OLYMPUS

Quick Start

FLUOVIEW
FV1000

CONFOCAL LASER SCANNING
BIOLOGICAL MICROSCOPE

FV10-ASW[Ver1.4)

Thank you for your purchase of Olympus microscope at this time.

Prior to using this microscope, read this instruction manual for sure to utilize full-fledged

performance of this microscope and ensure customer’s safety.

In addition, read section “Safety Guide” and “Hardware” of User's Manual — FLUOVIEW FV1000

as well as instruction manual for microscope to understand how to use the equipment thoroughly.

To use laser system correctly, read instruction manuals that come with each laser equipment and

light power system.

Hold this manual by your side when using this microscope all the time and keep it with care after reading. AX7284






Caution

1. Part or whole of this software as well as manual shall not be used or duplicated without consent.

2. Contents described in this manual are subject to change without notice in future.

Registered trademark

OLYMPUS, FLUOVIEW and LSM are of our registered trademark.







CONTENTS

1 About this manual 1
2 Windows in this software 1
3 Basic operation procedures 14
31 System Start Up ................................................................................ 14
3.2 Visual observation with microscope (Differential Interference Image
Observation ) ........................................................................................... 15
321 EreCtIng type Bx ............................................................................................. 15
322 EreCtlng type BXW' ......................................................................................... 16
323 |nverted type |X ............................................................................................... 17
3.3 Visual observation with microscope (Fluorescent image
observation) ............................................................................................. 18
331 El’eCtlng type BX, BXW| .................................................................................. 18
332 |nverted type |X ............................................................................................... 19
3.4 “Acquisition setting”, “Image acquisition”window - Outline ------ 20
35 |mage acquisition .............................................................................. 21
351 Slngle dye|ng COIOr XY .................................................................................... 21
3.5.2 Double dyeing color XY (Simultaneous scan Version) === xxrerereeesreereeeeeees 24
3.5.3 Double dyeing color XY (Line sequential Scan version): === 27
3.5.4 Single dyeing COIOr + DIC XY wwrwrrrrrssmsssmssssisiisissisis s 30
3.5.5 Double dyeing color XYZ (Line sequential scan version) === 33
356 SpeCtraI XYL _ Spectral type L et s eeassaaeseassEasssEassssasssasssEEsstaEastEsatananrananaannraannnann 35
36 “2D Display” WindOW - Out"ne ........................................................ 38
37 Flle Open ............................................................................................ 38
3.8 Display of XYZ Image (Cross-section image overlap)---============== 39
39 Puttlng Scale bar ............................................................................... 40

3.10 3D Display ........................................................................................ 41




CONTENTS

311 Rotation Of CUbiC image ................................................................. 43
3.12 Fluorescence separation - unmixing (Spectral type) ------=====sssssx- 45
3.12.1 In case that Dye place for each fluorescence is known -----------sssseeennnnn 45
3122 |n case that ContrOI Sample iS Used ............................................................... 46

3.12.3 In case that number of fluorescent dye kinds only is known (Blind Unmixing)48

313 Evanescent ||ght observation ........................................................ 49
314 |mage (¥ \V/- SRR T T e e e T e e e T e e P R P PR PR T PR PR PR PR 52
315 Save tO CD_R ................................................................................... 53
316 System shut down .......................................................................... 54
Appendix A Relationship between confocal principle and tuning

mechanism .............................................................................................. 55
Appendix B Image acquisition of less Nois@s ==+« rrrrsrmssnsninininn: 56

Appendix C Method to change width or position of slit in manual mode




About this manual

1 About this manual

This manual describes about windows that can be displayed (Section 2) and simple operation procedures
(Section 3).
For further details of each window, see Online Help that appears through [Help] — [Help].

2 Windows in this software

Window used on FV10-ASW (Application Software) is individually introduced.
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Windows in this software

TIP @ When “Acquisition setting” and “Image acquisition” windows are not displayed on start-up of this

software, it is not possible to acquire an image (this software starts up with review station). When an

image should be acquired with this microscope system, verify conditions of which the above two (2)

windows can be displayed.

Window to acquire image
(See TIP)

Window to set image
acquisition
(See TIP)

File Display Processing Analysis Tool Window

# W

Acquisition

. Focus x2 Image
setting _Focusx® | g é S?t_
Focus x4 | Ky Repeat | xY Stop Bleach Stop acquisition
<<Fast ZOusPiel  Slow > Lambda| Depth | Time I~ Bleach start stop

N —— e I e S ] ez e =1 - N | I | & |
 Alexa Fluor 488 [ os 4 |

P:2.0us L:2.116ms F:A1.107s 5:127.505s Mito Tracker

Size HY_Gain Offsel | HV Gain Offset| HV Gain Offset | HV Gain Offset| HV Gain Offset
nspemﬂalm @ 1:1 (" 4:3 arbitrary (2] 2| aj[2]_ 2| = [[[(2J_ 2] a|[2]_=a| =]

Jijﬂzwﬁ
H . W L | L

| =]_~ e | =]_~ | =] ~ ||l =1=1_~ > =
710 0 9| 710 (1] 7| 710 0 5| 122 (1] 24 0 Oum 0.ov
v X % v x % \ X % v X % v X "

CA Lamp

+| Rotatii
4 u i

DH Zﬂ

Pan¥ : Laser Laser Laser Laser Laser °
0um H E 5.0% : 30.0% = 5.0% : 633 ¥ 5.0% j Non ~ % = Auto

Pan¥

Uumﬁ

Filter Mode
[~ Kalman o) o J:I & Analog Int  Photon Cnt

1Tu il

458 « Il > 210% [~ Sequential

488 « [l | 630 %

CHCCR=CE

515 | > 512 % Completed all initialize
543 « [N > 290%
633 « [ »| 190% | 0 stimulusSetting {| | 4 Spectral Setting >
LamiiaScan usoscomer————————— § Spectrometer
start| 450 pn  End] 700 pm ~ Bleach setti pe: o e
StepSize 5 pm  Num 50 Mode each setting setting

Band Width S nm = L [ ]

<< Fast 10.0us/Pixel Slow >>

Al =

Microscope
[uPLAPO 20X NA:0.7O |

Start
J Se| 0.10 ~Jum Go
A

20 835 15 05um Go
End
! BI j Set 30.00 E'um Go
819.97um
Csuu| | Steesie] 1495 =Jum op.
Clear staitEnd || Slices 3 i
Focus Handle On Escape

X:0. i Y0, ix Z:0.87
ZDe

P:10.0us L:0.010ms F:0.000s S:0.000s o1

Laser

© 405 o I

400um 5 m 700um
> 520%

CHs1
jj 500nm [ 30nm]  530nm jj
[

Start Lambda Set | End LambdaSet |

StimulateStartSetting
[ Main Scanner Sync
o]

CHS2
jj 500 nm [ 100nm] 600 nm jj

o — |
msec J
ImageScan CH3 BF CH4 BF

. Enable ZDC AF during
CNEETETI d Time Series Scan
|
Activation ﬂ\ﬁmr = [BAB50IF

TimeScan
ol
Interval | FreeRun sec Num|[ 5 ?rig Q [
I\ Z A N

V_Vindow that opens when button —/

o

El

Close

s . VEF
. \for “Image Acquisition” is Window that opens when button J
pressed and it is used for for “Image Acquisition” is pressed and
bleach setting. it is used for spectrometer setting.

It can be displayed when the
SIM scanner exists.
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Windows in this software

Window that opens when button
“Image Acquisition” is pressed and it is
used for light path setting.

B ghtPath@Dyes

r NCOU

Light Path Setting

oPD2
~
Trans N pm [ OPD1
@ - - @
su
35V N

m v

[Specimen

bbjective
Lens

\

.eGontroller — [No titled]

Exitation
DM

/

DM488/543/63 ~

]| = OPEEE Senje) %ﬂﬁ

Ima;
—- Maif

Prepare

Acquisition Program/Run

Window that opens when button for
“Image Acquisition” is pressed and it is
used for Dye setting.

EEE

7 . Dye List [ If

comBt | &
458 )| Seleqed Dyes i
488 v [ ] cficium range Dye Setting
| &3
[ 515
543 =2
633 I
M ¥ _roscope Control All Clear
SetufDyes
cTum Orange =

alcium Orange-5N
CFP YFP.FRET
Cy2
Cy3
Cy3.5

Microscope Image

~

Close

Apply

-~ 458

Intensity 0.0% | 60.0%

-

Shutter ON ON

Top Lens

- 488

Microscope Control

Intensity 0.0% | 30.0%

| E]

Shutter ON ON

Time [s]

otal Time  2405[ms] Imaging Time  0[mg]

[Device] — [Time Controller]

Window that the acquisition is
programmed and the process is
executed.

Mirror
LsM DicT WUs
DIC DF ‘ WGS
Status List EPI Fitter
nn12 1.5 3
100.0 %
ens  XLFLUOR 4X /340 D50 ‘ D25 DG
DicT
12 .
D15 DIA Fitter
DG D50 1.5 3
np
Focus 10.00 D25 np12 ‘ DG
Jog Sense Fine
TopLens ouT Object Filter
1.5 LBD 106
D25 np12 3 ‘

Focus Handle
JogSense [Fine

[Device] - [Microscope Controller]

Window to control microscope main
unit and motorized section attached to
the microscope main unit.
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Windows in this software

Window that opens

when button ﬂ for

“2D Display” is
pressed and it is used
for 2D display setting.

| OLYMPUS FLUOVIEW

File Device Disply Livs Processin

Analysis ool Windom e

Window to display 2D. When “Live View”
appears, the image being acquired will be
displayed.

Window that opens

when button =
“2D Setting” is
pressed and it is
used to display
intensity profile of
2D image in vertical
direction.

for

Ba[:kgmuml

Intensity

Steppmg

z _J—l_w
T Jilim
L )7|71;

)
2tz ot
ChZ | T

Manual setting

Column |Ch ~| ZInbd. 1

Row T intul. 1

Lot [ 1

Ch

:
2| coumms oroms:2 (]| [

Multi Plane \iew
Axis |2

Merge in Tile Mode

Window that opens

when button Bl for
“2D Setting” is pressed
and it is used to display
intensity profile of 2D
image in horizontal
direction.

- Meed Projection and

Ink:397, 393

ali
\ ‘|
It
\‘|a,,\1‘|l )

For 3D View

Zoom: Auta(31%

mgs ()ram;e
L |—umxym4
11’\ ’m ,JL o [ oue | e |

i Gamma

b =l

Intensity

Cyan Fall

Contrast Yellow

Savens‘ Load ‘ Reset |

Window that opens

ol
when button . for
“2D Setting” is
pressed and it is used
for LUT setting that
changes image display
color.
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Windows in this software

F Window to load an image
by selecting folder that
saves the images. When
el T thumbnail image is
[Live] - [Live Plot] double-clicked, the file is
called and displayed.

Window for analysis of an image being
acquired and it indicates a graph in real
time.

, CRICE 11 pa—

Image : Live Explorer

Live Plot

) FA10-Driver

@ Ch)\yrn‘pusDew:E 3
Il | >

JCh bz 1 Uzer Comment: &

[Mode:

YL
[image Size:
S12¥512
IFile Size:
23.85 MB

AM4EE-yoyal-2aib

I~ Always Ciear:

ICh Mum: 1 User Comment:
Type Clear Graph [Mode:
1 1 Intensity Average T
- . mage Size:
1 2 Intensity Average Add Line 5123512
[File Size:
Delete Line il é
Y bl
\
( Event Edit Marker Save Close
Data Manag
Image Processing applied  Property |
Ttem | Infarmation ~
[General]
Path FilSampl geDatal
Mame Sample_)
Scan Made R9ZT Data Manager
Sample_KYZ.TIF Date 19/07/14 g
System Name i =
System version wersion 4.3.14, wj TIEMPO
[Imags]
Primary Dimensions B
Image Size 214 * 247 [Pixel]
Image Size(Unit Converted)  57.353498 [um] * 66.197729 [um] L
Bits f Pixel 12 [bits]
[Dimensions]
% Dimension * 214, 0,0 - 57,085491 [um], 0268007 [um(Fixel]
¥ Dimension * 247, 0.0 - 65929722 [um], 0268007 [um{Fixel]
Charined Dimension 2, L.0-z0[ch]
2 Dimension 16, 0.0- 7.5 [um]
T Dimension g, 0.0-0.007 5

Window where thumbnail
and property of the
image currently loaded is
displayed.
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Windows in this software

[Analysis] — [Single] — [Histogram]
Window that Histogram is displayed.

| OLYMPUS FLUDVIEW.
o
|Fi\e Device Display Live Processing Analysis Tool Window Help

nsnpleesientosnonsien@® &

M Histogram — Sample XYZT TIF Z:7 T:1 L:0

Histogram

B Re-_unyMeasurement = Sample XYZ TIE Z:7 T:0 L:0) ROE3

Image —|Sample_XYZ.TIF Measure All ROIs

[Measure  ROINe.3 Statistics | Ch. Ch2
|Cemerx 21.039 Integration = 624129.000 2275653000
1750.502
0 4016000
ROI Measurement 5 = :
R 35927000 4016000 (e In
StdDev 429.250 1135.886
35tdDev 1287.751 3407.657

L

[ Display Table(Zpos:7,Tpos:0,L pos:0)

ROI CemterX | CemterY | Area | Perimeter |
Wml | ml | pme2 | m]
36.449 26533 216.853 52.202
16,348 14874 100.754 35.392
21.039 31521 07444 34943

<

Count 3
Average 138.250
216.853
714
Range 119.709
StdDew 68.096
3StdDev 204.287

<

Histogram

[Analysis] — [Single] — [Intensity Profile]
[Analysis] — [Single] — [Measurement] Window that intensity profile inside ROl selected is

Window that ROI (Region of Interest) displayed.
is measured.
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Windows in this software

[Analysis] - [Series]
Window that series image analysis is _1
done. Time change for average value

of intensity or integrated value can be
displayed in graph.

W _Series Analysis — Sample XYZT TIF

Image |Sample_XYZT.TIF -

ROI No.

Intensity Average
Inferisity Average

7.(Line Series Analysis — Sample_XYZT.oib

Image |Sample XYZT.oib =
X Line Series Analysis

Length Unit
3.

[Analysis] — [Line Series]
Window used to perform series
image analysis on ROl (Region of
Interest) of line.

Page 7




Windows in this software

[Processing] — [Image Calculation]
Window used to perform operations . . .
between images. Logic and [P_r ocessing] - [Filter set?lng]
arithmetic operation for image Window to enhance the image.
intensity can be done.

| OLYMPUS FLUOVIEW

File Device Display Live Processing Anabsie Tool Window Help
#EH D SFRB DRILREDELND DjpsfBE @ &

P _calculation

Source Image Preview Image
Process 1 Process 2 |Sample_xYZT.TlF

Sample_XYZT.TIF - sample XVZTLTF  § o Image]

Image Property Operation
Height | 247 between
‘Width 214 images

ADD Filter Type

Sharpen ‘ Average ‘ DIC ‘

[v All Channels
Sobel ‘ Median ‘ Shading ‘
MaskSize

I” Lock Second Image Laplacian | |3x3 -

Input | Max nput | Max
2 1 2 Processing type

16 16 * Single  Series
8 1

Close
Scalar Value Scalar Value
I” Disable Scalar Calc 1 [# Disable Scalar Calc 2 Processing T ,' fatio/Con: entration
" Single

1.00

Ratio/Concentration
tlow masie Operation
P (hreshald - p

m 1 + |0 o |Nonej ‘Nonej - |Nonej

Background - Bazeline Badkground

ch :‘Rﬂ Mﬂll? ‘ cht x| x| 1 + |0 = none ~| [Hone ~| — [Hone -]
[ 1]

Baseline Badground
16

None = — |None ~
Baseline Backaround
{R-Rbase)Rbase ~ Nane ]v Hone jv

Threshold
Baseline Background OutputRange
Lower Upper

<01 IR
2047 4095 A B c D Min
0.0

7 Apply same y Sample_XYZL.TIF ~|[Sample_XvZT.TF ||| [Sample XYZT.TIF ~| [Sample XVZTTF ~|| pax

Threshold Input | Max Input | Max Input | Max Input | Max 1.0
" Vertical ¢ Horizontal 2 2 2 2

Pr ing Type
e 16 16 16 18
" Single < Series New Image a a 3 a

Preview New Image Append Close

Profile 1 i

[Processing] — [Threshold]

Window to turn the image to [Processing] - [Ratio/Concentration]

binary data. Window where an image of the following value converted to

intensity value is created.

® “Ratio”: Intensity ratio between channels
® “Concentration”: lon concentration of specimen
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Windows in this software

[Processing] — [Spectral Deconvolution]

Window for spectral deconvolution (the
process to separate fluorescent from
image of multi-dyeing specimen).

B spectral Profile Deconvolution 1= | TUX| = Spectral Profile Decony... (22, <]
E| RO ListZ:1, -1

Image | CFP-GFP2aanl

[

Spectral Deconvolution (Fluorescent separation)

=
@

End:555[nim]
Step:2[nm]
Rese:10{mn]

=
o

=2
=

Normalize Intensity

I

1019_Al488DeconResultDyel
1019_Al488DeconResultDys2
1019_Al488DeconResultDye3
1019_LyuDeconResultDye1
1019_LyuDeconResultDye2
Imroductory Notes 1019_LyuDeconResultDye3
Scan Range TestProfilel

Start End Step Resolution

¥ rottzt, o) [ 65 565 2 10

¥ ROBEZA TN [ 465 565 2 10
O
|
)

0 e
465470 475 480 485 490 495500 505 510 515 520525530 535 540545 6505
Umbdalnm]

Calculate Name Color

TestProfilel
TestProfile2
TestProfile3
TestProfiled

Type i) TestProfiles
Normal © Biind < ON " OFF Fealy TestProfilef

—
Sample XYZ TIF Z:1 T:0 L:0 4] =I\J

DataSelaction \
M Edit Experiment & Sinple

Channels Edition l Colocalization
Append Series Exty |:nage CEonnec?mn Vertical
- mage Extraction e eh =

Destination Image |Sample_XYZT.TIF | AnnotationMode
Image Info X:214 Y:247 Axis Range: Z 1o TTH ) Threshold -

i ‘ | Threshold

| v | 2048

1‘ 0 I H| 2048
Soeurce Image iSanple_xVZ.TF j E l CrtractArealB -
Image Info | %:214 ¥:247 moas Range: 7 1-16

Annotation \
a2 TotalSamplesinScattergram 52858 [pixel]
HorizotalAxis Chl HorizotalThreshold 2048

mergech [ ciose | i VericalThreshold 2048

[Processing] — [Edit Experiment] [Processing] - [Colocalization]
Window that the following image editions It is the window to see how the
are done. intensity is overlapping.
e “Edit channels”: To combine or extract For example, it is possible to see
channel or channels. what extent the bright area of Ch1 is
« “Append Series”: To append image each overlapping with the brlgh_t area of
other. Ch2 quantitatively.

e “Extract Series”: To extract image.
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Windows in this software

[Processing] — [Correcting Z Gaps]
Window where Z position shift
between image channels is
corrected.

| OLYMPUS FLUOVIEW

"
Jme Device Display Live Processing Analysie Tool Window Help

R D runpleERieitoEne DEfnB8

B P_move Shifted 7

~Image Position
Axi Input
Z

- Image Offset

Edtch [z ~| 4= ”o

Ch|  start End
1
2

B Cr.rect ng Pixel Gaps

aua |s mple_XYZT.TIF

Image Offset ———————————

BaseCh[1 v| ndexch[2 -]
1 x| 00
@OI» ¥ 0.0

[~ Show Border

Offset Pixels Intensity Processing Type
* Zero " Min Pixel Value IV ~ Single " Series New Image Close

N\ I

[widthi214 Height:247 ¥ |ais 214 Y247 G2 216 T

[Processing] — [Correcting Pixel Gaps]
Window where pixel position is corrected
in XY direction, if it is shifted, between light
receiving channels while image is being
acquired.
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Windows in this software

Window for 3D display that opens

when 2D Display £| button is pressed.

3D - OLYMPUS FLUOVIEW.

P - "ontrol Panel ‘ %]

]| m PP vicw
( S Tile ————— —
»—i‘]ﬂ) - \ @ 3D Display J: [ mage axis |
mg ®| g LILY PULLEN t1

257
R ing Mode

rawing range (2 )
 POLLEN tif
" 257 257 ™ 257

ait : 1 End :24
& Alpha Blend '
" Maximum Intensity Projection

Current
~Projection

/ EP—Q! il!—ll
x| v z E—

[ Other series position

~Slice box position

LILY POLLEMtif LILY POLLEN tif
257 * 257 257 * 257

~Image control
Height ratio m1:1

- Image height control
i \ s =z -
32 =L iy,
—

Display intensity

¥ =Y

: K Adis = ¥
Image Cantral Volume Side By Side 0 100%  100%

Siicemowe |40 | Angle rotation |

@ %y e

Stat |1 3: End |25
Frame’s | & —| Wterval |1 3:

& Animation
 BVIFile
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Windows in this software

EVA

This is a window that is opened with _I button on “Image
acquisition” window (Page 2) and it is used for evanescent observation.
It can be displayed when EVA exists.

| OLYMPUS FLUOVIEW.

"
IFue Device Display Llive FProcessing Analysis Tool Window Help

20| 0B eRRNLRXEDELA ORLFaBRB

jective Lens Beam Anale Offset

PLAPO  GOX OTIRFM NA:0.95 d ‘ ’V 224 Evanescent observation J

Mirror Unit Fs
“BEVA - ‘ oomm 4| ol |

DM v Beam Collimator Adjust

’V|DM48815431633 | ‘ ’V o < al |  Defaur ‘

Laser and Trigger control

 Manual

Refractive index of sample| 1.38

¥ Sequential
IV @ Laser (" Penetration Depth

Laser Control

@ Trigger nput ~ Bit 0 IEil1 Active High
Assign Key

Penetration Depth ~ Sequential Num

" Key Press

v 488 <l | 16.0 % 47 nm 1=
7 543 I »| 900 % 52 1m |
¥ 63«4l 0 » 250% 60 nm 3
£ Close User Configuration
[Objective Lens] [Mirror Unit] [Excitation DM] [BCA] [BAO]

[Setting Name]

60X OTL...

PLAPO

DM405/483
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Windows in this software

[Tool] - [User Setting]

[Tool] - [Microscope Configuration] Window for user information

Window for setting microscope main setting.

. N . New addition, deletion or
unit and motorized section attached
. g . change of user can be set.
to microscope main unit.

W dicroscope Confieuration E1. ] | U5 Manasement - UserID “Administrator™ logs in] |1,

r

ective | Condenser | Mirror | Fiter Wheel | Foeus | AnJ. | Warking Levsl Language
Administrator 0

Microscope  [BXGIFBX6F  ———Locus | =tald
ControlBox  [Bx-ucs Microscope Setting User Setting
uminator [Frorraex L=
Nosepiece [Fvsperemz -]
Condenser [vucosa  ~]
Fiter (W1)  [urwnery -
Filter (FW2) [orwrma  ~] |
Fitter (FW3) [vrwomy ] :

Delete | Property ‘

Aulu login f UserlD | Administrator

2 71000

Vs

oy
Bk Foruad Poot T
System Registration }comn] LPW | Filters 1| Fiters 2 Conlerts | indes | Search Y\/ 1 to FV1000 Online Help|

Welcome to FY1000 Orline Help

@ Inoduction ank you for purchasing OLYMPUS product

D 1 @ Introduction - How Ta Use
Maintenance @ Software start and stop

T - @ Each section name sing this software, image can be acquired from laser scanning microscope
@ Live image display d, using the image acquired, image process, measurement and analysis can

@ Image Acquisition executed
@ Protocal for image acquistion using Tim
Detector @ Image save

@ Imags visw

@ Display method change Yoftware display used on Online Help
[ @ Display method addtion epending upon Windows program being used, the software display may be

g ﬂiﬂ?;:cassmg fierent from image shown in this Online Manual. Regarding specific Windows

@ Image measurement

FV10-TD @ Imags Analysis

g g‘a“"“al zl;:esswﬂg " bout Trademark

= i it

Scan Unit @ MZir‘wTjn::cem oling Histesops baderark - Microsoft and Windows are tradermark or the registered trademark
Microsoft Corporation of U5 A, Other company name and product name are

@ Pop up menu
FV/10-5U -

@ TROUBLE D34 trademark or the registered trademark of the company or companies
spectively.

ector Combiner

Data Control

Make Backup File ou will see the method to use software and troubleshooting infarmation

Transmitted Detector splay, see Help of Windows being used

Twin Scan Unit

FV10-ASU | ote

Save and Close Save to ROM ag

[Tool] — [Maintenance] [Help] - [Help]

Maintenance of system can be done. Online Help. See here for the

details of operation methods.
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Basic operation procedures

3 Basic operation procedures

3.1 System Start Up

Welcome to FY10-ASW

OLYMPUS

FV10-ASW

User D | Administrator -

Fassword: |

Change Fasswiord ‘ Ol Cancel ‘

1. Turn computer to ON.
2. Turn FV10-PSU to ON.
3. Turn BX-UCB or IX2-UCB to ON.
4. Turn laser to ON.
(Turn key switch.)
4-1. Multi Ar
(458nm-488nm+514nm) ON
4-2. HeNe(G) (5643nm) ON
4-3. HeNe(R) (633nm) ON

5. Turn mercury lamp power to ON.

6. Enter user name/password and
logon to WindowsXP.

User name:
Password:

7. Double-click and

this software starts up.

User name:
Password:

* |t takes a certain period of time for start up.
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Basic operation procedures

3.2 Visual observation with microsocpe
(Differential Interference Image Observation )

3.2.1 Erecting type BX

1. Select objective lens with hand switch.
(Ref: - Memo -)

2. Insert polarizer.

3. Insert differential interference prism
slider.

<>

4. Click —2_1 of “Image Acquisition”.

Differential interference
contrast is adjusted with
this knob.

4 Note 1: Light of halogen lamp is adjusted, using
TD Lamp slider on “Image Acquisition”.

Note 2: Check if the filter turret is set to 6. DIC.
If not, press DICT button of hand switch.

& o 90 “

HV_Gain Offsel
(F=| EETIEST)

F o
VBF
<0 N _H N = _
S | e S | e S e} e S | e B e |
65?’ 1 0 55?, 1 0 65(\!{ ; P 652 1 vTl 253 ;I( vﬂ 108 g .
i ) e [ e [ e [ Thies 7Y 5. Adjust focus.
’E"if;llll‘?:ﬁ (o) (ol J:  Analog Int " Photon Cnt
™ Sequential N Memo j ] . . .
When magpnification change is required hereafter,
A . .
do procedure 1 only and the followings will be

changed accordingly:;
* Objective lens
* Optimum DIC element to each objective lens

Note 1

Page
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Basic operation procedures

3.2.2 Erecting type BXWI

DIC element

|

Photo shows BX61.

Differential interference
contrast is adjusted with
this knob.

1. Select objective lens.

2. Insert polarizer and select DIC

element.

3. Insert differential interference prism
slider and select differential
interference analyzer (DICT).

o
4. Click _m®

of “Image Acquisition”.

Note 1: Light of halogen lamp is adjusted, using
: TD Lamp slider on “Image Acquisition”.

>
: e ﬁ,@ 2 i Note 2: Check if the filter turret is set to 6. DICT.
o I pleach statstop by ey : If not, press DICT button of hand switch.
i
a5 L L e 5. Adjust focus.
rF'nK '.1'.?" [ ) ’—j @ Analogint " Photon Cnit
Note 1
16 Page



Basic operation procedures

3.2.3 Inverted type IX

DIC element

Differential interference
contrast is adjusted with
this knob.

Image Accuisition (>~
v
Us x2 0 ‘
S auto
Focus x4 xyRepeat | xy Stop. Bleach Stap.

Lambdal Depth | Time I~ Bleach start.stop by Key

su

b d

]

8

L o IS s |~ I > |~ NEEE 5 = |~ I+ = ||~ I+ =
TR L ___ 1 _ |

gl
a
1
t
i
1
1
b
1
b
i
b
1
b
1
1

650 1 0| 253 10

&
&3
P
2
=
=
g
e
=
a
&
<
o

voox v % wl o ovooxow| v
Laser. Laser Laser Laser Laser

50% ~{[488 +| 50% <|[633 v| 50% =[633 -] 50% ={[Non v %=

Fifter Mode
I~ Kalman & c —| | Analogimt ¢ Photon Cnt

I~ Sequential

A

Note 1

1. Select objective lens with hand switch.

(Ref: -Memo-)

2. Insert polarizer.

3. Insert differential interference prism

slider.

ig
4. Click = of “Image Acquisition”.

Note 1: Light of halogen lamp is adjusted, using
TD Lamp slider on “Image Acquisition”.

Note 2: Check if the filter turret is set to 6. DIC.
If not, press DICT button of hand switch.

5. Adjust focus.

- Memo -

When magnification change is required hereafter,
do procedure 1 only and the followings will be
changed accordingly;

* Objective lens

*Optimum DIC element for each objective lens

Page
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Basic operation procedures

3.3 Visual observation with microscope

(Fluorescent image observation)

3.3.1 Erecting type BX, BXWI

Hand switch 1
Note 1

0 3

I Bleach start.stop by Key

2 S e Y | e | S |
850 J
L:

~ | _~ ~ o P 2
1 0| 650 1 0| 650 1 0 650 1 0| 253 1 0 108um 25V
v wlovoox o owm|ovoox & Cvoox o %V x g
aser Laser Laser Laser Laser

50% =133 ~| 50% =633 <] 50% =[633 ~] 50% =|[Non ~ %=| | avto

Filter Mode

[ Kalman (ol JII @ Analog Int " Photon Cnt

[~ Sequential

100%

18 Page

1. Select objective lens with hand switch.

]
2. Click =@ of “Image Acquisition”.

Note 1: Operation in procedure 2 turns the
mode to fluorescent visual mode.
At this moment, mechanical shutter of
mercury lamp will open. Be careful.
(Mercury lamp shutter — Close is done
from hand switch.)

Note 2: Verify that the differential interference
slider is pulled out.

3. Select fluorescent filter with hand
switch. (Ref: - Memo -)

- Memo -
About fluorescent filter

NIBA: Blue excitation/Green fluorescent
(Example: FITC, EGFP etc.)

WIG: Green excitation/Red fluorescent
(Example: Rhodamine, DsRed. etc.)

4. Adjust focus.




Basic operation procedures

3.3.2 Inverted type IX

.

(TR XL N

1. Select objective lens with hand switch.

<P

2. Click _®_| of “Image Acquisition”.

Note 1: Operation in procedure 3 turns the
mode to fluorescent visual mode.
At this moment, mercury lamp
mechanical shutter will open. Be careful.
(It is recommended that the mercury
lamp manual shutter is set to Close @
beforehand.)

Note 2: Verify that the differential interference
slider is pulled out.

3. Select fluorescent filter with hand
switch. (Ref: - Memo -)

2 Note 3: When viewing through microscope,
verify whether or not the mercury lamp
mechanical shutter is set to Open O.

-0 A

I~ Bleach start-stop by Key

4. Adjust focus.

su ™

cA Lamp

HV_ Gain Offsel | HV Offset | HV_Gain Offsel | HV Gain Offset | _HV_ Gain Offset
?@ [a0 2 =20 =i = ||[E0 = | = ||fa] = a||[=3 2 -] = =
VBF.
20 0 _H _B _m - =
e R B e S e e e e [ Pl v
S e 1 Sl e L ® - Memo -

5.0% | - 5.0% | v 5.0% | - 5.0% | v % |
= onx e lfess ol oowljesso] a0 hons] )] awe About fluorescent filter

?"ia’lﬁ:ﬁ ~ (ol Jj & Analog Int © Pheton Cnt

I am— NIBA: Blue excitation/Green fluorescent
(Example: FITC, EGFP, etc.)

WIG : Green excitation/Red fluorescent

(Example: Rhodamine, DsRed, etc.)

Page 19



Basic operation procedures

Fluorescent observation

3.4 “Acquisition Setting”, “Image acquisition”

window - Outline

Scan mode
Scan speed
No. of Pixels

Zoom & Pan

Laser output adj.

T

»
»

/

_

Image Acquisition

Transmitted observation (Visual)

(Visual)

20

Dye setting
Light path setting

Slit adjustment
(Spectral type)

SIM Scanner setting
(Case of adding ASU)

Live View

Page

B ImaceAcquisitionGontrol
Focus x2

Focus x4 | xvRepeat | xv

Wode

= 4‘%

<crast 20usiel  Siows>

P S——————
P2lus Lz 1ibms FAA0TS S1275058

Size.

epectRato © 111 C 453 C amivary

e L

Area o =

PR SETEL s |
ST
P m o) 104

> 210%
> 630%
> s12%
> 400%
> 190%

star| 450 pm  Ena[ 700 py
stepsize] 5om Num[ 50
Band Width 5 nm _,

Mictoscope
UPLAPO 20X NA0.70 E
x start

A Sl o0 o
& 4] 4

20832 15.05um Go

v
@I £

Tl 3000 Sum _Go
I Stepsize| 14.95 jum Op.

a | Sices 35

Escape.

Y:0.388um pix Z:0.87 Tumslice

e z
e setting | 7 piodt

C AF during
les Scan

Timesc:

Interval [ FroeRun sec Num|[ 5 ﬁ',ﬂ 9‘

Acquisition Setting

Filter Mode
[~ Kalman o

I~ Sequential

100%

=

# Analogint Photon Crt

Lambda scan condition setting
(Spectral type)

Objective lens

Focus

Timelnterval & TimeNumber
(at XYT or XT acquisition)

Scan buttons

L XYZ/XYT/XYL selection
— Each Ch

device adj.

™~ Confocal aperture

Halogen lamp adj

- Kalman

Explorer

Thumbnail display
Of Image

Data Manager

____ Files on memory
displayed




Basic operation procedures

3.5 Image acquisition

3.5.1 Single dyeing color XY

-- 1 slice of image acquisition (XY plane) (Fluorescent image only) --

Example: Single dyeing with green fluorescence (FITC)

= Stk =
Stop Bieach |  Ston
Lambda| Depth | Time

[ s T cvs2 [ c> (o] v (el > [l
__

I~ Bleach start-stop by Key

WJJ

I~ Bleach start.stop by Key

E el ¢ :

7 IS 1 - maﬁ Ir!—_l I~ I <] |- e =
—— — —

WY Gain Offsel | HV

gl
a
1
L
i
1
i
S e
i
b
b
x
i
b=
b
B

—m  _

e | ey o] B A | e e e |
fres 55[| 1 0 55“ 1 1] 65“ 1 ﬂ G5ﬂ 1 0| 253 1 o 108 um
X % X % x X on x %

La Laser

yﬁ son = 50% = o 5_;.),0:;;@ 50% HNon -] %= | Ao

Filter Mode

I Kalman ol (o) 4:| & Analog Int " Photon Cnt

[~ Sequential

100%

1

2

Window after DyeApply is clicked

1. Click :| of “Image Acquisition”

and set it to “not pressed” state
and close shutter of fluorescent
lamp.

Click il and set it to “not pressed”
state and close shutter of halogen
lamp.

. Click <DyeList> button and double-

click fluorescent reagent (FITC)
that should be observed from
“DyelList” window.

* When reselecting, double-click the
fluorescent dye in [AssignDyes] one
time to clear it, and then, perform
operation in procedure 2.

3. Click <Apply> button.

(“DyeList” window can be closed with.
<Close> button.)

- In case of Spectral type -

When this operation is done, the
fluorescent wavelength suit to
Fluorescent Dye selected is defined.

Moreover, the fluorescent wavelength
is manually changeable.
For further details, see Appendix C.
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Basic operation procedures

4. Click <XY Repeat> button to
perform scanning.

5. Adjust green (FITC) image.
(See below for outline of image
adjustment. For further details,
see Appendix A.)

6. Click <STOP> button to stop
scanning. (Ref: - Memo -)

- Memo -
About scan button

Jﬁ : Consecutive scan

. Scan stop

Stop

“masxz | - Rough scan
masxe | (Lines skipped and scanned)

/ Outline of image adjustment

v ['CH1 - su
® I_Me,m Humﬁ;ﬂa @ @ Sensitivity of detector adjustment (HV)
HV Gain Offsel C.A @ Confocal aperture adjustment (CA)
2| _= | [=1 @ Laser output adjustment (Laser)
— I— Adjustment method (Example: HV)
=== hd When any place on slider is clicked, the
6% 3 2 HV can be jumped UP or DOWN to the
Laser 5 00 B point where it is clicked. For fine tuning,
o == LAt click =1 or use mouse wheel.

Laser
= 458 «ll > 50%
=

v 438 -l » 50%
- 515 > 50%
I~ 543 « > 10.0%
" 633 «ll » s50%
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Basic operation procedures

7. Select <AutoHV> button and select

= 7 [ScanSpeed].
ode
E-: E N\ * The slower the speed set, the more

the noise only can be reduced by
keeping current brightness.
(In addition, Kalman integration is available as a
separate method to remove noise.
8 For further details, see Appendix B.)

<< Fast 12.5usPixel Slow >>
ﬂ )' H AutoHV

P:12.5us L:7.525ms F:3.921s S:3.9s

I ee e e[

\ 8. Click <XY> button to acquire
j ™ Bleach start-stop by Key .
I~ o+ <] |~ I o> | I 5 |~ I o < | IR 1 =] an |mage_

HTC

HV_ Gain Offsel | HU_Gain Offsel | HV  Gain Offsel | HV_Gain offset| CA | Lamb

HV_Gain Offsel
?‘ e D | i~ e~ s~ o e | s~ e~ | s~ e | i mcw |
VBF

9. When acquisition is completed,

P A A “2D View-(File Name)” will appear
PR ¢ e oo [T |2 mbata et on title bar of the image acquired.
10. Image save:
Click mouse right button over
Image displayed on
“DataManager” and then,
select [SaveAs].
(Save as Type “oib” or “cif” is the dedicated
———— file format for this software.)
VA
1 («EQEE ] F

- Memo -
Dedicated file format for this software

OIF type:

Folder that contains images (16bit TIFF) and
attached file are created. Unless these two
exist, the file cannot be opened.

OIB type:

File that contains a plural number of OIF files.
It is convenience when files are moved.
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3.5.2 Double dyeing color XY
(Simultaneous scan version)

-- 1 slice of image acquisition (XY plane) (Fluorescent image only) --
Example: Green fluorescence (Alexa488) + Red fluorescence (Alexa546)

Double dyeing

1. Click &\ of “Image Acquisition”
and set it to “not pressed” state
and close shutter of fluorescent
lamp.

Click ? and set it to “not
pressed” state and close shutter
of halogen lamp.

2. Click <DyeList> button and select
fluorescent reagent (Alexa488,
Alexa546) from “DyeList”
window and double-click it.

* \WWhen reselecting, double-click the
fluorescent reagent in [AssignDyes]
one time to delete it and then, do

Caonun o | ol procedure 2.

3. Click <Apply> button.

( “DyeList” window can be closed
with <Close> button.)

"0 B

I Bleach start-stop by Key

“ a5 i.i::i...o,m 'rm e
h S T [ e s - In case of Spectral type -
0 B _ !gg !44 54: || When this operation is done, the
e ¢ %loe %8S AR F fluorescent wavelength suit to
ﬁ:ﬁ % 7'j7'j == Fluorescent Dye selected is defined.
' Moreover, the fluorescent wavelength
is manually changeable.
Window after DyeApply clicked For further details, see Appendix C.
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4. Click <XY Repeat> button to
perform scanning.

5. Adjust image of Green
(AlexaFluor488) and
Red (AlexaFluor546).
(See below regarding outline of
image adjustment. For further
details, see Appendix A.)

6. Click <Stop> button to stop
scanning. (Ref: - Memo -)

- Memo -
Scan buttons

WQREM ~ : Consecutive scan

: Scan stop
Focus x2 . Rough scan
e (Lines skipped and scanned)

" Qutline of image adjustment |
[ CH1 |1 - @ suU
® Alexa Fluor 488 (D Sensitivity adjustment of detector (HV)
HV Gain Offsel C.A @ Confocal aperture adjustment (CA)
e (=1 ®) Laser output adjustment (Laser)
I I Adjustment method (Example: HV)
ﬁ % Lﬂ = When any place on slider is clicked, the
voox . 108um HV can be jumped UP or DOWN to the
Laser = point where it is clicked. For fine tuning,
= Al click =1 or use mouse wheel.
Laser
@ I~ 4158 -l » 50%
v 488 -l » 50%
[~ 515 » 50%
[~ 543 » 10.0%
'\ 633 all » s0% ;
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Mode

—_
—
—_—

<< Fast 12.5us/Pixel Slow >>

B e et |

Pi12.5us Li7.525ms F:3.921s Si3.9s

— 8

]
Haa

“l

25V

e O 90
XY Stop Bleach stop
I Bleach start.-stop by Key
| ] - e o]
Alexa PO 488, Alexa Fluor 546 | [ |
% HV_Gain Offset | HV_Gain Offset | HV Gain Offsel | HV_Gain Offset [ HV_ Gain Offset
(e=| EEIEST| (e=) BT EaT | E==) = BT (=) =S| (e=a | BT e
VBF
H N _m _N -
] ] | [ | e et e | | e e | | =
650 1 0|65 1 0|60 1 0|6 1 o025 1 o0
(1 voox G| v ox % v ox o %| v ox ow| TV x
Laser Laser Laser Laser Laser
5.0% | 50% 633 +| 50% =[633 ~] 5:0% =|[non = =
Fitter Mode
r e D =] & Analegmt ¢ PhotonCnt
o
0%

26

7. Select <AutoHV> button and select
[ScanSpeed].
* The slower the speed set, the more
the noise only can be reduced by
keeping current brightness.

(In addition, Kalman integration is available as
a separate method to remove noise.
For further details, see Appendix B.)

8. Click XY button to acquire an image.

9. When acquisition is completed,
“2D View-(File Name)” will appear
on title bar of the image acquired.

10. Image save:
Click mouse right button over
Image displayed on
‘DataManager” and then,

select [SaveAs].

(Save as Type “oib” or “oif” is the dedicated
file format for this software.)

- Memo -
Dedicated file format for this software

OIF type:

Folder that contains images (16bit TIFF) and
attached file are created. Unless these two
exist, the file cannot be opened.

OIB type:

File that contains a plural number of OIF files.
It is convenience when files are moved.
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Basic operation procedures

3.5.3 Double dyeing color XY
(Line sequential scan version)

-- 1 slice of image acquisition (XY plane) (Fluorescent image only) --

Example: Green fluorescence (Alexa488) + Red fluorescence (Alexa546)

Double Dyeing

Tl

o 1

61~
Mlexa Fluor 488

-
(]
[
|
B
VBF
<0 _N
| =1 ==|
ﬂ GS[I 1 ﬂ ﬁS[I 1 ﬂ ﬁ5[l 1 [I 253 ;I‘ 0

A Lase
5.0% =

I~ Bleach start-stop by Key

3
d e Irm [ che | I~ I
_ _ L _ |
orrset

Mexa Fluor 516

Last
5.0% = 633

Filter Mode
[~ Kalman

I~ Sequential

100%

5

o — | analogint Photon cnt

WJJ

1. Click </ of “image Acquisition”

and set it to “not pressed” state and
close shutter of fluorescent lamp.

Click i and set it to “not pressed”
state and close shutter of halogen
lamp.

. Click <DyeList> button and select

fluorescent reagent (Alexa488,
Alexa546) from “DyeList’
window and double-click it.

* When reselecting, double-click the
fluorescent reagent in [AssignDyes]
one time to delete it and then, do
procedure 2.

. Click <Apply> button.

( “DyeList” window can be closed
with <Close> button.)

Window after DyeApply clicked

- In case of Spectral type -

When this operation is done, the
fluorescent wavelength suit to
Fluorescent Dye selected is defined.

Moreover, the fluorescent wavelength
is manually changeable.
For further details, see Appendix C.
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28

/
i

4. Check [Sequential] and select [Line].

5 Click <XY Repeat> button to perform
scanning.

6. Adjust image of Green
(AlexaFluor488) and
Red (AlexaFluor546).
(See below regarding image
adjustment outline. For further
details, see Appendix A.)

7. Click <Stop> button to stop
scanning.

Outline of image adjustment

®|7 CH1 |1 ~

©)

Alexa Fluor 488
HY  Gain Offset

R

]
===
650 1 0
v X %

Laser
5.0% —=

Laser

I~ 458 i
V 488 -l
I~ 515
I~ 543 «f
633 -l

@su

5.0 %
5.0 %
5.0 %
10.0 %
5.0 %

Frvivy

@ Sensitivity adjustment of detector (HV)
@ Confocal aperture adjustment (CA)
@ Laser output adjustment (Laser)

Adjustment method (Example: HV)
When any place on slider is clicked, the
HV can be jumped UP or DOWN to the
point where it is clicked. For fine tuning,
click =1 or use mouse wheel.

Page
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Mode
e
—
—
=< Fast 12.5us/Pixel Slow >>
ﬂ )' ﬂ AutoHV _

P:125us Li7.525ms F:3.921s Si3.9s

=
i=efeQ
#

SiM o @
Bleach stop

I Bleach start-stop by Key

| I
P eI 61 <||¥ cH2 [z -

Alexa Flior 488 || Alexa Fluor 546

HV_Gain Offset | HV_Gain Offsel
LIPS ([Eaa] EETEST|

 cvs | [ che | I~ I i
I

Gain Offsel | HV_Gain Offset | HV Gain offset | CA | Lamp
[ad_= | = ||[[2d_ =~ === =] =

m N = _

o O | | e S e e | e
650 1 0 B50 1 0 650 1 0| 253 1 o 0um 25V
[ S-S I T S (A S

Y| aser Laser

< “ | Laser
10.0% —={[332] 50% /633 >| 50% = ||Non_¥

“a

J o — | analogint Photon cnt

1

CEQEE T o el
VA

(m) Livaimags_ X
%@@l m d <] — >[»lw{cfm]
B

8. Select <AutoHV> button and select

[ScanSpeed].

* The slower the speed set, the more
the noise only can be reduced by
keeping current brightness.

(In addition, Kalman integration is available

as a separate method to remove noise.
For further details, see Appendix B.)

9. Click <XY> button to acquire an image.

10. When acquisition is completed,
“2D View-(File Name)” will appear
on title bar of the image acquired.

11. Image save:
Click mouse right button over
Image displayed on
“DataManager” and then,
select [SaveAs].
(Save as Type “oib” or “oif” is the dedicated
file format for this software.)

- Memo -
Dedicated file format for this software

OIF type:

Folder that contains images (16bit TIFF) and
attached file are created. Unless these two
exist, the file cannot be opened.

OIB type:

File that contains a plural number of OIF files.
It is convenience when files are moved.
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3.5.4 Single dyeing color + DIC XY

-- 1-slice Image (XY plane) acquisition
(Fluorescent Image + Differential Interference) --
Example: Green fluorescence (FITC) + Differential Interference

1

I~ Assign Dye Manually Apply

ain

m _m — (e
= | T || P 2] 2 [ T [ | | | [ ) 2T | =
60 1 0|6 1 o 6w 1 0| 6s 1 0|25
Voox owm[ v ox X ow|ovoox w4 v
Laser Laser Laser Laser Laser
[i55 -] 50% +{fass =] 50% |[633 <] 50% {[633 <] 50% =[non <
Filter Mode
I Kalman G e =] | & Analogint " Photon cnt
I~ Sequential
100%

Window after DyeApply clicked p

logint ¢ Photon Cit

1. Click “ of “Image Acquisition”
and set it to “not pressed” state and
close shutter of fluorescent lamp.

Click i and set it to “not pressed”
state and close shutter of halogen
lamp.

2. Click <DyeList> button and select

fluorescent reagent (FITC)
to be observed from “DyelL.ist”
window and double-click it.

* When reselecting, double-click the
fluorescent dye in [AssignDyes] one
time to clear it and then, perform
procedure 2.

3. Click <Apply> button.

( “DyeList” window can be closed
with <Close> button.)

4. Check [TD1].

- In case of Spectral type -

When this operation is done, the
fluorescent wavelength suit to
Fluorescent Dye selected is defined.

Moreover, the fluorescent wavelength
is manually changeable.
For further details, see Appendix C.
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5. Click <XY Repeat> button to
perform scanning.

~0 3|

ity 6. Adjust Green (FITC) image and
e differential interference image.
(See below regarding image
adjustment outline. For further
details, see Appendix A.)

7. Click <Stop> button to stop
scanning. (Ref: - Memo -)

- Memo -
Scan buttons

Jﬁ : Consecutive scan

@) | : Scanstop
sz | . ROugh scan
rmsse | (Line skipped and scanned)

) 7

/

/ Outline of image adjustment

v | CH1 - su
® Vm Fluu?;ss @ @ Sensitivity adjustment of detector (HV)
HV Gain Offsel C.A @ Confocal aperture adjustment (CA)
e |- =1 ®) Laser output adjustment (Laser)
— I— Adjustment method (Example: HV)
= r=1r=1 —=| When any place on slider is clicked, the
© X HV can be jumped UP or DOWN to the
Laser P point where it is clicked. For fine tuning,
= - Autn.; click =1 or use mouse wheel.
Laser
@ I~ 458 -l » 50%
W 488 i » 50%
[~ 515 » 50%
[~ 543 -0 »| 1000
L ~ 633 ll »| 50% /!
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. Modle

e
—_—
—

=< Fast

12.5us/Pixel Slow ==

<l

/

Pi12.5us Li7.525ms F:3.921s Si3.9s

" 3

Focus.

itionControl

Focus x2 ‘

x4 ‘ ¥V Rapeat

Bleach

stop

I~ Bieach star

.

-stop by

I™ Sequential

0% |

Page

8. Select <AutoHV> button and select
[ScanSpeed].
* The slower the speed set, the more
the noise only can be reduced by
keeping current brightness.

(In addition, Kalman integration is available as
a separate method to remove noise.
For further details, see Appendix C.)

9. Click <XY> button to acquire an image.

10. When acquisition is completed,
“2D View-(File Name)” will appear
on title bar of the image acquired.

11. Image save:
Click mouse right button over
Image displayed on
“DataManager” and then,
select [SaveAs].
(Save as Type “oib” or “cif” is the dedicated
file format for this software.)

- Memo -
Dedicated file format for this software

OIF type:

Folder that contains images (16bit TIFF) and
attached file are created. Unless these two
exist, the file cannot be opened.

OIB type:

File that contains a plural number of OIF files.
It is convenience when files are moved.
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3.5.5 Double dyeing color XYZ
(Line sequential scan version)

-- Consecutive Cross-section Image (XYZ) Acquisition (Fluorescent Image only) --
Example:Green fluorescence (Alexa488)+Red fluorescence (Alexa546) Double Dyeing

Microscope

\UPLAPO 20X NED.70

A s
| ——* a

(L] - e

819.97um
Set 0

Clear Start/Er

| StepSize| 14.95 _|:| um 0|1.I
JF Slices 3 _,ZI

| Focus Handle On

X:l].388u|n.-]1®mn.-])ix Z:0.87Tum/sh

Esc.

—
[v* S'tepSlze Jum Op.
[ Slices 37 —‘

|+_2

XY Repeat

1. Perform procedures 1 through 7
described in page 26 and 27.

Upper and lower limit of consecutive
cross-section image is determined here.

Enter [StepSize] and check I

A

3. Click <XY Repeat> button to perform
scanning.

4. Click & for _&] to bring the object
in out of focus.

5. When sample upper limit is displayed
on the sample, click <Set> button.

6. Click ¥| or =l to bring the object
in out of focus.

7. When sampler lower limit is displayed
on the sample, click <Set> button.

8. Click <Stop> button
and stop scanning.
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Mode -
— 2N
=
<< Fast 12.5usPixel Slow >>
ﬂ )' ﬂ AutoHV J

Pi12.5us Li7.525ms F:3.921s Si3.9s

in

o0 1 ofem 1 o
Laser | Laser .

" Laser o
50% = 50% =|[633 ] 50% =

||||||||

itter Mode
I Kaman & ) =] |@ Analogint ¢ Photon Cnt

= Live v

1 o5

T

9. Select <AutoHV> button and select

[ScanSpeed].

* The slower the speed set, the more
the noise only can be reduced by
keeping current brightness.

(In addition, Kalman integration is available as

a separate method to remove noise.

For further details, see Appendix B.)

10. Select <Depth> button.

11. Click <XYZ> button
to acquire an image.

12. Click <SeriesDone> button so that,
on Title bar of the image acquired,
“2D View-(file name)” will appear.

13. Image save:
Click mouse right button over
thumbnail displayed on
“‘DataManager” and then, select

[SaveAs].

(Save as Type “oib” or “oif” is the dedicated
file format for this software.)

- Memo -
Dedicated file format for this software

OIF type:

Folder that contains images (16bit TIFF) and
attached file are created. Unless these two
exist, the file cannot be opened.

OIB type:

File that contains a plural number of OIF files.
It is convenience when files are moved.
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3.5.6 Spectral XYL - Spectral type -

-- Spectral Image (XYL) Acquisition --
Example: Green fluorescence (AlexaFluor488) + Green fluorescence (YOYO-1)

Double dyeing

1. Click i‘ of “Image Acquisition”
and set it to “not pressed” state and
close shutter of fluorescent lamp.

Click i' and set it to “not pressed”
state and close shutter of halogen
lamp.

2. Click ﬁ and display light path
diagram.

3. Set as shown below.

B LightPath&Dyes

D
\ OFF
Trans
. Lamp
AsSU

™ 25%

Specimen

| —
Objective
Lens i

X 7

Select Excitation
Laser 488

Select Mirror

FDB

Exitation

DM
BS20:80 hd

- Imaging

Y DM
irror j \
2 BF

| 495"1_ 5?1711 5Gﬁm_ ﬁb;gn -
ﬂ’j T + BAGSOIF
CHS1 CHS2 CH3
150 1408 304 . .
um Dye u Dye ’—‘
C.A X Y al Static2 Static3
|@BI> | Select BS20/80 or
—_ DM405/488 \
Select CHS1 only
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400um S00um 5 O0um S00um

CHs1 610nm [ 10nm ] 620nm

A [[] A4
Start Lambda Set | End Lambda

CHs2 793nm [ 4nm ] 797nm

A4 T Wil

CH3 BF |BASG0IF hd

2D View - Al488-yoyo1-2.xml

Lanbda:efd6 In17 Zoom: 100%

4. Click ’E button and display

[SpectralSetting] window.

5. Set slit width of CHS1 to 10nm (as

example).
(To change slit width, see Appendix C.)

6. Click <XY Repeat> button
to perform scanning.

7. Viewing the image, move slit position
to the brightest position.

(To change slit position, see Appendix C.)

Note: Leave slit width
to 10nm “as is”
and move position only.

8. Adjust the image.

(Regarding image adjustment, see Appendix A.)
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Start Lambda Set_| End Lambda Set

cHSZ i
G| — |
CH3BF [BAS6OF <

LambdaScan

600

Num | 51 a
Resolution 10.0 iy

2.0usPixel Slow >>

|_>_} AutoHV

<< Fast

9. Setting range/step of wavelength
to be acquired.

9-1:Move slit to wavelength start

and click <Start LambdaSet> button.
9-2:Move slit to wavelength end

and click <End LambdaSet> button.
9-3:Enter [Step Size].

10. Stop scanning.

11. Select <AutoHV> button and select

[ScanSpeed].

* The slower the speed set, the more
the noise only can be reduced by
keeping current brightness.

(In addition, Kalman integration is available as
a separate method to remove noise.
For further details, see Appendix B.)

12. Select <Lambda> button.

13. Click <XYL> button
to acquire an image.

14. Click <SeriesDone> button so that,
on Title bar of the image acquired,
“2DView-(file name)” will appear.

15. Image save:

Click mouse right button over
thumbnail displayed on
“‘DataManager” and then, select

[SaveAs].

(Save as Type “oib” or “oif” is the dedicated
file format for this software.)
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3.6 “2D Display” window - Outline

Start Section

Arro ERY: .
W ~ \ Fix

Color bar —
—

Scale /Q

Bar

Display change
s Zoom
1:1 Display Frame feed
TEXT 1 To match with Animation
— Chl
A @ Z Ch2 Window size ast feed
| s
ROI type VWAL F 3
\ L] fsl Formation
Q3 \. Projection
O = change
= o
Point Q %'—5 .
VIR End Section
i I & Fix
Grid _|_ o
5 3
S
2
@
<

1, 1 Toom ol 6]

3.7 File open

1 1. Double-click a file that should be
opened from Explorer.
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3.8 Display of XYZ Image (Cross-section image overlap)

1. Click and select

2D View - LILY POLLEN.xml

%

)

2 2. In case that this image is saved,
click mouse right button over the
image and select [Save Display] and
save it with a name assigned.

Full Screen Image

Send This Area g
| Save Display
Save As AYT
Print

e Image to Clipboard

Select All ROIs Chrl+a
Cancel Selection
2:135/135
Flip Selection
Delete all ROIs
Paste ROI Chrl+y

Show Profile (vert.)
Show Profile (Hari.)
Shove Overlay
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3.9 Putting Scale bar

B 2D View - LILY POLLEN. xml

CEQETz el a| —F— > m 508

i D000 1> N

2D View - LILY POLLEN. xml

KEQETE ) w4 ) {598

R OO BN

Cut ROT Chrl+i
Copy ROT Chrl+C
8 Delets ROL Del
Y Maxsize

s -1 -][zoi -

button.

1. Click

2. While left mouse button is clicked
over the image, drag the mouse and
release the button at proper point.

Size change

3. While right or left handle is clicked,
move the mouse, left or right.

Change of character size,
color and style, etc.

4. After selecting [ScaleBar], click
mouse right button over [ScaleBar]
and select [FormatSetting].

5. In this Window, change portions
that must be changed.
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3.10 3D Display

Image is observed from

arbitrarily selected angle.

1. Click 3’ button on 2D View-
(file name) image.

2. [3D-OLYMPUS FLUOVIEW]
window starts up and “3D View”
will be built up.

3. Dragging mouse over the image,
observe the image from arbitrarily
selected angle.

— To save this image, see procedure
6 in next page.

Cross-section image at optional
angle is observed.

4. Click %fl and select @

5. Dragging mouse over the image,
move, left or right, to see cross-
section at optional angle.

— To save this image, see procedure
6 in next page.
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B 3D View - Samplelmage.oib

Imags Control Yolume: Single B0 o4t 100%

Image in procedure 3 or 5 is
saved.

42

6. Click ﬁ button.

7. 2D View-(file name) image appears.

8. Image save:
Click mouse right button over
thumbnail displayed on
“‘DataManager” and then, select
[SaveAs].

(Save as Type “oib” or “oif” is the dedicated
file format for this software.)

- Memo -
Dedicated file format for this software

OIF type:

Folder that contains images (16bit TIFF) and
attached file are created. Unless these two
exist, the file cannot be opened.

OIB type:

File that contains a plural number of OIF files.
It is convenience when files are moved.

Page




Basic operation procedures

3.11 Rotation of cubic image

1. Click 3’ button on
2D View-(file name) image.

2. [3D-OLYMPUS FLUOVIEW]
window starts up and “3D View”
will be built up.

e 3. Dragging mouse over the image,

observe the image from arbitrarily
selected angle.

Simplified animation |

4. When % ‘ button is clicked

with long press mode, the image
turns with X-axis as rotation center.
When clicked again, the turn would
stop.

When @ button is clicked

with long press mode, the image
turns with Y-axis as rotation center.
When clicked again, the turn would
stop.

When @ button is clicked

| mgecob vame ege io e loo with long press mode, the image
turns with Z-axis as rotation center.
When clicked again, the turn would
stop.
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Slice move |40 Angle rotation |

@ %
stat [0 2] g [0 2
Framefs|5 El: Interval |30 E|:
Croste © Animation
& AV File

]
Image control ]

aaaaaaaaaaa

Anirmation

Slice move ] 40

12|

5

Angle rotati

stat |-180 £
Create

End | 180 i‘/

Framefs | & El: Interval | 30 E|:

" Animation

& AV File ‘—r-

Save As

Save n: | 3 Imags:

() 585 HFF Frames
(Skidney2 bmp frames
[C)Kidney RYZ.AFF.Frames
[C)Kidney bmp Frames
(Kidney 4t frames
[)koumurs XV HFF Frames

<

Bx
= cf E-
[hkoumura 4. xml. data (Cymkbmp. bmp
[tivelmage_(amldata Cmkmk i fre

(C)Livelmage_{10).bmp.frames @] kourura pal
[CLivelmage_{11).tFF . frames
[S)Livelmage_{11).xml.data

[k BFF Frames

>

File name: |

Save

Sawe as type: |4V Files ["avi)

j Cancel

7
8
9

10

When a rotation file is saved
as movie, 3D formation must
be executed as follows.

Let’s turn an image 180° as example.

hore

5. Click button.

6. Double-click [Angle Rotation] tab.

7. Select rotation angle axis.

8. Enter rotation angle.

[Start]=From what degree /
[ End]=To what degree/
[Frame/s]=Rotation speed /
[Interval]=per what degree

9. Select [AVI File] and click
<Create> button.

10. Enter file name and click
<Save> button.
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3.12 Fluorescence separation - Unmixing (Spectral type)

3.12.1 In case that Dye place for each fluorescence is known

Fluorescent spectrum of each fluorescent dye are extracted from
XYL image where a plural number of fluorescent dyes having
fluorescent spectrum similar to each other exist and; with the said
fluorescent spectrum as reference, a method is presented here to
acquire a fluorescence separated image.

Example: Green fluorescence (AlexaFluor488) + Green fluorescence (YOYO-1)

Image after fluorescence separating (Unmixing)

1. Open XYL image file of

AlexaFluor488 + YOYO1 of
double dyeing.

Surround AlexaFluor488 and
YOYO1 region only with ROI.

. Select [SpectralDeconvolution]

from [Processing] on menu bar.

. Double-click ROI1 and ROI2

respectively.

. Verify that [ProcessingType] is set

to “Normal” and [BackGround
Correcting] is turned “ON” and
then, click <Newlmage> button.

. Image of fluorescent separation

can be acquired.

After fluorescence separation
(Unmixing), the assignment of
image to Ch is indicated.

Introductory Notes

Calculate Name Color s
roriz, T:1) [
ROI3(Z:1, T:1)

O

m

Page

45



Basic operation procedures

46

3.12.2 In case that control sample is used

Method to acquire a fluorescence separated image with
reference to fluorescent spectrum. The said spectrum are
extracted from one kind of fluorescent dye on XYL image.

Example: Green fluorescence (AlexaFluor488) + Green fluorescence (YOYO-1)

Double Dyeing

T ——— R
BRI foreen =] ] — > oo vy

Registered fluorescent spectral appears here. 6

1. Open XYL image file of control

sample (the sample dyed with
AlexaFluor488 only).

. Surround AlexaFluor488 region

with ROI.

. Select [SpectralDeconvolution]

from [Processing] on menu bar.

. Double-click ROI1.

. Click <SaveProfile> button.

. Enter name to be saved and click

<OK> button

and the fluorescent spectral of
AlexaFluor488 is registered to
data base.

. Perform the same operation, 1 to 6,

for YOYO1.
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e
CERE T o -] ] <] )

Py

poTErEy 8

Y

Image | A4EB-yoyoi 2 xml 5

Image after fluorescence separating (Unmixing)

. Open XYL image file of

AlexaFluor488 + YOYO1
of double dyeing.

. Select [SpectralDeconvolution]
from [Processing] on menu bar.

10. Double-click AlexaFluor488 and
YOYO1 (previously registered)

from data base of fluorescent
spectrum.

11. Verify that [ProcessingType] is set

to “Normal” and [BackGround

Correcting] is turned “ON” and
then, click <Newlmage> button.

12. Image of fluorescence separated

can be acquired.

After fluorescence separation
(Unmixing), the assignment of
image to Ch is indicated.

Introductory Notes

lculate Name Color

s
roiiz:1, :1) [
| ROI3Z:1, T:1)
[m]
rn

Page
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3.12.3 In case that number of fluorescent dye kinds only
is known (Blind Unmixing)

Method to acquire a fluorescence separated image with a little
information such as number of fluorescent dye kinds only known as a
hint from XYL image where a plural number of fluorescent dyes
having fluorescent spectrum similar to each other exist.

Example: Sample having 2 kinds of unknown fluorescent dyes

g 1. Open XYL image file of sample
that has 2 kinds of unknown

fluorescent dyes.

2. Select [SpectralDeconvolution]
from [Processing] on menu bar.

3. Put check marks at 2 places for
[Calculate] check box.
(When 3 kinds of fluorescent Dyes
exist, click 3 places to put check
marks.)

4. Verify that [ProcessingType] is set
to “Blind”, [BackGroundCorrecting]
is turned “ON” and then, click
<Newlmage> button.

5. Image of fluorescence separated
can be acquired.

Atfter fluorescence separation
(Unmixing), the assignment of
image to Ch is indicated.

Introductory Notes

Calculate Name Color s

roniz:1, 1) [

ROI3(Z:1, T:1)
O
=

=

Image after fluorescence separating (Unmixing)
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3.13 Evanescent light observation
When EVA is used

It is a method to excite fluorescent particles only that exist near
surface of cover glass by using “evanescent light” that comes
out in submicron order at total reflection side of the cover glass
(specimen side) as excitation beam.

1. Remove the Nomarski prism.

2. Click ™ | button.
[EVA] window appears.
P Haman @ ne € frame [T =] | Andogint Photonct
3. With [Objective Lens], select the

objective lens indicated as “TIRFM”.

Beam Angle Offset

o ] ; 4. With [Mirror Unit], select “IBEVA”.
j

Excitation DM [ Beam Collimator Adjust

2] o | 5 5. With [Excitation DM], select the

© Manual

. . . . “* ”
g 10 [FTT acvetin] excitation DM indicated as “488”.

Laser Control Penetration Depth  Sequential Num

v 488 <0 > 160 % 47 nm 1=

5434 | 900 % 52 nm =

© 633 </l > 250% 60 nm =] =

2 Close User Configuration

[SettingName] | [Objective Lens] [Wirror Unit] [Excitation DM] [BCA] [BAO] i‘
PLAPO  GOXOTL.. IBEVA
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Objective Lens

Beam Angle Offset

[PLAPO 60X OTIRFM NA0.95 = 22434 4
Mirror Unit s

[iBEvA = oomm <]
Excitation DM v Beam Collimator
[orsgsi5a3i633 E

Laser and Trigger control
Refractive index of sample| 1,38
# Sequential
@ Laser " Penetration Depth

Laser Contral

v 438 <0 »| 160
V543 </ | 900
¥ 633 </l »| 250 %

© Manual

 Trigger nput~ Bito [ Bit1 Active High

l »| Defautt

Objective Lens.

Beam Angle Offset

lex of sample[ 138
il
& Laser  ( Penetration Depth

Laser Contral

v 488 <l > 160%
W 543 « [N »| 900 %
v 633 <l > 250 %

[PLAPO 60X OTIRFH NA0.95 = e
Wirror Unit s
[isEva = oomm 1«
Exciation DI ¥ Boam Collmatr Adjust
[omssss 3633 | 0
La 1 control

© Manual

 Trigger nput~ Bito [Bit1 Active High

 Key Press
Penetration Depth  Sequential Num
47 nm 1=
52 nm =
60 nm =

| | Detau

| o

pa
Load save Delete
Close
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6. Enter refractive index of the specimen
in [Refractive index of sample].

7. Check [Laser Control] check box and
set the output with slider.

8. Set [Beam Angle Offset] to “0”.

9. Set [FS].
% Recommended value - 9.0mm.

10. Press [Laser Emission] button.
Laser emission will start.
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11. Align focus.

1 2 12. Move [Beam Angle Offset] slider
and adjust it so as to set [Penetration
Depth] to the value other than “0”.

Objective Lens

Beam Angle Offset

[pLaPO 6ox OTIRFM NA0.95 | 22434 4] l | pefaur

Mirror Unit Fs

[1BEVA | oomm ¢ il . .

T Sl 13. Make a fine adjustment of focus.

Laser and Trigger control
 Manual
Refractive index of sample| 1.33
— & Trigger Inpgt
@ Laser " Penetration Depth C Key Pres:
Laser Control

~ 188 <l > 160 %
v 543 « »| 90.0 %
v 633 </ > 250 %

Using [User Configuration],

the setting condition can be saved
or called out.
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3.14 Image save

1

owes) - 00ighe), the=sTauk(70)

Full Screen Image
g & af thealrg v Clipboard
Save Display
Save As AVT

Select Al ROIs
Cancel Selection
Flip Selection
Delete All ROIs
Z:34/135 Paste ROL Chrl+y

ChrkeA

Show Profile (Yert,)
Shaw Profile (Hori,)
Shaw Owerlay

Each channel for XY or XYZ
Image is converted to TIFF.

1. Click mouse right button over
thumbnail displayed on
“‘DataManager” and select
[Export].

2. Set[Save as Type] to “TIFF” and
<Save> button.

* Other type, BMP/JPEG/PNG can be selected.

Merge image of XY or XYZ
Image is converted to TIFF.

1. Click mouse right button over
thumbnail displayed on
“‘DataManager” and select
[Export].

2. Set[Save as Type] to “TIFF”.

3. Check [MergeChannel] and
<Save> button.

* Other type, BMP/JPEG/PNG can be selected.

khkkkkkkkkhkkhhkkkkhkkkhkkkhkkkk

Image with Scale bar is
converted to BMP.

1. Click mouse right button over image.
2. Select [Save Display] and save
the image with a name assigned.

Movie is converted to AVI.

1. Click mouse right button over image.
2. Select [Save as AVI] and save

the image with a name assigned.
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3.15 Save to CD-R

ads enin

address [ £
Al Neme e Type Dte Modfi

o
CD Writing Tasks & Files Ready to Be Written to the D

g ForPeT File Folder

A Name
C3For Fri000asW

Completing the CD Writing
Wizard

ou have successfully written your Fles ta the CD.
Da you nant ko create another CD using the same fles?
[es, wrice thess Fies to ancther CD

CD software developsd undsr licenss from Rosio,

To close this wizard, click Fiish.

Insert CD-R media.

Click <OK> button.

Select a file and move it to Window

for CD-R with drag-and-drop

technique.

Click [Write these files to CD].

Click <Next> button.

. Write will start.

Click <Finish> button so that
the save to CD-R is completed.
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3.16 System shut down

| OLYMPUS FLUOVIEW

& Open
Close

[ save
Save As

[@ Property

Logout

Administrator

Ul PLEOY

AllBrograms

54

File Display Processing analys 1

1. Shut dwon this software with
[File]-[Exit].

2. Shut down WindowsXP.

@ Select [Start] — [Shut Down].

@ Select “Shutdonwn” on
[ShutDown] window and
click <OK> button.

3. Turn FV10-PSU to OFF.

4. Turn BX-UCB or IX2-UCB to
OFF.

5. Turn laser to OFF.
(Return key switch to OFF position)
5-1. Multi Ar
(458nm+-488nm-514nm) OFF
5-2. HeNe(G) (543nm) OFF
5-3. HeNe(R) (633nm) OFF

6. Turn mercury lamp power to OFF.
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Appendix A Relationship between confocal principle
and tuning mechanism

HV: Sensitivity adjustment
of detector (Voltage)
Setting value T > Sensitivity T > Image Brightness T

(But, noises are getting noticeable.) \

* |t is recommended that the voltage is set at about 700V or less.
=Jutton: changes by 1V step.

su
(1V in case of transmitted image) VI EH1 |61 ~
— Gain adjustment (x) Alexa Fluor 488 -
HV Gain Offsel
Setting value T > Image Brightness T (| = =

ImlaZ'ge gets brighter with setting value.
button: changes by x0.001

OffSet adjustment (%) === N?I
Sétiing value T > Image Brightness 650 ! 00., “m

button: changes by 1% Laser

5.0% = |} autn

C.A.: Confocal aperture adjustment (pum)
Setting value T > C.A. Size T > Image Brightness T
O. (But, optical cross-section is getting thicker).
* |t is recommended that C.A. Is used with Auto.)
When C.A. should return to default setting after move,
j=as Auto again.
button: changes by 1um.

M_Ar or HeNeG, HeNeR:
6\ Laser output adjustment (%) Laser

' 1 | Setting value T > Output strength T > Brightness T | | = 453 «ll » s50%
; TR ; ¥ 488 | » 50%
(But,lfluorescent dISCO|OI’Ing'IS getting larger.) - 515 af Bl 50%
* Use with a value as small as possible recommended. [ 543 4 » 100%
| button; changes by 0.1% 633 ll » 50%
H Memo B
Relationship between confocal aperture Relationship between laser output/
and optical cross-section, image brightness detector sensitivity and image brightness
C.A. Cross-section Image brightness M_Ar PMT Image brightness
thickness .
[ ] -
et %
[~
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Appendix B Image acquisition of less noises

Maodle
—
—
—
<< Fast 12.5us Pixel Slow >=>
ﬂ )' [/ AutoHV

P:12.5us L:7.525ms F3.921s SIS.QS

AutoON: The slower it is set, the more
noise can be removed by
keeping current image
brightness.

AutoOFF: The slower it is set, the more
it is getting brighter and noise is
also removed.

kkkkkkkkkkhkkhkkhkkkkkhkhkkhkhkkhkhkhkhkkkkhkkkhkkkkkkk

Method to make scanning
speed slower

Set scanning speed slower so that
an image can be acquired without
detecting noises from the beginning.

Merit:
@ With Kalman integration, comparatively

sharp image can be acquired.
Demerit:

@ Speed of scanning at one time is slow.

1. Select [ScanSpeed].

kkkkkkkkkkkhkkhkhkkkkhkhkkkhkkkkkkkkkkkk

Method to use Kalman Integration

Images are averaged while image is being
acquired for number of times specified. As
the results, noises are also averaged so that
roughness of whole image can be
suppressed.

Merit:

@ Speed of scanning at one time is fast.
Demerit:

@ Images are averaged so that an image
may get dim, more or less.

Page

1. Click [Kalman] and select
[Line] or [Frame].
2. Enter number of integration times
for the image (number of scanning
cycles).
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Appendix C Method to change width or positiron

of slit in manual mode

ambdael e
ocas R | N IS
| e = b 3| Tam

X w X w o
Laser Laser Laser Laser Laser
50% | 50% = |[633 v] 50% <|[633 +] 50% =|[Non =

rame [3 =] | Analogit ¢ Photon Crit

Spectral of fluorescent dye selected and
Slit width and position are displayed.

400um

CH ‘| CHS1 500nm 30nm ] 530nm
Slit Adj L ) RE
Ch2 CHS2 555nm [ 100nm ] 655nm
SlitAdj |~ e A
CH3 BF |BAGS50IF -
-

Ch3 Fluorescent filter selection

1. Click |YBF putton and display

SpectralSetting window.

2. Using _Jj or

left or right.

H00um E00um 700um

CHS1 /ﬁl]l)nm [ .?vk\]lll] 530nm
- ‘\\ .

Slit Position Slit Width
varies here varies here

Slit Position Slit Width
varies 1nm each varies 1nm
each.

* Numeric can be entered.
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