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°® Workspace Overview

Flowlogic Quickstart

Flow Cytometry Analysis Software

Thank you for choosing Flowlogic. This quickstart guide will teach you the
basics and have you analyzing your flow data within minutes. For optimal
performance, customize the setup of FlowLogic by selecting Preferences,
located by clicking FlowLogic in the menu bar. For a more detailed
explanation of the functions, view the Manual found in the Help menu.
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Program Preferences

Located by clicking FlowLogic in the menu bar, options in the Preferences allow the
user to customize General plot and gate options, Parameters, Export Settings, Color
Palettes, the User Interface, System, Reports, Data Arrays and Overlays.

e 00 Preferences

I Preferences I Plot Options
[2] Real-time plot updates

Parameters
[2] High definition dot-plots

Export

Palette || Show events on histogram axis
User Interface || Show events on dot-plot axis
System -

Report | | Open density plot as default
Data Array @ Save opened plots in window
Overlay

Default Histogram Smoothing
| None 7|

Default Smoothing Size
[ 2 : ‘

General Options
[2] Warn before closing Flowlogic

|| Automatically release license before closing Flowlogic
(M Fast FCS File Dialog
[2] Limit Available Fonts

Autosave Options

|_J Enable Autosave Every 51|, Minutes

[Q] Enable Undo

Statistics Setting
Stat with negative =

Import Setting
Duplicate Files

A

Prevent Duplicate Files =

Gate Options
|| Auto open daughter plot
| | Back gating on by default
@ Show gate label

|| Hide gate label text
Cate Label Value
Percent Parent v
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g Analysis

1. Importing FCS files

Edit Compensation

New #EN
Open #0
Save 8S
Save As - 3S

‘
Import FCS... a8l

Import Folders {38l

Export Statistics

Recent =

2. Opening dot plots

To begin, click File on the menu bar and select
Import FCS... or Import Folders from the drop
down menu. Locate and highlight your files and
click Choose.

Alternatively, right click on an Experiment Folder
or drag FCS files or folders containing FCS files
directly into an Experiment Folder in the File
Navigator.
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SLFCS Files ]

FCS files appear in the Gating tools and plot display options, including
File Inspector. Double standard dot plots, density plots, histograms, contour
click or right click on a plots and pseudo-color plots appear in the toolbar

file to open it as a dot
plot.
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Click here to open the plot side drawer for the Gate List,
Boolean Gates, Statistics, Interactive Compensation,
Scaling, Cell Cycle Analysis, Proliferation Analysis, Curve
Fitting and Kinetics.




3. Drawing gates

Highlight your plot and select the gating tool
you require (polygon, rectangle, ellipse,
histogram marker, quadrant or autogating).

A ump axch Use your cursor to
vi1] 8] » , : draw your gate. Right

250 . .
. / click or double click to
Project FCS 200 finish the gate.
Project 1 6 M
Experiment 16 [} ISR
B K The ga'te appears in
| Files Pai the File Inspector.
1 Sample 1 FSC 5 . .
- g Right click on the gate
2  Sample 2 FSC )
3 Sample3 FSC A R prmemrepremrreyeeteerey label to rename it.
4 Sample 4 FSC 50 100 150 200 250
5 Samples FSC FSC-A
6 Isotype control 1 FsC

Double click or right
click on the gate name

Tip: Renaming your gates appropriately will make to open the daughter
creating graphs, performing array analysis and plot.
generating reports much easier.

4. Plot options

Different plot options can be selected directly from the toolbar located above the workspace.
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These include:

Histogram
Standard .
Density Contour
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Open the plot side drawer and select the Scaling tab to change the % dots displayed,
number of contours and smoothness of contours.



5. Creating groups

Creating groups can make analysis of multiple samples very quick and easy. If a gate is
applied to one file in a group it is automatically applied to the same parameters on all
other files in the group.

‘H Hl Select all files to be be grouped,

Tag > right click and select Group,
Keywords > Add to new

>

> Add to new

> Add to existing »

Remove
Rows > Setcolor
Copy >
Paste >
Delete >
Template >
CompensatifN Gating templates can also be saved and
ED’:::“Y : applied to future experiments. To save a
Overlay > template, highlight the file and gates, right
click, select Template, Gate and Save Gate
Cell Cycle >
Template.
. | Files
® Groups are assigned a 1
—>1 Ssamplel
color.

~ Live
S M1
Sample 2

Live

@® Individual files or even
individual gates canbe 5
removed from a group.

N

® Multiple groups can be
created in each
Experiment folder.

® Adjustments to individual
gates are automatically
updated to all within the
group, along with all
calculated statistics.

—



6. Manipulating dot plots &

backgating Change the graph type
(dot plot, histogram, density plot, contour plot pseudo
color plot and combinations of these types).
I H| @ @& L]0 | K | F| o | 0 | Fle|F|e
S8 Sample 1 e 00 /& Non-debris [Sample 1]

250 | N ] N g f&» I iR £l b | LA 71 W}
2007 - @ Non;debris 60.38% :;me o ™ Color_On ™

3 150 ]

S8

100 ]

50 ]

Color populations using
the Gate List options in

T T T T T
50 100 150 200 250

Fec 4 TR ~— the plot side drawer. —
1\ q Colored populations are
Click to open  Change the displayed (backgated)_on
Click == for plot side parameters with all parent plots for that file.
log-linear drawer a single left click
transformations on the x or y
axis.

7. Live compensation

e OO0 & R1 [Sample 1]
Y 4 — Interactive Compensation
PE-Cy5-A FITC-A Mat"x tab
5.400069 0.0
é ﬂ +0.1
E ﬂ +1.0 A
R o Compensate your sample
:J in real time. Use the slide
- Y o Y bars, arrows or input a
o 103 1% 105 & number in the Interactive

MHC-Il PE-Cy5-A

4 Compensation Matrix tab.




8. Calculating and viewing

statistics
e OO0 /& sample 1 /8 Non-debris [Sample 1]
250 g R1 15,59% ’
: : S . 105 A
2001 - Non-debris 60.38%
Y . §
Pull up the Advanced 5 1503 & 104
Functions drawer and & : =
. . 100 ] = a3
choose the Set Statistics ‘ g 10°
tab. 50 ] )
0
{ _
50 100 150 200 250 0 103 104 105
> -1 FSC-A 2 _ CD45 APC-Cy7-A

v -
<m I View Statistics C' Parameters 1% Geometric Gates -/55; Boolean

GeoMean | Median

Choose the statistics
you wish to calculate —>
by ticking the boxes.

Non-debris -
Non-debris | |Ly-6C FITC-A (M

CSF-1R PE-A J

From the % of Selected column, click to reveal a drop down
menu allowing the choice to select the percentage of any other

population in the hierarchy.

Statistics are viewable in the View Statistics tab in the
Advanced Functions drawer.

(w5 s QNIRRT ) rsrees
S

—

File - R2 R2 R2 R3 RS R3 R3
Events | % % % % % % Ly-6C FITC-A
Parent | Total | Non-debris | Parent | Total | Non-debris Mean

Sample 1 3591 13.68 (1.29 2.13 6.07 0.57 0.95 27060.37

Sample 23647 [12.70 —

Sample 3 4434 1449 152 2.58 7.82 Copy Statistics

Sample 4 3839 10.70 (133 2.13 6.85 it

Sample S 2670 9.01 0.92 161 6.79 E)_(port S tatn_stlcs

Sample 6 2565 6.75 0.88 1.69 8.10 v Display Horizontal
Display Split .
Table Setup > |

Right click on the statistics table and choose Copy Statistics to
place them on the clipboard.

Alternatively, statistics can be exported by selecting File, Copy
or Export Statistics.



9. Navigating through your plots

It is easy to effectively view multiple plots from many samples by
defining how you would like the workspace to be set up.

In the Edit menu, choose
Plot Arrangement followed
by Number of Windows.
Select the number of plots to
be displayed horizontally.

Use the slide bar to
adjust the size of the
plots.

With the padlock
open, set the Jump
number to the
number of files to be
scrolled through in
each step. Jump up
and down with the
arrows.

® O O JiR1[Sample 1]

m Compensation Documet

Undo #Z
Redo #Y
Undo List 08z
Keywords 8K
Plot Arrangement > Number of Windows > 1
Plate Arrangement > Tile 2
Graph Arrangemen Cascade
Auto Arrangement on/off 4
— - ] —— T
>ro—— Jp[E[em (o) [F s [#6[Fas]
g ® O O f3sample 1 {3 Live Cells [Sa & R1 [Sample 1]
& - 1R36.07% -
1 L 10° 1059 - i
Proj Em‘ é 104
H 2
5 108 3 108
r~; 8
I Files %Parent 0 . (]
L JSample1 ]

10. Exporting plots

Send to Report

Live Cells

50 100 150 200 250

o 103 10* 105
MHC-II PE-Cy5-A

102 104 10°
CD45 APC-Cy7-A

AN

.fﬁ Live Cells [Sa fi.r‘ R1 [Sample 2]

50 100 150 200 250 0

CD11b PE-Cy7-A
E ]
S e

3
w
Ly-6C FITC-A

o

o 103 10% 105
MHC-II PE-Cy5-A

. 10% 104 105 -
» CD45 APCCy7-A »
2 Y

R1 15.59% N
R2 13.68%
R3 6.07%
2 Sample 2
Live Cells  58.78% S8 Sample 2
R1 16.79%
R2 12.70%
R3 6.87%
3 Sample 3
Live Cells 58.84%
R1 17.77%
R2 14.49%
R3 7.82%
4 Sample 4
Live Cells  62.49%
R1 19.87%
R2 10.70%
R3 6.85%
5 Sample 5
Live Cells 57.00% FSC-A
R1 17.81%
R2 9.01%
R3 6.79%

To export a plot, right click on it and
choose Export/Save Plot. You can then

the plot as 1 of 6 file

v JPG Files (*.jpg)

g choose to save
1 rR36.07%
s —— . types.

é 104
3 Toggle to histogram
= 1037 4 Flip Parameters

1 Ead = Clone plot

of TEERETIRE praw Gates >

L 10 Export/Save Plot [ Image
» MHC-I PE Editable image
— O‘/e”aV | > Ofﬁ(e image

Text Display Save

PNG Files (*.png)

Scalable Vector Graphics ( *.svg)
Encapsulated PostScript ( *.eps )
Portable Document Format ( *.pdf)
PostScript ( *.ps )



11. Creating overlays

To generate an overlay, select the required populations from the File
Inspector, right click and from the menu choose Overlay and New Overlay.

The overlay will then be displayed in the Workspace and listed in the pull up
drawer below the File Inspector.

Switch between dot plot and histogram overlays.

' ‘.u: 'n.. " N N«-T /"':I
Al |k &
” H| ® 00O /3 overlay #1
<
Tag > "
Keywords > 10%
Rename > < ®O S /% Overlay #1
Group > % 10t 100% ;
Plots > %
Rows | 4 < 103 75% |
Copy >
Paste > |
Delete > i Sk
Template > 0 103 104
Compensation » » CDISAPCLYTA { 25%
= - EXpOI’t > T
Overlays Data Array > | %,
Overlay #1 Overlay > New Overlay O § oy -
Add To Overlay > » ErBLFeTE 4
Cell Cycle > s
! New Overlay Control
New Overlay With Control »

The list of
overlays.

Right click in the overlay window for a range
of display and export options, such as

turning transpare

© O O  /§Overlay #1

ncy on and off.

100%

75%

50%

25%

0 103 104
CD45 APC-Cy7

pog

<

1 »L
Rename overlay
Smooth Type
Smooth Size

v Display 100%

Show Labels
Show Stacked Histogram
Remove

New overlay
Paste gate
Delete gate

Link gates to files
Delete linked gate

Export/Save
Export stats
Overlay

Send to Report

>
>

Show Transparency ﬁ

>

® 0O O /i Overlay #1

100%

A

75% |

50% |

25% |

104

0 103
CD45 APC-Cy7-A

b4



The order that populations are displayed can be
easily changed. In the Overlay Colors tab, right click
and set the samples to Free. Then, click and drag
the samples in the list to re-order them.

e 00 /& Overlay #1 . g . .
' Hlm 8 » 0 1
105- To get the histogran on top click on the name

Color Name

I - Cels [sample 1)
I AN ' [sarmpie 2

Live (ell§\i#ample 3]

Pacific-Orange-A

Sort

Clear selection

« CD45 APC-CyT-A

Histogram overlays can
also be separated into
Stacked Histograms.

® 6@ /3 Overlay #1
100% :[
Rename overlay
75% | Smooth Type >
Smooth Size >
v Display 100%
50% | v Show Transparency
Show Labels
Show Stacked Histogram ﬁ
25% | Remove >
New overlay
3 Paste gate >
» o 1?:045 APo1o°/7 Delete gate

Link gates to files
Delete linked gate

Export/Save >
Export stats
Overlay >

Send to Report

Gates can also be drawn on
overlays. The gate is then added
to each of the samples and
displayed in the File Inspector.

8006

/3 Overlay #1

ks

b i

T Ll T T
0 103 104 105
CD45 APC-Cy7-A

e 0 0 /& Overlay #1
<
M1 >
S
0 103 104 10%
» CD45 APC-Cy7-A
0
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Another option is to create multiple overlays involving different samples all
against a single control. To set the control, right click on the population and select
Overlay followed by New Overlay Control. The control sample will be displayed

by itself.

i |

||

= Tag >

| Keywords >
Rename >
Group >
Plots >
Rows >
Copy >
Paste >
Delete >
Template >
Compensation »
Export >
Data Array >
Overlay >
Cell Cycle >

O 00 /aoverlay#2 >

100%

75%

50%

25%

103 104 10%

CD45-is0 APC-Cy7-A

New Overlay
Add To Overlay

New Overlay Control
New Overlay With Control »

Then, highlight the samples that you wish to overlay with the control, select
Overlay, New Overlay With Control and select the control overlay. In this
example, three different samples have been overlaid against the one control.

Files

© 00  /ioveray#2

L3 Overlay #2

/8 Overlay #2 Overlay #3

| fae

100%’

all

Tag 3
Keywords >

Rename >

v

Group
Plots

v

Rows
Copy
Paste
Delete

vyvvyvwvyy

Template
Compensation
Export

Data Array

vvyvwvyy

Cell Cycle

New Overlay
Add To Overlay >

75%

50%

25%

0 103 104 105
» CD45-4s0 APC-Cy7-A

N

<
100% >

0 103 104 105
» CD45 APC-Cy7-A

N

S8 Overlay #2 Overlay #4

©® O O /f Overlay #2 Overlay #5

108

N

100%

103 104 108

o
» CD45 APCCy7-A
)

New Overlay Control

New Overlay With Control » Overlay #2
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12. Data array

Flowlogic offers a data array analysis function visualized as a plate. This is
useful for fast analysis of large data sets. It also provides unique display
options for all types of analyses and the easy generation of heat maps.

Select Data Array from the Advanced Functions drawer. Right click in the plate
window and select New Data Array.

Side Drawer Tabs

Drag files directly from Plate Setup, Heatmap Settings, Statistics, Plot
the File Inspector into  Viewer, Advanced Functions, Plate Outlier Detection.
the plate. ‘l'
e 00 \ /& Plate #1
- 1 | | 1 : e
PI—".‘Q“ : <l Non-Param:t;ricStatisticSeIsected
Width |5 \;\ Height |5 \;\

| Display Parent 3|

Fill Direction | Horizontal % | y——
— Parametric Statistic Selected
a

Well Shape [ Circle v] | Display Selected Level &l

|| Insert In Plate Order
Dataset §ettings
c Name Comment/Description
Untitled #0

Numeric Axis @ x Oy N@ Mirror datasets on Insert

(2]

In the Plate side drawer under the
Plate Setup tab, modify the plate to
suit your experiment.

Here, the well shape has been Choose the population and the
set to Fill in the Plate Setup tab.  statistic to be displayed in the wells.

8 0 O /% Plate #1 / \

N

\ ..

Heatmap Settings

Gate [ R2 D ] Stat | % Parent A

Parameter | FSC-A Ny

Advanced Statistics | N/ A

CcC A Type B
c .0407 | Greater than or Equal to A and Less than B ;| 812
. 8.12 | Greater than or Equal to A and Less than B 3| 945
. 9.45 | Greater than or Equal to A and Less than B 3| 1070
° .1 d | Greater than or Equal to A and Less than B 3| 13.84
. 13.84 Greater than or Equal to A 3| 3242

@ Set Automatic H

A Click on the colors to change
it for a particular range.

—1 Heatmaps can be set to
generate automatically.




Individual dot plots and histograms are
displayed in the Plot Viewer tab when
the mouse hovers over the wells.

8 0 O /i Plate #1 |
« N (= | = ':g-& )
103 (M Fill [ View Histo
A
Select > 108
Add To New Dataset
As Overlay | g
As Plot > L’i
Clear b 102
Delete > o
Export . c; 103‘ 10" 105‘
) MHC-Il PE-Cy5-A
Compensation >
% Parent: 13.84
Show plots

Right click on the plate to bring up menu
options to export the plate, clear contents and
delete rows/columns.

Create datasets to display and analyze different gates from the same
samples. To create a new data set, highlight the wells to be included, right
click and select Add to new dataset.

In the example below, the same 5 samples have been loaded into each row
before being defined as a new dataset as indicated by the well background
color.

8 00 /& Plate #1
,, B |

— —
[ « [T CTunticled# ][] untitied #2 [ untitled #3 |

Heatmap Settings
A
Gate [ R2 :] Stat| % Parent 3

1 | 2 | 3 | 4 | 5

Parameter | FSC-A A ™
n Advanced Statistics | N/ A
. C A Type B
8 . . . . . .9.01 \ Greater than or Bjual to A and Less tha... | 9.0
.9,01 | Greater than or Byual to A and Less tha... 5+ 10.70
_ . 10.70 \ Greater than or Byual to A and Less tha... +| 12.70
.12,70 \ Greater than or Byual to A and Less tha... + | 13.68
. . . . . . . 13.68 | Greater than or Bhual to A 4| 14.49
@ Set Automatic Heatmap

In the Heatmap Settings tab, select the data set from the drop down
menu followed by the Gate and the Stat that you wish to view.

13



Right click on the plate and select
Plots. Select Show Plots. The
wells are replaced with dot plots of
the specific sample. You can also
choose to color the background to
highlight the different datasets or
color the dot plots to represent the
heatmap colors by again
clicking and choosing the options

under

Plots.

8 0 O

/% Plate #1

/3 Plate #1

right

ST N

13. Curve fitting

Curve fitting analysis can be performed on suitable histograms displaying a number
of peaks. In the plot side drawer, select the Curve Fit tab and click Fit. The different
peaks will be colored and the statistics relating to each peak, such as the area under
the curve, will be displayed in the side drawer.

e O O /& Curve Fit.fcs
4
5901 > [ @y | f& i 15
Number of Pe... |3 ChiSquar... 174.93
4426 | Peak Area % Position Width Skew Skirt
O )] )
160.27 68.90 3.52 -0.91 0.70
J O O O )
2850 23135 49.31 5.98 0.93 1.19
O O O )
3471 -2.97 6.20 -6.27 3.92
1475 J J O J
50 100 150 200 250
FSC-A
® 00 /& Curve Fit.fcs
<4
5901 > @ ) »> |
PEAK 1 52.90% Name Show Color On
] PHENCE 2 e -
4426 -
E O s ) Gates relating
PEAK 3 U N O to each peak

2950 |

1475 |

50

T T T
100 150 200 250

can be turned
on and off in the
Gate List tab.

FSC-A

14



14. Cell cycle analysis

To perform cell cycle analysis, perform any pre-gating required on your DNA-content
parameters before displaying it as a histogram. Then, in the Cell Cycle tab in the side
drawer, choose from one of the 5 algorithms: Battye, Dean Jett Fox, Fox
synchronous, Watson improved and Watson pragmatic.

® O O JfiR1 [Cell Cycle.fcs]

/3 R1 [Cell Cycle.fcs]

N ETERS

LAY . INNVANS

Pos GO [51322.2

G2/Go [3

I [ Lock v Please select ...

Battye
[_JLtock € pean Jett Fox
Fox synchronous

<
250 ] L
200 ] e 00
=
] 2 ..
T 150 ] fsy 2558
z
s :
£
§ 100 ] ] \
.g -
“ R
50 100 150 2 1279
dna-content FL3-A
640 |
J,km.J:L
50 100

dna-content FL3-A

T T T
150 200 250

Watson improved
Watson pragmatic

The histogram is colored to represent the different phases of the cell
cycle and the data relating to each phase is displayed in the plot side
drawer. This data can be exported by right clicking and selecting Copy

Statistics.
8 00 /3 R1 [Cell Cycle.fcs]
2558 N | o | f& i %4 A S
Gl 69.42% PosGO [sp176 | [ Lock | Watson pragmatic A
G2/G0 196 | [ Jlock GOCV [204 | ] N5
q Description Watson pragmatic
o Gt 10.78% 2
g‘Z)PCIIIIICQGCL” Cycle Table Setup >
15 5in) s % Cell Cycle
CZM:.'% Cell Cycle PV —
] Gates can G2t Mean' 3630400
1279 \ . |GoGLcv 2.04
be manually GhGi: % Of Parent c243
. . S: % Of Parent 21.97
adjusted if ke e
] ired APOFTONS: % SUB €0GL 200
- required. APOPTOSIS: % Parent 0.00
} Click clear to remove the
) 0 , , analysis or choose a new
dna-content FL3-A a|go rithm.
El e © & [ & bWl lh J]K]
In the Gate List tab, extra Name Show Color On
t h as for apoptosis, > °¢ = I “
gates, such as for apoptosis, gy, CEEN B
can be turned on and colors s ) ™
can be changed. Gieh ™
Sub G2M BN 4220
Apoptosis | & || G |

15



15. Proliferation analysis

To assess proliferation, convert the data to a histogram displaying the appropriate
parameter (in this case CFSE labeling) and select the Proliferation tab from the plot

side drawer.

® O O /i proliferation.fcs.

250 ]

8 0 O

/& Proliferation.fcs

n
S
8

a5

SSC-Height SSC-H

CFSE FL1-H

24

NIRRT

i

r |
Background ' 10 (M Fixed | Fit | | Clear |
Loss Factor |1.9 [ Fixed ChiSquared 684.58
—— - -
Number of Pea... |12 || Fixed po... || Fixed W...
Peak Area % Cells Position Width

x
101

T
102
CFSE FL1-H

T
102 104

Click Fit to perform the curve fitting. The curves created for each peak will be colored
on the plot and the related statistics will be displayed in the side drawer.

8 00 /% Proliferation.fcs
4 . ry” 3
o OG04 > L@ | f&® | = | i | 1 FAR
Background |10 [2] Fixed | Clear |
| Loss Factor |1.9 | Fixed ChiSquared 684.7
71
Number of Pea... |12 [ | Fixed po... [ Fixed W...
BACK 0.00% Cells Position Width

333.00 4132.07 6.29

e B 343.00 2174.56 6.29
642.00 1146.65 6.29
867.00 606.87 6.29
455.00 323.43 6.29
102.00 174.59 6.29

24 B 20.00 96.43 6.29
51.00 55.38 6.29
5.00 33.83 6.29
1.00 22.51 6.29
0.00 16.57 6.29

4 T o 1.00 13.45 6.29
. 101 102 103 104
CFSE FL1-H

The background and loss factor can both be fixed and the gate adjusted manually
within the constraints. The statistics can be exported by right clicking and choosing to

copy or export.
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16. Kinetics analysis

To assess cell cycle kinetics, display the data as a ratiometric parameter versus time.
Then toggle to a kinetics plot using the button in the tool bar.

(3

/3 Kinetics.fcs

150

M

—r

&
-
»
J# Kinetics.fcs
4
»
50 _,\
L . . . .
50 100 150 200 250
Time

f&% Boolean Gate

Bl oo OIS

Virtual Parameters

Input Parameter | Please Select

Operation | Please Select ™

Parameter Name Untitled Virtual Parameter

Parameter Create New 2

Min

Max Linear/Log

0.0 0.0 Linear %/

Add Delete

Ratiometric parameters
can be created in the
Parameters tab in the
Advanced Functions
drawer if they were not
created at the time of
acquisition.

e O O J% Kinetics.fcs
< p - - P s
250 Badfground 16.58% » (o | /& - i~ % b LA Q 1K
I fresponse 9.005% Min and Max Settings Statistic Statistic Type
| Resolution 74.91% T 1 T ]
200 X-Axis |0.00 1024.C) | AutoX | [V Enable Kinetics
« 200- w0y .
<
< o
% Y-Axis 0.00 1024.C) | AutoY | @ Peak From Zero | Me.. 7+ |
= Hg Description |All Events | Backgrou...| Response | Resolution |
3 GeoMean 264.02 197.17 367.77 264.98
3 Mean 273.12 197.20 380.33 272.20
£ 100 ] Median 238.00 197.00 339.75 239.00
8 Start T 0.00 0.00 261.12 430.08
3 End T 2068.48 202.24 176.64 1638.40
Delta T 0.00 0.00 0.00 0.00
ol ——1 Peak Y 540.00 204.00 540.00 537.50
lPeak T [225.28 194.56
Area 54078.00 3944.00 6846.00 Table Setup  »
Slope 256369.78 49493.33 32455.1 -
Copy Statistics

Select the Kinetics tab in the plot side drawer and click Auto Gate. This will create
Background, Response and Resolution gates. The data will be displayed in the side
drawer and can be exported by right clicking and selecting Copy Statistics.
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Statistics

Flowlogic allows you to create graphs from your data and perform statistical
analyses in a few easy steps. The best part is if you need to adjust a gate on
a dot plot, all graphs and statistical analyses are updated automatically!

To graph your data, firstly select the Statistics window at the the top of the
program and select Worksheet 1 in the Graph Data window. Then, select
one group of samples from the File Inspector and drag them into the cell in
column 1.

Double click
text to rename

| Files
1 Sample 1
2 Gate Statistic Parameter
3 +| | %Parent 3| - || Mirror datasets on insert
5
s Analysis 1 X-Axis Max.  X-Axis Scale Decimal Places Replicate
I Graph 1 | Linear 3| | 2 = Apply X-Axis [ 1 2
o
1 2 | 3 4 5 6
Cate Statistic Data ‘ ‘ | l
12 N 1 |2 3 a | s 6
13 I |
— / \ R2 v | Groupl 13.68 12.70 14.49 10.70 9.01
v G Group 2 6.75 8.52 9.45 9.85 10.65
R 3 s 8.12 32.42 13.84 0.07 19.21

Drag selected files to
the next empty row
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Use functions in the Graph
Settings, Color Settings,
Legend Settings and Border &
Background Settings to
customize your graph.

/% Graph 1 l

Double click Graph 1 in the Graph
Data window to draw a graph of the
data in the spreadsheet. The graph
appears in the workspace.

e 00
e N = -
legend i E 8 = = I
2| I Groupl | Bar Graph &
W Croup 2 \
B Croup 3 Name Value
= 18 ] Bar Height | Mean 7|
g Error Bar 1 | Top+SE \
“ 1 Error Bar 2 \
Bar Style \
Graph Colors > Bottom \
Background Color
v Draw Border
Border Color .
SRS Grave 3 Export > Click to change
Group A — graph type
/
_ Right click to
Double click to customize and Group Bar Graph
rename the axes 1+ the graph
p g p Stacked Bar Graph
Dot/Line

Regression Plot
Column Scatter Plot

To perform a statistical analysis, click on Analysis in the Graph Data
window. In the Analysis window, choose the statistical test you wish to use
form the drop down menus.

| Worksheet

s oua IR

Experiment 1

Worksheet li ‘

Graph 1

Graph Data

Mis Groups

| one-way ANOVA [Parametric and non Parametric]

Analysis Type

[ One-way analysis of Variance

Statistical Significance

AV

Select Data

—>RER

| Description Analysis
= One Way Anova
Number of groups 3.0000
A J F Value 0.7831
P Value 0.4790
ull hypothesis false
Apply e ans different? NO
Significance level 0.0500
Number 15.0000
Mean 11.9651
SD 7.0839
Group 1 Variance 50.1814
Group 2 S;ewne_ss igg(})g
urtosis X
Group 3 Min 0.0692
Max 32.4215

Tick to select the groups to analyze and press Apply.
The result is displayed in the window to the right.
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Report

The Report function in Flowlogic allows you to display and annotate

plots, graphs, plates, heatmaps and tables.
printed, displayed as a slideshow or saved as a PDF.

These can then be

Of course, any changes made to your analysis will be updated in

your report automatically.

Select the Report window from the
top of the workspace. Use the tabs at
the top of the File Inspector to view
your list of FCS files, list of
documents, modify the properties of
your report and view a list of all plates
and graphs.

List of FCS

Files

\

LN

List of
Documents

0

Properties List of
Plates and
To add dot plots to your report, highlight and Graphs
drag one or more FCS files from the List of
FCS Files. The plots will appear as they were
last viewed when analyzing.
= L

Project FCS

~NA
=
2
a
1=

wn
=
&
£
a
=t

s
2
B
a
2

2

% of parent

Overlays ParX ParY
Overlay #1 CD11cP...Ly-6CFL

Group 1 Group 2 Grou
Experiment 1

Likewise, from the List of Plates
and Graphs, highlight and drag
your selection onto the report.

Page 1

Name Value
Name Document #1
Resolution High
Layout Grid
Background C...
Snap Size 1
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Use the elements in the toolbar to annotate the document, add or
delete plots, print, save and more. Hover over the buttons to
display their function

Insert Stat Table,
Addor  Saveas Add, Delete Shape, Line, Text,

Delete PDF  orDuplicate Image, Date/Page Slide
Document Document Number Show
— :
[}

2l 8| = m\ﬁ&\ | % \_\@\QEJJJJ

New Investigation

Bar Graph

eeeeee

>=x > 288947.00

>=x > 291112.00

»>=x> 291773.00
>=291773.00

% of parent
s o R
o o >
E
]

Experiment 1

Documents with a combination of dot plots, graphs, heatmaps and
plates can be displayed as a slide show, saved as a PDF or
printed as a report. Plots and graphs will be displayed as they exist
in the Analysis or Statistics windows. To change their
appearance, modify them in their original location. Smaller

changes, such as removing titles, axes and labels can be done in
Report.




