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Module Settings

3F Configure Settings for Translocation-Enhanced E] = @

. . Adaptive .
Fonetneotiiaoe: Background Compartments = Nuclei
Translocation probe image: FITC | g;;::::’o” '

[ Display resut image: ~ [1'27<] | Note that this module may
Compartments | : also be used for measuring
Algorithm: | Fast v .
Sopeosinatevidhe [15 ] = 47 i translocation to other
Intensity above local background: i3UU 4 to _'_-3500 3 araylevels Organe”es.
Minimum area: {40 - \ um? = 385 pixels

Maximum area: 5?00 - : pum? = 6730 pixels
[v] Auto separate touching compartments

Define regions for measurement

Inner region distance in from edge: _'1 at= pm = 3 pixels
Outer region distance out from edge: :1 - | um = 3 pixels
Outer region width: 3 | um =12 pixels

Translocation probe -
Background estimation method: | Auto Constant v

Classify positive if: | Corelation Coefficient v | >= _:_U_.-3 =

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

[Save Seltings”.] [Load Setlings..‘J [Set to DefaullsJ [ Test HunJ [ Close J

Together through life sciences - - Molecular
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Module Settings

3F Configure Settings for Translocation-Enhanced

Approximate width: I'l 5 um = 47 pixels

Minimum area: {40
Maximum area: 5?00

[V] Auto separate touching compartments

Define regions for measurement

Inner region distance in from edge: |"| at= pm = 3 pixels
Outer region distance out from edge: |'| - | pm = 3 pixels
Outer region width: 3 < | um =12 pixels

Translocation probe
Background estimation method: | Auto Constant

Compartment image: g::ﬁg:‘:und
Translocation probe imagk Correction "
system
[[] Display result image: /107! I
Compartments ,
Algorithm: !_Fasl vi ‘

| um = 385 pixels

Intensity above local background: i300 - to __3500 3 araylevels
4 | um2 = 6730 pixels

EoX

Classify positive if: i Correlation Coefficient v | >= v _:_U_.-3 <
[ Configure Summary Log... ] [ Configure Data Log [Cells)... ]
lSave Seltings‘..J [Load Setlings..J [ Setto DefaullsJ [ Test Run J [ Close J

Translocation probe image =
the marker that is moving
between nucleus and
cytoplasm

Together through life sciences

©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners.
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Module Settings

3F Configure Settings for Translocation-Enhanced E] = @
image: AP Adapti
Compartment image: D. Bac!rg,r:u n
Translocation probe image: FITC | g;;::::’b”
QO ispley resuitimage: 101> Leave “Display result image”
Compartments : | deselected (this is generally only
Algorithm: | Fast . .
= used when journaling)
Approximate width: 115 | um = 47 pixels

Minimum area: {40 \ um? = 385 pixels
| um? = 6730 pixels

[V] Auto separate touching compartments

Intensity above local background: i300 - to __3500 3 araylevels

Maximum area: 2:?00

Define regions for measurement

Inner region distance in from edge: |"| at= pm = 3 pixels
Outer region distance out from edge: |'| - | pm = 3 pixels
Outer region width: 3 < | um =12 pixels

Translocation probe
Background estimation method: | Auto Constant

Classify positive if: i Correlation Coefficient v | >= _:_U_.-3 3

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

lSave Seltings‘..J [Load Setlings..J [Set to DefaullsJ [ Test HunJ [ Close J

Together through life sciences o N Molecular
U Devices
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Module Settings

3F Configure Settings for Translocation-Enhanced

Compartment image:

[T Display result image:

Compartments

Define regions for measurement

Translocation probe

DA |

Translocation probe image: FITC |

[hore] |

Intensity above local backaround®
Maximum area: |700
Inner region distance in from edge: :1
Outer region distance out from edge: _1

Outer region width: ;3

Background estimation method: Auto Constant

Classify positive if: | Correlation Coefficient

Adaptive
Background
Correction "
system

Algorithm:

< | araylevels

=
Minimum area: |40 - ' um? = 385 pixels
| um? = 6730 pixels
[V] Auto separate touching compartments

: um = 3 pixels
| um = 3 pixels

44> O

;um=12pixels

v

Algorithm

This option is only available in
MetaXpress software version 4.0
and higher and determines how
quickly the analysis is
performed.

Fast algorithm can perform
analysis up to twice as fast as
Standard.

Both algorithms produce similar
but not identical results.

v -)= vwll3

[ Configure Summary Log...

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

[Save Settings“.] [Load Setlings,.‘] [Set to Defaults] [ Test Run ] [

Close ]

Together through life sciences
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Module Settings

3F Configure Settings for Translocation-Enhanced

Approximate width should be

Compartnert image:  DAP1 | Bitoround set to the average width (short
- : - FITC Correction . .
Tiansiocaion pbe inage: FITC | system axis) of a nucleus (in um). The
Displ It i ‘ .
AP Jkdl region tools can be used to
Compartments .
Aot [Fast v measure widths.
@male width: |15 me um=4?@
Intensity above local background: 30U S to 3500 2 araylevels MUCh Sma”er or mUCh Iarger
Minimum area: |40 4 | um? = 385 pixels cells will be ignored.
Maximum area: 700 % um? = 6730 pixels

Auto separate touching compartments

Define regions for measurement

Inner region distance in from edge: |1 < | pm = 3 pixels
Duter region distance out from edge: |1 < | pm = 3 pixels
Outer region width: |3 < | pm =12 pixels
Translocation probe
Background estimation method: | Auto Constant v
Classify posttive if: | Correlation Coefficient v|>= |03 =

- - X: 410 Y: 334
[ Configure Summary Log... l [ Configure Data Log [Cells)... l Length: 97 (15.64 pm)

[SaveSettings.,_] [LoadSellings..,] [SetloDefaults] [ Test Run ] [ Close ]

logether through life sciences ‘9’ Molecular
©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners. D e V 1 C B S



Effects of Minimum width settings

Compartments
els

Approsamate width: (15 = | um =15k
Intensity above local background: TS0 > to 65535 | graplevels
el Miniimum area: |0 < pm? =0 pixels
Maximum area: 800 > | um? =812 pixels

Auto separate touching compartments

Note: The Minimum and Maximum area will
have an impact as well!

Set correctly

Set too low Set too large

jethe g > sclences ‘GJMOIBCUIar
©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners. D e Vi C B S



Module Settings

SF Configure Settings for Translocation-Enhanced

Compartment image: DAPI

Translocation probe image: FITC

[ ] Display result image:

Compartments
Algorithm: | Fast

Adaptive
Background
Correction’"
system

v

Approxi idth: |15 < pm = 47 pixels
@ensiw above local background: 300 = 3500 < | araylevels

Mirimum area: 40

Maximum area: 700

Gray Level (Avg)

& pm? = 385 pixels
% um? = 6730 pixels

13.09

Distance (um)

AEE

The intensity above local
background is used for finding the
nuclei. The minimum should be set
slightly lower than the difference in
intensity between a dim cell and its
local background. For FAST
algorithm, set this value to about
half (or less) of the difference in
intensity between a dim cell and
local background.

©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners.
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Module Settings

SF Configure Settings for Translocation-Enhanced @@] The intensity above local
Compattmentimage:  DAP! | Sl background is used for finding
Translocation probe image: m g:;;:gﬁon‘" the nUCIEi. The maximum
C]Disly resutimage: 1171 setting can be used to exclude
Compartments . . .
ra[Fae 3 cells with bright nuclei.
Approximate width: |15 < pm = 47 pixels . . .
Intensity above local background: 300 - TO InC|Ude Ce”S Wlth brlght
Minimum area: (40 % | um? = 385 piels nuclei, set this value to 4095

(12-bit images including IXM
images) or 65535 (16-bit
images including IXU images)

Gray Level (Avg)

13.09

Distance (um)

) g SCie . t&,Mole(:ular
©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners. D e Vi C e S



Effects of intensity settings

Compartments

Set correctly

idth: .15 2 um =15 pixels

ntensity above local background: (8000 £ |to 65535 = ! graylevels

N

~

M aximum area: | 800 < um? =812 pixels
Auto separate touching compartments

Set too low = Compartments are too Set too high = Compartments are not
large being detected

\ |

jether through life sciences ‘O’ Molecular
©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners. D e V 1 C B S



Effects of intensity settings

All cells/ compartment detected

Bright cells are being ignored

©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners.

Max intensity set to 65535 (bit dept of
image
All nucleus detected

Compartments

ntensity above local background: 8000

£

e

< 4b o3>

Maxirumn area: | 800 pm? = 812 pivels
Auto separate touching compartments

Max intensity set lower then the bright
(mitotic) cells

I)I

Only “normal” cells detected

Compartments
Approximate width; |15

Intensity above local background: 3000 orapievels
Miramum area. |0 v wm* =0 pixels

Maximum area: 800 % | pm? =812 pivels
[¥] Auto separate touching compartments

Molecular
@Devices



Module Settings

SF Configure Settings for Translocation-Enhanced @[§|@ Translocation-enhanced allows
Compatmertimage: AP | Sl you to set a minimum and
[ S| | maximum area for nuclei to be
ClDipey romtineg el included in the analysis. This
Compartments .
Algeritn: [Fast 3 can be used to remove debris
Approximate width: |15 < | pm = 47 pixels (tOO Sma”) and |arge CIUSte rs

Intensity above local backaround.

a 13500 <  araylevels (tOO bl g)
um? = 385 pixels

pm? = 6730 pixel
Auto separate touching compartments

Minimum area: 40

M aximum area: 700

Area can be measured using
the region tools.

Define regions for measurement

Inner region distance in from edge: |1 < | pm = 3 pixels
Duter region distance out from edge: |1 < | pm = 3 pixels
Outer region width: |3 < | pm =12 pixels
Translocation probe
Background estimation method: | Auto Constant v
Classify posttive if: | Correlation Coefficient v|>= |03 =
X: 790 Y: 6
Configure Summary Log... Configure Data Log [Cells)... A
[ ) l Perimeter: 410 (66.17 pym)
[Save Settings...| [Load Setlings...| [ SettoDefauts| [ TestRun | [ Close | Area: 11195 (291.09 pm?)

logether through life sciences ‘9’ Molecular
©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners. D e V 1 C B S



Effects of minimum and maximum area

Min= 0, Max=800
Detect all compartment/ cells

Compartments
wm =15 pixels

to B5535 I graylevels
pmz =0

Approximate width: |15
Intensity above local background: 8000

inimum area: |0

Maximum area: 800 pm? =812 pixels

SEEIEE ] EEAE R

Min= 150, Max=800 Min= 0, Max=250
Ilgnores small compartments/ cells Ilgnores large compartments/ cells

logether through life sciences ‘9’ Molecular
©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners. D e V 1 C B S



Module Settings

3F Configure Settings for Translocation-Enhanced | Select “Auto se pa rate touching
Compattmentinage: ~ DAPI | Sl compartments” to split
Trcoionote g FIC i’ | | touching nuclei.
[] Display result image: Q
Cotoatments The module looks for round
Alootin| F ot ¥ blob-shaped objects and the

Approximate width: |15 um = 47 pixels

o 300 2 gweves | | SNAPE is used to determine the

um? = 385 pixels splitting.
6730 pixels
C V] Auto separate touching compartments

Intensity above local background: 300
Minimum area: 40

~
v
S
v
~
v
~

Maximum are;

Define regions for measurement

Inner region distance in from edge: |1 < | pm = 3 pixels
Outer region distance out from edge: |1 < | um = 3 pixels
Outer region width: |3 < | pm =12 pixels
Translocation probe
Background estimation method: | Auto Constant v
Classify positive if: | Correlation Coefficient v|>= |03 =
[ Configure Summary Log... l [ Configure Data Log [Cells)... ] Auto
. z r
[Save Settmgs.,_] [Load Sellmgs..,] [ Setto Defaults] [ Test Run ] [ Close ] Sepfa e O n Off
option:

T
logether through life sciences ‘O’ Molecular
©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners. D e V l C e S



Module Settings

3F Configure Settings for Translocation-Enhanced E]: @ Define regions for
Compartment image: DAPI , g::ﬁf:um measurement:
Translocation probe image: FITC | g;;:’:::’b”m
[l Disply resukimager  [Nore] | The “inner region” can be set to
Cotoathenis be shrunk in inner region from
Alootin| F ot ¥ the detected nucleus to avoid
Approximate width: |15 < | pm = 47 pixels .
Intensity above local background: 300 3: to 3500 < | aravlevels boundary effeCtS' 1 um is the
Miimum ares: 40 & um? = 385 pixels default setting used in the
Maximum area: 700 % | pm? = 6730 pixels Tran5|ocati0n mOdU|e

Auto separate touching compartments

Define regions for )
& Inner region distance in from edge: |1

at= | um = 3 pixels
Outer region distance out from edge: L % | um =3 pixels
Outer region width: ._3 2 : pm = 12 pixels
Translocation probe _ _
Background estimation method: | Auto Constant v
Classify positive if: Correlation Coefficient v>= v :|13 =]

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

[Save Settings“.] [Load Setlings,.,] [Set to Defaults] [ Test Run ] [ Close ]

2 um in

Together through life sciences " Molecular
Devices
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Module Settings

3F Configure Settings for Translocation-Enhanced E]__ @ Define regions for
Conpatiment image:  DAPI | Sl measurement:
Translocation probe image: FITC | g;;::;:’b”m
[ Displey resutimager Norel | The “outer region” can be set
Comatians to be expanded out from the
Algorsh: | Fadt Y detected nucleus to avoid
Approximate width: |15 < | pm = 47 pixels .
Intensity above local background: 300 3: to 3500 < | aravlevels boundary effeCtS' 1 umIs the
Miimum ares: 40 & um? = 385 pixels default setting used in the
Maximum area: 700 3' pum? = 6730 pixels Tran5|ocati0n mOdU|e

Auto separate touching compartments

Define regions for measurement

Inner region distance in Al = | pm = 3 pixels
< Outer region distance out from edge: |1 % | um = 3 pixel>
Outer region width: ;3 2 . pm = 12 pixels
Translocation probe _ )
Background estimation method: | Auto Constant v
Classify positive if: Correlation Coefficient v = v :013 % ._

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

[Save Settings“.] [Load Setlings,.‘] [Set to Defaults] [ Test Run ] [ Close ]

2 um out

Together through life sciences " Molecular
Devices
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Module Settings

3F Configure Settings for Translocation-Enhanced Deﬁne regions for
Compartment image: DAPI , g::f;:und measurement:
Translocation probe image; FITC I g;;:’:::’b”m
[ Displey resukimage:  [Nore] | Typically the inner region and
Compartments outer region distances are both
IR ¥ utilized.
Approximate width: |15 um = 47 pixels

Intensity above local background: 300 :lo 13500 < | aravlevels

Minimum area: |40 ' um? = 385 pixels

4> 4> 4> 4>

Maximum area: 700 pum? = 6730 pixels

Auto separate touching compartments

Define regions for measurement

Inner region distance in from edge: |1 < | pm = 3 pixels
< Outer region distance out from edge: |1 % | um = 3 pixels>
Outer region width: ;3 == . um = 12 pixels
Translocation probe _ )
Background estimation method: | Auto Constant v
Classify positive if: Correlation Coefficient v>= v :|13 =]

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

2 um in and out

[Save Settings“.] [Load Setlings,.,] [Set to Defaults] [ Test Run ] [ Close ]

Together through life sciences " Molecular
Devices

©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners.



Module Settings

3F Configure Settings for Translocation-Enhanced E]_ @ Define regions for
Compartment image: DAPI l g::f;:u o measurement:

: . FITC I Correction’"
Translocation probe image: rabom

Nore] | The outer region width can be
adjusted for the specific cell

[T] Display result image:

Compartments

Algothm: [Fast & type (and degree of
Approximate width: |15 < | pm = 47 pixels .
Intensity above local background: |300 % to [3500 4| graylevels confluen Cy) .3 umis the default
Miimum ares: 40 & um? = 385 pixels setting used in the
Maximum area: |700 3' pum? = 6730 pixels Tran5|ocati0n mOdU|e

Auto separate touching compartments

Define regions for measurement

Inner region distance in from edge: :1 at= | um = 3 pixels
Outer region distance out from edge; _1 = um = 3 pixels

< Outer region width: 3 5| um=12piels >

Translocation probe : -
Background estimation method: | Auto Constant v

Classify positive if: | Correlation Coefficient vi>= | :|13 v

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

1 um 5um

[Save Settings“.] [Load Setlings,.‘] [Set to Defaults] [ Test Run ] [ Close ]

Together through life sciences " Molecular

©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners. D e V l C e S



Module Settings

3F Configure Settings for Translocation-Enhanced E]__ @

Compartment image: DAPI l
Translocation probe image: FITC I

[] Display result image: I |

Compartments
Algorithm:

Define regions for measurement

Approximate width:
Intensity above local backaround:
Minimum area:

Maximum area:
Auto separate touching compartments

Fast
15
300

40
700

Inner region distance in from edge: |1
Outer region distance out from edge: _1
Outer region width: |3

Adaptive
Background
Correction "
system
v
< | pm = 47 pixels
% |to 3500 £ gravlevels
- ' um? = 385 pixels
4 | um? = 6730 pixels

_ um = 3 pixels
| pm = 3 pixels
pm =12 pixels

44> O

Translogati .
Background estimation method: | Auto Constant

Classify positive iIf: .Conelali None

Auto Constant
Constant

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

[Save Settings“.] [Load Setlings,.‘] [Set to Defaults] [ Test Run ] [ Close ]

Background estimation method:

The background intensity is
subtracted from the probe
intensities before measurements
are performed and recorded.

None: no background subtraction is
performed

Auto Constant: an average
background value is calculated for
each image and subtracted

Constant: you input a fixed
background intensity to be
subtracted

logether through life sciences

" Molecular
©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners. D e V l C e S



Module Settings

Cell classification:

SF Configure Settings for Translocation-Enhanced E]___ @ Typ|ca||y’ positive cells are those
Compattmentimage: ~ DAPI | g::f;;% with nuclear s'Faining (marked
Translocation probe image: FITC | G green). Negative cells are those
(] Display resuitimage: (1127 | with cytoplasmic staining (marked
Compartments red ) .
Algorithm: | Fast v
D g L 20 Outer / Inner Mean Intensity: This
Intensity above local background: 300 3_ to 3500 3| araylevels . . .
Minimum ares: |40 | um? = 385 pivels is the ratio of the average pixel
MSapsaes 700 st paes intensity of the probe in the outer
Auto separate touching compartments . .
region (cytoplasm) to the inner
Define regions for measurement .
Inner region distance in from edge: |1 | um = 3 pixels region (n UCIGUS)

Outer region distance out from edge: :1 | um = 3 pixels

| um = 12 pixels

ERIEEIEE

Outer region width: |3

Translocation probe
Background estimati

Outer region

assily positive if: | Conelation Coefficient vi>= |»|[C.

Duter/Inner Mean Intensity
Outer/Inner Median Intensit
Correlation Coefficient

Configure Summary Lo

. Inner region
Save Settings...| |Load Settings... | Close |
Together through life sciences " Molecular
©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners. D e V l C e S



Module Settings

3F Configure Settings for Translocation-Enhanced E]__ @ ce" classification:
Compartment image: DAPI l Adaptive
Background . . .
Ditiscstortprobs wage) FILCI) Correction™ Outer / Inner Median Intensity:
F 1Dhoke enkimeger | ot e This is the ratio of the middle pixel
oot intensity of the probe in the outer
SR i % region (cytoplasm) to the inner
Approximate width: |15 < | pm = 47 pixels . I M d . I
Intensity above local background: (300 3: to [3500 2| graylevels region (nUC eUS). €dian 1S 1ess
Minimum area: (40 | um? = 385 pixels likely than the mean to be skewed
Maximum area: 700 | um? = 6730 pixels . . . .
[¥] Auto separate touching compartments by Outlylng brlght/dlm plXGlS.

Define regions for measurement

Inner region distance in from edge: |1 at= | um = 3 pixels
Outer region distance out from edge: _1 _3 | um = 3 pixels
Outer region width: |3 :3 pm = 12 pixels

Translocation probe
Background estimati

Outer region

assily positive if: | Conelation Coefficient v>= |0

Outer/Inner Mean Intensity
Outer/Inner Median Intensit
Correlation Coefficient

Configure Summary Lo Inner regio n

Save Settings...| |Load Settings...

Together through life sciences " Molecular
Devices
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Module Settings

Cell classification:

Correlation Coefficient: This is the
Pearson’s correlation coefficient of
the pixel intensity of the two stains
in the entire cell region (nucleus +
gap + cytoplasm). This is typically
the most robust method for

Negative Positive classifying translocation.
(cytoplasmic) (nuclear)

1.0 is perfect correlation (the two
stains perfectly overlap)

Translocation probe

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

O indicates the stains are
independent

Together through life sciences " Molecular
Devices
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Module Settings

Setting Cell classification cutoffs:

Test module on positive and
negative controls.

Use the interactive cellular results
table to view the individual
correlation or intensity ratio results
for positive and negative cells.

An image showing both phenotypes
makes it easy to compare results.

Cell:

Outer/Inner
Mean Intensity

2.45225
1.24792
0.917839
0.853035
2.3273
1.38996
2.19401
2.39232
1.72638
1.18731
1.88186

logether through life sciences

©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners.

0.807873

0.452187
1.74348
1.66253

Cell: ook
Uﬁgé!:ﬂner Innei.fDule!
Intensity | Mean Intensity

2.78571 0.407738
1.26404 0.801333
0.911544 1.08344

0.880068 1.17223

2.52778 0.429682
1.44051 0.719446
2.32195 0.455786
2.35507 0.418005
1.63306 0.579246
1.08209 0.835203
2.005 0.531389
0.985294 1.10147

1.89589 0,521352
0.404301 2.21147

1.63874 0.573567
1.83203 0.60147

Cell: Celt
Inner/Outer Cortjaiion

Median o5
Intensity Coefficient

0.358974 -0.750239
0.7811M -0.473332
1.09704 -0.133511
1.13628 0.324409
0.335604 -0.745756
0.6942 -0.45814

0.430672 -0.6643852
0.424615 -0.752218
0.612346 -0.441223
0.924138 -0.203629
0.498753 -0.792422
1.01483 0.112205

0.527457 -.674677

2.46974 0.519238

0.610224 -0.61115
0.545842 -0.62916

Molecular
Devices



Module Settings

3F Configure Settings for Translocation-Enhanced E] = @

. Adapti
Compartment image: ﬂl &cg’:‘:u% :
Translocation probe image: FITC | g:;::g’b” * Select Test Run to view the cell
[] Display result image: None] | Segmentation

Compartments ) . .
Algorithm: |Fast v| * Change settings if needed
Approximate width: '| 5 3 pm = 47 pixels
Intensity above local background: {'300 3 to ;3500 3 graylevels * Save the settin gs
Minimum area: 5"40 = pm? = 385 pixels

_ = pum? = 6730 pixels
Auto separate touching compartments

Maximum area: i:?[][]

Define regions for measurement

Inner region distance in from edae: _'1 Cj pm = 3 pixels
Outer region distance out from edge: _'1 - 3 pm = 3 pixels
Outer region width: |3 3| um =12 pixels
Translocation probe
Background estimation method: [Aulo Constant v
Classify positive if. | Corelation Coefficient v|>- ~[p3 2

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

lSave Setu’ngs‘..] [Load Setlings.‘.J ISet to Defaults] [ Test Run J [ Close J

Together through life sciences o N Molecular
U Devices
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Module Settings — General Settings

3F Configure Settings for Translocation-Enhanced E] = @ ] Configure Summary Log — select site-
Compartment image: DaP | 3:;*}’?;’1’;_’% by-site measurements
Translocalion probe image: FITC | corestan * Configure Data Log — select cell-by-cell
[] Display result image: N | measurements
Compartments : \ * Save Settings — save analysis
Algorithm: | Fast N

parameters to database

Approximate width: :15 - | pm = 47 pi:;ce[s
Intensity above local background: |300 Slto :3500 % | graylevels * Load Settings — load saved analysis
Hin?mum area: -:40 A um? = 385 phéls pa rameters
Maximum area: | 700 - | um 2 = 6730 pixels
[7] Auto separate touching compartments * Set to Defaults — restore default
Define regions for measurement _ _ ana IYSiS parameters
Inner region distance in from edae: _1 = | um = 3 pixels .
e e e (R | * Test Run — test all settings together and
Outer region width: |3 S| um =12 pinels display cell-by-cell results for this site

Translocation probe : _
Background estimation method: | Auto Constant v

Classify positive if: . Correlation Coefficient v PE ‘ 03 =

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

|Save Settings‘..l |Load Seltings,ul |Set to Defaultsl | Test Run | | Close |

Together through life sciences Molecular
U Devices
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Summary Data (site-by-site measurements)

-
Configure Log

Parameter configuration:

Compartments

Mean Compartment Area
Mean Compartment Average Intensity
Integrated Inner Intensity
Integrated Outer Intensity
Average Inner Intensity
Average Outer Intensity
Probe Background Intensity
Outer/Inner Intensity Ratio
Inner/Quter Intensity Ratio
Correlation Coefficient
Classified Positive

€L € € £ € € £ L CC <

Double-click listbox entries to enable and disable
parameters to log.

Logging options
Log column titles
[] Place log data on current line

Save segmentation overlay to database

Together through life sciences

>

v % Classified Positive %)

0l

Cancel

Enable all
Disable All

Compartments: Total number of nuclei (cell
count)

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

Mean Compartment Average Intensity: The
average pixel intensity of the nuclear
stain over the nuclear area

" Molecular
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Summary Data (site-by-site measurements)

-
Configure Log

€L € € £ € € £ L CC <

v

Together throuc

_'Il' ife ac

Parameter configuration:

Compartments A
Mean Compartment Area

Mean Compartment Average Intensity
Integrated Inner Intensity

Integrated Outer Intensity

Average Inner Intensity

Average Outer Intensity

Probe Background Intensity
Outer/Inner Intensity Ratio
Inner/Quter Intensity Ratio
Correlation Coefficient

Classified Positive

% Classified Positive bl

Double-click listbox entries to enable and disable
parameters to log.

Logging options
Log column titles
[] Place log data on current line

Save segmentation overlay to database

iences

Cancel

Enable All
Disable All

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

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

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

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

" Molecular
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Summary Data (site-by-site measurements)

-
Configure Log

€L € € £ € € £ L CC <

v

logether throug

Parameter configuration:

Compartments A
Mean Compartment Area

Mean Compartment Average Intensity
Intearated Inner Intensity

Integrated Outer Intensity

Average Inner Intensity

Average Outer Intensity

Probe Background Intensity
Outer/Inner Intensity Ratio
Inner/Quter Intensity Ratio
Correlation Coefficient

Classified Positive

% Classified Positive bl

Double-click listbox entries to enable and disable
parameters to log.

Logging options
Log column titles
[] Place log data on current line

Save segmentation overlay to database

F

n ire sciences

Cancel

Enable All
Disable All

-

Probe Background Intensity: The average background
pixel intensity of the probe image. This is the
value that has been subtracted from other
intensity measurements if the “Auto Constant”
option was chosen

Outer/Inner Intensity Ratio: The average pixel
intensity of the probe in all outer regions (minus
background) divided by the average pixel intensity
the probe in of all inner regions (minus
background)

Inner/Outer Intensity Ratio: The average pixel
intensity of the probe in all inner regions (minus
background) divided by the average pixel intensity
of the probe in all outer regions (minus
background)

" Molecular
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Summary Data (site-by-site measurements)

-
Configure Log

Parameter configuration:

Mean Compartment Area

Mean Compartment Average Intensity
Intearated Inner Intensity

Integrated Outer Intensity

Average Inner Intensity

Average Outer Intensity

Probe Background Intensity
Outer/Inner Intensity Ratio
Inner/Quter Intensity Ratio
Correlation Coefficient

€L € € £ € € £ L CC <

Classified Positive

Double-click listbox entries to enable and disable
parameters to log.

Logging options
Log column titles
[] Place log data on current line

Save segmentation overlay to database

logether through life sciences

Compartments Al

v % Classified Positive v

Cancel

Enable All
Disable All

H

Correlation Coefficient: The Pearson’s

correlation coefficient between the two
stains over all of the pixels located in all of
the cell regions (nuclei + gaps + cytoplasm) in

the site

Classified Positive: The total number of cells

classified as positive for translocation

% Classified Positive: The number of cells

classified as positive for translocation divided

by the total cell count, times 100

©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners.
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Summary Data (site-by-site measurements)

Configure Log @
Parameter configuration: oK Mean Marked Area: The tOta| areaqd |n um2
v Integrated Outer Intensity covered by inner + outer regions, divided by
Average Inner Intensity
i Dl s the total cell count (Compartments)
v g ¥
v Probe Background Intensity
v Outer/Inner Intensity Ratio Disable Al .
v Inner/Outer Intensity Ratio Mean Marked Integrated Intensity: The total
v LCorelation Coefficient . . . . .
i pixel intensity of the probe in the inner +
v % Classified Positive outer regions minus background, divided by
v Mean Marked Area
 MearMaiked |boistad inenuiy the total cell count (Compartments)
v Mean Marked Average Intensity

v

Mean Marked Average Intensity: The average
pixel intensity of the probe across all of the
inner + outer regions in the image minus
background

Double-click listbox entries to enable and disable
parameters to log.

Logging options
Log column titles %
[[] Place log data on current line

Save segmentation overlay to database

logether through life sciences " Molecular
= = 0 .
Devices

©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners.



Cell Data (cell-by-cell measurements)

EoDEurEtop 3 Cell: Assigned Label # — Cell label number (1

okl stasinst . through total cell number)
i vive o ]
e e e Cell: Compartment Area — Total square microns
i of the nucleus
: EZ:: :::ZE::::: ESE'I':‘:‘?; Cell: Mean Compartment Intensity — Average
3 EZ:: E:Zr;rlr;j;;:;ﬁy pixel intensity of the nuclear stain in the
. Bk Bk nucleus
v Celt Duter/Inner Mean Intensity v

Double-click listbox entries to enable and disable
parameters to log.

Cell: Inner Area — Total square microns in the

Logging options inher region
Log column titles

[] Place log dat tlin i '
e tiob ot Cell: Outer Area — Total square microns in the

outer region

Together through life sciences " Molecular
Devices
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Cell Data (cell-by-cell measurements)

Configure Log

Parameter configuration:

<

Cell: Compartment Area

Cell: Compartment Integrated Intensity
Cell: Mean Compartment Intensity
Cell: Inner Area

Cell: Outer Area

Cell: Integrated Inner Intensity

Cell: Integrated Outer Intensity

Cell: Mean Inner Intensity

Cell: Median Inner Intensity

Cell: Mean Outer Intensity

£ XX € Lok € UK

Cell: Median Outer Intensity
v Cell Outer/Inner Mean Intensity v

Double-click listbox entries to enable and disable
parameters to log.

Logaing options
Log column titles
[]Place log data on curent line

Together through life sciences

Cell: Assigned Label # Al

Cancel

Enable All
Disable All

Help

I II IIO
P

Cell: Integrated Inner Intensity — The total pixel intensity of
the probe in the inner region minus background

Cell: Integrated Outer Intensity — The total pixel intensity of
the probe in the outer region minus background

Cell: Mean Inner Intensity — The average pixel intensity of
the probe in the inner region minus background

Cell: Median Inner Intensity — The median (middle) pixel
intensity value of the probe in the inner region minus
background

Cell: Mean Outer Intensity — The average pixel intensity of
the probe in the inner region minus background

Cell: Median Outer Intensity — The median (middle) pixel
intensity value of the probe in the outer region minus
background

" Molecular
©2012 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners. D e V l C e S



Cell Data (cell-by-cell measurements)

r

Ehoreloe X Cell: Outer/Inner Mean Intensity — The average pixel
Pt Cor il e intensity of the probe in the outer region (minus
: 0K . . .
. Calt Median Irines Interisl background) divided by the average pixel intensity of
- C | . . . .

v Cell: Mean Outer Intensity ks the probe in the inner region (minus background)

v LCell Median Outer Intensity

v LCell: Outer/Inner Mean Intensity

v Cell Outer/Inner Median Intensiy Cell: Outer/Inner Median Intensity — The median pixel

Y o i Oute M Inindly intensity of the probe in the outer region (minus

v Cell Inner/Outer Median Intensity o . ” . .

v Celt Correlation Coefficient L background) divided by the median plXEl Intensity of

5% ‘Gl Classlicalion the probe in the inner region (minus background)

v LCel Marked Area

v LCel: Integrated Marked Intensity

v Cel: Mean Marked Intensity Cell: Inner/Outer Mean Intensity — The average pixel

vy

Double-click listbox entries to enable and disable
parameters to log.

intensity of the probe in the inner region (minus
background) divided by the average pixel intensity of

Logging options the probe in the outer region (minus background)

Log column titles

[] Place log data on current line

Cell: Inner/Outer Median Intensity — The median pixel
intensity of the probe in the inner region (minus
background) divided by the median pixel intensity of
the probe in the outer region (minus background)

TAAC
104E

jether througt sciences ‘@’ Molecular
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Cell Data (cell-by-cell measurements)

r

EysER o8 3 Cell: Correlation Coefficient — The Pearson’s correlation
Rl hoaan coefficient between the intensities of the two stains for all
Cell: Median | Intensit . . .
: o M;:g::::ﬂ:z:ff pixels in the cell region (nucleus + gap + cytoplasm). The
v Cell Median Outer Intensity value ranges from -1 (anti-correlated) to 1 (correlated).
v LCell: Outer/Inner Mean Intensity
v Cell Outer/Inner Median Intensity -Disahle Al e . . . . .
v Celt Inner/Outer Mean Intensity Cell: Classification — 1 for positive translocation classification
v Cell Inner/Outer Median Intensity | ini 0 f H | i | f i
Hel nuclear stainin or negative translocation classification
v LCell: Corelation Coefficient ( ] g)' g
v Cell Classification (Cytoplasmlc Stalnlng)
v LCel Marked Area
v LCel: Integrated Marked Intensity c "_ M k d A _ Th fth . d t
", Cokt Mesn Marked Intensiy ell: Marked Area e sum of the inner and outer areas.

vy

Double-click listbox entries to enable and disable
parameters to log.

Cell: Integrated Marked Intensity — The total pixel intensity of

Loagifi oeine the probe in the inner + outer areas (minus background)

Log column titles
Cell: Mean Marked Intensity — The average pixel intensity of

the probe in the inner + outer areas (minus background)

[] Place log data on current line

logether through life sciences (, Molecular
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Translocation vs Translocation Enhanced Settings

Translocation makes some assumptions that can
duplicate in Translocation- Enhanced

Intensity above local background.

Set max to max bit dept of the image

4095 for 12 bit image (ImageXpress Micro, Discovery-1)
63535 for 16 bit image (ImageXpress Ultra, ImageXpress Micro XL, mageXpress 5000A)

Area

Minimum: play with the value to get the same number of compartments/ cells
Auto separate toughing compartments

Selected
Inner and outer distance from Edge

Enter values that represent 1 pixel

Outer region width

Enter a value that represent: 1/3 of the appropriate width for the compartment and
subtract 1 pixel.

For instance is the width is 15 pixels, then enter 4 ( (15/3) -1)

Background estimation method:
Select Auto Constant

Classify positives

Select Correlation Coefficient
Select >=

9 Molecular
UDevices
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Translocation vs Translocation Enhanced Settings

* These settings gave identical results

3F Configure Settings for Translocation

Compartment image: Cy5 |
Translocation probe image: FITC

[] Display result image: i]_l

Compartments =
Algorithm: IlSlandald

Translocation probe =
Classify positive if conelation coefficient is (0.6 =

oF more

o X

Adaptive
Background
Correction’ "'
system

Intensity above local background: (8000 4 | graylevels

[ Configwe SummaryLog.. | | Configue Data Log (Cells)... |

[Save Settings...| [Load Settings...| [SettoDefauts| [ TestRun | [ Close |

Together through life sciences
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3F Configure Settings for Translocation-Enhanced E] IEJ
: ; Adaptive
Compatmentinoge: 05 | et
Translocation probe image: FITC Carrection
system
[ Display resukimage: [ 114 |
Compartments - :
Algorithm: [Standard v

Approximate width: |15 3| um = 47 piels
Intensity above local background: (8000 2 to 65535 3| graylevels
Minimum area: [GD : um‘_-ﬁp_inels
Maximum area: |ém— c pm? = 7692 pinels
Auto separate touching compartments

Define regions for measurement

Iwregimdiﬂmhirunedggh C:y.m=3pixels
Outer region distance out flomedge: 1~ & | um = 3 pixels
Outer region width: 4 3| pm = 9 pixels
Translocation probe
Background estimation method: | Auto Constant v ‘
Classiy posiive it | Conelation Coeffiient v [>= w|[06 3]

[ Configuie SummaryLog.. | | Configuie DataLog (Cels).. |

[Save Settings...| [Load Settings...| [SettoDefaults| [ TestRun | [ Close |
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