ARIA/SYMPHONY SORTER REFERENCE GUIDE

IF THE MACHINE IS OFF OR YOU ARE THE FIRST USER OF THE DAY

* Skip to page 12 if the machine is already on. *

1. The computer should be on.
a. Tolog into the PC: Username: BDAdmin Password: BDIS

2. Unlock the screen with your PPMS Account.

3. Launch Tera Term.

’
va R TerajTerm

4. Click on Serial, make sure the port is on COM1, and click OK.

_,_, Tera Term - [disconnected] VT = | = Iz

File Edit Setup Control Window Help

TCPAP 192.168.20.57

23 UNSPEC

Telnet

o Serial Port: [COM1: Communications Port [COM1) ~|
COM1: Communications Port [COM1]

0K LUMZS, Uab aena
COMbG5: Standard Serial over Bluetooth link [COM55
COMbSG: Standard Serial over Bluetooth link [COM56]

5. Turn on the cytometer by pressing the green button on the side of the instrument or
biosafety cabinet.

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 1
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6. Open BD Coherent 4.

BD Coherent
€ tion 4

Make sure all the lasers are on and visible

100.0 mwW
P A
- EouonT

All lasers should have the green start button lit up.

OBIS 561 nm 100 mW SN: 16

Make sure the pointer is not past the yellow power band.

|45

*Note about the UV laser: You will need to press STOP > START and then
turn up the voltage to 60mW.

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 2
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F enesis Ga 355mm 65 mW SN: THES4S

7. Turn on DIVA Software and log in using the credentials you received after training.

[EDIFRGoD S

Selisicic

8. Once connected, select Cytometer -> Fluidics Startup.

BD FACSDiva Software - Administrator (Cante RUO Special Order 10-
File Edit View Experiment Populations Worksheet IC].rtumeterI Car

Fluidics Startup X
'\ Ensure the air and fluid lines are disconnected from ETOH D
tank and connected to the sheath tank.
_S’;_ Ensure that the closed loop nozzle is in the flow cell Dote
Done

oK

=0

0%

Cancel

9. Follow the instructions presented on the screen, but don’t insert your new nozzle.

Children’s Research Institute at UTSW Flow Cytometry Shared Facility
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10. Remove the closed-loop nozzle.

11. Select Cytometer - Cleaning Modes - Clean Flow Cell
BD FACSDiva Software - Administrator (100um nozzle 1.5 CRI Fusion 2B-5YG-:
File Edit View Experiment Populations Worksheet] Cytometer port Help

12. Install a tube of bleach then hit OK.
[#] Confirm

% Install a tube with deaning solution on
' the loading port, and dick QK.

Cance

13. Repeat step 11 two times.

o 0%, 0% =l
i. This is the lowest volume you want in your tube. If needed, fill with

relevant fluid.
14. Let the bleach sit in the fluid line for five minutes.

15. Turn on the stream and run for two minutes. Turn off stream when complete.

100 micron | £3
@| biream
% Sweet Spot

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 4
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16. Select Cytometer - Cleaning Modes - Clean Flow Cell.
BD FACSDiva Software - Administrator (100um nozzle 1.5 CRI Fusion 2B-5YG-:
File Edit View Experiment Populations Wnrksheetll:}-tl:umeterl Sort Help

17. Install a tube of Contrad then hit OK.
[#] Confirm

% Install a tube with deaning solution on
' the loading port, and dick OK.

Cance

18. Repeat step 16 two times.

o 0%, 0% D
i. This is the lowest volume you want in your tube. If needed, fill with
relevant fluid.
19. Let the Contrad set in the fluid line for five minutes.

20. Turn on the stream and run for two minutes. Turn off stream when complete.

100 micron | £3
@ Stream

| 3| Sweet Spot

21. Open the flow cell access door and dry the deflection plates with Kimwipes.

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 5§
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24. Dry the nozzle with a KIMWIPE (Do not use abrasive paper towel).

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 6
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25. Look under the microscope for any debris or O-ring deterioration.

— (J-Tin

\

—_— T

LY

a.
b. You should be able to see through the center hole of the nozzle.

c. The red O-ring should be in place. If it is not, please let a flow-core associate
know.

26. Insert the nozzle.

PN

peflection
Plates

®

27. When you change nozzles, select the correct instrument configuration in Cytometer

- View Configquration = Set configuration =2 OK.

Children’s Research Institute at UTSW Flow Cytometry Shared Facility
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BD FACSDiva Software - Administrator (100um nozzle 1.5 CRI Fusion 2B-5YG-:

File Edit View Experiment Populations Worksheet

Cytometer] Sort Help

Cytometer Configuration

[m]

Cytomeler: BD FACSArialll
Cytometer Name: FACSAnalll
Serial Number- 1

Current Configuration:

100um nozzle 1.5 CRI Fusion 2B-5YG-3R-5V-3UV

Select the nozzle you
are using.

Configurations Parameters Filters and Mirrors

[=+L7 Base Configurations

Fusion 2B-5YG-3R-5V-3UV 03/30/15 ... Blue Laser
= CRI Configurations (488nm)
70um nozzle 1.0 CRI Fusion 2B-5YG-3R-5V-3UV | 04/23/15 ... =
70um nozzle 2.0 CRI Fusion 2B-5YG-3R-5V-3UV | 04/23/15 ...

um nozzle 2.0 CRI Fusion 2B-5YG-3R-5V-3UV | 04/24/15 ...
m nozzle 1.5 CRI Fusion 2B-5YG-3R-5Y-3UV 011717 ...
J0um nozzle 1.5 CRI Fusion 2B-5YG-3R-5V-3UV | 02/13/18 ...

all Blue Violet Red

Nozzle Size (p):

Sheath Pressure (psi): 22.00
100

100um nozzle 1.5 CRI Fusion 2B-5YG-3R-5V-3UV

Violet Laser Red Laser Yellow-Green UV Laser
(405nm) (637nm) Laser (355nm)
(561nm)

Yellow-Green UV

Window Bxtension (ps): 2.00 Comments:

Set Configuration Print Export

0K Cancel

28. Close the flow cell access door.

Children’s Research Institute at UTSW
Last Update: 09/01/2023
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29. Turn on the stream.

[da] 100 micron | £2

|2 4| Sweet Spot

30. Check the stream quality (position, satellite, and drop resolution).

(da] 100 micron \75

Turn on the stream. Stream
LI‘;ZJ Sweet Spot

Satellite droplets should be
merged with the stream by the
bottom of the picture.

Ampl: 5. 5=k

-~
) not change the frequency. IEqS 00 ot
Drop 1: 165 166

Gap: 10| 9

31. Increase/Decrease Amplitude to set connected stream height.

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 9
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32. Setdrop 1 values (=) to each other.

33. After optimizing, go to Cytometer > CST.

BD FACSDiva Software - Administrator (Current 100-20 UT_SW_Aria 2B-3R-3V-2UV-5Y3G)

File Edit View Experiment Populations Wu:urksheet Sort Help
H = =

ﬂm PErrusscor - Ernormont (61

34. Take a clean FACS tube and add two drops of CST beads (Blue Bottle) with ~ 300uL of
FACS flow. Note: Use Red Bottle if running CST on Symphony.

'i. The above photo should serve as reference for how much FACS flow to
fill the tube with.

35. Verify that the lot number on the side of the bead’s container matches the one on the

screen.
etup Beads
LotID:  |20297 (RUO) N
Product: CST Setup Beads
Part #: 810858

Expiration Date: 02-29-2024

36. Load the tube and press Run.

Setup Contral
Load atube with beads and dick Run button to start setup.

Characterize: |Check Performance \l

#3 Run i} Abort

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 10
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37. Wait for CST to PASS.
a. Ifitfails, try the following steps:

i
ii.
iii.
iv.
V.

Make sure CST window is NOT in full screen for the Symphony.
Re-run CST.

Make new CST beads and re-run CST.

Run another cleaning cycle, then re-run CST.

Shut down the cytometer, restart the computer, and run CST.

ANY USER OF THE DAY

1. Log into your PPMS account.

2. Loginto DIVA.

3. Turn on the chiller if needed. This is recommended for better cell recovery.

4. Fill a tube with water and place the nozzle inside.

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 11
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5. Sonicate the nozzle.

"

CHILDREN'S MEDICAL CENTER
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6. While the nozzle is sonicating, install a tube of Windex in the sample loader.

7. Select Cytometer & Cleaning Modes - Clean Flow Cell.

BD FACSDivwa Software - Administrator (Current 100-20 UT_SW_Aria 2B-3R-3V-2UV-5YG)
File Edit View Experiment Populations Worksheet IC],rtometerI Sort Help

B @ AEE S

=

I’m Prrwsscor - Erronmont (N1
Confirm

Install a tube with deaning solution on
the loading port, and dick OK.

oK

Cancel

8. Repeat step 7 twice with the tube of Windex.

9. Install a tube of shutdown solution in the sample loader.

10. Select Cytometer = Cleaning Modes = Clean Flow Cell.

BD FACSDiva Software - Administrator (Current 100-20 UT_SW_Aria 2B-3R-3V-2UV-5YG)
File Edit View Experiment Populations Worksheet IC].rtometerI Sort Help

H @ A= EE

=

ﬂm PErrusscor - Ernormont (61

Children’s Research Institute at UTSW
Last Update: 09/01/2023

Flow Cytometry Shared Facility 12



RESEARCH INSTITUTE
[#] Confirm

% Install a tube with deaning solution on
' the loading port, and dick OK.

Cance

11. Repeat step 9 twice with the shutdown solution.

12. Clean the deflection plates with a Kimwipe.

13. Turn off the sonicator.
14. Dry the nozzle with a KIMWIPE (Do not use abrasive paper towels).

15. Look under the microscope for any debris or O-ring deterioration.

= =i

a.
b. You should be able to see through the center hole of the nozzle.

c. The red O-ring should be in place, if it is not, please let a flow-core associate
know.

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 13
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16. Insert the nozzle.

17. When you change nozzles select the correct instrument configuration in Cytometer
- View Configuration.

@ BD FACSDiva Software - Administrator (100um nezzle 1.5 CRI Fusion 2B-5YG-:
File Edit View Experiment Populations Worksheet | Cytometer

Deflection

Plates

Sort Help

Cytometer Cenfiguration

] x

Cytometer: BD FACSArialll
Cytometer Name: FACSAnalll
Serial Number: 1

Current Configuration: 100um nozzle 1.5 CRI Fusion 2B-5YG-3R-5V-3UV

Select the nozzle you are
using

Configurations Parameters Filters and Mirrors

[/ =7 Base Configurations
@] Fusion 2B-5Y6-3R-5V-30v
[} =¥ CRI Configurations

@ 70um nozzle 1.0 CRI Fusion 28-5YG-3R-5V-3UV
@1 70um nozzle 2.0 CRI Fusion 2B-5YG-3R-5V-3UV
100um nozzle 2.0 CRI Fusion 28-5YG-3R-5V-3UV
@] 100um nozzle 1.5 CRI Fusion 2B-5YG-3R-5V-3UV
@] 70um nozzle 1.5 CRI Fusion 28-5YG-3R-5V-3UV

03/30/15 ...

04/23/15 ..
04/23/15 ..
04/24/15 ..
0417/17 ..
02/13/15 ...

100um nozzle 1.5 CRI Fusion 2B-5YG-3R-5V-3UV

Blue Laser Violet Laser Red Laser

Yellow-Green

Laser
(561nm)

UV Laser
(355nm)

(488nm) (405nm) (637nm)
FSC
Al Blue Violet Red Yelow-Green UV
Sheath Pressure (psi): 22.00  Window Extension (ps): 2.00
Nozzle Size (): 100

Comments:

Set Configuration Print

Export

Children’s Research Institute at UTSW
Last Update: 09/01/2023
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18. Close the flow cell access door.

19. Turn on the stream.

'I{H]micmn @
@ tream

ﬂ Sweet Spot

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 15
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20. Check the stream quality (position, satellite, and drop resolution).

[3a] 100 micron | 53

Turn on the stream.

1> 3| Sweet Spot

Satellite droplets should be
merged with the stream by the
bottom of the picture.

Do not change the frequency.

Drop 1: 165| 166
10, 9

21. Increase/Decrease Amplitude to set connected stream height.

22. Set Drop 1 values (=) to each other.
ACCUDROP

1. Turn on Sweet Spot.

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 16
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[aa] 100 micron | 23

| Stream

| 3| Sweet Spot

2. Select Experiment = New experiment-=>Accudrop delay template.

3. Expand Specimen 001 and Expand Tube 001.

4. Setthe current tube pointer to Tube 001.

5. Open the sort layout by double-clicking it.
=2 -] Accudrop Drop Delay
v" Cytometer S=ttings
.’K Speciren 001
= lj Tube 001
] Anabysis

6. Open the Sort Device app and select your device using this ICON: e
a. For Symphony: You can select your device from the drop-down menu on the side
stream window.

7. Select the appropriate tube setting for its respective machine.
a. Symphony: Six-tube layout
b. Fusion, Aria (4 laser), Aria (5 laser): Four-tube layout

8. Turn on the Voltage (it will appear red) in the Side Stream window.

9. Select Test Sortin the Side Stream window.

{
x|

18] vorage x,hcsr,.r ()] coticat Fiter [ wu-umu-.i’-,;u.tz.xc:-.w.u Drcp Dy | 2957 3| AvoDebsy |

voltags Camkart Fiste votags: | 5,000 o1

2rd Dwop e Jed Dvo 10y o 05 Fhas=

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 17
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10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

Adjust the micrometer dial to obtain the brightest bead spots. Minor adjustments only
— dial can break if turned too tight.

Adjust the left voltage slider until the stream is in between the lines.
De-select Test Sort in the Side Stream window.

Prepare the Accudrop Bead Tube using 1 drop of beads and 0.5 ml FACS flow
(concentration should be a light VIOLET in color).

Vortex the tube.
Place the Accudrop Bead Tube in the sample chamber.

Close Chamber door (Do not slam): If door is not closed, there will be 0 events per
second.

Load the Accudrop Bead Tube.
Adjust the flow rate to increase or decrease events/sec.
a. 70um =1,000 to 3,000
b. 85um =800 to 2,000
c. 100um= 600 to 1,500
d. 130um=400 to 1,200
Turn on the Voltage in the Side Stream window.
Turn on the Optical Filter in the Side Stream window.
Select Sort on the Sort Layout window (beads should not be sorting in left box).
Select Cancel to keep the tubes covered with the waste drawer.

Click on the Auto Delay button in the Side Stream window.

Select Start Run in the Auto Drop Delay dialog.

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 18
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25. Monitor the Auto Drop Delay dialog for progress. A message appears when the
process is completed. You should receive a curve; this signifies the instrument is

sorting correctly.

Auto Drop Delay

23.32,
23.29,
23.26,
23.23,
23.20,
2317,
23.14,
23.11,
23.08,
23.05,
23.02,
22.99,
22.96,
22.93,
22.90,
22.87,
22.84,

100.00
100.00
100.00
100.00
99.87
99.88
99.87
100.00
99.06
97.72
99.35
93.90
95.03
94.31
93.16
95.43
89.30

Run is done...

Found less than 90.0, exiting.
Delay: 22.84

Setting drop delay to the calculated best: 23.23
Total running time was 2min 59sec

Click "Exit' to exit or run again.

Stop Run

Start Run

26. Select Exit.
27.Deselect Acquiring Data.

28. Unload the Accudrop Bead Tube.

Children’s Research Institute at UTSW
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FOR A NEW EXPERIMENT

1. Select Experiment & New Experiment=>Blank Experiment.

BD FACSDiva Software - Administrator (Current 100-20 UT_SW_Aria 2B-3R-3V-2UV-3Y3G)
File Edit ‘Jiewl Experimentl Populations Worksheet Cytomneter Sort Help
H = =

ﬂm Brrasscor - Ermormaont (017

B Experiment Templates
| Automation E
MName Date Mame: Blank Experiment
20210407 My BT 4/7/21 11:49 PM
Accudrop Drop Delay 2{6/20 2:32 PM
AD_HSCPROyric 1/20/22 6:38 PM
AD_HSC_Annexin 10/14/20 4:29 FM
AD_HSC_Chimeric 8/3/22 6:08 PM
AD_HSC_Pro_Lin 10/20/20 8:59 PM
AD_Lineage 1/20/22 T:02 PM
AD_Tumor Lymphocyte Sort 8(31/20 7118 PM
AG_YeastMb_FACS 8/30/21 7:30 PM
APIrradiated mice sort LSK. F11/22 306 PM &
Mame: |Elank Experiment Copies: =l
-
o ][ e

2. Create a new specimen.
Browser - Experiment_001

CEK]is 26

3. Expand the specimen and place the acquisition pointer on Tube 001.
! B-lE] Experiment_002 9/2(22 2:43:09 FM
-g" Cytometer Settings
@ Global Worksheets
é---@dmen_ﬂﬂl

(-4 Shared View

4. Click on the Parameters tab in the cytometer window.
Cytometer - FACSArialll (1) N

smm[ Parameters | Threshold | Laser Compensation | Ratio

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 20
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5. Delete all fluorochromes and add the fluorochromes you will be working
with.

| v

Add Delete

CALCULATING COMPENSATION

1. Right click the experiment’s title>Compensation setup - Create.
Browser - Experiment_001 E

TELARL e

FEP

I'] Mame Date
-5 Administrator

= BE Experiment_001
2% Cytometer Settings
@ Global Worksheets

: -, Specimen_001

é Shared Yiew

8/26/22 8:50:44 AM

a. Verify compensation controls coincide with your chosen fluorochromes, then

press OK.
B Create Compensation Controls
Tubes Flate
indude separate unstained control tube fwelf
Fluorophore Label

v Alexa Fluor 405 Generic ~
r Alexa Fluor 430 Generic

r Alexa Fluor 483 Generic

= PE (Generic

r PE-Alexa 610 Generic

= PE-Cy5 (Generic

= PE-Cy7 (Generic

v Alexa Fluor 647 Generic

r Alexa Fluor 680 Generic W

Add Delete Labels OK Cancel
Children’s Research Institute at UTSW Flow Cytometry Shared Facility 21
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2. Open the Compensation Controls specimen in your experiment.
I'] Mame Date
2 Administrator
E}L.Lj Experiment_001 8/26/22 8:50:44 AM
E% Cytometer Settings
@ Global Worksheets

% Specimen_001

Compensation Controls
E% Cytometer Settings

W Unstained Control

=] W Alexa Fluor 405 Stained Control
=] W Alexa Fluor 430 Stained Control
=] U Alexa Fluor 488 Stained Control

3. Make sure the tube pointer is on your unstained control.
I'] Mame Date
23 Administrator
=4 Experiment_001 8/26(22 8:50:44 AM

-E% Cytometer Settings

@ Global Worksheets

-, Spedmen_001

-7, Compensation Controls

22 Cytometer Settings

I Unstained Contral

W Alexa Fluor 405 Stained Control
-- I Alexa Fluor 430 Stained Control
-- U Alexa Fluor 483 Stained Control

IElE)E

4. Load your unstained tube and Acqguire Data.

Acquisition Dashboard
Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| Unstained Contrel |Q evt/s 0 evt 00:00:00

Basic Controls

#{J Next Tube | Remove Tube [ Acquire Data [ Record Data O Restart

Carousel Controls

(7 Run Carouse! [ Run Single Tube g Mie T Skip Br.

Acquisition Setup

Children’s Research Institute at UTSW
Last Update: 09/01/2023
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5. Adjust the FSC and SSC voltage until your cells are on-scale in the plot.

iﬂ Cytometer - FACSAnalll (1) £
Status | Parameters Threshold Laser Compensation  Hatio
Parameter Voltage Log A H w
- FSC 566 | O O a |~
¢ 55C 273 | O O O
Linstained Control
o
S 3
—_ a
CF = 3 :h'."':-. '
 F a
o g e
- "% 4F
= IR
TTTT[TT T T[T I T T[T T T T [TT T[T
A0 100 150 200 250
Fac-A £ 1,000

6. Move the P1 gate until it encompasses the population of interest.

Linstained Control

0
1

5 e
[~
S &3
— =
# A .
T a3
o =
un} ]
027
2
= IR
||||||||||||||||||||||||||
50 oo 150 00 25D
FaC-A £ 1,000

7. Right click the P1 gate - apply to all compensation controls.

8. Look at the histograms for the fluorochromes selected in your experiment.

9. Adjust the voltage of each fluorochrome until the negative population is close to the
axis.

a. It's important to make sure you can see both ends of your population. If it bleeds
into the side of the graph, increase the voltage until you can see the bottom left
of the peak.

10. Acquire data again and Record.

11. Unload your unstained tube.
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12. Load your first compensation tube.

13. Make sure that your tube pointer is on the correct tube.

EI%\ Compensation Controls
; E% Cytometer Settings
=g - unstained Control

i ¥ FITC Stained Control
= : & [J Alexa Fluor 405 Stained Control

14. Click on the next worksheet panel.
Mormal Worksheet - FITC Stained Control

BleE & EELA® D848

- —# r—+
If'-"-\. 5;'- I-' L Ir 1

B, =a. Bl O

RESEARCH INSTITUTE

LRS- I EE

Sheetl Unstained Contrel [E7 FITC Stained Control | Alexa Fluor 405 Stained Control
o FITC Stained Control o FITZ Stained Control
g & =
—_ E_: S
A . —
::F = 7 E %_
03 == P2
= = i @_
= a1
= =
3 =
_|||||||||||||||||||||||||| = TITI T T T T T I T
2 a 4
A0 100 150 200 240 10 10 10 10
FSC-A s 1.000) FITC-A
15. Click Acquire Data.
[57] Acquisition Dashboard .
Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events Elapsed Time
| Unstained Control [ evt/s 0 evt 00:00:00
Basic Controls
#{J] Mext Tube 5 Remove Tube B Acquire Data B Record Data ) Restart
Carousel Controls
@ Run Carousel & Run single Tube ¥ skip Ber. e
Acquisition Setup

Children’s Research Institute at UTSW
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16. Click Record Data.
- 5] Acquisition Dashboard
Current Activity
Active Tube/Well Threshold Rate
0 evtls

Basic Controls

#|J MNext Tube {3 Remove Tube

e | Ml

Stopping Gate Events Elapsed Time
5000 evt 00:00:06
. Acquire Data ‘ . Record Data ‘ & Restart

17. Move the histogram gate until it surrounds your positive population.

o FITC Stained Caontrol
=
2
=]
=
=3 pz
(SR
=
Lrl
T T ||||I| T ||||||T| T |||||||| T
gy O 107 1n” 10* 10
FITC-A

18. Repeat steps 10-17 until all your compensation tubes have been completed.

19. Select Experiment—>Compensation Setup-> Calculate Compensation = Apply Only.

BD FACSDiva Software - Administrator (Cante RUO Special Order 10-color (3B-3R-2V7])
File Edit ‘-fiaNF'Dpulatil:uns Worksheet Cytomneter Carcusel HTS Help

Single Stained Setup
Compensation calculation has completed

Warning--spectral overlap over 100%!

FITC Stained Control: spectral overlap of FITC in PerCP
channel is 101.78%

[LEL 002205021709

I Link & Save I Apply Only I Cancel

Children’s Research Institute at UTSW
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20. In the compensation Tab, make sure Enable Compensation is selected.

I Cytomees - FACSARM (1) =
Sate Lmse Rato
l | Enatbe Compensaton  Oew | |
Fluorodvome % Fluorodhrome Spectral Overtap

» PECFS94 Dnfied 0.00| &
* 7420 Defed 0.00

» PECySS CeRed 0.00

. PECYT [ 0.00

. Aes Faer 647 Dbt 9.00

o Mexs Fuor 700 Oufiec 0.00

ACQUISITION

1. Place the Acquisition Pointer on Tube 001.
Erowser - Experiment_001
BENTVYE @

HILDREN'S ME

RESEARCH

F E B

I'] Mame Date
=/ Administrator

E}L.E_I Experiment_001 9222 5:09:04 PM
-E% Cytometer Settings
@ Global Worksheets
=%, Spedmen_001

El% Compensation Controls
>§% Cytometer Settings

=] -- A Unstained Contral 9/2/22 5:06:47 PM
[=] - |4 FITC Stained Control 9/2/22 5:07:06 FM
[=] - [ PerCP Stained Control 9,/2/232 5:09:04 FM

Eﬂ--é Shared View

2. Create a new global worksheet.
Erowser - Experiment_001

Gim K FiE]al

3. Create your graphs, dot plots, and gates to run your experiment.

Global Worksheet - Global Sheet2

' Global Sheet1 | (28] Global sheet2 |

*Hover over each item for more information.

Children’s Research Institute at UTSW Flow Cytometry Shared Facility 26

Last Update: 09/01/2023

&7



4. Once you have your plots set up, right-click a plot and select Show Population
Hierarchy.

Tube: Tube_007
Population #Events %%Parent % Total
B 2l Events 1] iR HHHHE
. P1 1] HiHE|  HHHHE
- P2 1] HiHE|  HEEE
] P3 ] FHHHE| B
-l P4 1] FHfHHE | B

5. Add additional tubes to the experiment, if needed.
@ Browser - BExperiment_001

ey rled al

6. Run afully stained sample and set up gates.
i. Double check that the gates are collecting the populations of interest.

TUBE SORTING

1. Create a new sort layout by clicking New Sort Layout.

2. Open the Sort Device app and select your device. ICON: B :

3. If on the Symphony, you can select the device from the drop-down menu on the side
stream window.

4. In the Sort layout window select the collection device.

5. Change the precision mode:
a. Purity: two tubes
b. 4-way purity: four tubes
c. Single Cell: plate

6. Specify the number of cells you want in each tube or leave as continuous.

7. Select a save report option.
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8. Assign the sorting gates to each tube by clicking in the blank space.

9. Turn on voltage and test sort in the side stream window. The number of streams to
test depends on how many populations you are sorting (2 populations = 2 side
streams).

10. Adjust side stream sliders until the streams are aligned in the collection tubes you are
using.

11. Insert a collection device with prepared tubes.

a. Make sure to have a layer of buffer at the bottom of your tubes so the cells
don’t dry out—this will aid in recovery.

12. Attach the chiller extensions to the device if needed—this will aid in recovery.

13. Insert your sample tube into the sample chamber.

14. Select Load > Acquire Data > Sort.

15. Click OK.

PLATE SORTING

1. Create a new sort layout by clicking New Sort Layout.

2. Putthe ACDU into the designated position on the sort block.

3. Open the Sort Device app and select your device (ACDU).

4. In the Sort layout window select the collection device.

5. Change the precision mode:
a. Purity: two tubes
b. 4-way purity: four tubes
c. Single Cell: plate

6. Specify the number of cells you want in each well.
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10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

Select a save report option.

Assign the sorting gates to each well.

Turn on the voltage and adjust the far-left stream appropriately.

In the Sort layout window, press the Eject button so that the platform comes all the
way forward.

Place your plate with the lid on onto the platform.

a. Make sure that Al is positioned on the tray correctly.

On the menu bar, select Sort > Home Device.

Select the correct plate you are using.

Press Go Home.
Turn on the voltage and double click test sort.
Open waste drawer by pressing waste drawer icon.

Make sure stream lands on the Al well.
a. Ifthe droplet is off center, make adjustments by manipulating the arrow buttons.

Repeat steps 15-16 until the droplet is in the center of the A1 well.
When adjustments have been made, select Set Home.
Bring plate forward using the eject button and take off lid.

Select Sort> Home Device.

Select Go Home.

Select Acquire Data = Sort > OK.

EXPORTING DATA

1. BioHPC
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2. Cytobank
*NOTE: The flow core deletes experiments off DIVA on the first of every month. They are

stored in a cloud backup. Please make sure that you are saving your experiments after
every session.*

CLEANING BETWEEN USERS

1. Turn off the stream.

2. Open the flow cell access door.

3. Remove the nozzle.

4. Insert closed loop nozzle.

5. Fill a tube with water and place the nozzle inside.
6. Sonicate the nozzle.
7. While the nozzle is sonicating, install a tube of Windex.

8. Select Cytometer - Cleaning Modes = Clean Flow Cell.

9. Repeat step 8 twice with a tube of Windex.
10. Install a tube of shutdown solution.

11. Select Cytometer - Cleaning Modes = Clean Flow Cell.

12. Repeat step 11 twice with the shutdown solution.
13. Turn off the sonicator.

14. Dry the nozzle with a Kimwipe.

15. Place the nozzle back in its box for the next user.

16. Dry the deflection plates with a Kimwipe.
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17. Wipe down the workspace.
18. Check the sheath and waste levels.

19. Log out of DIVA and PPMS.

DAILY SHUTDOWN FOR THE LAST USER OF THE DAY

1. Turn off the stream.

2. Open the flow cell access door.

3. Remove the nozzle.

4. Insert closed loop nozzle.

5. Fill a tube with water and place the nozzle inside.
6. Sonicate the nozzle.
7. While the nozzle is sonicating, install a tube of Windex.

8. Select Cytometer = Cleaning Modes = Clean Flow Cell.

9. Repeat step 8 twice with the tube of Windex.

10. Install a tube of shutdown solution.

11. Select Cytometer - Cleaning Modes = Clean Flow Cell.

12. Repeat step 11 twice with the shutdown solution.
13. Turn off the sonicator.

14. Dry the nozzle with a Kimwipe.

15. Place the nozzle back in its box for the next user.
16. Dry the deflection plates with a Kimwipe.

17. Wipe down the workspace.
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18. Check the sheath and waste levels.
19. Log out of DIVA.

20. Log out of BD Coherent.

21. Log out of Tera Term.

22. Shut down the cytometer by pressing the green button on the side of the instrument or
bio safety cabinet.

23. Vent the air pressure from the sheath tank by pulling up on the vent ring.
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