h‘ EOSSCSIE'EQ'E INENHCUCIERRZOON Quick Start Guide

* Use this guide to easily navigate through the IncuCyte™ ZOOM software by following the
numerical steps in each diagram.

* Information icons are found throughout the software. Mouse over the (i) to find useful hints
and tips.

e Consult the User Manual under the Help menu for complete details.

* Modular Data Processing Technical Notes are available on our website
http://www.essenbioscience.com/supportdocs/

e This quick start guide was created using GUI version 2014A. Check the GUI version under
Help—>About menu. Contact sales@essenbio.com to upgrade software.

Data Analysis Overview

Assay Development or Established Assay
Completed for every vessel l
: A Development
Search and View >say evelopme
Schedule Scans Completed only once per assay, cell type, or
Scanned Vessels magnification —l
Make Image N Edit and Save
Collection Processing Definition Established Assay

Completed for every vessel

Launch Analysis Job
from Vessel View or ¥
at time of scheduling

Graph/Export
Data

v
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3. Open the Drawer r //Vlll'l
* Press the Eject Button }"I.,
* Carefully place vessel in tray making

sure that it is secure and sitting flat
* Do not open if the light is green

|
:
1. Check the LCD panel
* Make sure nothing is scanning
before opening the incubator S—
e Check that the objective on the
LCD screen matches the objective
in step 2. 1
T ‘ f 2. Check the Objective
; y l""""“""""“" e * Open the optics panel by pushing down and
T - e
— * To change the objective in software, click on the
m “Administer” = “Optics Reconfiguration” tab.
gitisssadanisiinifnnee
- - ~—
Follow these tips to ensure high image quality
* Carefully wipe drops of media or other liquid on outside tops/lids of vessels
* Avoid touching the tops or bottoms of vessels. Hold vessels by the sides.
* Avoid using vessels with a lot of scratches/debris on them
* Do not write labels on the tops of vessels. Label vessels on the sides or very edges where imaging will not occur.
* Make sure lids are tightly fastened onto the flasks
* Be sure vessel is securely seated in the tray. |
* Allow plate to warm up for about 30min in the incubator before scanning.
Schedule Scans Search and View Scanned Vessels Make Image Collection | Edit and Save Processing Definition | Launch Analysis Job from Vessel View or at time of scheduling | Graph/Export Data

Information icons are found throughout the software. Mouse over the @ to find useful hints and tips. Consult the User Manual under the Help menu for complete details.
Data Processing Technical Notes are available on our website http://www.essenbioscience.com/supportdocs/

This Quick Start Guide was created using GUI version 2014A. Check the GUI version under Help = About menu. Contact sales@essenbio.com to upgrade software. 2
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X 2N Rl NG EN MENntSH Plate Map Editor

Open the Plate Map editor using the desktop shortcut icon or under the properties tab in Schedule Scans or Vessel View
DHEMT-¢~-|aS || HEE i 1 New C d :
» Click and drag to select areas. Al - create e\ ompoun % \4___ ___5___J 5 | 7 | 8 | ? | 1 | 1 | 12
* Click to toggle individual well selection. I Click on “New” T
* Use the tabs below to populate the selected wells. I . S 1 |
+ Right-click a selection to edit well contents. . I . Type in a descnp“on H l 2. High“ght wells ‘
Compounds | Cells [ G~ = 7 * Repeat for Cells, Growth . — : .
Compounds used in this plate: —; Conditions, RegionS f T H T T 1
R —— “ ' — ' .
: B H i 2Z Add Compound Concentration or Dilution... E@g]
i Add [ 100000[2] [iM_ ~] of Drug Yto the sslected wells. | )
4” Create a dilution and 2.00+2-| each step. Z Add Cells to Plate... lﬂ
I
[ b New ] [ =% Edit ] [ 7< Delete ] c H Dilute \-.\jjells... N Adding HT 1080 cells to plate...
[ Select all wells thaﬁ contain this compound ] H E ) TED e Passage: |1 =
A _” W () Bottom to Top
I ) Il : Seeding Density: 35,000 = cells / well
[Add Drug/‘ & ol wEn (O Leftto Right Drug Y 250 nM
4 ! ” Fresg () Right to Left )
7 (1] ¥ 125 nM . .
Piate Map Nof | - i 4. Edit Compound Concentration [ ok ][ cancel
\ . I L Drug ¥ 62.5 nM and Cell Seeding Densities -
‘ | H E ©) Vertically
\ ‘ | B ) [ Drug ¥ 31.25 nM
3. Add Compounds to Wells I == @ Horzontaly
* Select 1 compound from — Drug ¥ 1387
list i Drug ¥7.81nM
. F
* Click “Add...” I
I
* Repeat for Cells, Growth -
Conditions, Regions “ I
g Il I
i H 5. When all elements
L | | _ | H have been added to
I . .
I t Plate Map, click Save in
M I the top left corner and _
Il . « ”
I click “OK” to close.
ok [ Gres
Schedule Scans Search and View Scanned Vessels Make Image Collection | Edit and Save Processing Definition | Launch Analysis Job from Vessel View or at time of scheduling | Graph/Export Data

Information icons are found throughout the software. Mouse over the @ to find useful hints and tips. Consult the User Manual under the Help menu for complete details.
Data Processing Technical Notes are available on our website http://www.essenbioscience.com/supportdocs/

This Quick Start Guide was created using GUI version 2014A. Check the GUI version under Help = About menu. Contact sales@essenbio.com to upgrade software. 3
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zoom40074 (Admin) - Mext Scan: 3 hgl 12 Experiment Completes \

* Highlight appropriate vessel | H | | H | M H | | H | H | |
A viewscans oam - Click “Remove Vessel” ' Bam T 0am  1zpm om Ipm ' om gpm T dtpm  iZam
S Search - * Click Apply F = .

,j =——1 r—pean Setup | Properties | \ { 7. Set Acquisition Interval
O Schedulesans y Chanmel Selection e S * Right click on time line and
. £ . \ “« ”

B achives . Empty X Remote velb 6. Properties Tab e = select “Set Interval
" / | . . ’
& Administer z  aemen. *  Label Experiment o - * If someone elseI s ;
/ E ] n experiment is alrea
g ([P Copy vess Add notes and plate map 0 potia. | sample Pattern peri ady
1. Click “schedule || & , - scanning on a set interval,
] 5 & Paste Vessel Red Spectral Unmixing )
s ” 3 do not change interval, or
cans f o 2 (ms) 0.00 % % of Gree: removed from R k I toch
|' e 5. Select the Scan Type and 0.00 I=] S0fRedremies. ~ner S REINECINOSURIIEE
Scan Pattern. New Scan 0 - & theinterval.
2. Add Vessel L R
Al Patterns can be edited in g i N
¢ Select the tray position S 74 Vi
(front, middle, or rear) : : : Job Types e - N
¢ Click “Add Vessel” ¢~ Processing s 8. Spectral Unmixing
*  Select the appropriate 4. Select phase, green, \ May be required to

vessel type
Click “OK”.

2:51 PM

MNext Scan: 6:45 PM
Set By: Admin
Set At: 6/17/2014 2:44 PM
Status: Ready To Scan
Objective: Nikon 10x
Filter: Dual Color Model 4459
Free Space (% free):

Disk - 5.8 TB (71%)

Database - 9.6 GB (96%)
Temperature: 35.9 °C

\

Scan on Demand (unavail able)

I o T moom>
Ve N =

7] ’ % Edit Scan Patterns

red, or a combination
of the three.

3. Create a new pattern
Click “Edit Scan Patterns”
Click “New”
Select the wells/sectors
Select the # of images per
well/sectors
Click close
Remember to only scan wells
with cells in them unless using
the Dilution Cloning Scan Type.

Name:

Version:
|

Motes:

_m_ Vessel Scheduling

remove fluorophores that

9. Launch Analysis Job at Time of
Vessel Scheduling

produce signal in both ‘

color channels.

If users have previously defined
a processing definition for a
specific assay, cell type, and

magnification, then fill out the

analysis job details

10. Scanning Multiple Vessels
Customize the order in which vessels
are scanned and/or add cooling
(idle) times.

N

11. Click Apply to
save changes

> |

Schedule Scans

Search and View Scanned Vessels

Make Image Collection

> Edit and Save Processing Definition

>

Launch Analysis Job from Vessel View or at time of scheduling

-

Graph/Export Data

Information icons are found throughout the software. Mouse over the @ to find useful hints and tips. Consult the User Manual under the Help menu for complete details.
Data Processing Technical Notes are available on our website http://www.essenbioscience.com/supportdocs/
This Quick Start Guide was created using GUI version 2014A. Check the GUI version under Help = About menu. Contact sales@essenbio.com to upgrade software.
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File  View  Preferences Help
zoom40074 (Admin) v Mext Scam: 3 hours 48 minutes (6:45 PM)

Task List

Front Tray, Center Position

Green  1332x 1040 @ 1.22 pm/pixel
Acquisiion Time: 400 ms
Phase 1332x 1040 @ 1.22 pm/pixel

Nikon 10x

Dual Color Model 4459

Device Status

Schedule Scans Make Image Collection |9 Edit and Save Processing Definition | Launch Analysis Job from Vessel View or at time of scheduling | Graph/Export Data

Information icons are found throughout the software. Mouse over the @ to find useful hints and tips. Consult the User Manual under the Help menu for complete details.
Data Processing Technical Notes are available on our website http://www.essenbioscience.com/supportdocs/

This Quick Start Guide was created using GUI version 2014A. Check the GUI version under Help = About menu. Contact sales@essenbio.com to upgrade software. 5
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File  Utilities View

4 56 7 8 910 1112
OOOOO®®®®
@OOOOO®®®
(OJOJXOXOJOXOXOJXOXO]
OOOOOO®O®®®
EEEOOO®®®®
OOOO®O®®®®
OOOOO®®®®
(OJOXOXOJOXOXOXOXO;
aa B
Image Channels [a
] Phase
|
Weight: Q
B Showlegend (1)
N - —
© Spectral Unmixing [2]
] Green 0.00 |+ % of Green removed from Red
AutoScale [290 [ % of Red removed rom Green
Mn:[50 5 Max 12 [+ oo | DR ] @
Weight: . 08—
Red ‘
[ AutoScale
w06 5] e 127}
‘ Weight: .. e
 Analysis Jobs. &
Job Name = Job Type Creator Date Created Date Completed Colorl Data Color2 Data Phase Data Has Errors Open Ended
» Cytotoxicity 1st Time Point Basic Analyzer Dan 4/11/20128:38 AM 4/11/2012 9:17 AM ¥4 4 ¥4 O O
Cytotoxidty Full Time Course Basic Analyzer Katherine 4/5/2012 1:12PM 4/5/2012 3:50 PM ¥4 ¥4 O O ¥4
o N (B ] [(Ccm@n | (@5 | Gven. -
Schedule Scans Search and View Scanned Vessels _'P Edit and Save Processing Definition | Launch Analysis Job from Vessel View or at time of scheduling | Graph/Export Data

Information icons are found throughout the software. Mouse over the @ to find useful hints and tips. Consult the User Manual under the Help menu for complete details.
Data Processing Technical Notes are available on our website http://www.essenbioscience.com/supportdocs/
This Quick Start Guide was created using GUI version 2014A. Check the GUI version under Help = About menu. Contact sales@essenbio.com to upgrade software.
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Preview Image Stack Preview

P gt W v B
e ML “Vaz ]|l o

Object Name: HT 1080 Phase Vessel Label: HT1080RedNuc_CMP_Cytotox : 2E

—~ | mageSiacks: 2 |reser 1892x1040@ 122 mpic Vessel Type:/ Fowel Comog [ )

| Traii jon: 3 L Green: 1352 x 1040 @ 1.2 y/pel Scan [ype e tandard | -

Training Image Collection: = Objective:  10x £ 5 X Time: 4/3/2012 4:44 PM

| Cytotoxicity Test Filter Module:  Dual Color Model 4459 |  Red: 1352 x 1040 @ 1.22 pm/pixel Imana G#a: 42 jmage 1
‘ Segmentation Adjustment: @ = s = _l — w

| Phase

Qeo——

) @ snowlegend

| -oerp
‘ Hole Fill (um?: 0.0000

Adust Size pixels): (0 1] | Spectral Unmixing Al
| »Eetears(‘ma: | 0.00 5| % of Green removed from Red

[B90 ) % of Red removed from Green
(e ) ®re] @

| 1 max: [75.000

iry. (75.000

4 7 s
. \\ i 2 .
Corfluence Mask - - N ~
Outines  Color: (M)
Outline Width: 1

o
Pixel: (713, 598)

b Red
i Pixel Intensity: 0.8 RCU

8 Confluence Mask
Area: 68.466 um®
Eccentricity: 03180

\d Object Mask
tines Color: @
Width: ~—g———

f Red Object Mask
Background
A

| Metrics for Current Image Stack n

Image Channel Confluence (Percent) Count (1/Image) Avg Area (pm?) Avg Eccentricity Avg Mean Intensity (CU) Avg mtggrat::l“l:;tulsitv (cux Total lnte:'r::ﬁi lnba)lsity (cux
» vPhase{onh’ast 18.996 350 1169.5 0.7133 N/A N/A N/A
Red 3.2214 377 184.12 0.6306 6.6236 1272.9 4,7988E+05

Schedule Scans Search and View Scanned Vessels Make Image Collection 'P_'P Launch Analysis Job from Vessel View or at time of scheduling |-» Graph/Export Data

Information icons are found throughout the software. Mouse over the @ to find useful hints and tips. Consult the User Manual under the Help menu for complete details.
Data Processing Technical Notes are available on our website http://www.essenbioscience.com/supportdocs/
This Quick Start Guide was created using GUI version 2014A. Check the GUI version under Help = About menu. Contact sales@essenbio.com to upgrade software.
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File Utilities  View

i Launch & is lob S ER R} e _hdysjs]nhuiiﬁm
& t=mch Arebily L L L L2 L L L Add to Image Collection...
dob Type: [ Basic Analyzer ~ | Job Version: 1.0 New Processing Defintion...
W; [mTﬂ‘- >v7 +|| Launch New Analysis Job
. Edit a4 essing Definition...
- B oty TFI'.I'I.E{_BEHQE i dit’ . ~ “pllection...
A g o
@ " ararneters
o ;_ _ 1 2 3 4 5 6 7 8 9 Training Image Collection: @
ADAPOO®OOOOE®O®® Gt T el e C
e JOYOXOXOOYOXOXOJOROJOJO — e Qeo—
ackgroun = lls
O — 12:44 AM D @ @ @ S q @ Cleanup =
- 2:44 AM E@@®®®® Hole Fil (3 Sedallonin [+]
Greeh —— — F @ @ @ ® @ @ O Adjust Size (pixels): |0 EI @ M‘ % of Green removed from Red
AutoScale s AN CODDD® DD Fiters €00 [+] % of Red removed from Green
Min: 50 & Mac[152 1 104 AN Area (um3: 8
Bt Buec(b2_H] e HOA@DD®®® 8 W0 i 0000 ] 0 oo | ®
Eccentricity:
O min: (00000 B O] max: [00000 [
| Green (analyze) [+]
ch™ | = ®
— o/ |U
" Threshold AJUER L) [2.0000
— . S fl | Phase Data  Has Errors  Open Ended
» Cytotoxicity 1st Time Point I | O ]
Cytotoxicity Full Time Course 0o ] ¥
2 Refresh [ [yCopyGid | [ [ Status... | 5 View.. ~

Schedule Scans Search and View Scanned Vessels Make Image Collection | Edit and Save Processing Definition

Graph/Export Data

Information icons are found throughout the software. Mouse over the @ to find useful hints and tips. Consult the User Manual under the Help menu for complete details.
Data Processing Technical Notes are available on our website http://www.essenbioscience.com/supportdocs/ 3
This Quick Start Guide was created using GUI version 2014A. Check the GUI version under Help = About menu. Contact sales@essenbio.com to upgrade software.
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~

=

RIEWRESTaph/EXport Da

File Utilities View
Analysis Job (Cytotoxicity Full Time Course): zoom40000 (Admin) IR Job Detais | [E3] ‘
=-2012 - 123456728 89101112 Well A2 Navigation Analysis Job Utilities -~
=) April ¥ YOIOI0X0I0I0X0X0X0I0X0X0 1 =
5-03 (Tue) FPOOOOOOOOOOE image 10f 2 Add to Image Collection
. 0J0I0I0100I0I0I001010 New Processing Defintion...
6:44PM = o POOOOOOBOOO®E Launch New Analysis Job...
§:44PM 1. Opened Analysis Job. This bosvesecevssc ’
A ) ) ) HOPPPOOOOOOGE Edt a Processing Defintion
504 (Wed) N ribbon will change from light Pfecocssscvsc Edit an Image Collection..
0001010101010 10101010

(| [»_side show ] (1] 1]

Image | Properties | Graph/Export

Image Channels
Phase
Weight

2. Click on
Graph/Export

Green

AutoScale
Min: |5.0 Max: |15
Weight

3. Analysis Masks
Turn on the masks

¥| Red
V| AutoScale
Min: 0.6
Weight

& Max: [12.7 .

0.7

on the right

Analysis Masks

Blend |gend |
Mode: ==

Weight

Green Object Mask
Outlines Color»

Outline Width

V| Red Object Mask
V| Outlines

Color: |

(2]

Metrics for Current Image Stack

Image Channel Confluence (Percent)

» Green

Red

0.0202
4.2371

View object counting

blue to bright green.

Tools
Q
®

Spectral Unmixing

1

V| Show Legend

0

300:
[\ RS |

1.70 x 1.27:mm, 215 mm?

pm

Count (1/Image) Avg Area (um?) Avg Eccentricity Avg Mean Intensity (CU) Avg Integrated Intensity (CU x pm?) flotal I"teg:f/e]dnf:;')‘s"y (€1

72.683
248.76

0.5619
0.6107

11.4%6
5.5526

870.26
1420.7

5221.6
5.214E+405

Schedule Scans | | Search and View Scanned Vessels |

| Make Image Collection | | Edit and Save Processing Definition | | Launch Analysis Job from Vessel View or at time of scheduling | | Graph/Export Data

Information icons are found throughout the software. Mouse over the @ to find useful hints and tips. Consult the User Manual under the Help menu for complete details.
Data Processing Technical Notes are available on our website http://www.essenbioscience.com/supportdocs/

This Quick Start Guide was created using

GUI version 2014A. Check the GUI version under Help = About menu. Contact sales@essenbio.com to upgrade software.
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File  Utilities  View

3 borbeeaeoens |[M
A 1 -
MODVOOOODODD age 10621
= CEPPIPPPRPOD® K4 A
DEPORDODODOD
EQROOO0REROO® -t =
FEREOO®EOE®E®E®E®H®EE 4N
b - "Eessetesseste
i H
WD == BRI
Image | Propetties | Graph/Export
Metric: |YOYO-1 Count (1/Image) |V|LgGmph/Emort... }

Mean | Std. Dev. Hin Max

-
Z Metric Graph/Export

@ Time Plot

@) Start Time

Nuclei Count (1/mm? o
Nuclei Court (1/Well)
Awg Nuclei Area (pm3
Total Muclei Area (pm®/Image)
Total Muclei Area (pmWel)
Nuclei Confluence (Percent)
- Awg Nuclei Mean Intensity {RCU)

Avg Nuclei Inmtegrated Intensty (RCU x pm3

Tatal Muclei Intearated Intensite (RCL L x im®/Imane)

) Histogram

YOYO-1 Metrics
Nuclei Metrics

00000000
00000000

=) () (m) () (m) () () ()
FO0O 000000

24 scans

Region: Custom Region

Group: | Replicates [ 8. Select how data should be grouped. *
al
ot |

= S Columns
]
54 Histogram Bin Settings Inel o

None

Total Integrated Intensity (€U x

Image Channel Confluence (Percent) Count (1/Image) Avg Area (pm?) Avg Eccentricity Avg Mean Intensity (CU) Avg Integrated Intensity (CU x pm?) s

Schedule Scans Search and View Scanned Vessels Make Image Collection | Edit and Save Processing Definition | Launch Analysis Job from Vessel View or at time of scheduling -P_

Information icons are found throughout the software. Mouse over the @ to find useful hints and tips. Consult the User Manual under the Help menu for complete details.
Data Processing Technical Notes are available on our website http://www.essenbioscience.com/supportdocs/
This Quick Start Guide was created using GUI version 2014A. Check the GUI version under Help = About menu. Contact sales@essenbio.com to upgrade software.
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File  Utilities Vies

22012
- April
£-03 (Tue)

- Bi44PM rz Export Movie or Image Set
L 10:44PM
-04 (Wed) ~Export Time/Area Range
105 (Thu) ®
= TimeRange  ~ 1 2 3 ¢
OR==0]) gy [ S AD®® G J
- 6244 PM -
Image | Propetties | Graph/Bxport | — io“:::m — B @ @ ® (
: I £ T ~
| Image Channels | 505 (Thu SOXOXON((rwen Q _
[ Phase --1f:44 AM Select Preview Scan: (D) . ) -
Weight: &> i D®® ® ( ey g . =
' e E@®@{ == i ] Showlegend ()
o iy ; e 5
B FO® @ @[ omow. <[RS fom B
G @ @ @ K < ) (2] (M) [Ceesmse ] oe / - |

Targst folder C\Users\Katherine Atymovich'Dssktop

e ©) End Time H ~ 4.Select Target Folder, 5
: 4f5/2012
" ZHM Sequence Type, and Image P maisto)
[7] AutoScale 24 scans |L| Images: 2 Type- NOte: Blended Red b
s Y e __ . . | Pixel Intensity: 0.6 RCU
- Save Location and Options e . I t.E EKIQ. ort tl 1€ 1 3
- ‘:ﬁmdgmla‘ym—mﬁep—l.— —F SAd,

/
Sequence type: (i) [Image Set - Exmple nm_m_1_2mz,cmfnuad_1w4m.lw

Image type: (i) [Blendad composite using cument display seftings '] [T\FF v] I Designer {Crop, Scale, Legend, ete.)... I

(=) Export 24files

Green Object Mask
/| Outlines Color:
Outline Width:

Metrics for Current Image

- 1.Ad just Image Channels and Count (1/Image) Avg Area (um2) Avg Eccentricity Avg Mean Intensity (CU) Avg Integrated Intensity (CU x um?) gotal m‘g":,‘f;’"g';:')'"“' (U

» Green Analysis Maskslto optimize the 2 34.233 0.4092 10.413 354.34 708.68
Red . 3.8946 . 36) 228.66 0.6102 5.6568 1341.9 4.9246E+05
displayed image.
Schedule Scans Search and View Scanned Vessels Make Image Collection | Edit and Save Processing Definition | Launch Analysis Job from Vessel View or at time of scheduling |- Graph/Export Data

Information icons are found throughout the software. Mouse over the @ to find useful hints and tips. Consult the User Manual under the Help menu for complete details.
Data Processing Technical Notes are available on our website http://www.essenbioscience.com/supportdocs/
This Quick Start Guide was created using GUI version 2014A. Check the GUI version under Help = About menu. Contact sales@essenbio.com to upgrade software.
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Make sure all Image Collections, Processing Definitions, and Analysis Jobs associated with Vessel are completed before Archiving/Deleting.

File  View Preferences

zoom40000 (Admin)

Help
~ Status: Scanning (90%)

Create New Archive | View Archives In Progress | View Archives Attached to Z00M | Browse Archives Attached to My Computer
A viewscans Find: | o w!| Cear | SearchTips: D
@ Search Select = Label N Color2Data  Phase Data Objective
% 10x

¥4 totoxidity_compare ¥ v 10x
il toxicity_compare W W 10
O™ tandard I 4
O Standard ¥4 ¥4
] @ My Computer Standard —P—
[} Katherine (@) © Storage attached to 200m40000 Standard
[ - Katherine Archive Drive/Falder: C | Stand=rd
] 3/20/2012 11:55 AM Katherine

Device Status

SeheduleSeans

Archive Name:  HT 1080 Cytotox Expts from April2013

£ Open Connection

X ] Contains([User], 'Katherine') And Contains([Label], ‘Cytotox) And Contains([Cell Type], 'HT') And Contains([Objective], '10x) v

Edit Filter

[ copy o

Ecreate Archive, .. ] [ [ View Vessel ]

— What can be done with an Archive? —

| G |

Information icons are found throughout the software. Mouse over the @ to find useful hints and tips. Consult the User Manual under the Help menu for complete details.

Data Processing Technical Notes are available on our website http://www.essenbioscience.com/supportdocs/

This Quick Start Guide was created using GUI version 2014A. Check the GUI version under Help = About menu. Contact sales@essenbio.com to upgrade software. 12
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