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FlowChart

First time

@®Run system and software
@Set cell sample on sample vessel
®Set cell sample in CQ1 head
@Select sample vessel tyep in software
®Select a save foulder
®Set channels

@Search sample in Z

®Make a Map(Preview)

(a)Multi-well (b) Only one well
v

©Select objective lens

@Adjust laser power and exposure time

@Set Z range/stack

a)3D b)1 slice

$

©@Set recodring position

Same recording area in muti-we b)Different recording area in eac

®@Setting on the fly analysis

@Recording

®Turn off software and system

From second time

®Run system and software

@Set cell sample on sample vessel

®Set cell sample in CQ1 head

®Load measurement protocol

@Search sample in Z

@Recording

®Turn off software and system



1. Run system and software
Turn on a switch on utility box
Turn on laser key on utility box
Turn on workstation

Run CQ1 measurement software

@ Turn on

@Key switch on

(Q

&

=01

Measurement




2. Set cell sample on sample vessel

<In case of sample vessel: triple 35mm dish>

Set 35mm dish on sample holder (Fill up triple 35mm dish. Blank dish is
OK)

Sample vessel: 35mm dish

Pick up a plate spring, set a dish, push down a plate spring and fix it.

Pick up a plate spring

Set a dish and push
down a plate spring

Set dishes in all triple
positions

A Caution

Fill up triple 35mm dish. Blank dish is OK



<In case of sample vessel: slide glass>

Set slide glass in sample vessel

Sample vessel: Slide glass

Set a slide glass pushing a plate spring on a wall of the sample vessel.

Make top of slide glass down. Don't give the glass a tilt

Set a slide glass pushing a plate
spring on a wall of the sample
vessel

Top of slide glass down

Set the glass from the left

A Caution

Don’t put a cover glass on sample vessel

Sample vessel
/ Slide glass

Cover glass




<In case of wellplate with stage incubator>

Attach 2 sets of sealing blacks.

Chambered Type

> Sealing Blocks
Capable of keeping the temperature,
COz2, Oz concentration and humidity




3. Set sample vessel in CQ1 head

Either click Open button in software or push OPEN/ CLOSE button in CQ1
main head (Keep pushing 3 sec) to open door in CQ1, set a microplate or

a sample vessel in CQ1, and close the door.

Sampie Loader

Open

OPEN/ CLOSE

—

A Caution

Confirm the corners of microplate on CQ1. Swing the microplate to check

if the plate properly stand up on CQ1.




4. Setting sample vessel

Select sample vessel on [Sample] tab

If you wish to register new
sample vessel
(User's Manual5-17)

| 1 6Wells (3x2)
2 BD 353224 Plastic bottom 1.52 [mm]
2 24Wells (6x4)
& Greiner Tissue Culture #662160 Plastic bottom 1.20 [mm]
3 24Wells (Ex4)
ﬂ Greiner SensoPlate #062896 Glass bottorn 0,18 [mm]

5. Select a save foulder
1 Protocol tab

(@Select a save data directory

®Name

MName Holder Sample Time Version CreatelUser

X Deicte




6. Setting channels
Double-click on channels window in Imaging tab or select [Option] —
[Channels Setting! ontop bar. [Channel Setting] window pops up. Set

combination of laser and filters. Maximum 10 combinations are available.
File W View Help

@ |_ Channel Setting I

g Trimming Parameter
o .
User Settin,
=1 4
3 Channel Setting. “

I - Method Excitation

! |ConfocalFluorescence - | |M40Snm - | |MBP447/60 - | |Portl sCMOS 25560 x 2160 -

2 [ConlocalFluorescence =| (W4880m =| (MBPS25/50 -] |Portl_sCMOS 2560 x 2160 ~
Add femeve | pefaui [ oK ][ gancel
Click OK
- -
Information M
Analysis protocol is reset.

Load analysis protocol from "Application” tab.




7. Search sample in Z

[CIReO SOt .
File Option View Help

@ [(CQ [HDD] [@== ] 00 | O |

Acquisition

ExpS00ms Binl
WEP447/e0 Gain16-bit .

n

WBP325/50 Gain 16-bit . i naci

ExpS500ms Binl

MEPSLY/73 o in16-sit (low noise & high well capaci

@Select well

NG

@ Icon Image and MP

(@Select preview channel

®)Click Search

®Select lens
Basically 10x

@ Click search button and click
double-arrow button to make Z

position at maximum intensity a center

Repeat the process until you can see

peak of histogram




8. Make a Map(Preview)

[1561nm Exp3500ms Bind
BPE17/73
20[%] - 173 Gain16-oit (low nicise & high well capaci

@ Exposure

etalil

@3Binning Number 8

(a)Make a map for Multi-well

20[%] = 77777 Gain16-bit (low noise & high well capadt

Exp500ms Bing
Gain16-bit (low noise & high well capacdt]

[]1561nm
20[%]

WEPE1T/73

(a)-@Click o(Green)

(a)-@Click o(White)

-

(a)-®Select Map window

(a)-@Left click-dragging and make sample

search area

(a)-®Click Map mode

(a)-®Click

Stop




(b)Make a map for only one well

(b)-@sSelect well you want to image (Red)

(b)-MUncheck SameArea

e eV =

[—

(b)-@Select Map window

(b)-®Left click-dragging and make sample search

(b)-@Click Map mode (b)-® Click Start

ExpS00ms Bind
20[%0] WEPSL7/73 Gain 16-bit (low noise & high well capacit

@Put back ExposureTime

(@Back Binning Number 1




9. Select objective lens

After Map acquisition, Click a field position mode. and switch the lens you

want to use. And click the position you want to take images

1. Switch the lens you
want to use

2. Click the position you
want to take images

Map
10xDry || 2xDry || 40xDry Clear Map|
L
a6
3. Field position mode
Z Stack
[V] Preview . = a/
) Toplum] 200 . [
[V] Las=raF E]
[C] ImageAF @) Centerfum] 100
(a () Bottom[um] 0.0
[ l Range (3| 200
UPLSAPOIOXZ = O L
10x /0.4Dry < |StepHeight[pm] 0.0
WD 3.1
Z Stack
e i )
OTepom1 297 - | T
[v]aF >
19.7
[C]sF B (@ Center[pm] ) (W53 -
S () Bottom[pm] 9.7
I_] - Range 3| 200 O -:-:I
UPLSAPO20X  Slices 5
20x /0.75Dry

T StepHeight[um] 5.0

4. Click search

5. Click search button and click
double-arrow button to make Z position at

maximum intensitv a center

Repeat the process until you can see

peak of histogram




10 Adjust laser power and exposre time

Imageviewer] Vaz
J 2 Bed 1.1

2 [N (25 o [ A [ Tt

118

@ Select ImageViewer

on

MEP () [Povel— =) (]} CH1 o,

e

e 1 Lun Rea 1t

R e
‘Scave Bar| Text Box| Time Stamp| [Diear Al

== - gLy - o
E ~ | Detzil
2| Pinhole Disk Speedlrpm] 3600 :|
*E‘ Binning Number
E Flat Fisld Correction
g
=
=
w

2014/02/21 15:01:58
0 fum}
L —— .
<[ [>T (3] (S @click Color

7 CEarlk

=]

Srmge e [Z00 [ o [ | T

Contrast Enhancement

@Check Max intensity under 65556

Chi

Ch2

min

B —

v
max
| 163
v

max
153

£

£

(@Check intensity hovering a mouse
(Need over 300 intensity for analysis)
CH1:

154 CH2: 211

Channels
# Excitation Emission Acquisition
W405nm Exp5S0ms Binl
BR447/50
20[%] n ! Gain 16-bit (low ncise & high well capacit
W488nm Exp500ms Binl
2 BP525/50
20[%] u /

Gain 16-bit (low noise & high well mmc+/

(BSelect channels

#  Current Channel #2

®Adjust parameters

sufficient images

Repeat from @ to ® until you get




11. Set Z range/stack

(a)3D

Optimal number put in

(@)-@ Click Step>> in ZStack

(b) 1 slice

(b)-®input Slices 1




12. Set recodring position

(@) Same recording area in multi-well

/ (a)-3 Click wells (Blue)

(a)-@cClick o (Green)

(a)-@Click o(White)

(a)-®Select Map window

(a)-@ Left click-dragging and

make sample search area

(a)-®)Select Rec mode

[;E@E _—

Remove the area after clicking if you want to




(b) Different recording area in each well

(b)-@Click well you want to image (Red)

1 (b)-®Select Map window

(b)-® Left click-dragging and

make sample search area

(b)-@Select Rec mode

[y -

Remove the area after clicking if you want to

(b)-® Well becomes blue if you set parameter.

Set area in other wells as well




13. Setting on the fly analysis(See reference on the last page)
g Application Settings

12 e @Check if you want on the fly analysis

%Ei m[‘alvsis x Loadl | 1 (Refer Analysis protocol in User's Manual5-32)

E S

% Object Detect Setting

& Link Mame Reference Ch

«~  Objectl #1 MW405nm MBP447/60

@ Select Application tab j

Analysis]

14. Recodging
Click TImage&agraph] icon to change view layout. Click [Rec] button to

start acquisition.

[@/cq1 Software - O
File Option View Help

@ [ CQ [HDD| [@re | 00 | O AN

During recording, acquired output data (default: count) is displayed on

WellTable



15. Turn off software and system
Select either [File] menu — [Exit] on top bar or click close button i

software.

i jajalal
e B v WSO P N, e et
: -J_ T T b ik
3 | G [

O e (e da BT T

Click OK

Turn off workstation
Turn off laser key on utility box

Turn off a switch on utility box

@ Turnon

(@Key switch on




Reference

Image acquisition on and on the fly analysis
After setting for recording area in well, select wells you want to
pre-analyze.

And, click PreRec to start preview.

@

| PreRec

Check [Execute Analysis] on [Application] tab.

(5| Application Settings Check
g | /T ExX=atE Analysis
o
(@ | Analysis Protocol
E I[ Load ]I [ Save
L& |
(2]
% | Object Detect Setting
5 Link Name Reference Ch
»~  Objectl #1 MW405nm MBP447/50
n
=y

Click load and select protocol you want to use.(Refer to Simple procedure

__analysis)



Select well selection button to set recording area in wells window in

imaging tab

Well selection

Click [Image&graphl icon to change view layout. Click [Rec] button to

start acquisition.

File Option View Help

@ [ €Q [HDD] [@r= | 00 | O EANNG

During recording, acquired output data (default: count) is displayed on

WellTable
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