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Cell

1.CellVoyager GV7000
Wellplate
Confocal chamber
Epi-fluorescent
Brightfield

— Laser-auto
Dual-monitor \ ' B focus

' 2 = Image-based
Workstation i auto focus

. 6 Objective Lens
l VOKOGAN A 4 4x 10x 20xL
20x 40x 60xW

2

e ——

Halogen Lamp
X-Y Stage
Temperature control
Laser sCMOS Cameras 35-40°C
405,488,561,640nm 2 units(2560 x 2160 pixel) CO2, Humidity
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1.CellVoyager CV7000

= Filter information
Camera2 Halogen lamp*’
Filter Wheel 2 ™ Confoca
445/45 Epi-fluorescence
447/522 (dual) T . . (Laser) _
] T . = 5. Gl
Cameral—& EES & [ f.f’D =
Filter Wheel 1 Bright fiekd
600/37 i - '
676/29 _l
4 colors Laser b\
| ™ <
405/488/561/640nm

Confocal Scanner Unit

Confocal Fluorescence 405/488/561nm |Confocal image acquisition of 405/488/561nm
Confocal Fluorescence 405/488/640nm |Confocal image acquisition of 405/488/640nm
Epifluorescence 405/488/561/640 nm Epifluorescence of 405/488/561/640 nm
Bright field Bright field imaging
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2.1 Starting and Shutting down of the CV7000 Cell

“oyuger
YOKOGAWA ¢
= Starting the system

= Shutting the system
1. Turn on the MAIN POWER breaker on the
rear side of the equipment.

1. Close the screen of the application software.

T e ———a ]

I Y —
B

2. Turn off the power of the measurement PC.
3. Press the POWER OFF button.

2. Press the POWER ON button on the front
side of the equipment.

4. Turn off the MAIN POWER breaker on the
rear side of the equipment.

4. Start the Work Station.
5. Start the application software.
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L L e
2.1 Main window of the application software c oyager
YOKOGAWA *

Control window

Click the Icon

Wait a while till
“Ready” status appears
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2.2 Select the Plate and Acquisition setting

= Select Plate
P Well Plate Type List - GellVoyaeer

A —— E——
= Vendor MName Well Number Shape Bottom Material | Bottom Thickness

Measurement Settings: & nunc #165305 96 wells Round Plastic 250 um
) R I Tt # aBD #353948 96 wells Round Plastic BBO um
fest Granularity & Greiner #655090 96 wells Round Plastic 190 um

& Greiner #B55806 96 wells Round Glass 175 um
& Greiner #781896 384 wells Rectangle Glass 175 um
& winka MT4840-010 96 wells Round Plastic 1000 um
. 2 . " g ( OK ) [ cancel
Main Window Select "New ™  Niags

Select plate and Click “OK”

= Setting window of the Acquisition

Aasathon Narhe: Gravdor ~ (]
Well Pt Ty Grsivar, SE5EA08, 08w, Gt

Vol e e e e e e e s
Tt —
T o e rw

Tina-fsgoe Satiog el Fle Suan Satiks | Ason List

s [ —
rios prarmvie
=m =
s

I o

wrwm

Time—lapse Setting tab ; B i

[n + S om0 wermmcos e

Well Plate Scan Setting tab o =]

| AP4S0/0 Microncops lmage X Offat: 0 Zum
e —
i L T
(oo ) (o] e [B1 (=]
H H P R T ——— T —— —
Action List tab S ot — il
: —
braterimd e ol e 03
(e ) [Tai | Lwirasic [0 (=] [ | —r——
Methodt C: vl At | BRSO 00 v
Ot 10n F Ersours T 10950

e o o .
e e Channel Setting

IR Targrt: Mrmescn imsgs

Mathod Contoca Phorscomos e |Cl N
Dot 700 E | Fosorin T |_ 10 81
el o T

| — R i GO
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Cell

2.3 Setting for Time—lapse Acquisition Joyager

YOKOGAWA ¢

= Setting for Time—lapse Acquisition.

T tptn Goting | el Phtn Basn urtng | erioe tist
Tasws Lina: Normet [ Tiems Line 1
s
vt

meseai [ Do o 0: o]
Panacena acsion Tinw: | a6 - o | (Fosime A )

o No need to set for the single acquisition.
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2.4 Set the Acquisition point

YOKOGAWA ¢

@ Well Plate Scan Setting

Torget Wells: | &) gcan All Wells
O seanselected wels: 4= Arbitrarily—Selectable the Well
Select
Well

Tile acquisition of entire well
(50 is recommended for Overlapping Pixels)

‘0000000 /|
9000000

- Press LEFT mouse button to select wells
- Press RIGHT mouse button to deselect wells

Acquisition Points:

(0 Cell Count

() Cell Search

Use this to arbitrarily select the FOV.

/

P
2 Tile

@ Rectangular 4 Points Pitch: 2000 2| um

= - ) Rectangular 9 Paints
@ Fixed Position [ Add Points.. 4| Clear Points

- Press LEFT mouse button to add point

- Press RIGHT mouse button to remove point A Deg ree Of the angle

2 Round 8 Points

(2) Round 12 Points

Rotation:

(0 Rectangular 16 Points

FOV Preview: | 10x V] [Apply to Channel Settings]

MNotice: Acquisition point setting is IGNORED when action list of time line contains DISPENSE OPERATION.

- Pattern and the Number

2016/9/1 9
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2.9 Select the Wave Length and Magnification

1. Create new channel by the "Add Channel” button
2. Select Optical path and wave length by "Method”
3. Select Magnification by ”Objective” pull down menu

4. Set "Exposure Time” and "Binning”

Create new Channel

YOKOGAWA ¢

*Method —Combination of the optics—

Confocal Fluorescence
405/488/561nm

Confocal image acquisition of 405/488/561nm

a0somi 30 T% Mdsomi 30 T/% 488y 30 5% S6lamy 3 T UV 30 Ti% Lamps O 5% 1, | addCrane |

()
%
=

Target: Mcroscope Image
5 . il SOEROE L]
2. Method: [Canfocal luore 405/4BE/561
Fuarophore: | { Hot Spesified)

3. ctjechefmx o]

¥
T -, T
| Fource: [F] 561nm

Chz =% |

v|  Acquisiticn: | BPLI5 /S =

=| Expoure Time: | 250 |5 ims

Binnirg: [ 1 =

Taqet Meroscope Image

Confocal Fluorescence

Confocal image acquisition of 405/488/640nm

405/488/640nm

Epifluorescence Epifluorescence of 405/488/561nm
405/488/561nm P

Epifluorescence Epifluorescence of 405/488/640nm
405/488/640nm pifiuorescence o

Epifluorescence UV Lamp

UV light source

Bright field

Bright field imaging

Digital Phase Contrast

Digital Phase Contrast imaging

*Lens —Objective lens—

Method: | Confocal Fluorescence £05/488/561 nn |  Acquisiticn: | BRE25/50 -
Hm'ophme:l{hlnlSp«jﬁad} '|Expo:|ureT|rre-.| 250 2 ms
Objecive:(2x | 4.

e [405m (7)o Biivg (3]

4X N.A=0.16
10x N.A=0.4
20x N.A=0.75
20X LWD N.A.=0.45
40x N.A.=0.95
60xW N.A=1.2

*Exposure Time

*Binning
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2.6 Setting of Acquisition —Single Z Slice Acquisition—

YOKOGAWA ¢

Do

1. Select “Action List” tab

Click "Fluorescence Acquisition” to show setting window

Click ”Select” button and select the “Channel”

Click "Test” and show up the “Image Acquisition Test” window

Click "Load Well Plate” and set the Well Plate

Click ”"Acquire Image” and arrange the Z Offset

,

Time line: Time Line 1
ACT: 0001

Stop Preview by the "Stop” button and click "OK” to close the window. ActonsSftusre Focs ||

General
1
Time-lapse Setting H Well Plate Scan Scm}(‘ Action List |

Arrange the Exposure Time

® N O o bk 0N

Greiner

#635806

>

96 wells, Round

Glass
an .
Software Fluorescence
Focus \Acquisition Fluorescence :
Acquisition c

ACT: 0001 [+)(X]| Simuitanecus Acquisition Targets: [7] Use Software Facus
. X Offset: 0.0 3 um
ch 1 I BP450/60 Microscope Image
Y Offset: 00 % um
Flucrescence
isiti @ Z Offset: 0.0 2 um
©) Tom. ) e imagng [ ] ()

ACT: 0002 (+)(¢)| Simultanecus Acquisition Targets: ] Use Software Focus
X Offset:

m

o

@

L=}
00000000

T

[al e N

ch 2 ] BP525/50 Microscope Image v um [T Synchronize Well Plate Scan Setting

Y Offset: 0.0 2 um Target Call

Fluorescence Skeing Interval —
s Z Offset: 0 % |um Euaﬂngm.n )
- Distance (-
L g [ O] (=] e ——

Bottom of Well Plate

n Shifting Distance: 5 % um XOffset 0 o |um
Select Channels 1
Ascending Distance: 5 Slum Y Offset 0 o |um
Microscope Image (Medim )W) Descending Distance: 5 wjum ZOffset: 0 %|um
Chi n: BP450/60 Method: Gonfocal Fluorescence 405 nm Slicing Interval: 12 um Generate MIP Image
[ | Objective: 10x

Light Source: 405nm Ch1 §
Target: Ch1 Microscope Image

Microscope Image » Acquisition: BPA45/45

/ ”
n: BP525/50 ’\t‘hutmj. Confocal Fluorescence 488 nm B 250 :|ms T
Objective: 10x
Optimize Cell Recognition Paier Show Cell Recognition Image

*fou must select channels which have same conditions (method, objective, light source

Light Source: 488nm

2016/9/1 11
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2.1 Setting of Acquisition—3D Acquisition—

[ image setting

1. Select “Action List” tab
. Click ”3D Fluorescence Acquisition” button to show up setting window
. Click "Select” button and select Channel

. Click "Test” and show up Image Acquisition Test window

. Click "Acquire Image” and find the focusing position e =
» Image Acquisition Test | : .

. Adjust exposure time and Binning. Lt 7 position

Time line: Time Line 1

2
3
4
5. Click "Load Well Plate” and set the plate
6
7
8

Click ”"Stop” and click "OK” to finish the test window.

General
Greiner
Time-lapse Setting Well Plate Scan Scttin #655896
96 wells, Round
Glass
an
frware Fluorescence e m—
Focus Acquisition HOresc
2 Acquisition
ACT: 0001 (=) [[JUse Software Focus to Determine Shifting Distance
e § -
Target Cal Shifting Distance: B & |um
Slicing Inkerval T Aseending Distance: 50 2 |um
#iscending Distance (+)
Descending Distance: -5.0 % |um
shifling Dlstancel Descending Distance (- = 2
- Slicing Distance: 10 & |um Load Well Plate |
EBottom of el Plate
30
Flusrescence 3 1
A e N jon Targste: Synchronize Well Plate Sce n Setting
ch 1 N BP450/60 Microscops Image X Offset: 00 =)|um — e
¥ ffact: 00 2lum g fnienes f "‘ WAccanding Distance (+)
@ . - Shifting, Distifce| T \! _,/ Dascendinig Distance (<)
Bott- = of well Plate.
[ Generate P Image
Shifting Distance: 52 X Offset: 0=
ACT- 0002 E@ [JUse Software Focus to Determine Shifting Distance SR om = um
Target el Shifting Distance: 8 = lum Ascending Distance: 5 ©/um Y Offset: 0 < /um
Slicing Interval ] SN, ) Ascending Distance: 50 o |um Medium "E‘ElE‘E‘ Descending Distance: 5 jwfum 7 Offset: 0 o |um
scending Distance (+ =
ine Di . = o Slicing Intenval: 1% /um Generate MIP Image
it Distanc:r et Cistance () Descending Distance: 5.0 & |um
- Slicing Distance: 10 % |um 7] Ch 1
. Sottor of well Flate Hhed — chi @mcm Microscope Image
Fluorescence » Acq on: BP445/45
Acquisiti i A ion Targets:
= ﬁ Exposure Time: 250 2 |ms Camera Setting: | Gain 1.3 |
ch 2 I BP525/50 Microscope Image X Offset: 00 & |um & 'y
Y Offset: 00 £ |um Optimize Cell Recognition Pa.ar@ Show Cell %ec@nh’agf
Test... ] Gencu—atc MIP [mage @l

Selectt

ACT: 0001
Action: Software Focus

to ' Shifting Distance”

2016/9/1
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2.8 Setting of Acquisition—Use Software Focus-—

[ image setting

Make most brightest Z position to the Standard position.

1. Click “Software Focus” and Select the Wavelength from ”Select”.
Click "Test” and Image Acquisition Test window is appears.

Set the plate and click "Acquire Image” to select the Z position.

Select Binning and exposure time.

a k 0D

Click ”"Stop” and click "OK” to finish the test window.

3 Red Box appears to show up the most highest intensity
» Image Acquisition Test | slice:

Time lineiTime Line 1 Click right top eheck mark to reflect Z position to

ACT: 0001 “Shifting Distance’™
Time-lapse Setting Well Plate Scan Setting Action: Software Focus

1 General
\_)Soﬂwarn Fluorescence < o
e frarnie Fluorescence
u aus Acquisition #655806
96 wells, Round
ACT: 0001 Glass
=) Target Cell Shifting Distance: B 5 um
Slicing Interval ] ;
A e ¥ #scending Distance (+)  Ascending Distance: 50 % um
Shifling D,s,anceT 1 Descendinig Distance (1) Descending Distance: -50 2 |um
Slicing Distance: 1.0 3 um
Software Bottom of tiell Plate 5 -~
Focus
Software Focus Target: X Offset: (1) : um
ch 1 NN BP450/60 Microscope Image Y Offset: 00 2 um
Load Well Plate |
@G
: Synchronize Well Plate Scen Sett
ACT:0002  [+)[x)| Simultaneous Acquisition Targets: Use Software Focus — [ synchronize Well Plate Scan Setting
X Offset: 0o um Target Cel
ch 1 N 5P450/60 Microscope Image . =
= Slicing Interwal —
¥ Offset: 00 2 |um f scending Distance (+)
Fluorescence .
" . Sescending Dist: F.
Acquisition Z Offset: 00 2 um 5"““‘"“““"“T \1'! s ()
Bottn = of wiell Plate.
Software based 3D Acquisition Live Imaging: [ 0f7 | (]
. - Shifting Distance: 5 o|um X Offset: 0 &|um
ACT: 0003 E E] Use. Software Focus to Determine Shifting Distance
B Shifting Distance: 50 = |um Ascending Distance: 5 o|um Y Offset: 0 <lum
- 3 . -~ - Descending Distance: -5 @jum 7 Offset: 0 o|um
Slicing Tnterval T T Ascending Distance 50 % um T — v E‘ElE‘E‘ =
== Descending Distance: 50 = lum Slicing Interval: 1 |um Generate MIP Image
Shifling DlslanceT I Descendinig Distarice (-) E : =2
1 i i 5 0~ Chl
D Bottam of Well Flate Slicing Distance 1.0 | um E Target: Chl Microscope Image
Fluorescence » Acquisition: BP445/45
Acquisit Simul Acguisition Targets: = 5
= ﬁ Exposure Time: 250 2 |m Camera Setting: | Gain 1.3 M
ch 1 N 5P450/60 Microscope Image X Offset: 0.0 5 |um Fy vy
Y Offset: 00 : um I Optimize Cell Recognition Parameter Show Cell Recognition Image
[ Generate MIP Imaze (Ganccta)

2016/9/1 13
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2.9 Save the Acquisition Setting

YOKOGAWA ¢

1. Select "Save” or “Save As” from "File”.
# new setting® [Measurement SEl'ting_]_—_a

File | Edit View Help
Save Ctrl+5
Save As.. Ctrl+Shift+5
Close [

2. Enter the "Measurement Setting Name” then click " Save the Measurement
Setting”

 MermoementSsing s - Celepge [ T )
Measurement Setting Well Plate Type Application Date |
DEMO Grainer, #535896, 96 wells, Glass Granularity 2011/08/25 14:46:57
Iif
e Cac
—

Measurement Setting Name:| Sample Test I Save the Measurement Setting l Cancel

2016/9/1 14
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2.10 Start Acquisition

1. Click|  swrtMeaswemert  |at the right

window.

(1) * mark appears when the
measurement setting is un—saved.

|

& NeEw seﬂir@deasurement Setting] - Cel

2. Select Measurement Setting and click
”OK”

# Measurement Setting List - CellVoyager [EEEr=—
Measurement Setting Wel Plate Type Applicaten Date
WEocime Greines, #655896, 96 wels, Glass Granulaity 201
I
o

3. Enter "Measurement Title”, ”"Operator”
and click ”Start Measurement” to start
acquisition.

» Start Measurement @
Qperator:  Yokogawa -
Measurement Title:  Measurement M
Assay Plate: AssayPlate_Greiner_#655896 v
Measurement Setting: | DEMO |

Assay Plate Information: | <default plate information>

[]
[Z] Turn off lasers when the measurement is finished | Start Measurement | [ Cancel ]

—_—

4. Click “NO” when the plate already loaded
at GV7000.

. BT5 Mesurement Software

X

Well plate is already loaded.

Do you want to load ancther well plate?

Start Acquisition.

2016/9/1
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2.11 After Acquisition —View Images—

YOKOGAWA ¢

e Scroll the mouse wheel to zoom into/out of the image
LT e o e o on o ot R (5)5)

Select the display format for channel images.
Show overlaid images of multiple channels or

LS i select display for channel images.

displayed on the display area.
{mage number of the image being
displayed/total number of iamges)

Time Point: - « 000140001
. e o Z Pos i i 01701
=2 . AN . \ a4./04

ages Seluct Image Indics:
!

(©)Rew ard Colurnn Images
() Time Point mages

OZ images

() Aequisiticn Paint Images

[ZIGh 1: 405

K Show/hide the channel

“ez9Glick to change the display color. E
|
Drag to adjust the contrast

Click the Arrow mark to show the next Time series,
Z position or View field.

Row and column Images : Show images in the well plate view.
Time Point Images : Show images along the time axis.
Z Images: Show images for each Z slice.

Acquisition Point Images: Show images for each acquisition point.

2016/9/1 16
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2.12 After Acquisition —Movie output—

he sub screen.

Acquisition Point: | 2 2 [/3 4l I»

(@Select the field to create movie files.

Time Point: 0 %|/04P» ZPostion: 0

= Sehict Cf
# AssayPIate_Corning_#-Bgﬂﬂi- : pict 60xw 01
| File | Window e
Generate Movie... P; /141> ZPosition: | 21 | K )
Close T [

» Genergte Tirma_lanea

You must select channels which h

YOKOGAWA ¢

%3%%@@@@9i@@@9@9@9@9@9@9@@@@@@@@@@@@@@@@@@@@@@@%

Qutput Folder:

Video Compressorn: [Uncumpressed /

C:

Frame Rate:

Fluorescence 405/%

® Select the channels to
create the movie file.

arve same conditions (method, cbjective, ight sources).

_ Output Folder
05,

Acquisitic: | LLolotiolln ;
Tirme Point: r =
from 1 5| to 51
Targets:

ch 1 I cr450/60 Microscope Image
ch 2 T BP525/50 Microscope Image
ch 3 N Ers7530 Microscope Image
@ Owverlay Image () Side-by-side Image @
Multiple £ Image Processing: | Maximum Intensity Projectio) A

Movie Setting: . /

-~

fps

Generate Movie ] [ Close |

Progression of All Movie Files: AssayPlate Greiner #655806 FE4_FOD1_T0CO1_T0003 awi
1 of 1 File
Progression of Current Movie:
Mime Paint 2 1

=
2016/9/1 17
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2.13 After Acquisition —Shading and Registration Correction—

YOKOGAWA ¢

o
[

1. Click the icon on the desktop of the measurement PC.

CVImageCorr
ectionTool

2. Select “MeasurementDetail.mrf” file and then click “Open’”.

3. Se|eCt Output f0|der *Default setting of output folder is “BTSData¥CorrecterMeasurementData”.
4. Select “Dark and shading”/”’Image registration” from Parameter and click “Start”.

(J) D:\BTSData\MeasurementData

E CV Image Correction Toal | S| _ﬁ (1) <Operator name>
L daiEiiie : {7 (2) <Application name> <Title of measurement>_<Date> <Time>
GACVTO0D data\data\TL Intensity_10x tile b21_20110901_100820
Output plate folder (3) <Plate ID> (Assay plate name)
CABTSData\CorrectedMeasurementDatahdata\TL Intensity_10x til ™~
@ MeasurementDetail.mrf
Parameter
Image correction MeasurementData.mif

@ Dark and shading] ©) Dark  © None

Measurement setting/Well plate information/
; Well plate product information

Image registration
[C] Channel

| Select Measurament Result File

- Q' w T Inensity_10x tile b21_XI110001 100, + AssayPlate Greiner 781898 v | 43 )] Search AssayPiste_Greines =7

Organize = Mew folder : 1| ﬂ
Mame : Date modifed Type Sie
| Messurement Detail.mdf 9172011 10408 A MEF File 28
File name: MeasurementDetad mef - ;MEHSIIH’“EIT‘ Diata File {".mrf} vi
®
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Table of Content

YOKOGAWA ¢

1. Dispensing Function
2. Control Software
2.1 Temperature control
2.2 Well Plate Information
2.3 Dispense Settings
2.4 Setting of the Plate and Tip Rack
2.9 High Speed Time Lapse

See Instruction Manual for more detailed information.
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1. Dispensing Function

YOKOGAWA ¢

= Over View of Dispensing Mechanism.
2) Suction the 3)Dripthe . 4) Discardthe
Compound. Compound Tip.

= Dispensing Pattern
The following settings are available.
1) 96 well plate (Source) — 96 well plate (Assay)

the simplest pattern where the wells in one plate have a one—to—one
association with the wells in the other plate.

1)Takeout atip..

Al > Al Soooo
[=X=X=X=X=) e

. coooo ===
Disposal SO0 0O Bl Bl SO0 0O

container. C1 _— > C1

96 well plate (Source)

Source plate.,
Tip rack., 96 holes., 96 holes/234 holes.

Assay plate.,

2) 96 well plate (Source) — 384 well plate (Assay)

One well in the source plate is associated with multiple wells in the
assay plate.

Types of the available Dispensing at CV7000

High speed time lapse (Acquire image after the dispensing.)

AO01 (Image Acquisition—Dispensing— Image Acquisition ) — A02( Image
Acquisition — Dispensing — Image Acquisition ) —— H12( Image
Acquisition — Dispensing — Image Acquisition )

AO1 A02 H12

Dispense

Image Acquisition

Time Lapse (Dispense all the well then acquire image)

Image Acquisition (AO1—H12) — Dispensing (AO1—H12) — Image
Acquisition (AO1—H12) —

Image Acquisition Dispensing Image Acquisition
AO1 ==+ H12 AO1 ==+ H12

TEERYY 2
AO1 -+ H12

96 well plate (Source)

Al —> Al
Al ———» B{

Bl ,cCi
Bl ————» DI

384 well plate (Assay)

3) 384 well plate (Source) — 96 well plate (Assay)

96 well plate (Source)

Al —— P> Al
B1 > B1
C1 > i

E1 D1

96 well plate (Assay)

Caution) Dispensing from the multiple wells in the source plate to one
well in the assay plate cannot be performed.

2016/9/1



CONFIDENTIAL

1. Dispensing Function

YOKOGAWA ¢

= Before using the dispenser---

o Please make sure the following points.

= |urn on the Environmental control

Temperature, CO2, Water

sUncover the lid of both plates.

It may damage the system

2016/9/1 22



CONFIDENTIAL

2.1 Temperature control

YOKOGAWA ¢

= Click the “Temperature” tab of Device Console at Recorder Control window. (Right
monitor)

e e
127 Device Consale :-E:' Enscution Lag

Resder Status | :! Tmu.mura ] Disperser | Tip Dispenser Reset |
Status @ _ Control @
Taget: [ 3103)%C [ s |
Target 370 |°C

Turn on/off Heater: @ Set
Heater Temperature:

Objective 1 302|°C)  Top of Assay Plate #3|C® [¥]Oblestive 1 [] Tap of Assay Plate
[¥] Objective 2 [#]Middle of Azsay Plate

jective 2 29.8("C Middie of Asaay Plate 238 |"C
Dbjeclive | | o i of Asamy : 4 [#] Objective 3 [#] Bottom of Assay Plats
Objective 3 25.2|°C ) Bottom of Assay Plate 252 "CP [F]Objective &[] Saurea Plate Shuttls
Objective ql 28,1 | *C 0  Source Plate Shuttle 281 |*CP [] Otjeative 5
Objective 5 43|C 0 (%] objective &
Objective 6 238|C9 [ Select All | [ Deselect A1 |

(1) Enter the temperature to be set.
2 Select all of the check, and then click "Set”.

@ Click "Get” and check the current status information.
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2.2 Well Plate Information

YOKOGAWA ¢

= Click “New” at the bottom of the Well Plate Information area
Well Plate Informations:

I,

= Enter the Sample Volume tab at Assay Plate(Cell = Enter the Reagent Volume tab at Source
plate) Plate(Reagent plate)

oEnter the volume of the assay plate (e.g.100ul) oEnter the volume of the reagent at each well (e.g.200ul)

P wellPlate Information Editor P wellPlate Information Editor
Vell Plate Name: | Cell Plate | Well Plate Name: | Reagent Plate
Well Plate Type: #655806 Well Plate Typs:  #655896
Density Unit: [mM_______ | Density Unit:
Usag: (D Assay Plate  |0) Source Plate Usage: (D Assay Plate (* (3 Source Plate
Description: Description:
Cell Name ¢ Sample Velume Reagent Name ” Reagent Volume u Graph Series No. u Dese Amount H:| Cell Name: || Sample Volume || Reagent Name i Reagent Volume 1 Graph Series No. H Dose Amount ||:‘
1 2 3 4 5 6 7 B 9 10 " 12 1 2 3 4 5 6 7 8 9 10 1 12
A 100 100 100 100 100 100 100 100 100 100 100 100 A 150 150 150 150 150 150 150 150 150 150 150 150
B 100 100 100 100 100 100 100 100 100 100 100 100 B 150 150 150 150 150 150 150 150 150 150 150 150
c 100 100 100 100 100 100 100 100 100 100 100 100 [ 150 150 150 150 150 150 150 150 150 150 150 150
D 100 100 100 100 100 100 100 100 100 100 100 100 D 150 150 150 150 150 150 150 150 150 150 150 150
E 100 100 100 100 100 100 100 100 100 100 100 100 E 150 150 150 150 150 150 150 150 150 150 150 150
F 100 100 100 100 100 100 100 100 100 100 100 100 F 150 150 150 150 150 150 150 150 150 150 150 150
6 100 100 100 100 100 100 100 100 100 100 100 100 G 150 150 150 150 150 150 150 150 150 150 150 150
H 100 100 100 100 100 100 100 100 100 100 100 100 H 150 150 150 150 150 150 150 150 150 150 150 150

ATTENTION) Please add 100 £ | for each reagent volume since dispenser needs 100ul extra volume for
safety. Don’ t use much more than the working volume of each well plate.
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2.3 Dispense Settings

YOKOGAWA ¢

= Select “New” from the Dispense Settings at right side of the Main window.

Dispense Settings:

ispense Setting 1 - CellVoyaeer

Bl View Simulation
Dispense Setting |

SaurceWell | AssayWell
Platel / AD1  Platel / ADI
Platel / A02  Platel / ADZ
Platel / AD3  Platel / AD3
Platel / AB4  Platel / AD4
Platel / A0S Platel / ADS
Platel / AGS  Platel / ADE
Platel / A0T  Platel / AD?
Platel / AGS  Platel / ADS
Platel / A0S Platel / ADS
Platel / AI0  Platel / A10

Platel / B03  Platel / B03
Platel / B04  Plate! /B04 (|
Platel / B05  Platel / BOS
Platel / BO6  Platel / BO&
Platel / BO7  Platel / BO7
Platel / B08  Platet / B08 (|
Platel / B03  Platel / BOS

Platel / A1l Platel / All
Platel / A12  Platet / A12
Platel / BO1  Platel / BO1

Platel / B02 Platel / B0Z2 (]

(E£530ul) ([350u1,33ul/ sec,LiquidLevel[
(EH30ul) (F350ul,33ul/ sec.LiquidLevell
([E30ul) (5001, 33ul/sec. LiquidLevell
(E30ul) (350u1,33ul/sec. LiquidLevell
(E530ul) (50ul,33ul/sec LiquidLevel]
(EH30ul) (350ul,33ul/ sec.LiquidLevel]
(£730ul) (£350ul,33ul/sec LiquidLevel[
(E530ul) (350u1,33ul/sec LiquidLevel]
(EB30ul) (55001, 33ul/sec. LiquidLevell
([I30ul) (35001, 33ul/sec. LiquidLevell
([E30ul) (5001, 33ul/sec. LiquidLevell
(E§30ul) (F150u1,33ul/ sec LiquidLevel]
(E530ul) ([350ul,33ul/sec,LiquidLevel[
(EH30ul) (350ul,33ul/ sec.LiquidLevel]
(EH30ul) (E350ul,33ul/ sec LiquidLevell
(E30ul) ([50u1,33ul/sec. LiquidLevell
(EB30ul) (5001, 33ul/sec. LiquidLevell
(EH30ul) (350ul,33ul/ sec.LiquidLevei[
(£730ul) (£350ul,33ul/sec LiquidLevel[
(E530ul) (§350u1,33ul/ sec LiquidLevel]
(E530ul) (F350ul,33ul/ sec.LiquidLevell

Platel / BRIl Platel /R10_ 0

) (FH30ul) (FA50uL.33ul/ sec.LiouidLevell

Setting
2000um |, LiquidTracking,0um,Dum Dms,Oms)
2000um 1.LiquidTracking Oum,Ourm,Dms,Oms) (
2000um 1.LiquidTracking Oum,0um.0ms,0ms) {
2000um ], LiquidTracking,0um,0um.0ms,0ms)
2000um ],LiquidTracking,Ourm,Oum.Oms,0ms}
2000um ], LiquidTracking Oum,Oum,Dms,0me) {
2000um ].LiquidTracking,Oum, Oum,Oms,0ms) (]
2000um ], LiquidTra O, Durn, Dims, Ome)
2000um ].LiquidTracking,0um,0um.0ms,0ms)
2000um ].LiquidTracking Oum,0um.0ms,0ms) {
2000um 1.LiquidTracking Oum,0um.0ms,0ms) {
2000um ], LiquidTracking,Our, Oum,Dms,0ms)
2000um ], LiquidTracking,0um,Dum Dms,Oms)
2000um ], LiquidTracking Oum,Oum,Dms,0me) {
2000um 1.LinuidTracking Ourm,Oum.Oms,Oms)
2000um ], LiquidTracking,0um,0um.0ms,0ms)
2000um ].LiquidTracking,0um,0um.0ms,0ms)

2000um ].LiuidTracking Ourm,Oum,Dms,Ome} (]

2000um ].LiquidTracking,Oum, Oum,Oms,0ms) (]
2000um ], LiquidTracking,Ourm,Durn,Dms, Oms)
2000um 1. LiquidTracking Oum,Oum.Oms,Oms) (]

2000um 1.LiouidTracking Oum.Oum.Oms.0ms) (1
>

Basic Dispense Setting |

Qe sBeEa

B a2

Dispense Mapping

Source Plate

(1 Select the types of Source Plate :

@ Select the wells from Source plate

Dispense Simulation |

Plate1

000000000000

Assay plate.

(+]

and Assay Plate.

>, and associate with each well
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2.3 Dispense Settings

o iew fle" [ Dispense Seting - CellVoyager OIS
File View Simulation
Dispense Setting ‘ Dispense Mapping | Dispense Simulation |
SourceWell AssayWell Se + SDUTCE P'a_tE my Plate
Platel / A1l Platel /A1l  (IB) (E350ul,33ul/sec LiquidLevel] 1000um ] LiguidTracking,Oum, Platel Platel
Platel / Al2 Platel / Al2 fﬂ)@SOul,}iul.r’sec‘U uidLevel[ 1000um ] LiquidTracking,Oum == 3 —
Platel /BO1 Platel /BOL () @50u1,33uusequ:uidlmu 1000um ]‘Li:u\dTmckiEAOum HelPatelnfermation Fe - L] e ton e el Elets L]
Platel / BO2 Platel / BO2 fﬂ)@5014],33\1I,z’sepbquidlavel[ 1000um ] LiguidTracking, Oum,
Platel /BO3 Platel /BOZ (I ESDU!BBUUSE(‘LH}UidLEVE“ 1000um ] LiguidTracking,Oum.
Dlatel /B04 Platel/B04 () @SUUIJSU|.i'SE(‘|Jq|.IidLEVE|[ 1000um ] LiguidTracking,Oum, F |
Platel /BOS Platel /B0O5 (L) (EiSDuI,}EuI!sec‘LiquidlavEI[ 1000um ] LiguidTracking,Oum, B|
Platel /BO6  Platel/B06  (I8) (f350ul,33ul/sec LiquidLevel] 1000um 1LiguidTracking,Oum c
Platel /B07 Platel/B07  (I8) (5350ul 33ul/sec LiquidLevel] 1000um ] LiquidTracking,Oum £
Platel /B08 Platel /808 () (50ul 33ul/sec LiquidLevel] 1000um ] LiquidTracking,Ou D Left tab shows the dispense setting of the selected
Platel / B09 Platel/B09  (IB) (150ul33ul/sec LiquidLevel] 1000um ] Liquid £
Platel / B10 Platel /B10 (iU} (EI50ul 33ul/sec Liquidlevel] 100 quidT:a(kinglﬂumi WE| I .
Platel /B11 Platel /B11  (iF) (E350ul33ul/sec Liquigh 1000um ] LiquidTracking, Oum 1l F
i —— e I T - - 0000000
e 5 9000000
[}l [¥] Liquid Surface
. . A [ Prewet
@Liquid Surface [y s
1 [ pirgap . . . .
. : Detailed information of each reaction
@ Aspirate 119 Aspicate -
Volume 50ul venme: = H‘ (D Liquid Surface :Detect the liquid surface of the Source plate
Speed: 33 || ulfsec
Speed 33 ul/sec Postely: 0 [efme @ Prewet: Get inside of the tip wet by the liquid of Source plate.
([ [[] AspirateTiptouch
@Dispense [ Dispense (@ AspirateStir: Aspirate/discharge the liquid of Source plate.
Volume: 50 ul
Volume 50ul Ny o @ Airgap: To extrude the drip at the tip, aspirate air before the liquid.
Speed 33ul/sec Eeehich: . . . -
P " ® Liguid Level 1000 [ um () Aspirate : Aspirate the liquid from Source plate.
Z Position 1000um ® Liguid Level Traing
(Liquid Level Tracking) gty ® AspirateTiptouch : Contact tip to wall of the well at Source plate to drip -
) Plate Top 1000 ||| um the dI’Op
PostDelay : 0 [ ms B
3 [ Dispersesti (@ Dispense : Dispense the solution.
[ [ DispenseTiptouch . . . . i . F
DispenseStir: Aspirate/discharge the liquid of Assay plate.
(9 DispenseChiptouch: Contact tip to wall of the well at Assay plate to drip
the drop.
Encouraged setting. 50-100 i | would be minimize the variation of the aspirate volume.
!
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2.3 Dispense Settings

& newfile" [ Dispense Setting | - Cel

File View Simulation

Dispense Setting

Dispense Mapping( Dispense Simulation )

SourceWell AssayWell Se «
Platel /A1l Platel /A1l (B) (EJ50ul33ul/sec Liquidlevel] 1000um |LiquidTracking,Oum,
Platel /A12 Platel /A12 () (E50ul33ul/sec LiquidLevel] 1000um ] LiquidTracking,Oum
Platel /BOL Platel /B01 (i) (i50ul 33ul/sec LiquidLevel[ 1000um ] LiquidTracking Oum
Platel /B02 Platel /B02  (iF) (E450ul 33ul/sec LiquidLevel[ 1000um ] .LiquidTracking,Oum,
Platel / BO3  Platel /503 (IF) (E350ul33ul/sec LiquidLevel[ 1000um ] LiquidTracking Oum,
Platel /B04 Platel /B804 (1) (ESUuL}Suh‘sec,LiquidLevel[ 1000um },LiquidTracking,Gum, Tl
Platel /BOS  Platel /B05 () (E350ul33ul/sec LiquidLevel] 1000um |LiquidTracking,Oum
Platel /B06  Platel /B06 (1) (E350ul 33ul/sec LiquidLevel[ 1000um | LiquidTracking Oum
Platel /B07 Platel /B07  (L8) (E350ul 33ul/sec LiquidLevel] 1000um | LiquidTracking Oum | £
Platel /B08  Platel /B08  (I8) (i50ul33ul/sec LiquidLevel[ 1000um | LiquidTracking,Oum
Platel /B09 Platel /B09  (I8) (E350ul 33ul/sec LiquidLevel] 1000um ] .LiquidTracking ()
Platel /B10 Platel /B10 (8 (§350ul33ul/sec LiquidLevel[ 1000um }.LiquidTracking, (]
Platel /B11 Platel /B11 (il (E350ul 33ul/sec, LiquidLevel[ 1000um ].LiquidTracking,(]

Pl i J

Basic Dispense Setting ‘

1 [¥] Liquid Surface

Selict WelPlata Information Flle:

Vol Plata Erformation
AT

el Pl Insemation: SLBFL— 1

Source Plate Assay Plate
Platel @

WellPlatelnformation File : Reagent Plate

Platel

WellPlatelnformation File : Cell Plate

O

IVoyager

‘00
@@

Seect WellPlate Inormation Fie:

Wel Plate nformation
& mai-t

Wl Plate Type
Greiner, $15020, 90 wells, Plastic

Wet P iformaticc
Wal Pita Tyss:
Usnge

[

Deccrption:

B [ Prewet

Bl [ Aspiratestir

[ Airgap

[ [¥] Aspirate

Volume ul

50 E
33 (L] uirsec
o

Speed

PostDelay : ms

[ [] AspirateTiptouch

[ Dispense
Volume 50 ul
Speed: 33 [u] wirsec
Z Position :

1000 [ um

@ Liquid Level Tracking

iquid Level

) End Position
) Start Draciticn

) Plate Top

PosiDelay ¢

[ [ DispenseStir

1] [¥] DispenseTiptouch

2010/1818 115018

---> 53 Simulation Finish.., €< €--emmmmemaee

**+** Dispense Simulation Completed 11! ¥+
Simulation "NG" Setting Count: [0]
Simulation "OK" Setting Count : [ 24 ]

Error Count : [0]

Error Count ; [(

Platel / B12
Platel / B11
Plate1 / B10
Platel / BO9
Platel / BOS
Platel / BO7
Platel / BO6
Platel / BOS
Plat=1 / BO4
Platel / BO3
Platel / BO2
Platel / BOL
Platel f A12
Platel f A1L
Platel / A10
Platel / AD2
Platel / AD8
Platel / AD7
Platel / ADS
Platel / ADS
Platel / AD4
Platel / ADZ
Platel / ADZ
Platel / ADL

Platel / B12
Platel / B11
Plate1 / B10
Platel / BO9
Platel / BOS
Platel / BO7
Platel / BO6
Platel / BOS
Plat=1 / BO4
Platel / BO3
Platel / BO2
Platel / BOL
Platel f A12
Platel f A1L
Platel / A10
Platel / AD2
Platel / AD8
Platel / AD7
Platel / ADS
Platel / ADS
Platel / AD4
Platel / ADZ
Platel / ADZ
Platel / ADL

IERC]

Error Count : |

=2

Error Count : [t

=2

Error Count : [

=2

(@ Select the “Dispense simulation” tab

@ Select the Well Plate Information from "
bottan of the Source plate, Assay plate

3 Select the well which to simulate the abil

@ Click “Start Simulation” and show up the
result.

Error Count : [t

=

Error Count : [{

=

Error Count : [{
Error Count : [0]

£ =

Error Count : [t

=

Error Count ; [t

=2

Error Count :

B

Error Count !

CRG]

Error Count : [{

=

Error Count : |

1=}

Error Count : [t

=

Error Count :

EE

Error Count : [
Error Count : [{
Error Count : [0]
Error Count ; [0]
Error Count : [0]
Error Count : [0]
Error Count : [0]

= =2

2 Confirm No error has happened at this st

Dispense Setting Count : [ 24]
Well Plate Information File and Well Plate Product File are loaded.
Loading Well Plate Information File and Well Plate Product File,

- - R O O

®

-5 Simulation Start... <<<-

@
o
£
g

D

Clear Simulation Log

ep.
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2.4 Setting of the Plate and Tip Rack

(@ Click “New ” Button of the Measurement setting area.

Select the products name of the Assay plate. Click
"New” and select the product name of the Assay plate.
Display the measurement setting file .

@ Setting of the acquisition channel.

Ch1 (e

- Target: Microscope Image

Method: [Confocal Fluorescence 405/488/635 nm ~

» el -]
Light  []405nm []488nm
A ﬁ

Acquisition: | BP525/50 A
Exposure Time: 30 3 |ms

EM Gain:

0%
1 ©2

Binning: ) 1x

Source: [T 835nm
) Select Action List and display the high speed timelapse
setting window from clicking” "

AGT: 0001 Simultaneous Acquisition Targets: [JUse Software Facus

B

X Offset: 03
ch 1 I BP525/50 Microscope Image = s U
Y Offset: 0 3]um
Fluoresosnce
Acquisition Z Offset:

Select... | [ Test.. | Live Imaging: | On |

Live Imaging
ON:Use high speed time lapse

/OFF:OnIy the usual time lapse

P set Live Imaging Parameters X

(No Live Imaging

(3 Use Live imaging:

Period: ms
Interval: ms

Dlra St O
Dispence Timing: me

YOKOGAWA ¢

@ Select the “Use Live Imaging” and enter the condition.
Period: Period of the fast time lapse.
Interval:Interval of the high speed time lapse.
Dispense Setting Name : Dispenser setting file
Dispense Timing: Time point which start dispensing.

() Use Live Imaging:

This setting acquire every 50ms for
10 sec. The dispense timing is 3
sec and move to the next well after
the 10 sec of image acquisition.

Period: | 10000 5 | ms
Interval: ms

Dispense Setting Name: | Dispense Setting

Dispense Timing ms

Select a dispense setting :

Date
2012/07/21 12:2512

Dispense Setting
. Dispense Setting

[ Create Dispense Setting ] [ Maodify Dispense Setting ] [ Select ] [ Cancel

w@ (B)Sever the setting file and start image acquisition.

n Start Measurement

X

Operator: | Yokogawa - ‘

Measurement Title: | High Speed Time lapse v‘

Assay Plate: | AssayPlate Greiner #655896 w ‘

Measurement Setting: | ‘

Assay Plate Information: |

Dispense Setting: | |

dispense from 1 source plate to 1 assay plate

Source Plate List: Soeurce Plate Informaion

Reagent Plate

Seurce Plate Mapping
Source Plate 1

Assay Plate Mapping: | Assay Plate | w

[[]Turn off lasers when the measurement is finished [_Start Measurement | [ Cancel |
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2.9 High Speed Time Lapse

(D Click ”Start Measurement” of the Start Measurement
and select the Assay plate and the Source plate.

HStarl Measurement E‘
Operator: “r’nlwgama v|
Measurement Title: ‘ High Speed Time lapse vl
Assay Plate: ‘ AssayPlate_Greiner #655896 v |
Well Plats Information: Gel Plate Desecription:
el Plate Tywe: Gresnar, 655006, 06 wols, Glass.
Measurement Setting: | ] Usags: Assay Pl
Dutec 2200721 115355
Assay Plate Information: ‘ | [ Select...
[ Wel Pt ieemation | [ cancel |
Dispense Setting: ‘ ‘
dispense from 1 source plate to 1 assay plate Seloct a well plate
Source Plate List  Source Plate Mapping Source Plate Informaion B b -
Seurce Plate 1 Reagent Plate
Well Plats Information. Frage-t Plate Desecription:
el Plati, Type: Grwirnr, PSSH06, 06 el (ass
Usags: Bource Piste
Assay Plate Mapping:  Assay Plate 1 v S e e
[]Turn off lasers when the measurement is finished [ Start Measurement. ] [ Cancel ] [[Open wet Pats Information | [ Ganes |

CAUTION Please make sure the lid of the Assay / Source plate were certainly removed.
It may break the dispenser if the image acquisition were preformed by using the lid.

@ Set the tip rack.
Click “Load” and the rack move 3 Dedon Conmcie [ Ermein o8

| Reader Status || Laser | Temperature | Tip Dispenser [ Tip Dispenser Reset

to the position. The click “Get

StatUS” to confirm the condition. Tip Rack Status: || Load Tip Rack
Tip Status: l:l Order of Tip Rack Feeder:
Remaining Tips: l:l (Z)Platform 1 => Platform 2
Selocted Tip Rack Feeder: | | (Pl D FImat ([ oad
Remaining Tip Racks in Platform 1: [ | Unload Tip Rack

Remaining Tip Racks in Platform2: [ | Handling of Loaded Tip Rack:

‘ Get Status . (Z) Return to Platform
— )
(D) Discard through Vent

2016/9/1 29



