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My Goals For Today

1. Save you time analyzing your
data

2. Help you get more out of your

data ($$%)
3. Keep you on the cutting-edge
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Benefits of Using FlowJo

Keyword-Driven Data Organization

Data Export Batching
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Benefits of Using FlowJo

Intuitive Hierarchical Gating

8 00 Al.fcs: Ungated - Flowlo
gl ]
ooz Z2]e e G (a4 e 00 Al.fcs: Lymphocytes - Flowjo
iallls | .
> 0o — ® O O Al.fcs: Lymphocytes/Single Cells - Flowjo
— = O| K @ =
R . + 2 4 @@ [T
] . : : o - R U > EXlymphocytes >
1 ==+ LJEIRENKIL
0K - L AT 250K = > [ » 6Dlymphocytes > GDSingle Cells >
| ] ] 1.0K =
150K 7] 200K = j
1 1 800 =
< N 1 |
! 100K 7] 150K ] J CD3 subset
] ] ] 87.5%
. 1 Single Cells.’ .
50K - :
] D07 g9.3%
v i
— o] i - .. B
— 50K
0 50K 100K 150K 200K 2501 f
v ]
0 LONLENL L L B B LN R R LI B L I
FSC-A v @ v
| 0 50K 100K 150K 200K ;
=, Options [
& Active Gate - Lymphocytes = 60.4% A FSC-H v -161 0O 1_02 ]_U3 ]_D4 10
Y Statistics - Count:34711 /34711  100.0% € . _0.0 +5.42
&, Options
— - Comp-APC-Ax700-A:: C...¥ |
© Active Gate - Single Cells = 99.3%
Y. statistics - Count: 20978 / 34711  60.0% =L Options )
& Active Gate - CD3 subset = 87.5% )
Y. Statistics - Count: 20829 / 20978  99.0% )]




.
Workspace for Hierarchical Gating
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Advanced Gating
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Advanced Plotting Tools
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Grouping Samples

Samples quickly organized using keywords
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Grouping Samples

Samples quickly organized using keywords
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Layout Editor: Creating Figures
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Layout Editor: Creating Figures
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Iterative Analysis Through “Batching”

FlowJo does the work for you!

Perform an operation once and instruct the
software to repeat it.

Data can be exported in a variety of ways:
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Iterative Analysis Through “Batching”
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Iterative Analysis Through “Batching”
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Table Editor: Creating Statistics

fano Flowjo Tables - 06 TE.wsp: untitled
4] (=) (=) [untitled E+| [ i || & Eiatch...l
| Panel_2 &= ] [ sample % ]

M: Column  Population Statistic Parameter Name

Z 1 live/singlets/lym... Freq. of Parent
Z 2 live/singlets/lym... Median Comp-APC-AX7...
Z 3 live/singlets/lym... Count

< B4 live/singlets/lym... Freq. of Parent

T 5 live/singlets/lym... Madian 8 .06 Flowjo Tables---20120122-1
I 6 live/singlets/lym... Count Tables | Edit  Columns  Plots Re ?
L Gl {Workspace Selection} ~ B @ ToFile | Table +
= Iterate By: | Sample ~ & Output File: #% ...sers/Isaiah/Untitled
X &
Tables Iteration Batch
Column Population Statistic Parameter MName
Il Lymphocytes /Single Cells Freq. of Parent
u? Lymphocytes /Single Cells Median Comp-APC_Ax 647-A
L3 Lymphocytes /Single Cells Count
L4 Lymphocytes /Single Cells Freq. of Parent
s Lymphocytes /Single Cells Median Comp-APC-H7-A
L6 Lymphocytes /Single Cells Count

Status Area




Table Editor: Creating Statistics
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Table Editor: Exporting the Table
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AS s 499 A 1.97E4 14
A9 fes 99.3% 541 a |.59E4 16
Bl .fesf 086G 108 a 241E4 0
B2 .fes 98 8% 133 a 3.25E4 2
105 A 5.29E4
B4 .fes 98.9% 144 - 4.39E4 6
BS .fes 98.9% /36 A 4.83E4 8
B6 .fes 98.9% 261 a | .28E4 10
B7 fes] 08 6% 99.7 A 3.53E4 12
/86 A 2.29E4 14
B9 .fes 98.9% 362 a 1.97E4 16
Mean 98.7% 298 3.23E4 B00%
SD 0.30% 149 1.39E4 531%
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Rapid-Fire Template Creation

800

20120122-1 - Flowjo

P’

e T -

*

==

L v

_Jlr_o\l
\, /
e/

New Workspace

Open...

Save

Save As > |

Print >

Close

Exit

Save a copy of the document

w {0}Exp. 1l 18
w @ Lymphocytes
w & Single Cells
¥ (Comp-APC-Ax

¥ (Comp-APC-H7

¥ (Comp-APC-H?Z
¥ (Comp-APC_Ax
¥ Count

¥ Freq. of Parent |
¥, Freq. of Lymph¢

L (Comp=APC=-H7=A) : Medi
¥ (Comp-APC-H7-A) : Robu
% (Comp-APC_Ax 647-A): A
¥ Count

¥ Freq. of Parent | vmnhneut
¥ Freq. of Lymph

iv

w @ Lymphocytes
w D Single Cells
¥ (Comp-APC-Ax
¥ (Comp-APC-H37
T (Comp-APC-H7
¥ (Comp-APC_Ax
Z Count
¥ Freq. of Parent |
¥ Freq. of Lymphe

8006 20120122 - Flowlo 800 20120122-1.wsp - Flowjo
Inax) TN EFFELe ] ‘_ (6) T W =P e BE- i_
= Flow) File | Edit | Workspac | Tools Setting R e ? "= Flow) | File | Edit | Workspac | Tools | Setting R W ?
{#} Copy gate to group § {# Copy gate to group =
{ % | Y | o I .. < |3 |
R B} Group selected s [ B} Group selected samples L
LT Populations || Statistics || Keywords S Populations || Statistics || Keywords
Group (% Copy valus P . . V‘t Group (3 Copy value to group - o o
Groups Groups
Group Size Role : Group Analysis Group Size |Role | Group Analysis
{7} All Samples 43 w {0}Exp. 1 {T} All Samples 4] w {T}Exp. 1l
¢ 40} 8-Color PEMC data 43 w @ Lymphocytes {l} 8-Color PEMC data 0 w @ Lymphocytes
{6} Compensation 7 Compens... w» @D Single Cells {68} compensation 0 Compens... w @ Single Cells
T (Comp-APC-Ax700-A): N |v {0} Exp.1 0 ¥ (Comp-APC-Ax700-A) : b

¥ (Comp-APC-H7-A) : Medi
¥ (Comp-APC-H7-A) : Robu
¥ (Comp-APC_Ax 647-A): N
¥ Count

¥ Freq. of Parent Lymphocyt
¥ Freq. of Lymphocytes

Name Statistic | #Cells | Name Statistic #Cells
@H - Alfcs 34711
w & Lymphocytes 63.2% 21926
w & Single Cells 98.9% 21685
T (Comp-APC-Ax7( 2.72E4
¥ (Comp-APC-H7-4 50.4
2 (Comp=APC-H7-/ 1065
¥ (Comp-APC_Ax 6+ 384
¥ Count 2.17E4
¥ Freq. of Parent Lyl 98.9%
¥ Freq. of Lymphocy 98.9%
@ w A2 .fcs 56304
w D Lymphocytes 69.2% 38959
w & Single Cells 98.8% 38487

Status Area
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FlowJo Version 10 - Chimera

e New Ribbon Interface

e Translations
e Undo Buttons
e Breadcrumb Bar

e New Compensation Wizard

e Optimized Preference Settings




Biexponential Transformation

The Actual Spread

105_: Lymphocytes |

Cy7PE-A: CD20

PE-A: CD8




Biexponential Transformation
New Display

| Lymphocytes

Cy7PE-A: CD20
o

PE-A: CD8




Biexponential Transformation

50% ﬂ 50%
\

vl AN

o ™ rer T ™
1’ 10° 10" 107 o 10° 10t 107

]

Baseline subtractions or compensation result in NEGATIVE values
Transformation “EXPANDS” log scale for lows and negatives

Data values are NOT altered - only the scale is altered
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Biexponential Transformation

Cy7PE-A: CD20

PE-A: CDS8

Positive Log

Linear

Negative Log
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Biexponential Transformation
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Compensation — What is it?

Removing the spillover fluorescence of a
particular probe from the "wrong" channel.

530/30nm| 585/40nm

Green Fluorochrome
(FITC)
ellow Fluorochrome
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Compensation — Why is it important?

Uncompensated Compensated
10° 5 10°
A 10° O 103 -

102—5

A ) L A ] - ""'I- T T —
10° 10% 10° 101 102 103 104 10°
FITC FITC

el
10! 102
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Compensation — How to do it?

Setting Up Compensation Controls

Controls should be brighter than samples

Autofluorescence should be the same for positive
and negative populations

Compensation color MUST match experimental
color

Use the same tandem dye from the same
manufacturer (and lot#)




N
Gating Controls

Fluorescence Minus One (FMO) Controls: leave out one reagent
at a time (the opposite of single stain controls)

Unstained Control FMO Control Fully Stained
FITC - CD3 CD3
PE - - CDh4
Cy5PE - cDa8 CcD8
Cy7PE - CD45RO CD45RO

107
4

|sotype Bounds

=
0
|
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Gating Controls

Tube # Description FL1 FL2 FL3

1 Experimental Sample CD3 FITC | CD4 PE | CD8 CySPE

2 Compenstaion Controls | CD3 FITC - -
(Single stains — one for each ~ _

> fluorochrome used in the (e s

4 experiment) - - CD8 Cy5PE

5 Gating Controls (FMO - -* CD4 PE | CD8 CySPE

6 lcavq out one fluorochrome | CD3 FITC - CD8 CySPE

7 atatime) CD3 FITC | CD4 PE .




Current Compensation Wizard

806

Compensation Editor - 20110609

+| =] =] Untitled

Compansation Matricas

B Acquisition-defined

Samples

[ Matrices and Transforms  Wizard Graphs ]

Compensation Editor - 20110609

[ Matrices-and Transforms—  Vizard Graphs |
Acquisition Matrix
Matrix as defined by SCOMP or SSPILL
FITC Alexa... PEA FECYSEA PEGyTA  CD3COM L APG Ax 6. ARCAXTODA APCHIA
FITC_Alexa 488-A 100% 16.6%  0.961% 0.151% 0.00% 0.021% 0.00%  0.00%
PEA 0.738% 100% 11.7%  2.35%  0.009% 0.072% 0.063% 0.071%
PECyS5-A 0.025% 0.025% 1002 37.4%  0.00% 4.90% 76.5%  8.90%
PECYT-A 0.081% 0.854% 0.294% 100% 0.00% 8.61% 10.9%  10.5%
€03 €014 Live_Dead-A 0.537% 0.179% 0.00%  0.00%  100% 0.00%  0.00%  0.00%
APC A 6474 0.010% 0.00% 0.270% 0.062% 0.00%  100% 105%  8.88%
APC-AXTO0-A 0.025% 0.014% 0.288% 0.242% 0.00%  0.257% 100% 7.87%
APGHI-A 0.083% 0.00% 0.012% 1.71% 0.039% S5.15% 17.9%  100v
Transformation Settings
Transformation settings are displayed in order from mast general to most specific.
Right-click to perform operations on the transformations.
Click the mouse in the number field to enter a new value.
Negative Docades  Posilive Docades  \Width Basis  Auto-Cale %
FCS3.0 Settings & 0.0 4.5 -100.0
All Samples <Choose Param

-
APC-Ax700-A: Gates defining positive events. APC-Ax700-A: Gates defining negative events.
250k 2 100 o 250K g 100
o sar,
200K 80 200k 4 50
< 150K o 'z: 60 - T 150K o ';: 60 Coi
] B 3 H !
a . 5 we | R . 5 el
100K % 40 100K = 40 Co
-
S0k 20 S0k J 20 Coi
0 0 | A 0 0 | A
AR R LRI L L. W LA AL AR R AR L L. W IR L Col
0 50K 100K 150K200K250K ot ot nf 0 50K 100K 150K200K250K o 100wt wf
FSC-A FSC-A
ARC-AxT00-A APC-Ax700-A Col
APC-H7-A: Gates defining positive events. Cor®
250K 100 250k & 100 o | Cor
2] b &
200K 80 200K 80 809
5 150k £ s 5 150k £ 50 | +| (=] [=] Acquisition-defined
7 100k 3 a0 o 7 100k owd [ ” Compensation Matrices ‘
- | omeereaton TR
sok 20 sok 209 Wl Untitled
0 o I 0 0 Acquisition-defined
MM RAAM AR Lk L M LA AL MM RAAM LSRRk L W R AL
0 50K 100K 150K200K25 K o 10t wt o’ 0 50K 100K 150KZ00KZ50K 0 10wt o
FSC-A FSC-A
APC-HT-A
FITC_Alexa 488-A: Gates defining positive events.
250K :f“ 100 250K E‘ 100
v N
2004 & 80 200K 6 50 .
3 150K ';: 60 E 150K ] ';‘: 60 Samples
a 5 4 @ 5 \c‘u. [
7 100k 4 2 40 r 7 100k 4 2 40 Ca.fes Il
B7 .fcs
S0k 20 | JI S0k J 20 | Jl AB fcs
0 0 | 0 0 | Cl.fes
AR R LRI L L. L LA R | AR R AR L L e B B B PP L
0 50K 100K 150K200K250K 01w’ 1t 1f 0 50K 100K150K200K250K o 10w wf D2 .fcs
= A A9 fes
B3 .fcs
D3.fcs
Al.fcs
D8.fes
D4.fcs
C5.fes
C6.fcs P
C7 fcs
D7.fcs
AB .fes
D9.fcs
Ca.fes
B6 .fcs
A4 fes
B8 .fcs ) {
D1.fes (v




Version 10 Compensation Wizard

|® 06 Compensation

Calculate Reset

[M] | Apply To Group ~ Compensation o

Confirm gates and control assignments look correct. Double click a graph to edit it.

FITC_Alexa 488-A

Sample
CompCtrls AF488 fos

Megative

Size/PE-A-

E.LJ % Show Overlay

PE-A CompCurls PE fes
PE-Cy55-A CompCurls PECy53 fcs Size/PELY55-A
PE-Cy7-A CompCtrls PECy7 fcs Size/PECyT-A-
APC_Ax 647-A CompCrls AF647 fos Sine/APC_Ax 64T-A-
APC-AX700-A CompCrls AF700.fcs Size/ APC-AXT00-A-
APC-H7-A CompCrrls APCHT fes Size/ARC-HT-A-
FITC Alexa 488-A
250k =
53.9% 43,00
200k
—
< 150x ]
(5]
@
100k =
50Kk =)
¢ T T T T T Ll L IR B |
0 SOK 100K LSOK 200K 250K ) w w10
1S FITC_Alexa 488-A
250K )
4L1% 58.0%
200¢
-

SFITC_Alexa 488-A-

Positive

FITC_Alexa 488-A+

Size/PE-Ad+
Size/PECy55-A+
SizePECyT-A+
SizefAPC_Ax 647-A+
Sizef APC-AXTO0-A+

SizefAPCHT A+

806 Compensation

[M]| Editing compenstaion matrix: Compensatio W Reset Finalized

(o show Al TC Aleis.  PEA PECYSS-A  PLCy7-A APCAx G4 APC-AR7D.. APC-HT-A

[ FITC_Alexa 488-A 16.35 092 011 [ 001 0.02 0.00

™ PE-A 0.79 1188 231 0.07 0.00 0.00

™ PE-Cy55-A 0.04 0.01 37.04 459|[ 70.26 824

™ PE-Cy7-A 0.07 0.86 024 0.01 190 7.74

E] APC_Ax 647-A 0.00 0.00 0.28 0.05 22.53 8.70

(¥ APC-AX700-A 0.02 0.02 0.33 0.26 0.23 7.97

¥ APC-H7-A 0.02 o0z [ -0.03 140 251 [ 1504

‘ Preview Sample: D2.fcs BRENIE View ~ | (¥ Overlay Uncompensated | Animate
PE-A PE-Cy55-A PE-Cy7-A APC_Ax 647-A APC-Ax700-A APC-H7-A

FITC_Alexa

PE-Cy55-A

PE-Cy7-A

Manual editing of the matrix and transform settings override derived values

Status Area Q,J &I
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FLUORISH! Panel Wizard

e Create an account and join a circle
e Stepwise process for antibody panel design

e Takes into account instrument selection
and configuration

e Target-fluorochrome refinement

e Combined product databases from multiple
vendors (BD, eBio, Biol, Miltenyi, etc.)

www.fluorish.c
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Fluorish
-9 R

Account preferences

Instruments | Lab Inventory | Cart | Search for Reagents

Get the Fluorish Panel Wizard

v1.0b25 We are building this for you..any feedback?
06/07/2011 ee US/Canada 800-366-6045
Show System Requirements "W | International 541-201-0022
e . .
we  Core Information Lab Information
I 1\
[ Create a new core account? _'] [ Create a new lab account? _']

You do not manage a lab.

Cores you manage
_}‘}:. Ultimate Core Labs you have joined

treelabl

Cores you have joined

_}‘}:. treecorel Labs available to join
treelab4
treelab6

Cores available to join

'

_,,‘;z. treecorel
'

.};{. treecore?2

"'!ji‘ treecore?




I
Create An Account

Fill out the fields below to join Fluorish

First name:

ant
Password: _

Verify Password: RN
Institution: _

Are you a core
facility manager?

Are you a lab
manager?

Are you human?

Join Fluorish
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Instrument Configuration

Calibur 2-laser 4-color

EPICS 1-laser, 4-color

Beckman Coulter - EPICS XL 3

™
BD Biosciences - FACSCalibur 2 Laser Ca—
xP5 2-laser, 5-color o ~
C—
Cytek - xP5 e ﬁ:

Canto Il 3-laser, 8-color

BD Biosciences - FACSCanto

Fortessa 4-laser, 13-color

BD Biosciences - L5RFortessa

Aria #1 3-laser, 9-color

BD Biosciences - FACSAria Il

Aria #2 2-laser, 7-color

BD Biosciences - FACSAria Il

i
®J




.
Save Antibody Panels For Life

# Home [CUALR| Instruments | Lab Inventory | Cart | Search for Reagents w +72

Upload a Panel

3 panels exist in your account.

r Y

Mame: Dual Tetramer mm

Created: October 17, 2011

Lab:

Investigator: Lisa 5t John

Description: Determining the frequency of antigen-specific cells (tetramer staining) and the functional capacity, or lack thereof, of those cells
(cytokine production after antigen stimulation).

There is no citation information for this panel.

. 4

~ .

Mame: Maturation mm

Created: October 17, 2011

Lah:

Investigator: Lisa 5t John

Description: Determining the specific subsets of T cells which produce cytokine (i.e. are functional) in response to stimulation/activation with
antigen.

There is no citation information for this panel.

\, 4

r .

Mame: 5tem Cell Panel mm

Created: October 11, 2011

Lah:

Investigator: Kathryn Ruisaard

Description:

There is no citation information for this panel.

\ o




" o~ :
Steps Welcome
1. Welcome _Login

. Select Cytometer x\_ !

. Cytometer Configuration PRt F L U O R I S H
. Select Dyes i\

. Fluorochromes version: 1.0b25

. Targets

. Conjugations

. Summary

. Welcome to the Fluorish Panel Wizard

This tool will provide a step-by-step process to aid in building a multicolor antibody panel optimized to your cytometer.
o i The logical progression will assist in efficiently creating a panel that is designed based on your fluorochrome specifications
and required targets.

(T R ST = T R S VT

(’_ Start Mew Panel N’ fr Edit Saved Panel \* (’ Custom Antibody Database N’ fr Search Catalogs N’

Experimental Description

Date October 20, 2011

Investigator Presentation

Lab Oxford

=
=
\é Experiment Name Carol's Panel
&)
i
2

(" Add an additional field )

\ DISCLAIMER:
s Flease be aware that the Antibody Selection Tool is designed to aid in the development of antibody panels for experimental use only.
@ The user must have a general understanding of the cytometer they will be using including the guantity of the detectors per laser,
- \/ the detectable wavelengths, and the number of lasers. The contents of the reagent database are supplied by the antibody manufacturers.
——— Froduct availability is subject to change.
2
| el

"r_ Save \" ,r Cancel w" Previous ~ Next >




0.0
Steps Select Cytometer

1. Welcome Login

Z. Select Cytometer

. Cytometer Configuration
. Select Dyes

. Fluorochromes

. Targets

. Conjugations

. Summary

. Finalize

Choose your cytometer from the list below:

[ 2/ My Cytometers | wg BD Biosciences ‘& Beckman Coulter Cytek 4% iCyt-Sony M Millipore Partec  Other !

(T - - BN = R W, (R S Y

Please login or create a fluorish.com account to populate this list.

Help “f Save “‘ “f Cancel \" ’r < Previous \" ,r Next = \' Uploac




0.0
Steps Select Cytometer
1. Welcome _Login
2. Select Cytometer
Qo meter ConfigurStiy Choose your cytometer from the list below:
4, Select Dyes
5. Fluorochromes
gt [ 25 My Cytometers + BD Biosciences = & Beckman Coulter [ Cytek 4% iCyt-Son M Millipore Partec  Other |
- My Lyt s yt ¥t Y
7. Conjugarions
8. Summary
9. Finalize
_ () Accuri C6
.. p
ey ) FACScan
O FACSCalibur 1 Laser
* O FACSCalibur 2 Laser
— (O) FACSVantage
-\E‘h () EACSArray
N’ O FACSAria
= (O FACSAriall
“ (O FACSArialll
N () FACSCanto
wul () FACSCanto Il
— —~
) FACSVerse
@ O LsR1
S —
(O Lsr 1l
p{(j E) LSRFortessa
—’ () Influx
;@ () FACS)azz
N—
E}i
H
m 'f Save \‘ fr Cancel w" 'f < Previous \‘ fr Mext = \‘ loac

oy
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Steps Cytometer Configuration
1. Welcome %Log = \
2. Select Cytometer ( Open Recent ) Change Cytometer )
3. Cytometer Configuration BD Biosciences : LSRFortessa
4. Select Dyes
. Fl h . - - e -
2 T:fr:tcs i The cytometer you selected is typically customized per user specifications.
Lol Please drop your instrument configuration file here.
7. Conjugations = —
8. Summary U
9. Finalize IS
<35 Instructions on how to generate your instrument configuration file are here.
b ' Instrument Configuration »|:~
— 405 i Laser |
B 425-475 ‘
P— 500-550 ‘
A 599-611 |
st v 488 nm Laser l
P 515-545 l
= M 685-735 :
e v 561 nm Laser :
F 575-589 ‘
b‘ l. 600-620 ‘
L ——
o M 650-670 i
AR W 685-735
= W 750-810
v == 640 nm Laser 7
//(, B RRI_ATT X
N —
/ Violet Laser : 405 Select a laser to view configuration
N’ 450/5C 605/12
— ]
& 525/50
@ 390 440 490 540 590 640 690 740 790
————
B 7

R Y a ' Y
( Help ) ( Save ) [ Cancel < Previous | [ Next> )




0.0

Steps Select Dyes (unconjugated fluorochromes)

1. Welcome ; i . i . p e . | Loginm
B lect Cytometer Select any chemical dyes (e.g. viability dyes), fluorescent proteins -
3. Cytometer Configuration or unconjugated fluorochromes needed for the panel.

4. Select Dyes Selections will be automatically placed into their optimal detection channel hased on

5. Fluorochromes the current instrument configuration.

B. Targets

7. Conjugations If there are none being used in the panel, just hit "Next".

8. sSummary

9. Finalize Ir Missing an option? w"

Dye List: Selected Dyes:
B Fixable Aqua Dead Cell Stain

[l Hoechst 33342(455)

Il Hoechst 33258(455)

[l Propidium lodide(617)

Il DAPI462)

B Marina Blue(461)

B Fixable Aqua Dead Cell Stain(526)
B DyeCycle Violet{437)

B vybrant DyeCycle Violet(436)

B CellTrace Violet Cell Proliferation(455)
B Calcein Violet AM(452)

B Fixable Yellow Dead Cell Stain(551)
[ Fixable Viclet Dead Cell Stain{455)
B ThiolTracker Violet(526)

B Lucifer Yellow(544)

B SYTOX Blue(480)

Bl POPO-11457)

[l PO-PRO-1(457)

ECFP(477)

( Add

B RiboFlavin(531) m

(SR
i &

Remove \"

(%) Specific for instrument configuration

() Show All

Help If Save \" If Cancel \" If < Previous \" If Next > \" Upload
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Steps Fluorochromes
1. Welcome . Log In
B 1ect Cytometer The fluorochromes matching your cytometer have been selected.
3. Cytometer Configuration Selecting additional fluorochromes will provide those in the conjugations search results,
4. Select Dyes but they are not optimal for the instrument and will require manual channel assignment.
5. Fluorochromes
6. Targets (" Missing an option? )
7. Conjugations
8. Summary B [ | eFluorsesncises) M [ Brilliant Vielet 570(571) © (¥ Dyomics 547(574) W eFluor 615(622) B W arc-a
9. Finalize B [ | Qdot 565(365) B [ vs00i500) W DyLight 550(576) W DyLight 534(618) W [ cys.si
i B ¥ erluorosncieos) M [ AmCyani489) W PEis7Y) W] sureLight P3i662) B ¥ Alexal
wwes aw
it B [ adot 605i605) W percp-cys.s(6as) W RrD1578) W sureLight PEXL-3(662)
* B [ | &Fluor 625NCI6E25) E‘ PerCP-eFluor 710(710) @ PE-Dyomics 590(595) M @ eFluor B6HE5E)
o B [ | eFluor G50NC(ESD) [ PerCP(675) W TricoloriE13) B ¥ cysiero
M—
— B [ | Qdot 655(655) ] cy2isom W PE-Texas Redig1s) M W Apcisen)
Uy
A B [ | Qdot 300(300) W Famis18) W EcoiE13) B ¥ Alexa Fluor 647(665)
S
B [ ] Krome Orange(530) E‘ DyLight 488(518) [ PE-Alexa Fluor 610(628) H @ Dyomics G47(665)
o
o B ¥ DyLight 4051420 W FLMA(s2D) W pe-cysie7m) B [ | APC-Cy5.5(695)
— B ¥ eFluor 4500450) ¥ Alexa Fluor 488(519) ¥ PE-Dyomics 6476720 M (W APC-H7(765)
L-:LL B ¥ Alexa Fluor 405(425) W FTCiszo) ™ PE-Cy5.5(695) B W aprc-cy7ien)
B [ ] Pacific Orange(551) [ sureLight PL{EET) @ PE-Alexa Fluor 700(720) @ APC-Alexa Fluor 750775}
-@ B ¥ vasoiaas) W TRITC(S72) W pe-cy7izem B ¥ APC-eFluor 780(780)
B ¥ Pacific Blueiass) T Cy3i566) M cy3.sis98) B ¥ pyLight 650(672)
/ B [ Brilliant Violet 421(423) I [ Alexa Fluor 555(565) ™ Texas Redi615) B ¥ DyLight 64s(67D)
él e ——————————— =3 A ®
|

*HINT: Don't worry about fluorochromes with nearly identical excitation/emission profiles at this step (e.g. FITC and Alexa Fluor 488).
The fluorochromes selected here will be provided in the search results. Specific channel assignments and refinements
will be made in the conjugations step to prevent the selection of fluorochromes with identical emission profiles.

~ Help

'r_ Save \" 'r Cancel \" 'r < Previous \" .” MNext = N" Uploac
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Steps Targets
1. Welcome . . . . . ~Logim
Bt Cyiometer Select the species and ldcntlf} the target antigens. —
3. Cytometer Configuration
4. Select Dyes
5. Fluerochromes
6. Targets HUMAM  MOUSE RA PRIMATE BACTEHIA BOVINE  FELINE  CHICKEN CAMINE  DOMKEY
#. Conjugations — — —
8. Summary
9. Finalize @
wlps FISH FROG GOAT  GUINEA HAMSTER HORSE  LLAMA  RABBIT  SHEEP SWINE  TURKEY
wee] Cerw MG
Fa
L A
3k Target List: Selected Targets:
Target |Clone
| 1
— 1F-5Ag 0 CD3e
\E' 2B4 D4
2B4 Bo Alloantigen
L —
s 2B4.2 CDSfj
A 2DL4 CD45RA
\ / ZH2
. 2H12 CD62L
OuL e CDI127
\ 3-FL . o . =
o~ 3G11 sialoganglioside antigen PDI
e 4E-BP1
il 4F2 IFN-y
4F9
f{(, S'NT TNF-u
\ / 6C6AG 112
i 6XHis Tag i
~ Add > << Remove
<3
e’
‘ Help . 'f Save \* 'f Cancel N’ 'f < Previous \* 'f MNext > \* Upload

‘LU YV
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Steps Conjugations
1. Welcome . ) . \_login
BRIt Cyometer Select your antibody conjugations.
3. Cytometer Configuration
4, Select Dyes
5. Fluorochromes Target r’ Deselect All “‘| Target |Furmat |Clnm~ |Amnunt |Prin~ Vendor Catalog Nun
6. Targets name # CDsp Alexa Fluor 458 eBioH335-17.2 (H... S0 ug 119 eBioscience 53.0083-81
7. Conjugations CD3& 100
8. Summary CD4 210 CDsp Alexa Fluor 488 eBioH35-172 (H__. 1M ug 219 eBioscience 53-0083-82
9. Finalize CD8p CDSp Alexa Fluor 647 YTS156.7.7 25 g 94 iCyt 1233055
CD45RA 0
- - - N . = t
LW CDEp Alexa Fluor 647 YTS136.7.7 25 ug &3 BioLegend 126611
bt CD62L 82 | o : he oLeg e
| A CD127 73 CD&p Alexa Fluor 647 YTS156.7.7 100 pg 215 iCyt 1233060
PD1 37
-*— IFM -y 59 i CDEp Alexa Fluor 647 YTS156.7.7 100 pg 195 BioLegend 126612
v
\'ﬂ_; TNE-n B3 CD8p APC 53-5.8 25 g 77 iCyt 1302045

Catalogs Deselect Al CD&p APC 53-5.8 25 ug 70 BioLegend 140409
ra

Fy
.\. 2 \, 3.5, 7 -
A Abcam = — PRI
F BD Biosciences s N [ N
= Beckman Coulter (_ Add ) [ Remove |

L BioLegend Selected Reagents
Cedarlane Target Format Clone Vendor Catalog Number |Amuunt |Pricc |

mUn :BESC'E”CE s |CD45RA PE 148 BD Biosciences 333380 0.2 mg
XDIo
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Steps summary
1. Welcome . . . ~Login
Bt Cytometer Below is a summary of your current antibody channel assignments. -
3. Cytometer Configuration Use the icon on the right of each channel to remove a selection or to make a custom assignment.
4. Select Dyes
5. Fluorochromes . . ~
BD Biosciences : LSRFortessa
B. Targets
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8. Summary __ = . -
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Steps Finalize
1. Welcome . . _Login
2. Select Cytometer Final bummar}
3. Cytometer Configuration
4. Select Dyes 'r Experimental Description \" 'r Save To CSV \" 'r Print \' Order
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B. Targets
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Online Resources

S

Buy/Download Learn Tech

TuTtoriaLs, TeEcH NoTeEs, AND DEMoO DATA Fid e

helpful?
a e
Vipeo TuToriaLs
Click here to be taken to the WebEx calendar! Steps to Joining a WebEx
A collection of Flowlo Videos
e What is 3 WebEx? Click on the LWL icon
» AWebEx s 2 free online seminar-tutorial and question/answer session. This [T
web hased service integrates a conference call, chat and screen sharing,
u STEP'BY'STEP TUTORIALS zllowing us ta share our desktop, and speak or chat, with you in reakime,
When are WebExs?
All tutorials include a PDF, a demonstration dataset, and completed workspaces. = Intraduction to Flowlo WehEx seminars on the first Fridzy of every month, =t
1:00 PM EST. To participate, on the day of the meeting, five minutes before

E FLowlo Basic TutortaL the start time, this link Monthly WebEx. You will be directed to a logon
- page, with instructions for calling in toll free. The meetings will last about two
hours, and you can logout whenever you need to. Bath the Advanced and
Basic WebExs are listed on our WebEx calendar, here.

Click Join on the
calendar page

The Basic Tutorial gets you up to speed quickly with key concepts in Flowlo. A common titration experiment is 1
demonstrate some of the basic analysis features of Flowla. You can watch one of our application scientists dem:
Basic Tutarial (about 15 minutes) What is covered in 3 WebEx?

# There are twa types of WebExs

8 CoLor PBMC ExPERIMENT =

© Basic - A two-haur intra to the main organs and mechanics of Fio
Provides a in-depth overview of the main Flowlo functions in the context of a ‘real world’ data set. Includes an in This session covers starting Flowlo, adding samples, gates and stats,
to compensation and provides tips on speeding analysis thorough filtered batch operations.
Read mare.

C@ CeLL Cvcie TutorraL

Explains the Watson and the Dean, Jett, Fox cell cycle models used by Flowlo and provides stepwise instruction
2-color PBMC experiments._
Read maore...

ProLireraTION TUTORIAL

Provides an overview of the proliferation modeling algorithm, suggests model adjustment technigues, and giv
explanation of the proliferation statis**— e

Read more...
Wwall Flowjo - Everyene (Top Posts) =
Kinerics TutoriaL i
Share: [ Post (5] Photo About FAQ Daily Dongl Connedt
Reasdhﬁ':\:r how to analyze time series s Sommiont § e Write something...
ownl eam rech Support - [ search |
—_— e PP Zen And The Art Of Cytometer Maintenance (How To
i isi ( Most Popular
@ BaATcHING AND ITERATION Flowlo Stay Sane Running A Core And Raising 3 Kids) P
e E— Last week ta et Flowla at t's 2011 Pricing! Buy Flawlo before te price rase. "
mom We will adjust prices upward beginning in January 2012. You can view the 1 Conment On Ths Post Topls: Pt Pust £ anmime
y Grants you access to the most pc FL wJ PRICIN new price lst after the jump. )
fram the patterns of your dataset(s) owJo G Flowyo pricss Starting 2012 S L LR S Haanance (ow To Say Sane
Read mare... o lowlo com  Tweet [0 Running A Core And Raising 3 Kids)
— FlowJo Flojo help manual guide lesson help
1 Lke - Commi
Jump To
FlowJo License Option Commercial Price Academic Price Andricu Thibault ek
cioes anybody know 2 ] versian for iPad or iPhane is available 71 just see 2
‘w2 Bhang appiication on the web | ;
Dongle $2,995 $1,995 e § ' FLUORISH:
License Number $2,995 $1,995 -
1 Year License Number $995 $695 Daniela Ménaco - 6T 2O
Upgrade v7/8 to vO $590 £599 Is it possible to convert a Ja file it 2 wsp ane? I“ve bean working on Mac po i) &
2L Emory Univers iy and naw I’m trying o 60 i on my PC in Argeniing.. | ve o [
Upgrade v6 to vo $699 £699 triad evarything | could think of and It s nat warking... Could you hei me?
Upgrade vé to va 5799 5799 Like - Comment Looking for tools to aid in
Flowjo Daniela, please email the file you are trying to apen on i iqn?
Upgrade v3 to v9 $893 $899 | Yo PC to.our Tach Support Gund's at flowjoireestar com anithody panel design?
Site License Based on Usage| Based on Usage| R e T RO DO e S
anuary 4 at 1:47pm
Trial Free for 30 Days Free for 30 Days
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Thank You...Questions?

Flowlo Tech Support
flowjo@treestar.com

1-800-366-6045

Jack Panopoulos, Ph.D.

Application Scientist




