Login to computer using Healthcare or lowa
domain credentials (Healthcare ID or HawkID)

PDF .ﬂl
[ LI

BD FACSDiva EXport=
Software R... Shortcut

Double click on the FACSDiVa icon

7. @BD

UserName: & T2 v]
Password: (3 ‘)00( ]

L=

BD FACSDva tIOWCYTOo
Software (UdSSoWa ™

LT
&

[erajlerm

Click on pull-down menu and
-« choose principal investigator

<=——— Ppassword is principal

investigator’s first name
(lower case)

x Click on “OK” or hit the “enter” key



‘ The settings from CST are different from those currently in BD FACSDiva. !

Which settings would you like to apply?

A

’ | Detais>> || UseCSTSettings || KeepBDFACSDiva Settings ]

If prompted, click on “Use CST Settings” /

Dm'tshowﬁisnmageagu’\forana\tlomm.
Remember my decision.

Click on “Experiment”pull-down menu

£ New Folder Ctrl+N
Click on “New Experiment” New Experiment Ctrl+E
. New Specimen Ctrl+M
? NewT:be Ctrl+T LLLL \“g =
& New Cytometer Settings
Import Cytometer Settings
@ New Global Worksheet
@ New Plate Ctrl+K
Open Experiment Ctrl+0
Close Experiment Ctrl+W
Experiment Layout

Name Date

Allen GFP Blank 4/3/15 6:30 PM -
Allen GFP Calcein Blue BLANK 5/7/153:51PM =
Amendt A488/Hoechst blank 4/20/16 3:01PM
Amendt cell line GFP 130115 1/15/138:39 AM

Anderson GFP/AnnexinV APC/Hoechst BL... 12/17/13 4:45PM
Anderson Mark YOPRO 1/Hoechst 080721  7/29/08 3:12PM

Attanasio FITC blank 4/7/17 4:30 PM
170101 - D .l 5570 FITC/PE/PerPC/PE-Cy7/APC blank
. Blank Experiment with Sample Tube 12/19/05 5:50 PM
appropriate Brenner Annexin FITC/Hoechstblank ~ 4/25/16 3:33PM
template Brenner Cell Line AnnexinV APC/Hoechst ... 1/18/13 3:54PM  ~
Name: :1¢C -Cy7/APC blank jes:
'TTC/PE/PerPC/PE-Cy7/ l Copies: [ 1| @)

Click “OK” = | oK || Cancel |




e

Find the Browser window

GEXFYE @)

(7 Browser - Berg FITC/PE/PerCP/PE-Cy7/APC blank

'}
@/ Berg
= EH Berg FITC/PE/PerCP/PE-Cy7/APC blank 4/4/17 3:30:15PM

3@ Cytometer Settings

Duplicate Without Data

Open Experiment

Close Experiment
Create Specimen Reports

New Global Worksheet

New Specimen

W A

New Cytometer Settings
Import Cytometer Settings

Share Experiment
Make Private

Export

Compensation Setup

%\ 150407 . . A
Right click on experiment name

¥ Cut Ctrl+X
@ Copy Ctrl+C
. Paste Ctrl+V

Paste With Data

Delete Delete

Rename

N <«=——— (Click on “Rename”

Ctrl+D

Ctrl+O
Ctrl+W

Ctrl+M

The general naming scheme for each experiment
should include the PI’s last name plus an experiment
description plus the date, e.g.

»  “Berg FITC/PE/PerCP/PE-Cy7/APC 170404"

»

Browser - Berg FITC/PE/PerPC/PE-
CEXTV:YE &) -

pd

I
@ Berg

%\, 150407

Name/ | Date

IS erg FITC/PE fPerPC PE-Cy 7/APC FET 4/4/17 3:30:15PM
3@ Cytometer Settings %

Change “blank” to today’s
date by yymmdd, e.g. 170404
is April 4, 2017



Browser - Berg FITC/PE/PerCP/P
GSEXTVYE| @&

|

Name | Date

- Bl Berg FITC/PE/PerCP/PE-Cy7/APC 170404 4/4/17 3:30:15PM

Right click on speciman name

¥ Cut Ctrl+X
@ Copy Ctrl+C
. Paste Ctrl+V
Paste With Data
Delete Delete

Apply Panel Analysis
Rename [ ~<==—— Click on “Rename” and change to
today’s date by yymmdd, e.g. 170404

Duplicate Without Data Ctrl+D
is April 4, 2017

Create Specimen Reports

New Tube Ctrl+T
‘8" New Cytometer Settings
Import Cytometer Settings

Export »

wser - Berg C/PerP(
i |

AR YEI IR

Name | Date
- &[] Berg FITC/PE/PerCP/PE-Cy7/APC 170404 4/4/17 3:30:15PM
-3 Cytometer Settings
Click on the “+” to ———— S
expand the tree and 3 Shared View
expose the sample
line



With a sample tube loaded on

the instrument and the fluidics
control on “run,” events will
appear in the plots on the
computer monitor when the
software is in acquisition mode.
The record button saves a data file.

Click on the pointer
to start acquisition —==

Clicking on either of these
will toggle acquisition on
and off.

When the pointer is yellow
and “Acquire” box is green,

Browser - Berg FITC/PE/PerCP/PE-Cy7/APC170404
e ad 10

the software is in acquisition
mode.

To save data to a FCS (Flow
Cytometry Standard) file,
click on the “Record Data”
button.

l Name Date
@/ Berg
-1l Berg FITC/PE/PerCP/PE-Cy7/APC 170404 4/4/17 3:20:46 PM
i34 Cytometer Settings
2% 170404
= & Y spleenhbss
g8 Shared View
g —_—
(i8] Acquisition Dashboard [e3
Current Activity
Active Tube/Well Threshold Rate Stopping Gate Events  Elapsed Time
| spleenhbss 0Qevts 0 evt 00:00:05
Basic Controls
{ — "§ B stop Acq... @8 Record ... H (@ Restart ’
Acquisition Setup
Stopping Gate:  |[I] P1AN... " Events ToRecord: | 30000 evt + |Stopping Time (... 3=(0)
Storage Gate: [JanEvents v |EventsToDisplay: | 10000evt
Acquisition Status
Processed Events: Electronic Abort Rate:
Threshold Count: Electronic Abort Count:

Puts instrument in
acquisition mode
(events show up on
the computer monitor)

Creates next

data file Records data file

cquisition Dashboard
Culrent Activity

Activk Tube/Well Threghold Rate Stopping Gate Eyénts Elapsed Time
| leen hbss 0 e|ts 0 evt 00:00:27
Basic Ojyrols Sets number of events
o ‘ »{J Next Tube ’ ‘ @ Acquire D... ’ ‘ @8 Record Data @ Restart to record that satisfy
Sets stop criteria =~ the stop criteria
Stopping GaTeT ™[I P1AND P2 v |Events ToRecord: | 30000evt ' |Stopping Time (s... 0 St=—— 0= OO
Storage Gate: g | Al Events v EventsToDisplay: | 1000evt
M | Sets number of events
Ay setthe ~ e et e S ol be isplyee

“Storage Gate” on monitor

to “All Events”



Browser - Berg FITC/PE/PerPC/PE-Cy7/APC 170404
CEKTV:YE

[l Name
@~ Berg
=l Berg FITC/PE/PerPC/PE-Cy7/APC 170404
£ Cytometer Settings
@ 170404
g8 Shared View

Click on “Cytometer —
Settings” under
experiment name

% [ Cytometer Settings |
Go to the inspector window p | Parameters | Threshold | Ratio | Compensation)

.v Inspector - Cytometer Settings

4/4/17 3:30:15PM

Date

Click on “Parameters” tab

Click on parameter
that needs changed

\\ \‘I
N

Choose new parameter
from list of fluors

Click on the “Add” button to add

Parameter Voltage log A H w

e FSC 250 ] ] -
¢ SSC 300 [ [

« FITC 500 &)

e PE 500 O

¢ PerCP 724 ] ([l

¢ PECy7 662 W
== APC - v

Hoechst -

Hoechst Blue ‘5

Indo-1 (Violet)

[Marina Blue

Acridine

LIVE/DEAD Blue

Prenyl Anthranilate <

( 7’;\& ] 70&& ]

another parameter, e.g. add an
eighth color to a seven color
experiment. To delete an unwanted
parameter, click on the

parameter name and then click

the "Delete” button.

|

Be sure that “W” (pulse width) is
checked for “FSC” (forward scatter)




If your experiment requires compensation and the protocol
you are using doesn’t have compensation controls, use the
following steps to create them.

: &4 New Folder Ctrl+N
=) Normal Wo ;i: New Experiment Ctrl+E
— \, New Specimen Ctrl+M -
Bl . EEEEE N3 =
%;][ U~ New Tube Ctrl+T |
1.
@ @ & New Cytometer Settings
Import Cytometer Settings
@ New Global Worksheet
(@ New Plate Ctrl+K
Open Experiment Ctrl+O
Close Experiment Ctrl+W
Experiment Layout
Compensation Setup » Create Compensation Controls
dify Compensation Controls
alculate Compensation
Scroll down to “Compensation Setup” /

Click on “Experiment” pull-down menu

Click on “Create Compensation Controls”

' Create Compensation Controls

@ Tubes Plate

Include separate unstained control tube /welk

Fiuorophore Label
Fluors must " ke enec
match your — % eneric
stains exactly grercP Generic
¢ PE-Cy7 Generic
e APC Generic
Delete controls that have an —= arc D4
antigen label
(unless using multiple comp
controls of the same tandem

fluorochrome)

P

Jl
Click on “OK”



Compensation controls

will appear here

(0] Browser - Berg FITC/PE/PerPC/PE-Cy7/APC 170404

[

=

V:s | &~

Name

- A Berg
=-J.] Berg FITC/PE/PerPC/PE-Cy7/APC 170404

3% Cytometer Settings
2% 170404
@ {4 Tube_001

Click on the “+” to
reveal the individual
comp controls

(2] Normal Worksheet - FITC Stained Control

Y K@M@@@a‘ %

"0

(] Browser - Berg FITC/PE/PerPC/PE-Cy7/APC 170404
SEXTD

> @-%_ Compensation Controls

«$ Eh & v

Name

- Berg

St 7t

DAt il

&-|J.] Berg FITC/PE/PerPC/PE-Cy7/APC 170404

3% Cytometer Settings
2% 170404
{3 Tube_001

$$ Cytometer Settings
U Unstained Control
 FITC Stained Control
U PE Stained Control
U PercCP Stained Control
U PE-Cy7 Stained Control
U APC Stained Control

HHEHE N \E|2 5T

=

ibe_001 I Unstained Control

FITC Stained Control

=]
o~
=
~
=]
a

~
=)

=]

=3
%
<
(&)
w
w

200

150
FSC-A

250
(x 1,000)

FITC Stained Control

(2] Normal Worksheet - FITC Stained Control

| & & K@Lﬁ/@/@@m‘

"0

St 7t

W 25 A ol

BEHRIS N NE| 2

2| &y

170404-Tube_002| 14

P

Date

5/9/17 10:44:36 AM

5/9/17 10:44:36 AM

Date

5/9/17 10:44:36 AM

5/9/17 10:44:36 AM

=

ibe_001 I Unstained Control [133 FITC Stained Control | PE Stained Control \PerCP Stained Control I APC Stained Control I 170404-Tube_002| 14

FITC Stained Contral

SSC-A (x 1,000)

50

100 200

150
FSC-A

250
(x 1,000)

Count

FITC Stained Control

After running comp
tubes, center P2 gate
over the positive
population for each
comp tube

If using beads, add

a P3 gate around the
negative population
for each comp tube



Click on “Experiment” pull-down menu

(&) BD FACSDiva Software -8efg (4-Blue 0-Violet 2-325UV 2-Red]
File Edit View Populations Worksheet Cytometer HTS Help

HEaE
gNormaIWOt ]‘*
Basl

ibe_001 | unstail . .

SSC-A (x 1,000)
100 150 200 250
B

5

ew
New
& New
F New
o

New Cytometer Settings

Import Cytometer Settings FITC Stained Control

I|
‘ 10°

New Global Worksheet

New Plate Ctrl+K

Open Experiment Ctrl+O

Close Experiment Ctrl+W
Experiment Layout

Compensation Setup » Create Compensation Controls

Folder Ctrl+N )
Experiment Ctrl+E
Specimen Ctrl+M ==

HEESMS N\ \NE| 2 S e

=d Control | PerCP Stained Control | APC Stained Contral |

Tube Ctrl+T

Count

a

Scroll down to “Compensation Setup”

Modify Compensation Controls

s

Calculate Compensation

Click on “Calculate Compensation”

Single Stained Setup

Compensation calculation has completed successfully

Name: 201705231101

Link & Save ] Apply Only ] [ Cancel

7

Click on “Apply Only”



CE A 2 1

To view compensation [ Name | Date
. @/ Berg
vaIues, find the Browser =} msergmclpslpepcpecw/mc 170404 5/9/17 10:44:36 AM
window and click on icmw&w
17 . » G 170404
Cytometer Settings =i @ JaTube 001 5/9/17 10:44:36 AM
i @ Compensation Controls
Then find the Inspector ————= (7] Inspector - Cytometer Settings [= ‘
window and click on the Cytometer Settings
“Compensation” tab ~ :
IPamwslﬂrW
[¥] Enable Compensation
Fluorochrome - % Fluorochrome Spectral Overlap
¢ PE FITC 6.65 a
¢ PerCP FITC 0.00/
¢ PECy7 FITC 0.00
¢ APC FITC 0.00
« FITC PE 3.20
¢ PerCP PE 3.38
¢ PECy7 PE 0.78| _
e APC PE 0.00|
« FITC PerCP 0.00
¢ PE PerCP 0.00
¢ PECy7 PerCP 96.25
e APC PerCP 27.48
« FITC PE-Cy7 0.00
¢ PE PE-Cy7 0.00
¢ PerCP PE-Cy7 0.00
¢ APC PE-Cy7 0.00
w FITC ADC [alalal Y

Or find the Cytometer ————= & Cytometer - LRI (1)
window and click on
the “Compensation” tab




53 Browser - Berg FITC/PE/PerPC/PE-Cy7/APC 170404
& EN l"v’[Eil&av

Right click on the
experiment name

Click on “Duplicate Without Data”

Original experiment N

Duplicated experiment

Right click on dupIicatedJ

experiment name

Remove the date
information and
replace it with
the word“blank.”

|} Name Date
& Berg
= B Berg FITC/PE/PerPC/PE-Cy7/APC 170404 m T
! . se Cytometer Settings ¢ Cut Ctrl+X
E B& 170404 @ Copy Ctrl+C
@ - {4 Tube_001 B Paste Ctrl+V
-3 Shared View Paste With Data
Delete Delete
Rename
f— = =
—= Duplicate Without Data  Ctrl+D
Open Experiment Ctrl+O
Close Experiment Ctrl+W
3 Browser - Berg FITC/PE/PerPC/PE-Cy7/APC 170404_001
GENFYE G
Y Name Date
Berg
@& Berg FITC/PE/PerPC/PE-Cy7/APC 170404 5/9/17 10:44:36 AM
= BN Berg FITC/PE/PerPC/PE-Cy7/APC 170404_001 S
g 3% Cytometer Settings % Cut e
/ @74 170404 @ copy Ctrl+C
“3 Shared View . Paste Ctrl+V
Paste With Data
Delete Delete
Click on “Rename” ———— Rename
Duplicate Without Data Ctrl+D
Open Experiment Ctrl+O
Close Experiment Ctrl+W
3 Browser - Berg FITC/PE/PerPC/PE-Cy7/APC 170404_001
GEXTYE &
) Name Date
&/ Berg
@-{& Berg FITC/PE/PerPC/PE-Cy7/APC 170404 5/9/17 10:44:36 AM
ML rcpeerce i S

.v Cytometer Settings
@-% 170404




Hold down the shift
key and highlight ——= -l:
all of the tubes except .
the first the tube

Right click and ch
“Delete”

P

0

Name | Date

9§ ser
- @1 Berg FITC/PE/PerPC/PE-Cy7/APC 170404

5/9/17 10:44:36 AM
5/9/17 10:51:50 AM

Y Tube_002
Y Tube_003
Y Tube_004

| @ [iv)]

Name | Date

5/9/17 10:44:36 AM
5/9/17 10:51:50 AM

Y Tube_002

Y Tube_003

Cut
Y Tube_004

Copy
Paste
Delete

Ctrl+C
Ctrl+V
Delete

Apply Analysis Template

Copy Spectral Overlap

Paste Spectral Overlap

Paste Spectral Overlap with Zeros
Rename

Duplicate Without Data Ctrl+D

Create Dot Plot
Create Contour Plot
Create Histogram

B @ P

Scroll To Element
Show Populations
Show Population Hierarchy Ctrl+G
Create Statistics View Ctrl+R

Remove Overlay

@,

New Cytometer Settings
Import Cytometer Settings

Export




Browser - Berg FITC/PE/PerPC/PE-Cy7/APC blank
Gl P E | a

¥ B
[ ] Name Date
@& Berg
i@l Berg FITC/PE/PerPC/PE-Cy7/APC 170404 5/9/17 10:44:36 AM
Right click on = = BB Berg FITC/PE/PerPC/PE-Cy7/APC blank
. i--3% Cytometer Settings %  Cut Ctrt=X
du P licated 3%, 170404 Copy Ctrl+C
experlment =] U Tube_oo1 f[z] Paste Ctrl+V
"3 Shared View Paste With Data
Delete Delete
Rename

Duplicate Without Data Ctrl+D

Open Experiment Ctrl+O
Close Experiment Ctrl+W

Create Specimen Reports

New Global Worksheet
New Specimen Ctrl+M

W 2 B

New Cytometer Settings

Import Cytometer Settings

Share Experiment

Make Private

Scroll down to ”EXport” % Export ) Experiments

. FCS files
Compensation Setup )
Experiment Template

Click on “Experiment Template”

-
Export Experiment Template Wizard

Select Template Type and enter a Template name
Type: General
Name: >erpC/PE-Cy7/APC blank

[] Lock Template

Back [ Next;}ﬁm’sh ] [ Cancel
J/
Click on “Finish”

Experiment To Automation Template




(3 Browser - Berg FITC/PE/PerCP/PE-Cy7/APC 170404

GEXT:YE a)

Right click on experiment
name (acquisition must first
be in “stop” mode).

Paste With Data
Delete

Rename
Duplicate Without Data

Open Experiment

Close Experiment
Create Specimen Reports

New Global Worksheet

New Specimen

o AB

New Cytometer Settings
Import Cytometer Settings

Share Experiment
Make Private

Scroll down to “Export”

=3~ Export

\l/

Compensation Setup

Ctrl+C
Ctrl+V

Delete

Ctrl+D

Ctrl+O
Ctrl+W

Ctrl+M

4/4/17 3:30:15PM

4/4/17 3:30:15PM

Click on “FCS files”

Experiments
FCSfiles k
Experiment Template

Experiment To Automation Template ‘




~Gated Events

fi

Leave default setting
(FCS3.0) or choose FCS3.1

~File Version

() FCS2.0 @) FCS3.0 () FCS3.1

Parameter Parameter Type

FSC-A @ Linear Log (@ None
FSC-W @ Linear Log (@) None
SSC-A @ Linear Log (@) None
FITC-A @ Linear Log () None
PE-A © Linear Log (@ None
PerCP-A © Linear Log (@ None
APC-A © Linear Log (@ None
PE-Cy7-A @ Linear Log (@) None
Time @ Linear Log (@) None

ok [ concel ]

Directory Path
Set to “c:\export” %Fl | [ Browse |

Click “Save”

Click “OK”

=% sove ] ((oer> ] o ]




'@ 8D FACSDiva Software - Be > 0-Violet 2-325UV 2-Red

Edit View Experiment Populations Worksheet Cytometer HTS Help

Click on the “File”

pull-down menu H save Ctrl+S =)
& Page Setup leen hbss
& Print Preview ,@Bg‘|‘ S CEBEHEHBE -
& Print Ctrl+P
£ SaveasPDF

Administration

User Tracking Log

Import 4
Export 4
Log Out
Scroll down to “Quit” Quit
= 3
[J;' Ellm On the desktop, double click
BD FACSDiva Eipartd on the “Export Shortcut”

Data Mana... Shortcut

PDF m‘
&/ (&L

BD FACSDiv. Listmode
Readme Data File...

PDF

m Dhe
BD FACSDiva
Software R:

AL
BD FACSDv
Software

S @ TR
(I » Computer » Locl Dk (©) » ot » -

Organize v Include in library v Share with v Burn New folder == v i @

~

[:_f] Documents - Name Date modified Type
J\ Music

& Pict .. Berg FITC,2f,PE,2f,PerPC,2f,PE-Cy7,2f APC 170404 5/9/2017 10:45 AM  File folder
ictures

B Videos 5 & Delete the information in
the red area of the file
name, but leave the date

1% Computer

F. .

) 1 item




- X

(N » Computer » Loca Dk C) » Eort » -

Organize v 3 Open Include in library v Share with v Burn New folder §== « [0 @

»

3 Documents ~ Name Date modified Type
i :::::es ‘ . 170404 add experiment description here 5/9/2017 10:45 AM  File folder
Videos 5 Add a description if you
ﬂ want more than the date
to help track experiments
sl <[ J

170404 Date modified: 5/9/2017 10:45 AM
File folder

1% Computer

=)

(I > Computr » LocalDik C) » Export » -

Export -
i Include in library v Share with v Burn New folder : il @

Shortcut Organize v =3 Open

~

Date modified

Z\] Documents a Name
tjag / = :?:tsnc ‘ .. 170404 mouse spleen cultured with LPS 5/9/201710:45 AM  File folder
e = FICTUures . B -
— Drag folder to server shortcut (which is set up to put files

flowcyto Videos
(udss.iowa.... . . . . q .
(eblenic £ in the correct principal investigator and instrument folder)

1% Computer

< | 1]

-

O oo

170404 mouse spleen cultured with LPS Date modified: 5/9/2017 10:45 AM
{ File folder

Organize v 9 Open Include in library v Share with ¥ Burn New folder

@ Documents “~ Name Date modified

Music =
- File folder
(=] Pictures

Recycle Bin Videos ]

1. 170404 mouse spleen cultured with LPS 5/9/2017 10:45 AM

Drag from Export folder into
Recycle Bin and empty the bin

1% Computer

v < 1

170404 mouse spleen cultured with LPS Date modified: 5/9/2017 10:45 AM
File folder




% Snipping Tool
—.
Ll_—', Getting Started

BD FACSDiva Software

!‘ Connect to a Projector

Calculator

Sticky Notes

';fji Paint

« XPS Viewer

3
ﬂ BD FACSDiva Data Manager

m Greenshot

> AllPrograms

| Search programs and files

fcuv
Documents
Pictures
Music
Computer

Control Panel
Devices and Printers

Default Programs

Switch user
Log off
Lock

Restart

Sleep

Log off computer
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