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Multi Wavelength Translocation Module Overview

=

e Measures nuclear

— ad
3 Configure Settings for Multi Wavelength Translocation ... E]; @

translocation in assays with Number of wavelengths: 3 3] s
a nuclear stain and 1-6 ] isply resu image: 1121 Casofon
probes of interest B3 Compartmerts | B Frobe A | Il Frobe B |
e Scores cells as positive or Name: Compartmerts
negative for each W‘i:“ed"“af‘g"iJ
end color: Gray
wavelength based on T
correlation with the nuclear Aoprovimate winwidh: 8 1] um = 50 picl
Sta | N Approximate max width: |18 | vm = 112 pixels

. i Intensity above local background: }500 % | graylevels -
° ASSIQ nS prOfIIeS to Ce”S Posttive classification

based On thelr Score In The Compartments’ wavelength is a required stain for all cells.
each wavelength

[ Configure Summary Log... ] [ Configure Data Log (Cells)... ]

[Save Settings...] [Load Settings...] [Show Legend...] [ Test Run ] [ Close ]
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Module Settings

r m— al
€ Configure Settings for Multi Wavelength Translocation ... E]_ @ ¢

Adaptive
Background
3 ) Corvection
(] Display result image: [°/'c! system

Number of wavelengths: {3 ]ﬂ

B Compartments | [ probe A | [l Probe B |

Name: Compartments

W1 Source image: ﬂ_l
Legend color: Gray
Segmentation ®
Approximate min width: 'g—ﬂ pm = 50 pixels
Approximate max width: m pm = 112 pixels

Posttive classification

The Compartments’ wavelength is a required stain for all cells.

[ Configure Summary Log... ] [ Configure Data Log (Cells)... ]

[Save Settings...] [Load Settings..,] [Show Legend...] [ Test Run ] [ Close ]

Number of wavelengths

This should be set to the
total number of
wavelengths to be analyzed
(nuclei plus probes of
interest).

Up to 7 different
wavelengths can be
analyzed simultaneously
(wavelengths may also be
repeated with different
settings)
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Module Settings

rﬁ‘ Configure Settings for Multi Wavelength Translocation ... E]i @1 ¢ I—ea ve h D i S p I ay resu It
Number of wavelengths: ;Z]ﬂ Adapine i m a g e o d ese I ECtEd (th |S |S

Backgrqw_:rc'i"
[] Display resutt image: o] g;;:::?o” g e n e ra I |y O n | y U Se d W h e n
B3 Compatmerts | [ Probe 4 | Il Probe B | journaling)

Name: Compartments

W1 Source image: DAPI |

Legend color: Gray

Segmentation
Approximate min width: '_8_—3] pm = 50 pixels
Approximate max width: L18 3?] um = 112 pixels
Intensity above local background: :m graylevels
Posttive classffication

The Compartments’ wavelength is a required stain for all cells.

[ Configure Summary Log... ] [ Configure Data Log (Cells)... ]

[Save Settings...] [Load Settings...] [Show Legend...] [ Test Run ] [ Close ]
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Module Settings: Wavelength 1

8B Confimure Seitimes for Multd Waveleneth Jranslocation . Bl @ e Select the wavelen gt h for
Nombe of wavelengths: 312 e the Compartments

[y g Bl o (nuclei)

B Compartments | [ probe A | [l Probe B |

Name: Compartments

W1 Source image: DAPI
Legend color: Gray

Segmentation
Approximate min width: '_8_—3] pm = 50 pixels
Approximate max width: L18 3?] um = 112 pixels
Intensity above local background: :m graylevels
Posttive classffication

The Compartments’ wavelength is a required stain for all cells.

[ Configure Summary Log... ] [ Configure Data Log (Cells)... ]

[Save Settings...] [Load Settings...] [Show Legend...] [ Test Run ] [ Close ]
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Module Settings: Wavelength 1

r p— N
3F Configure Settings for Multi Wavelength Translocation ... E]: 0 ‘

]

Number of wavelengths: :3_

Segmentation

[] Display resutt image: o]

B3 compartmerts | [ Probe | [l Probe B |

Name: Compartments

W1 Source image: DAPI |

Legend color: Gray

Adaptive
Background
Corvection
system

Approximate min width: :8 3} pm = 50 pixels

Approximate max width: {18 -31[ pm = 112 pixels

Posttive classification

The Compartments’ wave

Intensity above local background: :500 % | gravlevels

[ Configure Summary Log.

[Save Settings...] [Load Settings..

]
J

X: 410 Y: 334
Length: 97 (15.64 pm)

Set the Approximate min
width and Approximate
max width for the range
of nuclei that you want to
detect

The width is the short axis
of a nucleus (in um)

The region tools can be
used to measure widths

Much smaller cells will be
ignored

Much larger cells will be
split

Molepular
UDewces

©2011 Molecular Devices, LLC. Molecular Devices pro

du

cts are

for

Research Use Only. Not for use in diagnostic procedures. Molecular Devices, the Molecular Devices logo, and all other trademarks unless otherwise indicated are the property of Molecular Devices, LLC.



Module Settings: Wavelength 1

Effects of varying width settings

Min width too small: splits nuclei -.f-

Min width too large: omits smaller nuclei

Max width too small: may shrink nuclear
boundaries

Max width too large: may slightly enlarge
nuclear boundaries
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Module Settings: Wavelength 1

r —_— al
SF Configure Settings for Multi Wavelength Translocation ... E]\_f:_]

Number of wavelengths: 3 ! ‘CJ g::ﬁg::un o Th - t - t b I I
S Bacharaung o e intensity above loca
[] Display resutt image: [™21e systorm

background is used for
finding the nuclei

e This value is a minimum and
should be set slightly lower
than the difference in intensity
between a dim cell and its
local background

e Draw a line across a cell into
the background and use
Measure > Linescan to
determine intensity values; or
simply mouse over the cell
and the background and view
the intensity values

B} compartments ]u Probe A | [l Probe B |

Name: Compartments

W1 Source image: DAPI |

Legend color: Gray

Segmentation

Approximate min width: l8 3 pm = 50 pixels

Approximate max width: 18 pm = 112 pixels

aravlevels

H
h g
~
v

| Preview I

Intensity above local background: 5{‘10

Gray Level (Avg)

13.09

Distance (um) E)Ag‘\? |Cél lea;
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Module Settings: Wavelength 1

rﬁ‘ Configure Settings for Multi Wavelength Translocation ... E]i @1 ¢ Cl IC k on P reVieW to teSt
Number of wavelengths: ;Z]ﬂ Adapine Settl n g S fO I th e C U rre nt

Background
Corvection

[] Display resutt image: o] system wave I en g t h on | y
u Compartments ] - Probe A I . Probe B ]

Name: Compartments

W1 Source image: _[ﬂ_l
Legend color: Gray
Segmentation
Approximate min width: '_8_—3] pm = 50 pixels
Approximate max width: L18 3?] um = 112 pixels
Intensity above local background: :m graylevels [W

Posttive classification

The Compartments’ wavelength is a required stain for all cells.

[ Configure Summary Log... ] [ Configure Data Log (Cells)... ]

[Save Settings...] [Load Settings...] [Show Legend...] [ Test Run ] [ Close ]
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Module Settings: Wavelength 2

r

— N

SF Configure Settings for Multi Wavelength Translocation ... [;], @
Adaptive

Background

Number of wavelengths: i3 =
Corvection

[] Display result image: 2! system

B compartments B Probe A l- Probe B |

Name: {Probe A

W2 Source image: FITC |

Legend color: IGreen W [

Define regions for measureme

Inner region distance in from edge: 1 ;] pm = 6 pixels

Outer region distance out from edge: {1 % | pm = 6 pixels

Quter region width: ;3 % | um = 19 pixels

Posttive classification

Minimum correlation coefficient: 50,45 3] [ Preview ]

[ Configure Summary Log... ] [ Corfigure Data Log (Cells)... ]

[Save Settings...] [Load Settings...] [Show Legend...] [ Test Run ] [ Close ]

Define W2:

Enter a name and select
wavelength and legend
color for your 2nd
wavelength (probe A in this
example)
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Module Settings: Wavelength 2
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SF Configure Settings for Multi Wavelength Translocation ... [Z]131 ¢ Defl ne reg ions fo r
Number of wavelengths: (3 % Adaptive measuremen t .

Background

Corvection

[ Oislay resukimage: o7 on e The “inner region” can be
B Compartments [ Probe A | Il Probe & | set to be shrunk in inner
Neme: [Probe A region from the detected
W2 Source image: FITC | nucleus to avoid boundary
e i Gron ) effects.

_ |um=6puek e 1 um is the default setting

Quter region distance out from edge: Lﬁ__‘]un=8Db(els used In the TranS|Ocat|0n
Outer region width: ZZ} pm = 19 pixels mOd u |e \

Posttive classification

Define regions for measurement

Inner region distance in from edge: 'ﬁ

Minimum correlation coefficient: 20.45 3J [ Preview ]

[ Configure Summary Log... ] [ Configure Data Log (Cells)... ]

2umin

[Save Settings...] [Load Settings...] [Show Legend...] [ Test Run ] [ Close ]
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Module Settings: Wavelength 2

=

SF Configure Settings for Multi Wavelength Translocation ... E]}i‘ ¢ Defl ne reg ions fo r
Number of wavelengths: (3 % Adaptive measuremen t .

Background
Corvection

[ Dispay resutimage: (101 Setom e The “outer region” can be
B3 compatmerts B Prove A | Il Probe 8 | set to be expanded out

Name: [Probe A from the detected nucleus

W2 Source image: FITC | to avoid boundary effects.

Legend color: | Green v] . .
Define regions for measurement | o 1 u m I S th e d efa u |t Settl n g
iner region dtance nfromedge: [1L___ 5 um - 6pnes used in the Translocation

al

Quter region distance out from edge: {»1 % | pm = 6 pixels mo d u | e

Quter region width: f3 < | pm = 19 pixels

Posttive classification

Minimum correlation coefficient: 20.45 3‘ [ Preview ]

2 um out

[ Configure Summary Log... ] [ Configure Data Log (Cells)... ]

[Save Settings...] [Load Settings...] [Show Legend...] [ Test Run ] [ Close ]

Molecular
Devices

©2011 Molecular Devices, LLC. Molecular Devices products are for Research Use Only. Not for use in diagnostic procedures. Molecular Devices, the Molecular Devices logo, and all other trademarks unless otherwise indicated are the property of Molecular Devices, LLC.



Module Settings: Wavelength 2

r* Configure Settings for Multi Wavelength Translocation ... E]}i‘ ¢ Defl ne reg ions fo r
Number of wavelengths: (3 % Adaptive measuremen t .

Background
Corvection

[ Diplay resultimage: 1 system e Typically the inner region and
B3 compatmerts [ Prove A | Il Probe B | outer region distances are

Name: {PmbeA bOth Utl|lZ€d
W2 Source image: EJ

Legend color: }Gneen v ]

Define regions for measurement

Inner region distance in from edge: ﬁ a pm = 6 pixels

Quter region distance out from edge: |1 371 ym = 6 pixels

QOuter region width: :3 < | pm = 19 pixels

Posttive classification

Minimum correlation coefficient: 20.45 3‘ [ Preview ]

[ Configure Summary Log... ] [ Configure Data Log (Cells)... ]

[Save Settings...] [LoadSettings...] [Show Legend...] [ Test Run ] [ Close ] 2 um in and Out
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Module Settings: Wavelength 2

r»x- Configure Settings for Multi Wavelength Translocation ... @{iw ¢ Defl ne reg ions fo r
Number of wavelengths: (3 % Adaptive measuremen t .

Background
Corvection

[ Oislay resultimage: 157 e e The outer region width can
B3 compatmerts [ Probe A | [ Probed | be adjusted for the specific
Name: [Probe A cell type (and degree of
W2 Soure iage: FITC | confluency).

Legend color: | Green V| . .
Define regions for measurement ¢ 3 u m | S th e d efa u |t Settl N g
e region distance nfromedge: (1| & ym = 6piels used in the Translocation

QOuter region distance out from edge: |1 ﬂ ym = 6 pixels m Od u | e

Quter region width: :3 % | um = 19 pixels

Posttive classification

Minimum correlation coefficient: '{O.45 3' [ Preview ]

[ Configure Summary Log... ] [ Configure Data Log (Cells)... ]

[Save Settings...] [Load Settings...] [Show Legend...] [ Test Run ] [ Close ]

1 um S5um
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Module Settings: Wavelength 2

r* Configure Settings for Multi Wavelength Translocation ... E]}E1 ¢ POSItIve CIaSSIflcatlon :
Number of wavelengths: :_3—3 Hednine o POSItIVG Cel IS fO r th |S p I"O be

Background
Corvection

[ Dislayresut mage: (101 systom are those with nuclear
B3 compartments [ Probe A | I Probet | staining. Negative cells for
Nare: Probe A this probe are those with
W2 Souree image: FITC | cytoplasmic staining.

Legend color: :Gneen v I

Define regions for measurement
Inner region distance in from edge: lﬁ E]i pm = 6 pixels
Quter region distance out from edge: | 1 3} pm = 6 pixels
Quter region width: fﬁ pm = 19 pixels

Posttive classification

Minimum correlation coefficient: §0.45 & | | Preview |

4 \
[ Configure Summary Log... ] [ Configure Data Log (Cells)... } N ) t . P 't'
(Save Seﬁings...] [Load Settings...] [Show Legend...] [ Test Run ] [ Close ega ’Ve. ositive
(cytoplasmic) (nuclear)
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Module Settings: Wavelength 2

e Positive classification:

e Correlation Coefficient - This is
the Pearson’s correlation coefficient
of the pixel intensity of the probe of
interest and the nuclear stain in the
entire cell region (nucleus + gap +
cytoplasm)

e This is typically the most robust
method for classifying translocation Negative Positive

e 1.0 is perfect correlation (the two (cytoplasmic) (nuclear)
stains perfectly overlap)

e -1.0 is perfect anti-correlation (the
two stains never overlap)

e 0O indicates the stains are
independent
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Module Settings: Additional wavelengths

r* Configure Settings for Multi Wavelength Translocation ... E]Lj ¢ wa velen gth 3 .
Nomber of wavelengits: (2 %] s | ® Follow the same steps to

Corvection

[ Disly resutimage: 11+ system configure the settings for
I oot M x| s wavelength 3 (probe B in

Name: [Probe B this example)
W3 Source image: Texas Red |

Legend color: lRed v |

Define regions for measurement

Inner region distance in from edge: 1 ﬂ pm = 6 pixels

Outer region distance out from edge: |1 3} ym = 6 pixels

Quter region width: 23 % | pm = 19 pixels

Posttive classification

Minimum correlation coefficient: 20.3 $J [ Preview ]

[ Configure Summary Log... [ Configure Data Log (Cells)... ]

J
[Save Settings...] [Load Settings...] [Show Legend...] [ Test Run ] [ Close ]
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Module Settings

Cel. | Celt
Correlation Correlation
|Coefficient W2 Coefficient '3

o Setting Cell classification cutoffs: I
-0.0849507 »-0.08491 [ ‘

e Test module on positive and negative o oman

0872282 -0.872281

COI’\tI’OlS 0618935  -0.618988

0.673702 0.673703 !
-0.635523 -0.635505

e Use the interactive cellular results table szs oses

0262854  -0.262858

to view the individual correlation or AR (L
results for positive and negative cells T mmty

. .

e An image showing both phenotypes s e
makes it easy to compare results L [oouer |

0780435 0780431
0532925 0532945
0681289 -0.681297

0692857 0692865 Molecular
v Devices

©2011 Molecular Devices, LLC. Molecular Devices products are for

Research Use Only. Not for use in diagnostic procedures. Molecular Devices, the Molecular Devices logo, and all other trademarks unless otherwise indicated are the property of Molecular Devices, LLC.



Module Settings

r‘ﬂ' Configure Settings for Multi Wavelength Translocation ... E]t_:‘ o S h ow Leg en d

' ¥ P Adaptive .
Stenmeente [ saeand | o  Qptionally name each
[] Display result image: ™21 system

profile

B Compartments | [ probe A | [l Probe B |

Name: Compartments

W1 Source image: DAPI |

Legend color: Gray

% WWT Legend [0 0)0K)

Segmentation

Approximate min width: |8 & 1 = 50 pixels Wavelengths:
: nCompattments
Approximate max width: |18 ﬂ um = 112 pixels -

. Probe B

Profiles: Custom Profile Names:

Intensity above local background: :500 % | graylevels

Posttive classification

The Compartments’ wavelength is a required stain for all cells. LEDouble negave!

Il B positive
[ ] Double posttive

[ Configure Summary Log... ] [ Configure Data Log (Cells)... ]

[Save Settings...] [Load Settings...] [Show Legend...] [ Test Run ] [ Close ]
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Module Settings — General Settings

r — al
3 Configure Settings for Multi Wavelength Translocation ... E]; @

Adaptive
Background
S ) P Corvection
(] Display result image: 1<) systern

Number of wavelengths: i3 ]:,j

B compartments | B probe A | [l Probe B |

Name: Compartments
W1 Source image: _[ﬂ_'
Legend color: Gray
Segmentation
Approximate min width: (8 % ym = 50 pixels
Approximate max width: m pm = 112 pixels
Intensity above local background: 2—500—3’[ araylevels

Preview

Posttive classification

The Compartments’ wavelenath is a required stain for all cells.

[ Configure Summary Log... ] [ Configure Data Log (Cells)... ]

[Save Settings...] [Load Settings...] [Show Legend...] [ Test Run ] [ Close ]
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Configure Summary Log
— select site-by-site
measurements

Configure Data Log -
select cell-by-cell
measurements

Save Settings - save
analysis parameters to
database

Load Settings - load
saved analysis parameters

Set to Defaults - restore
default analysis parameters

Test Run - test all settings
together and display cell-
by-cell results for this site
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Regions for Measurements

e Regions

e Outer region: corresponds
Outer region to cytoplasm (minus gap at
boundary)

Innerregion  , Tpper region: corresponds
to nucleus (minus gap at
boundary)

e Marked area: corresponds
to inner + outer regions

e Area for correlation
coefficient: inner region +
gap + outer region

e Note that the regions are
defined separately for each
wavelength

Area for correlation coefficient

Molecular
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Summary Data (site-by-site measurements)

CCCC L CCECECCECECECECELCECELELCCECLCL LK L Cx

Total Cells
Mean Compartments Area

Mean Intearated Compartments Intens
Mean Average Compartments Intens
% Positive W2

% Positive W3

Positive W2

Positive W3

Scoring Profile 1--

Scoring Profile 12-

Scoring Profile 1-3

Scoring Profile 123

Correlation Coefficient W2
Correlation Coefficient W3

Integrated Inner Intensity W2
Integrated Inner Intensity W3
Integrated Outer Intensity W2
Integrated Outer Intensity ‘W3
Average Inner Intensity W2

Average Inner Intensity W3

Average Outer Intensity ‘W2

Average Outer Intensity W3
Background Intensity W2
Backaround Intensity W3

Mean Marked Area w2

Mean Marked Area ‘W3

Mean Integrated Marked Intensity W2
Mean Intearated Marked Intensity \W3
Mean bdverage Marked Intensity W2
Mean Average Marked Intensity W3

Total cells: Total number of
nuclei (cell count)

Mean Compartment Area:
The average nuclear area (in
um?2)

Mean Integrated
Compartment Intensity:
The total pixel intensity of the
nuclear stain over the nuclear
area, divided by the number
of cells

Mean Average
Compartment Intensity:
The average pixel intensity of
the nuclear stain over all the
nuclear areas in the image
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Summary Data (site-by-site measurements)

CCCCLCCCCCECECECELCECECCEEELECELELELELCCCCex

Total Cells
Mean Compartments Area

Mean Intearated Compartments Intens
Mean Average Compartments Intens
% Positive W2

% Positive W3

Positive W2

Positive W3

Scoring Profile 1--

Scoring Profile 12-

Scoring Profile 1-3

Scoring Profile 123

Correlation Coefficient w2
Correlation Coefficient ‘W3

Integrated Inner Intensity W2
Integrated Inner Intensity W3
Integrated Outer Intensity ‘W2
Integrated Outer Intensity W3
Average Inner Intensity W2

Average Inner Intensity W3

Average Duter Intensity W2

Average Duter Intensity W3
Background Intensity ‘W2
Background Intensity '3

Mean Marked Area W2

Mean Marked Area W3

Mean Intearated Marked Intensity W2
Mean Integrated Marked Intensity W3
Mean Average Marked Intensity W2
Mean Average Marked Intensity W3

Positive W2: The number of cells
positive for nuclear translocation
in wavelength 2 (probe A) as
defined by correlation with the
nuclear stain over the cell region

Positive W3: The number of cells
positive for nuclear translocation
in wavelength 3 (probe B) as
defined by correlation with the
nuclear stain over the cell region

% Positive W2: The number of
positive W2 cells divided by the
total number of cells, times 100

% Positive W3: The number of
positive W3 cells divided by the
total number of cells, times 100
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Summary Data (site-by-site measurements)

CLCLCCLCCCCCCCECELECEECELECECECCELCCCCC s

Total Cells
Mean Compartments Area

Mean Integrated Compartments Intens
Mean Average Compartments Intens
% Positive W2

% Positive W3

Positive W2

Positive W3

Scoring Profile 1--

Scoring Profile 12-

Scoring Profile 1-3

Scoring Profile 123

Correlation Coefficient W2
Correlation Coefficient W3

Integrated Inner Intensity W2
Integrated Inner Intensity W3
Integrated Outer Intensity W2
Integrated Outer Intensity ‘W3
Average Inner Intensity W2

Average Inner Intensity W3

Average Outer Intensity ‘W2

Average Duter Intensity ‘W3
Background Intensity ‘2
Backaround Intensity '3

Mean Marked Area W2

Mean Marked Area w3

Mean Integrated Marked Intensity ‘W2
Mean Intearated Marked Intensity W3
Mean Average Marked Intensity W2
Mean Average Marked Intensity W3

Scoring Profile 1--: The number
of cells negative for nuclear
translocation in both wavelengths
2 and 3

Scoring Profile 12-: The number
of cells positive for nuclear
translocation in wavelength 2 and
negative for nuclear translocation
in wavelength 3

Scoring Profile 1-3: The number
of cells negative for nuclear
translocation in wavelength 2 and
positive for nuclear translocation
In wavelength 3

Scoring Profile 123: The
number of cells positive for
nuclear translocation in both
wavelengths 2 and 3
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Summary Data (site-by-site measurements)

CLCLCCLCCCCCECEECELECECECELECECELECELCCCCCC s

Total Cells
Mean Compartments Area

Mean Intearated Compartments Intens
Mean Average Compartments Intens
% Positive W2

% Positive W3

Positive W2

Positive W3

Scoring Profile 1--

Scoring Profile 12-

Scoring Profile 1-3

Scoring Profile 123

Correlation Coefficient W2
Correlation Coefficient ‘W3

Integrated Inner Intensity W2
Integrated Inner Intensity W3
Integrated Outer Intensity ‘W2
Integrated Outer Intensity W3
Average Inner Intensity W2

Average Inner Intensity W3

Average Duter Intensity W2

Average Duter Intensity W3
Background Intensity ‘W2
Background Intensity '3

Mean Marked Area W2

Mean Marked Area W3

Mean Intearated Marked Intensity W2
Mean Integrated Marked Intensity W3
Mean Average Marked Intensity W2
Mean Average Marked Intensity W3

Correlation Coefficient W2:
The Pearson’s correlation
coefficient between the
nuclear stain and wavelength
2 over all of the pixels located
in all of the cell regions (nuclei
+ gaps + cytoplasms) in the
Site

Correlation Coefficient W3:
The Pearson’s correlation
coefficient between the
nuclear stain and wavelength
3 over all of the pixels located
in all of the cell regions (nuclei
+ gaps + cytoplasms) in the
site
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Summary Data (site-by-site measurements)

CLCACLCCRLCLCCCECCCCCECCECELECECECECELCCC e x

Total Cells
Mean Compartments Area

Mean Intearated Compartments Intens
Mean Average Compartments Intens
% Positive W2

% Positive W3

Positive W2

Positive W3

Scoring Profile 1--

Scoring Profile 12-

Scoring Profile 1-3

Scoring Profile 123

Correlation Coefficient ‘W2
Correlation Coefficient W3

Integrated Inner Intensity ‘W2
Integrated Inner Intensity W3
Integrated Outer Intensity ‘W2
Integrated Outer Intensity W3
Average Inner Intensity W2

Average Inner Intensity W3

Awverage Duter Intensity W2

Average Outer Intensity W3
Background Intensity ‘W2
Background Intensity '3

Mean Marked Area W2

Mean Marked Area w3

Mean Integrated Marked Intensity W2
Mean Integrated Marked Intensity W3
Mean Average Marked Intensity W2
Mean Average Marked Intensity W3

Integrated Inner Intensity W2: The total
pixel intensity of wavelength 2 (probe A) in all
the inner W2 regions for the site after
background subtraction (note this correlates
with cell count)

Integrated Inner Intensity W3: The total
pixel intensity of wavelength 3 (probe B) in all
the inner W3 regions for the site after
background subtraction (note this correlates
with cell count)

Integrated Outer Intensity W2: The total
pixel intensity of wavelength 2 (probe A) in all
the outer W2 regions for the site after
background subtraction (note this correlates
with cell count)

Integrated Outer Intensity W3: The total
pixel intensity of wavelength 3 (probe B) in all
the outer W3 regions for the site after
background subtraction (note this correlates

with cell count) iidiaciia
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Summary Data (site-by-site measurements)

CLCCLCCRN CCQC €€ CECLECEECELECECECECELCCCCC < x

Total Cells

Mean Compartments Area

Mean Intearated Compartments Intens
Mean Average Compartments Intens
% Positive W2

% Positive W3

Positive W2

Positive W3

Scoring Profile 1--

Scoring Profile 12-

Scoring Profile 1-3

Scoring Profile 123

Correlation Coefficient ‘W2
Correlation Coefficient W3

Intearated Inner Intensity ‘W2
Integrated Inner Intensity W3
Integrated Outer Intensity ‘W2
Integrated Outer Intensity w3
Average Inner Intensity W2

Average Inner Intensity W3

Average Outer Intensity W2

Average Outer Intensity W3
Background Intensity ‘W2
Background Intensity '3

Mean Marked Area w2

Mean Marked Area ‘w3

Mean Integrated Marked Intensity W2
Mean Integrated Marked Intensity W3
Mean Average Marked Intensity W2
Mean Average Marked Intensity W3

Average Inner Intensity W2: The average
pixel intensity of wavelength 2 (probe A) in all
the inner W2 regions for the site after
background subtraction (independent of cell
count)

Average Inner Intensity W3: The average
pixel intensity of wavelength 3 (probe B) in all
the inner W3 regions for the site after
background subtraction (independent of cell
count)

Average Outer Intensity W2: The average
pixel intensity of wavelength 2 (probe A) in all
the outer W2 regions for the site after
background subtraction (independent of cell
count)

Average Outer Intensity W3: The average
pixel intensity of wavelength 3 (probe B) in all
the outer W3 regions for the site after
background subtraction (independent of cell

count)
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Summary Data (site-by-site measurements)

CLCCC L € Q€ € CCCCECEECEECELECECECECELCCC

Total Cells

Mean Compartments Area

Mean Intearated Compartments Intens
Mean Average Compartments Intens
% Positive W2

% Positive W3

Positive W2

Positive W3

Scoring Profile 1--

Scoring Profile 12-

Scoring Profile 1-3

Scoring Profile 123

Correlation Coefficient ‘W2
Correlation Coefficient W3

Intearated Inner Intensity ‘W2
Integrated Inner Intensity W3
Integrated Outer Intensity ‘W2
Integrated Outer Intensity w3
Average Inner Intensity W2

Average Inner Intensity W3

Average Duter Intensity W2

Average Outer Intensity W3
Background Intensity ‘W2
Background Intensity '3

Mean Marked Area W2

Mean Marked Area W3

Mean Integrated Marked Intensity W2
Mean Integrated Marked Intensity W3
Mean Average Marked Intensity W2
Mean Average Marked Intensity W3

Background Intensity W2: The average
background pixel intensity of the
wavelength 2 (Brobe A) image. This is the
value that has been subtracted from other
W2 intensity measurements.

Background Intensity W3: The average
background pixel intensity of the
wavelength 3 (Brobe B) image. This is the
value that has been subtracted from other
W3 intensity measurements.

Mean Marked Area W2: The total area
covered by inner + outer regions as
defined for wavelength 2, divided by the
total cell count

Mean Marked Area W3: The total area
covered by inner + outer regions as
defined for wavelength 3, divided by the
total cell count
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Summary Data (site-by-site measurements)

CLCCLCCCCCCECECELRCECECEEECECELELELELELCCC s

Total Cells

Mean Compartments Area

Mean Intearated Compartments Intens
Mean Average Compartments Intens
% Positive W2

% Positive W3

Positive W2

Positive W3

Scaring Profile 1--

Scoring Profile 12-

Scoring Profile 1-3

Scoring Profile 123

Correlation Coefficient w2
Correlation Coefficient ‘W3

Integrated Inner Intensity ‘W2
Integrated Inner Intensity W3
Integrated Outer Intensity W2
Integrated Outer Intensity W3
Average Inner Intensity W2

Average Inner Intensity W3

Average Outer Intensity W2

Average Duter Intensity ‘W3
Background Intensity ‘2
Backaround Intensity ‘W3

Mean Marked Area W2

Mean Marked Area W3

Mean Integrated Marked Intensity ‘W2
Mean Integrated Marked Intensity ‘W3
Mean Sverage Marked Intensity W2
Mean Average Marked Intensity W3

Mean Integrated Marked Intensity W2:
The total pixel intensity of wavelength 2
(probe A) in the inner + outer W2 regions
minuts background, divided by the total cell
coun

Mean Integrated Marked Intensity W3:
The total pixel intensity of wavelength 3
(probe B) in the inner + outer W3 regions
minuts background, divided by the total cell
coun

Mean Average Marked Intensity W2: The
average pixel intensity of wavelength 2
(probe A) across all of the inner + outer W2
regions in the image minus background

Mean Average Marked Intensity W3: The
average pixel intensity of wavelength 3
(probe B) across all of the inner + outer W3
regions in the image minus background
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Cell Data (cell-by-cell measurements)

CLC L L CECECECECECECECELLCCElLECCLCCL L s

Cell: Assigned Label #

Cell: Scoring Prafile

Cell: Custom Profile Name

Cell: Compartment Stained Area

Cell: Compartment Integrated Intensity
Cell: Compartment Mean Intensity
Cell: Positive W2

Cell: Positive w3

Cell: Correlation Coefficient w2

Cell: Correlation Coefficient W3

Cell: Integrated Inner Intensity W2
Cell: Integrated Inner Intensity W3
Cell: Intearated Duter Intensity ‘W2
Cell: Integrated Outer Intensity W3
Cell: Mean Inner Intensity W2

Cell: Mean Inner Intensity W3

Cell: Mean Outer Intensity ‘W2

Cell: Mean Outer Intensity W3

Cell: Inner Area w2

Cell: Inner Area w3

Cell: Outer Area w2

Cell: Quter Area W3

Cell: Marked Area ‘w2

Cell: Marked Area W3

Cell: Intearated Marked Intensity W2
Cell: Intearated Marked Intensity W3
Cell: Mean Marked Intensity ‘W2
Cell: Mean Marked Intensity W3

Cell: Assigned Label # - Cell label number
(1 through total cell number)

Cell: Scoring Profile — The profile for this
cell, i.,e. "1—"or “12-" or “"1-3" or “"123”

Cell: Custom Profile Name - The user-
defined profile for this cell, as specified in the
legend (e.g. “A positive”, "Double positive”)

Cell: Compartment Stained Area - Total
square microns of the nucleus

Cell: Compartment Integrated Intensity
— Total pixel intensity of the nuclear stain in
the nucleus

Cell: Compartment Mean Intensity -
Average pixel intensity of the nuclear stain in
the nucleus
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Cell Data (cell-by-cell measurements)

Cell: Marked Area'w3

Cell: Intearated Marked Intensity W2
Cell: Intearated Marked Intensity W3
Cell: Mean Marked Intensity ‘W2
Cell: Mean Marked Intensity W3

wobsk fesnod Lebel it e Cell: Positive W2 - Classification of the cell by correlation
v Lel: Scoring Profie coefficient as positive for translocation (nuclear staining) in
v ek Custon oo Naue wavelength 2 (value of 1) or negative for translocation

- ek Compaiment Stained fues (cytoplasmic staining) in wavelength 2 (value of 0)

v LCell: Compartment Integrated Intensity

v LCell: Compartment Mean Intensity L. . . .

v Cell Posiive W2 e Cell: Positive W3 - Classification of the cell by correlation
v Cell Positive W3 coefficient as positive for translocation (nuclear staining) in
v Cell Conelation Cosfficient W2 wavelength 3 (value of 1) or negative for translocation

v LCell: Correlation Coefficient '3 (Cyt0p|asm|C Stalnlng) In Wavelength 3 (value Of O)

v Cell: Integrated Inner Intensity ‘W2

v Cel: Integrated Inner Intensity W3 e Cell: Correlation Coefficient W2 - The Pearson’s

v Cell Intearated Duter Intensity w2 correlation coefficient between the intensities of the

Ll g e Dot enatnvs nuclear stain and wavelength 2 (probe A) for all pixels in

¢ \Eek MesaInnerintenstywie the cell region for W2 (nucleus + gap + cytoplasm). The
wulellMeen lnnecntensiy V3 value ranges from -1 (anti-correlated) to 1 (correlated).

v Cell: Mean Outer Intensity ‘W2

v Cell: Mean Duter Intensity W3 . ..

v Celt Inner Area W2 e Cell: Correlation Coefficient W3 - The Pearson’s

v Cell: Inner Area W3 correlation coefficient between the intensities of the

v Cel: Outer Area W2 nuclear stain and wavelength 3 (probe B) for all pixels in

v Cell: Outer Area W3 the cell region for W3 (nucleus + gap + cytoplasm). The

v Cel Marked Area W2 value ranges from -1 (anti-correlated) to 1 (correlated).

v

v

v

v

v
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Cell Data (cell-by-cell measurements)

CLC L CCCECECELCECECECELLCCECElLCCLKCCLCLCLC LK

Cell: Assigned Label #

Cell: Scoring Profile

Cell: Custom Profile Name

Cell: Compartment Stained Area

Cell: Compartment Integrated Intensity
Cell: Compartment Mean Intensity
Cell: Positive W2

Cell: Positive w3

Cell: Correlation Coefficient w2

Cell: Correlation Coefficient W3

Cell: Intearated Inner Intensity ‘W2
Cell: Integrated Inner Intensity W3
Cell: Intearated Duter Intensity ‘W2
Cell: Intearated Duter Intensity ‘W3
Cell: Mean Inner Intensity W2

Cell: Mean Inner Intensity W3

Cell: Mean Outer Intensity ‘W2

Cell: Mean Outer Intensity W3

Cell: Inner Area w2

Cell: Inner Area w3

Cell: Outer Area w2

Cell: Quter Area W3

Cell: Marked Area ‘w2

Cell: Marked Area W3

Cell: Intearated Marked Intensity W2
Cell: Intearated Marked Intensity W3
Cell: Mean Marked Intensity ‘W2
Cell: Mean Marked Intensity W3

Cell: Integrated Inner Intensity W2 -
The total pixel intensity of wavelength 2
(probe A) in the inner W2 region minus
background

Cell: Integrated Inner Intensity W3 -
The total pixel intensity of wavelength 3
(probe B) in the inner W3 region minus
background

Cell: Integrated Outer Intensity W2 -
The total pixel intensity of wavelength 2
(probe A) in the outer W2 region minus
background

Cell: Integrated Outer Intensity W3 -
The total pixel intensity of wavelength 3
(probe B) in the outer W3 region minus
background
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Cell Data (cell-by-cell measurements)

CLC L CCCCCECCCCC L CCCCCCCCCCeCx

Cell: Assigned Label #

Cell: Scoring Profile

Cell: Custom Profile Name

Cell: Compartment Stained Area

Cell: Compartment Integrated Intensity
Cell: Compartment Mean Intensity
Cell: Positive W2

Cell: Positive w3

Cell: Correlation Coefficient w2

Cell: Correlation Coefficient W3

Cell: Integrated Inner Intensity W2
Cell: Integrated Inner Intensity W3
Cell: Intearated Duter Intensity ‘W2
Cell: Integrated Outer Intensity W3
Cell: Mean Inner Intensity W2

Cell: Mean Inner Intensity W3

Cell: Mean Outer Intensity ‘w2

Cell: Mean Outer Intensity ‘W3

Cell: Inner Area w2

Cell: Inner Area w3

Cell: Outer Area w2

Cell: Quter Area W3

Cell: Marked Area ‘w2

Cell: Marked Area W3

Cell: Intearated Marked Intensity W2
Cell: Intearated Marked Intensity W3
Cell: Mean Marked Intensity ‘W2
Cell: Mean Marked Intensity W3

Cell: Mean Inner Intensity W2 - The
average pixel intensity of wavelength 2
(probe A) in the inner W2 region minus
background

Cell: Mean Inner Intensity W3 - The
average pixel intensity of wavelength 3
(probe B) in the inner W3 region minus
background

Cell: Mean Outer Intensity W2 - The
average pixel intensity of wavelength 2
(probe A) in the outer W2 region minus
background

Cell: Mean Outer Intensity W3 - The
average pixel intensity of wavelength 3
(probe B) in the outer W3 region minus
background
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Cell Data (cell-by-cell measurements)

CLC L CCCCCLCCECECELLCCECElLECECEL LKL

Cell: Assigned Label #

Cell: Scoring Profile

Cell: Custom Profile Name

Cell: Compartment Stained Area

Cell: Compartment Integrated Intensity
Cell: Compartment Mean Intensity
Cell: Positive W2

Cell: Positive w3

Cell: Correlation Coefficient W2

Cell: Correlation Coefficient W3

Cell: Integrated Inner Intensity W2
Cell: Integrated Inner Intensity W3
Cell: Intearated Duter Intensity ‘W2
Cell: Integrated Outer Intensity W3
Cell: Mean Inner Intensity W2

Cell: Mean Inner Intensity W3

Cell: Mean Outer Intensity w2

Cell: Mean Outer Intensity ‘W3

Cell: Inner Area W2

Cell: Inner &rea W3

Cell: Outer Area W2

Cell: Outer Area ‘w3

Cell: Marked Area W2

Cell: Marked Area W3

Cell: Intearated Marked Intensity W2
Cell: Intearated Marked Intensity W3
Cell: Mean Marked Intensity ‘W2
Cell: Mean Marked Intensity W3

Cell: Inner Area W2 - Total square
microns in the inner W2 region

Cell: Inner Area W3 - Total square
microns in the inner W3 region

Cell: Outer Area W2 - Total square
microns in the outer W2 region

Cell: Outer Area W3 - Total square
microns in the outer W3 region

Cell: Marked Area W2 - The sum of
the inner and outer W2 areas

Cell: Marked Area W3 - The sum of
the inner and outer W3 areas
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Cell Data (cell-by-cell measurements)

CE L €€ CCCCCECECECCECEECECECECECCCCCCC K

Cell: Assigned Label #

Cell: Scoring Profile

Cell: Custom Profile Name

Cell: Compartment Stained Area

Cell: Compartment Integrated Intensity
Cell: Compartment Mean Intensity
Cell: Positive W2

Cell: Positive w3

Cell: Correlation Coefficient w2

Cell: Correlation Coefficient W3

Cell: Integrated Inner Intensity W2
Cell: Integrated Inner Intensity W3
Cell: Intearated Duter Intensity ‘W2
Cell: Integrated Outer Intensity W3
Cell: Mean Inner Intensity W2

Cell: Mean Inner Intensity W3

Cell: Mean Outer Intensity w2

Cell: Mean Outer Intensity ‘W3

Cell: Inner Area w2

Cell: Inner Area w3

Cell: Outer Area w2

Cell: Quter Area W3

Cell: Marked Area ‘w2

Cell: Marked Area W3

Cell: Intearated Marked Intensity ‘W2
Cell: Intearated Marked Intensity W3
Cell: Mean Marked Intensity ‘W2
Cell: Mean Marked Intensity ‘W3

Cell: Integrated Marked Intensity W2
— The total pixel intensity of wavelength 2
gprobe A) in the inner + outer W2 areas
minus background)

Cell: Integrated Marked Intensity W3
— The total pixel intensity of wavelength 3
éprobe B) in the inner + outer W3 areas
minus background)

Cell: Mean Marked Intensity W2 - The
average pixel intensity of wavelength 2
éprobe A) in the inner + outer W2 areas
minus background)

Cell: Mean Marked Intensity W3 - The
average pixel intensity of wavelength 3
éprobe B) in the inner + outer W3 areas
minus background)
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