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BD Aria SORP Standard Operation Protocol — Basic Operation

A. Tracker Login

551107 [

770 555 @

ppms.asia/hiu

723 912 &

Please enter your PPMS credpntials to use this resoy

Username Unlockicode

B. Laser
Check if the laser needed is turned ON.

* Please contact our staff 30 mins in advance to turn ON the UV laser for you if your
fluorochrome-conjugated antibodies must be activated by the UV, such as Hoechst Blue,
Hoechst Red or BUV395. Otherwise, the UV laser is OFF to avoid DNA damage during
sorting.

** Note that “DAPI” could be activated by Violet laser and detected by BV421 channel.
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C. User Login

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

LogIn

HOBD g —

User Name: 8 ’ Ocleaning

v

Password: "?e; [

2. Click Use CST Settings if the window below pops up.
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| @ ST Mismatch

The sattngs from CST are different from those currently in BD FACSDiva,
Which settings would you ke to apply?

Don't show this message agan for current login session.
Remember avy dadision,

 Detais>> [l UseCSTSettngs || Keep BO FACSDNa Settngs
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Imaging and Flow Cytometry Core

D. Stream Optimization

1. Go to 100 micron window (upper monitor) 1.

2. Adjust the Freq (Starting Value 29.2) so the “neck”

of a drop is formed

Adjust the Ampl (Starting Value 8.0) so the Drop 1 is close to
120 ~ 150 and Gap is close to 10

4. Turn ON the Sweet spot
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Imaging and Flow Cytometry Core

E. Accudrop Delay Assay
1. To Import Accudrop Drop Delay template, click Experiment > New Experiment.

Select Accudrop Drop Delay, then click OK

fde Tt Vew [geenee Poptatons Workibeet Cytlameter

| RO Corle M .
- I New Lperment Cirlel
18 D00 e -
»a
Pl Seect 3¢ i€ New Ctomoete S
6]

-OR -

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

the Browser window

(& Browser @
GEXTSoH

i PR
[ I Name Date
@~/ Odeaning
i -E8l 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
-i8 Experiment_003 3/8/20 5:11:11PM

E],é Shared View
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Expend Specimen_001

e

R e SN T
AcCC op U p lﬁr.‘

GEA TP oG

|

PE B

Name

Date

- Ocleaning
: Experiment_001

i-82 Cytometer Settings
Specimen_001
Experiment_002
Experiment_003

= E¥ Accudrop Drop Delay 12/30/19 11:21:30 AM

12/30/19 11:16:15 AM

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

Accudrop Drop Delay
32 Cytometer Settings
. 3% Spedmen_001

= Y Tube_001

@-i& Experiment_003

5. Double click Sort Layout_001. Sort Layout window will pop up

R I Pty S ey A5 )

GERTSo2E

| rH B
i Name | Date

- Oceaning

. @& Experiment_001 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

| Name

] Date

2/ Odeaning

@-f& Experiment_001

BLEJ Accudrop Drop Delay

- 32 Cytometer Settings
&% Specimen_001

@ i@ Experiment_002
@-i& Experiment_003
@-3% 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
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6. Go to Sort Layout Window, Select Precision > Initial

Save Conficts  Index Sortng

« Tube 001: Sort Layost 001
Device Preoson ?xr:(.'«-r'. Sove Sort Regorts
s - Comnuous  « Ak User -

gt

Sort Rave: |
Corfl. Ot
Conf, Rate
Effoen:
8 sont M Resume A . iew Counters

-
8 Attersaton =N Waste Drawer  Orop Defary: Auto Delay

B voitage "\ Test Sort (W74 Cptcal Fiter |

voltage Center:
L~
-

o Drope

AT ATy
Elazeed Teve

Theeshold fste Segong Cav Ty
| . Oevt's Oevt 00:00:00

B ~cosc Dot B Record Dotn

Acoumion S0
Seappng Gare Woren e Lom Y3 R0cand L0000 et - Stpeng Tew
-
X A Bvards o e 00 et - .
Ao age Caw - Cverts .t 120 o A 4A.'ll

aetor St

Pocemed Cvers

Theshokd Court:

9. Close upper flow cell access door.
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10. Load a tube of Accudrop beads (1 mLof PBS+1d

11. Go to Acquisition Dashboard, Click Load

rop of stock) on the sample stage

U Btigentsen Datbosed
Current Actwty
Actve Tube\Vell Thesshoks Rate Sheeprg
| Tube 001 Oevt's Oevt
Pacx Cortrole

o teat Tite [ | I ] B xome Do

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

13. Go to Sort Layout window, click Sort

Gate Every Elapsed Time

00:00:00

B Recard Dea

(=- — r
2 Tube 001 Soet Layoue_ 001 ==
Device: Preoson; Target Events: Save SortReports: Save Conficts  Index Sortng
2 Tube v s - Cornuous  «  Ask User -
Left Raght
7 Comruns
Sort Rate; , 0 evin | (17
Coedl. Ot | 0w NA
! i | -
Corl, Rate:| 0 evin MA
Efficency: 0% NA
| B | S (& i v
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14. Click Cancel on the confirm window
(@) Confirm

= Aspirator drawer is in WASTE position and deflection plates
’O' 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.

OK ‘ Cance_l_[

15. Go to 100 micron window (lower monitor), Click Voltage and Optical Filter

Wl 7 _.
ﬂ nhage Tt S E At Pl AREeUa b i | ke Drae Direxs Dadao: 34,03 _: Bagts Canlay
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16. Adjust Drop Delay value (starting value: 25.00) so that the reading on the left reach 100

Auto Delay

" ol . - . o ke —s - — -
B voltage Y| Test Sort ()| Opscal Fiter 1.4 Atteruation 5 Waste Drawer | Drop Delay 25.00

i

ottage Center; Pate Yolage 3,000 : t
2nd Orop ’ = Xd Doy 7% ¥ Drope v Phase -
17. Go to Sort Layout window, Select Precision > Fine Tune
| Tube_001: Sort Lay |
Device: Target Events: Save Sort Reports: Sove Conficys  Index Sortry
Tube Contruous v Ak User -
Left maght
| ki 1
SOt Kate: l I
Confl. Cnt
Confl '-'.m-‘-
Effcency!
B Sort : ] Veew Counters

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

B voltage ,‘ Test Sort ? Qo Fiter “J,A:“"I.AE(,“ - Waate Drawer  Drop Delay M9 H Auto Delay

Voltage Cenber Plabe VoRage: 3,000 t

“a»>
J

" - ” .
d Drop ¥d Drop: w ¥ Drop:

10
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19. Go to Sort Layout Window, Click Sort again.

7 Tube 001 Seet Layout 001 ead
Device: Preoson: Target Events: Save SortReports: Save Conficts  Index Sortng
2 Tube » s - Cornuous  «  Ask User -
Left Right
71 Conmruns
Sort Raee: | 0 evin | )
Coedl. Ot | 0w | NA
Cond, Rate: | 0 evin NA
Effcency: o NA
8 sort [ Resume = el View Counters |
20. Click Cancel on the confirm window
(@ Confirm
@ Do you want to save report for this sort?
'\ 4
@
21. Go to Acquisition Dashboard, Click Unload
Curvent Acswity
Active Tube\ved Threshold Rate Sopping Gate Events Elagsed Time
DAFI Stained Control B2 1N Y 5000 evt 00:00:19
Saac Controls Vo N\ :
o Pt Tube I B uricec I B 50 Aparg ‘ B Record Data 0 Restart
L ¥ )y =
ACQusnon Setup
Swcowy Gate: Wocen v Events To Recors: SO00 et v | Swgonyg Time fsec): oot
Sarage Gate | EUE w Events To Dusplay 1000 evt v FowRate L0 : }
AlQuston Stabin
Processed Events 5ent Becyone Abort Rate:
Threshaid Cours: W67 et Bectrone Abort Count:

22. Return the Accudrop beads to 4 degree refrigerator

11
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F. Experiment Setup
1. Setup New Experiment

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

[ Browser - Expesiment D04

f_‘ Name
2 & Odeaning
& Soerenent_001
@ [l Accudrop Drop Delay
@ I8 Experiment_002
@ 18 Bxperiment_003
B L Experiment_004
[ Ky Cytometer Settngs
@ & Giobal Worksheets
@38 Shared View

Centre for PanorOmic Sciences
Med

| 23

Date |
12/30/19 11:36:15 AM
12/30/19 11:21:30 AM
3/3/20 2:22:43 PM
3/9/20 5:11:11PM
3/11/20 11:57:10 AM ]

1.2 Click Cytometer Settings under the newly created Experiment

[ Browser - Expesiment D04
CEN TP LG

ri- Name
= & Odeaning
i Sxperement_001
@ [ Accudrop Drop Delay
@ |8 Experiment_002
@ I8 Experment_003

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

CYrRe

12
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1.3 Go to Inspector Window, highlight unwanted channels and click Delete.

-

T Mrpectea - £ ymownetes ‘erten -~

C ety Settnga

Paamety  Diyebeid | Rate | Comparsaton

S rotage wog A " ~

. n ) s
., b J ) 4

= = = -
= RN ¢ )
« M Yo e 44 | gy o
e M A% 7 4
s MO - 4 4
s RO - J i
. NC o J i{
* Moo Moo 0 v s
. BCCy? »a Y L4
« DA M v v
o A o ») vy J
o el -’ v v
» AR RS v v

Otz
e
1.4 Check H and W boxes of FSC and SSC
T Mgeten - D ytomneter etten ==

Cyrooety Setnga

Paare s Tiveheid | Rato | Compersaton

Fwowatr OLaoe wog A ~
(2% 1| / v *
&8¢ . 4 Ly 4
e - v ’
. ". - J s
» M Tewms Peed 44 | v L
e M " J 4
» MO S J /
. RO - v s
. NC N J i
 Noo Moo 0 M\ v L4
. BCCy? e / ‘
. DA o ) ‘
. Al aw ) v J
. Pt ! J v
» AR i J v
Cmie tz

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)

13
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2.1 Click Experiment > Compensation Setup > Create Compensation Control

New Folder CtrieN L]
New Expenment Ctr+E
% New Specimen Ctri+M
New Tube Ctd«T |
New Cytometer Settings | ' . l

Import Cytometer Settangs

New Global Worksheet 12/30/19 11:16:15 AM
Open Expenment Ctid+O y MWI9 ARIRI0 N

3/3/20 2:22:43PM
Close Experiment CtrdeW

39/20 S:11:11PM
3/11/20 11:57:10 AM

Expenment Layout
Compensation Setup » Create Compensation Controls I

Moddy Compensation Controls

Calculate Compensation

14
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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”.

— Create Compensation Controls
V| Indude separate unstaned control tube fvel
Fluorophore | Label
¢ FITC Generic £
¢ PE ‘Gene'\c
¢ PECy5 S ‘Gmenc
¢ PECy? ‘»’m(
v APC Genenc
¢ Alexa Fluoe 700 ‘Gene-'-c :
¢ APCCy7 ?GG‘EOC
* DAPT Gmenc
¢ AmCyan Wt
e BVE0S .Gcnenc
£ BV711 — 2

2.3 Click OK
=
Creste Compenzation Controls
7! Indhude separate unstaned control tube fwel
Fluorophore | Label |
¢ FITC Generic -
¢ PE 'Genenc
* PECy5S .G«\enc
¢ PECy? .»Genenc
r APC Genenc
¢ Alexa Fuor 700 ‘C-me-'nc :
e APCLCy7? ‘Geneoc
* DAPI .’S«w»c
¢ AmCyan MK
 BVE0S lGenenc
£ BVT11 —— .2

15
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2.4 Expand the Compensation Control Specimen

BLL] Experiment_004 3/11/20 11:57:10 AM
g‘ Cytometer Settings

@ Global Worksheets

=S Compensation Controls

o Cytometer Settings

=] @ | PE Stained Control
(=] @ {J PE-Cy5-5 Stained Control
=] @ I PF-Cv7 Stained Contral

2.5 Click the tube pointer of the first tube
BI.LI Experiment_004 3/11/20 11:57:10 AM
g‘ Cytometer Settings
ﬂ Global Worksheets
B& Compensation Controls
--:a% Cytometer Settings
@ |J PE Stained Control
@- J PE-Cy5-5 Stained Control
m. I PF-Cv7 Stained Control

vlEEE

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

Normal Worksheet - DAPI Stained Control
BlotREGLAL L EE & SEE

| Sheet1 | FITC Stained Control | PE Stained Control | PE-Cys-

DAPI Stained antrol

LAy

SSC-A (x 1.000)
100 150 200 250

l-. I:I: l l. LI I LI |. 1 ] LU ] LU I 1
50 100 150 200 250
FSC-A (x 1,000

16
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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 - FACSAnl (PES6T00C20015)

P areter oltage
o ¥ 353

Stats  Parameters | Thveshoid | Laser | Compersation | Rato

Loy A

SIS SIS SIS SIS S

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

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

I EERS N \E| 2 5 Ao

:y5-5 Stained Control | PE-Cy7 Stained Control | APC Stained

DAPI Stained Control
&
?-_‘_E
71 ) R
S e
o st
O aj
H-ll 1Ll 1 |||||||I 1
10° 10° 10 10°
(26.187) DAPI-A

W

=53

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

—

Segpry) Gats Bty

5000 evt

NN et

00 eVt

Decyonc Abort Rate

Clugted Trrm

00:00:19

v Sapowrg Tee o)
v Fow fale

+ Avguaton Deshbosd
Current Actvty
Actve Tuserven Theuahaid fate
228 oves
Cam Corton =
|
ol ren Tude [ B ron I I st0 Acaury J [ EEESE
Acgswton Set0
Shopoeg Lele | v Syents To Rocrdt
Shor oge Gale Wotes w Syents To Dacley:
AcQumton Stata
ocessed [urex 2 et
Trveshold Count LT et

Decyone Aot Count

oot

o gt

17
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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

|, o040, 405 (B3-YG5-R3-\Vo

dit ‘u"ie1.-.r Populations Worksheet Cytometer Sort Help

pE[F @ New Folder Ctrl+N =
100 micre ﬁ Mew Experiment Ctrl+E E
%\ Mew Specimen Ctrl+M
ﬁ Stream| .
T New Tube Ctrl+T
ESWEEH & New Cytometer Settings
Import Cytometer Settings Date
E Mew Global Worksheet 12/30/19 11:16: 15 AM
Open Experiment ctri+0 | 12/30/15 11:21:30 AM
3/3/20 2:22:43 FM
Close Experiment Ctrl+W 3/9/20 5:11:11PM

. 319/20 2:43:59 PM
Experiment Layout /181

ngs
Compensation Setup » Create Compensation Controls
Ulﬁi e Modify Comeensation Controls
" . ..... @ AI’IE"}'
.2 Sort LI Calculate Compensation

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.

2 Sort Layout_002

Single Stained Setup

Compensation calculation has completed successfully

N R0 200319 1456

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

2.17 Switch Normal worksheet to Global worksheet

18
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I3 Normal Worksheet - DAP! Stained Control
BlozPKELRLLas ¢

Sheet1 | FITC Staned Control | PE Staned Control | §

DAPI Staingd Control

g% _
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3. Setup Plots and Tables
3.1 Go to Browser, Click New Specimen icon

ey S =

cafkfrom

—

|

PN B

B Name

| Date

E(Q Ocleaning

~- Experiment_001

Eﬂ Accudrop Drop Delay

@& Experiment_002

@& Experiment_003

&[] Experiment_005
E% Cytometer Settings
@@ Global Worksheets
a& Compensation Controls
. .32 Cytometer Settings

. @- {4 DAPI Stained Control

3.2 Expand Specimen_001

@- & Experiment_003

BLL] Experiment_005

3% Cytometer Settings

@23 Global Worksheets

El& Compensation Controls
88 Cytometer Settings

@ {f4 DAPI Stained Control
[=] @- {4 AmCyan Stained Control

- |J Tube_001
@34 Shared View

3.3 Click the tube pointer of Tube_001
@-fi& Experiment_003
& L] Experiment_005

3% Cytometer Settings

yﬂ Global Worksheets

@& Compensation Controls

| ----- 2% Cytometer Settings
. @ {J4 DAPI Stained Control
= @- [J4 AmCyan Stained Control

‘- J Tube_001
@-3% 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
3/19/20 2:56:07 PM

3/19/20 2:56:07 PM

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

3/19/20 2:56:07 PM
3/189/20 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 2:55:13 PM

20
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3.4 Go to Global Sheet Window, Click the graph type icon
"

E| Global Waorksheet - Global Sheetl

3% |Rl e La)® 2 mas|

Global Sheetl |

Specimen_001-Tube_ 001 ‘

—
E"’ﬂ
\:iN

Icon Type
% Dot Plot
@ Contour Plot
Lﬂ 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.

El Global Worksheet - Global Sheetl

B otRE. LA S L ms
Global sheetl

Specitmen_001-Tube_001

I‘f ]
L‘t

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

21
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3.7 Repeat step 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

Global Warksheet - Global Sheetl
BlaotREEWL P06 g s anEEHs
(& 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 4
Bring to Front k

3.9 Click on any plot and right click. Click Create Statistics View
Global Warksheet - Global Sheetl

BlaotREEWL P06 g s anEEHs
(& Global sheet1
i, =,
_Specir‘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

22
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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
B & Events

#Events WFarznt HWTolal
0 e R

=

=

dEmerlmBn[ Marne: Enpenmen[_[llfr

Edic Stakiszics Wisw, .,

Gpecimen Mamea  Specimen_o0t
Tuke Marme: Tuhe_001
Record Date:
LEGP:
GUID:
FSC-A
Fopulation #Events wFaren Mean
B~ Bvants i A R

o,

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

[ Edit Sratistics Yiew
ruads w;- [ St |
Fesmmeters o O | O| o™ o| O | ol o| o
&l ] Min ("7 aeo M... M Median o (= n] k= -m |} =T ] Pelincl
Facet olo[old O/ ojlo[0[0] 0
FSCH ol oo/l oo/l ololOo|lO]| O
Pl H | 1 | = | ] 1 ] ] ]
=oa Ol o[ o[/o|mlolo|lo[lolo] o
5=oH Ol o0 | ool olololololol o
Eea] Ol 0 oo B0 | OO0l o] o
FITE-2 Ol o/o]jo e oclo|lololo] o
= OO0 =g O[O0 O0 0070
R [ =] ] WF | | O | I [ [
Time: OO0 |o[o g5 g|o|O0|0][O
Deimal Places 0 | 0 | ul | i} | i} | 1] 1] 1 L | n
%) Sork by Paranaber {7 Saork by Formuls
|| msplayy Range

i
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4. Sample Acquisition
4.1 Load your sample on the sample stage

4.2 Go to Acquisition Dashboard, Click Load

f?‘ Argemton Duibced ﬁ.
Curent Acsety
Al TudeWed Theahind Rade Weppweg Cae Dvesty Chapted Time
| Tube 06 0evtis Oevt 00:01:24
Baoe. Corhuty
o et Tube [ | ] B Acoxe Des B Aecord Outa [
Acguwton Sevp
ey ate | o Bverm To Reowd 2000 vt . Ly Tre ) Bt )
S age Cats W aten * Bownex To Owglry 1200 et - Fiow Rate }-
A omhr Yok
et forny iMilen Tow i R Rate
Myedwnt Cour I e Pecv s At Cart £ ot
k d
4.3 When you start seeing dots appear on the plot, Go to Cytometry window and Click
Parameters
| Cytometer - FACSAralll (RES6700C20018) 5
Suu.E’M[w | Compersaton | Ratio
Par arveter V\'d'.u;t Log H W
» P5C i» = v -
. S5C M0 v
» DML 343 v
v AmCyan b M v
4.4 Adjust PMT Voltage accordingly
» | Cytometer - FACSAralll (RES6700C20018) ==
Stats  Parameters | Thvasheld | Laser | Compensation | Rati
Par armeter voltage Log H W
- rc %ol : / -
. SSC 2% v /
» DAL 343 v
¢ AmCyan a3 v
H
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 1.0to0 1.5
SSC 230-330
Fluorescence 300-850
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4.5 Adjust Flow rate if needed

F’FT Argemton Dibcerd |

Curent Acsaty

A Tudeed Threahind Rade Sppweg e Drvety Chapted Time
| Tube 0 evtis 0evt 00:01:24
Baom Cohon
o et T | B Acoxe Des B Record Outa [

Acgueton Sevp

Shappw) Sate W v By To Reowd 2000 vt v Vowg Tee ) ' 5%

S age Cats Wacen * Boarex To Onglary 1200 et Fiow Sate 2058

A0 Sinhe

et oty iMen Tew s Nt e

Mvedwnt Coue IV e P Abat Casrt oot

k d
* |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

Global Worksheet - Global Sheetl

|@1|[§:@|ﬂ,@ﬁﬁm‘

Global Sheet1

& g

LLLLLL

Specimen_001-Tube 001

Icon Type
ot Polygon Area Gate
[-:.r Rectangle Area Gate
Eg Quandrant Gate
= Interval Gate
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5.2 Draw the gate on the plot of interest to gate out target cluster /peak

ﬂ-,--w SITRALY ) .-;"“"”-*‘rr -'['
LIS Neat YR FRl S o ko
(1) Gobel Sheett |

pesmen 001-Tube 001
£
*#H
3
it
m R
]
g
E2
K
1.

‘l""‘f‘""]‘V‘T]Y"‘"I""‘[

“ l% 1%0 200 N

SCA o 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.

RAREWBLAFP,AEFaTCLBEHM \\E|
i Global Sheet |
_r_im;:m«_m_‘-_mm_-m'__, { -Li'goomom 201-Tobe 001
LAE Lo
a P__ N\ re }:
o o~ \ ~
o~ N\ 9
S T \ T3
E E ’, /l 'G:— -
- A ¥
1/ J 3
{ / 3
e / o
it S 3 .
LRI RAREIARASELARLE RARA) B AN AR ARLARAARLS AARSS RS
» "’ksrf M ™ = “E*’,'”' N
v ) 09 v > L
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T Gletal Wadkvhert - Gactal Sreet!
RanBBUrAraraCCREHR ~ @B
| Gt ety

fpeomes 001-Tete 007 .‘ Specwven $01-Tube 00}
£ i
i e
™ N |l E2d
:;h ," L] ." - _lé
* \a / L 4

ﬁhq;;?q"ﬂf—r_v-vnvngw :‘v-w-v-v-v-v-v-rrr-rvvrvvl

4 -i-»'* M ™ “ v1‘__vn‘ o =

A - 00 DLW - 1y

Tube Tibe 201
Popuaton oy SPuert %ot
| ERR 1.000 Ay 009

| e ore. oe
@ L 01 7

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

lil:lI II

Shawy Populabion Hierarchy  Cirl+ G
e Create Statistics View Carl-R

TITITIIIT G Legend ,
= |ﬁ__ -
[ Shatoy Pepulstaced L

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

[ Aeveien oot =

Curent Acsaty

Al TudeWed Theahisd Rate Seppweg Cate Dvesty Capses Time

| Tube 031 Oevtis Oevt 00:01:24

Fane Curdom

o hext Tube 8 coad B Acoue Dta B fecord Outa [
Sapory Sote. M| - To Rewa F000 e v Vgowg Tee o) 1)
wanex Yo Onglary 1200 et - Pigw Rate }-1)

M omeir Vinke

et §rorty 1Mk en Plecw s At Rate:

Tvedat Coure Ve Pecvars bt Cart et
-—_—- !
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6.2 Set the Storage gate to All Events

| e
1+ Acgemton Dehboard

Curent Acsety

AL TudeVed Theahisd Rade
| Tube_ 00 0 evtis

B Corh oty

vy o Revw

vk To Onglry

Pecwws Bt Rate

P Abat Casrt

Chapdet Time

00:01:24

A0 Yo
et forty 1Mot
IV e

6.5 Click Record Data

6.6 Click Next Tube to create a new sample

Toow i Nt Rate

P Abat Casrt

A Tudeed hveahisd Rate Seppweg Cue ety Chapied Time
| Tube 001 0 evtis Oevt 00:01:34
Bane Corhon

oy et T | T B Acoxe Deta B Record Outa
Ao e
gy ate A Fvermy To Reowd FH000 vt - g Tese o)
Saar age Cate " « Bomncx To Onglary 1200 avt - Figw Rate

e Coure ]

6.4 if the sample is Unload or Acquisition is stopped, Click Load or Acquire Data
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G. Sort Device Alignment
1. Tube Holder

1.1 Assemble the tube holder as picture below
P

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

. 3:13 PM
s :;_ B & ",u:;
B %0 000
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1.4 Select collection device of interest

No device
Aspirator
ACDU
Two Tube

Two 15ml Tube
Four Tube
Four 1.5ml Tube

24 PM

B2

1.5 Go to 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.

+41 100 micrea

MHE
-

) - . s B
Voltage Center Plate Voltage 300 S

2nd Drop: 17 & 3d Drop: 7w Drop 35 Phase 0w

1.7 Adjust the slider so the side stream dot lines within the target lines
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—
+3] 100 micren

=

B voage B Test Sort () Opacal Fiter [1]] Antenaton $58 Waste Drawer DropDelay: | 2494 5 | Auto Delay

divope | 175 ddDvepr | 7% Dope | 35 Phase [

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

ACDU adaptor

2.2 Select the device (ACDU) on the lower right corner of the upper monitor
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| No device
| Aspirator
'ACDU
' Two Tube
| Two 15ml Tube
| Four Tube
*| Four 1.5ml Tube,

Customize...

320PM | |

PR e w }
=% 20 500000

2.3 Go to 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

Wi Opacal Fiter [ 8 Attenuation ™ Waste Oramer Orop Delay: | 24.94 v  Auto Delay

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

B3 votage B Test Sort (B Opscal Fiter [\ Attenuation 5 Waste Oramer Orop Delays | 24,54 & | Auto Delay
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2.6 Click Voltage again to stop test sort

2.7 Click Sort > New Sort Layout

W FEEEREE

'.'5? 100 micron | &3 Gm v -w‘ m‘— G
JStrum LEAXTFYoE
g_jj Sweet Spot

[ 4 Nare
@ § Odeaning
# |8 Experiment_001
@ [ Acoudrop Drop Delay
@ [§ Experiment_002
i & Experiment 003

Help
Sort Setup ’

Sort Precision

New Sort Layout

Upen Sort Layout l '

Home Device
Customn Devices SAM
0 AM

W ew wiaas oM

38/20 S:11:11PM

So1t Reports
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2.8 Clic

k the Eject button on the Sort Layout window
PR T R Ty g

£
Target Everns:
Rl | = ey punty . Contrucue v  Ask User -
Left Roht

Save SortReports:  Save Confices  Jndex Sortng

| Sort Rate:

Confl. Cret: 1
Corfl, Rate:
Effcency:

EIEIEE
EEEE

2.9 Plugin 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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.:;-;T‘;~;_p~.,
"J‘i“‘dﬂ‘-_-\
Vv L B/ A
N, .*-"‘:;l.:- <
YD @G Y
9.\ > '\','4"”,\
NI ?‘ R

)

Yl
& DDDHE
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2.11 Click Sort > Home Device

Sort Setup ’
——
Sort Precision E
New Sort Layout
= o Open Sort Layout | . I
4 Nare
@ § Ocdeanng Home Device
& I Experiment_001 Custormn Devices S AM
@ [ Acoudrop Drop Delay Sort Reports 0 AM
@ I Experiment_002 wyovEEErsrvdl
A I8 Experiment 003 3/6/20 S:11:11PM

2.12 Select plate type and then click Go to Home

Device Setup >

ﬂ & Wel - Fakon
24 Wel - Fakcon
48 Wel - Fakcon

Home Pos: 1555, 7630

Set Home Jl

1384 Wed - Fakon
Shde - Frosted End
[Skde - Standard
160 Wel - Terasakd
72 Vel - Terasaki

\.
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2.13 Go to 100 micron window (lower monitor), Click Voltage and Waste Drawer

0 "
prage Fy| Test Sort (T Opscal Piter [\

Attenuatic = aste Orawer OropDelays | 2454 O Auto Delay

Voitage Carfter Plate Voltage: 3000 &

and Drop 17 5 ¥dDeep 75 AthDrop

-

B vor st Sort (W] Opacal Fiter [ 4l Attenuation ™ Waste Oramer Orop Delay: | 24.94 v Auto Delay

0
Voltage Coarter Pate Voltage: 3,000 : t
and Drop 17 » dDreep 7 % AthDrop - Phase } -
| # Device Setup
6 Well - Feloon lame:

24 wel -Fakon
483 el - Fakon
| Cototoms | | SetHome
384 well - Falcen
Shds - Frosted Erd
Shd= - Standard

Hame Pos: 925, 7565

Applhy il | Chise
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2.15 Move the stage accordingly in order to shot the drop of sheath on Al position

# Device Setup

6 Well - Feloon Mame:
24 el - Fakon

Hame Pra: 925, 7555

48 Wel - Fakon

96 el - Fakon |  CotoHome [| | se:Home J‘

389 Well - Falcon -

Shde - Frosted Erd

Skd= - Standard '
" wad

left . < [FAR
da e

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

6 well - Floan Name: }
24 el - Fakon
48 el - Fakon

96 el - Fakon Set Home
384 well - Falcen
Shde - Frosted Erd

Shd= - Standard

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

B0 -t‘t'.‘Tj: vare - O A «03 ” S
| File Ecit View Experiment Popudstions Worksheet Cytometer [Sort| Help

|H BEEEDS 0 . SotSewp

(03] 100 micron | 53 EM-‘M Soet Precision A *E
mep 2o

smm GQEXXTFYY2E [a New Sort Layout

23| Sweet spot Sperimmyeme) N E

[ 4 Name
3 § Oceanng Home Device
@ | Experiment_001 Custom Devices S AM
@ [ Acoudrop Orop Delay Sort Reports 0 AM
@ |8 Experment_002 M T
@ & Experiment 003 3/5/20 S:11:11PM

2. Select appropriate Device:

O

Target Everns: Save SortReports:  Save Conficts  Index Sareng
- Contruns « A Lser v
2t
| SortRate: | o | e
{ Conf, CI\E_ NA NA
(ot R ra | A
Efcency: NA NA
T & | (o= View Counters
Name Supported Device
2 tube 2-way 15 mlL, 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:
"7 Global Sheetl: Sort Layout 00 =
Device: Target Events: Sove Sort Reports:  Save Corficts  Index Sorting
PR Contruous v Ask User -
Left Ragp
SortRate: | Ha ) "
{Cont s | WA A
Condl. Rate: | NA WA
Moy RA L)
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

Device: Precson: Target Events: Save SortReports: Save Conficts  Index Sorting
2 Tube v 4Way Punty - Contracus v  Ask User -

Left Right
T .. = =
Sort Rate: | NA Delete (I P2 (173
Cenfl, Cnit: NA Clexn (B P NA
Cenfl, Rate: NA o o~ NA
Efficercy: NA NA
| st | L | (=] View Counters |

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.

(e i ; 8
o Global Sheetl: Sort Layout 001 a
Device: Predson: Target Events: Save SortReports:  Save Conficts  Index Sorng
2Tube »  4Nay Punty 20,000,000 « | AskUser -
Left Rght
d
Sort Rate: | KA | WA
Cordl, Cnt: NA HA
Cordf, Rate: NA NA
Effcercy: NA | A
— ——— T, -~ e -_y
W wee (| S PR View Counters

6. Load your Sample onto the sample stage.

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

G )
 Global Sheet!: Sort Layout 001 "5
Device: Preason: Target Events: Save SortReports:  Save Conficts  Index Sortng
2Tube w  4Nay Punty - 0,000,000 « AskUser -
Left Raght
1! 10000000 =
KA | MA
NA HA
NA KA
NA NA
: = q.‘.n View (wf‘koq

9. Click OK on Confirm window
Confirm

y  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.

[ OKJI Cancel ]

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
' Confirm

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

Cuvert Acthwty
AL Tote'Web Thewahod! Nade S0ppng Gate Lwrts Blagsed Tirm
! vube_ 001 Oevts Qevt 00:00:01
Lanc Cormoie
wd et Tume B owse B 0 Acaxrg | RN & Aol
ACQuUBnen g
Scorg Gade: | S w Soerts To Rncord 20000 £t v Sippeg Tee frech: ost
Do age Gate Wytes w Cverts To Dacley 300 evt v Fow faie A}:'

Acpaston Suvse
et o P vorw Aot Late

Mvewikl Camnr S vorw et Care
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I. 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

(] S em—Ty == o
SENIfeQ wha

4 farw O o
¥ N eawg
» B toewed W01 200/ 19 L 2 18 oM
» Wl Ao Drag Deley 0/ 132U ™
@ U Soowert X0 NN 220 ™
19 Sty et

.
4

.

[+

»
3
v
4

g

Cotete

ArpYy Pwre Anatae

rerrrrrre

RNAYNYANEAN
SeEeTeee

i

Farwve

L B
[ ]
3 “
11

Do ste Wbt Dt CuiD

£

# oF Tand v Botch Anabrwm

P Newnlibe et

brgat (yacemeter letange |

bipem . LS ey
Fanel Tarmgin
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1.3 Select FCS 3.0 and keep all parameters Linear. Click OK
(@ Espont FCS Fiber
Catad Cverts

AlF ooty -

Fle Verson
FOSL0Y & FCE30 S
—
2w e Pararwter Type
= - -
- 9 Lrew e
F @ Lrew e
'y @ Lrew v
> - 9 Lty e
° Lnew -
FITC-A 9 Lrew v
DRFT-A @ Lrew Yore
APCCyT-A @ Lrew Nore
PECyTA @ Lrew Nore
Aesa Plor T00-A o Lrew Nooe
Tmre 9 Lrew Norw
P—
o Carced
_—

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

1.5 Click Save
o
(@) Save Export
Directory Path
O Liseniai: : Browse |
[ Save ] [ Details>> J { Cancel ]
2. PDFfile

2.1 To export pdf of single tube, Click the tube pointer of the selected tube
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[ Browser - Accudrop Drop Delay | =
GEXV2E
LA N
i Name ‘ Date
- Ocleaning
Ei Experiment_001 12/30/19 11:16:15 AM
BLL] Accudrop Drop Delay 12/30/19 11:21:30 AM
- 2% Cytometer Settings
4] E]&\ Specimen_001
& Y Tube_001
" @ i& Experiment_002 3/3/20 2:22:43PM
@Eﬂ Experiment_003 3/9/20 5:11:11PM

2.2 Click PDF icon
Global Warksheet - Global Sheetl

Zaft)iweurpor ey mEHE

& D4

2.3 Choose the destiﬁation (D:/User/Department/PersonalFolder) and click Save

Specidy BOF flename *

S Yo s ¥ oGl=

3
=

B! erm

] e e
* Pl raemner {obal Sreeqd_160TH ST Lol E

Rl ol el o e

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:

ﬁ Accudrop Drop Delay 12/30/19 11:.

&[] Experiment_002 3/3/20 2:22:¢

: -E% Cytometer Settings
E]@ Global Worksheets
: I_'i'}-- Global Sheet1

- ----- @ Analysis
A Sortl ot N0
@ zi-17ifd % Cut Ctrl+X
ﬁ Experiment_00| [ Copy CirleC
E,i Experiment_00 B pacte Chrl+V

Eﬂ Experiment_00
-4 Shared View

Delete Delete
Rename

Open Sort Layout

Sort Reports

3.2 Select the sort from the list and then click OK

(@ Select Sort Report

Mon Feb 24 16:19:54 CST 2020 s

Mon Feb 24 16:12:55 CST 2020
Mon Feb 24 16:02:03 CST 2020
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
Man Eah 24 15:16:00 £ST 20720

[ 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

3.0.3

Ve J 2

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

3.4 Choose the destination (D:/User/Department/Personal Folder) and click Save
J. Cleaning

1. TURN OFF the Sweet Spot

M100mic... X
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3. Go to Browser window, click the tube pointer of any tube
[ Browser - Accﬁﬂr&h Drop Delay Iﬁ
BERNTs2E

l[‘, o Name Date

@/ Odeaning
@-{& Experiment_001 12/30/19 11:16:15 AM
5] Accudrop Drop Delay 12/30/19 11:21:30 AM
32 Cytometer Settings
- @ Specmen_001
= Y Tube 001
@-f& Experiment_002 3/3/20 2:22:43PM
- i Experiment_003 3/9/20 5:11:11 PM

4. Load atube of 2 mL of cleaning solution No. 1 (FACSClean) on the sample stage

5. Go to Acquisition Dashboard window, set Flow rate to 11.0
E S — =

O oy,
e e S prny Gy gy Cwe [ Cngret Teme

I Oenin et )3y >

et L -
Teap e I T )+ |

" — Do st Fa

Seewens Cmr P vwm et Cma

6. Click Load.
T Bigentsen Tl snd B

Current Actwey

Actve Tute\Well Theeshoks Rate Seopng Gate Everty Elspsed Time
| Tube 001 Oevt's Oevt 00:00:00

Pacx Cortraie

o teat Tt [ B e ] B 2o Do B Recwrd Daa [N)

7. Acquire the solution for 5 minutes.
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8.

10.

11.

12.

13.

14.

Click Unload.
L

o Acquniben Duhbourd 55

Curvert Actrty

AL Totw'Web Theeahod! Nade S0epng Gate Lweria Blagsed Tirm

i fube 901 Oevts Oevt 00:00:01

Basc Cormosie

o hext Tube I B ows ‘] B 20 Acaxrg | RN © Peiwe

Agusnon g
Pocorg Gade:

-
0 et ¢
20000 € st |

10}

| RO v fyerts ToRecard v Siappeg Tme eck

oy age Gate .“!-r—: = Cverts To Dacler 00 et v Fow fale

ANopamton Suvne
A acesend Erenn. Pecvarw Abort Rate

Mook Corn S e 8ot Carn

Load a tube of 2 mL of cleaning solution No.2 (FACSRinse) on the sample stage

Repeat step 6 - 8. If Propidium lodide (Pl) is used, No.2 solution should be washed for 10
mins.

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

User Logout
Click File > Logout

i s e

£ Veew Dporment Popwien

%]
—
& Poor Se
- N
a
L
ASrrarytston "i
»
L Chd
»
Laport s
Log O »
Qua

Log out Tracker before leave

Log out tracker

before leave

Lcgged 0 aa b
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