SONY

1. Preview and Acquire the Unstained Sample (beads or cells)

a. Go to the Status panel (upper left part of the screen) and click on the Load button.

é Total Event 0 Elapsed Time: 00:00:00
é_ Feent Rate 0 eps Acquisition Time: 00:00:00
< Abort Rate: 0.0% Flow Condition: Stop
Saturation Rate: 00%
2 I All events £ s-
o ]
=
& 0
Acquire Preview Restart 0 1 [min]
o[®]>][@[5][@] [
Auto- Stop Load/Unload
Acquire Plate

b. Go to the Rack/Plate Layout panel (lower left). Ensure that the current position
(black arrow) is on the unstained sample (AO1). To change the current position,
right click on the new location and click Set Current Position on the quick pick
menu.
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Optional: One can adjust the axis scale or zoom the plot, as required, if the gate is
difficult to draw. Right-click on the FSC SSC plot, then click on Zoom to enlarge your
population.

Go to the Status panel (upper left) and click on the Instrument Settings button.
Go to the Instrument Settings window and click on the Flow Control tab.

Sample:Unstained
Mede:Mermal

Boost: Short is recommended unless you

Laser | Detector & Threshold || Flow Control haVe |0tS Of Sample yOU can WaSte
Boost: Short v
Sample Flow Rate: | 40 |#¥4 Sample Flow Rate: 4.0 this can
Event Check . . . .
% None be adjusted while previewing a sample, but

The software does not detect air/low event rate.

Stop not during data acquisition or auto-acquisition.

‘When air/low event rate is detected, stop data
acquisition and initiate automatic cleaning to
recover the system.

Continue

When the air/low event rate is detected, stop data
acquisition and initiate automatic cleaning to
recover the system then COMTIMUE auto acquisition,

Event Check: ON is recommended during
unattended auto-acquisition.

Advanced Settings

Close

Sample Consumption Rate (uL/min) at each Sample Flow Rate Setting

1 2 3 4 5 6 7 8

33 50 67 80 100 133 167 200
Sample Time to run the indicated Sample Volume at each Sample Flow Rate Setting
Volume 1 2 3 4 5 6 7 8
50 pL 01:30 01:00 00:45 00:37 00:30 00:22 00:18 00:15
100 pL 03:00 02:00 01:30 01:15 01:00 00:45 00:37 00:30
150 pL 04:30 03:00 02:15 01:52 01:30 01:07 00:55 00:45
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h. Go to the Status panel and click on the Preview button EI

i. Go to the Instruments Settings window and click on Detector & Threshold tab.

(o]

Sample:Unstained
ModeNormal

Laser | Detector & Threshold || Flow Contral

FSC Gain: | 12 W94 SSCVoltage (%): | 300 |v¥4
333nm PMT Voltage(%): | 62 ¥

405nm PMT Voltage(%e): | 61 ¥4

488nm PMT Voltage(%): | 68.0 el

561nm PMT Voltage(% N

637nm PMT Veltage(%): ¥4

Threshold CH 1: | FSC v Threshold Value 1 (%):
Threshold CH2: | None v Threshold Value 2 (%):
Window Extension: | Mormal v

Advanced Settings

200 ]

Close

Adjust the FSC Gain and SSC Voltage
settings to properly position the cell or
bead population on the FSC SSC plot.

Click on the Restart button

as needed to refresh the data.

Ensure that the right Instrument

Settings is loaded

Adjust Threshold Value to eliminate
excess debris downscale from the cell
or bead population in FSC SSC plot.

j- Go to the FSC SSC plot. Adjust the size and position of Gate A to be tightly
around the cell or bead population.

[ All events
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Click inside Gate A to select.

Grab and drag any corner or side handle to

re-size the shape.

Grab and drag the top handle to rotate the

shape.

Grab and drag the label to move it.
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k. Click on the Acquire button E to record data from the unstained sample.

Seatus =

00:00:00
00:00:00 | Werkshest - Urstane (401

Stop

< | Worksheet - [AU3) APC

O A1l events W
g ‘
40 -
I. To apply the position and scaling of .| AutoAdjustment
Gate A to all the single-color controls, < 30+ - - |'@ Zoom
right click on the FSC SSC Plot, and click & |8 Spectrum Displa
. 204
on Sync Scale and Gate (Synchronizes i Insert Gate
the scale and gates of all plots within a P I Plot Type
sample group). . Duplicate
50 |!x Remave
Send to Overlay
[%a  syncscale and Gat
[ W YNC aCale an: ate
E 3 Copy to Clipboard
" 1 ED Open Gate Manager
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3. Auto Acquire the Single-color Controls

Select the wells that you want to acquire automatically in the [Plate] panel, and right
click [Add to Auto Acquisition Target]

96 Well Plate (standard) - 1

=

ded by: | Sample Group ¥
o = Ietandard) - 1
) 8% New Sample Group

000000000000
000000000000

histogram.

561nm_A

click on the Auto Acquire button

10%
o

Positive: 30.80 %

A
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Wavelength

@  Add to Auto Acquisition Target

(D)}

Repeat step b for each single-color control.

Events

96 Well Plate (standard) - 1

[}
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Stopping conditions: Select for Compensation Beads: 5000 events

check is positive gate sits tightly around the positive peak in the Spectral Blot or

80~

60—

40+

20+

P_BUV395_A: 42.22%

-10° 10*

BUV395 A
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4. Calculate the Unmixing Settings

a. Go to the Unmixing tool ribbon (top of screen) and click on Unmixing Settings.
Cave: Make sure the correct gate is selected for each marker
b. Click on the Calculate button.

W Acquisition Unmixing Cytometer Single Positive Controls
= m e ]
as [ ] [ S :
¥| Use common matrix Calculate Aoy Unmixing e Load Spectral Z Autof Fluorochrome
Matrix Settings Reference Database
Unmixng Spectral Reference
10] Unmixing Settings = a
Fluorechrome || Autofluorescence | Matrix
>>
Add o
£
Index | Marker Fluorochrome Ex. Laser | Mode SR | Negative Positive g
&
1 D45 I BUV395 335nm Normal(Adv.) © @ A(Unstained) @ P_BUV395_A (BUV395) B
2 CD45RA ' BUVT37 355nm Normal(Adv.) © @ A(Unstained) @ P_BUVT37_A (BUVT3T) i
@
3 cD19 l Bva21 405nm Normal(Adv.) © @ A(Unstained) @ P_BV421_A (BV421)
4 03 [] eveos 05am  Normal(Adv.) © @ AUnstained) @ P_BV60S_A (BV60S)
5 cDs [l Araes 4%8nm  Normal(Adv) © @ A(Unstained) @ P_AF483 A (AF488)
6 CCR7 [ PE 488nm Normal(Adv.) © @ A(Unstained) @ P_PEA(PE)
7 HLADR 1 es70 438nm  Normal(Adv.) © @ A(Unstained) @ P_BB00_A (BB700)
8 co7 | e 488nm  Normal(Adv)) © @ AUnstained) @ P_PE-Cyl A (PE-CyT)
9 cn4 l AFB47 637nm Normal(Adv.) © @ A(Unstained) @ P_AFG4T_A (AFE4T)
10 D56 .APC-Cy.‘ 637nm Normal(Adv.) © @ A{(Unstained) @ P_APC-CyT A (APC-...

Color Panel * Spectral Reference ™

c. Click on yes to confirm applying the unmixing settings to Sample Group - 1.
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5. Acquire Data from the Unstained Cell Sample

Experiment

Set Current Position
d

a. Go to the Rack/Plate Layout
panel (lower left) and select
positions C01 and C02.

b. Right-click on the selected e g
N o

[

o Acquisition Target

m Auto Acquisition Target

positions, hover over Move to

Sample Group and click on

Sample Group — 1.

c. Right-click on position C01 and click on Set Current Position.
d. Copy and paste the Worksheet settings from A01 to C01: click on A01, then right-
click, and click on Copy. Click on C01, then right-click, hover over Paste, and click

on Worksheet.

24 Tube Rack (SmL) > Sample Group - 1 =
e. Click to change from Map view to He= Color coded by: | Sample Group ¥
L|St VieW and OVererte the Sample Target Status Row Column Sample Name Sample Group Events
@ C ol Unstained Cells 83 Sample Group - 1
names: O c |02 Stained Cells | 83 Sample Group - 1

f. Change the Stopping Condition to @A and 5,000:
A Stopping Condition {*Shared) - Well - CO1 (C01)
Total Events v+ | A ¥ | | 5000 ¥ | events
events

events

g. Go to the Status panel and click on the Preview button E|

SONY ID7000 Unmixing_V1.2.

. Adjust FSC Threshold Value 1 to eliminate 200
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. Go to the Instruments Settings window and click on Detector & Threshold tab.

Adjust the FSC Gain and SSC Voltage

settings to properly position the cell T;L:vm
population on the FSC SSC plot. e
Click on the Restart button as needed to 0
refresh the data. 0]

excess debris downscale from the cell
population on the FSC SSC plot.

Move, size, and rotate gate A around the cell w0 a0 o 40 5o
FSCA x1,000

1004

population.

. Click on the Acquire buttonlz| to record data from the unstained cell sample.

. Add a Reference Spectrum for Cellular AF to the Unmixing Settings

Do this section if you used capture beads for your single-color controls. You

may skip this section if you used the cells for your single-color controls.

. Make sure you are viewing the worksheet for unstained cells.

. Click [Autofluorescence Finder] in the [Autofluorescence] group on the [Unmixing] tab

of the ribbon.Go to the Autofluorecence Finder ribbon (top of screen)
NOTE: The Unmixing Settings needs to be OFF.

Experiment 2020/10/1¢
1 All events

e B B L i
ENCe |nmixing Load Speciral Addto | Autoflucrescence  Fluorochrome
Viewer = Reference Library Finder Diatabase

R Autoflucrescence | Fluorothrome

speCtral RETErsnie
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o 1:In [Step 1], add the appropriate gates to the FSC/SSC plot. The added gate 3. Add a gate for the population to register as the autofluorescence population.
-O'_ automatically is reflected as the parent gate in [Step 2].

- % Note: Gate the corresponding populations to make later adjustment easier

’

o 150
e ]
. = 1
|ID} Autofluorescence Finder . i
=
Step 1:0On a scatter plot, create a gate on the population for which you wish to determii 1
Scatter Plot ook W07 AF-C6.47% AF-B: 0.34%
Use all Events oy - 'SI ] 3 v
o= 1 =
2 a2 w2l (A | |. |
= = . I@ !J
0 50 ;
120 = 4 A
< < | ol
4 4 - - _
50 z 3 4 AF-4: 1.85%
4 y [ T
] T 1o Tv o Ty S Ty i 11 5
o T i} — —
> 0 a0 300 0 100 20 30 [VF-488]_4
FSCA X100 FsCA  ¥1000
BB el R . AR R L ol Note: Up to eight autofluorescence components can be registered as fluorochromes named

“AF color 1” up to “AF color 8.”

4. Click [OK].
2: In [Step 2], search for the autofluorescence population while changing the virtual Click [OK]

filter ranges.

. ) . 7. Apply the Unmixing
Note: You can change the wavelength band of the virtual filters to any range using

\ ,
- - the mouse. a. Go to the Unmixing tool ribbon (top of screen) and click on Apply.
4 N .
<  If you want to change the Y-axis of the plot to the wavelength range selected by the b. WLSM will appear in the upper-right corner of each data plot to indicate that the unmixing
virtual filter, select the virtual filter of the desired laser axis from [Y Axis]. is applied to the data.
Step 2 : Create a gate for AF on a VF/SSC or VF/VF plot. @
[ . 8. Acquire Data from the Stained Cell Sample
= 5 . g . a. Go to the Rack/Plate Layout panel (lower left) and make sure the current position (black
"1 g R = arrow) is on C02.
Ta‘-‘ntw F;;}; W e i b. Click on C02 to view the worksheet for C02.
- c. Change the stopping conditions to @ A and 10,000.
S wit ; | % d. Click on the Acquire button or Autoacquire button to record data from the stained cell
@ EAFC ° * Sample
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