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Cell Cycle Module Overview

3F Cell Cycle
Reszults legend Addaptive
Late b [2M] Backorauhd H H
Early M [4N] S g;;;g‘f;mnm Cell-by-cell cell cycle classification
G2 [4M] S phase into GO/G]_’ S phase, GZ, early
Algorit Standard v mitosis, late mitosis, and (optional)

[] Display result image: |

apoptosis using 1-3 wavelengths:
Suurceimage:w DNA Staln (I'eCIUiFEd)

DMA content

Bpprosirnate rmin width: |3 2|y = 25 pivels . . . .
Approdimate mas width: |18 2|y = 56 pixels Optlonal mItOtIC Staln (SUCh as
Intenzity above local background: 1000 = qraylevels p h OS p h O_ h | Sto N e H 3 )
Backaround subtraction: | Auto Congtant “
Claz=ification by intearated intenzity [«1000] O pt | O n a | a p O ptOt | C Sta | n
GOAGT [2M 5 phaze G2 [4M
ST g0 5] P iz | W ity
Mitotic claszification
() Mitatic-specific staining (%) DMA average intensity

Source image: DMA content image [DAP)

Minimum average intensity | 23026 |5 | gravlevels
[] &poptotic classification

[ Canfigure Summary Log... ] [ Canfigure Data Log [Cellz)... l

[SEVESEHingS...] [Lu:uad SEttings...] [Set to Defaults] ’ Apply l [ Cloze

Together through life sciences. " [l\)/lglfictl:_llea;
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Module Settings

SF Cell Cycle
Fesulks legend etive
pae Lo GO/G1 (2] gjﬂﬁ;"?“% .
arly M (4N) B &poptotic g;;;:::mn AlgO rlt h m
G2 [4M] S phaze
. = = This option is only available in
[ Display et mage: e L Y MetaXpress software version 4.0
DNA cortert - and higher and determines how
Source image: . . .
Approximate min width: |5 = | pm = 25 pizels qUICkly the ana|y5|s IS performed'
Approximate max width: |18 & | pm =56 pixels . .
Intensity above local backgraund: [1000 * | graylevels Fa St a |g0 I"It h m Ca N p e rfO rm a N a |yS I S

Background subtraction: | Auto Constant w

up to twice as fast as Standard.

Clazzification by integrated intensity [x1000)

SETCN [0 3] 2P, 6912 B ey ity Both algorithms produce similar
kditotic: claszification b Ut N Ot id e ntlca I reS u ItS .
) Mitotic-specific staining (=) DN& average intensity

Source image: DMA content image [DAP]

Minimum average intensity; (3000 | araplevels
[ ] &poptotic classification

[ Configure Surnrnarny Log... ] [ Configure Data Log [Cells]... ]

[Save Settings...] [LnadSettings...] [Sel [{x] Defaults] [ Apply ] [ Cloze

Together through life sciences. Molecular
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1. Module Settings — result image

3 Cell Cycle FEX
Fezultz legend Actanti
Eaarly t [4M) s _ Correction” Py . ”
poptotc system * Leave “Display result image
G2 [4M] 5 phaze ..
deselected (this is generally only
Algorithm: |Standard W | . .
_ _ used when journaling)
[ ] Display result image: | |
Dk, content
Source image: DAPI
Approximate min width: pm = 25 pixels
Approximate max width: |18 |¢ pm = 56 pixels
Intensity above local background: 1000 3 graylevels
B ackground subtraction; |.-'.‘-.utu:| Conztant b |

Clazzification by integrated intensity [+1000]
GO0AET [2M] 5 phaze G2 [4M]
e | 43010 a e |32 a == |nfinity

Mitotic clazsification
() Mitatic-zpecific staining (%) DMA average intenzity
Saource image: DA content image [DAPI]

Minimum average intenzity: |23326 a araylevels
[] &poptatic classification

[ Configure Summarny Loag... ] [ Configure Drata Log [Cells)... ]

[Save Settings...] [Lu:uau:l Settings...] [SettDDefaults] [ Apply ] [ Cloze

Together through life sciences. Molecular
Devices
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2. Module Settings — DNA content

S£ Cell Cycle SIS
Fezultz legend Adaptive
Late b [2M] GO/GT [2N] Backgrauhd
Early b [4M] . Carrection
B &poptotic system
G2 [4M] 5 phaze
Algarithrm: | Standard w |

[] Dizplay result image: | |

DM content

Source image; DARI |

Approximate min width; pm = 25 pixels

Approximate maz width: (18 |$ prm = 56 pixels

Intenzity above lacal background: | 1000 = | graylevels

B ackground zubtraction: |.-'1'~ut|:| Congtant L |

Clazzification by integrated intenzity [x1000]

Mitotic clazzification
() Mitotic-specific staining
Source image:; DA content image [DARP]]

Minimum average intenzity: | 23526 a araylevelz
[] &poptatic classification

(%) DA average intensity

Preview

G2 [4M]
== Infinity

Prewview

[ Configure Summary Log...

] [ Configure Data Log [Cellz)... ]

[Save Settings...] [Lu:uau:l Seltings...] [Set tDDefauIts] [ Apply ] [ Cloge

Together through life sciences.
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Select the wavelength for the
DNA content (nuclear stain)

Molecular
UDevices



3. Module Settings — width settings

SF Cell Cycle

Fiezultz legend

Algorithm: Standard w

[] Dizplay result image:

DMa content
SOUrce imane: DAP |

EoX

Adaptive
Background

Late b [2M]
GOAGT [2M
Early b [4M] [2N] . Carrection
M &poptatic system
G2 [4M] 5 phaze

Approximate mag width: |18

Approsimate rain width: (3 = | pm =25 pinels
re
v

i = 56 pivels

Intensity above local backgraund: | 1000 % | graylevels
B ackaround subtraction: | Auto Conztant w

Clazzification by integrated intenzity [=1000]

GO/MGT [2M] = S phaze
A x| —

4800 6312

Mitatic clazsification
() Mitotic-specific: stainin

Source image:

Minimum average intensity:

[] &poptatic: clazsification

[ Configure Summary Log..

[Save Settinga...] [Lu:uau:l Settings...

Together through life sciences.

Preview

. GZ[4N)
7 —

| rfirity

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

‘Q’ Molecular
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3. Module Settings — width settings

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

Together through life sciences. ‘G’ Molecular
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4. Module Settings — intensity settings

Gray Level (Avg)

13.09

Distance (um)

SF Cell Cycle SIS
Resulkz IEEEFEIM o Addaptive
e GO/GT [2M) Backgraund
Early + [4M] . Carrection
B & poptotic system
G2 [4M] 5 phaze
Algaorithnm; Standard w
[] Display result image: ‘
DM content
Source image: DAF
Approsimate roin width: |2 = | pr = 25 pixels
Approsimate rax width; |18 = | prm = 56 pixels
Intenzity above local background: 1000 £ araylewvelz L Preview
Background subtraction: | Auto Constant b
Clazzifization by integrated intenzity [=1000]
GOAGT [2M] = 5 phaze = G2 [4H]
— (1500 D e B91Z [T Infirnity

Together through life sciences.

©2014 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respec

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.
For FAST algorithm, set this value
to about half (or less) of the
difference in intensity between a
dim cell and 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

‘@’Molecular
ive owners. D evices



5. Module Settings — background subtraction

SF Cell Cycle

Fezultz legend

Algorithm: Standard “

[] Display result image:

E';;';EMM[L%'“]” GO/GT [2M) Backgroung
oFrection
B Apoptatic system
G2 [4M] 5 phase

EoX

Adaptive

Iitatic clazsification

Minimum average intenzity: 23828 |5 | graylevels

arel

[] &poptatic classification

DMA content
Sounce image: w
Apprazimate min width; |8 = | pm = 25 pivels
Approximate max width: (18 = | pm = 58 pixels
Intensity above local backgraund: 1000 = araylevels
B ackoround subtrachon: | Auto Constant w
LCT&EEmcanon Dy nlegiated nrensty (=1 0oa]
. GOAGT [2M) ETIRES § phase Bz - G2 [4M) ity

() Mitatic-specific staining (%) DM&, average intensity
Source image: DMA content image [DAF)

Preview

’ Configure Summary Log, . ] [ Configure Data Log [Cellz)... ]

lSave SEttings...l [Lu:uad SEttings...] [Set ko Defaults] [

Apply ] [ Cloze

Together through life sciences.

©2014 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respe

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: input a fixed background
intensity to be subtracted

"Molecular
ctive owners. D ev i ces



6. Module Settings — DNA content classification

SF Cell Cycle
Rezultz legend
Late M [2) GO/G1 [2M)
Early M [4M] )
B &poptotic
G2 [4M] S phase
Algarithm: | Standard » |

[ ] Display result image:

DA content
Source image: DARI

Appraximate min width: prm = 25 pirels

Approximate max width: |18 |¢
1000

prn = 56 pixels

Intenzity above local background: E araylevels

B ackaround zubtrachon: |.-i'n.ut|:| Conztant R |

Clazzification by integrated intenzity [1000]
GOAGT [2M] 4500 5 phaze £912 a

Fitatic clazzification
() Mitotic-specific staining
Saource image: DMA content image [DAP)

Minimum average intenzity: | 23526 araylevels
[] &poptotic classification

(%) DN& average intensity

S[=1ES

Actaptive
Bachgranhed
Caorrection
systerm

Presigw

G2 [4M] o
= |Infinity

Presigw

[ Canfigure Surnrnary Laog...

] [ Canfigure Data Log [Cells)... ]

[Save Settings...] ’Lnad Settings...] [SEt to Defaultsl [

Apply

J |

Cloze

Together through life sciences.

©2014 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners.

* Click on Preview to test settings
and set the classification
parameters

Molecular
Devices



6. Module Settings - DNA content classification

3F Cell Cycle
Rezultz legend
Late M [2N) GO/GT [2N)
Early k4 [4M] _
B :poptatic
G2 [4M] S phaze
Algorithm: | Standard w |

[] Display result image:; | |

Source image: DAFI
Approximate min width: pm = 25 pixelz

18 s
1000

DHA content

Approximate max width: prn = 56 pixels

Intenzity above local background: = araylevels

B ackground subtraction: |.£'-.utu:| Constant b |

Clagzification by integrated intenzity [«1000]
GOAGT [2M) 4500 a 5 phase a1z a

kitotic clazsification

(&) DM

Minimum average intensity; [22526 a araylevels
[] &poptatic clazsification

& intenzity

=y Mitntic-spec% K
Source image: DMA content image [DAPI]

EEX

Actaptive
Backgronnd
Carrection
swaherm

Preview

G2 [4M]
= Infinity

Preview

’ Configure Sumnmary Log...

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

lSave Settings...] [Luad Settings...] [ Set to Defaultz ] [

Apply

J |

Cloze

Together through life sciences.

* An interactive graph is shown to
adjust the cutoffs for classification.

3F Cell Cycle: Preview Histogram

DNA Content Classification |— GGt
a0 | | 3 Phase
— G2
25 - | |\
| |
. 20 | |
3 | |
(=]
2 157 | |
3
104 | |
| |
5- | Ii
oL Lol L IR,
0 2000 4000 6000 8000 10000 12000
Integrated Intensity x1000

©2014 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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6. Module Settings - DNA content classification

3F Cell Cycle: Preview Histogram EEX] * The integrated intenSity of the
DNA Content Classification | — soet nuclear stain is used to quantify
30 ase
. I I —— DNA content (similar to flow
| | cytometry cell cycle analysis).

= 7 I I * Cells in GO or G1 or late mitosis
= | | have 2N DNA content.
O

10+ I I * Cells in G2 or early mitosis have 4N

5- | |i DNA content.

o Lo, | bl * Cellsin S phase have DNA content

] 2000 4000 G000 | 2000 10000 12000 |n between 2N and 4N.
Integrated Intensity x1000

Late M (2N)
Early M (4N)

A
oA

7t

. I GO/GT (2N)
\J S phase

Classification by integrated intensity &x1000)

TNy e h
GO0/G1 (2N) }:5300 :‘ S phase

G2 (4N)

NI
8912 S| e—— Infinty

Together through life sciences. Molecular
Devices
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6. Module Settings - DNA content classification

3£ Cell Cycle: Preview Histogram S=E3) - Guidelines on setting cutoffs:
DNA Content Classification |— co/G1
30 S Phase
: : —— * Drag the sliders to set them, or
25 | | type in numbers (useful if the
- | | sliders are out of scale)
§ 15+ | |
3 | | - Usually the first large peak is the
0- | | 2N peak, and the 4N peak will be
| | smaller and approximately double
7 ] i that
oLt R IR
0 2000 4000 G000 a0o00 10000 12000
Integrated Intensity x1000 * For more accuracy, doa
preliminary analysis on multiple
Late M (20) wells, then use AcuityXpress to

Eary M 4N) 45 view a histogram of DNA content

across those wells and determine

Classification by integrated intensity (x1000) Ccu tOffS

GO/GI@N) ~———— Sphase —— — GZ{AN)
etk %LL\ ey :L‘Sﬂ?. v| ¢ Infinty

G2 (4

Together through life sciences. Molecular
Devices
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7. Module Settings — mitotic classification

SF Cell Cycle EE|X]
Fiezultz lagend NI . . o go .
Late M 24) N hdagtive * Mitotic classification
E arly b [4M] Correction
B spoptatic systenm
G2 [4M] S phasze
Algoitm, Stondd v * The average intensity (brightness)
[ Display resutimage: & [“-oner | of the nuclear stain or a separate
e mitotic-specific marker (e.g.
Approzirmate rin width: prn = 25 pikels p h 0S p h O'h iStO ne H 3) iS u Sed tO
Approximate mas width; |18 |3 prn = 55 pixels H . . .
Intensity abave local background: | 1000 v | gravlevels I d € nt Ify m ItOt IC ce I IS )
B ackground subtraction: |.&utn Caonstant w |

Clazzifization by integrated intenzity [(21000)

GO/GT (2N) gy g] (S Phese L .

[N | abicaabicus,

() Mitatic-specific staining (%) DM& average intensity
Source image: DMNA content image [DAP]

Minimum average intensity:, | 235826 a graylevels

[] &poptotic classification

—_—

[ Configure Summarny Log... ] [ Configure Data Log [Cellg]... ]

[Save Settings...] [Luad Settings...] [SEt [{a] Defaults] [ Apply ] [ Cloze

Together through life sciences.

" Molecular
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7. Module Settings — mitotic classification

S Cell Cycle M=
Resultz IEE::;:IM o Adaptive
E ly b (4N] GO/G1 (2N) _ e |+ DNA average intensity
B 2poptotic system
G2 [4M] 5 phaze
Algorithm; Standard W . .
Dg”' 5 | | * To use the DNA average intensity as
Dizplay rezult image: . . . .
a mitotic classifier, simply press
DMA content .
Source image: DAPI PreVIGW.
Approximate min width: pm = 25 pizels
Approvimate mas width: |13 |$ pm = 56 pirels
Intenzity above local background: | 1000 | gravlevels
B ackground subtraction: |.-’-'-.ut|:| Constant w |

Clazzification by integrated intensity [«1000]

&= 92 e e iy

bitatic classificating

() Mitatic-specific staining (*) DM&, average intensity
Saource image: DMA content image [DAP]]

Minimum average intensity: | 23825 a graylevels

[] &poptotic classification |
]

[ Configure Summary Log... ] [ Configure Diata Log [Cellz]... ]

[Save Settings...] [Lu:uad Settings...] [SettDDefaults] [ Apply ] [ Cloze

Together through life sciences. Molecular
Devices
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7. Module Settings — mitotic classification

S Cell Cycle Eo&X

r

3F Cell Cycle: Preview Scatterplot |Z||E|[5__<|

* DNA average intensity

DNA Content/Mitotic Classification| ¢ Go/G1
70000 S Phase
| | o G2
50000 | | & Early M . .
| | o Latel * To use the DNA average intensity as
= . . .« pe .
% 50000 | | a mitotic classifier, simply press
it}
e | | .
£ ooo0- . | Preview.
% L ]
E 30000 - . I |
ol o r"..: * A scatter plot will appear with an
oo oo M | interactive horizontal slider for
0 2000 4000 6000 8000 10000 12000 Setting the intensity CUtOff.
Integrated Intensity x1000
kitatic: clazsification
() Mitatic-gpecific staining (%) DMA average intensity
Source image: DMA content image [DAP]
Minimum average intensity: graylesels
[] &poptatic: classification |
[ Configure Surmmarny Log... ] [ Configure Data Log [Cellz]... ]
[Save Settings...] [Lu:uau:l Settings...] [ Set to Defaultz ] [ Apply ] [ Cloze
Together through life sciences. " Molecular
©2014 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



7. Module Settings — mitotic classification

3F Cell Cycle: Preview Scatterplot [';| |E| g|

* DNA average intensity

DNA Content/Mitotic Classification| » Gc0/G1
70000 | | . gEF'haSE
60000 - I : . ol * |n the scatter plot, cells above the
’
= horizontal line are mitotic; cells
@ 50000 | | . et s
S | { below it are not mitotic.
E 40000+ .| |
=2 ™
z SDDUD-_____'_:__ - * Mitotic cells with 2N content are
20000 o r"..: classified as “Late M” and those
o | with >2N content are classified as
10000 - — I . I , «“ ”
0 2000 4000 Gooa 2000 10000 12000 Early M .
Integrated Intensity x1000
Late M (2N)
Eary M (4N) ‘
G2 (eN) QR Early M Late M

Mitotic classification
() Mitotic-specific staining (%) DNA average intensity
Source image: DNA content image (DAPI)

Minimum average intensity: 25295; *3 graylevels

Together through life sciences. Molecular
Devices
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7. Module Settings — mitotic classification

3F Cell Cycle

L # *FITC (50%)

kditatic clazzification

Intensity above local background; (3000 5| gravlevels

[] &poptatic classification |

() Mitotic-specific staining () DM& average intensity

Source image: FITC

[

Configure Summary Log... ] [ Configure Data Log [Cellz]... ]

[Save Settings...] [Lu:uau:l Settings...] [Set to Defaulls] [ Apply ] [ Cloze

Together through life sciences.

©2014 For researc|

h use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their resp

ective

Mitotic-specific stain

Select the wavelength for the
mitotic marker, enter a cutoff
intensity value, and press Preview
to see cells with that level of
staining highlighted in the image.

Mitotic cells with 2N content are
classified as “Late M” and those
with >2N content are classified as
“Early M”.

Using a mitotic-specific marker, if
available, is typically more accurate
than using the DNA average
intensity.

Molecular
@Devices

owners.



8. Module Settings — apoptotic classification

S Cell Cycle o)X
Results lEE:::IM o A .
o () GO/GT (2N | sackyroung * If the assay has an apoptotic-
B £poptotic system o o
62 () S phase specific marker, select the
l( ] . . ] ”
Algortim: Stondird vl Apoptotic classification” checkbox.
[ Dizplay result image:
DM content
Source image: DAFI
Approximate min width: prn = 25 pixels
Appraoximate max width; |18 |$ pm = 56 pixels
Irtensity above lacal background: [1000 + | gravlevels
Background subtraction: |,£'-.utg Constant w |

Clazzification by integrated intensity [x1000)
GO/GT [2M) 5 phaze G2 [4H]
—_— 0 5] s 912 5] ey Infinity

Fitatic clazsification
() Mitatic-zpecific staining (%) DMA average intenzity
Source image: DMA content image [DAP]

Minimum average intensity; [22526 H araylevels
[] Apoptatic classification

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

[Save Settings...] [Lclal:l Settings...] [Set to Defaults] [ Apply ] [ Cloze

Together through life sciences. Molecular
Devices
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8. Module Settings — apoptotic classification

SF Cell Cycle
Rezultz legend
Late M [2N] GO/GT [2N)
Early M [4M] i
B &poptaotic
G2 [4M] 5 phaze
Algorithm: | Standard w |

[ Dizplay result image:

DMA content
Source image: DAPI

Approximate mir width: = 25 pixels

Approximate max width: |18 = | pm =56 pixels
|Intenzity above lozal background: 1000 £ araplevels
Backaround subtraction: |Auto Cohztant W |

Clazzification by integrated intenzity [x1000]
GOAGT [2M] 4500 a S phaze a2 a

Mitohic clazsification

Source image: DMA content image [DAP)

Mirimum average intensity: (3000 5 | gravlevels

Apoptotic clazsification
FIT[ |

FEX

Adaptive
Backgrotnd
Cosvection

systerm

Preview

G2 [4M) o
== |Infinity

() Mitatic-specific: staining (%) DM& average intensity

Preview

[EAEE L) [ =

Stained area: | Mucleus b |

Approximate min width; pm =16 pizels
Approximate max width: prn = 56 pixels

Intensity above local background: (3000 2 | graylevels

Preview

[ Configure Summary Log... ] [ Configure D ata Log [Cells)... ]

[SaveSettings...I lLDad Settings...] lSet to DefaultsJ I Apply I [ Close

I

Together through life sciences.

Select the wavelength of the
apoptotic marker.

Define the stained area as nuclear,
cytoplasmic, or both.

Set the width settings (if the stain is
nuclear, it should match the prior
width settings).

Set an intensity cutoff.

" Molecular
©2014 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



8. Module Settings — apoptotic classification

SF Cell Cycle MIEIES

59=1c3)

~Results legend

L & *FITC (50%)

Mitotic clazzification

Source image: DMNA content image [DAR]

Mirimum average intenzity: | 3000 5| graylevels

() Mitotic-specific staining (*) DN& average intensity

Prewview

Apoptotic classification

Source image: FITC

Stained area: | Nucleus hd
Appraozimate rmin width: |5 = | pm =16 pizelz
Approsimate max width; (18 % | pm =56 piels
Intensity above local background; | 300 = | aravlevels
[ Configure Surmmary Log... ] [ Configure Data Log [Cellz)... ]

T [Save Settings...] [Lnad Settinga...] [ Setto Defaulta] [

Apply ] [ Cloze

|

Select the wavelength of the
apoptotic marker.

Define the stained area as nuclear,
cytoplasmic, or both.

Set the width settings (if the stain is
nuclear, it should match the prior
width settings).

Set an intensity cutoff.
Press Preview to test settings.

‘@’ Molecular
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9. Module Settings — final settings

SF Cell Cycle

Fiezultz legend

Algarithm: Standard w

[] Dizplay result image:

Intenzity above local background: 1000 ~ | graylevels
Background subtraction: | Auta Constant “

Clazzification by integrated intensity (=1000]

GO/GT [2M] = 5 phase
A v | =—m

42300 23=) P

Mitotic clazsification
) Mitotic-specific staining
Source image: DMNA cantent image [DAPI)

Minimum average intensity: | 3000 = | gravlevels

Apoptotic claszification
Source image: FITC

E';:;EMM[ﬁI”]” GO/GT [2M) ned
B &poptatic syster
G2 [4M] 5 phaze

DA content
Source image: DAPY
Approximate rmin width; |8 & | pm o= 25 pixels
Approximate max width: |18 & | pm = 56 pizels

(%) DN, average intensity

Stained area: | Mucleus hd
Approgimate min width: (5 = | pr =16 pixels
Approximate mas width; (13 % | pm = 5E pixels

Intensity above local backaround; | 300 o | araylevels

Adaptive
Background
Carrection

Freview

G2 [4M) o
== Infinity

Preview

[ Configure Summary Log...

] [ Configure Data Log [Cellz)... ]

[Save Settings...] [Ll:nad Settings...] [ Set to Defaults ] [

Apply ][ Cloze ]

Together through life sciences.

©2014 For research use only. Not for use in diagnostic procedures. Trademarks mentioned herein are property of Molecular Devices, LLC or their respective owners.

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

Molecular
UDevices



Summary Data (site-by-site measurements)

L A T T T T T T T A

DMA Structures
DMy Background Y alue
GOAGT Cell:

% GOAET

5 Phaze Cellz
%5 Phase

G2 Cellz

262

Early M Cellz
EZEarly M

Late M Cellz

E Late M
Apoptotic Cells
# Apoptatic

Together through life sciences.
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DNA Structures: Total number of nuclei

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

GO0/G1 Cells: Number of nuclei classified as GO/G1
% GO/G1: Percentage of nuclei classified as GO/G1

S Phase Cells: Number of nuclei classified as S phase
% S Phase: Percentage of nuclei classified as S phase

G2 Cells: Number of nuclei classified as G2
% G2: Percentage of nuclei classified as G2

Early M Cells: Number of nuclei classified as early mitotic
% Early M: Percentage of nuclei classified as early mitotic

Late M Cells: Number of nuclei classified as late mitotic
% Late M: Percentage of nuclei classified as late mitotic

Apoptotic Cells: Number of nuclei classified as apoptotic
% Apoptotic: Percentage of nuclei classified as apoptotic
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Cell Data (cell-by-cell measurements)
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Cell: Azzigned Label #

Cell: Clazzification

Cell: GO/G1

Cell: 5 Phasze

Cell: G2

Cell: Early t

Cell: Late M

Cell: Apoptatic

Cell: DMA Area

Cel: DMA Inteqrated Intenzity
Cell: DMA Average Intenszity
Cell: Mitatic Integrated Intenzity
Cell: Mitatic Average Intengity
Cell: Apoptatic Integrated [ntensity
Cell: Apoptotic Average [ntensity
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Cell: Assigned Label # — Cell label number (1 through
total cell number)

Cell: Classification — The classification for this cell, i.e.
“G0/G1” or “Apoptotic” or “S Phase”

Cell: GO/G1 — 1 if the cell is in GO/G1, O if it is not
Cell: S Phase — 1 if the cell is in S Phase, O if it is not
Cell: G2 -1 if the cell isin G2, O if it is not

Cell: Early M — 1 if the cell is early mitotic, O if it is not
Cell: Late M — 1 if the cell is late mitotic, O if it is not
Cell: Apoptotic — 1 if the cell is apoptotic, O if it is not
Cell: DNA Area — Total square microns of the nucleus
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Cell Data (cell-by-cell measurements)
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Cell: Azzigned Label #

Cell: Clazzification

Cell: GO/GT

Cell: 5 Phase

Cel: G2

Cell: Early

Cell: Late M

Cell: Apoptatic

Cell: DMA Area

Cel: DMA Intearated Intenzity
Cell: DMA Average Intenzity
Cell: Mitatic Integrated Intenzity
Cell: Mitatic Average Intengity
Cell: Apoptatic Integrated |ntensity
Cell: Apoptotic Average [ntensity
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Cell: DNA Integrated Intensity — Total pixel intensity of the
nuclear stain in the nucleus

Cell: DNA Average Intensity — Average pixel intensity of the
nuclear stain in the nucleus

Cell: Mitotic Integrated Intensity — Total pixel intensity of
the mitotic-specific stain overlapping the nucleus

Note: appears only if Mitotic-specific staining used

Cell: Mitotic Average Intensity — Average pixel intensity of
the mitotic-specific stain overlapping the nucleus

Note: appears only if Mitotic-specific staining used

Cell: Apoptotic Integrated Intensity — Total pixel intensity
of the apoptotic-specific stain overlapping the nucleus

Note: appears only if Apoptotic classification used

Cell: Apoptotic Average Intensity — Average pixel intensity
of the apoptotic-specific stain overlapping the nucleus

Note: appears only if Apoptotic classification used.
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Cell cycle module — classification strategy

Unclassified cell
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Cell cycle module — classification strategy

Unclassified cell

1. (Optional) Is cell
positive for apoptotic YES./ \To
stain?

APOPTOTIC VIABLE
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Cell cycle module — classification strategy

Unclassified cell

1. (Optional) Is cell
positive for apoptotic YES‘/ \To
stain?

APOPTOTIC VIABLE

2. What i§ DNA >N AN
content (integrated

nuclear intensity)?

GO/G1 or Late M G2 or Early M
v
> 2N " < 4N
Sor Early M
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Cell cycle module — classification strategy

Unclassified cell

1. (Optional) Is cell

positive for apoptotic
stain? YES NO
APOPTOTIC VIABLE
2. What is DNA
content (integrated 2N / \ilN
nuclear intensity)?
GO/G1 or Late M G2 or Earily M

3. I.s cgll ml’Fotlc > 2N ¥ < 4N
(mitotic stain or NO YES NO YES
Sor Early M

average nuclear

intensity)? 0/Gl Late M
NO YES

s Jearym
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