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BD Accuri C6 Plus Software controls the BD Accuri C6 Plus flow cytometer system, in order
to acquire data, generate statistics, and analyze results.

BD Accuri C6 Plus Software provides the following features:
e Tabbed views for collection, analysis, and statistics.
¢ Digital signal processing and color compensation at any time.
e Drag and drop plots.
e Export of files in FCS 3.0 format.
o Seamless data file importation into FCS Express.
¢ Enhanced Analysis upgrade adds.
e Drag and drop of publication-quality images, event coloring, live gating.
e Batch analysis of sample data.

To open BD Accuri C6 Plus Software, double-click on its icon on the computer desktop. BD
Accuri C6 Plus Software opens a new blank workspace.

The workspace contains controls and displays that provide access to all functions required for
data acquisition and analysis. The workspace is organized on four separate tabs:
e Collect — Contains controls for setting up data collection and acquiring data.
e Analyze — Allows analysis of multiple samples simultaneously.
e Statistics — Displays statistical information.
e Batch Analysis — Contains controls for analyzing batches of sample data and is
available with the Enhanced Analysis upgrade.

Collect
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Collect

The Collect tab is used to set data collection criteria, start and stop data acquisition, and view
data on collected samples. The tab contains buttons and controls for performing the following

functions:
e Acquiring data.
e Creating plots (histogram, dot plot, or density) for viewing data.
e Setting stop criteria and thresholds.
e Controlling the fluidics.
e Using regions and markers to create gates and obtain statistics.
e Setting up gating strategies.
e Performing fluorescence compensation.
BD Accuri’Cé Plus
Collect
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BD Accuri'Cé Plus

|A08 IStaining MDA-MB-231 (2)

Sample Naming Field: Text box for naming the
current sample.

1 2 3 45 6 7 8 9 10 11 12
A | A1 A2 A3 A4 AS AB AT A9 A0 A11 A2 Sample Grid Matrix: laid out in the configuration of
B e ¢ | 5o | oo [510l5110012 a 96-well plate, to help organize experiments and
c Il coIIe(_:t da_lta f_rom sample.tubes. Each sample is
acquired into its own well in the Sample Grid. The
D | D01/ D2/ D3| D4 D5 DG | D7 | DE| DI D10 D11 D12 wells can be filled with data in any order.
E |e1 E2 e3 4| E5 E6| E7 | ES| E9 | E10 E11 E12 The wells are color-coded:
F F1 F2 F3 F4 F5 F6 F7 F8 F9 F10 F11 F12 ® —White_DoeS not Contain data'
G G1 G2 G3 G4 G5 66 G7 GB G99 G10 G11 612 ° m_contalns data'
-“ Tl m ¢ Red outline — Currently selected for viewing or
= collecting data.
j;‘ Cytometer is connacted
o e T~
Run Settings Fluidics Traffic Light and Message: Indicator that displays
¢ Run Unlimited " Slow (" Medium (% Fast BD Accuri C6 Plus Software’s readiness and system
i Wil Ui Flow Rate €8 pLimin messages. Before data collection can begin, the
o T = g:‘::ze o software must display a green Traffic Light with the
message “Cytometer is connected and ready”.
in [Cets =1 ‘:!jlc‘ﬁ TR The Traffic Light status is color-coded:
¥ [5 Minfo sec - e Green— BD Accuri C6 Plus Software is ready to
T - u—ﬁl collect data or is collecting data.
= D e o ot . Yellow —The cytomet_e_r is preparing to perform
- \ an action, or a non-critical error has occurred.
i hiEshout e Red - A critical error has occurred.
\Set Threshold]
80,000 on FSC-H
Backflush |  SIP Clean | Nond
: ] Fluidics: Contains a set of controls for defining flow
rate and core size.
SelColr Compansation] The system can accommoda’;el an upper limit of
10,000 events per second, but it is recommended to
Last Run Cumulative  Delete Events| [ show waming acquire samples at a rate of 2,500 events per
T second or less to ensure the best data resolution.
0 Microliters 78 " outside | caiis %
0 Events/ Sec 326
0 Events/pL 558 Data Capacity Used
1VOEOS 200000 et Run Settings: Contains a set of controls that allow
criteria definition for automatically stopping data
collection. The following parameters can be used
individually or in combination to set a run limit:
e Time
e Volume
e Number of events (in a specified gate)
If multiple run limits are set, data collection stops on
whichever limit is reached first.
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Collect

A08 IStaining MDA-MB-231 (2)
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Backflush: Performs a backflush to clear the SIP.
SIP Clean: Performs small cleaning of the inside of
the SIP.

Both cleaning protocols provide instructions on the
software.

Threshold: Sets the event threshold to gate out
debris and noise from samples. The default value
is 80,000 on FSC-H.

When set correctly for any given sample set,
resolution of particle or cell light scatter and
fluorescence signals is greatly improved and data
set size can often be reduced.

RUN/PAUSE/ADD TO: Toggle

performs the following functions:

e RUN - Starts the sample acquisition.

o PAUSE - Pauses the acquisition. Click on ADD
TO to resume data collection.

e ADD TO - Allows additional sample collection
into a well that already contains data.

button that

Set Color Compensation: Opens the Color
Compensation dialog box for correcting
fluorescence spillover. It also allows changing
fluorochrome labels.

Acquisition counters: Displays the following

information about the most recent acquisition for the

selected well (Last Run) and all acquisitions for the

selected well (Cumulative) in real-time:

e Events — Number of events sampled.

e Time — Elapsed acquisition time.

e Microliters — Volume of acquired sample.

e Events/sec — Events acquired per second.
When the run is completed, this is the average

st Ru: Events Cuml:l:tsl:lze M i3 value.
oLee T 202 e Events/uL — Events acquired per microliter.
i i 2o || © ovsioe [cae =1 When the run is completed, this is the average
0 Events/ Sec 326 ple ) g
0 Events/pL 558 N, Data Capacity Used value.
1% of 96,000,000 Events
Delete Events: Permanently deletes all events from
the current sample.
Enable the Show warning check box to display a
warning message before deleting sample data. Also
contains a Data Capacity Used meter that displays
the amount of data storage capacity currently used
in BD Accuri C6 Plus Sotware (max. of 1.000.000
events per well; 96.000.000 per workspace).
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Setting the laser configuration

The detectors and lasers of the BD Accuri C6 Plus flow cytometer operate in a predefined
configuration: detectors FL1, FL2, and FL3 read blue laser-excited fluorescence emissions,
and detector FL4 reads red laser-excited emissions.

Note that, in order to adapt to your fluorochrome panel, the standard optical filters may need
to be replaced with one or more of the filters that are supplied with the equipment. Ask us if
you need to swap optical filters.

See on the equipment’s “Laser and Filter Configuration” sheet (FORM.UCF.084) the default
configuration and optical filter options.

Setting the fluidics rate

Click on the Slow, Medium, or Fast button in the Fluidics section of the Collect tab.

It is recommended to start data collection on Slow and observe the data rate. The setting can
then be adjusted to Medium or Fast, if necessary.

There is also a Costum option, where you can use the toggle to customize the flow rate. Each
flow rate is associated to a default core size. The core size can also be manipulated, to allow
detection of bigger cells that tend to be out of scale. If you need to customize the core size,
contact the UCF.

Setting a Threshold

Use thresholds to gate out light scatter and/or fluorescence signals caused by debris in cell
samples and electronic noise inherent in the system. When set correctly for any given sample
set, resolution of particle or cell light scatter and fluorescence signals is greatly improved and
data set size is often reduced. By default, BD Accuri C6 Plus Software is set to a primary
threshold of 80,000 on FSC-H.

Also, when analyzing small particles (smaller than 3.0 ym) such as bacteria, setting a lower
threshold must be considered to ensure proper data acquisition.

Notes on setting thresholds:

e Threshold settings can be changed before, during, or after data acquisition, but the most
consistent, predictable results will be obtained if threshold settings are chosen before final data
collection for any given experiment.

e Allthresholds are set on the Height signal for any given parameter. For best results when setting
or changing thresholds, create a plot that displays the Height signal for the threshold channel
and observe the effect on data as the threshold is raised or lowered.

SOP.UCF.011 20-12-2023 Pag. 6/18
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Suggested Starting FSC-H Threshold Settings for Various Cell Types

Start with FSC-H

Cell Type Threshold of

Notes

Cell Lines: Large (>20 ym) 500,000 to 1,000,000

Displaying FSC and SSC
signals on Log scale is helpful

Cell Lines: Small (>20 pm) 200,000 to 500,000

Displaying FSC and SSC
signals on Log scale is helpful

Unfixed, freshly isolated cells: white blood

200,000 to 500,000
cells, spleen, thymus

Linear or Log scale display of
FSC, SSC

Fixed cell suspensions: white blood cells,

200,000 to 500,000
spleen, thymus

Linear or Log scale display of
FSC, SSC

Platelets 10,000 to 30,000

Linear or Log scale display of
FSC, SSC

CAUTION: Take care when setting thresholds before or
during data collection. Any event not meeting the threshold
criteria will not be acquired or saved. When changes are |
made to the threshold values after data collection, BD
Accuri C6 Plus Software displays a warning message if the
new threshold value will result in permanent data loss.

To set the threshold:
e Do one of the following:
o Select Instrument > Set threshold.

These settings will

PERMANENTLY DELETE

81 events from AO1

Delete Events | Cancel |

Threshold Settings Warning Message

o Click on the Set Threshold button in the Instrument Control Panel.
e Select the primary threshold parameter from the Primary Threshold drop-down list in

the Threshold Settings dialog box.

Threshold Settings for AD1

PRIMARY THRESHOLD
Permanently eliminate events on

FSCH - | less than 80000 {Range Minimum = 10}

SECONDARY THRESHOLD
tly eliminate additional events on

less than 0 {Rangs Minimum = 10}

" Only this sample

Apply | Close

" Al samples

Primary Threshold Drop-Down List

e Type a desired value in the less than edit box to set the threshold. A lower or higher
than 80.000 FSC-H threshold may be required when working with small cells (such as
platelets or bacteria) or large cells (such as cell lines), respectively.
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SOP.UCF.011



Lisboa

@® Instituto STANDARD OPERATING PROCEDURES

de Medicina
® wolecular

SOP.UCF.011 - BD Accurl C6 PLUS TUTORIAL

6 Flow
© Cytometry

Running the sample

e Gently resuspend the cells in the sample tube and place the tube on the SIP.
e Select an empty sample well in the BD Accuri C6 Plus Software Collect tab.

¢ Click on the RUN button to start the sample collection.

e BD Accuri C6 Plus Software begins fluidics initialization. During this time, the Traffic
Light turns yellow and the software displays the message “Preparing to analyze
sample”. Once initialization is complete, the Traffic Light turns green and the software

displays the message “Cytometer is running”.

e The current well flashes blue during data collection. After the run limit is reached, the
well stops flashing and remains blue, indicating that the well contains data.

¢ Additional data can be collected in a well that contains data by clicking on the ADD TO
button. Note that run limits may need to be adjusted when adding data to a well.

Creating plots

Three plot types are available for viewing data: histogram, density, and dot plots.

[ Flek 1: 801 Uriedsinsd r"ﬂ.
EATE" [Pio Dating]

20000 400000 S00O00  BO0,000
1

i SO0 10000 1800000
F3C-8

pEE SEE

i

View of a Density Plot

Each plot contains a set of gating and marker tools, and a set of viewing tools:
e Gating and marker tools:

o Gate button “®a1E — Opensthe Change Gating dialog box for applying gates

to a plot.

o Polygonal Gating Tool “: — For drawing irregularly shaped gates around a

population of events.

o Rectilinear Gating Tool =. — For drawing a rectlinear gate around a

population of events.
o Quadrant Gating Tool— %= For gating the plot in quadrants.

o Horizontal Marker Tool — = For gating histograms within a horizontal

marker.
e Viewing tools:

o PlotSpec Tool— = Opens the Set Plot Specs dialog box for changing the x-
and y-axis parameters, scaling the plot, and setting log or linear view.

o Zoom Tool — @ Definesthe Zoom range.
o Expand Tool — [H.- Undoes one Zoom level.

SOP.UCF.011 20-12-2023
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To create a new plot:
e Click on one of the following icons in an empty plot corral:
o Density Plot
@)

O

Histogram Plot

A

Chanqing plot specifications

Plot Spec tool is available in the Collect and Analyze tabs.

¢ Inthe Set Plot Specs dialog box, do the following for each axis:

Select the desired parameter for display from the drop-down list.

Select the linear or log button to specify how data is scaled.
Note: all parameters are collected with linear amplifiers on the cytometer, and therefore
all channel values are linear. Selecting the log view of a parameter simply means the
linear channel values are graphed on a logarithmic scale.

o
o

Set up or modify plot specifications at any time before or after collecting data.
To change the plot specifications:
Click on the Plot Spec tool icon. &=

Set Plot Specs for Plot 1 X
X-AXIS:
FSC-A W (& finea
Min Value Max Value (7 Jog

| o) [185220] [t

(Range = 0- 16,777,215)

Y-AXIS:
m (¢ linzar
Min Value Max Value (" kg
[ 0 [13e366 [T =
(Range = 0 - 16,777,215)
Apply J OK | Cancel 1

Set Plot Specs Dialog Box

BD Accuri C6 Plus Software displays an FSC-A vs. SSC-A density plot by default. Configure
the plot specifications as needed.

The Plot Spec tool allows manipulation of the data display in a plot, including axis parameter
selection, channel range specification, and selection of linear or logarithmic axis scale. The

o Type in the minimum and maximum channels to set the channel range to view.

O

e Do one of the following:

Enable or disable the Hide 1st decade check box. It is often beneficial to unhide the
first decade of a given parameter before applying fluorescence compensation.

o Click on the Apply button to apply the changes without closing the dialog box.

o Click on the OK button to apply the changes and close the dialog box.

o Click on the Cancel button to close the dialog box without applying the changes.
SOP.UCF.011 20-12-2023 Pag. 9/18
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Creating a new gate

r Plot 1: 01 Unstained )ﬂ
GATE ' [No Gating] o

208525

To create a gate in a density or dot plot:
e Click on one of the gating tolls.
e Use the mouse to draw a region (labeled P1 for a
polygonal gate, R1 for a rectilinear gate, or Q1 for a
gquadrant gate). To draw a polygon, click on the mouse 4

to anchor each vertex and double-click to close the _ @
polygon. [

. . 2 0 Z@D.IIOO J 485 716
NOTE: Gate labels can be changed by double-clicking on the label FSC-A

and typing a new gate name in the dialog box. rolli= = me @ H

100.000

SSC-A

BD Accuri C6 Plus Software automatically displays the Example of a Polygonal Gate

percentage of cells within the region.

r Flot 2: 801 Uncetained .&
GATE " [No Gating]

12200

To create an horizontal marker in a histogram plot:
¢ Click on the Horizontal Marker Tool.
¢ Click and drag the cursor horizontally across the area
to apply the gate (labeled M1).

10,000
1

Count
5,000
1

BD Accuri C6 Plus Software automatically displays the
percentage of cells within the margins of the marker (labeled | = ST Mmoo
M1). FL1-A

W= =N =)

Example of a Horizontal Marker

Renaming plots/reqgions and coloring events

Plots, or regions in a plot, can be renamed. In each case the method is the same.
To rename a plot or region:

e Double-click on the plot or region name.

¢ Inthe text field, type in a new name.

e Press Enter.

All events within one or more regions can be designated to appear as a specified color within
other histogram or dot plots. The event coloring will remain and automatically update during
data acquisition.

NOTE: Color will not appear in a density plot.

Event Coloring

SOP.UCF.011 20-12-2023 Pag. 10/18
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To color events:
e Create aregion in a histogram, dot or density plot.
¢ Double-click on the region name and click on the small white square to display a color
palette. The most commonly used colors appear on the top row.
e Select a color.

[T = Plot5: ADG Staining MDA-MB-231 |
GATE = [No Gating] T

Plot Z: ADE Staining MDA-MB-231 x |

Flot 3: ADE Staining MDA-MB-231 X
GATE Cells .

GATE (Single Cells in Cells) e

16,777,215

7,620 60:
10,026,202

4 Single Cellz
86.4% K

S5C-A
2,000,000 4,000,000
£,000,000
1

FSC-H
5,000,000 10,000,000

S5C-A

o
o

T T T = TTTT T TTWT T T T 1T T T
00865 5000000 10000000 16777215 il 5,000,000 10000000 16.777.215 Wl Wl wd wd Wt W Wb W72
FSC-A FSC-A LD (APC-CyT3A

DE0RE B 00DRE SAD | oEDRE SaE

“Live cells” colored in green

o Click outside the region to make the change take effect. Events that fall within the
region in other dot and histogram plots are now colored and displayed in the same
color.

Applying a gate to a plot

Click on the GATE button at the top of the plot. Only polygon (P), rectilinear (R), and marker
(M) gating regions automatically appear in the Gating dialog box list of options.

To include hinge markers, vertical markers or quadrant markers in the list of gates, enable the
associated check box(es) in the Change Gating dialog box.

Change Gating for Plot 4 X
Gating choices:
@ Include (7 Exclude () intersection Select one of the following gating icons:
___________________________________ ¢ Include — to analyze the events within the region.
Bhow Hings Marksrs [ Show Vertical Markers [~ Show Quadrant Markers . . . .
Multiple gates can be included in a single plot.
- i e Exclude icon — to analyze the events outside of
— ) the region.
= O i) S!ngIeCeIIsmCeIIs (FSC-A/FSC-H) i i L
) 2] L] e senz el (et el e Intersection icon —to analyze the events within the
B O @ lve cell in (Single Cellsn Cells) (FL4-4/S5C-4) intersection of two or more regions.
O Ol ® Lve cells on all events (FL4-A/SSC-A)

Click on Apply. BD Accuri C6 Plus Software displays
the type of gate that is applied next to the GATE button
in the plot.

Clear all | | Close

Gating dialog box
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Plot 3: AUG Staining MDA-MB-231 .
I~ GATE {Sin;;rilengellsin Cells) —Z-—b Gate apphed

10,086,303

4,000,000
1

SSC-A

TN TTITHT_ T TTTHI T TTTH0 T
0 0 anf -

LD (APC-Cy7}A

JE0EE =X

Naming plot axes

The axes labels can be renamed in any plot from the Collect or Analyze tab to identify the
antibody staining or fluorochrome used in the sample.
To name a plot axis:
e Click on an axis label and select Rename Parameters/Set Color Compensation from
the drop-down menu. This option can also be accessed from the Edit drop-down menu.

r_ Plet1: A Unstsined
g BATE" [No Gating] X
g
2
a
g |
a
2
2
=4
=
o
w
L
=
: #
o ki
-
i 500,000 1,000,000 1,500,000
A X-auis label
PLOT
o= = = S =y

e In the dialog box, type the new label in the edit box of the parameter. Any parameter
can be renamed from this dialog box.

Compensation Settings for A08 Staining MDA-MB-231 (2)

Well Preference : User Defined

Correct [c044 (FITC) by subtracting a percentage of:

CD44 (FITC) |0.00 % CD24 (PE) |2.50 % PerCP |0.00 % LD (APC-Cy7) [0.00 %

Correct [cD24 (PE) by subtracting a percentage of:
044 (FITC) [1200 %  cD24(PE) [0.00 %  PercP [o.o0 %  b(apccy?) oo %
Correct [PerCP by subtracting a percentage of:

CD44 (FITC) 0.00 % CD24 (PE) |0.00 % PerCP |0.00 % LD (APC-Cy7) [0.00 %

Correct [LD (APC-Cy7) by subtracting a percentage of:

CD44 (FITC) [0.00 % CD24 (PE) I0.00 Y% PerCP I0.00 Y% LD (APCCy7) [0.00 %

[~ Apply to all samples ~ Apply Close

Rename Parameters/Set Color Compensation dialog box
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¢ Do one of the following

o Apply — applies parameter names to the current sample

o Check the box “Apply to all samples” if you want to apply changes to all samples
e Click Close.

Zooming on a plot

Click on the Zoom tool.
Click and drag the mouse in the plot to draw a zoom area.
Repeat these 2 steps as needed to zoom in.

Fiea 1: Barnpls Lot nad x

§  Gewoeima X [T
g
-]
- £
<57 32
"2 # Zoom :
B 1
Zoom > N . -
h. "..I..I 1.0 3l ?/n: 2 :“'Iﬂi'” I e
gk =E&E %~ Expand SJEE S8E
Before and After Using Zoom Tool
To zoom out:

e Click on the Expand Tool.
o Repeat step 1 as needed.

Correcting Fluorescence Spillover

Fluorescence spillover can be corrected by applying a mathematical algorithm to collected
data. This process is often called color compensation (or fluorescence subtraction). Because
data collection on the cytometer is digital, color compensation can be applied or removed
before, during, or after data collection. The color compensation algorithm subtracts a user-
defined percentage of fluorescence signal from every event, thereby redistributing data to
lower channels on the fluorescence scale and removing the apparent fluorescence spillover.
When color compensation has been properly applied to a data set, the median fluorescence
channel value in non-primary detectors for any given single-stained control sample should be
the same as that of an unstained control sample.

On Set Color Compensation > Preferences, you can choose between using your own custom
compensation settings (User Defined), or using the compensation settings obtained from
instrument quality control (QC), prepared for the standard fluorophores: FITC, PE,
PerCPCy5.5 and APC. The second option cannot be used if you change the optical
configuration of the equipment (optical filters).
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Compensation Settings for AD2
Well Preference : User Defined

Correct |F1'|'(:7 by subtracting a percentage of:

FITC |0.00 % FE |0.00 %o PerCP |0.00 %% APC |0.00 %%
Correct IPEi by subtracting a percentage of:

FITC |0.00 %% PE [0.00 % PerCP |0.00 %% APC |0.00 %%
Correct W by subtracting a percentage of:

FITC |0.00 %% FE |0.00 %o PerCP |0.00 %% APC |0.00 %%
Correct IAPCi by subtracting a percentage of:

FITC |0.00 % PE [0.00 % PerCP |0.00 % APC 0,00 %

[ Apply to all samples  Apply Close

N

Compensation Preferences *

Color Compensation Preferences:
(This will only apply to empty wells)

™ User Defined

* Load Values with PerCP
" Load Values with PerCP-Cy5.5

Save | Close

Set Color Compensation and Compensation preferences dialog boxes

In the following example, we have data collected from a PE-Cy7 single-stained control.

Most of the fluorescence signal from PE-Cy7 positive cells is detected on the PerCP channel
(FL3; 670 LP), as expected. However, there is also PE-Cy7 signal detected on the FITC
channel (FL1; 533 BP) and on the PE channel (FL2; 585 BP), so that plots of data for those
detectors appear to have positively fluorescent cells. No signal from PE-Cy7 appears on the

APC channel (FL4, 675 BP).

ADS HFPB CD45 PE-CyT ADSHFE CD45 PE-CyT
g~ Gate: (P2 in all) o Gale: (P2 in all
E | : s Joa- 00 a4-UR
1% 32 7%
% % .
g i < " /
EUS B E-.tﬁ = k
w = w3
0s ¥ E:}! 14
O k.| =
Oy 8 T
0411 0d-LF
& 5 -'Irﬁﬁ T T T T ||qu| !'Iu':ln‘"-
T e B U I |
PE \

Partial data displayed

A0S HPE CD4S PE-Cy7
Gate: (P2 ik all

Partial dsta displayed

Fluorescence spillover of PE-Cy7 into the FITC, PE and APC channels

This means we need to correct the FITC and the PE channels, by subtracting a percentage of
the PE-Cy7 fluorescence that is spilling over. Since the APC detector was not affected by PE-
Cy7 fluorescence, there is no need for corrections on that channel.

To perform these changes, click on the Set Color Compensation icon in the Collect menu.
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Compensation Settings for AD2 x
Well Preference : User Defined

Correct |FITC by subtracting a percentage of:

FIre .00 % PE 0.0 % Perce | 10% APC [0.00 %
Correct |PE by subtracting a percentage of:

FITC |0.00 % PE |0.00 %% PerCP  20% AFC |0.00 %
Correct |PerCP by subtracting a percentage of:

FITC |0.00 % PE |0.00 % PerCP [0.00 % APC |0.00 %
Correct |APC by subtracting a percentage of:

FITC |0.00 % PE |0.00 % PerCP 0% APC [0.00 %%

[ Apply to all samples ~ Apply Close

Set Color Compensation dialog box with compensation settings applied

To change the compensation matrix:

¢ In the text box next to the channel button, type an arbitrary percentage of the signal to
subtract. According to the previous example, we applied a 10% compensation to the
FITC channel, to PE, and to APC.

e Click on Apply to update the plots and statistics tables.

¢ Evaluate the data and adjust the values if needed.

e To apply the fluorescence subtraction to all samples, select Apply to all samples.

e Click on Apply and then Close to apply the color compensation settings.

Saving a BD Accuri C6 Plus Software file

Saving a workspace (.ciplus)

The BD Accuri C6 Plus Software workspace file includes the following elements:
e Sample data.
¢ Plot layouts.
e Zoom levels.
e Gating.
e Color compensation.
e Threshold settings.
e Collect tab settings.
e Changes made in the Analysis or Statistics tabs.

To manually save a BD Accuri C6 Plus Software file
e Select File > Save.
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To manually save a BD Accuri C6 Plus | - sae x
Software file with a new name: o <] e

o Select File > Save Workspace As.

e |If necessary, navigate to the
location to save the file.

¢ Inthe Save dialog box, enter the file
name and click on the Save button.

The file is saved with the extension
.CipIUS. File Name:  |Experiment 1| |

Files of Type: |Secure Workspace (*.ciplus) |v|

Save dialog box
Saving a template (.ciplust)

The template file includes everything except the sample data.
Used for quick and easy setup and analysis. All markers, regions, gates, parameter names,
and sample names are saved without any data.

e Select File > Save Template as.

¢ If necessary, navigate to the location to save the template file.

e Save BD Accuri C6 Plus Software Template.

Exporting and Importing files

Data can be exported from sample wells from the Collect or Analyze tab as individual FCS 3.0
files at any time. Only FCS files created by BD Accuri C6 Plus Software can be imported into
a BD Accuri C6 Plus Software file or template.

To export data:
¢ Do one of the following:
o Select File > Export FCS File — to export and save the currently selected data well
as an FCS 3.0 file.
o Select File > Export ALL Samples as FCS — to export and save all data wells as
individual FCS 3.0 files.
o Select File > Export Plot Data as CSV — to save an individual file in .csv format.

To import an FCS data file:

e Select an empty data well in a BD Accuri C6 Plus Software file or template. If the
currently selected data well contains data, the software will start FCS file import in the
first empty data well.

e Select File > Import FCS File.

o Navigate to the location of the file.
o Select the file and click on the Open button.

e Multiple FCS files from within a folder can be selected and imported as a group using
Shift + Click. Files begin importing into the selected data well and proceed in
succession, horizontally, from left to right, wrapping to the following row once the
current row is filled.
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Analysis and Statistics Menus

The Analysis and Statistics menus are not used in the system. The cytometer should only be
used for acquisition. You should always export your data as FCS files, so you can analyze
afterwards.

Batch Analysis Menu

The Batch Analysis tab allows an automated analysis to be performed on multiple samples at
the same time. The plot types created during acquisition will appear at the top of the screen.
Statistics can be displayed for all files selected. This way, you can export your plots quickly
into a PowerPoint document and your statistic value table into the Excel (for instance if you
want to take the volume data of each sample, for cell counting).

The Batch Analysis tab is organized into two major sections:

Setup panel — Panel on the top half of the window that contains controls for selecting samples
and plots for analysis.

Data display — Large area on the bottom half of the window that shows sample data in plots
and in a Statistics Table.

BD Accuri"Cé6 Plus
o Collect [ Show Plots from Analyze
102(3(a)s5(6(7]8]ol0f11f1a] [f — = P P p— p—
Al a1 a2 83 a4 a5 a0 A7 8 A9 a0 /1 /2 % Gate: [No Gating] o Gate: Cells 2 Gate: (Single Cells.. ~ Gate: (Live cells in. g Gate: [No Gating]
B|B1 B2 B B4 BS B& BY B3 BO B0 B11 B12 a E’ § kigm'UL Q1-UH &
— "4 cels . - kX! .
Clct c2 c2 4 o5 CB d ¢ £ C10 C11 C12 < _ T A Single Cells ‘Fé ‘Fré; < |
; L1 D2 B2 D4 DS DE D7 DS DO D10 D11 D12 §§’ %é f %%_ E‘ti; §§
L g ER i =R
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. B gene . %;.:, Single Cells <4 %«gé L8
;QW-LL @1-LR] N
= ; : : = . ‘ ‘ = v - 2 S S oo e e =
o 5000000 10,000,000 16777215 0 6,000,000 10000000 16777215 wow W Wt WS Wb W [ A R ] wld 80,565 6000000 10000000 19777215
FEC-A FSC-A LD (APC-CyT)-A D44 (FITC)-A
o . . : Rows of analysis data in i i
Matrix laid out in the configuration y Displays plots (without
: table and plot format, based data) that can
of a 96-well plate for selecting the th lots that _ _
on the piols thal were included in the batch
samples to analyze. : .
selected for use in analysis. analvsis. Available plots
The wells are color-coded: - analysis. ple
: : Statistics Tables can be include plots  copied
¢ White — Does not contain data. ied i ; f
_ copied into most Microsoft from the Collect tab.
* Blue — Contains data. Office compatible programs.

SOP.UCF.011 20-12-2023 Pag. 17/18



— nstituto STANDARD OPERATING PROCEDURES brL
MM o [5jiedicina ow
Lisboa SOP.UCF.011 - BD AccuURI C6 PLUS TUTORIAL © Cytometry

To perform Batch Analysis:
¢ Run a number of samples.
e After running the samples, click on the Batch Analysis tab.
e Select the samples to analyze in the Sample Grid by clicking on the wells.
e Do one or both of the following:
o Enable the Show Plots from Collect check box to make all of the plots from the
Collect tab available for batch analysis.
o Enable the Show Plots from Analyze check box to make all of the plots from the
Analyze tab available for batch analysis.
e Select the specific plots to include in the batch analysis by enabling the check boxes
under those plots.
o Enable the Show Statistics with All Plots check box to show statistics in every row.

Plots and statistics can be exported in two ways, either as a PowerPoint file or as an Excel
spreadsheet.

To export data:
e Do one of the following in the lower right-hand corner of the Batch Analysis tab:
o Click on the Export to PowerPoint button.
o Click on the Export Stats to Excel button.
¢ Inthe Save dialog box, navigate to the destination folder and type a file name.
e BD Accuri C6 Plus Software exports the file to the specified location.

Ex@rt to PowerPoint | Ex@rl Stats to Excel |
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