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RENERE

Enter [User ID] and [Password], and then click the <OK> button.
Welcome to "FV10-ASW™
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} Image Acquisition Control window when the compact scan unit is used

M Imaege Acquisition Control
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Laser Laser Laser Laser Laser Laser
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Filter Moile @ Analog Int Hard Disk Recording Setting
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TD button ‘ﬁﬂﬂi’éiﬂﬁ

The shutter of the transmitted illumination s
opened/closed.

i
- The shutter i1s closed and the illumination
light is not irradiated now.

<>

¥  The shutter is opened and the
ilumination light is irradiated now.

EPl button SeyCARNER

Change fluorescent mirror unit and the shutter

of the reflected illumination i1s opened/closed.
o

<> - The shutter 1s closed and the illumination
light is not irradiated now.

I& - The shutter is opened and the

illumination light is irradiated now.
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M Imaege Acquisition Control

Focus x2

Focus x4

et

XY Repeat
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. Dye List (Fluorescent dye) can be set.

’abnut Dve List

| | | | | | | |
800 1 0/ 800 1 0/ 800 1
v X [ v X o, v X
Lasar Lasar Lasar
30.0 % = % <|[Mone ~|
| Dye List
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Dye List button

&

When this button is clicked, the [Dye List] window is displayed.

B Dyelist

[ Virtual Channel Scan

Selected Dyes

Setup Dyes

o)X

i - {*

F CHS1

All Clear

Single Photon Two Photon

Acridine Orange
Alexa Fluor 405
Alexa Fluor 488
Alexa Fluor 546
Alexa Fluor 568
Alexa Fluor 594
Alexa Fluor 633

[ Assign Dye Manualhy

~

1ER- YN

| Close

OLYMPUS Scientific Solutions

ug e 0 S =hbay
BoyGiRyCEEtaES

&

61
Cys

Gain Offsed

v | = | w3

61 1625 L1

" i i
Lasai

ﬁ 96.0% -




OLYMPUS

M Imaege Acquisition Control
Focus x2 Q ’ @

LightPath & Dyes button

>
o |
ﬁ i Focus x4 | XY Repeat | Xy Stop
Lambda Depth = Time
Light path is set. @Y onvisivie HDRi SR

v CHS1 (61 ~| v cus2 (62 ~|||vIEEN ¢
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~ Mone ~ Main & SIM r
Mode
— — — L

<<Fast  10.0usPixel  Slow >> v | ||l | = | = || =|_=|.

ﬂ [ ﬂ 1 0 800 1 0| 800 1
P:10.0us L:0.010ms F:0.000s S:0.000s Laser Laser

Laser
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300% fione -] % = None ~]

imulate in VBF N o +
- Wanual [~ Auto St [ 5000 [moee <] | 1S MBS R BB B E
+ Main Scanner Sync VEBF

+ IimageScan --> Activation

£~ Activation —> ImageScan Fange of wavelength to be acquired in [CHS1]
Wail Time and [CHS2] can be selected.
ImageScan

Activation

= LN
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LightPath & Dyes button

kx

Light path is set.
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Information button

[Information] window displays the following information.

FoovmArea

ClipArea

X 256 pix [1.000mm]
Y 256 pix [1.000um] Y

Time

Pixel Size
PixelSize
% 1.000umpix
K2y 1.000ummpix
Lz o.002umislice

kil

XOT28T40 [0.256m]

0 pi [0.2560mm]

= (yerScanfnea 0.010ms
I imagingArea 0.000ms

256 pix [1.000um] _
— RetraceArea 0.000ms
256 pix [1.000um] PixelTime 10.0us pix
0.000s Frame
0.000sSeries

Dptical Resolution
SR LR LLLUTIT
FO0. MDD pix
J00.000umslice

M Imaee Acquisition Control
@ o O
KXY Repeat | Xy Stop

Lambda| Depth | Time
HDRi
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Focus x2

Focus x4

Ch Visible

v CHS1 |ﬁ~|v

(L, Saln offsel

I¥ P |5 [fope
: 2
;.

Laser
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Information REEBSE

pixel sizef§&

Close

Pixel size=optical resolution/2
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Imaging
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Filter mode
Filter Mode

» Kalman " Line (+ Frame |ﬁ3 _|;]

Execute Kalman operation. It acquires average
of images by acguiring images for number of
cycles specified. It 1s useful function to remove
noise. Select either "Line” or "Frame" and then,
enter number of integration in the text box.

OLYMPUS Scientific Solutions

Completed all initialize

|
- v | > | > | vl )|l =) = )| =) ~| > || _=1_
/00 1 (1] 1 0| 800 1 (1] 24 1 0| 800
W X L X L W b o L W W B W
Laser Laser Laser Laser
= o 30.0 % % | |Mone = % —||None | % | |None ¥
lﬂ“?{ Ilhlmle & Analog Int Hard Disk Recording Setting
aliman ~ Photon Cnt Hard Disk Recording OFF
I~ JSequential File Name

Kalman , 13 , PR
Line : &3F13 , EfF | AiBidoiX
Frame : isEL
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Laser
|Hnne - |

Sequential |4 [z

Filter Modle
[ Kalman v r

(|
-

y

{% [ Sequential

Completed all inihalize

Sequential check box ’I%ﬁ%%@.ﬂgiﬁiéﬁﬁﬂﬂﬁlgroumh ' ﬁﬁ?ﬂjﬁ

[ Sequential
When this check boxis checked, sequential scan can be done.
Image of less cross-talk can be acquired by a way that image is acquired every fluorescence to observe.

o [ LiN€ - |ine sequential scan is executed.
o * FrAMe - £rome sequential scan is executed.

Group 1 Group 2 Group 3 Group 4 Group 5
Alexa Fluor 488 Mito Tracker Dl

o | i
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HEE | #F

Wi | EER

IERmX

B Acquisition { etting

Mode
— ; L7\ i=- HigEE , 8M%
= \ N S , B
<<Fast  20usPixel” Slow >> TF4TK8 , AR
< ol || 10, EEEX,
P2.0us L:2116ms F:1.107s S:127.505s STEEX.
« J— »| 51
Bl , #BiN512*512 , & e P: Time required to acquire 1 pixel

DIREE(EMA512*512
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e L: Time required to acquire 1 line
e F: Time required to acquire 1 frame
e 5. Time required to acquire 1 series
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P:2.0us L:2.116ms F:1.107s 5:127.505s

Size
Aspect Ratio o 1:1 " 4:3 (" arbitrary

X 4 } » 512hy |

Area

. Rotati Z00

iR, EITEE

9 EEORSEX
( Ll G E/ faf5#45200M

EHJELJNT 0 ;¥
. : um 4____} -
I__I N N — Zoom{EZE &
aser :
iINfFOARZEYE @ = = e
105 @ <EEEEN WM >/ 500 % .ﬁ_,ﬂoq:wﬁ
Ty
v a3 @ <JEE > 600% PixalSize Optical Resolutio
v 550 </l B > 250 % [ | X 1.000umpix 300, 000 pix
IR X1 B ) KZ |y 1.000um pix ___ 300.000um/pix
Z 0.002um slice E 300.000um slice
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v 550 </ | 250 %
T 635 @ <JEE N | 200%
L amhdaScan
- / Start 450 nm End J00 nm
Sjo
yeiniam StepSizel 5 nm  Num| 50
Band Width| 3 nm _‘
Microscope
UPLAPCO 20X NA:0.70 j
II A I mm o A odif & -~ i

iR

it Stepsizel 0.0 nm (StepSize) text box: Interval between wavelength that starts acquisition
and wavelength that starts next acquisition is set. Minimum unit programmable is of 1.0nm.

\h

Num| 0 (Number) text box: Number of frames is set.
= Band Width| 3 hm(Band Width) text box: Range of wavelength to acquire at one frame is

3

set.
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XY/Z scan

Microscope s T EE AU
\UPLAPO 20X NA:0.70 - | “ﬁﬁﬂyﬁ§*m‘i§
—0.10 _,; um Go |

FREEEE | < e BB TRRENE

Go

30.00 = . .
819.97um  ~ gionsi —i:“m - Et‘eﬁﬁﬁﬁ{a
Set 0 | pSize| 1495 < um Op.
Clear StartEnd || Slices — T—Z# , HEZERIES
J)mus Handle On Escape
| X0388umpixY:0.388umpix Z0877umislice || > B

ZDC

B LE st EE sl = fih Z0C seting | Enable ZDC AF during

Time Series Scan

! “
2RSS RS Rl 1 @

ambda| Depth  Time
HIWR SR | —

-

Depth=ZREEFEIR
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Time scan
. Enable FDC AF during
ZDL Setting | v Time Series Scan
TimeScan MR
ol
Interval | FreeRun Sec I'-Illn| 5 Trig

A ZEBIFEEIE , FENEEAX l Timeis%FB
—_— 1

¥, freerunfXFRFTIAIFAE
B RIS e @[

Slop

Lambda Depth = Time

HDRi SR |—
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B

LUTIHB RS

ROI tool

BPERINGEE

Ak fEiE

Single/Three Planes/Tile button

@ (Single) button: Image can be made in one

display. . —
E\ R EMNRERMEI
(Three planes) button: Section displays

are added to one display and 3 Plain displays
can be made.

(Tile) button: Tiled display can be made.

Size:256x256 xy=(252,2) Int:
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Show Overlay

Bl EA%-add a view Add a View

Remove Selected View
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LUT AR ER

255

SHES - FEEREE , KR
& , PEFRGE , FOEE  |o .

AR
RILLIE

Ch1 ~|
- | HEeR
RHRHEIGREEREN Gamma | 1.00 T
J ec
SR AR RATR! |5 - -
Intensity 0.00
FRFFEIAE ! | Y| ETiE
Contrast 1.00 Yellow Hi-Lo ai""jc HRiEs=
| EBRALE

SMAS‘ Load ‘ Reset ‘ Close | Ctrl+H
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2D Control Panel

EliSFHRERZE

N

sl TH , =
& LRYIRE(E

B Profile (H)

@) 5| 2|28 &
zEImjg|7|—4:
T | [ 11
L | [ 11
A | [ -
Automatic set

o P
Ch Z T L

Manual setting

s

Multi Plane View
Axis |7

Profile

Grid

roN | o

Column |Ch ﬂ Z Inb.
Row Ch ﬂ T Ini.

L Inhd.
Columns: 10 Rows: 2

1
1

18
10
10

-
-
"
-

CH

r Need Projection and
Merge in Tile Mode

L™

[+ |-

o=
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sl

(X Intensity projection)

(Y intensity projection)

(£ Intensity projection)
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EliRoth TR

M= Rl ElRZe
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7

histogram ratio

M 2D View - XYZ.0ib

v
mEMg | Em
semper  EOIERESIR

‘H J 11—_.'- ‘ f« Average in ROl 7 Background image

KGR
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= =
iﬂ“%ﬁﬂ% . 1%J:ﬁROI M Region Measurement — Sample XYZ TIF Z2:7 T:0 L:0 ROL3

Image |Sample_x‘fZ.TlF j Measure All ROls Image Info
Current
Measure | ROIMo.3 Statistics  Ch.a Ch.2 Zpos T
CenterX 21.039 Integration = 624129,000 2275653000 Tpos :0
CenterY 37.521 Average 480,099 1750.502 Lpos :0
Area 97.144 Max 3692.000 2016.000
NPT Oy = Perimeter 34.943 Min 0.000 0.000
é B!];EB}] RO ﬁmUE{E Range 3692.000  4016.000 Add
StdDev 429,250 1135.886
3StdDev 1287.751  3407.657 [ Auto

v Display Table{Zpos:T,Tpos:0,Lpos:0)

ROl CenterXx Centery Area Perimeter Radius Diameter lite ~
L [wm] [pm] [nm*2] [um] [pm] [pm] |
1 36.449 26.5313 216.853 52.202 8.308 16.616 3297
= = o . p ‘
énBROl imu E‘E 2 16.348 14874  100.754 35.892 1661
3 21.039 7.5 LTS EE 34.943 G20
< | >
Count 3 3 3 3 1 1
Average 24.612 26.309 138.250 $1.012 8.308 16.616 18
Max 36,449 37521 216.853 52.202 8.308 16.616 32
Min 16.348 14.874 97144 34943 8.308 16.616 6
. . Range 20101 22647 119.709 17.259 0.000 0.000 26
RO';E,?#&I'I’{E StdDev 10.516 11.325 68.096 9.702 0.000 0000 13
IstdDev 31.548 33.975 204.287 29107 0.000 0.000 40
£ >
Save Histogram Clear Close
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histogram

M Histogram - XYZ.0ib Z:1 T:0 L:0

Display Data
Type: Image
Zpos: 1
Tpos: 0
Lpos: 0

e P S S PR T ST S CEE S S .

SO0 1 0009 5002 0002 500 3 0003 S004 000

bl LI Sl 2 I 2 w0 L LI
' [ 1 [ [ 1 [

Intensity

BN REFEGPRIEESHISGLL
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—T
;:I\:xE{lLﬁ*ﬁ B Colocalization - XYZ.0ib Z:1 T:0 L:0

4000 ¥ ; DataSelection
 J iy g B 3 ) [» Si“gle
IEEE 3500w " Series

N 3,000 - , Axis
SSEBRIRDMIENR 2500 I | Vertical [Ch2 ~
Horizontal IEM *|
AnnotationMode
Threshold v
Threshold
500 Jeevg A ot v 2048

= -y H 2048

1,500
L | C

1,000 2,000 3,000 4 000

chi ExtractArea A  ~|

Annotation

TotalSamplesinScattergram 7314 [pixel]

HorizontalAxis  Ch1 HorizomtalThreshold 2048
VerticalAxis Ch2 VerticalThreshold 2048

e e e

Setting Statistics Extract Save Close
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HEMDITER

Rr, #HEUFRH REBRHY

B Colocalization Statistics

Statistics by Region Thresh. | 2047 Thresh. | 2048
R Area (pixels®2) | Pearson’s Coeff.  Owerlap  Owverlap Index 1 Owerlap Index 2 Coloc. Index 1 Coloc. Index 2
1 549 027975 01541 0.0050487 4.7036 0 0
2 5935 0447 0.38099 3.6402 0.039876 0.41368 0
Cumulative Statistics
Area (pixels®2) Pearson’s Coeff. Owerlap | Owverlap Index 1 COwverlap lndex 2 Coloc. Index 1 Coloc. Index 2
C ot 2 2 2 2 2 2 2
Average 3242 0.36337 0.2G755 1.8226 23718 0.20684 0
Max 5935 027975 0.38099 3.6402 4.7036 0.41368 0
Min 549 0447 01541 0.0050487 0.039876 (1} 0
Range 5386 016725 0.22689 3.6351 4.6638 0.41368 0
StdDev. 2693 0.083625 011345 1.8176 2.3319 0. 20684 0
FStdDev. 8079 0.25087 0.34034 54527 69956 0.62052 0
Save Close
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ElRERTF

OLYMPUSERIARERL : .OIB .OIF , RInts B S £EMHARER | TEHARSH
OIFtER BliF+3iF=-—(REHSH

M Data Manager

Imane Processing applied Properties

Tkem Infarmation
[General]
Path F:l2amplelmagesiIimagelatal
Mame Sample_XYZT.TIF *
: Scan Mode RYZT
IOI0.0lf .ﬁles Sample XYZ.TIF Date 19/07/1996 13:32:13.000
Systemn Name Fluoiew
System Yersion Version 4.3.14, wj TIEMPO
[Image]
Primary Dimensions il §
Image Size 214 * 247 [Pixel]
Image Size{Unit Converted) 57.353458 [um] * 66,197729 [um]
Bits | Pixel 12 [bits]
[Dimensions]
et % Dirmension * 214, 0.0-57.085491 [um], 0.268007 [umjPixel]
sample_xyZ T JIF ¥ Dimension * 247, 0.0 - £5.929722 [um], 0268007 [um/Pixel]
Channel Dimension 2, 1.0-2.0[Ch]
Z Dimension 16, 0.0- 7.5 [um]
T Dirmension 8, 0.0-0.007[s]
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HHEIRRES

B 2D Control Panel |

=

5|

—ﬂ]

|88 &
Stepping

Z — p—— [ a4y 18
T o [ 11 10
L [ 11 10
A [/

Tile
Automatic setting

Lt
Ch Z T L

Manual setting

Column m Zilvl.l—1 =
Row [ch | T | 12
Lind. |

M Columns: 10 Rows: 2 E

Multi Plane View

| — Need Projection and
s 2 ] o Tie Mode
Profile

=l 9 -

Grid

~oN [ o E==

@I‘ Load Scan Data button
Acquiring condition for the image (including the

existing image files) displayed in [2D View]
4 | window can be read and set.

AR SREEFGNRESE , NBF3H
BUSCIESREE |, (RIESCIERYATLLTE
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[
Export son 1n o o B

A BURGLR |, (R EE

B:ROIEMXIE , %Ry
ROIBRTSHEE I p | =

C: %Hi*ﬁics EE&E Fill type: [JPEG (. jpec* jpeg) <1 cacel |

Custom Export Settings
Infarmation Folder Jurg

= = BitDepth | 8  [Bits/Pixel ]
D ) 1%,35 Save the image fles of each frame in the folowing new folder. A [’ N |

“Sample_XYZT.jpg.frames¥"

A==yl o

N Qrverlay " Al Riols " Selected ROI an 20 B

My Imnage Folder

E

f* Selected ROT Shape (Select one or more in the Following)

i THK A =WO IO &
Cutput Format |Merge Channel {using assigned LUT) j Channe! Selection

Merge Msthod | amount - Il_ IT _I _I _I —_ _I _I
7 ey sl e g Sl u]e] sa] ] 5] e

T

[ Rarie Seettn
I I’ Single by 20 | Range by 20| Reset |
Iit I?EI

qi-;la i ) - 100highest) —deFault(70) Start F End Step
o ig s other=dafau L[ 1 4 b == 12

Start End Step
e[+ ) Al A s

| Save Properties As ASCIT Text. Stark End Skep
¥ Eave AlTmsges ] [+ ——s A+ A sis
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Save as

OLYMPUS Scientific Solutions

Save jrr | 1) Image ~| & @ e B~

< Ed
File narne: | Save I
File type: Dlyrmpus Image Format [ oif] j Cancel |

Custom Save Settings
L=er Comment

Clear

| TIFF Compression Caloulate Expected Compression Rate

v Save All Images.
* add number ™ Add time stamp ™ Overwrite

Folder Jump

- Jy

My Imapge Folder
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