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MetaXpress® 5.3 Software

Review Images
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Reviewing Images

Screening | Apps  Window Help

Plate Acquisition..,

Plate Acquisition Setup...

Plate Acquisition and Control..,

Review Plate Data [DB]... I:E - Click on Review
Plate Diata Utilities [DB]... \ Plate Data under the

Add Analysis Te Database [DE]...
Add Custom Module To Database [DE]... Screening menu

Start Auto Run Mode [DE]...
Auto Run Plate Statuses [DE]...

\
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Review Plate Data

Select Plate
for review

Transfluor Glass Plate-20x PA_AMSNVL-BNTXBS1_33

Together through life sciences.

Wavelengths: Data view: |Well amangement v __ Print Table
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Montage: 2 [2]x 12 ] Timepoint: 1 2] of 1 («|[»
Display | Run Analysis | Measurements | Graph |

[] Show Values Image Overtay: | Show cell segmentation | Col: [Cyan -]
[] Intensity Profile
7] Color Composte ~ Source R:[<None> _ v| G:[<None> ~| B:[<None> ~|

Selections [In Green]
>
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Select Plate for Review

Configure Branches
allows you to determine
how plates are organized

EJD Plates
-3 System Administrator [Creator Name - Plate Info] = N
i Configure Branches = - E@u
- i
Available Selected
Acquisition Name [Plate Info] Creator Name [Plate Info]
Barcode [Plate Info] Date Created [Plate Info]
Date Annotated [Plate Info]
Name [Plate Info] Acquisition Name [Plate Info] Barcode ... i gig:: m&w&%ﬁfgﬁ]
MNO991 1 10X_AMSNVL-BNTXBS1_34 MNO991 1 10X <NULL> || |Description [Plate Info]
Experiment Set [Plate Property]
Global ID [Plate Info]
Name [Plate Info] : :
Unique ID [Plate Info] » %+
X Wells [Plate Info] ) )
Y Wells [Plate Info]
< ¥
- | L@ » <[] » |
Plate Statistics ’
@ ok ] [ cancel |
[
Plat... Site... Well... Serie... Compoun... Control... Control... Da... Measurem... & /41
Together through life sciences. ‘@’ Molecular
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Select Plate for Review

(+ seecrine orreven DN e
& () [E|=)

@C] Plates
- System Administrator [Creator Name - Plate Info]

Name [Plate Info]
MNO991 1 10X_AMSNVL-BNTXBS1_34

Acquisition Name [Plate Info]
MNO991 1 10X

Barcode ...
<NULL>

L

. Control...

Control ...

Da... Measurem...
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Configure Displayed
Columns allows you to
choose what information is
displayed about the plates in
the folders

-

' Configure Displayed Columns

Available

Barcode [Plate Info]

Creator Name [Plate Info]

Date Annotated [Plate Info]
Date\Time Annotated [Plate Info]

Acquisition Name [Plate Info]
Date Created [Plate Info]

Date\Time Created [Plate Info]
Description [Plate Info)
Experiment Set [Plate Property]
Global ID [Plate Info]

Name [Plate Info] )
Unique ID [Plate Info] »
X Wells [Plate Info]
Y Wells [Plate Info]

[ T
Selected
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Select Plate for Review

PR
' Select Plate for

()]

E—Ey—

= Plates

El[:] System Administrator [Creator Name - Plate Info]

i..(Z) 08/06/12 [Date Created - Plate Info]

D 08/20/12 [Date Created - Plate Info]

Name [Plate Info]
MNO991 1 10X_AMSNVL-BNTXBS1_34

Acquisition Name [Plate Info]
MNO991 1 10X

<« | i

Barcode ...
<NULL>

Plate Statistics

Plat... Site... Wel... Serie... Compoun... Control... Control... Da...

Configure Statistic Columns
allows you to choose what
information is displayed
about the plate selected

(= = =

Available Selected

Compound Count Plate Name

Control Statistic Site Count

Controls Count Well Count

Datasets
Measurement Sets

« [m] »

Together through life sciences.
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Review Plate Data: Display Tab

/ Data table view

+.% Review Plate Data - / @ &

EX2TransfiuorVesicles_AMSNVL-COHEKV1_80

Wavelengths: Data view: | Well amangement

J DAPI | m(Tlme.vs-W.eil S 1112/13/14/15/16/17 1819|201 21|22/ 23 24| ~
| FITC A | | Measurement vs Wel

B
A :
| D
Wavelength selection ] E
ave engt selection F
G
H
|

J .

° K .

Conflgu re =P-Montage: 3 [+/x 3 [+ Time point: 1

Display IRun Analysis | Measurements | Graph |

thumbnail montage -
[} Show Values Image Overlay: [Show well information
a re a [ Intensity Profile

(7] Color Compostte SourceR:[<N°ne> .] GI[FITC

Color overlay option

Selections [In Green]

Load Images

[Reset Image Displays] [ Cellular Resutts...

\
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Review Plate Data: Montage Display

+.% Review Plate Data - (o ® @

EX2TransfluorVesicles_AMSNVL-COH8KV1_80

° Wavelengths: Data view: | Well amangement v]
Conflgu re | @ DAPI V 01/02/03 04/ 05/06/07 08/0910/11/12/13 14|15 16 17 1819 20/ 21/22 23 24| ~

) @A EENNEEEE
thumbnail montage :

A
B rl T T 1
c Brs.o&@] =]
. )
darea E [ |
F
G
H
|
J
K

|

.o 5 =]

OR

s Montage: 1 5x 7 4| Timepoint: 1 5/of 1

Display IRun Analysis | Measurements | Graph |
CI IC k a n d d rag tO V'] Show Values Image Overlay: [Show well information v] Col: @
° ° [} Intensity Profile

h Igh I Ight a Colorszyompos‘rte Source R: [<None> v} G: [FITC v} B: @
selection of wells in

the plate grid

Selections [In Green]
<

[Reset Image Displays} [ Cellular Resutts...

PlaneStagelabel:

PlaneStagelabel:

Together through life sciences ‘, Molecular
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Review Plate Data: Site Display

CountNuclei-20X-Bin2-45tes_AMSNVL-COHBKV1_14

Daaview:[Welmwt v] Print Table
01/02/03/04|05/06/07/08/09/10/11/12/13/14/15/16/17 18/19/ 20|21/ 22 23 24| »

Select a single site
to view in the
montage or click

Rl-|l—xT®mmMm o O o >
- ol

the All Sites button | Mo 1 6 B Tempani T Bt (]
. . Dispay | Run Analysis | Measurements | Graph |
to view all sites at showties  nsg Ovee: (Sl o (on )
[] Intensity Profile
once [F]Colr Composte. Source R:[dhone> _v] G:[chone> +] B:[DAPI ]
Selections [in Green]
<]
| Reset Image Displays | | Cellar Resus... |
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MetaXpress® 5.1 Software

Viewing and Adjusting
Image Windows
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High Resolution Images

Click on a well in the montage window to
view high resolution images

Prs. o|@ =] | Pk ol =] =] || B oaeses o [ =] &

G03 15 Pk R

B ;
Ha-

P “r7c (505

][ 1

|PlaneStagelal]

F'IaneStageal;}el: HO3 : Site 1

PlaneStagelabel

jethe e Scienc ‘QJMOIecular
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Image Scaling: Adjusting contrast

Best Fit Range
8-Bit Range (0-255)

10-Bit Range (0-1023)
12-Bit Range (0-4095)
14-Bit Range (0-16383)
16-Bit Range (0-65535)

Image
histogram

Auto Scale

Scale Within Active Region

Scale
sliders

Scale Image...

ogether ¢t gh life sciences ‘G’Molecular
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Image Scalmg: Auto Scale Auto scale automatically adjusts the scaling based on

the minimum and maximum intensities in each image

Auto Scale On

PlaneStagelabel: KO3 : Site 1

Auto Scale Off

B “Copy of FITC (75%) [= === | ¥ FrcFss

H

¢ i

blanetaqeLabEl: FO3: Sel

.PlanéStaqeLabel; KDty /
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Image Scaling

In this example, pixels in the upper 1% of the intensity range will be assigned
the maximum possible intensity (usually 65,535) and pixels in the lower 1% of
the intensity range will be assigned the minimum possible value (0, or black)

' T 5% (=== A Scale Tmage =i 'l-&l
| o Image: E:_I'E_] Tz o,
Range: llmage Min/ Mz - |
Settings ]
[¥] Autto scale
an % .1 = High %: 1 %
[ Szale within the active region

Gray level minimum and maximum values
Cument plane: 2352 - 27169

(e
¥
o
(1]
C

E
il

Copy to 8-bit image

o ]&Bn Copy Copy

[ ] Transfer filename when copying

Copy entire stack

I P'IaneStageaI:}eI: K03 : Sitel I /
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Image Scaling

Changing the scaling does not change the raw image data.

It only changes the image display.

&# Scale Image

Image:  musclez

Frange: 1 2-Bits (0-4095)

Settingz ]

[ &wita zcale

Cloze
|

1l

\

K8

Low scale: |BEE ﬁi High seale: (4095 $i

&# Scale Image

Image:  musclez

Range: | Imaae Mindk ax

Settingz ]

Auto scale

Cloze

v]

Settings ]

[] &t scale

b

Low scale; |0

:| High scale: 51231 :l

Together through life sciences
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Pseudocolor and Look Up Tables (LUT)

Maps intensity values in image to a color

\ # *stitch (100%) (11/25)

v Monochrome
Pseudocolor
Red
Gareen
Blue

Yellow

Magenta

Cvan

Set By Wavelength

Configure LUT. ..

——

logether through life science ‘G’ Molecular
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Image Information

Edit 2 Image Info or Alt-l or © icon

I B EE @ &¢ Image Info

Image: fit:_hir2

Property Mame Froperty ¥ alue phs
Laratior an Disk JC:\Presentation FIesnurt:es'xllhéges'&fi'tt._l:uinlst
File Type kMetamarph Stack File Farrat
Creation Timestamp |Tue Feb 19 15:42:46:821 2002
Lazt Saved Timestamp [Tue Baag 1 09:36:17:465 2006
Lookup Table Model [Manochrome
Storage Requirement]k egabytes) |2.06 ME
Image Width 1150
Image Height 1150
Image Depth [bitz] 16
Imange = Calibration [pizel/pixed] 2
Image v Calbration [preel/pmel] 2
Mumber of Planes |43
Flane Stage Label .
Flane Stage Position . e
¢ >
R T 25 | [ Show Annotation > ]
[ Open Log I [ Configure Lu:ug...] [ Image Status Bar... ] [ Print... ] [ Cloze J
[ata Log Mot Open

- —
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Add Image Information to Bottom of Image Window

T “ExtNuclearFoci_C08_w2 (19%)

PlaneStagelabel: C08

=3 EC8 ===

Under the Edit menu, select Image Status Bar
OR

On the Image Info screen, click on Image
Status Bar ... button

Choose the information you would like to see
under the Property Name drop-down menu
and click the + button

-
Image Status Bar

V| Show Status Bar on all Image windows.
Label: LocationOnDisk:

Property Name: iLocahonOn Disk

: [+ ]
= || x ]

Units:

Status bar display text:
PlaneStagelabel: CO8

Status Bar Properties

Label
[PlaneStageLabel:

Property Name
JPlaneStagelabel

Units

~|

OK | [ cencel |

©?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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MetaXpress® 5.1 Software

Running Analysis
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Review Plate Data: Run Analysis Tab

EX2TransfluorVesicles_AMSNVL-COH8KV1_80

Wavelengths: Data view: [Welumgemerl vl

@) DAPI 01|02, 03 04|05 0607, 0809 10| 11 12,1314
V] FiTC A
B
c
D
E
F
G
H
|
R !
. Montage: 1 [+fx 7 4] Timeport: 1 [+]of 1 >
Select Analysis method i) 00 et G
and Settings file to run |m==——= _{j:x;mm 'l[m_']l} TS }
on plate dS::?;:mmCou'tm.lcleion4si«-DAPI :
Run on: Tmelznsee: " [7] Loginto the database
8mm ©§;MWTW'
| 25 sk
| selectons [n Green)
| <> (o=
| (o) [ s
Together through life sciences. @Bﬁolepular
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Review Plate Data: Run Analysis Tab

EX2TransfiuorVesicles_AMSNVL-COH8KV1_80 \

Wavelengths: Data view: | Wel arangement v| Print Table
[¥] DAPI 01/02|03 04/05 06 07 08/03/10/11/12/13/14/15/16/17 1819 20 21 2223/ 24 ~
[V FiTC

Re—— T o mMmo O @

| -

: s cing (N Mortsge: 1 57 5] Tooport 1 o1 (D]
Options missing “<> Doy o s | Wessasmets |G|

(Coutloce>
are Custom Modules or . i o
Journals :

esciioi <Monopole Detection>
<Mutti Wavelength Cell Scoring>
Run on: <Multi Wavelength Translocation>
<Neurite Outgrowth>
© Al we Nyclear Translocation HT>
(©) Select <Transfluor HT>

Together through life sciences. @ B/Ioleg:ular
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Review Plate Data: Run Analysis Tab

>

Montage: r;;jx T; Time point: 7}?0”
Display Run Analyss | Measurements | Graph |

Anclysis: [<Count Nuckei> v) [ Configure Setings..
Setings: (Counthucki_DAPI dstes  v)[EdLis..| [ Create Custom Modde |
ir Count nuclei on 4 stes - DAPI -
description: =
Run on: Timelapse: - . i
© Al wells © Altime points o Lkote
() Selected wells Time point range »1 _] 1 1
) Displayed st Selectedtimepoit
2 Stack of alltime points
Selections [in Green]
<p

(Reset Image Dispays | [ Celuar Resuts...

EX2TrensfuorVesicles_AMSNVLCOHBKV1_80
T =
] DAPI 01/02]03|04/ 050607 08|03/ 10/ 11/12]13(14/15/16(17) 18/ 13|20/ 21|22/ 23 4]
[ Fic A

B

c

D

E

F

G

H

[

J

K

Configure
module settings

Together through life sciences.

x  Data - o &
EX2TransfuorVesicles_AMSNVL-COHBKV1_80
Wovkegrs D (elormgmner 7] [Pt |
v oael 01)02/03/04| 05, 06|07/ 0803 10/ 11/ 12] 1314|1516, 11118/ 19 20/ 21|22/ 23, 24
FITC

Nl |—|lx|odmmo O o >

- [
Mortage: 1 [2)x 7 4] Time poit: 1 [2]of 1

Display Fun Analyss | Measurements | Graph |

Analysis: | EX4 Cel Mophology

Settngs: | EX4 Cel Mophology

>

) [ Conigure Cstom Mode |
JEstist. | [ Greate Cusom ode |

Setting a
description: =
Run on: Timelapse: T
v
© Al wells (@ Alltime points . ] SR
() Selected wells Time point range ‘1 : [1 +
O Displayedste Selectedtmepont
Stack of alltime points Run Analysis
Selections [In Green]
<

(Reset image Displays || Celuar Resuls...

©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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Review Plate Data: Selecting Wells

3 Review Pate Data -

EX2TransfluorVesicles_AMSNVL-COHBKV1_74

Wavelengths: Data view: | Well arangement vl Print Table

Select a SUbSEt Of [V] DAPI 01/02/03/04 05 06/07|08/09/10/11/12/13/14/15/16/17 1818/ 20|21 22 23/ 24| »
. [ Fitc

wells by right-
clicking on the well

OR /

(=R Nl -- Rk -

x;xx

Mortage: 1 +)x 4 2] Tmepont: 1 f+]of 1 >
Display RlﬂMWIMeamneﬁsthaphl

Shift/Ctrl + Left- s (BQlen s 7] (e Con e |
. Settings: | EX2 Nudlear Foci v) Edtlst.. | [ Create Custom Mode |
Click and Drag to ses :
highlight a section fra T Glgeesse
(©) Selected wells Time point.range 1 7C ‘1 73)
of wells O D | Skt
Selections [In Green]
<
[ Reset Image Displays | | Celuiar Resus... |
Together through life sciences. @ Bﬂole_cular
evices
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Review Plate Data: Run Analysis Tab

» 3 Review Plate Data - (o] @ [ |
EX2TransfluorVesicles_AMSNVL-COHBKV1_80
Wavelengths: Data view: | Well amangement v] Print Table
Run module on: V] DAPI 010210304051 0607|0803 10| 11[12[13[14[15(16/17] 1819/ 20/ 21 | 2] 23] 24| »
. ] FITC A
* All Wells: module is i
run on all wells :
acquired G
|
* Selected Wells: T ]
mOdU|e iS run on | 'Montage:1 &k 7 ] Tmepoint: 1 4] of 1 >
Display R'-lﬁ/\f"a'YSlS]Meas;utemer'(s[Gtaphl
selected wells e "] (Cope oo
. . . Settings: | EX4 Cel Mophology v) Edt Ust.. | [ Create Custom Moduie |
(highlighted in green) sy
* Displayed Site: o E———
. Time point range 1T H[ &
module is run on the sicedmerrt
displayed site
<>
| Reset Image Displays | | Celuiar Resuts... |
\ | —
—————
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Review Plate Data: Run Analysis Tab

Run module on:

e All time points: module will
be run on all time points
acquired

* Time point range: module will
run on the specified range of
time points (time point range
must be consecutive)

e Selected time point: module
will run on one selected time
point

e Stack of time points: select
this option if running a legacy
journal which analyzes the
planes in a stack as separate

1 time points

+ .4 Review Plate Data -

o) o

N
ings: | EX4 Cel Morphology
Sett
descriptiol
Run on: Timelapse:

EX2TransfluorVesicles_AMSNVL-COH8KV1_80

Wavelengths: Data view: | Well amangement ']

[V] DAPI 01/02/03|04/05/06/07|08/09/10/11/12/13/14/15/16/17 18,18/ 20/ 21122/ 23/ 24| »
V] FITC

—— T o mmoO @

-

SEAN

<]

Montage: 1 +ix 7 % ITlmepoint:1

Display Run Analysis IMeasutemerﬁsl Graph |
Analysis: | EX4 Cel Morphology

v [ Configure Custom Modue |
v|Edtlit.. | [ Create Custom Moduie |

(V] Log into the database

9 Al wells © Alltime points

) Selected wells Time point range 1 1 B
() Displayed ste Selected time point
Stack of all time points
Selections [In Green)

() (e ]

| Reset Image Displays | | Celuiar Results...

_/

B —
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MetaXpress® 5.1 Software

Review Data
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Review Plate Data: Plate Grid Colors

2 Review P Data- (o] @ (= )
EX2TransfluorVesicles_AMSNVL-COHSKV1_74
Wavelengths: Data view: [Wel amangement '] -
[V] DAPI (0102 03 |04 05/06 07/08/09/10/11/12/13/14/15/16/17|18/19 20/ 21 22, 2¢
gmc | o | (AT Green Wells: wells selected
‘ 110.00
& Tz _ by user
H 108,50 -
| 12750
[ 11400 P
K 12450 .
| I , Grey Wells: wells displayed
M‘i* 1 ) . t .
Montage: 1 [+/x 5 |2 Tmepoit: 1 [2]of 1 > In Montage view
Display Run Analysis IMeasuemerﬁs| Graph |
Analyss: | EX2 Transfuor Vesices v [ Configure Custom Moduie | .
Setgs [QTordhorescs v e .| [ o usam o Red-Outline Well: well
Setting A . .
e ' selected in montage view
rlun on: Sonse. [V] Log into the database
)] © Allti i . . .
0 Sk | OTowprires [ ELE and displayed in high
() Displayed site Selected time point
Stack of all time points r e S O I u t i O n
Selections [In Green]
<)
(Reset Image Displays | | Celuiar Resuls...
\ —
==
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©?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 evices



Review Plate Data: Measurements Tab

EX2TransfluorVesicles_AMSNVL-COHBKV1_80

Wavelengths: Data view: [Wdumgemett v]

[¥] DAPI 0102/ 03 04/05/06 0708091011 121314151517131920212222‘»
[V FTC A

B

c £

D 228.00

E 233.00

F 214.00

G 244.00

H 216.00

| 251.00

y 2800 . _"- -

el B St e Select Analysis and
Dl i s [ Wewmer b | Measurement from the
Aralyss: X2 Nucear Foci: EX2 Nuclez v | [<@wemmemsermslemmarmyary==s )
e R drop-down menus to view
Select Wells Based On Variable Range °
Valueis: |Between v |0 {5 and 100 B Select | In data table
SRR [Confure Log..] (_Openlag |
Selections [In Green]
<«
| Reset Image Displays | | Celur Resuls... |

Together through life sciences. @ Bﬁolepular
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Review Plate Data: Measurements Tab

EX2TransfluorVesicles_AMSNVL-COHBKV1_80

Montage: 1 [4fx 1 (2] Tmepoint: 1 [2]of 1

Measurement: | Total #of Foc Toal (X2 Nuc v Dispay Fomt:

Select Wells Based On Variable Range

Valueis: |Between v/ 0 g =d 100 iﬂ

Data Log Not Open (Configue Log...| | Openlog |

Together through life sciences.
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View data with a
heat map overlay
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Review Plate Data: Graph Tab

».% Review Plate Data -
EX2TransfluorVesicles_AMSNVL-COH8KV1_80

Mottage:l_g]xré] Time point: 1 31 of 1
Dispay | Run Anaysis | Measurements Greph |
Aralysis: | EX2 Nuclear Foci: EX2 Nudez v |
Graph view:
© Plate () Mutiple graphs of displayed wells (©) Single Well

Graph type: M Measurement: | Total # of Nuclei Total (E |

Meaa:emertvsWelCohm Measurement?: | Total#of Foc Total (£X; =

Select graph type and
configure axes

Together through life sciences. @ B/Iolepular
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MetaXpress® 5.1 Software

Setting up an
Application Module

\ /
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MetaXpress Application Modules

All Application Modules share
the same basic controls

Simple configuration
Select wavelength
Set size range of objects

Set intensity above local
background

Test and save settings

The module will automatically
split touching cells

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

» .« Configure Settings for Count Nuclei

=) ® )

Source image: Cy5 Adaptive
Bec.ffgrot.u:g1
isplay i . ¥ |Segmentation Correction
| Display result image: [ system
Algorithm: Fast v
Parameters
Approximate min width: 12 = um = 37 pixels
Approximate max width: 30 1 um = 93 pixels
Intensity above local background: 150 | graylevels

Configure Summary Log... :' \ Configure Data Log (Cells)... ‘

|Save Setlings...J \eroad Settings...; {Set to Defaultsi { Test Run \ { Close

Molecular
@Devices



Adaptive Background Correction

Built in background management

Adaptive Background Correction is
automatically performed by each
application module

Detection even in noisy and poorly stained
images

Splits touching cells

Consistent performance across multiple
plates

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 vices



Configuring Settings — The Basics

» .3 Configure Settings for Count Nuclei
Source image: Cy5
Display result image: i Segmentation

Algorithm: Fast v
Parameters

Approximate min width: 12
Approximate max width: 30
Intensity above local background: 150

4 um = 37 pixels
4] um = 93 pixels
< | graylevels

bod & s

Adaptive
Background
Correction’
system

Configure Data Log (Cells)...

Save Settings...| |Load Settings... Set to Defaults

Test Run

.

\

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 respec
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owners.
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Module Settings — Measurement Parameters

Source image: Cy5

Algorithm: Fast

Parameters

+.% Configure Settings for Count Nuclei

V| Display result image: B | Segmentation

v

Approximate min width: 12
Approximate max width: 30

Intensity above local background: 150

[o] & =)

Adaptive
Background
Corvection’
system

= pm = 37 pixels
<1 um =93 pixels

+ | graylevels

Configure Summary Log...

| | Configure Data Log (Cells)... |

|Save Settings;1 ‘LLoad Seﬁings...J [Set to DefaultsJ [ Test Run ‘ | Close

©?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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a0 ¥ 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

@ Molecular

Devices



Module Settings — Measurement Parameters

Effects of varying width settings

Min width too small: splits nuclei

Min width too large: omits smaller nuclei

Max width too small: may shrink nuclear
boundaries

Max width too large: may slightly enlarge
nuclear boundaries

jethe e scienc ‘QJMOIecular
©?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 evices



Module Settings — Measurement Parameters

Gray Level (Avg)

13.09

Distance (um)

» .« Configure Settings for Count Nuclei (o] @ (=)
Source image: Cy5 Adaptive
Backgrow;%
o0 . Segmentation Correction
V| Display result image: Bf |Seg S
Algorithm: Fast v
Parameters
Approximate min width: 12 = um = 37 pixels
Approximate max width: 30 1 um = 93 pixels
Intensity above local background: 150 + | graylevels
Configure Summary Log... Configure Data Log (Cells)... \
isave Settings...j [Load Settings.“: | Set to Defaults | TestRun | ‘ Close

The intensity above local background is
used for finding the nuclei

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

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

Cie ‘G’ 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 evices



Test Run Settings With an Interactive Preview

o
- » .2 MetaXpress @M
U Sefu I fo r sett I n g c u toffs File Edit Regions Stack Acguire Devices Display Process Log Measure Journal Screening Apps Window Help
ZEHHBSX @ @R =2 EraN% BLBE(PTTE ROIOCS\N VR G |%4s W 220 A
f P e, e N ° T oc (50%] [o|[@ [ | % Configure Settings for Transfluor - Transfluor Example [e)®]=-
Or OS|t|Ve egatlve e » X : & 5 Pts and Vesicles image: FITC Adaptive
. " i Beckground
i : : | Display result image: _, Correction™
Il Cell Scori
cells (e.g. Lell >coring, Ao = -
- [¥] Pits
Iranslocatlon) i — L
Approximate max width: 3 +{ 1m =9 pixels
Intensity above local background: 500 S graylevels
[¥] Vesicles
Approximate min width: 3 | um = 9pixels
Approximate max width: 5 <l um = 16 pixels
Intensity above local background: 700 2. graylevels
[¥] Nuclear stain
Nuclearimage: Cy5
Approximate min width: 5 + pm = 16 pixels
Approximate max width: 30 <l um =93 pixels
C I I b I | Intensity above local background: 200 2| graylevels £
y [ Configure Summary Log... ] [ Configure Data Log (Celis)... ]
a n a I Si S res u ItS [save Settings...| [Load Settings...| [Setto Defauts] [ TestRun | [ Close
y +.% Cellular Results for Transfluor [o® ==
M M W 53 Cell: Pit Celk: Pit A i Cell: Vesicle | Cell: Vesicle . Cell: Nuclear | Cel: Nuclear . 9 g . e
I I n k e d t O I m a e Celll.‘Absesll%ned Cell: Pit Count CeII.AF’lt Total Integrated Average CeIItVesllcle I:Tell.t \{zircle Integrated Average I:Tell.‘ l’\ficleal Integrated Average Cellir;fdexlule EeIIIEdladmr\l Cell: IszIacu
- el Intensity Intensity L k] Intensity Intensity LI Intensity Intensity — leecsd Heeets
50 |50 7 136248 334114 2550.43 0 0 0 0 24.711 4.59102e+006  1975.48 293.033 261.2 124791
51 51 2 46.1788 1.17485¢+006  2646.06 0 0 0 0 229438 4.4633e+006 202353 454.328 397.24 208.377
52 25 45,8668 1.22161e+006  2770.03 2 20.0732 660387 3421.69 366.518 8.58825e+006  2437.07 532,658 408.072 187.143
5 E____EEE_ 4 E346er006 250
54 53.1796 1.55376e+006  2741.22 1 9.56858 304833 33134 331.26 7.08414e+006  2224.22 512776 406.944 207.207 |
55 55 18 35.3621 935863 275254 0 0 0 0 231.31 4.51086e+006  2028.26 464.98 426.992 207.646
” 56 |56 29 91.6235 26668e+006  3027.02 0 0 0 0 292778 7.18508e+006  2552.43 623.956 452657 241163
57 |57 21 33.7304 1.06387e+006  2800.7 2 26,0016 919048 3676.13 213623 5.24332e+006  2555.66 731.004 611.568 308.254
58 53 28 60.2196 1.60986e+006 | 2780.42 0 0 0 0 295.482 5.84355e+006  2056.86 434692 349411 161.253
59 21.3213 621592 303216 1 20.2812 766261 392954 23287 5.43761e+006  2428.59 683.804 421.955 207.684
60 E_E_ 474268 11.22523.+006 1268691 o0 10 0 [284243 156,876
61 8.73653 245357 2321 04 1 8.42451 219137 2705.4 57.3074 1.12874e+006  2048.52 £44.314 444,683 207.335
e T I . ) T R T FE T
63 60.6356 1 497585¢0IJS 2588 g1 0 0 0 347.693 7.25064e+006  2168.9 470.77 407.008 204.388
64 64 20 35.2581 948261 2797.23 1 11.3357 347980 319248 201.668 4.57022e+006 | 2357 562.464 416.778 214.865
65 85 38 71.9723 2.12067e+006 | 3064.55 1 852851 303603 3702.48 217581 468951e+006  2241.64 73326 645.833 342623
66 52.8352 1.51808e+006  2988.34 1 11.9607 434408 3777.44 154.345 3.58856e+006  2418.17 595.357 524.042 274.486
&7 _E_—___Eiﬁ'- 4507574006 (215158 651938 (49695 ] 262275 ]
68 27.6657 719458 270473 0 0 343013 7.84852e+006  2379.78 394932 304.985 150382 =
N reaico e e < mnnm ann neraae ~ —;I.; = < amnnn _ann nemere arn s rannmm ann mesdnn ronan PEvs Ane An ;
I\ FITC 50% 11 (1390, 170) -> 1240 1 pixel = 0.3225 um 902 MB physical memory  3.54 GB virtual memory
J
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Optimizing Settings

s Configure Settings for Count Nuclei o @ l[g]]

Source image: Cy5
(V] Display result image: [j‘ Segmentation

Only change one parameter at a time

Approximate min width has the most
drastic effect

Algorithm: Fast v

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

Save Settings...| |Load Settings... Set to Defaults Test Run Close
\
Together through life sciences. ‘@’ Molepular
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Selecting Measurements

Summary log = Site by Site (well) data

s = M

Total cells, percentage positive, average Parameter configuration:
area, integrated intensity, etc. v Image Name r—
v Image Plane
(. ) ) v Image Date and Time
» .« Configure Settings for Count Nuclei v ElsgssdTive Enable All |
' v Stage Label -Disable All
Source image: Cy5 v Wavelength I
= v Z Position
Display result image: ﬂ |Seg"emat'°n | v Total Nuclei
v Total Area
Algorithm: Fast - v Mean Area
v Integrated Intensity
Parameters v Average Intensity
Approximate min width: 12 =
- - - Double-click listbox entries to enable and disable
Approximate max width: 30 > HME parameters to log.
Intensity above local background: 150 < grg| Leaging options
Log column titles

|| Place log data on current line

Save segmentation overlay to database

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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Selecting Measurements

- ~ | Data log gives you cell-by-cell data
coneios M
Parameter configuration: oK i.e. area, intensity, etc. for each
v Image Name individual cell
v Image Plane
v Image Date and Time Count Nuclei ==l = 1\
v Elapsed Time Enable All
v Stage Label Disable Al Adaptive
v ‘Wavelength | BGCkgrqm?rq‘
v ZPosition Segmentation Correction
v Cell Assigned Label # system
v Cel: Area -
v Cell Integrated Intensity
v Cell Average Intensity :
imate min width: 12 = um = 37 pixels

imate max width: 30 ?3“ = 93 pixels
Double-click listbox entries to enable and disable — =

parameters to log. e local background: 150 < graylevels
Logging options

Together through life sciences. @ Molecular
U Devices
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Save Settings to the database

Together through life sciences. @ B/Iolepular
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MetaXpress® 5.1 Software

Batch Analysis

Together through life sciences. & Bﬂolepular
U evices
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Batch Analysis

[ Screening | Apps Window Help
Plate Acquisition...

Plate Acquisition Setup...

Plate Acquisition and Contral...

Under the Screening menu, Review Plate Data [DEL..

select Plate Data Utilities Etate Dofa Drlitses [DB.-
Add Analysis To Database [DE]...

Add Custom Module To Database [DB]...

Start Auto Run Mode [DE]...
Auto Run Plate Statuses [DE].,

[, 3 Plate Data Utilities )
Click on Run Analysis Run analysis for all wells of selected plates.
b utto N [ Import Images... Create new plates in the database by importing sets of images.

]
[ Epottimages... | Copyimages from selected plates to the file system.
]

Export selected measurements to a text file.

[Delete Measuemeds] Delete measurement values of selected plates. Plates and image data kept.

[ Delete Images... ] Delete images of selected plates. Plates and measurement data kept.
[ Delete Plates... ] Delete selected plates from the database removing all images and measurements.
Remove Deleted Data | Clear out records for all deleted items, creating space.
[ J This process may be lengthy and makes heavy use of the database.
\ —
Together through life sciences. @ Molecular
U Devices
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Batch Analysis

SECTTETT e )

-
In the Select Plates for Analysis dialog S —
bOX, hlghllgh t the pla tes yOU wan t tO TranthustVeskestinned, DTN HANGDAL - SN 6 iwne. s )
run the analysis on and click the

Select button —

Plate Name Site Co... WellCo... Series Count Compound Count Controls Count Contr|

\ e

— e ————

Together through life sciences. @ Molecular
U Devices
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Batch Analysis

Select the analysis and settings from the drop-
down menu

* If the dataset contains Timelapse data,
select time points for analysis:

* All time points: all time points will be
analyzed

* Time point range: select a single time
point or a consecutive range to analyze

 Stack of all time points: select this option
if running a legacy journal that uses a
timelapse journal which analyzes the
planes in a stack as separate time points

\

r = ™
Run Analysis on Plates i g

Analysis: [<Cout Nuclei>

Settings: [CoutNudei_DAPI_dsit&s '] *) Add to auto run list

Description:
Count nuclei on 4 sites - DAPI

Timelapse:
@ Alltime points
") Time point range 1
Stack of all time points

Run method:
@ Run now on this computer

Images to open for the analysis:
(V] DAPI
V] FITC

_/

Together through life sciences
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Batch Analysis

* Choose the Run Method:

Run now on this computer

Add to auto run list: if running analysis
on another computer or using
MetaXpress PowerCore™ Software

* Under the Screening menu, select Auto
Run Plate Statuses, and click Start Auto
Run Mode to start the analysis

\

Together

©2012 For researc|

& N\
Run Analysis on Plates- g

Analysis: | Count Nudlei>

Settings: [CotnNudei_DAPI_aisim '] *) Add to auto run list

Description:
Count nuclei on 4 sites - DAPI

Timelapse:

@ Alltime points

*) Time point range 1
Stack of all time points

Run method:
@ Run now on this computer

Images to open for the analysis:

(V] DAPI
V] FITC

I

through life sciences
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MetaXpress® 5.1 Software

Exporting Data

\ —

Together through life sciences. @ Molecular
U Devices
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Review Plate Data: Opening a Data Log

Method 1

* In Review Plate Data under the
Measurement tab, click on the Open
Log button

Method 2

* Under the Log menu, select Open
Data Log

\

R e

Together through life sciences.
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. 3 Review Plate Data - (o] @ ==
EX2TransfluorVesicles_AMSNVL-COH8KV1_74
Wavelengths: Data view: [Wel amangement -
[7] pAPI 0102 03 |04/05/08 07|08/09/10/11/12/13(14/15/16/17|18/19/ 20/ 21/ 22/ 2¢ »
[FIFTC I B 283.00
E [ -
F —
G | | =
N =
I —
7 4
K -
L e
T =
< | n »
Montage: 1 15{x 5 5| Timepoint: 1 5 of 1 @[E]
Display | Run Analysis Measurements IGaphI
Analysis: [ EX2 Transfiuor Vesicles: X2~ v | (¥ Show Heat Map
Measurement: |Vesicles per Cell Total (EX2 Tr. v|  Display Fomat:
Select Wells Based On Variable Range
Vaeis: [Beween ] 0 [ nd 00 2
Data Log Not Open (Comizmionss) | (sOeonioges)
Selections [In Green]
<]
[RecethlageDsplays] [ Cellular Resuits... ]
f= ™\
Open Data Log u
Log Measurements to:
Dynamic Data Exchange (DDE)
("] Atext file
.
‘@’ Molecular
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Review Plate Data: Export to Excel / Text File

Select
* Dynamic Data Exchange to open an
Excel file

* A text file to save to a text file

* Select the measurement you want to
export from the Measurement drop-
down menu and click Log Data

* To export all the data at once (in column
format), change the data view to
Measurement vs Well and click Log Data

\

+.% Review Plate Data -

(ol ® =

EX2TransfluorVesicles_AMSNVL-COH8KV1_74

Wavelengths: Data view: | Well amangement ']

m

("] DAPI 0102/ 03 |04/05 06 07 0809101112/ 13/14/15/16/17 1819 20/21|22|2: ~
B FiTc o [l

E | )

I 23:.00

G —

H —

I —

J —

K —

L

o

< I »

Montage: 1 5ix 5 5| Timepoint: 1 5|of 1 @E]

Display | Run Analysis Measurements ]Graph |

Analysis: [ EX2 Transfiuor Vesicles: X2~ v | (¥ Show Heat Map
Measurement: [dees per Cell. Total (EX2 Tr: v] Display Format:
Select Wells Based On Variable Range
Voo B 7] 0 B wd @ 2
Data Log Not Open (Comizmionss) | (sOeonioges)
Selections [In Green]
<)
[R&cetlmageDisplays] [ Cellular Resuits... ]

f ™
Open Data Log g

Log Measurements to:
[¥] Dynamic Data Exchange (DDE)

[] Atext file
|
- >

__/

Together through life sciences
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Batch Export Data

[ Screening | Apps Window Help
Plate Acquisition...

Plate Acquisition Setup...

Plate Acquisition and Contral...

Under the Screening menu, Review Plate Data [DEL..

select Plate Data Utilities Etate Dofa Drlitses [DB.-
Add Analysis To Database [DE]...

Add Custom Module To Database [DB]...

Start Auto Run Mode [DE]...
Auto Run Plate Statuses [DE].,

. 3 Plate Data Utilities [o] @ =]
Click on Export [ RunAnalyss.._| Run anaiysis for ol wels of selected pltes.
Measurements... button [nbmpotdnecossy] Crocte rew pltes i the detabese by impating ses of images.

[ Eotimages.. | Copyimages from selected plates to the fil system.

Export Measurements... | Export selected measurements to a text file.

[Delete Meastmneds...] Delete measurement values of selected plates. Plates and image data kept.

[ Delete Images... ] Delete images of selected plates. Plates and measurement data kept.

[ Delete Plates... ] Delete selected plates from the database removing all images and measurements.

[ Remove Deleted Data ] Clear out records for all deleted items, creating space.
This process may be lengthy and makes heavy use of the database.

\ —
e ——————————=

Together through life sciences. & Molecular
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Batch Export Data: Selecting Measurement Type and Plates

Export Measurements

Type of Measurements to export

* Cell Measurements: to export cell-by
cell data

* Image Measurements: to export image
summary data

* Cell and Image Measurements: to
export both cell-by-cell and image
summary data

Export Measurements Wizard — Step 1:
Plates

* Browse for the measurement set(s) to be
exported

* Highlight multiple using Shft/Ctrl

* Press the black arrow to move the
measurements to the Query section

* Click Next

Together through life sciences
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Select the type of measurements to export:

() Cell Measurements

@ Image Measurements

() Cell and Image Measurements

r
Export Measurements Wizard - Step 1

Measurement Set Selection
© Simple Query
(©) Advanced Query @ [E]
-3 Measurement t Set

= System Administrator [Creator - Measuren|
(23 01/22/13 [Date Created - Measurement
&5 03/26/13 [Date Created - Measurement

Name [Plate Info] Name [Measurement SetIr *

EX2TransfluorVesi...  EX2 Nuclear Foci

CountNuclei-20X-...  Count Nuclei E|
EX2TransfluorVesi...  EX2 Transfluor Vesicles  _

Query

55
=-(Z] Measurement Sets (OR) OR
(@ (Measurement Set Info.Nz
(2 Data Types (AND)

(21 Row Descriptors (AND)

o>

tive

owners.
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Batch Export Data: Query Data

p
Export Measurements Wizard - Step 2

Data Type Selection Query

=-E3 Data Types - @[] Measurement Sets (OR)
(=-®1& Image Measurement (20 Data Types (AND)

Export Measurements Wizard — Step 2 s 5 o Descriptrs 4ND)

#¢ Cell: ObjectID (EX2 Nudear Foci)
. . . . ¢ Cell: Total # of Nudei (EX2 Nudear Fod
H f Foci
* This section is used to filter the oS e
#¢ Cell: Fodi Average Intensity (EX2 Nude:
. . ¢ Cell: Total # of Fod (EX2 Nudear Foci) =
measurements accordlng to either o e 2
otal # of Nudei.Total (EX2 Nudear Foc
¢ Total # of Fod.Total (EX2 Nudear Fod)

measurement values or plate s

us:elzln
metadata. Only measurements that e
9 Wel Y

meet the criteria will be shown. L& e :

* Click Finish

\ /

Together through life sciences @ Molecular
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Batch Export Data: Selecting Measurements

Customize export

Under the Row section, select the
,I Configure Data Export uﬂlﬁ‘ .
parameters to define how the data

Available Measurement Types: Selected: - -
Name Type Format A Name Type Format I I b d P I t I D W I |
_ > _ I Wi e organize ate v, Vve
Site ID Image Measurement Int Well Name Image Mea...|String
Well X \Image Measurement Int
Wwell Y Image Measurement Int * ¥ Nal I Ie’ Ce” ID
Concentratinn  Wall Annntatinn Flnat i
Columns:
Available Measurement Types: Selected:
Name Type Fo... Name Type Format ‘

Cell: ObjectID (EX2 Nudear Fodi) Image Measurement [Float Total # of Nu...Image Mea... Float (] U n d e r t h e co I u m n S e Ct i O n , S e I e Ct

Cell: Total # of Nudei (EX2 Nudear Fodi) Image Measurement Float Total # of Fo....Image Mea... Float
Cell: Average Area of Fod (EX2 Nudear Foc)  Image Measurement Float ‘

co Ty G o) e | . the measurements you want to
Cell: Fod Average Intensil 2 Nudear Fod) Image Measurement Float
il il B e St I G export
s 2 - Apply calculation: math functions
Well Name [Image Measurement] Total # of Nuclei.Total | (E‘XfNudear Foci) I@ﬁm [ Total # of Foci.Total . o
Well Name_1 None(Total # of Nudei.Total (EX2 Nudear Fod)) None(Total :owaﬂ Ca n be a p p | I e d (to CO m b I n e
Well Name_2 None(Total # of Nudei.Total (EX2 Nudear Fod)) None(Total # of Fod A . .
5 o ——— S measurements for multiple sites,
o | [cone ]

cells, etc.)

—~—— Click OK I—

Together through life sciences & Molecular
U 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.



Batch Export Data: Save File

p
B ' Export as text file M

Measurement Sets that will be exported: BIe .—;"/
Name [Measurement S...  File Name
EX2 Nuclear Foci [ID_16 ] EX2 Nuclear Foci
Saving the file
* Browse... for the directory where you
would like to save the text file. —

° Clle the Export a" measurements to C:\Usersthamidah. Sultan\Desktoph
. . File Option
one file to save all data to one file

[V] Export all measurements to one file

File Name: MeasurementsSetd|

* Enter a file name
Export Options
o C | i C k o K @ ATF ( Data and selected Measurement sets properties )

Tab Delimited [ Data only )

{ 0K ] [ Cancel]

Summary file

r N
# ° Export Measurement Set Summary &

Destination Filename:  C:\Users\hamidah. Sultan\Desktop\MeasurementsSetd, txt

* Click Save Summary to save a text file
with summary information e —

* Click Close

\ Save Summary... ] [ Close /
. < J

Together through life sciences @ Molecular
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Support Resources

F1 / HELP within MetaXpress® Software

Support and Knowledge Base: http://mdc.custhelp.com/app/home

Email support@moldev.com

Technical Support can also be reached by telephone: 1-800-635-5577,
select options for Tech Support = Cellular Imaging Products =
ImageXpress Instruments.

Together through life sciences " Molecular
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