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Starting the System

3 1 2 1. Turn the Concentrated Power Supply ON.

2. Turn the computer ON.

3. Turn the laser ON.
\@]E HeNe-G(543nm) : Black power supply.
Turn the key switch ON.
b d L L (473nm is connected to concentrated
power supply)
3 4. Turn the mercury burner ON for

Fluorescence observation.

5. Log on Windows

User ID: fluoview
Password : fluoview

6. o Double click this icon to log on to
7E% FVI10-ASW

User ID: Administrator
Password: Administrator

FWV10-ASW

Ver X XX

User ID: | Administrator -

Paszword: |

Pazswaord ‘ o4 ‘ Camcel‘




Visual Observation under the Microscope

l B Observation of Fluorescence Iimage H B

B Memo B
Fluorescence filter

1. Select an objective lens by using the
hand switch.

R e e
5 i

:.I;!:.I.H‘I.I&l. ‘._ NIBA:Blue Excitation /
| - e

Green Fluorescence
(Ex : FITC, EGFP)

WIG :Green Excitation / 2 @ CIICk the bUtton on the

Red Fluorescence ® Fluoview software.
(Ex :Rhodamine, DsRed)

3. Select fluorescent filter cube by using
the hand switch.

4. Focus to the specimen.

@ =S SRS S

S R e R R e )
R = Lampp et I 5. [ @ | After observation, click the
DIC observation. - ) button to close the shutter.

Use this knob . .
to adjust the A. Select the Objective Lens.

DIC contrast.
B. Insert the Polarizing Plate in the
Light Pass.

C. Insert the DIC prism slider in the
Light Pass.

D. [=2] Click the button on
2 ) Fluoview software.

E. Focus to the specimen.

F. [=2| After observation, click the
®_J) button to close the shultter. A




Overview of Operation Panel for Image Acquisition

B Acquisition Setting H

e —
Scan mode DEI_\|_.|

== Fast |
+| —} Scan speed - 1| ﬁj!

P:10.0us L:0.010ms  F:0.000s 5:0.000s ||

-Size
Asp & trary
x - Number of pixels —

Zoom

[ _ e 3l-| Rowton =00
Zoom &Pan
[
- ey
1.ni]

.| PanY .
—] 0 um _0_!

B |mage Acquisition Control

— Scan button

s )

I" - eS|

amhbda Dep’
S— |

HMIimage Acquisition Control ll

20 Bleach start-stop by Key

Select XYZ or XYT

Bleach Stop

» v

& ._FOCUS 30.00 __Jz:lllm Go !
0.00mm 2 p =

14.95 .

seiil r Stepsuei _‘:] um Op. |

Clear Startiena | [ Slices I sH ez

Escape I |

| X:300.000um Y:300.000um Z:300.000um ||

e W)« )
Laser | VBF
I~ 405 10.0 %
L L 2
i 1 =
& Lascﬂ' output adiustment
¥ 543 a4 » 50% ~ | =
Stat| 500 nm  End|[ 520 nm it ‘Kalman & Analognt | HardDisk Recording Setting
StepSize | 5 nm  Num | 3 r i _1: | "
Band Width 10 nm @! _Puonct Hard dls'? recordlng
'w Objective lens | [~ Sequential (Appendlx ) _J
UPlanApo —3 | W
e c;e: | 0.10 =Sum _Go
= A W |
1070555 =] T5.05m cg i Confocal Aperture

| Focus Handle on

HTimeSc;: —|

‘ Interval | Time scan setti'ﬁ%}

B M control Pancl

¢| =8 Live View

Image acquisition parameter

(Appendix)

‘Ta
Automatic ggiing

2l |z ZPC'JTIC'JL‘
ch| LI T|L

Mamwal settma :
Column |Ch j llnl\d.l 1=

rRow  fon =] Timd | 1=

L. |

ﬂ Columns: 10 Rows: 2 ;rJ |

Multi Plane iew

— Moed and

axis [7 Merge In Tile Mode

'rotiz

Oize:2 565256 mv=(252,2) In:330

|ZoorisutoiS T

Light intensity
Adjustment for
Halogen bulb

)
1 My baners

e Conptzy
31 Topzy (A
ame o] Disk: (31

R P

Explorer

~ Window

LU-H Ut (2]

Image file thumbnail

el 5
ZILY PCLLERL K

I Manager

(Display of files in the
memory)

Imade SizelUnit Converted)
Eits fFixel

0 Jenuace P00 L 54AY Adreinsbrab | 5




Image Acquisition
(Single Stain on XY Image)

Sample : Single stain of green fluorescence dye (Alexa fluor 488)

W CH1
Alexa Fluor 488

Virtual Channel Scan File Name. |

elocted Dyes
[T Atexa Fluor 488(473) Group 4 Grouy

Apply. [ Close

Detector Adjustments

HV : Detector sensitivity adjustment
G1 _'%ain : Digital multiplication of signal
ffset : Adjust the background

L2l F

2

0
i i

Il o

RS

\‘“‘—*/j ﬂ Pany ﬂ = ﬂ

Laser power Adjustment
Laser
405 </l > w00%
153 all > 5009
488 4] > 50%
515 4| »| 300 %
543 4 > 50% x|
6 Rotation Zoom
Are:
i Zoom
. W Rotatlo&lﬂ A

jJ

-

click Stop button

1. Click on the ‘Dye List’ button. On the

Dye List panel, double-click on a
fluorescence reagent to be used for
observation.

. Click on the Apply button.

. Click XY Repeat button ﬁ to get

live image.

. Focus to the specimen.

. Adjust the green (Alexa488) image.

( Laser power, HV, Offset, etc )

. Use zoom and rotation if it is needed.

After the image adjustments,
@ to stop

Stop

scanning.

. Select AutoHV and then select Scan

speed.

X As the scan speed becomes slower, noise
can be removed while maintaining the current
brightness.

You can also use Kalman, to remove the
noise. Look at P11.



Image Acquisition
(Single Stain on XY Image)

Sample : Single stain of green fluorescence dye (Alexa fluor 488)

9

9. Click XY button to Acquire the image.

o 20 View . Imegelnm =

g}!!lﬁigw | =] )
. 10. Saving the image : Right-click on the
2D view and select Save As to save

the image.
Full Screen Image B Memo B
Send This Area of the Imag File formats specifically for the FV10-ASW

S =
OIF format : Creates “a folder that contains an

image (16-bit TIFF)” and “an accessory file,”
Export Multi-TIFF.. which cannot be opened separately from
Save Digplaw. each other
Save Animation.. '

e Animation OIB format : Creates the OIF format files in a
single file, which is convenient for migration

Select All ROI: and other operations.
Gancel Selection

Flip Selection
MNalate 4ll ROT

Export...

Print..

TREGH [BER 21 251 2= miie 0

Look at Appendix1 to export the images to
TIFF, BMP, or JPEG.

Bl Adjustment brightness intensity i
Press keyboard Ctrl + H key
Optimized PMT adjustment brightness intensity 2 color between
white and black, Maximum intensity is 4095(12bit).
If intensity is over4095, color is changed to red (saturation).
If intensity is under 0, color is changed to blue (no signal).

B Live View EE=

Ctrl+H

=

Size 512651 2 ny=(498,424) Int75 ZoomA00% -




Image Acquisition (Double stain on XY)

Sequential scan

X Sequential scan is a one way to remove the fluorescence cross talk.

Selected Dyes

= Line
I Sequential
& Line  © Frame

Alexa Fluor 488(473)
Alexa Fluor 546

Group 1 Gro
Alexa Fluor 488 Rnodamine Red-X

up 2 Grofp

Sl

Setup Dyes

Alexa Fluor 488(473)
Alexa Fluor 488(488)
Alexa Fluor 546
Alexa Fluor 555

2

Alexa Fluor 568

o

Apply

6

Detector Adjustments

HV : Detector sensitivity adjustment

iy
L.C

5ain : Digital multiplication of signal
)ffset : Adjust the background

Laser power adjustment

Laser
405
453

88 4]

515 4
543 4

<17

Area

L[ Rotatio
2| Rotatio ~
m 0 Q
.| Pany oz
: ; Vam o To 1
w5 4 0
53 4 -
=«

<< Fast 12.5us Pixel Slow
| —
P:12.5us L:7.525ms F:3.921s ST9s

1. Click on the ‘Dye List’ button. On the
Dye List panel, double-click on a
fluorescence reagent to be used for
observation.

2. Click on the Apply button.

3. Check ‘Sequential’, and select ‘Line’.

4Click XY Repeat button | to get
live image.

5. Focus to the specimen.

6. Adjust the green (Alexa488) image.
( Laser power, HV, Offset, etc )

7. Use zoom and rotation if it is needed.

8. After the image adjustments,
click Stop button | @ | to stop
scanning. =

9. Select AutoHV and then select Scan
speed.

¥ As the scan speed becomes slower, noise
can be removed while maintaining the current
brightness.

You can also use Kalman, to remove the
noise. Look at P11.



Image Acquisition (Double stain on XY)

Sequential scan

10

= 1) View - Imegelio] =

K EIECQEE |
"

Full Screen Image

Send Thiz Area of the Imae

Export..
Export Multi-TIFF..
Save Dizplay.
Save Animation..

Print...

Select All ROz
Cancel Selection

Flip Selection
Nalata 411 RMTe

THE G (Fmas1 287 Pl id mins o

9. Click XY button to Acquire the image.

10. Saving the image : Right-click on the
2D view and select Save As to save
the image.

B Memo H
File formats specifically for the FV10-ASW

OIF format : Creates “a folder that contains an
image (16-bit TIFF)” and “an accessory file,”
which cannot be opened separately from
each other.

OIB format : Creates the OIF format files in a
single file, which is convenient for migration
and other operations.

Look at Appendix1 to export the images to
TIFF, BMP, or JPEG.

1. 1 panel of merge image.

TREGH [ 51 5502 a4, e 1 om0

B Change View mode @l

In Live View and 2DView, there are three pattern for multicolor sample.

2. Tile view of each channel image.

3. Tile view of each channel and merge image.
Tile view and 1 panel view is changed on the icons and if you need each
channel and merge channel, select ‘Add a View’ on the right click menu.

‘tile view 3. The view of each CH
dmeree (nage

: 1panel view

A0l s T

ch CH




Image Acquisition

(DIC with fluorescence on XY)

S|
Ligh

0]
MPath
S

ode ——————————————1& ppajwgue | ''ard Disk Recor
7 N G Lne CRame [5 o |
F =1 | photon Cnt

&
-
[ Virtual Channel Scan
~ ol
Al
Selected Dyes.
. [] AlexaFluor 488(473)
[ ow |

Setup Dyes

falog Int " Photon Cnt

W CHT |G1 -

Alexa Fluor 488
HY R§Gain [Ifsel

HV: iR SR OREHRBELFY

Gain: SR EEETEBRZHDL
LET,

Offset: & =& ME<LET,

. Click on the ‘Dye List’ button. On the

Dye List panel, double-click on a
fluorescence reagent to be used for
observation.

. Click on the Apply button.

. Check ‘“TD1".

 Click XY Repeat button | to get

live image.

. Focus to the specimen.

. Adjust the green (Alexa488) image.

( Laser power, HV, Offset, etc )

. Use zoom and rotation if it is needed.

After the image adjustments,

click Stop button | @ | to stop

Stop

scanning.

. Select AutoHV and then select Scan

speed.

¥ As the scan speed becomes slower, noise
can be removed while maintaining the current
brightness.

You can also use Kalman, to remove the
noise. Look at P11.

10



Image Acquisition
(DIC with fluorescence on XY)

9. Click XY button to Acquire the image.

r

LIJ_ 10. Saving the image : Right-click on the
g 2D view and select Save As to save

the image.

Full Screen Image

H Memo H

Send This Area of the lmae File formats specifically for the FV10-ASW

OIF format : Creates “a folder that contains an
Export Muli-TIFF. image (16-bit TIFF)” and “an accessory file,”
Save Display.. which cannot be opened separately from
Save Animation.. each other.

OIB format : Creates the OIF format files in a
single file, which is convenient for migration
and other operations.

Export..

Print...

Select All ROz
Cancel Selection
Flip Selection

MNMalata &4l ROl
Look at Appendix1 to export the images to

TIFF, BMP, or JPEG.

[Points to get a good images]

Signal is too dark

Turn up HV: Turn up sensitivity of detector. If you cannot get a good brightness in over
700V, take another methods.

Turn up Laser power:Fluorescence brightness will raise by laser power. But it is too
much power, bleach occurs.

Changing CA: In normally, Ao, button is on to set the perfect size of pinhole by

automatically. If you want to change it, undo the | @  button and change it.

Turn up Gain: Digital multiplication of signal.

Too many noise

Kalman- - - Average the images to remove the random noise.
Click Kalman, and select Line and input the number of images for average.

Filter Mode
[v Kalman f» Line  Frame |3 _|:|

11



Image Acquisition (XYZ)

Acquisition of 3D image

3 11 8

Focus x3

Focus x4

Ch Visible

e

e Mk 4

J

Depth gne
Lep.
e | o

= <ili—

—Microscope

IFF'IanAp

~BX g

4}{;‘0.40 5 |
Start
m" 0.10_:|um Go |

_|:_,> A |
10406.83 - 15.05um 7 Go |

30.00 _:Ium Go |

<K

Se.tl) |

Clear Start/End

[v StepSize | j um Op.

[ Slices I 3 _I: 9_

IcUs X2

cus ¥4

| Focus Handle On

et

X1 Repeat

Escape | Fine |
Append
Hext

XY £

Aieihla |

12

SerieslDone

127

1. Adjust XY image.

Look at from page 6 to page 9

. Click ‘Clear Start/End’ to reset the upper

and lower position. And also, click ‘Set 0’
to change the base point.

. Click XY Repeat button to get live image.

. l\ "a] Click this to change the Z position

and decide upper position.

. Click Start ‘Set’ button to set the upper

position.

: ﬂﬂ Click this to change the Z position

and decide lower position.

. Click End ‘Set’ button to set the lower

position.

. Click Stop button to stop live view.

. Put in a value to StepSize or Slices.

(You can see the recommendation by Op.
button)

10. Click on ‘Depth’.

. Click XYZ button to acquire the XYZ
image series.

12. Click ‘Series Done’ and save the image.

12



Closing the System

¥ OLYMPUS FLUOVIEW

| File Display Processing Analys
|| 2 open )

Close

¢ i save

Save fs

[i] Property

e

‘ ) @ Help and Support:
‘H Paint Z

) zearch
\’ 1SN Explorer

7] un..,

gJ Lag OFF @|
[P

7] start [ Local Disk (1)

Key switch off

13

1. File/Exit to shut down the software.

2. Shutdown Windows.

3. Turn laser off.
HeNe-Green laser (543nm)

4. Turn the mercury burner Off.

5. Turn the Concentrated Power Supply
Off.

13



Appendix 1 > Export Images

Export to Bitmap (*.bmp) *JPEG (*jpg, *jpeg) - TIFF (*.tif, *.tiff) -PNG (*.png)

1. Choose ‘Export’ in the right click menu on the 2D View window of data to export.

2. Select file directory, name and format.

3. Select ROI shape if you needed. (ex scale)

4. Choose format in Output Format, channels in Channel Selection and range in Range Selection (Z/T).
5. Click ‘Save’ to export.

Flomsme - ligage i 0etel Qoo y w2

File: type: '|B\tmap (bmp) j n Cancel
2 u .

EEEEEEEEEEEEEEEEEEEEEEERS
Cuskom Export Settings

Intarmation Folder Jump

Bit Depth &  [Bits/Pixel ]
Save the image files of each frame in the Following new Folder, g T

“Sample_xY¥ZT.jpg.frames¥"
My Image Falder

TSI NN SN NS SENNNSNNNNNSNNNSSENNNSENNNNNEEEE,
.Huluverlay
® (" Mo Overlay  AlRCIs " Selected ROI on 2D

® (& Selected ROT Shape (Select one or more in the: Following)

...“J,.J,,,LL.J,.J,.J.,,LJ...,.J,.J,.J...G;

EEEEEEEEEEEEEEE
OUtDut et Merge: Channed {using assigned LUT) SRR

Msrge Method | Amaunt ’7 ’7 J J JJ J J
E ¥ wray Scale (after merging): J J J J J J J J 4

"""""'""""'"""'"EMI?E‘!WL'-'-'-'-'-E-'-'-'-'-'-'-'-:-"------ e

Single by ZDT Range by ZDT Reset |“
Start End Step

Range Selection

‘-----l..

=

Start Step

= J—Jl%lﬂ s

L
-
Y s EEEE NSNS SN EEEEEEEEEEEEEEEEEEEnn?

LeE ) = = e Select start frame and end frame of series.
: Start J End Step ars

Export to Movie Files(Avi, MOVE=(E, XYZ-XYT-XY A *XZT-X A T*X A ZEHE CAI4ETY)

1. Choose ‘Export’ in the right click menu on the 2D View window of data to export.
2. Select file directory , name, format, ROI shape, Output format, Channels and range.
3. Input the Frame Rate.

4. Click ‘Save’ to export.

A=W OO & nd HEH

(harel Seledtar

Frame Rate

Cutgnit P lh;n Charval {1y ssgrad T} =

1
Heroe Method l’.ng pu 1-5

. Gray Sode (after margrg

-lIlllllllllllllllllllllll‘

m - Frame Rate AT
b H
E 30 [mseciframe] [” Compression 3 Tt
% 30(min) - 10000(max) . P |
¢ssssssssssssssEmmmnnnnnnnt
L

14

14

Erame rate of the movie and with or without compression selection



Appendix2

Scaling up

Switch of CH/ROI

A

1
A

Grid

arrow

Color bar

Scale bar

]

SR BHOODIE]T:

2D View Window

1:1showing

&ize::ﬁ'] 205129 y=(476 245) Int144 162

(2513

Fit to Window size

Frame movement Start/End Frame Section

= — |B:§$-|mnx (i -

ZoorcAutolT4%)

LUT settings

‘ I 255

0
0

o 3l [ o
Min 0 Max| 4095 Auto m m
Gamma 1.00 Cyan Fall
I e
B - I |
Intensity 0.00 geecd
Ji Gray
Contrast 0.00 Yellow Hi-Lo
SW&AS‘ Load ‘ Reset ‘ Close |

4095

0

4095

Make rotating 3D animation

Projection switching

{Projection Off) buttan: no prajection.

2

E (T intensity projection) button: T intensity projection is displayed.

{Z intensity projection) button: Z intensity projection is displayed.

{Lambda intensity projection) button: Lambda intensity projection is displayed.

TOPD
— 1 (Z topographic projection) button: 7 topographic projection is displayed.

L
@ (Lambda topographic projection) button: Lambda topographic projection is
displayed.

E (T series average] button: The average of T series images is displayed.

15




‘AppendJ'XB Image Analysis

(Creating a Three-dimensional Image)

16

S@(@‘IIE V«ﬂ’/‘ ﬂ»mxmfﬁ.ﬁ%é‘
7|

Observe the image at a certain
angle

1. Click on the | 14 | button for a 2D
View-(file name) image.

2. A 3D view is created.

3. Drag the mouse on the image to
observe it at a certain angle.

— To save this image, proceed to step 6
on the next page.

Observe a certain cross-section
surface of the image

4. Click on the “oFf| button and

select @ :

5. Drag the mouse from side to side on
the image to observe a certain
vertical section.

— To save this image, proceed to step 6
on the next page.

16



.Append'X)B Image Analysis

(Creating a Three-dimensional Image)

Inti0, 0

\Zoom:utof119%

a0 i

17

Save the image in step 3 or 5

6. Click on the E% button.

7. A 2D View-(file name) image is
created.

8. Saving the image:
Right-click on the Image Icon
displayed on the Data Manager and
select Save As to save the image.
(Save as types "oib" and "oif" are file
formats specifically for the FV10-ASW
software.)

EMemoml
File formats specifically for the FV10-ASW

OIF format:

Creates "a folder that contains an image (16-
bit TIFF)" and "an accessory file," which
cannot be opened separately from each other.

OIB format:
Creates the OIF format files in a single file,
which is convenient for migration and other
operations.

17




Appendix4 i
wmage Analysis

18

(Rotating a Three-dimensional Image)

R R e T
/)|

Image Control Wolumie |Single: 10 100% 100%

e >
Click on the _ button for a 2D
View-(file name) image.

. A 3D view is created.

Drag the mouse on the image to
observe it at a certain angle.

Simple animation

Press and hold the ‘ % ‘ button to

rotate the image around the X-axis.
Press it again to stop rotation.

Press and hold the ‘ @ button to

rotate the image around the Y-axis.
Press it again to stop rotation.

Press and hold the @\ button to

rotate the image around the Z-axis.
Press it again to stop rotation.

18



Appendix4 Image Analysis

(Rotating a Three-dimensional Image)

Create " Animation
@ AV File

Anirmation

Slice move l 4D

£

% &

Angle rotati

Start |-180

&
-
-

Framefs |2 El
Create

Eng 180 ﬁ/

—| Interval | 30 El:

" Anirmation

3
® AV Fie <-W_ 9

Save As

@3

Savein | 10 Image

) aaa.Liff Frames
[LIKidneyz.brp. frames
(CIKidney #v2Z.tff frames
[)Kidnew .bmp. Frames

[ C)Kidney Liff.Frames

[ akourmura 5¥ EFF Frames

¢

) koumura ®Y.xml.data
(L LiveImage_(3).xml.data
(L) LiveImage_(10).brp Frames ijoumura pal
() LiveImage_(11).HFF.Frames
|LiveImage_(11).0ml data
(L ik, HFF Frames

=]+ @ et -

File name: |

Save as ype: |AVI Files [*.avi)

[Zymkbmp.bmp
[ aenkiik, LFF Frs

19

I4

10

5. Click on the

To save a rotation file as an
animated image, create three-
dimensional images according to
the following procedure.

For example, try to rotate an image by 180

degrees.
yos g

& &

4

£

ware | button.

6. Click on the Angle rotation tab.

7. Select the rotation axis.

8. Enter the rotation angle.

Start = Angle to start rotation

End = Angle to stop rotation

Frame/s = Rotation speed

Interval = Degrees to be rotated
at atime

9. Select AVI File and click on Create.

10. Enter a file name and click on Save.

19



Appendixd

2D Image Analysis ( Measure )

-5 %]
Al
N
L
ZA011 [Size 800600 Ky=(621,12)Int108, 89 Zoom:100%

B Region Measurement - PTK XYZ.oif 2:10 T:0 L:0 ROI:5

1. Enclose interesting regions by ROI

Line on interesting positions by ROI :H

2. Click [gJ] "measure,, .

20

/ A \/ 7\ -
Image —|PTK XvZ.0if Measure All ROIs A = ccordin g O Clic easure 1" e nlmage Info
+a H H Current
/ (Measure  ROINo.5 Statisties  CHS1 cisz Ut Zpos 0
Tpos:0
Centery 150,780 Inteqr 121678548.000 | 54771708.000 0
Lpos:0
Center¥ 7973 Averag 3  nasn sean Reg ion M easurement. e
Area 120,313 Max 1095000 3227000
imet 250 M i Il i
Buihemformation ofRROI is
Range 1999.00“_ 3186.000 \
calculated omR n
\ 35tdDey 275,309 : AL
¥ W{Zpusﬂ0,Tnos:0,Lpos:ll)
ROI [:em.grx | anQer‘l' Area | Perimt_ﬂer _Int_egmion Average _Ma;u Min Range StdDev | I5tdDev :Integrmion A!rerage ax Min Range StdDev | 35tclDe
[um] [um] [um*2] [um] | CHS1 CHs1 CHS1 CHS1 CHS1 CHS1 | CHS1 CHs2 CHS2 CHS2 CHS2 CH52 CH52 CHs2
1 1AM 40438 3120625 241,400 5478264.000  1107.926  4095.000 95.000  4000.000 T.261  2130.783 2952481.000 658,076 3590.000 28000 3562.000 522518 1567.55
2 112,522 53402 1470188 194764 D620457.000  1301.724  4095.000 97000 3998.000 §83.602  2650.807 7837013.000 753280 3468.000 28000 340.000 561877 1635.63
5 3 51.900 17403 3274688 213215 25T3667.000  1003.410 4095000 94000 4001.000 T00.397  2101.192 1839166.000 569.504 3445000 53000 3362.000 H3.623  1330.86
4 0180 111524 1732438 211.246 4386227.000 8T9.766  3836.000 83.000 375000 657,656 1972.967 7880740.000 645,072 3380.000 25000 3355000 523.061  1569.18
5 150.780 0032 6120813 313.258 1878548.000 1244509 4095000 96,000 399%.000 125408 275.309 4771708.000 550217 322T.000 4000 3M86.000 439.334  1318.00
5. The informati f all ROI
\ . e Intformation or a S
Count 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
_Average 0511 16.240 145,550 246,795 BO8TA32.600 107,467  4043.200 §3.000  3950.200 735404 220622 0656221.600 638.042 346,000 35000  3381.000 498,083 14942
Max 150.780 111,524 120,813 313,258 1578548.000 1301724 4095.000 §7.000 001,000 §83.602  2650.807 4771708.000 758,280 3590.000 53000 3562000 61877 16854
Min $1.900 4,438 1470,188 194,764 4386227.000 B79.766  3836.000 83000 3753.000 657,656 1972967 T837013.000 549.211  3227.000 25000 3186000 430,334 138
Range 98.879 62,087 4650625 118,485 1492321.000 421.958 259.000 14.000 248,000 225941 677,840 5934695.000 199.002 363.000 28.000 376.000 122.543 3014
fit(IDg\l H.309 25,569 1848.540 41.735 B699T15.061 172621 115.528 5101 10.244 86,561 250,683 $124831.492 §0.326 132.286 11811 137.208 4102 162.%
35tdDev 123.928 T6.107 5546.521 143.205 6099145184 517.864 347.485 17.103 13073 259,683 TT9.050 5374494476 240979 396.857 35433 M1.624 162.305 Bt
< >
Save Histogram Clear ‘ Close I
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2D Image Analysis ( Line Intensity Profile on the 2D image )

AEE
J B wmmﬁi’iin %g

1. Line on the 2D image by rRoI =

2. Click [ "Intensity Profile,,

——————

WL EHRSICOO: } |

3. "Intensity Profile,, on the line is
shown as intensity graph .

2D Image Analysis ( Histogram )

- o]

«\.@@
|/ JJ@ILd Blowogomans [ 1 0] e

1. Enclose an interested area by ROI.

“Histogram,,

B Histogram - BT XY 3,0if £;0 70 L0

3. "Histogram, window is shown as
a graph, frequency of intensity of
each pixels is plotted on the area
enclosed by ROI.
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2D Image Analysis ( Line Series Analysis )

i
| L=
| p Backgrum| i, (] QI

1. Line on the interesting region.

2. Click [E&8 ”"Line Series Analysis,,

EB,)

......

3. Intensity of Z position/ time on
the line is shown as a graph .

il«'@fa’ B

2D Image Analysis ( Co-localization )

DOmECC? 1. Enclose an interesting region by
o ROIL.

2. Click

AnnotationMode

3. Select | ™=t | Threshold from
Annotation Mode.

4. According to move Thresholds of X,Y
axis to right and left ,ups and down
(Enclose red color X,Y axis), Co-
localization result between 2ch is
changed .

Information of Co-localization is
listed under the scatter plot.
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