop Drop Delay 12/30/19 11:21:30 AM
3% Cytometer Settings

-»Ei Periment_002 3/3/20 2:22:43PM
@-£& Experiment_003 3/9/20 5:11:11PM

B E

| Date

12/30/19 11:16:15 AM
am Accudrop Drop Delay 12/30/19 11:21:30 AM
- -3% Cytometer Settings

‘ . &% Specimen_001

2 &- J Tube_001

e 4 Analysis

. Gort Layout_ 001

@m Experiment_D02 3/3/20 2:22:43PM
@ -8 Experiment_003 3/9/20 5:11:11PM
@38 Shared View
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Go to Sort Layout Window, Select Precision > Initial

4 Tube 001: Sort Layout_001 3
Device: Precision: Target Events: Save SortReports:  Save Conflicts Index Sorting
2 Tube Continuous v .Ask User v . ]
Left Right ‘
. P1: Continuous
i
Sort Rate: Qevtis ] NA
Confl. Cnt: 0evt NA
Confl. Rate: 0 eviis NA
Efficiency: 0% NA
‘ i sort } l Resume } [ E‘_%]l View Counters

Go to 100 micron window (lower monitor), set the slider readingas 0-26-0-0
=

(2] 100 micron

@I Voltage ,.»-r""-"J

est Sor ptical Filter i ‘At‘tenuaﬁon f‘ﬁ] Waste Drawer | Drop Delay: 25.00 @2 f Auto Delay
Test Sort ()| Optical Filter ] s e
> e | | —

0 i 2% {} o [} o [
Voltage Center: { Plate Voltage: | 3,000 S ff)
ndDrop: | 175 3rdDrop: [ 7% A4thDrop: 3% phase: [ 0

Go to Acquisition Dashboard window, Set Flow rate to 1.0

{fi] Acquisition Dashboard
Current Activity

Active Tube/\Well

—

L

Threshold Raie Stopping Gate Events Elapsed Time

| Tube_001 0 evtis 0evt 00:00:00
Basic Controls
»{] Next Tube ‘ ‘ B Load B Acquire Data ‘ ‘ B Record Data
Acquisition Setup
Stopping Gate: . AllEvents w Events ToRecord: 10000 evt
Storage Gate: . All Events w Events ToDisplay: 1000 evt Flow Rate:
Acquisition Status

Processsd Events:

Threshold Count:

Electronic Abort Rate:

Electronic Abort Count:

Close upper flow cell access door.
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Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
L Tube 001 0evtls 0evt 00:00:00
Basic Controls N
>} Next Tube m B Load ] B Acquire Data ’ ‘ [ Record Data @ restart

12. Adjust Flow rate if needed to obtain threshold rate constantly 1000-1500 events per sec

13. Go to Sort Layout window, click Sort

,' : ¢ 72
Device Target Events: Save SortReports:  Save Conflicts Index Sorting
EZTube Continuous v ‘MkUse' vJ ] J
Left Right
- P1: Continuous I
SortRate: Devtis g NA
Confl. Cnt: 0evt NA
Confl. Rate: 0 evtls NA
i 0% NA
: B sort [ [ Resume ] Lé] F; ) View Counters

14. Click Cancel on the confirm window

#™% Aspirator drawer is in WASTE position and deflection plates
@ are OFF. The drawer must be in SORT position and plates
" must be turned ON in order to sort.
Click OK to move drawer to SORT position and turn plates ON.
Click Cancel to start sort in current state.
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15. Go to 100 micron window (lower monitor), Click Voltage and Optical Filter

[2] 100 micron 52
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~
(LL1]

i&f 100 micron

16. Adjust Drop Delay value (starting value: 25.00) so that the reading on the left reach 100

| &2
Voltage [_“"J Test Sort @[ Optical Filter Qj Attenuation %J Waste Drawer l§ Drop Delay: ] ZS.OONg‘ Auto Delay d

I o [ o [}

Voltage Center:

Plate Voltage: [ 3,000 Sff)
ndDrop: | 17 & 3rdDrop: | 7 & 4thDrop: | 3% Phase: | 0
17. Go to Sort Layout window, Select Precision > Fine Tune
= Tube_001: Sort Layo %
Device: Predision: Target Events: Save SortReports:  Save Conflicts Index Sorting
2 Tube Fine Tune Continuous v || Ask User v {
Right
| Sort Rate: NA l NA
| confl. Cnt: NA ﬁ NA
;Conﬂ. Rate: NA NA
| Efficiency: NA NA
L M sort l é I E:%i View Counters

18. Adjust Drop Delay value bit by bit so that the reading on the left reach >97

{i&) 100 micron

28
f Voltage éj Test Sort 1 Optical Filter [__jjl Attenuation &%= 5, Auto Delay
— e e

A,JJI Waste Drawer | Drop Delay: 24.9

o |
Voltage Center: U

Plate Voltage: [W%iﬂ
ndDrop: | 17 5 3dDrop: | 79 4horop: | 35 Phase: | 0s
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19. Go to Sort Layout Window, Click Sort again.

4 Tube 001: Sort Layout 001
Device:

2Tube

Precision:

Target Events:

Continuous v || Ask User

v

Save SortReports:  Save Conflicts Index Sorting

=

Left
- P1: Continuous

Right

SortRate: Qevtis NA

Confl. Cnt: 0 evt NA

Confl. Rate: 0 evtis NA

Efﬁciencx: 0% NA
[ i sort l [ Resume ] Q ﬁl View Counters

20. CIi_ck Cancel on the confirm window
(@ Confirm

Do you want to save report for this sort?

21. Go to Acquisition Dashboard, Click Unload

! Acquisition Dashboard @
Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| DAPI Stained Confrol  [2: 3V H] 5000 evt 00:00:19
Basic Controls
>{J Next Tube ]I M unload I B stop Acquiring I Record Data ’ l (&) Restart
Acquisition Setup
Stopping Gate: . All Events w Events To Record: 5000 evt v | Stopping Time (sec): 0 %
Storage Gate: Wl Al Events + | Events To Display: 1000 evt + | Flow Rate: [—1.0%@
Acquisition Status
Processed Events: 2752 evt Electronic Abort Rate:
Threshold Count: 3667 evt Electronic Abort Count:

22. Return the Accudrop beads to 4 degree refrigerator
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E. Experiment Setup
1. Setup New Experiment

1.1 Go to Browser, Click New Experiment icon.

A new experiment will be created

@ Browser - Experiment_004

. Mame

-E& Experiment_001
B8 Accudrop Drop Delay
@-£8 Experiment_002
-f&8l Experiment_003
= Experiment_004
Cytometer Settings
: M- ﬁ Global Worksheets
& @34 Shared View

12/30/19 11:16:15 AM
12/30/18 11:21:30 AM
3/3/20 2:22:43PM
3/9/20 5:11:11 PM
3/11/20 11:57:10 AM

1.2 Click Cytometer Settings under the newly created Experiment

@ Browser - Experiment 004

@ﬁ&?ﬁﬂ@

,JL',, o Mame

@ % Odleaning
. {5l Experiment_001
&) & Accudrop Drop Delay
@& Experiment_002
@il Experiment_003

12/30/19 11:16:15 AM
12/30/19 11:21:30 AM
3/3/20 2:22:43 PM
3/9/20 5:11:11PM

=0y

. @ Shared View

10
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1.3 Go to Inspector Window, highlight unwanted channels and click Delete.

'@ lﬁspector = Cytometer Seﬁihgs @
Cytometer Settings |
Parameters | Threshold I Ratio ] Conpensallonl
Parameter Voltage Log A H W
- £5C 3z B | | ® | @ |-
. 55C 22 [& M | ™ ]
y 4) 4]
PerCP-Cy5S-5 v RE v vl
=] =] =] —J
+ PETexas Red 414 7 [l ] @
« PECyS 5% 4 [ [ (=
» PECY55 386 2 7] @] B |3
r PECY7 40 2 = ] &
¢ APC 3¢5 2 ¥ ] ]
+ AlexaFluor 700 361 2 [« [ [
¢ APCCy7 368 = ¥ & il
¢ DAPL 343 @ [ B ]
* AmCyan 383 ™ @ [ [ =
- BVE0S 567 [ 3 [l @]
+ BYRSO 5% 7 ) @] o N 2
———
Add ( Delete ]
E—
Print
1.4 Check H and W boxes of FSC and SSC
.@ lﬁspector = Cytomeher Sedtmgs IE
Cytometer Settings |
Paremeters | Threshold | Ratio | Compensation
| Parameter
Fsc 3s3 | | | @ §-
s5C
y 1
¢ PerCPCySS -]
. E 46 2 [@ [} =
+ PETexas Red 414 [F7 2] [ &
« PECy5 536 2 [« [ F
+ PECY5-5 386 2 [+ = [
r PECY7 +0 i = ] &
« APC 3¢5 [F2 ¥ ] (@l
+ Alexa Fluor 700 361 [ [« ] ]
« APC-CY7 368 = ¥ & il
¢ DAPI 343 @ [ B B
+ AmCyan 383 | = Bl ] [ =
» BVBOS 567 ™ [¥ [ =
« BYRSO 5% &2 ] @] R
Add ( Delete ]
Print

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-colour panel)

11
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2.1 CI|ck Exper/ment > Compensat/on Setup > Create Compensat/on Control

New Folder Ctrl+N &

New Experiment Ctrl+E =
New Specimen Ctrl+M -
New Tube Ctrl+T = -

New Cytometer Settings - | ¥ R I

| Date

Impert Cytometer Settings
[@ New Global Worksheet

12/30/19 11:16:15 AM

Open Experiment Ctri+0 4 12/30/19 11:21:30 AM
" 3/3/20 2:22:43PM

Close Experiment Ctri+W 3/9/20 5:11:11PM

Experiment Layout 3/11/20 11:57:10 AM

Compensation Setup

> Create Compensation Centrols I

Modify Compensation Controls ’

Calculate Compensation

12
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2.2 If any 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”.

’E Create Compensation Controls
[¥] Include separate unstained control tube fwelt
Fluorophore Label

# FITC Generic 2
r PE Generic

r PE-Cy5-5 Generic

r PE-Cy7 Generic

= APC Generic

# Alexa Fluor 700 Generic 3
s APC-Cy7 Generic

» DAPI Generic

# AmCyan Generic

# BV60S Generic =
£ RYT711 Generic i

2.3 Click OK
(& Create Compensation Controls
[¥] Include separate unstained control tube fwelt
Fluorophore Label

» FITC Generic
* PE Generic
r PE-Cy5-5 Generic
r PECy7 Generic
# APC Generic
 Alexa Fluor 700 Generic
= APC-Cy7 Generic
= DAPI Generic
= AmCyan Generic
* BV605 Generic
£ BY711 Reneric

13
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2.4 Expand the Compensation Control Specimen
E}l.f_l Experiment_004 3/11/20 11:57:10 AM
i..,.mi Cytometer Settings
. @ Global Worksheets
= Compensabon Controls

e Y FITC Stained Controf

@ § PE Stained Control

@- JJ PE-Cy5-5 Stained Control
. W PF-Cv7 Stained Control

7l [®] [o] §

2.5 Click the tube pointer of the first tube

-] Experiment_004 3/11/20 11:57:10 AM
i--wa Cytometer Settings
El @ Global Worksheets
& & Compensation Controls

2% Cytometer Settings

e Y FITC Stained Controf
@ | PE Stained Control
@- JJ PE-Cy5-5 Stained Control
.. W PF-Cv7 Stained Control

B
E

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 Stained Control”

2.7 Go to Acquisition Dashboard, Click Load.

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

ﬁn«mwmm« - DAPI Stained Control

/5 S,'-.:‘

Bhe s

| Sheett | FITC Stained Control ] PE Stained Control | PE-Cy5-

DAPI Stgir_ned antrol

100 150 200 250

SSC-A (x 1.000)

I.-I.;ll.llll.lll.lllllllllII|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 - FACSAall (R656700C20018) =]
Status | Parameters | Threshold | Laser | Compensation | Ratio|
Parameter Voltage Log A H W

e FSC 353 & & 7 »

e ——| il 2 v
' -

] ¥l [ &
¢ PE-Cy5-5 386 @ [ E [
e PE-Cy7 440 @] 7l [ El
e APC 395 [ [ &)
e Alexa Fluor 700 361 @] & ™ &
e APC-Cy7 368 @ [ E )

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

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

e HES s \E|E g T

:yS-5 Stained Control | PE-Cy7 Stained Control | APC Stained

- DAPI Stained Control
o
g P2
ol
> e
o
O ad
e
o T T T
10° 10* 10°
(26, 187) DAPI-A

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

[ Acquisition Dashboard &=
Current Activity
Aciive Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| DAPI Stained Control  [PFEVIE 5000 evt 00:00:19
Basic Controls
>[J Next Tube [ B unload 1 B stop Acquiring j 8 Record Data l [ @) Restart
Acquisition Setup
Stepping Gate: .VAII Events w |Events To Record: 5000 evt  Stopping Time (sec): 0 g{ﬂ
Sterage Gate: I 4 Events + | Events To Display: 1000 evt + FlowRate: [ ogW
Acquisition Status
Processed Events: 2752 evt Electronic Abort Rate:
Threshold Count: 3667 evt Electronic Abort Count:

15
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2.13 Repeat step 2.5 — 2.12 with all the single stain controls.

2.14 After optimising the PMT voltage of ALL the fluorescence channel, load each single
stained control and click Record Data for ALL single stain controls

2.15 Click Experiment > Compensation Setup > Calculate Compensation

dit View [E{periment Populations Worksheet Cytometer Sort Help

- -p e;, Mew Folder N [ ﬂ

100 m'rcn:: B Mew Experiment Ctri+E- | E
A New Specimen Ctri+M ]
@ Stream -
H Mew Tube Ctri+T
| g ;
gj ?“EEt i New Cytometer Settings | W [ﬂ E
S Date
Import Cytometer Settings e
W Mew Global Worksheet 12/30/19 11:16:15 AM
. ; 12/30/19 11:21:30 AM
Open Expenment cuts0 2130/
3/3/20 2:22:43 PM
“los Chrle W
Close Experirnent Ctrl+W 3/9/20 5:11:11PM
; 319/20 2:43:59 PM
Experiment Layout 119/
| L
| Compensation SEtup 4 Create Compensation Controls
o 7 i '—'J'Iﬁi it Modify Carmmpensation Controls
I £ IJ A.I'IE"}' .
. AP SortlL Calculate Compensation
28 Sort Layout_002

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

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

16
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2.17 Switch Normal worksheet to Global worksheet
23] Normal Worksheet - DAPI Stained Control
2T RKEG AL LB &

;[_Sheeu;l IE StaEd Control_ ] _PE étrarinedr C_ontﬂ l F

DAPI Stgined antrol

[ Al |

o~ AP %
a : gz LU

17
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3. Setup Plots and Tables
3.1 Goto Browser, Click New Specimen icon

VR

T@Browser Expenmeni”ﬁof
uﬁi &hﬁj‘-:v. ’

N ) Name

(%B cleaning

. 8 Experiment_001

@& Accudrop Drop Delay

@-fl Experiment_002

@[5 Experiment_003

& LL] Experiment_005

38 Cytometer Settings

C;l @ Global Worksheets

a 7\ Compensahon Controls
: .v Cytometer Settings
- [§4 DAPI Stained Control

3.2 Expand Specimen_001
@-f&l Experiment_003
&1L Experiment_005

E% Cytometer Settings

@ @ Global Worksheets

a &\ Compensahon Controls
5 ,v Cytometer Settings
- {4 DAPI Stained Control
~ {4 AmCyan Stained Control

= — U Tube 001
@4 Shared View

3.3 Click the tube pointer of Tube_001
@-f@l Experiment_003

&[] Experiment_005

2% Cytometer Settings

@23 Global Worksheets

L%& Compensation Controls
.38 Cytometer Settings

@ {4 DAPI Stained Control
&T} W AmCyan Stained Control

e U Tube 001
. ;& Shared View

12/30/19 11:16:15 AM
12/30/19 11:21:30 AM
3/3/20 2:22:43PM
3/9/20 5:11:11PM
3/13/20 2:56:07 PM

3/18/20 2:56:07 PM

3/9/20 5:11:11PM
3/18/20 2:56:07 PM

3/18/20 2:56:07 PM
3/19/20 2:55:13 PM

3/9/20 5:11:11PM
3/18/20 2:56:07 PM

3/18/20 2:56:07 PM
3/19/20 2:55:13PM

18
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3.4 Go to Global Sheet Window, Click the graph type icon
"

Global Waorksheet - Global Sheetl

B oz Ele e o as)

Global Sheet1 |

Specimen_001-Tube_ 001 ‘

—
E"’ﬂ
\:iN

Icon Type

@.’_ﬂi Dot Plot

@ Contour Plot
Lﬁ Histogram

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

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

list.

Global Worksheet - Global Sheetl

EESe A

Global Sheet1

I‘f ]
L‘t

Specitmen_001-Tube_001

FSC-4

FSC-H

FSC-W

SSC-A aaasn
250

55C-H +1,000)

S5C-W

DAPI-A

AmCyan-A

APC-4 (dizabled)

APC-Cy7-A (disabled)

Time

19
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3.7 Repeatstep 3.4 — 3.6 until all plots needed is created.
* Essential Plots: FSC-A VS SSC-A; FSC-H VS FSC-W; SSC-H VS SSC-W

3.8 Click on any plot and right click. Click Show Population Hierarchy

. 2| Global Worksheet - Global Sheetl
.Ie; (R 8 L @ 2 s | @ S 1 I B
(& Global sheet1
i, =,
_Specir‘nen 001-Tube_001
< =
e ]
.
160, ] !
= Show Population Hierarchy  Ctrl+G
E_: Create Statistics View Ctrl+R
| : Show Legend r
a0 1|:IE|I:
i 4
i o Show Populations
Show Gate 3
Bring to Front k

3.9 Click on any plot and right click. Click Create Statistics View
. 2| Global Worksheet - Global Sheetl

.IQ R LA & 2 Ees | @ S i [l B 5

(& Global sheet1
m! - o
_Spemr‘nen 001-Tube_001
< =
e ]
.
160, ] H
E_: | Create Statistics View Ctrl+R I
| : Show Legend r
a0 1I:IE'I:
i 4
i o Show Populations
Show Gate 2
Bring to Front k

20
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3.10 Click on Statistics View table and right click, Click Edit Statistics View to select
statistics of interest to be shown in the table.

Tube: Tube_001

Fapulation #Events WFarznt HWTolal
B & Events 0 e

=

dEmerlmBn[ Marne: Enpenmen[_mfﬁ
Gpecimen Mamea  Specimen_o0t

Tuke Marme: Tuhe_001

Record Date:

GLio: < i
F3c-A

Fopulation #Events WFaren hean

B~ Bvants i A R

3.11 Click Statistics Tab, check the boxes of interested statistics and then click OK
_I_] Eﬁi?ﬁﬁéﬂn_ﬁh

| e | poputl Fanas
T ] R T 0 | i | [aa [im
AL | Min | W | Sea M. =l bl e ¢ | Bade
FSc-a 00 Y O T 1 B E | B[
FC-H (Bl 8ol . Bl B8 |[[™
|| P | | 2] [ | 1 || El =3,
55C-4 Fl I 1 F 1 | || E]
550-H ] El [ 1 || (| |
| (85 O | ] | (] | 5| |
[ fFrrc-a || E] [ | 1 O Cl O
| ra (B8 [ B [ B B85 [ B0
| Rk e I O < O B | EL | | F
fimes Bl '8 | 8| ElH BB
Decima | Placas a 0 a | 0 | L ]
'T"S-t:rlzb:rpﬂ'unul.cr {71 Srk by Formuls
[ mspley Range: |
ST
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4. Sample Acquisition

4.1 Load your sample on the sample stage

4.2 Go to Acquisition Dashboard, Click Load

(52| Acquisition Dashboard @.
Current Activity
Active Tubemvell Threshold Rate Stopping Gate Events ElapsedTime
| Tube 001 |0evtls 0evt 00:01:34
Basic Contros N
»|J NextTube [ {8 Load I ) Acquire Data \ l 8 Record Data i Restart
Acquisition Sztup /)
Stopping Gate: || v | Events ToRecord: 10000 evt v | Stopping Tme {sec): 0 gE
Storage Gate: . AllEvents v Events To Display: 1000 avt w Flow Rate: ,—M-gE
Acquisition Status
Processed Events: 13433evt Electronic Abort Rate:
Threshold Count: 25)95¢evt Elecironic Abort Count: 10 evt

4.3 When you start seeing dots appear on the plot, Go to Cytometry window and Click

Parameters
[#] Cytometer - FACSAnal]I(R6567OOC20018) [&
it Porameers Jvesd | asr | Compersaton
Parameter Voltage Log A H w
¢ FSC 179 |2 @] @] ] ¥ A
e S5C 240 @ Wi E ¥l
« DAPI 343 @ @ &l &
e AmCyan 383 [¥] ] [ )]
4.4 Adjust PMT Voltage accordingly
[#] Cytometer - FACSArialll (R656700C20018) (=3
Parameter Voltage Log A H w
« FsC 179 2 [ ] “ ¥ A
e S5C 240 ] i Ed ¥l
« DAPI 343 7] ] | &
. ACYR 383 @ ™ E B
Channel Suggested Voltage range for mammalian cells
FSC 180-300
*If you sample cell size is too big to visualise with
FSC voltage 180, you may change the FSC ND filter
from 1.5t0 2.0
e 230-330
Fluorescence 300-850

22
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4.5 Adjust Flow rate if needed (optimum Threshold rate 2000 — 5000 evt/s)

(7] Acquisition Deshboard @.
Current Activity
Active Tube/wvell Threshold Rate Stopping Gate Events ElapsedTime
| Tube 001 |0 evtls 0evt 00:01:34
Basic Contros
»|J NextTube ’ l 8 Lozd B Acquire Data l l 8 Record Data (k

Acquisition Sztup
Stopping Gate: He2
Storage Gate:

Acquisition Status
Processed Events:

Threshold Count:

W 2l Events

v |Events ToRecord:

13433evt
25095evt

v |Events To Display:

10000 evt

Flow Rate:

1000 avt

Elecironic Abort Rate:
Elecironic Abort Count:

1levt

* If you perform sorting, DO NOT set flow rate > 5.0 or threshold rate > 5000 event/s

5. Create Gates
5.1 Go to Global Sheet Window, Click the type of gate needed

. 2| Global Worksheet - Global Sheetl

. TS A2 LA & S T E S
G'Dbﬂ' ShEEtl N—
e Specimen EI%'I—TuI::E nm

Icon Type
Pl Polygon Area Gate
[:r Rectangle Area Gate
EE Quantrad Gate
:_: Interval Gate
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5.2 Draw the gate on the plot of interest to gate out target cluster /peak
] Global Worksheet - Global Sheetl
HeRRERS AR L 6 & S
[£2) Global sheett |

Specimen_001-Tube 001

i

[+ 1.000)
2?0

55C-A
‘?Ol 111

100

50

‘I‘:I:IIIIIIIIIIIII|III|IIII‘I
S0 100 150 200 250
FSC- 1,000

5.3 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 Worksheet - Global Sheeﬂ.
BoBRFWE AL pEs e EHEHS \ \E|

[£% Giobal Sheet |
s Specimen_001-Tube_001 o Specimen_001-Tube_001
g8 g8
w7 w E
w 2] i .
2 =
] ] qaid
-.Il.l-lllllll|IIII|I|I|II|||| .-IlIll-l)II-llIIIllIIIIIIIIlIl
50 100 150 200 250 50 100 150 200 250
F8C- #1,000) FSC- [#1,000)
Tube: Tube_001
Population H#Events %Parent %Total
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"= Global Worksheet - Global Sheetl

[ Gobal Sheet1 |
—_— _D_Sgecimen 001-Tube_001
e it
=] zo]
& &
< = =3
& 5
w w 7 3
@] (i d
[ N o
S0 100 _ 150 200 250 50 100 150 200 250
F3C 11,000) F3C-w 1 1,000)
Tube: Tube_001
Population £Events %Parent %Total
B Al Events 1.000| ####| 100.0
HPi 976 976/ 976
-l P2 957 98.1] 957

5.4 Click on target plot and right click, Click Show Population > Target population to
visualize the target population ONLY in that plot.
' Global Worksheet - Global Sheetl

E) o3 RE. LA S 2@ @ S et EE S

[ Global Sheet1 |
n! - !
_Spemmen 001-Tube_001
=7
G
271
0 ]
i Show Population Hierarchy  Ctrl+G
%_: Create Statistics View Ctrl+R
Show Legend L4
50 lnuﬁ
F Show Populations L4

6. Data Recording
6.1 Go to Acquisition Dashboard, set Stopping gate to singlet gate or live cell gate

] Acquisition Deshboard [=E3
Current Activity
Active Tubewell Threshold Rate Stopping Gate Events ElapsedTime
| Tube 001 0evtls 0 evt 00:01:34

Basic Contros

»|J NextTube ’ l 8 Load ) Acquire Data l l 8 Record Data

Stopping Gate: ] ents ToRecord: 10000 evt + | Stopping Tme (sec): 3=

vents To Display: 1000 avt + | Flow Rate: [—zo_gﬁ

Acquisition Status

Processed Events: 13433evt Elecironic Abort Rate:
Threshold Count: 25095evt Elecironic Abort Count: 1evt
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6.2 Set the Storage gate to All Events

2y
lia] Acquisition Dashboard N
Current Activity
Active Tubemvell Threshold Rate Stopping Gate Events ElapsedTime
| Tube 001 |0evtls 0evt 00:01:34
Basic Contros
»|J NextTube ’ l {8 Load ) Acquire Data l l {8 Record Data ®
Acquisition Sztup
i Events ToRecord: 10000 evt v  Stopping Tme {sec): 0 %E
Storage Gate: . All Events vents To Display: 1000 avt v |Flow Rate: 2.0 :BE
CQUISITION Status
Processed Events: 13433evt Electronic Abort Rate:
Threshold Count: 25)95¢evt Elecironic Abort Count: 10evt

6.3 Set Events To Record, i.e. events number out of stopping gate to be recorded
(suggested number 10,000 — 50,000)

(i) Acquisition Deshboard @-
Current Activity
Active TubeMvell Threshold Rate Stopping Gate Events ElapsedTime
| Tube 001 0evtls 0evt 00:01:34
Basic Contros
»J NextTuke ’ l 8 Loxd B Acquire Data l l {8 Record Data l ®
Acquisition Sztup
Stopping Gate: P2 Events ToRecord: 10000 evt v lnpping Tme {sec): 4] %E
Storage Gate: - All Events v |Events To Display: 1000 avt w |Flow Rate: ﬁ%@
Acquisition Status
Processed Events: 13433evt Elecironic Abort Rate:
Threshold Count: 25095¢evt Elecironic Abort Count: 10 evt

6.4 if the sample is Unload or Acquisition is stopped, Click Load or Acquire Data

6.5 Click Record Data

6.6 Click Next Tube to create a new sample
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F. Sort Device Alignment
1. Tube Holder

1.2 Put collection tubes into position. Slide the tube holder right under the sort
chamber. Plug in water tubing if cooling is needed.

1.3 Click Select Device icon on the lower right corner of the upper monitor

§ 2 ®

=

Customize..,

: 3:13 PM
-~ B U a)
B %0 ;.0
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1.4 Select collection device of interest

 Aspirator

|ACDU

| Two Tube

| Two 15ml Tube
|| Four Tube

‘ Four 1.5ml Tube

3/18/2020

1.5 Goto 100 micron window (lower monitor). Adjust the Slider

Device Suggested Slider reading
2-tube 15 ml 0-49-41-0
4-tube 1.5ml / 2.0ml 71-30-25-68
4-tube 5 ml 80-30—-25-74

1.6 Click Voltage. Wait 2 seconds and then Click Test Sort.

(32 100 micron o

Voltage Center: I] Plate Voltage: | 3,000 Sff)

—

2ndDrop: | 17 % 3rdDrop: | 7% 4thDrop: [ 3% Phase: | =

1.7 Adjust the slider so the side stream dot lines within the target lines
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3 —
(2] 100 micron 1§_

Voltage E‘éﬂ_l Test Sort Optical Filter ‘EEJ Attenuation _jﬁj Waste Drawer | Drop Delay: [ 24.94 %) Auto Delay

5ml Tube

Voltage Center: - {F Plate Voltage: | 3,000 % f
2nd Drop: 17 5 3rd Drop: 72 4thDrop: 3% Phase: 0

1.8 Turn off the Test Sort and Voltage
2. ACDU (Culture plate)
2.1 Slide the ACDU adaptor right under the sort chamber

SR PN 2

ACDU adaptér

2.2 Select the device (ACDU) on the lower right corner of the upper monitor

29



HKU LKS Faculty of Medicine
Centre for PanorOmic Sciences
M d FEEXBZHABR AP

Imaging and Flow Cytometry Core

Aspirator

'ACDU

' Two Tube

| Two 15ml Tube

| Four Tube

 Four 1.5ml Tube|

Lz = <

2.3 Goto 100 micron window (lower monitor). Adjust the Slider of the far left

Device Suggested Slider reading

96-well plate 33-0-0-0

2.4 Click Voltage. Wait 2 seconds and then Click Test Sort

:J 100 micron

AL OU

3 [ ¢ - i o
Voltage Center: U

andDrop: | 17 % 3rdDrop: [ 75 4thDrop: |

3 % Phase: i—

@
05

2.5 Adjust the slider so the side stream dot lines within the target lines

:?‘ 100 micron

33 i 0 - i o [}

Voltage Center: l |

i

ndDrop: | 17 % 3rdDrop: [ 75 4thDrop: |

J Voltage _J} Test Sort @ Optical Filter ie-'] Attenuation ﬁ Waste Drawer | Drop Delay: | 24.94 S [ Auto Delay
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2.6 Click Voltage again to stop test sort

2.7 Click Sort > New Sort Layout

SN

H EEPEDER

File Edit View Experiment Populations Worksheet Cytometer [Sort] Help

(331100 micron [ £3° 7 Browser - Experiment_004

Sort Setup » \

Sort Precision E

7 New Sort Layout

‘Stream E,ga&ﬂﬁé"ﬂ[@

@I Sweet Spot

i w_ Name
B(Q, Ocleaning

. {8 Experiment_001
Eﬁ Accudrop Drop Delay
- @ f@ Experiment_002
- - i8 Experiment 003

o
Upen Sort Layout

Home Device

Custom Devices 5 AM

Sort Reports ?0 A

———————————oygreuEre T

3/9/20 5:11:11PM
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2.8 Click the Eject button on the Sort Layout window

(2
Target Events: Save SortReports:  Save Conflicts Index Sorllng
v H Continuous v \{[AskUser v ] M ]
Right
Sort Rate: NA 1 NA -
Confl. Cnt: NA NA
Confl. Rate: NA NA
Efficency: NA NA
1 r
[ i sort ] [ Pause @l View Counters

2.9 Plug in water tubing if cooling of the ACDU stage is needed

2.10 Load a dummy plate on the ACDU stage with Al on the outer left corner
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2.11 Click Sort > Home Device

AAAAAAAAA r @ Help
! Sort Setup 4

Sort Precision

/3 Ocleaning

| - Experiment

2.12 Select plate type and then click Go to Home

i BBEE Experiment_001
. @i Accudrop Drop Delay
. @-f& Experiment_002

7 NewSortlayout |
Open Sert Layout H
) Home Device
Custom Devices 5AM
0 AM

Sort Reports

SrorevzizreroTM

3/9/20 5:11:11PM

003

Device Setup

=l

.”6 Well - Falcon
24 Well - Falcon
43 Well - Falcon

{96 Well - Falcon
|

Home Pos: 1555, 7630

Set Home

]

384 Well - Falcon

Slide - Frosted End
Slide - Standard
60 Well - Terasaki
72 Well - Terasaki
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2.13 Go to 100 micron window (lower monitor), Click Voltage and Waste Drawer

-

o~

[:2] 100 micron

aste Drawer | Drop Delay: [ 24.94 g [ Auto Delay
| )

33 I 0 { o |} o
Voltage Center: U Plate Voltage: | 3,000 (f)
2nd Drop: I;ffg 3rd Drop: {—75 4th Drop: | 3% Phase: [ O =

B

2.14 Double Click Test sort to shoot a small drop of sheath on the dummy plate cover

o

133} 100 micron

J Voltagg bst Sort @ Optical Filter L3| Attenuation *‘-ﬁ_,JI Waste Drawer | Drop Delay: [ 24.94 g [ Auto Delay

33 I 0 { o [} o
Voltage Center: U Plate Voltage: |_3,§5b~ é.’ﬂ
2nd Drop: I;lufgj 3rd Drop: {77;1)' 4th Drop: | 3% Phase: [ 0O =

=

6 Well - Floan

-OR-

[ & Deﬂoo‘So.t;Jp

| hame; %
24 wel - Facon = 5
o _dm Hamre Poa: 925, 7565
48 Wel - Fakon
96 el - Fakon o to Home [ secHoms |
) | | f

384 Well - Falcon
Shde - Frosted Erd
Shd= - Standard
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2.15 Move the stage accordingly in order to shot the drop of sheath on A1 position

| # Device Setup

& well - Faloan laame:
24 wel - Fakon
48 el - Fakon

.

Hame Poa: 925, 7565
| cotoHome Ii [ sezHoms JI

384 well - Falcon -

Shds - Frosted End

Shd= - Standard '
A

left -I {::;
9
\_

| Aply HL Chse ]l

2.16 Go to Home Device Window, Click Set Home and Apply

ewell-Flcan | hames
24 el - Fakon
48 Wl - Fakon

.

| GotoHome [i Sz Home

3849 wWell - Falcon
Shds - Frosted Erd
Shde - Standard

| Aply ]!I Chse ]l

2.17 Remove Dummy plate from the stage and load the collection plate
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G. Sort Setup
1. Click Sort > New Sort Layout

File Edrt View Expenment Populatlons Worksheet Cytometer Help

H EEPEEEE . Sort Setup 8 ‘
. 100 micron l 2@ @ Browser - Experiment_004 Sort Precision ‘ E
‘ e
\ j| Stream =1 & Fis @ 47 New Sort Layout ‘ =
@ Sweet Spot { ] i &
N U] Name [
(Q, Ocleaning Home Device
i . {8 Experiment_001 Custom Devices 5 AM
. EE Accudrop Drop Delay Sort Repors l0 AM
@& Experiment_002 e rfeEEERTOT "
Bl Experiment 003 3/9/20 5:11:11PM
2. Select appropnate Device:
Precision: Target Events Save Sort Reports:  Save Conflicts Index Sorting
\l-way Purity || Continuous v | AskUser v ] ]
nght
Sort Rate: NA MA
Confl. Cnt: NA NA
Confl. Rate: NA NA
Efficiency: NA NA

Name Supported Device

2 tube 2-way 15 mL, 5.0 mL, 2.0 mL, 1.5mL
4 tube 4-way 5.0 mL, 2.0 mL, 1.5 mL
96-well Falcon 96-well culture plate

3. Select appropriate Precision:

4 Global Sheetl: Sort Layout 001 ==
Device: Precnston Target EventS' Save Sort Reports:  Save Conflicts Index Sorting
| 2 Tube 4 Way Purity Connnuous v Ask User v ) ]
Left = = nght

Sort Rate: NA NA

Confl. Cnt: NA NA

Confl, Rate: NA NA

Efficiency: NA NA

Name Suitable Application

Purity Sorting target population higher than 20%
Yield Sorting target population less than 20%
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Single Cell Single cell sorting into 96-well plate / Single cell sequencing
4-way Purity 4-way sorting target population higher than 20%

4. Assign target population to position by clicking the position > Add > Target gate

4 Global Sheetl: Sort Layout 001 ==
Device: Predcision: Target Events: Save SortReports:  Save Conflicts Index Sorting
2 Tube v || 4-Way Purity v Continuous v || Ask User v ]
Left Right
Add 'l P1 | >
| | :
Sort Rate: NA | Delete +H P2 | NA
Confl. Cnt: NA | ClearAll ‘ H e NA
Confl. Rate: NA i [ \ ! p47 NA
Efficiency: NA NA
E Y o comer

5. Input Target Events (sorting will stop when the sorted cell number reached the target
event) for each target population if needed.

Select Continuous for unlimited number.

5‘ Global Sheetl: Sort Layout 001 ]&
Device: Precision: Target Events: Save SortReports:  Save Conflicts Index Sorting
|2Tube v | 4-Way Purity 10,000,000 + | Ask User v | ]
Left aht
P1: 10000000 -
Sort Rate: BA BA
Confl. Cnt: NA NA
Confl. Rate: NA NA
Effidency: NA NA

6. Load your Sample onto the sample stage.

7. Go to Acquisition Dashboard window, click Load
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8. Goto Sort layout window, Click Sort

# Global Sheetl: Sort Layout 001 |&
Device: Precision: Target Events: Save SortReports:  Save Conflicts Index Sorting
VZTube ¥ || 4-Way Purity v 10,000,000 ‘AskUser v = i
Left Right
P4 : 10000000 -
Sort Rate: BA A ]
Confl. Cnt: NA NA
Confl. Rate: NA NA
i NA NA
M sort () Pause E‘EI View Counters

9. Click OK on Confirm window
EConfrrm

.// ‘\.
to"
<

Aspirator drawer is in WASTE position and deflection plates
are OFF. The drawer must be in SORT position and plates

must be turned ON in order to sort.
Click OK to move drawer to SORT position and turn plates ON.
Click Cancel to start sort in current state.

[

] e

10. During the sort keep monitoring Threshold Rate and Drop 1 value

11. Click Pause if you wish to pause the sort and replace new collection tube. Click Resume
after finish replacement.

12. Click Sort to end the sort

13. Click OK to save sort report
. Conflrm

P

{ N

| |

\ )

A y
>

Do you want to save report for this sort?
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14. Go to Acquisition Dashboard window, click Unload.
=

5] Acquistion Dashboard @
Curent Activity
Aclive Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| Tube 001 |0 evtis Oevt 00:00:01
Basic Controls Y,
+{J Next Tube I 8 unload lt [ Stop Acquiring @ Record Data ‘ ‘ @) Restart
Acquisition Setup
Stepping Gate: . All Events w |Events To Record: 10000 evt | Stopping Time (sec): 0 %m
Storage Gate: W 2l Events v |Events To Display; 1000 evt v | Flow Rate: l 1.0 g[ﬂ
Acquisition Status
Precessed 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
5 Browser - Experiment 002 = (B
SEXVE2EH

: | status
FEE] M-
Time
I] lame Date
&3 0Oceaning
@ & Experimert_CO1 12/30/19 11:16:15 AM
@1 Acaudrop Drop Delay 12/30/19 11:21:30 AM
&) Experment_coz 3320 2:22:43PM
135 Cytometer Sethings
| {3 Clebal Worksheets
% ¥ Cut Ctri+X
[@] & Bl BB copy Cr+C 1™
= Bh @ re Cuoy M
= W picwih s M
] 15} M
=i @ [l Delete Delete ™
[ & B . : ™
= Apply Pane Analysis
= @@ PRIy y 5
= & Rename ™
o § ! =
B Epeirl o icsteWithoutData  CtrkeD |
& Experin DaM |
B9 Shared Vier Batch Analysis l;
Create Specimen Reports 5 ot
14| Acqu
New Tube Crl+T Curren!
¥ New Cytometer Settings Adive 1
Import Cytometer Settings 1

Exoort ’ FCS files
Panel Template
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1.3 Select FCS 3.0 and keep all parameters Linear. Click OK

@ Export FCS Files
Gated Events
AllEvents «
File Version -
® chz‘ul @ FCs3.0 7 Fesa.1
Parameter Parameter Type
Roe K A s PRI o
FSC-H @) Linear Log &) None
FSC-W @ Linear Log (%) None
SSC-A Q@) Linear Log () None
SSC-H @ Linear Log (@ None
SSC-W @) Linear Log (Z) None
FITC-A @ Linear Log ) None 5
DAPI-A @) Linear Log (@) None
APC-Cy7-A @) Linear Log (71 None
PE-Cy7-A @) Linear Log &) None
Alexa Fluor 700-A @ Linear Log (%) None
Time Q) Linear Log () None =

|

L)

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

1.5 CI|ck Save
- Save Export
Directory Path
D:\User\SCMLinX | Browse i
Save ] [ Details = > ] [ Cancel ]
2. PDFfile

2.1 To export pdf of single tube, Click the tube pointer of the selected tube
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CEATSYE

‘ ] FEE
@ Name | Date
&/ Odeaning
@& Experiment_001
EBL.LJ Accudrop Drop Delay
: §© Cytometer Settings
| - 3% Specmen_001

‘ Y Tube 001
- i@ Experiment_002
@& Experiment_003

12/30/18 11:16:15 AM
12/30/12 11:21:30 AM

3/3/20 2:22:43PM
3/9/20 5:11:11PM

2.2 (;IingQFigon -
7] Global Worksheet - Global Sheet!

'I@E kLA PLEE eSS IIHERS

2.3 Choose the destination (D:/User/Department/PersonalFolder) and click Save
Specify PDF filename

Save in: MNew Folder

el
L=

Recent Items

[] view PDF
@ Flename:  |Gobal Shestl 1607202416231 pdf -_
Network Files of type: | POF files |

| | Cancel

3. Sort Report
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3.1 To export sort report, select Sort Layout and then right click. Click Sort Reports
Browser - Experiment_002

EEXTViF2E

'] Mame Dz
=% Odeaning

-8l Experiment_001 12/30/19 11:

i & Accudrop Drop Delay 12/30/19 11:.

E} L.E..I Experlment 0oz 3/3/20 2:22:¢

i 4-.-..- Cytometer Settings
E] @ Global Worksheets
=gy Global Sheet1

----- D Analysis
A Sortl ot N0
@ zaizifd #  Cut Ctrl+ X
-8 Experiment_00) [} Copy Ctrl+C
E Experiment 00 &  paste Ctrl+V
£ Experiment_00
- ) Delete Delete
g3 Shared View
Rename

Open Sort Layout

Sort Reports

3.2 Select the sort from the list and then click OK

(@ Select Sort Report

on Feb 24 16:19:54 5T 2020
Mon Feb 24 16:12:55 CST 2020
Mon Feb 24 16:02:03 CST 2020 t=
Mon Feb 24 15:53:55 CST 2020
Mon Feb 24 15:49:12 CST 2020 |
Mon Feb 24 15:34:06 CST 2020
Mon Feb 24 15:26:05 CST 2020
Mon Feb 24 15:22:46 CST 2020

-
Mon Fab 24 151400 ST 2020

OK H Cancel ]
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3.3 Click File > Save As PDF
’@ Sort Report

Page Setup

Print Preview
Print Report

Save as PDF
Export

N

3.0.3

o
I

Close Report Esc
Amplitude
Phaze
Crop Delay
Attenuation
Sweet Spot
First Crop
Target Gap
Side Stream Voltage (%)

3.4 Choose the destination (D:/User/Department/PersonalFolder) and click Save

. Cleaning
1. TURN OFF the Sweet Spot
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2. Open the upper flow cell access door of the system.

3. Go to Browser window, click the tube pointer of any tube

& Browser - Accudrop Drop Delay | =
EBEXTsoE

P W
w Name il Date
& Odeaning
@& Experiment_001 12/30/19 11:16:15 AM
-] Accudrop Drop Delay 12/30/19 11:21:30 AM

3% Cytometer Settings
- Specimen_001
j Y Tube 001
@ﬁﬁ Experiment_002 3/3/20 2:22:43 PM
@ {4 Experiment_003 3/9/20 5:11:11PM

4. Load atube of 2 mL of cleaning solution No. 1 (FACSClean) on the sample stage
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5. Go to Acquisition Dashboard window, set Flow rate to 11.0
it Acquisitions Dashboard =3
Curant Actvay

Aclive Tube/Well Threshold Rale Stepping Gale Evenls Elapsed Time

| |0 evts Oevt 00:00:00

B3ac Controls

o riest Tube (I8 Record Dat @

Acoueition Setuwo
Stopping Gate: Events To Record: 5100 evt

Storage Gote: Events To Display: 1000 evt

Acgusition Status
Frocessed Events: Electronic Abort &
Thresheld Count: Sectionic Abort Ceunt:

6. Click Load.

¥ Acquisition Dashboard (==
Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| Tube- 001 Oevtls 0evt 00:00:00
Basic Controls

’ > Next Tube ’ I M Load l B Acquire Data ‘ ’ [ Record Data @ restart

7. Acquire the solution for 5 minutes.

8. Click Unload.

5] Acquistion Dashboard @
Curent Activity
Aclive Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| Tube 001 [0 evtis 0evt 00:00:01
Basic Controls
+{J Next Tube ‘ ’ 8 unload I Stop Acquiiring @ Record Data ’ ' &) Restart
Acquisition Setup
Stopping Gate: . All Events v |Events To Record: 10000 evt v | Stopping Time (sec): 0 EM
Storage Gate: W Al Events v | Events To Display; 1000 evt v | Flow Rate: [—10;&]
Acquisiticn Status
Precessed Events: Electronic Abort Rate:
Threshold Count: Electronic Abort Count:

9. Load a tube of 2 mL of cleaning solution No.2 (FACSRinse) on the sample stage
10. Repeat step 6-8.
11. Load a tube of 2 mL of cleaning solution No.3 (MilliQ water) on the sample stage

12. Repeat step 6-8.

13. User Logout
Click File > Logout

&4
BD FACSDiva Software -

File| Edit View Expenment Populati
B - Cirl+S

& Page Setup ysel
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ExEn 4]
Log Out =2

Quit
N ——

14. Log out Tracker before leave

Log out tracker

before leave

= Logged inas b
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