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VI. Process

VII. Quantify
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| Ef{RRREER

I-1. Comparison view

REDERZWINRRT DI ENTEET

ETEGIAD [+] Fara@de ETEROL S IC2ERKRICHEY £7
(B ER4 &, EHBEARRRICRY £7)

TRIKENERD D [LINK] Z2#d &, LINK 248 L 2 E&RE D Zoom, Z, B, fIELED
BAENREIL£9
Xz &ERRANOFF 12 Y £9

I-2. Snapshot
BERETHRZY Yy 7T 5E, TOEKR®DE S IC Snapshot % Snapshot All &R E N X 4

YSelection
Autofocus

SEEEEREE

Snapshot
Snapshot All

Snapshot: &7 U v 7 L7ZiBt&® Channel 7213 @ Snapshot Z#1ER L 3

Snapshot All : 52 U v 7 L 72EHR DT X T®D Channel & U Overlay @ Snapshot % 1
L £

FrLER ENT —&IE, TTDT — XL D% AIZ [Snapshot~] F7-1x [Snapshot
all~] "> Z %7
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. XF¥vrnNYyxT—3>»
-1, 24 L5 7T ZADEKE (xyt, xyzt)
1 I E— FOER
Experiments Acquisition Mode n* 5 xyt £ 7= 13 xyzt Z&IRL £9
v Acquisition Mode xyt XY BE&ROZ A LT TR
xyzt : XYZ BERD XA LT 7R

XZ T
xyz

2l 333 3] \@g - N o N
= 7| 333 Hz | 1.00 | 0.69 AU Jﬁ?ﬁc\—}/_ﬁ[/f\ /\Z\}I/ﬁ\ﬁﬂag i_a—

A 512 x 512 xyt ¢ E FM. xyzt : 5 FX

1.00 mm * 1.00 mm
1.96 pm * 1.96 pm

xyzt @*%A

Minimize Minimize

Acquire Until Stopped

Acquire Until Stopped

2. OIBEMEBREEREL £

* BERIAD ORDIBEEE THA VX —NILTTERERDYASRDOBEY £ TTIE
HYFELEA)

* Minimize #3375 L BR/NHERTIHRE TE X T

3. QEFTEGRINEGRE X2 I30BRTER LEMEHFZEL £

* R ERIE 2 TRE->TVLEH DT, GETEGRIVERE CBEERRLEHD Eb o iR
HNE, I —FHIEF—FBNITREY £

* Acquire Until Stopped TI& Stop 2 FTIRE LT T

* xyt DIFEIL Frame, xyzt DiFE (L Stacks ERRENE T

4. Start K> [ EUAZBIAL £

* EVSE % (% Open Projects % 7WIC Series~D&AB C—KRFINE S
* BEREUAR L, BHMES L ORIRE ICAN VWL S ICTFRZT W
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-2. 24 L5 7ZADEEE(xt) Scan
XABILIZAVLDBESTEEFEAN., EBICRVEZZERIIDOICEL TVWET
Mt R, HEEAY X AmOBEERHIMER I NE T

1. BET— FO&EIR
v Acquisition Mode AchiSition Mode f)\ ’\O xt %f{'&?*ﬁ [/ i —g—

3

xyz
PEL L] w,
xt :‘.1.00 | 0.69 AU

2. AX v VIBDHTE
v XY: |33 Hz| 100] 0,69 AU S BEROEEHICHEY T 2EMORI%Z Format " H&ERL £

PRLLLYYS
4 Format: ., 512x1 © ©
LT T L LA 'g—
Speed : 64x1
128x1

BklfecHchl ¢ = FrBEOE, ®%7 Y v T B EMERED Format R E
Zoom factor: 640 x 1 1.00

Image Size : 1024x1 .54s T\ g 35 —a_

2048x1 oo
4096 x 1

Pixel Size :

3. OBFRHBEE B LVCOATEGRIEHE IR BE LERIKERELET

: *Line Interval 131 74> ZXF v $5DI2dh

iLineInterval: BREFET, A VDRERXF ¥V RE—=FIZL

: i UREDET

* Page Interval 7 Page & & DiREERE% R T

L¥d

* Minimize 2%IR3 2 ¢ B/\ERTHRZ T T

;K IREREREIL 3 TRE-TWBD T, AEHERIN
| SRECIERZERR LEHD ELohZRONIL,

55 —FE—EMICREY FT

".Page Interval

4. QEMGROMEO RS AXTELET

* Line/Page THtEICKREIANRRINDZDT, AI7A4vNnZ—D2DEKRE L TERRT DD
HRELEFT, ®BK8192 74 v F TRRABETT

* Pages=55tE0S 7 1 ~#/(Line/Page) &£ s V) £

5. Start h & > CHEUAZRAL £9,
* EW8Ef5 12 Open Projects % 7 I Series~DEZHI C—HREFEINE T
* BEREGAHR L, MRS L UBRIRES IS VWL S ICTERCEZI N
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I1-3. XZ Scan R—/X—Z HIWIIN) RAF—
XYZ BEBZEET A4, BEXZWMAREBRAZEETS2Z A TEET,

) o

//// o
— \/ s

| ‘ .

XYZ scan XZY scan

XZ WAEBRZB 5 7-0(121E XY FEREGRZEHEWEE L. V7 77 BT XZWEEG
%%%T%@#—MWTTOL#L;@ﬁﬁ?iXZﬁ@M%@Yﬁﬂ?% BERES % 1T
S EEANMAY EFT (ETR), —H. A—/NX=ZHUN/ ATV ZBVNIERF v
VEIF % X Line TETE LZRETR—/X—Z AN/ R T—VBEZ5ETED L BRI
B0, UTLEALTOXZKEEGOEESHINAETT (A TFH),

A
4

»
»

XYZ EfBGREE%.
V7 NTIT ENOBEBEL - XZ B
(5B 45)

IR ZATF—=HBNE X
RYTILEALXZHR
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1 B E— FO=ER
v Acquisition Mode XZ WrmEER =z EE L7 WAIED XY FEEGRZ S L
d 7=DH. xzy. xzt Fold xzyt 2R T35 &0 XY FEE
: bl ErRRSNET
Tl ¥xzy & xzyt Tli XZ EEHEEROIVE AT £ T

¥zt L6um |53 Steps
xyzt

2. XZ BTEEIS LB DR E
XZWEHZHGLIEWIETZ Vv 7§52 ~mi@n'BBL £7

3. 74— HAEE _
XZWH D Z (IE%ZFHES 235513, Live ERLCEHEO 7+ —H R/
TELBRAT - P LT TZOMBERAEL LN

*XZ~ERB, 2% FA—AASILO ZEMBERELA T Y MERELA T ERY £
+

5, £7-14 o)y LTEREREL £

6.Y Stack D& FE
xyz DEGWTEE{R OIS & RIFRIC Y Stack 38 EL £ 9,

End [um]:
222389 |2
Begin [um] :
0.00 |2

-

Y Position [um] :

22045 | 5
Y Size [um]:

" 22289 | 5

Y Around Current :

[lor]
Stack Direction (Y) :

¢ "V

7.Start R X > CHBUAZRB L £9,
* U5 E1& 12 Open Projects & 7INIC Series~DZ R C—BREFEINE T
* BEREGAF L, BEHERS L OBRIRS IS VWL D ICTERLEZI L
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R=IN=Z HIWIN) AT =S DERE

R—=R=Z HNWN ) ZRT =D ZHRAOREEFHIL 1.5 mm TITA, 774/ FRETIE
Yo TUDL v XK= BRI Z DT 27201205 mm ICHIRLTWES, 0]
BRENT/-HICIE, ROBETHREZZEEL TSI W,

@ [Configuration] %7 5 [Super-Z] superz  [NRFBE.

RLTLZEW,

1l

i

@  [Super-Z Range] @ [Restricted Range (0.5 mm)] % [Whole Range (1.5 mm) |
ICEBLTLEE 0,

SuperZ Configuration

v Super-Z Stack Acquire Mode

Fast Z Scan - Galvo Flow

BN E TlE. XZ scan DFE| ;tEEiJE’JL D R — LEEDZ DEGEIGREICED B

ICEESINET, P X —LBERZEHILLVEEIE. ROBETEREZEEL T
S,

[ - X
@ rCOnflgUt’atIOI’]J &7\ 75\6 rHardWareJ Hardware %EE
RLTLTZE W,

@ [Z-Movement] ®#(Z TActive Z-Movement Limitation| &€ WS IEEA A H Y 4, =
DFzv7aNTIET, TOXHFETOREREER (-8 HLEVIERE) TOERA
gEEmY ¥4,

v Z-Movement

Bidirectional XYZT Acquisition
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lI-4. Lambda Scan

Lambda Scan IZESEREZ EE L - IKETRERAICE AL, RAEDIRY FILZE
BIBHAHETT, F/oo TOEEICHELIZEXARY bLzTIC L GRELIZERDOS
BMAETS N TEET
*xYFaLl—2arvlALESICHEXOHNBLUEREREREBZZEL TLZETL

* RIS KRB EVWADDEEIIE<RY . BAbnm ETHROS 2N TE£TH. Y
BERBZECT 2 ERXFHELI DAY ET, BLWHEIEMEXOHEDFZIFERER
IBCHELTZTN

Acquisition Mode 5. XYi, XYZA%EEIRL £ 3

* Lambda Scan ;##REF (L Sequential ZEHATEEFHADT, OFFICLTH L
Acquisition Mode A" HFEIR L T 7ZE W

Experiments Acquisition

¥ Acquisition Mode

wh S

4, 2K DERTE
DERFEEROENEHTET S (T 488 nm % 15% 1235 7E L 7=41)

KL
9% 0.00 0.0 15.0 20.00 0.00

:o'

o: io O
448:.:-1??_:514 552

5. XA 0704y 77 —DXREFEBT 2MEXLICIEL TERET 5,
AOBS(F 7> 3 V) DIBEIFRTEDLEEL

JBhES A4y 77—
405 nm Substrate

448 nm RT15/85

488 nm RT15/85

514 nm DD448/514

552 nm DD488/552

561 nm DD488/561

633 nm TD488/552(561)/633
633/638 nm TD488/552(561)/638
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.
CSU(Compact Supply Unit) D4 FSU(Flexible Supply Unit) D5E&

Objective: HCPLAPOCS2 63x/1400IL ¥ &

Objective: HCPLAPOCS2 63x/1.400IL ¥

Beamsplitter : Substrate ¥ Autoselect

Beamsplitter : Substrate ¥ Autoselect
Substrate

TD 458/514/561

DD 458/514

TD 488/561/633

DD 488/561

RT 15/85

Substrate

DD 448/514

DD 488/552

TD 448/514/552
RT 15/85

6. AT MILOBYSEFHDERTE
53 2 &4 (Begin) L REZ(End) DiFERAEADL T

¥ A-Scan Range Properties: +
eEEEEEEEER EEEEEEEEEEEE,
[ ] 3 - -
» Detection Begin: 500 | = nm
.
5 Detection End: 720/| = nm
QIII!IIII EEEE EEEEES
Total Detection Range: 220 nm
Detection Band Width: 10 nm
No. of Detection Steps: 4|z

A-Detection Stepsize:

PMT Selection:

7. ISR (Band Width) DFE
¥ A-Scan Range Properties:

Detection Begin: 500 | =  nm
Detection End: ZZDREREL X

Total Detection Range:

No. of Detection Steps:

A-Detection Stepsize:

PMT Selection:
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8. ERDEY IAHMEDIEE

No. of steps, F7zl&. A-Detection Stepsize D EH S A D FiETEEIEZ 1T HKRE L
EJC

No. of steps : Begin & End O ZAMEIG T 2h =@ L T, BERZEEFL 7,
A-Detection Stepsize : FRARMDR Ty 7H A X% B L CEEZBRISL T,

* Stepsize Dx/IMEIX3 nm TY

¥ A-Scan Range Properties:

Detection Begin:
Detection End:

Total Detection Range:
Detection Band Width:

PMT Selection:

9. RREFAET
AF¥ v LAHNS 4-DTHE LI-EARHERBEZLEGICEN L, REBERNHES <
55 (BANERLHMECKDD) FREZELET, TOHEAOBAZIAYFaL— 3
YLBEWESICREREROBREREL £

BERHFZEL) L. RDEREDS
WRREZ 8

*RHEEREBEZ Y v o Lz&lE,
TIRADKA =L, F—h—FD%k

LTI T .
% — T b BEAETT
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10. 7 — 2B DA
Start R4 > EOMOl Z# L £, LLRERHTEEOIISETLET,

11. AR bVIERZ T 7 71

[Process| x=a1—%BZ. Tools X 7 ®d Dye Separation

? Spectral Dye Separation Z#ER L £ 9

12. Viewer (5 5 ROl #3187 L XA R7 ML ERR
ROI THEEL TWAIBRDODRARY MLTF—ahNKRRENET

0 4 o !

200 4
H

wd \a

w] | LS

Ausuau) ueapy

100 X

13. RRY pILT—%XDE% . Save Current Spectrum
ARYT MILT — X DIRTFE{TH & &X“Save Current Spectrum”% 48 L. Spectra
DataBase VA v F Uz E 9

Spectral Dye Separation

Leica/ALEXA 488 Add
Leica/ALEXA 488

Measurement Area:

Rescale

Per Channel

All Channels /

Save Current Spectrum

10
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14. ART FILTF— X DIRE

BRI TRELEY
(5

Name: Emission Spectrum
—_r
N ZHEIEDITET
Full name: Emission Spectrum
Cube: 0

Comment:

Creator:
Copyright:

15. ART PLT =2 o DRI DHEE

Select Spectrum from Database @ Select spectrum A5, R L7-ENEELEIRL £
+

Apply RV %ERITLET, ZDEE, 1 TRRLAZHBDERE, 2 TERLZDLDER
THRRLEY

RELEYT

11



Jeica

MICROSYSTEMS

1-5. Z AMICEEDOHIEE L AH S Scan §5

ZEAMICL —Y —BECRHBORELZZZA BN OAF v T 2/ ETT

Begin & EndEOEED ZUBICHITAL -V —@ECKREBRORELZRECETET
* IR OH N PRHBORE IZEFEBER Y Z 7B L ET,

HAELKRZRY Y arvatEne LTRELEZLTO Z-Position LREBARRINES
HREIEET R EHIRTFIN, BT XLV v T7+—Hllty T4 7 E—HEIC
O# 29 Z &N TE £J (Configuration X = 2 — @ Instrument Parameter Settings
T “Z-compensation”ICF = v N A->TWB T EARERLTLIEE W)
* Auto Focus, Best Focus #ge & I(IFFRTZ £ H A,

v Z.Stack: 4452um | 126 Steps g 1. BEEY DENEREL Load LET
2. Z-Compensation /X3 )L ZF X, BEMIED
FEaeBERLET
Compensation by AOTF/EOM Gain :
L—H—RT—%ZEES D EICL > TEERM
EZITVWET

Begin | = End

Begin :
113 |=

Z Position [um] :

3318 |5
Z Size [pm] - Compensation by Detector Gain :
-"'ﬁrnun?:usrrn:t- Tﬁﬂ:’,%&@@g (Gam) %Eﬁﬂ_é ZEiZEoT
BE=S BEMELZTVET

Stack Direction (2] -

. «BEOBAIL. LH20EEHAASHE
THERATZIENTE, B —T vl
Nr. of Steps X E v A ON)DIBEIZ. AOTF/EOM  Gain
Zstep Size (FHEHHT) DHRAERTE £,

Systemn Optimized

® 0

Galvo Flow -
Travel Range [pm] :

Z-Compensation :

(o]

Linear Z-Compensation

Compensation by : AOTF/EOM Gain Detector Gain

12
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3. BEMEREZERT L EATONRIALNHAETET

Begin TE&XE L7=\IEN' Z-Position 0 &7 Y £

-Stack : 44.52pm | 126 Steps

Linear Z-Compensation

End Compensation by : ~" AOTF/EOM Gain

AOTF/EOM Gain

£ Position [pm]
3318 | S

Z Size [pm] :
4453 | &

Z Arcund Current :

Stack Direction (Z) -

¥

Begin
@ Add @ Remove ATl

Z-Position AQTF 488

System Optimized

Reference Position [um: Set to Begin
Galvo Flow -

Travel Range [pm] :

Z-Compensation :

4. Begin & End DR HE N B L ORHEDOREEZLEET 5155
*ZB(—T v ILAF v A ON)DIFE, BEETEZ0IEMERLEEDDATT
PR N E/IFRHBOREEZRE L. BE L7\ Z-Position Z3E R (R
LRE>Z 7 )y T HERENEEINET

o P

Compensation by +  ADTF/EOM Gain

AOTF/EOM Gain

Begin

Remove All

Reference Position [um}: Set to Begin

13
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5. Begin & End O TEE L 7L 5HE
BRI=WZEICHE L, B E N EISBRHIBRORE % AR L 721,
@ e gy o9 BE, Z-Position E BENBEFINETEMINET

Z-Position AOTF 488

0 25.88

|

| 39.22
| 47.45
|

5176

6. =T VI XILRF Y UDBEEIE, TNEND Seq TEICHRELET,
BRI N TW3D Seq Number ®E&REIEHB ' Z-Compensation /X ILICRRENF T,

T Sequential Scan

Between Lines

Between Frames

Between Stacks

7.Start R& &2 o L, Z-Stack B =S L £9,

Add : EFRFAD Z-Position NMBERIN TV EHBEIFEREDOLEEEZ, ERINTLAHRWE
BIFRED Z LB TOEREDEM
Delete : iR L 72 BINEHFALE D HIBR
(Begin, End I3HIBrTE £ HA)
Move to : #iR L 7-ZFRAB~DEE)
Move to and Apply : #IR L 7= EFMEDOZEFDOFFUH L
Remove All : £ TDEMNEIFMEDHIBR
(Begin, End IFHIBRTE £ HA)

14
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II-6. ROl Scan IFENDTYF7RF ¥ V)
L—HY—2FEBDTY TORIBHEHTEZZEICLY ., ZDEHDOADEGREIE, H 50
BEETSZENTEETS

TR YT

AF¥ vy

EYar

0.00 9.58 0.00 0.00

o 900

448 488 514 552

e
L@J

Lol
o
=]
©
a

B oy ocmargmL,. #7000y s TRALRESOBHY £

15



Jeica

MICROSYSTEMS

2.ROI ORAIICERS 5L —F—mBEEZRELET
*BELAWSGEIZ0%ICLET

o © 0o
448 488 514 552

3. Set Background %= ON (C L T, ROl OMNMENICHEET T 2L —H —i@E AR EL T

9, 0.00 9 0.00 0.00 0.00 0.00

© O O O
448 488 514 552

4. ROIBICHBHNT2KRREZRELET
[+] Kz Uy IF2EUTORIDFHEEET

RO

ROLOO1

ROLOOZ

16
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. RF v = 5257 —2FERE (Tile Scan, ZH2E5)

ORI, ATV a v DRF VIV IRT—Y (BFRT—Y) MEHINTLWEIX
FTLTOHREELRY FT, LASXAZiIH FITEBERIC, RT—SDA v 574 X %0T
ToTLiEEn

RAXF YV ITRT=IDA=2 % FAX

V7 b7 ITT [LASX] M b EIFRBRIC, RFYZVITRAT =DA% 74 XD
ZIIRVFET, UTOX vy E—IDERREINED, [Yes] 20 v 7 LTLIEE W, X T
—CHEFNICBIEHL, 1= v 74 X EMBLET,

* AT —INFHEETOT, ZOFRATIEEFLEY TV aRT7—Y EICEHERLTLZS
(W

Leica Application Suite MICROSYETEMS
Advanced Fluorescence
3.0.0 build 8134

Microscope Stand

Initialize Stage: DMI6000 Stage ?

If yes, please protect microscope condenser by limiting stage working area !

®

17
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lII-1. Tile Scan ®EH*
EHROBEG IS L. 1 MOBERICHY AhES I EICLY, &I EVAFOEGE R
BB EHTREL Y £,

1 s BB GRS i) AEbE Tl DOBEIKRIC
ERS

EE
Rotation ##E (F 7> 2 >) PHEBENTL5HEIL, Rotation DF v U T L— 3>
THNTWBEZEAMERLTLIZE L, F¥ U TL—arAELLThbATWARWNER
VEDENI EFLWEEHEA,

TRan&SAHBA, Fr U TL—2arvh) L TETLELADT, FrUTL—
2 EFHoTLEED,

b

aFx v UL —2a vy TETCLWAWNES, b TETWLWEES

18
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1. Acquisition Mode /¥~ JLA®D Tile Scan K& > %2 1) w2 L. Tile Scan /¥ /L% KR
LET

Tile Scan Hr& >~

v Acquisition Mode

@ Tile Scani RY > a3 &k

@ FHFARY Y 3 v OHIkR

1653 | = oA N W
Ll ® BEELE2HEYY 3 v OlR
240 32|.ﬂ

@Stage Configuration
27— DE. Stiching (D
HREEMIE) ORELRLIFIH
LMBITVWET,

®Zoom
<y TRIRILK

®Positions
ZHEFRT T 3 v DER

@Field size
EX 1) A A BHRMEL D X TE
(3x2 1 &)

®Use Focus Map
BERHIEA TV S EERIVE

@ ZITWE T
e F::d;: @Marge Images
(9) Meraemes: BIREVS & REFIC, EEROE
S — Bx 1 MOBKRICEY bt
ERS

2. X v VEBEOEREEZTVEYS
2REREL. TN ZWNABOIERETIRAEZRF v VBELT 25, BifS
FLRIFBAEMBEETLMIRF Y T IHMEAOY A REIBET D HED 2 OHH Y £,
WADBERERD2HTRIY Y avEHREZY 20 )y 035 AFr VEENBEH T

gan, OICKRRENFET,
BIRMEBEAZRY Y a BT 20X F v VEEOROMIEICEE LI-DB, DField Size
ISR F v VEHEA [3x2] OL5ICHBELET,

19
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3. DY LADIEDEES L7 _
BN ADEETIED (DY L] OlE. @% 2 Uy o4 5E Stage

Configuration 74 >~ F 7 HBE £9, Tile scan Stitching Overlap " SZEE T 5 Z & AT
TE9d,

v Tile Scan Stitching Overlap

Manual Stitching : Manual Stitching
X: O 2 DY LAZRITHEETEET
Y: O
S Automatic Stitching
Automatic Stitching :
X: o DY LAZRTIHETEET

V78 (@]

4. Focus Map
T — D RAUBEMELIRET2D RA LA F v A TR T, BIEMBEOENZ
B, BE S BY XY,

Use Focus Map : on .

Predictive Focus &

@ Predictive Focus Mode: 5 Point ¥

©) Previous

Next
®@

Set Focus

@ Find Focuses

Merge Images :

®Predictive Focus Mode

WEMBEEZYZ 2T ILTRESTH(T 74 M)HT 7L — (A Circle or KA
Rectangle) #{#H3 2 h . F/-WEMEZ S5or 9 RUTTBHHMHEIRL T
RZaTIIVOBEITRIE3 ABLETT

@Previous
BIOMEMNBICRY £9

®Next
ROMEMBICRY £9

@Set Focus
RWEDZINBZZEHRLFT

®Find Focuses
F— b7 —HRAEREEAE > T ZABEDEFRAITVWET

20
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5. BRI D BEIBEIGREKRY ShEHEDRE

Merge Images :
Basic

(D  Autostitching
@ Overlap blending
@ Linear blending

@ Auto-crop

Advanced -

@ Speed / Accuracy :
Slow / Fine O Fast / Default

@ Multi Frame Search

®Auto Stitching
BEXEZSEICEROERY ZBETHELET

@0Overlap blending

BRYOFHEAEEERLES,

-None DY LAZEHHREIC—HL TWBIFEITERTS

- Smooth

DY LADRRIZH D, BEROFOALEICEL Pixe ICTEADIFLTAHELET

* Maximum Projection 21795 & IBFRIEN AT L > THLT WTT

- Statistical

DY LADEFIETRESLS T > X LISEIEN., BEROFGISFEWNE EREIEN 25
Ehm<l< ) £d

@Linear blending
DY LADBNIWIEE ON(T 7 4L b)),
DY LANVKEWEGE OFF 12T 3

@Auto-crop
ONDiFE, A—T—>avAEOINRET, INTLE-EREZRAFICES L
DIV ERY £9

®Speed / Accuracy
RYEHLETORBELFRORAEEZITZAET

®Multi Frame Search
Z-Stack RERFICFERATE XS
ZUBICH L TEEENTDZENTEET

21
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6. [Start] #7 Vw7 L TCRF¥ 2B LET
TEREBRDIFE. "TileScan 014"A Raw & — %, "TileScan 014 Merging001"»'5&k ) &
TEERERY FT,

Batch

Experiments ProcessTools .
Deconvolution

¥ 3 Experiment001* (24.2 MB)
(& TileScan_014 (13.1 MB, xyzs)
B TileScan_014_Merging001 (11.0 M

22
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v )TL—>avhE

i

16,53 | = | [mm]

Fr 7L —2 a3 v TETLARNE TETWLW3BEAED)

Calibration 27 ) v 792 &, TRVA Y FUMRKRRENET

74> F7RD Live K& > %
L., QD &5 ICFER R ME
Fin B OISR D & D ICR
T=YEEMLET,

S E GORA )7 I A B
E. ZTOMEBICOD LS I1Cm
mArBEL x4,
RT—=VHERICED L. &
REFITICEIC K512, OD
ElesfeREL 7,

Run Test X 7ICBBL, VA4 > FUAD Live REZ %L ET,

Run Test "2 > %14 & TileScan BIRAES S L. BEIRICESY EbhEAThn X
T, BB EDLED I EFL WL TWBBEEIEFTA VY FTZFBALET, 2 FL Lo TLWAHRWNE
BlE. O —EOEmALEREL TLZE 0,
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I11-2. Z stack T— 4% ® Projection (ZFENDEREHE)EGKEERT 2156
BEEADAZ1—/"—K& ) 'Process’Z&IRL £

Configuration Acquire Process

BEAZ®D Experiments X Z 2 —%#RR LT —4 & BIRL T

: . z Batch
= Experiments 1  ProcessTools X :
CamEEEEmEmEEES Deconvelution

v 5 E\(perlmentODI* (24.2 MB)

£ s Batch
. ProcessTools =
= Deconvol

Tanmmmmmmmmmmn?

Resize

Combine

Shading

Merge

Mosaic Merge

Image Alignment

Maximum Intensity
w Adjust

4. BIEITERICH D Apply Ra v &2 20Uy o LET

Maximum Intensity Projection
EEsmEsEEEEEEE

Apply

Projection &— & (ZBTD#(Z_Maximumintensity DW= TF— ) AER SN £ T,

Experiments ProcessTools

»
: -
.

v .

Creconvolution

¥ B Expenment001* (37.3 MB)

™ TileScan_014 (13.1 MB, xyzs)

~ TileScan_014_Merging001 (11.0 MB
Projects

u= rileScan_014_MaximumlIntensity00!

* Z-Stack M7 — & T Projection BRI A ERIGE X, Projection BEREZER L5
& 12 Mosaic Merge #1TH) ANBELCENWIITEET
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5. Process Tools # 7 %R L. Mosaic Marge 3R L £9

. . Batch
Projects o & Deconvolution

w Edit

Resize
Combine
Shading

Mews

- EEEEEED
[]

Mosaic Merg
o
**fma ge Alignm ent
Maximum Intensity

¥ Adjust

6. BIE FAD Apply R&> %7y o$2E8UHhEsRTLET
Advance R& v &7 Uy 7928 ahbtROFMRENTEET
(/¥5 X —%—|F [llI-1.Tile Scan REA =] LEALTY)

Maosaic Merge Settings

FlipX « Flip¥ « SwapXY + Auto-Stitching +  Smooth

Preview

Mosaic Merge Settings

FlipX " Flip¥ - SwapXY «  Auto-Stitching

~" | Multi frame search (slow)  Select channels searched:
" Channel 1

o Channel 2
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I-3. 2 FRA > F(Mark & Find) BHKEVSERE A ik
1. Acquisition Mode /¥ )LD Mark & Find h& > %2 YU v 2 L. Mark & Find /X% J/L %
FRLET

v Acquisition Mode Mark & Find K& >

||«

ORY > aryOFUHL
77ANEREL, REINERY

4sEEEEnm

JGAORCORORGRG
v &8 F i)

X: 30.03|Y:

>

QOFRYyavorT—RERELET

o B L BT B B

OREDRY Y a v &2EHZLET

@OFR LR a v ZHIBRLET

OFFLIZITRTORY > 3 v %&H|
BrL X9

@BFRYL 2 OEHS LEE
nEv,

@Zoom
< v TRRILK

®Positions
BRI 3 v DER

(@AFC Position
BRI AFCH 7y a )R v a
Positions : vEFRRLET,

Z"@p“itk’” (pm] : @Same stack for all
AFC Position Tb TR, Foy o lEWn-T
@0 ET.

v Same stack for all

Q@& §FE N7z Position DHIEA KRR
SNET
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2. REDFRN
FEDORS S a vy TEFREZVEZ 7Yy 7 LET,
BEECRILC ZXENE - (IBRE) THEE T 258 L. BHEEICERD ZEXTOE - IE
BE)TRETIHEIIEDHETERLET,

e Same stack for all Redefine Stack

Same Stack all DH4& Redefine Stack D4

(& CE—® Z-Stack BFE TDE (RY> 3 Z-Stack BE%
%) ZE L TER)

7-Q-2 BWHEEFET 7-Q-2 BWHEEFET
7-@-3 Z-Stack D&ETE 7-2-3 Z-Stack D& TE
Same stack forall F v 27 on ¥ Same stack for all F = v 2T ff
7-@O—-4 AFCRI>3>D 7-@—-4 AFCRI>3>D2

7_®—6;§3;37®§ﬁ 7-@-6 KR aro&ER
7T-Q-2 BEEET

YRy

7-@-6 KTIaroEx

-@-2 BEER

-@-3 Z-Stack DFZE
—(@—-5 Redefine Stack ~
s
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3. RV Y a vy OES - B - HIBR

KT a vEFRETWZWEARICEE L, @Position A X 2T 0% Y RY &
Position 2B IM&ENTWE £ (T AMIL Position % 4 DB LBEOTILE T v A=
=)o

TNE T A= 2= Position ZIE L. @%T EHIkR, ©@ZFd ERAEMBICEX
bl 94, ORI LI NTHBREINET,

v Mark & Find »
® @ @ @ Positions : Positiond =
= T e B e 95| -
| (&) 1| | ] e @ Z-Wide Position [pm] : Positionl
: Position2
ad 1891 S AFC Position Position3
IIS»HI ‘ C"»Q F5.74| : F\’J‘.E?| 36.03|

1 IEE, T it Position4

Same stack for all

26471 % ol

Z-Wide Position [pum] :
AFC Position

v Same stack for all

4. 7-Stack DETE
[A]— @D Z-Stack %€ CEEREUS %17 ) Hald. [Same stack forall] »F = v 7% ANz
WRRETHRELEFT,

v/ Same stack for all

7% Z-Stack BE CHEHEGEINEZ1THH AL, [Same stack forall] oF v 724 L

o}

o

Begin-End #:&E L. Z#A MO ERESKEZRAE L 7,
B A 7HBE#®TTO T &I1Z Redefine Stack 2 Vw27 LEd,

Same stack for all Redefine Stack
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AFC Ry a v OREF T a )
AFC (Adaptive Focus Control) MEEH SN TWBIHE., oSt iErasheny £
ER
Z-Stack M EHIC [Move To Center | RV T7 +# —H X ZHOMIEIC L7z, [Set
Experiment Position] TAFCRI > a v &&EFLET,
* £ L <&, VI. Adaptive Focus Control (AFC) % Z08

AFCHRY Y a v DEH

v Z-Stack: 58um | 58 Steps

Begin [pm] :

.1 demand Mode

v Set Experiment Position

[ Move to Center K& > ]

Store AFC Pos

Z-Wide Position [pm] :

AFC Position

v Same stack for all
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IV. Live Data Mode (BEL XA LT TRA XA —OMBHRE) (F 7> ayv)

INEFTCOBEFETIBEREDCA LV R—NILEA LEEARRILHDTLED. Live Data
Mode T3 &V BSERRENAREE R Y, EHOERIIBEEN (ZA LT TADA VX

— N, BB, BXEEBOE Yy T AV IE 2TONRIX—R—) 270D LS I(C
HBAEHERZENTEET, HOA LD Jobl, Job2 EWHEFRTEHELTEE, 1
HR7ODEIICHAEDODETCRA LT TRAEETLET,

%) @URL L—7) 4@E= 18

/| Jobl: R—X Job 2 :

;] xvz 10 43 XYZT

{1 ZStack % Av&—r ) 0HBEEmYRAHK HEET
LY 54 24 51
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1. Live Data Mode Wizard Z#2&8) L £ 3

BEAELEDA=Z2— [TCSSP8] #7 Uy s L, 7IET v X=21—hb Live Data
Mode %z #R L ¥ ¢

Live Data Mode #3RklT2 L EIZZDTIVE T A= a—hn TCS SP8 DIEE%ZEIRT 5
CRFBOAZ1—ICERVET

u
TCS SP8

SP8 ICR2%HBE
LDM ICA%%E

Live Data Mode o

ElectroPhysiology

- -
v XY: 4656x4656 | 60C7 T,

Format: mhs FRAP XT =
S

Speed :

.
" FRETAB .
Bidirectional X:

.
Zoom factor : - ‘” FRET SE =

Zoom In:
" S . "
Image Size : 4 MatrixScreener 9

*
*

.

BEAYYEbHY . BEAE_LEDOFRTRA Live Data Mode ICZhH V) £

3.LiveDataMode XZa—® [+] v— 2% 27Uy oL, XZa—hnolBEBEEZRIRLET

: LDM Pattern ™

FEIREINTWS Job DFETIC Job
AT B

=

FEIRENTWLWD Job DT Job
AT B
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LDM Pattern ™

+ B B O 8

New Confocal Job

New Pause

New Pattern

New Sequential Job
Reference to Existing Record
Record from File

+

- New Confocal Job: ##E® Jpb DB

LDM Pattern *

o 4 B o s

SRS TSN "y

® New Pause
SEEEEEEEEERSE
New Pattern

New Sequential Job

w
-
»

Reference to Existing Record
Record from File

- New Pause: Pause »%E/0
LDM Pattern *

=

B &8 als
VOB e n s
2 New Pause :
aew P e s s mnnun

New Sequential Job

Reference to Existing Record

Record from File

*

- New Pattern: ¥ 7 omigE A

LDM Pattern *

o

+ +» B B

New Confocal Job
New Pause

+ - A

New Sequential Job
Reference to Existing Record
Record from File

Jeica

MICROSYSTEMS

New Confocal Job
HERAAD Job 1B %
New Pause

—FH=1E 2B %

New Pattern

BN Z—> (—EDRA LT TR
n) &=fERY %

New Sequential Job

= v ILVEGAD Job BN S
Reference to Existing Record
BFD Job DREESRT %
Record from File
REFBEHD T 74D HEAET

x
Pausel (5s)

x
Pausel (5s)

o enEEEER
LDM Pattern :Panem 3’:
emmmma?

=

e
o

32
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- New Sequential Job: Sequential job

LDM Pattemn ™

=

+ B B2

New Confocal Job

New Pause
4aRSPREFERERRR,
u

hew Gemuential iw w

Reference to Existing Record

Record from File

“+ LR

- Reference to Existing Record: Bf7F® Job

B o 8

New Confocal Job
New Pause
New Pattern
New Sequential Job
14 Referanecate EtingEReaRd, on

T ] 1 2

* ®
Job1l Job(Seq.Scan) 1

eLca

MICROSYSTEMS

DIEBHN

x
Job(Seq.Scan) 1

REZ SRR URE

x
Job 2 Pausel (59)

Select Record ltems

v Jobs (3)
Job1
Job 2
Job3

¥ SeqJobs (1)

Job(Seq.Scan) 1

Patterns (0)
v Pauses (1)

Pause 1

- Record from File: 50 CDERR LT=7 7 AL L RFEOHT

LDM Patten *

e L2
New Confocal Job
New Pause
New Pattern
New Sequential Job

* RefaioRe Weing Record Cquisition
Record f File ®

T o 8

% Open

O0-
NI
Organize

i Favorites 1

18 Downloads

% Recent Places

4 Libraries
5| Documents
& Music
&) Pictures

B videos

File name: | =]

<« Leica Microsystems » LASAF » Instrument Parameter Settings »

New folder

Name Date modified

|| Alexad88_Alexa594.seq

|_| DAPLFITC(PMT)-TRITC.seq

|| DAPLFITC-TRITC-Cy5.5eq

|| DAPL-TRITC(PMT)-Cy5.5eq

|| FITC-TRITC(PMT)-Cy5.seq

|| FITC-TRITC.seq 3/6/2014 12:44 PM
|| hoechct488594642.5eq 7/11/2013 5:45 PM
] hoechst-488-594.seq 9/26/201211:25 PM

SEQ File
SEQ File
SEQ File
SEQFile
SEQ File
SEQ File
SEQFile

26, SEQ File

Live Data Mode (.
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Z DMDR R DIERE

RIEFHAD Live Data Mode ZEDMEOH L

E Live Data Mode & E D1R7F

Loop DEXE (#8440 Job % Shift F — TR (4R

ﬂ % Job DBER/N— B 2 7 DERME LIS NIRRT B HEL,

LDM Pattern %

4. A I NI Job DiRE
Klobdh&raers Uy s CTRBREANARERY £,

EDRZ L > THERASI Tz Job X Pause 7 &
5
=
Job(Seq.Scan) 1 Job1 Job 2 Pause1 (5:00 m)

Trigger

Trigger

U A—DERE Rename

Define Loop

Rename 3
Job ZDESE Save
Define Loop Remove
HEH D Job £ 4 > % Shift #—F 7213 Ctrl % — i
R L bon——7smess.  [IEEECTUITEIIIERIEE
Save s
YERR L7z Job, /8% —> DR7F
Remove

Job D HIR

Delete

Job DI
* B Job DERE VI, 7y & KRTy I TRIEBREBIARIEETT,
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5. A L7 Job BICEREZITWET

=, BIBE Beam DFRTE. BUREBIS D=0 DEE.
RALTTRADEBEZETVWET, TNENDEREDFERIZ. BEEY Live RE >

A}

axX A\
TITVES,

(o)

LDM Pattern *

Experiments

s

>

N EEEEEEE NN NN NN NN NN NN NN NN NN NN NN NN EEENNEEEEEEENEENNEEEEEEEEEW,

§ WNE 05108 X000 He 830480 § =

-
)
-8
L4
.

Format : 512x512 3

Speed : 400

Bidirectional X :

Phase X:
3.04
5 mEm
60.62 pm * 60.62 pm
118.64 nm * 118.64 nm
089 pm Q@

Zoom Factor :
ZoomIn:
Image Size :
Pixel Size :
Optical Section :

Optimize XY Format
Pixel Dwell Time : 1.20 ps Frame Rate: 0.155/s

Line Average : o

g
SHOKES
B, 9

Fraa A v

Line Accu:

Frame Average :

Pinhole

v Z-Stack: 1 Steps

Z Position [um]
388

* Z Size [um] :
Z Around Currer

[ |OF]

EEEEEEEEEEE NN NN EEEEEEENEEESEEENEEEEEEEEEEEEEEEEEEEEEEEEn®

Galvo Flow :
Travel Range [um] : 500
Linear Z-Compensation a

Mode : No Compensation ¥

&~
[ ]
[
(]
(]
n
(]
[
(]
n
[
(]
(]
»
(]
(]
(]
»
(]
(]
(]
»
(]
(]
(]
»
(]
(]
(]
»
(]
(]
(]
»
(]
(]
n
n
[
[
(]
n
(]
(]
(]
n
(]
(]
(]
»
(]
(]
(]
n
(]
(]
(]
n
(]
(]
(]
»
(]
(]
(]
»
(]
(]
(]
»
(]
(]
(]
n
(]
(]
»
.

YaEsEEEEEEEEEEEEER

Add
asssnsmnnnnnnnnnnnn®y

Autofocus Live

XYT, XYZ, XYZT 2 EDE—FD

TITA7I2LTWS Job DTEHEREXIT,

Configuration

Load/Save single setting :

Specimen

4N EEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEER

OEGIENETE (ERH.
FHEH, X— b, ZF >
AE—F ZREv o, 44

D PMTTrans: on [}

ArcTRTe & E
anmn

Bleachpoint : (i

0.00 2.00 0.00 2.00 0.00

0 0o 0o
458 488 514 561 633

Objective: 'HCPLAPOCS2 63x/1400IL 3

Beamsplitter : v  Autoselect

<

ALEXA 488 &
|
ALEXA 488 &

on B Gain % 1
[Sloze)

oNn i

Standard §

Gain[V]:  800.00 Offset [%] : 0.00

Gain [%]:  100.00 Standard § ALEXA 555 &

Gain [V]: 442.00 Offsgt [%] : 0.00 None & '©

ssssssssssnnnnnnnnnnn®

@@k, FiB%E Beam
D% E (R, & H
ER. RHBREZOD
ERO NS,

LT TRIZEDTNT)

Start Record Start Pattern

BERTEDHESIL Live RZ > TITH
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6. XA LT TRALERDEIT. & Job DAHADEITIZ., TRAKX Y TITWET

Start Record Start Pattern

Start Record

TIT AT TWAHE—D Job DAHDEFT
Start Pattern

TIT AR TWB/NRE—DREIT

Live Data Mode Tl&, % Job TEREKAIEE BN TIA—X—ZHOLHNLHERET H I N
AJEETY,

Configuration X = 2 ——I|PS—Confocal Live Data Mode TWE «- RER /NI X —Z—D
REXITo>TLIEE L,
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V. Adaptive Focus Control (AFC) (# 7> a3 >)
AFC X, FRAKDOREBEL LXIYL v X ERBEBEOERHZTE L. BEIICZ DR
EROF =N T+ =N R RTLTT,

AFC Ema)li Ill\
CITARTOYL VXN AFC ISEAAIBEE WO DT TIEH Y FHA, LY XDBERANTR
ARG EIF, BEHELYE TERVEhE SN,

- AFC RBBEMCORNEFMALIA— L 74— H RV RF LTE, BREEDE
ME. B0 - BEICL ) LB LAVBELHY 5,

° T
Focus position — — o -

~— Glass (n=1.52)

Waterfe=13y T =FTT
focus uson — — Y S — al
~4— Glass (n=152) e Air (n=1.00)
/ Air (n=1.00)
// i 1
- = €
M D 1 Uu LED

850 850 nm

“ | Bt | ||

Detection sensor Offset Prism Siit Detection sensor Offset Prism Siit
with light slit lens diaphragm with light slit lens diaphragm

VBB LV 7+ —h AUEDZE{L#(b) DIEHX

850 nm DL —H—%ZBE L, HI7XREER/KEEDFRATDREFTREICL S RFEAL
TUEBZZHLET, bOLSICHYL VX ERADEHNE D > THBRT HHEEET
ER
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1. Acquisition Mode /XL D Auto Focus K& > % 2 w2 L. Adaptive Focus

Control X3 L EFRRLET

v Acquisition Mode

E-N

vz

@ AC @ Pos

Operation Mode

Objective: 10x

Continuous Mode E

On demand Mode E

Hold current Position
Hold plane in Z-stacks
Store AFC Pos

38

Operation Mode ?D3&EiR

+ Continuous Mode ;

BICA— b7 —hRREEITRY £F
XYT BRZFEOHISFICHERL £

+ On demand Mode ;
BERIREFIC7+—HXEhbE8%x L E
+

XYZTBfR, F/-~7ILFRA Y b &RA L
77 RAEBREOIEEICERL T
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3. BREQ LD 7+ — W ADEFETVLET,

Continuous mode MFE @ XYT B

Live BIRZH LA D, Y2 TILDT7+—hREEDEET,

X2, THold Current Position| ICF = v 7 Z ANE T, WED 7 + —h RAEADEBHFINE
ERD

v Autofocus: Adaptive Focus Control i
Focus-System : Adaptive Focus Control

P

AFC

@ AC @ Pos Objective: 10x

Max

Operation Mode
Continuous Mode

On demand Mode

Hold plane in Z-stacks
Store AFC Pos

F—bT74—HREBETEET F— b7 —HRAEETEFEHLA
Autofocus /SR ILRD AFC RZ U AHRBICEITL TWAHBEIE. ZDO 7+ —HXE

i 13X AFC OBBHENTYT O T, 74 —H AEDEFRHAETT,
PRBICAITLTVABAI. T— b 74— W ABBHENCH Y BENTEEE

-------------------------------------------------------------------------------------------------------------------------------------------
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On demand Mode D55 @ XYZT BRIV FHRA > b XA LT 7 X
@ LiveEfEHLAA S, BEBY Z-Stack /X% I/ILH 5 Begin BL W End DRI~
3 VEZEITVWET,
@ [Move To Center] AR L. FHE L7z Z-Stack Dt > X —D 7 + —Hh AE~BEE
LY,
3 Autofocus /¥ )LD [Set Experimental Position] ICFzv 7% ANT, £ X —D
7+ —HARAEEEHZKLET,

l Z-Stack : 20.98uym | 21 Steps
gREEEEEsEsmmEEnn. v Autofocus: Adaptive Focus Control
v

Begin [um] : Focus-System : Adaptive Focus Control &
1049 |2

End [pm]: ¢
-1049 | T AFC

Z Position [um] :
0,002 . AFC ’ Pos. Objective: 10x

Z Size [um] : Max

2098 | <

Operation Mode
Z Around Current :

ON . Continuous Mode
T o Stack Direction (2) : On Aomand Mode
o 4 v

& (o) v Set Experiment Position '-J_- Jooc
Min

Nr. of steps
z-step size Store AFC Pos

System Optimized

Z -Compensation :

*ERE

AFC T®D Z-Stack |3, EEQE L TEHK LAY P a v N ZOoRLRUSEHEINE T,
Center Tld7 <, Begin £7-1% End % Experimental Position ICEREL TL £ >7-35
A, ZZ%&% ZOFLEELTBegin & End "BREINTLEVETOTT7+—H 2R
ARIBICXLTLEWET,

#9 [Move To Center| #3EIR%(Z [Set Experimental Position] #EE L TTF &Ly,

40



Jeica

MICROSYSTEMS

4. 7-stack REEEOAF — b7+ —H X

 Hold current Position

[Hold plane in Z-stacks] ICF = v 7 &2 ANT=FE X, Z-stack RIEHHF— 7+ —5
ADBIMHY £,

5. 4 L7 7T RDEBEZTK

*TIVFRAV S RA LT TRAREZA) VT DOHEIE, HTHRELET,

XYT E—F, XYZT E—FOFEIE. BRETHHEIELHY) A,

DAutofocus /XL D ng%pse KRRV, A= 74— RAZHESE DR IV T %
HEIRL X,

v Autofocus: Adaptive Focus Control *

. Fi P - o
Focus-System: Adaptive Focus Control < First CyCl e On |y- &S] HE*JJ DYA 7LD IE R D
Y O , ESi

Ve

ARG SSINeEs Ll 25 . Every Cycle: YA LT EIC gﬂéﬁl@
Execution of Focus in Timelapse

First Cycle Only - Every ~ th cycle: BE LY A 7T &ICEE

Every Cycle
Every

/e
Q@QTWILFRA v b & A LT TZADEHEIE, Autofocus /S ILD REUHHF—
P 7 —hREWEIELXA4 IV T E2BRLET,
v Autofocus: Adaptive Focus Control * . .
-First Position Only: —&FHRIIDKRI > 3 v DIEFH]
Focus-System: Adaptive Focus Control < e
| P~ D H XN
AFC Settings . Mark&Find - Every Position: /R¥ > 3 > T & ICEHE
Execution of Focus in Mark & Find . Every ~ th pOSitiOﬂ: TE‘»E L 7—:7]{’:/:/ EIZ s Iz

) First Position Only
=
Every Position %ﬁﬁ—j’

Every

6. Bavhe, BEARBLET,
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VI. Process
Process X =2 —Tl, Acquire X =2 —THUS L 7ZEIRICH L T, HRA BB EITR X
ERR

Crop

Resize

Combine

Shading

Merge
Mosaic Merge
Manual Image Alignment
Projection
Extended Depth of Field
4 Adjust
Sharpness
Phase
Colors
HSL/HSV Colors
Background
Baseline
Lightning
Lightning process
Deconvolution
2D Deconvolution
3D Deconvolution
Noise Reduction
Median
Blur
Segmentation
Thresholding
Morphological Filters
Seeding
Dye Separation
Automatic Dye Separation
Channel Dye Separation
Spectral Dye Separation
Topological
Topological Filter
Topological 3D View
Excitation Emission Scans
Excitation / Emission Contour Plot

Excitation / Emission 3D View

Confiquration

42

Edit
BGROHME, U A X, v —VHEDRE

Adjust
BEHROIAV TN Ny o770y

R DR

Lightning, Deconvolution (+7°> 3
V) FaAviRYya—av

* pliES i

Noise Reduction
TANRY T EB ) A XDBE

Segmentation
ALy yai—IL R Z4NEY VT
&1k

Dye Separation
LEREROENLBN I AFE, XX
7 MILT — X DR

Topological
=S RRDBRDVER

Configuration
Process BIDERZZRT N E 5 HEIR
TE X9,

Configuration
After applying parameters to image...

Keep current image activated
(and leave parameters unchanged)

Activate new image

(and reset parameters)
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VI-1. Edit

BB L-EEg, (Fv b, XYZ, Time Series) A OEEDT—XDOHMHETH Z &£ A
TEEd,
*xhHT—hXAT TRy LIZEBRTIE, RGBEEDHME L AIEETT,

VI-1-1. Crop
Fr b, XY BEBELOEHROYVEY, T—2H A4 X0fENETS 2D TEET
FLEREINT=T—ZIE. TTOT —XEZD%EAIC [_Cropped~] 22 %7,

Fr R0yl ikE

TRERF v RIVDRRHI Yy 7
&L =TI MLET

BT Apply F& > &7
vITBE TOTATERBF v xIL
DHDT —ZWFTIHEREINE T,

Chanmnels:

OFFIZL7=F v >3/

FRofITlZ, FryroxrLllBLU0207
—ZRDHDBEERDF L <IERR SN E T,

XY sEigDt]) Y XY
N S i PN
12 ROI & ERK L .
a0
Z Apply hax>r o) v oL
£9,
BE L7-SEA Y RAN
1T — DT ITHER S 1
£9
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EHET—2omE (XYZ, XYT, XYZT %)
Z Series £ 7=13 Time Series BfR%#IR L. Select Required Image Component @
[From| & [To] ICOIVERZ T —ROBEZADLET
[Set Start] £& U [Setbnd] 227 Vv o352 TREDZF/-IFTAEZ [From]|
7213 [End] ICERETHZEHTEET,

Select Required Image Components

Xand¥
Resulting Size 1392 x 1040

£ Stack Selection
Fram: 1|2 | T 23 |2 Bvery

Set Start et BEnd

Every ~th Position 2Z &9 25 &Y RLHEREZEET 2 &N TEET,

“1"DiGE, [From] o [To] FTEIRTOBEGEYIVERY £9, “270HE, 1MEE
ICEREYYERY £7,

ERLAREDEZBEGRZRTLET

LN EIR L CERETCLEEZRB L ET

REZNHEICRLET

VI-1-2. Resize
BIRY A X2 NT 22 ENTEET
LR IN=T—RIE, TOT—READHEAIC [_Resize~] "DOEET,
Required Size 3 & O Required Bit Depth #%EIR L £ 4,
Required Size Required Bit Depth
Width {pixelsp | 1392 16 Bit

Height [pixelsy 1040 12 Bit

Meaw size: 10000 | = % B Bit

ERLAREDEZBEGRZRTLET
BERLTRETLEZRBLET
REZNHPEICRLET
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VI-1-3. Combine

S L7ZERY ) — AR TEHEEZITI LN TEET
FLAERSINTzT—&IE, TOT—XZDH“AIC [_Combine~]| B’ 2Z 9,
Projects RDE{%#EIR L, First & Second %2V v oL ET

BERD Format 4 XARK 515E. Resize THIZ THABLIToTLAZI L

Set image sources from selected image

First =>
Second >

Output Options User Constant
Inc bitdepth

Operation 75, EHKHEOEERNRZRIRLET

Output Operations, Use Constant AERIZEIE. Frv 7 E2ZANET,

Inc. bitdepth (bit depth increment) : B{RDAB2 X ZEE L 7-fR. ADBECYF 2L —
TavhREAVLIICOIt R =LA 12 £7213 16 ICEDY £7

Rescale : bit 7 — /LD BEHEAEERERD bit 7 —ILIZRY) £

User Contrast : [First] F7z1% [Second] TREIRLZEHRO IV P TR M EEX B LN
TZF9, [First] & [Second] OMA TEERARIREINTWBIHFE, [First] o> b
TZRAIDEDY £9,

Ratic

Mimimaum

Mamdrnurm

Sum :: ERLA2 DOBEGROGHEEZRRLET
Difference : IR L 7= 2 DO BEEHROEEDZE. [First] - [Second] #FRRL T
Absolute Value : [Difference| TEEERNEBOHTH->7-HE, ExtEL L TRRL
ECH
BEIRINTUWARWES, 0 & LTHRRENET

Mean : BIR L7 2 DOBEHROFIPNEE L TR L £
Product : IR L7z 2 DD EROEEEZ#ITERERXRLET

[Use Constant] Z##IRL7-FHE. AN L7ME% [First] OEEEICHITEREZERTRL
E3C
Ratio : BIRL 72 DO BHROEBEEBEZE -7 EREFRRLET

[Use Constant] %##IRL7-8HE. AN LET [First] OBEEZ S > -EREF L
E3C
Minimum : EIRL 722 DOBEGROBEEBEZ LR L, BEEIN NS WHERRLET
Maximum : F#IRL 2 DOBROEBEEZ LKL, BEBIARKEVWAEZERRLET
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N CER LR EOBBEGRERTLET
LN EIR L 7CERETCLEZRBLET
T REEVHEICRLET

VI-1-4, Shading: HBEKGDO> z—T 1 ¥ JHIE

WG LEBGROY x—T 4 v URIE (BPELSORFME) 252 EATEET,

A&, Y x—T4 VI SRAOEGEZIST ANELDHY £9, PR, HAHKICEAT
ET,

Set image sources from selected image

First >z —7 4 7B A2 T 2EGRZERL X9,
Second = —T 4 I DSBEBGREEEFICY VTN ENER) EBIRL T,

ZREGRNEOIY

O Hr7TAEL, TIHLDHEWNVRFEEVET,
(B> FILVEHGIERE S & [ U BBRASLHE )

@ BFI7+—HRETSL, T35 T4—HATI RS EFT,

BiREEG L TESREAELEYS,
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VI-1-5. Merge

Merge IFBB D EHRT — X2V EDDBEBRT —RICELDHDIIENTEFET
Y AbEE®RIE. T—XELZ0%AIC [_Merged~| D& FT

AR L7=VLEB%ZERL. [First] $&T [Second] L X7,

Set image sources from selected image Options
First > Merge Dimension:
Second »>

Options

Merge Dimension: Channel =
Channel
t

Merge Dimension : LD 4 DOERAELHY £
Channel : Sequence TIHEF Lz &N & 512 Channel & L TEBMLET

First ™ Channel |Z Second @ Channel A BEM&EN £
Ex. First & Second A2 Channel 9 2®i5& . Second @ Channel A3 & 4 (2 @8MEnFE

+
t: Timelapse TwREL7-& ZD L I First @& & (2 Second AAEMENFE T
KRENDBIF First DBICHE—SNF T

X : First DAREIC Second ZREICHERTRRLES

RRENDZEIE First DEICHE—SNET

y - First ® FIZ Second Z#fEICENTHFRRLET

FRINDEBIL First DBICHE—SNET

Z . Z Stack BIRD &£ 5 IC First ®XRIZ Second DEHRZEML £
KRENDBIF First DBICHE—ShF T

BIEROKXKZINERZGE, ELzah8 /IR TaERENET
BERLEEOBZEGERTLET

DN CEIR L7 E AR AR LT

HEZVIHEICREL X7
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VI-1-6. Mosaic Marge

Tile Scan BEROIGY) EbhE & TWET

Tile Scan BT — X (T — % &1$ TileScan_~& B> TWEF)EBIRLFT
) BhEERIE. T—REZ0DEAIC [_Merging~] "o &EFT

¥ 5 Expeniment* (1.2 GEB) Masaic Merge Settings
(™ TileScan 001 (26.1 ME, xys)
& TileScan_001_Merging001 (25.9 M FlipX Flipy Swap XY /| Auto-Stitching

Smooth ¥ Overlap blending + Linear blending

* Rotation DERENIEL <fThNTWBIHEE, Flip X, Flip Y. Swap XY (T _XTH 7D
RREETHYEDLOEZITI LN TEET

Flip X : X #ICN 2BEROAIERERZE ANEAZET
Al |B1 |C1 C1 |B1 |A1
A2 |B2 |C2 | — |C2 B2 |A2
A3 |B3 |C3 C3 |B3 |A3

FlipY VY 8N 2EROMERRZ ANEZET
Al |B1 |C1 A3 |B3 |C3
A2 |B2 |C2 | — |A2 |B2 |C2
A3 |B3 |C3 Al |B1 |C1

Swap XY : X #H LY #ISW S S EEOUERKE ANEZET
Al |B1 |C1 Al JA2 |A3
A2 |B2 |C2 | —— |B1 |B2 |B3
A3 |B3 |C3 C1 jC2 |C3

Overlap blending

POy 7RI AZ 2= B0 3D%REIRT 5 Z &ATE £ 9 (Auto-Stichinng A° ON
RS> TWB T EZMABL TS W)

None : ERAEHOEEBICKH L TEA DT 2T ICHEZITVLWET, EREHEHEENT
LII—HLTVWEHBEICAVWET

Smooth : EREHLEBEHADATEKRIEVWAICEADIFLTHELEY
BEREODHRAY B LHL T

Mosaic Merge # (2 Maximum Projection 3 2354, EREHhEEE/EFRICH->TL
Fo/-HBELTWELA

Statistical : ERAOEBEBOF TEGRIEVWAL LT VX LIERL T, ELET
Mosaic Merge # (2 Maximum Projection TE £ 3

Linear Blending : ElAabHh B EB CERNICEADIFLCHELEF T (F 70HAEIE. FF
BIICEA DT LCEHELET), EREHOEEEAKREVWGEICES T, EREahEESE
HLEHPARBEREZEDZENTEET,

*BABSICLTIA BB Y TILTIH, LWL YEAINDI-HOBELTULEEA
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Auto-Stiching : ih ) &b E %175 . DR EHOFIE(Stiching) Z#1TWE 9

*OFF Dipa. BEfREENDSLLITTT

Mosaic Merge Settings

FlipX Flipy Swap XY  Auto-Stitching

Smooth ¥ Overlap blending |+ Linear blending Aurto-crop

Speed / Accuracy : Slow / Fine O Fast/ Default
Multi frame search (slow) Select channels searched:

v Channel 1
v Channel 2

v Channel 2

Speed / Accuracy : AUEDEE L REDNT VY ADFRELZBIHWET

AR ABROBEIISVWARRELA NI Y £

A2 BEIZEVWAREREIE MY FEA(T 74V MERIHTT)

Multi frame search (slow) : Maximum Projection Bt FALTERAEOEAIBEDHHIE %
I TWE T (Z Stack BIR TOAEZNTT)

* Maximum Projection BfRIZTEEN S N E B A

Select channels searched : ER&bHEMIEZIT) Channel Z:ZIRTE X9
BERLEEOBZEGERTLET

O ERLIERECUIEZRABLEY

HEZMPEICRL £

* Light Sheet RE N X T TI/RFE T 2HBE. WX TDT —RIF 16-bit mE &LV IHEL
e, BOEHREL>STLEVWES, TDHFE. YT FIUHNy 7770 FERBIN
TLF 578, Look-Up Table Zi##/E L Bz A% WWREEIC L TH © Mosaic Merge #LIE
ZiT->TLTIZE 0,
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VI-1-7. Manual Image Alignment
Channel 1"#8% % 2 @& . Channel O EMIEZ FETITH) ZENTEET
EBEERIE, T—XEADEAIC [ _ImageAlignment~] A2 £9

: M lected ch: | Shift val
Choose channel to align ChEe SN SLEARCEInTE |h'f\t/a o
X-Shift:

Width (pixels): 1392
Height (pixels): 1040
Phys: 649.17 pm X 484.90 pm

2.80 pm

v/ Automatically crop image after realignment -1.86 pm

Choose channel to align : fIEfIEZ{T) Fv R ZERL £

Move selected channel : ZiRL 7= F v > XL DEGRZEN T £ T

FED : REDAMICENZ XS

O : FHEICRY £9

ATAR—= 1 A7 FLIzAAANKELEGEEXT

Shift values : KENX 713X 54 X —TEH L-BEE(Pixel BLOPum)pERRENET
F-BEEPixe)ZI8ET 5N TEET

Automatically crop image after realignment : Apply 29 & [$AH D HEY B
DNTZEERDFRIER SN E T

BRLCEEDBZEGEZRTLET

BIRL7-RECUBZFBLET

HEZMPEICRL £

VI-1-9. Projection
Maximum Projection Z1ERNd 5 Z &N TEET
WIBER L, T —RELDHEAIC [_Processed~] A D& %7

Projection

Madmum 5 Threshold o<

Option Method : I TD 3 2h n@EIRTE X9

Maximum : Z AR TRHASL WHIEZ Pixel Z&ICHE L, ZRLET
Threshold : R "I 22 I DREZRETCEET
BRLACREDBZEGREZRTLEY

U RN L ToERECAREERBLET

REZMPEICRLET
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VI-2. Adjust
EfROAMIEMIE. Sharpness. Contrast, Brightness & DFAEAITS &N TEXT

VI-2-1. Sharpness
BfRD Sharpness #ZE T 5 ENTETET
EBEERIE, T—XELDHEAIC [ _Sharpen~] A2 £F

Filter Settings

Kernel Size 500 |2 Strength 10,00 | =

Kernel Size : :%7E L 7=&3F (Pixel) N D Pixel Z R ICAEBA TN E T

Strength : WBATSBOEA DT ZRELEFT, EAREWVEFELETLLE T, / A
ZHHPT R T,

BERLI-REOESBERERRLET

DO CERLIERECUIETRABLEY

BREEVIEBICRLEY

VI-2-2. Phase

WAHMEAF v > (Bidirectional X) Z A L 72B. EHROMR(RF v > DITE LIRY)HS
N2IBELHY £, Phase AT, COMBOFNEBETE £

WEBEERIZ. T—2LDH%AIC [_Phase~] 2 & %7

Filter Settings

Pixel Deplacement Border Style
Interpolate

Trim

Cniginal

Pixel Deplacement : X 7 1 X — 72 I3IHEBEA N TBEEE D Line OBENRZHREL £
+
Border Style : &)X 879, FEE 7 I13MBE Line 7215 1T 2 EAT(EE L7123 A TE
¥4, BHLATEDICHT 2ABAERICUTO3IONAHY £9
Interpolate : Z2H L 72ZH0 0 IF WA EMZFHETELET
Trim: BHEL/-H2Z2 bV I LET
Original : Zo ¥ &R L 9
N IR LR TEOESGEGREERRLET
DN CEIR LR ECAIREARB LT
HEZMNPEICRL £
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VI-2-3. Colors
Contrast, Brightness. Gamma %2322 A TEET
IBER L, T—XELDHEAIC [ AdjustClr~] A 2&E£F

Filter Settings

Channel Chl: 390nm £10r & Contrast

Auto Contrast Brightness

Invert Intensity  Gamma

Channel : Contrast, Brightness., Gamma % %3 % Channel Z#IRL £3
AutoContrast: 7 Vv /73 %&, AV b7 XMW EBRABINET

Invert Intensity : BEE({EZ XEd 5 &N TEXT

Contrast/Brightness : X 7 1 & — £ 7z I3MEA AT L V) Contrast $ & O Brightness %
AEYT A TEET(-100 25 100 £ T)

Gamma: X 74 X —FIFFEAAICLY Gamma 2/ TS5 &N TEET

* HUEIL 0.01 A 7.00 ICL TS, 1L RWMTIFERNMBCARY, 1 KYKEITNILHA
LY £ET,

BRLCEEDBZEGEZRTLET

BIRL-RECUIBZRBLES

HEZMPEICRL £

VI-2-4. HSL/HSV Colors WideField(# X 5)D#ge ¢4
Hh AT TH|E SN RGB E&IZX LT HSL (Hue, Saturation. Lightness) £ 7=1& HSV
(Hue. Saturation. Value)iCKX VIEAITHO Z &N TEET
Filter Settings
Channel Chil: 2 Hue

Color Space:
HSL

Saturation

HSV Lightness

Channel: EEATHO>F v > L ERVEFT

HSL/HSV : & E% 1T ARE&RL £

HSL : XREHRZ DL DN ET 50)

HSV : Bt EkICRE L T LN S B)

Hue : A7 A X —FIZBEANICLY @BEEZRAETE £9(-180 »* 5 180)
Saturation : R 54 X —F - FBEANICL VEEEAETE £3(-100 5 100)
HSL o5&, 0% CEENRANICKY £
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HSV @355, 100% THELNEKRICHY £7

Lightness : HSL Z# R L 7-3558. XS NE T, RI7A X —FLIEHBEANICL VIEE
ERBETEET, EF—BREVWEE, BEAN—F® AN £9(-100 55 100)

Value : HSV Z #IR L 7-3/E. [RRaNE T, R7A X —FRBHEANICL Y IEEZH
BTEEY, 50%n & FIC, REAN—FS<HY £9(-100 25 100)
ERLAREDEZBEGRZRTLET

LN EIR L 7CERETCLEZRBLET

REZNEICRLET

VI-2-5. Background
EHRRTOBEZZT TSI & T, Background #2252 &N TEET
WIBERIE, T—X&4DHEAIC [_BSub~] 2> ZFF

Filter Settings

Channel Ch_1 % | Background (o]

Channel : BlfE#:XE T % Channel #:&RL £3

Background : X 74 X —F /- I3BBEANICLVEREZZETEET
8 bit MIHEIL 0 A5 255, 12 bit DIFEIL 0 A5 4095
BERLEEOBZEGERTLET

DN CEIR L7 E AR AR LT

HEZMPEICRL £

VI-2-6. Baseline
Baseline DX TEAXET 5 Z & T, Background 2z 5 Z &N TEET
MIBERIE, T—2&DH%AIC [ Baseline~] A2 %9

Filter Settings

Correction Minimum £ | (] Increase Dynamics

Correction : LLTD 3 DD T Baseline 28 H L, BEEH, S5 2FT

Minimum : &/\8Z{E% Baseline £ L £

Mean : F9$EEE% Baseline & LE

Eliminate Autofluorescence : ##[EliRi S n > 7 FIL DA, &/IEE % Baseline & L
x9

Increase Dynamics : Baseline Z5|W\W /=%, TTO X7 —IILERLICH S £ ICHEEEZ 5]
THIELET

Bl 2Rl EolSEREERLET
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Apply

Reset

BIRL7cERE CUBZRB LIS
REZMREBICELET
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VI-3. Noise Reduction
Median £7-1Z Blur #l3BA2T5 2 ¢ T, /A RXERRTHIENTEET

VI-3-1. Median
EHFFANEBEITNES, BROBIBFIIMEIFINE T,
MIBE®RIT. T—RLD%AIZ [ Median~]| A2 EF4

Filter Settings

5,00 | = Herations 1,00 |% () 3D -Filtering

Radius : 3%7F L 7-83FH N (Pixe ) DIEE O REABE L L TRRLET
HELNRKZEWZIE, SARICKEL DAY £

Iterations : RIEFAEZTIEHEZRELET

3D Filtering : Z Stack B{RICH L TAIBZITHIHEONICT 2 &, FEmTIEAL, L
LTERELEXT

BRLI-REOEGBERERRLET

BIRL 7R ECUBZMA®BLET

BREEVIMEBICRLEY

VI-3-2. Blur
RIEAIBAITNE
MEBERIE, T—XELDEAIC [ Blur~] »oxFd

Filter Settings

Kernel Size

Kernel Size : 32 %F L 7-#FE AN (Pixe)DEBEEOhRELZEE S L TERLET
* Kernel Size A" 3 M & &, 3x3 5 9 Pixel OFEHEA T LD Pixel DIEEE & L TIRA X
nNE+v

ERLAREDEZBEGRZRTLET
LN EIR L 7CERETCLEEZRBLET
REZNHPEICRLET

55



Jeica

MICROSYSTEMS

VI-4. Segmentation
BRIC7 402 (BB Z2REL. BEODERZHMEL £, BECERETTZ L2~
JTEET,

VI-4-1. Thresholds
BREREITOBRENOTRE LRERETCEET
MIBERIT. T—RLDH%AIZ [ Thresh~] A& x4

Filter Settings

Channel Al < Lower Threshold Le]

() Binarize Upper Threshold

Channel : 2XE %175 Channel Z%#R L £ 3
Lower Threshold / Upper Threshold : B{&X~T 2BMEO TREL VO LRZHRELFT
Binarize : TIRA O LROHFEANICH L EDZH, TREIY TZE20{EL L TERLZE

E“ﬂr

ERLIREDHZERERRTL T
LN EIR L 7-ERETCLEZRB L ET
REZNHEICRLET

VI-4-2. Morphological Filters
BHERAOHHEZITAET
IBERIZ. T—XLD#%AIZ [ _Processed~] A& £

Filter Settings

Filter Erosion & Radius 5|2 merations 1|2 |(7) 3D Fittering

Filter : LUF D 4 DOMEFEL S Y £ T (ER—F L IL0IEH))
Erosion : K& x /NS NEWEBEHIRYBRZTZFI(EArH>2FH)
Dilation : #&% L W K& L, REZBEDE I (EHrH=FE)
Open : Erosion @& & [ Dilation Z{TW\WE (LA BHUER)

NS BBEDEY BRONET (/A XDEVERICEMNTY)
Close : Dilation ®# & | Erosion #fTW\WE I (—&TF)

BREAEE Y F T (BEICKRITAH D & 5 BERICEHTT)
Radius : &%E L 7= 1 X (Pixel) & HAEICYUBA TV E T
BENKRZTWI L, FFRICKRE DY £7

Iteration : KEFTEZTHIEHEHRELET

3D Filtering : Z Stack B ICx L TAIEZITHHE ON 12T 5 &
FETIEAEL, KL LTEHELET
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ERLIREDHZERERRLET
BIRL7CERE CUBZRBLEYS
REZNHEICRLET

VI-4-3. Seeding
Z Stack EIRD O FRE LICENBEZH DOV 7 FLOMEZITAET
WIBER L, T —RELDHEAIC [_Seeding~] #2E %7

Filter Settings

Seeding Point Options

257,00 Channel Channel 1 % (%) Create Binary Image

X
Y | 257, Lower Threshold € 0,00 | =
i Upper Threshold © 255002

Seeding Point : i L 7= WEATD XYZ BEAEIIBHRZ 7 ) v 735 EBMANINET(Z
ERXF7 4 2&S)

Channel : #iH %175 Channel &R L £ 9

* QLERTL (L338IR L 7= Channel 72151240 £ 3

Lower Threshold / Higher Threshold : Ef&&XRY 2BMED TREL VO ERZFZEL £

+

Create Binary Image : TRA» o FROFEENICHZ2 D72 H, TRLY TZ2E2D_(EL
LTERLEF(F7 4L MEONTY)

BRLACREDHZEGRERTLEY

AN RN L T-ERETCARERALET

HEZYHAEICRL XS
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VI-5. Dye Separation

BEREDORNIAFEZITI) ZEATEET(S/NOVWLWEREZEAWS Z EHNEETY)
TROLDICEVWDITZLET

Channel Dye Separation :
CAEZITOWAWEHLERD TN I NERBER L TWE Y TUAHHEH. BERANICHN
BENE—THFEEL THY Reference # & NDHE

- BREXERGE

Spectral Dye Separation :
CEEZITVWIEVWERERNENENERER L TWE Y TAAH D H, BERAICENR
BENE—THFEEL TH Y Reference # & NDHE

R E IR PLVEGREERYT 255

- BREHXEHRGE

Automatic Dye Separation :

- Reference # BN A WiGE (7272 L. S/N AL Wi5H)

“Weak : /A XNy 77575y EHAFVEES

- Strong 1 /A XNy 7T Ty RABEWES

Manual Dye Separation :

- Reference Z B 72 W55

- Automatic Dye Separation T9 £ < WA R WIGE

VI-5-1. Automatic Dye Separation
ZBEERICBEVWT, EXORNIADEEGZFHEL. TNEZEICHEZITVET
WMIBERIE., T —XZDH%AIC [ DyeSep~] A 2&E%x¢

Automatic Dye Separation

Method Fluorescent Dyes: Rescale

Strong 7 Per Channel

-

Weak All Channels

hanual Mo Rescale

Preview

Method : LT o 3 > DMIES = A B 1) =i

FT(/ ARy 77T RA5ENE
A)

Strong : 8H KO F.LZ EAEICHENTET @
BEIhxd

Weak : 57 R0BHICIE L & & 5% E# (T 2
B CTHEINE T (/A XNy 77T 7y RAEWNER)

255 255
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Manual : RN ZADEGWZFEITHET 27 |[EEETIRes

ENTEET ch1 Ch2
Manual %R ¥ 3 &, ARAEREINET ores o =
Edit Matrix : Dye 1 £#7z/&d Dye2 ® Ch1 &

DV Ch2 B2 RNIADEIGZEZ ANT B L,
MNZADEEEEE L BEMBEICHELET
Reset Matrix : 3% 7 74/ MIRLET
Save : REEZRIFLET

Load : ¥ EZ™UHL XY

Apply : &xEZEAL £

Reset Matrix  Save Load Apply

Fluorescent Dye : (£ L 7-EHZ DO =HXEL £ (7 7 /L MMEFER L 7z Channel ®%1)
Rescale : fiE S N/EEEEZXRTT 2B BERT—ILOXRTEREEZTI I ENTEE
+

Per Channel : R/ "X 7 —ILEEE% Channel ZEICEEL £

All Channel : &R RX 7 — L& E % Channel B Tfit—L £9

No Rescale : £IRA T —ILEREEZZEREHA

Online Dye Separation
}EE—XIEZEPL: Dye Separation %1—J_—L\\ %OD%E%%%H_—\ L i—g— v Online Dye Separation :

Online Dye Separation :

(Sequence Scan, Between Frames %> Between Stacks

Keep Raw Image :

AONICH>TVNDE & FEATELHA) -
Keep Raw Image : Dye Separation 2475 BIDT — X % oSz
HBLTCHELDBRIRTEET -
DS 1. DS 2: Pseudo Color Z5ZETE £ 9 e

Matrix : Dye Separation %175 BRORNIEDOEE L %K Reset Matrix
ECEET
Reset Matrix : 3% L 7= Matrix g% Uty b L X

BHF v 2V TRYAARZLZEREOERT — I L TEHERO 7L I Y X LICHE-S
THEBZITV, RAEDRBN I ADFEZITTLET,
BRLAREOHZBEGRZRRLET

U RN L T-ERECAREERBLET

HEZNPEICRL £
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VI-5-2. Channel Dye Separation

ZBEERICEVWT, BRFOEEDOMUBEDRIBELL ZREICELDRN I AFEZITLE
+

MIBERIE, T—XZDHAIC [ Processed~] Ao &E£9

Channel Dye Separation

Rescale

Per Channel

All Channels

Mo Rescale

Measurement Area : Reference # 3R ET 2D Y A
R HETE FF (BENIIL voxel)

Add : AX%EID Annotations Tool % 3R L.
Reference &£ 3 24527 U v o35 &, +FEHER
RENFd, Addz2 v o9 5%&, Channel DIEE
L EFEINE T

Clear : &% (& #k L 7= Reference ZHIR L £
Clear All : E$% L /=9 _T® Reference #HIR L £F

Anmnotations MK, [0 O © N

= \oY | =il \eY haY | =Y =

Per Channel : xR —JLEZE% Channel T & ICEF L £9
All Channel : &2 RX 4 —ILE&ZE% Channel B TH—L £ 9
No Rescale : RIRR T —ILEREEZZFHA

Online Dye Separation
5 (C Dye Separation Z1TL\, TOMERZFR AL T [

Online Dye Separation :

(Sequence Scan, Between Frames %> Between Stacks
AONICH->TWEEZIERATEELTA)
Keep Raw Image : Dye Separation 2175 8IDT — X %

Keep Raw Image :

DS1
Ds2

ELTHBMBIRTE £
DS 1. DS 2 : Pseudo Color #54F & 4 o

Matrix : Dye Separation Z 175 BRORNEOE G WL Z & Reset Matrix
ECEEXY

Reset Matrix : 3% L 7= Matrix gz Uty b L3
BT v RV TRYAARZSEREDOERT — X ITH L THERO T LT Y X LICHE -
TUEZITV, RIEDBNIADMEZITVET,
BRLAREDBZEGREZRTLEY

DN CEIR L7 E AR AR LT

T RECHAEICRLET

60



Jeica

MICROSYSTEMS

VI-5-3. Spectral Dye Separation
RERFANSER L TIRYIAATET —RICE > THIR L2T — X ICx L TR & 17 S #Re T
ERS

BIEEICOWTIE, VXF v >N T—>3>MD2, Lambda Scan @ [ X RZ kILIER
#7774 OEA ZSBIEE N,
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VI-6. Topological
SIEREEBRICELLT2D £/21E3DFRLET

VI-6-1. Topological Filter
BRD & SICZ Stack BROE S IFEReEIBFERICERL T2DHRRLEFT
ETHIEEES. B T Topological Filter SLIB % 1T - 7= Bk,

SEBBERIL, T—XEZDHEAIC [_Topo~]| A2EFT

Topological

Image Cperation Maximum Intensity —

Image Operation : LUF 2 DDMEBHELH Y £9

Maximum Intensity : Z AR CRVEEN SV IEZSI & L THRRLET
Centerof Mass : Z AR CHEEDEMIBEZS S & L TERRLET

Invert : S ERRT D, 0 5% Beginh'o End ICEB L £9(F 7 4 /L k 1E Begin)
BRLACREDHZEGRERTILEY

A R LT-ERETCAREERALET

REZMPEICRLET

VI-6-2. Topological 3D Viewer
V-6-1. Topological Filter T/E® L 7z Bik% 3D FxL £ 9

BTN EBEBER. PR Topological Filter {L¥ L 7z[EfR. & F ' Topological Filter #L¥E
L7t 0% 3D RR-L7-EHR ’
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3D View

Viewing Angle Options

X 20,00 | = To rotate press left, to zoom right mouse button

20,00 | = Scaling factor 1,00 |2

000|2

Viewing Angle : BN = Epd 2B OEEAZRETCEET

X,Y,Z: BEArFKrnInEd

Scaling Factor : Z 05 & %8fAT 2 2 &N TEET(F 74 /L biE 1.00)
ADEBRETERNZ v/ IREMER, ARNTYITHEX-LTHIENTEET
BERLI-REOEGBERERRLET
BIRLFZRECUIBARFEBLES

BREEVIMEBICRLEY

VI-7. Excitation / Emission Scans
AL Scan L TEONT=T— &% 2D(fitsh : Fhfc. 8 2R KT DA TEET

VI-7-1. Excitation / Emission Scans Contour Plot
HABEZATHOL S ICERRL, Mifc(iteh) & ZX0EH) 70y FE2FTRO L 512 2D
=RLET

4 Lambdalambda 001 (37.6 MB)
Lambda 490nm (262
Lambda_510nm
Lambda_530nm (1.3 MB, xyA)
Lambda_550nm (1.8 MB, xyA)
Lambda_570nm
Lambda_590nm (2
Lambda 610nm (3.

Contour Plot

1. Salect Excitation Emission Scan Show image for current position

2, Draw ROI {opticnal) Interpolation: Bilinear &

3. Press Preview or Apply

Lambda 630nm (3

1. Select Excitation Emission Scan : X CHKRFICH->TWL 5 A T
. . ez Lambda_670nm (5. 3,
rLambdaLambda"’J &L\;)%ETIODT'_Q%I%?RLi—g— Lambda_690nm (5.5 MB,

Lambda_710nm (5.5 MB,

2. Draw ROI (optional) : 2D £ R 2EEAXREL £
Pixel DIBEIE 7 U v 7§ 57213, ROl DBAIE RO AEEL T
3. Press Preview or Apply :

Bl 2RL-2EoMSEREERLET

BIRLBE CRBERAL £

63



Jeica

MICROSYSTEMS

Show image for current position : 2D (ffteh : phkS, ##h: =) EE2 o Vv 95L&,
BRSNS LORATER EINZBELARTINET

Interpolation : HHIEE %K RT 2, AE LZEREOHBEEZ T 20E,NHY ., LITD
3onmMEAELHY £

Bilinear : B L 7- 4 D BEEZEIC, BHICOCTEADIFLCABELET
T7HNETERIN TV, ERESNERD 7 F ) T4 —IZHFRETT

Nearest Neighbor : ZBEA R TONET A, ERSNBZRD I F U T 4 —IFEWTT
Triangulate : BEEEZEIC N XA —R=ZAFEIEZHAVCHEELET
ERENBZHD 7 FY T4 —l3EWTT

Export : 1ERX L 7-[X% tif, raw data, raw txt 7z lE txt THAHT B e TEET
BERLI-REOESBERERRLET

DO CERLIERECUIEZRABLEY

BREEMBBEBICRLES

VI-7-2. Excitation / Emission Scans
Excitation / Emission Scan Contour Plot T8 o7& EX T Ay METH) 2 A TH
DESIC3IDHRRLET

(

3D View
Viewing Angle Options
X 20,00 | — To rotate press left, to zoom right mouse button
20,00 | Scaling factor 100 |%
0002

Viewing Angle : S ZFpd 2B DEEAERETEET

X, Y,Z: BlEArFknInEd

Scaling Factor : Z 0@ c %5l 5 2 &N TEE T (T 7 4L b IE 1.00)
3ADBRETCERNT YT EEER, ENT VI TEER-LTHIENTEEXT
BRLAREDBZEGREZRTLEY
BIRL-RECNEZFBLET

REZMPEICRLET
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VII. Quantify
RS LEZEBRT—245HEICEEERTI LN TEET
¥ Tool

Intensity ¥ [ ! kil IJ_L

Intensity
Colocalization

Intensity : BISEIR EICIEEL L 7= ROINDOEEEAXEET A A TEEIT (T 740 1)
Colocalization : HBEXRDEEZTOIIENTEET

VII-1. Intensity
VII-1-1. Line Profile
" Took: "Line Profile” B B ICIERK L 7R (T RIZR R AREBD Tool TER L 72) D
Intensity + M AL W s fEl. /5 7RRETICENTEET

Report Oversampling 1%

Annotations & ‘“R '@' E Eﬁ] ALy
& B @ M eaw

ETF BEREICERLIEOBEMED 7 Z 7 (it : BEE. ##: ROloRX), AT :
AIERE R (Channel Z & ICERENET)

Length : ROl ®& & (um)

Pixel Count : 8 3 5D Pixel 1
Mean Value : ‘Fi9iEE(E

Variance : #EEE DD

Standard Deviation(RMS) : iZ¥(zz=
(ZEFHFEAR)

Average Deviation : FHR=E

Max Amplitude : RSEEE

Max Position : &=EEE% £ D

Pixel DI E

Min Amplitude : RIEEEE
Center of Mass Pos. : &E/0\IC#% % Pixel DAIE

Maximum Peak : FFHEN L& H EDRENKE L Pixel DEEE
Maximum Valley : F9{ED b H B DRENKE L Pixel DEEE
ROI Length : ROl & & (Pixel)

Oversampling : 1 7% 64 F TOER L/EIC/SC THEEEZEAL . 2TRLET
Report : ROI A¥fEr 7Bk, BES 7 7, AERERE XML THEAOLET
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VII-1-2. Stack Profile

¥ Tool: "Stack Profile” *

B £ (2 AERL L 7820 ROI(T MR = #RER D Tool THEELL 72)

Rl i hHE L, 5 T RRATS CEATEET

Report Dimension v

Annotations & ,-.HR @ r@" % o

P B

BT B ISR L 7= ROI OB &' 5 7 (fitsh - ROI OFHIBEEE, Hidh : Z (0B A
£ T & Dimension Z58), AT 1 AIERER

Mean Value Mean Value : %@}ngf;]
Sum Processed Pixel } . A= . %
Pixel Sum Pixel Count : 55t Pixel £
Length Pixel Sum : #E Z D55t Pixel #
Frame Count
Variance Length : ZDE < (Mm)
.......................................... Standard Deviation Frame Count : Z @TE%%Z*&;&
. y Variance : 1EE{ED 73S
Max Position Standard Deviation(RMS) : 1Z#1{F
Min Amplitude .
Min Position %(—ﬁqzi/;j Ilzjj_*E)

7 el  Average Deviation : FigfR=E
Max Amplitude : &=EEE

Max Position : &SEEE% £ D Pixel DE

Min Amplitude : &{EEEE

Center of Mass Pos. : E/0\2# % Pixel D&

Dimension 1z, y. t. AL A, line. n. chHh 577 7 DS B2 /87 X — & —%3FR L
FI(T—RICKVRIRTEZEBENELRY £9)

z. y. tIZZFNZFN xyz. xzy. xy(2)t EEH

A AFEFE XTI AT bILEISH

line. n (Z xt BGEF(line @ line Z & (CFRIR, n : page T & ITFRR)

ch 3 Z B EHRIVSE

Report : ROI A NT-BER, BES 77, AEEREZ XML THAL 9

VII-1-3. Histogram
— B E{5 I fFRL L 73 ROI OIBEEAEAIEL, £'7 7%
LA AW - 5 - thTEET

Report

ET B EICERR L7 ROl OEEBD 7 Z 7 (Hithh : Pixel #. ## : 1EE(B)
AT AERR
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Mean Value Mean Value : #EE ¥
Sum Processed Pixel Sum Processed Pixel :
Pixel Sum . - =
= Pixel Sum : BE # o455t
Pixel £
Variance Maximum : &&= EEE
Standard Deviation Minimum : R{EEEE
T Average Deviation Variance : EEEDO S EL
Maximum Peak Standard
Maximum Valley L e
Deviation(RMS) : 1Z#RF7=

Maximum

Minimum

(ZEFEITFAHIR)

Average Deviation : Fi5{RZE

Maximum Peak : 39BN bibH EDREN K E L Pixel DIEE(E
Maximum Valley : SFED S & H B DREN KX L Pixel DEE(E

Report : ROI A NicER, BES 7 7. AERKRE XML THAL XS

VII-1-4. Determine FWHM

v Tool: “Analyse PSF" Bl FWHM(Full Width at Half Maximum)JBIEE #1755 & & A
Intensity ¥ I‘: ! ak EL ’C? i —g—

Report

AT EREICER LT ROl DEEBD 7 Z 7 (s © ¥
AT AERR

{1
Kt

B, 1&#h : ROl DR X)

. Peak: Description :

. Peak: Max Value :

. Peak: Ratio To Main Peak :

. Peak: Distance To main Peak

: Pixel Distance To main Peak
. Peak: FWHM

. Peak: Description

. Peak: Max Value

. Peak: Ratio To Main Peak

N NN P P s R
0
D
D
=

. Peak: Distance To Main Peak

. Peak: Pixel Distance To Main Peak
. Peak: FWHM

. Peak: Description

. Peak: Max Value

. Peak: Ratio To Main Peak

2
2
2
3
3
3
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3. Peak: Distance To Main Peak
3. Peak: Pixel Distance To Main Peak
3. Peak: FWHM

Report : ROl b n- B, 1BES 77, AERERZ XML THALET
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VII-2. Tool

VII-2-1. Select Channels and ROls
777K RTHAEBERIRTZIENTEET

¥ Select Channels and ROls .2 1 v Select Channels and ROIs

| v ROLO1 ~ Channel.001 v Frame v Channel.001

/| Channel.002 v Channel.002
¥ Select Channels and ROIs

~ ROLO1 Img.1-Ch.001

v ROLO2 Img.1-Ch.002

Img.2-Ch.001

Img.2-Ch.002

ROl : ROl ZEHUER L7=BE. 77 7ICK KT D ROl ZBRT BN TEET

Frame : Stack Profile Z3#R L ROl Z{Epk L TWL 7 W55, VI-1-2. Dimention TEEIR L

TomRTA—R—%IEHE L1207 7DOFRR/FRREBIRTEET

Img.-Ch. : Comparison view TE&RZEHEKTRL. Link LTW2IHE, 77 7ICFRRT 5
BRD Channel Z#RT B &N TEET

Channel : 77 7IZF&/R$ % Channel ##IRT 2 &N TEET

Spectrum : =X XY FIILZEEUE L 72 BIR T Stack Profile Z3&IRT 5 &, BEN T Z 7

FRINET
Exc. Spectrum : pi2 X 7 ~IL%ZEXFS L 721E1& T Stack Profile ZBIRT 5 & HEN S
Z7FRRINET

VII-2-2. Sort charts by Channels and ROIs
TI77ICKRRYTHEREERT LI ENTEET
¥ Sort charts by Channels and ROIs

Sort Channels
Sort ROIs

All in One

Sort Channels : 75 7% Channel T &7 TFRRLET
SortROIs: 72 7% ROl Z& Tl TCRRLET
AllinOne: —2D 77 7ICdRTEFRRLET
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VII-2-3. Sort charts by Channels and ROIs
Stack Profile BiREFIC, BEBZBAWFEZTI LN TEET

v Select a Calculator

ROI/ Channel %

ROI/Channel

Graphs Statistics

¥ ROI / Channel
Calculation of ROI / Channel Ratios
100 | = - . 1s

Graph = 100
100 | = - - 14

Load / Save Cakulations UserSettings + | [ {0}

Calculate

0: & tELOEBRLET(T 74/ 1)

1: 58I ANET

Channel/ROI : 2R L 7z Channel 8L V' ROl OEEEBEZEICTHEZITVWET
Channel/Frame : &R L 7= Frame OBEEZEICSHEEZTVET

Spectrum/ROI : EH AT FILEEIS L EEBRD ROl OBEEAEICHEATTVWET
Spectrum/Frame : &=t X 7 bILZES L 72BHRD Frame OEEEZ EICFTEZTWL

EJCH
Exc. Spectrum/ROI : Fhf2 R =7 bIILZEYS L 72BI&R D ROl DEE(EA EICFHEZ TV E
+

Exc. Spectrum/Frame : Fhifc X =7 b IL % EVS L 72 BIR D Frame OEEEZ EICFTE%
TWEYS

Calcium Imaging/Ratio Imaging

Formula for Fluerescence Intensity Ratio : R = F (Wavelength 1) / F (wavelength 2)

. 1% - Background 342,00 Draw Background ROI
Ratio =

1 % - Background 3424,00

Caldum concentration according to Grynkiewicz : [Ca2+] = Kd * (R - RMin) / (RMax -R) * Fo / Fs

Definition of Parameters

Image Scaling Define RMin/RMax
Min: Select ROI:

Max :

Load / Save Calculations User Settings + a L:

Calculate
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Formula for Fluorescence Intensity Ratio & Calcium concentration according to
Grynkiewicz @ 2 DDAHENH Y £

Formula for Fluorescence Intensity Ratio

HARE LT EIC Calcium BE%Z5E T 5 55T

Ratio : BIf2iif 340 nm & BhSiF R 380 nm o LR (Fhiteik & 340 nm/BhEiK & 380 nm)
Background : BMEARET D& TNy I 777 FOFEELTERL, LV IEREREE
ZITDIZENTEET

Draw Background ROl : /Xy 7 75> RE R 2BEZHE T 57-0D ROl 2R ETE
ESC

Continuously update Background ROI : Background ROl A"ZhH % & BENRIICETE LET
BzmELET

Calcium concentration according to Grynkiewicz

HHFRE LA EI(Z Grynkiewicz D F7EE AW THIIEA Calcium JBEE %2 51E 3T 5 A5 TT
Ref. Takahashi et a/. (1999), Grynkiewicz et al. (1985)

Kd[nM] : Fura-2 @ Calcium $&{&AREfEE$(224 nM)

Ratio : Fh#2t 340 nm #EEAE/BHACE 380 nm $EE(E(HIE KK IE 510 nm)

Rmin : Calcium Free @ & Z® Ratio

Rmax : Calcium Saturated @ & = ® Ratio

Fo : Calcium Free Fura-2 @ ®3¢38 (380 nm THh#E)

Fs : Calcium Saturated Fura-2 @@ 5¢58E (380 nm Thhie)

Definition of Parameters

Image Scaling

Calcium BEZEGRE L THRRT HB. KRR T -V EEESTLHIENTEET

Min, Max : B RN DO REZE 7= (Z&m Calcium B2E

Define Rmin/Rmax: Rmin & Rmax [ZBE8EHINETH, FEEL/ZROI N OEHT 2
ZEBHTEEXRT

Select ROl : Rmin & Rmax #8HH 3 % ROl Z#IRTZ £

Apply Rmin, Apply Rmax : EH & 17z Rmin £7z1& Rmax #5tERXICEAL 7

Load/Save Calculations : 35X EEL E#RELLIETOHERT A TEELT
Calculate : 5TE%ZFAL £
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Relative Fluorescence
EAXREOHENNLE N ETtHET DI ENTEET
Graphs Statistics
v Relative Fluorescence
Analysis of Relative Fluorescence Changes
dF{D) Ft): 15 - FD
= K: 1.00 * Set Background ROI
F(0) F(0) 1.00 - Fb:
Definition of F{0)

Select ROI to define F(0) 4 Calculated FO

Load f Save Calculations User Settings +

K: EBDEZANTEEY

F(t) : 0. 1(Z 7 #JL k). Channel/ROl, Channel/Frame 53R L £

Channel/ROI : 3R L 7= ROl DIBEEA HICHEAITVWET

Channel/Frame : iR L 7= Frame O#EEEAE(ICEHEZ TV X I (EKR LI ROl AH N
I$ Channel/ROI Zif B RENET)

FO: E# - 4 2BEEAXE L £ 9 (Definition of FO) TEET 3 2 e pTE £ 9)
Fb:REZRETEIETNY I 70 FOEEXTRL, LY EERTIEITS L
MTEET

Set Background ROl : /N 7 75 v RERZEEZHAET 57D ROl X ETE X
+

Definition of F(0)

Select ROl to define F(0) : F(0)%2:t&EJ 272D ROl 2% TFT 25 &, BEFHEINET
Apply : BEHE /- FO) ZHERICERL X

General Functions
Load/Save Calculations : X EEL EZREFEZ/ZIEFOET I EATELT
Calculate : 5TE%ZFAL £

Fit Quantification Results

FRAP %#{T>7-7 — &%t L T. Stack Profile TRk L 7= 7 7 % Levenberg-Marquardt
TLVTYXLEZEIIT Ay T4 TH%TVET

T4 TAVITEITWEONIERIZT 7 7 EICEKRRINET

* plfkS R
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VI-2. Colocalization

EHRESEE/IEROIFOHFAEXRZAEL, ETFTHO LS ICEHANTER. BLUATH

DEDIIFEETAIENTEET
' 2

Colocalization
Pearson’s Correlation 0.4768
0.5343
17.01 %
5,019.16 pm?
96,476.31 pm®
29,501.85 pm?

66,974.45 pm*

Channel.001 Channel.002
8.06 44,59
96.95 130.44
Intensity Sum 2111870 1.168888E+07
Intensity Sum Colocalization 1322263 1778954

Statistics
Pearson’s Correlation : £°77 > DR, Chl & Ch2 DAEEDBEZ+1 A H-1 TH
L. +1 OB AIIZEICHEREL CLWA(EOEERER) 2L 27T, /o, -1 DHEECH
BELTLWAEWEOHEBERICHS)Z & 2RdT GHMETE 2D ITREBRICH BHET-T
<9)

Overlap Coefficient : #—/X—Z v 7%, Chl £ Ch2 DEHR Y Z0h w1 THRL, 11
HWEEHEREL TWAZ EERT

Colocalization Rate : #/57E L T \» 2 Ef&(Colocalization Area) z/Xv 7 757 v F &Y £
12 % mi&E(Foreground Area) T - 7B

Colocalization Area : #£E7E L T2 EE (um?)

Area mage : BER2AEOEE (um?)

Area ROI : ROI THEE & N7z E#E (um?)

Area Foreground : E{&2&EN 5y 7755 v REZE LS| W EEum?)

Area Background : /Xy 7 7' 5 7 > RLUTF OEHE (um?)

Mean Intensity Image : Bf2(KICEH 1T 2 FHHHKEE

Mean Intensity ROI* : ROl (Z35 1) 2 FigwtaE

Mean Intensity Colocalization : #£/E7E L TW 2B (ICH 1T 5 FRERE
Intensity Sum Image : BREEICE 1T 5 HAEE DK

Intensity Sum ROI* : BR2(KICH 1T 2 HARE D

Intensity Sum Colocalization : &/E7E L TWL 28I C 5 1T 5 R AERE D
*ROI AIEE L= BAICOATRRINE T,
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Parameters
HBREXRAHNET IBROBEXRXRETCEET

v Parameters Threshold Ch 1
Threshold Ch 1 o TTEIN-4E
Threshold Ch 2 (o]
Background Ch 1 [ ]
Background Ch 2 (o]
« Link Background Ch 1 and Ch 2
Visualization
Owerlay
Colocalization Only (Black & White)
Colocalization Only (Color)

Off

Background Ch 1
BLU Ch 2 T
E S 79818

Threshold Ch 1. Threshold Ch 2: &2 ¢8E0EIE%E ANT 52 & T, HRBEXAE
REZRET DI ENTEET

Background Ch 1, Background Ch 2: Channel 2 A*> Channel 1 ~®, Channel 2 H*
Channel 1 ~DRN I ADEEEZANTEHZ T, HEEXRANE~DEEZHBRTEET
Link Background Ch1and Ch 2:ON (C7 > T\ 3354, Channell & 2 D
Background O&I&ARE L IC7% Y, OFF iFa, BMICEREST 22 &N TEXT

Overlay : Pseudo Color BfRO B AT, £BEL TLWEHENHIATEREIND,
Colocalization Only(Black & White) : #£/E7 L TWL 2971 % B TFx
Colocalization Only(Color) : #£E7E L TW 3 2D D H % Pseudo Color THRR
Off : Pseudo Color B2 F 2R ~T 2 (HBEL TLWEEHE A ZFRRLAEL)
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VIII. 3D Viewer (F 7'~ av)

VIlI-1. 3D Viewer DO#cE) & EAIEE
3D Viewer Tlx, XYZ T —&H 5 3 RITEEROEENRIETT
(CIERTFLA)VRRD AR T X —,ERITNIE YERTETEIEHTEEY)

3D .
Viewer @ 3D R & ‘/-%7 Uw o9 5%& 3D Viewer Aiied) L £ 9

Ti% 3D Viewer icBhEmE

2 RIS & B EGIEE

Ny =T

(%8h)
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VIII-2. 3D Viewer X = a2 —
3D Viewer DEAIICH 2 TFTOEED S 3D BRRAEDEECABAITI I ENATEET

Annotatons

Wolume Maarmum Shadow

Shaded

Depth Coding

'
Blend Surface Mied
Opadty 0
Minimum (0]

Maximum

Gamma

Background

Intensity (@]

Diraw Frame
Axis Scaling
Scale Bar
J!-'.Irl'l'Sfllr"
Motion
lay Home
Channels

Channets and Overlay

Sectons

Clipping

Save Image..
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VIII-2-1. Projection Procedure
3D ®R¥ B A%E% Volume, Maximum, Shadow @ 3 D7

HEINTEEXT

Volume : £ L& R, B UEEETHEATNE > TEEEMEC RS LS ICRRLE

—g—
Maximum : thRER, FUEEETHNIE, BITICEOLOTEH L EEEARRLE
_a—

Shadow : & L@, Volume XRICEAMA CIERERAL THRRL £ HLEAEN
DT, Volume F£7-1% Shadow % OFF OIREET/NNTI A =X —DFEEITS 1F5HALWT
¥)

Volume D& EHE @

Blend. Surface. Mixed ® 3 DDOFRRAENHY £

Volume Maximum Shadow Volume Maximum Shadow Volume Maximum Shadow

Shaded

Shaded
Depth Coding

"

Blend Surface
Opacity
Minimum
Maximum

Gamma

Background

Intensity o

Shaded
Depth Coding

v

Blend Surface Mixed
Opacity O 100
Threshold (@] 20
Specular 80
Ambient (@]

Shininess (0]

Background

Intensity O

Depth Coding

Blend

Blend
Opacity
Minimum
Maximum

Gamma

Surface

Opacity
Threshold

Specular
Ambient

Shininess

v

Surface

Background

Intensity O
Blend : XD BEBX%ZRHES &, BIT2RI[TEES
Surface : XOBE AMZHRHEST 52 & T, AFEEEKRIRT
-
Mixed : JEDFEBEXR LB AROM A ZRHAETE £
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Maximum 3 & U Shadow DX EEE

Volume Maximum Shadow Volume Maximum Shadow

Shaded

v
Opacity
Minimum (@] 3 Minimum
Maximum Maximum

Gamma Gamma

Background Background

Intensity Q J Intensity O

Shadow

Shaded : ON iCF 2 & av b 7R baEFALCERRLET
Depth Coding : AE&ER®D & 5 ICEITAHEICE%E
TERRTHIENTEET Draw Depth Coding Scale Bar
ON 6:3—5 Q:Eb\igjju%/_—_l—\éﬂi‘g— Scale direction Front to Back 3
Draw Depth Coding Scale Bar : AE&RD & 5 ICEDZEAL
ERITORI DRI —IWN—KRRZVER DI ENTEEXT
Scale Direction : Front to Back, Back to Front #*% Y. &
BETHE. BAOLFFRIEFHINLRICE(T 20 FRT
X9

+'| Depth Ceding )

Elongation

Azimuth

Distance (o]

Shadow Brightness Q)

Shadow : OFF |29 % & ¥ % 3E&RIC L % 9 (Shadow D)
Bz rv2se. srEgrERanET
Elongation : BB519 %t A FEEE (Channel B T4@)
Azimuth : BB539 2 YDA (Channel fETH@)
BREO*xDAEBEZ N7y 7 F£7137 )y 0T, BRENEBEEZZEADIENTEET
Distance : 2% TOB#A ZE T £ 9 (Shadow D #)
Shadow Brightness : DA% & 2 Z % ¢ & £ 4 (Shadow D)
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Red
vl | Green
Blue
- Gray
Bl Cyan
_ Magenta
Oipacity O S
B GlowDark

Blend Surface

Minimum (@] 5 —

— B Glow (O&W)
Maximum 00 B Gry 02U)

Gamma O

Opacity : FEREAZECEFT(BC T2 &, BANEPTAY £7)

Opacity DR 74 & —HlchH 2% 2V v o §5 &, bhR@Eig,rFERSN, Pseudo
Color aZECTZ£Y

Minimum : 2 RO TFRIEZZETE£T

Maximum : 2D EREAZEECE £

Minimum 0254 £—5ic 52 [ E 2 Uy 735 &, ALEGEDRRTESN, RROT
RE LRAZTECEES

Gamma : BRO N VY EFEEE) #EET 5 ENTEET

Gamma D254 4~ H 2 [l T E. FIAAMCEY £
Threshold : £RT 3BEERECE £ 3 (%)

Specular : BTSNz a KT 2EAVWEAECEES

Ambient : B I N/ EZRETI2EGVWERAECEZ LY

Specular | Z AmAICH T B FREZ . Ambient IZZNUADFKE
Specular £ U Ambient D254 8 —5lch 2 BB E2 Y v 2T B =
& ARAHIERRE N Pseudo Color 2ZE X £ ¢
Shininess : XREZHAETE £

A D

Background : | el TXA%TTY v 9B ETRINKREIN, BREE
EEBSTDHIENTEET

M C o Gradient # ON (2§ % &, B2 % L(ETH
ELE-E)ALTFETEELEZE)ANTZT—ard
Dh--RICEETEXY

XD ®Black# ON IZ 5 &, BERENERICHRY X

& Gradient (C

Intensity : || R0 %02 EET 22 LA TEET(50 55

300, Intensity #2835 Z L ICLBBHRE. Frame, Scale R EIZHNDRR~NDEE L
HY)EEA)
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VIII-2-2. Functions for Displaying Images
B 0BE), [, Frame PXT —ILAA—DBIAREETI N TEET

Draw Frame View Angle o

Axis Scaling zScling O

Scale Bar :
Date and Time

Aurto-Spin Relative Time

Motion 1 » Rotation, Center and Distance
y

» Scale Bar

Overlay
Channels
Channels and Overlay

» Frame and Axis Scaling

KENZERT 3L 1EE, BE. A, £, £, TOEHAPERERICK AL ICEERLET
Home : (ZiEX> Zoom HEA Yy bInxd

Draw Frame : 3D BIfRICZFRRL T (@EIC LB, BELRE DAY LT ARY F
)

Axis Scaling : XYZ DfAINHDDLD O EDIZRT —IN—% KR L FT(BRERESE S
ERT—N=DRRENDDIEEDY £7)

Scale Bar : 3D Viewer BEA FICRT —IA/N—ZFKRRLET

Auto-Spin : 3D EE 7 U v & RZ v/ Li-AMICEELE T T (AEmEEILR T v
JLEREICKTFELEY)

Motion : 3D BiEFREZEH IC—EDAE CERICENEITET

Overlay : Eh G b BRI ITAERRENETT (T 74/ 1)

Channels : Channel & & (CE— Channel Elfk»' 3D BEICHEIFR RSN T T (L)
Channels and Overlay : 2 — Channel Bifg & EREHEERA 3D BEICHEIFRRIN
9 (EILV)

Channel and Overlay 7'56:%%)- v odheE, AEBEBIFRINET

View Angle : /X—XZALFT 2 ENTE, [EZRELTIELALYATERELIZLD
ICEREEHT ZENTEEI(T 740 ML 30, 055 90)

z-Scaling : 1 Stack "DESAZ X2 2 & T, ZABDIMEKEAETZENTETEI(T
I ME 1, 0.1 5% 10.0)

Date and Time : BfREUS HEE% 3D Viewer EICRRL £ (ETFTAERAT R 5EIR)
Relative Time : Time lapse Zi&R& L 723546, BEXNHEERH%Z 3D Viewer EICERRL £
T (ETERFRD HER)

Rotation, Center and Distance : 3D B DO#E), EEnAL L4 #ETHRRL £ #E
ANBHTEET)

Scale Bar : 3D Viewer BIHIA FICERRINDRT —IANR—DHY A X074+ bR EDEE
EZ{TAET

Frame and Axis Scaling : Axis Scaling TR RENIBOREZITAET
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VIII-2-3. Orthogonal Sections
Sections, Slice views : ON (CF 5 &, A
Ko & 512 3D Bk & WrmER % ERF ISR
LX<

AL XZWrmE, AT ¢ XY . /E 3D
BfR(ZHEERERRBICER)., AF :YZ

Slice views

" Show Volume

Rotate

Select range

Show Volume : ON [C9 % & BMfHERZ RFFICEKRT 2D TlEA<, 3DXRRLET
Rotate : OFF 054, Bz AR THREICEIZ A WLA. ON OiFE, [BlEkIC
FED’C@JH%@??Q%L&?’

Selectrange : ON IC9 2 & THOD LS ICHEARTINE T

Extract : Select Range TERIRE N/-EEA YY) bW FZBEHRE /R L £ 3
FLWERIZT—220% 52 [-3D-Region] A& x4

Stereo : UABBRKRRICHSLIZT 4« A7 LA ZERLTWBHE, ONICT 5 &R
ICRAFXT
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VIlI-2-4. Clipping Planes

v Clipping v Clipping

v v

v’ Frame v Frame

Manipulator Channels ... Reset All Manipulator Channels ... Reset All

Clipping : ON 129 % & 3D Bz HEI L. XT/FEXRTZBERT L ENTEET

. fke B ZNZTNED BRARO)XZ Wi, YZ ki, XY BrmaskLl Tu
9

% ON (IC L= REE(E LK) TR E@Z o ) v o358 BERO LS I
L—=77rL. 3D BRO EF:9NIERRICHY FT(HRAXZWEZERT 720, Y HRAIC 2
NEIINET)

KeEBDERDELLDMZEEIED L, I —AbZNICEOE TCEELXT

Frame : ON 0i5F&, XZ . YZWiE. XY ¥@E% 3DBH®R ECHRRLES (T 740 b
I ON)

Manipulator : KEIED D FRWHE DA ATIIKRET
FZvrd2LARDOLS ICHEOAEZBHEICE
ABZENTEET

Channels : 7 v 745 TFTRINFRRINET

All Segments Selected Segment

Transparency Surface
& Channel 1 v

= Channel 2 v

Transparency : 3EERICL TWAEATICHEWLTH ON (2L 7z Channel 2R RL £

All Segments : 3EERRED TD Channel Z & DFRR/FERRUBEZIANTEET

Selected Segments : FEFRREH7IT TR, RRFEAICEWLTH Channel Z & DFRR
[FERTUEZAMNTEET

Reset All : T RTCOFZREZT 74/ MIRL 3 (3D BEROEERAN Zoom 72 LR Y £
HA)
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ERFRBERyDRNDE T Y v T
T5E. ARNEKRTEINET
Clipping Plane DEEZITA £7 [t
Aoy odBHE —Fz‘)\Eﬁ% & Draw Manipulator Extract Plane
EREBETHIENTEET

Plane Style None Apply to all

White

Transparent

Opaque

Draw Frame : 3D @&j{&_E T Clipping Plane % )5 i o
ERLEHA -

Draw Manipulator : 3D & _E T Manipulator
R EEA

Extract Plane : Clipping Plan O lE B &% &
T RETBHIENTEET

T—RZ0D#%IZ [-3D-Clip plane] »MFTE £
Plane Style : None. White, Transparent. Opaque 7" &R L £
None : Clipping Plane T L AR RL £t
A

White : Clipping Plane RZ B < &KRLET
Transparent : Clipping Plan RO ¥EE(E |
JIGCTRRZEZER, BUFNIEERICAY X
+

Opaque : Clipping Plan R D¥EE(E G L
TRREZZ, BUNIZBRICAY £7
Apply to all : 3R L 7= Clipping Plan 7217
TH <, ZDMod Clipping Plan I2EWTH R LERE(None. White, Transparent,
Opaque)=ERA L £¥

Pitch : Clipping Plan Z/KFAMAICE W=D, KEFMED[EERA

Yaw : Clipping Plan Z/KEH@EICE WD, FEEHBO[EERA

Position : Clipping Plan Z/KFA@EICE WO, EBEHEOBE

X-Y, X-Z, Y-Z : Clipping Plan %z XY WrHE. XZ K. YZWHEICER B &N TEET
Reset : 2R L T % Clipping Plan O EA2 T 74/ MIREL XS

Reset All : ¥ _XT® Clipping Plan DERE4%5 T 7 # /)L MCELFT

Yaw

Position
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VIII-2- 5. Movie Editor

BEROBBZERTE X
XD Movie Editor # ON (2T 2 &, A K7
TRNCTREANEKRREINET

Movie Editor Save Image...

Key Frames = Add Rotate... Frames 100 Yo-Yo 5 | Preview x24 Undo Settings..

Key Frames  Add " Rotate.. 'Replace 'Remove ~ Clear

| — 7£. lx 30 Add L 7=35& T, EL%?#JLJJD
L7=&Fr. RWRAREBICEML BT /BRI N TWBEMERLET

Bige BROME s ) v o L, Add %175 & T OERTICEBINY 5 Z A AIRETY
Bigz 27 Vv &IV I TENT I LT, BEOEHEDRIZERDIENTEET
Rotate...: 7 U v o792 &, ERAKRINET Horzontl : o

Horizontal (B &) % 7= 14 Vertical OKF) ClElER#g %, -, verl -
+/-. +CEEAAA. #ECEES%. Custom angle T =2
'f{%:\@'fﬁ%)\jjf\g i —a_ Custom angle

BEIRT B & Bl ~TENBE
ANSINET

Replace : EZ# X 7-WERMOBAWREEZ 7 U v 7 L. Replace ## 3 & BN £ 9
Remove : JBEL7-L HWRZ 7 U v 2 L, Remove Z# 3 £ HEETEEXT

Clear: RE LI RCOFEZHEELET

Frames : BB D Frame %R ETE £ ¢

B > ®E 0% Single. Yo-Yo, Loop A HEHRTE £7

Single | 1 A2 B4, Yo-Yo I3BE L TEEXEYRL. Loop dBEZBRYRLEFT
Preview : FEEEBOB4ESET, BEZHEL XY
2l BB O B A RE & BN TE 9 (BEALIE Frame/sec)
Save... : BN ERRIN, ERRLI-BIBZRETCEET
Project |3 &hi#E % Project NICRFEL £

Undo : BERTOENIEEERYHL £

Redo : Undo ZERYEL £
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Settings: 7 U v 79 5L, ARNLTRS N, DEZIFAE |PEmmm
Eﬁﬁ_‘i% BEITHZENTEET + Rendervode

+ Channel Transparency
Background : KA >~ TNy 777 FOBZERF W) Surface Shading
j_ + Surface Threshold
Render Mode : 7K1 > FET Volume, Maximum, Depth W Channel visile

+ Channel Color
Coding ¥ Shadow OFREZZZX £ - )

+ Clip Planes
Channel Transparency : R4 > kfET Opacity, Clip Plane Edit

Minimum, Maximum, Gamma ZZ X £9

Surface Shading : Volume-Surface ® & &, KA >~ FET
Opacity, Specular Intensity. Specular Color, Ambient
Intensity. Ambient Color. Shininess #Z 2 9

Surface Threshold : Volume-Surface ® & &, KA > ME
T Threshold #Z x £9

Channel Visible : R4 > 8 Channel Z & O F&R/FEFRR
TBEAFET

Channel Color : 7R > FEIT Channel Z&DBEZEX 9
Clip Planes : K41 > F T Clip plane TRE L 7c R R/FERTELZZFT
Clip Plane Edit : ;K1 > FE T Clip plane TERE L 7-MEmAZ X 7
Frame Light : ;R4 > F T Frame +> Scale Bar DR EAZL R £7
Projection : 7K > F T Rotation, Pan, Zoom DX EZZE X T
View Angle : K1 >~ R T View Angle DEREAZEZX £

Stereo : KA >~ FET Stereo DEREAZEZXE T

Frame
Light
Projection

ViewAngle

v
v
v
v
v

Views

Stereo

Movie Editor Save Image... Save |mage o
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VIII-3. 3D Annotations Projects : pe——
IDEERFISEREAND Z EATEET ) stomin viewss

New Annotation: 7 U w7 L7=d% &, 3D BIRD ER P

T MNT-WIERTE Rz R/ T 5 5EMZIEEFRICT Y v capion caption1 (G

sl T —

Caption :
Text :
Caption :

+ Show box Default Settings

" Show text

+ Show arrow

Caption

Text Color

Font

Opacity

Text

Text Color

Font

Opacity
Background
Background Color
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VIlI-4. Processing

IERAEERKRRICLET

CX—=LT7T7MLET

EEROKXRT/TETEET (%)

P X—LAvLET

TV ELEERRICLET

: %<9 % Channel &R &£ ¢

: Channel ® Pseudo Color L BAZ & ZRETEE T

CERETAERRICLET

EEORTRRT—ILERKICLEY

TEEOERRRT LA —EBRLIWEZAICADYET

CEEORRRAT —IVERETEET

1 & Channel DEhEbHEGROAZFR KL E£T

! & Channel OEREHROAZFKRL £

: & Channel EREHOEERS S OERBHREZERRL X9

BT RERRO 2D 2RI B F T (BICZMBRBEN—HIPFRRINET)
:3ADERICELET

: 3D &k~ T Orthogonal WrEmEGR =&~ L £

18 : BmE% 4 9F| L. Orthogonal BrEEI&RE &L 8. 3D F/x_E T Orthogonal KraEB &%
FrLET

19 : FHHEFRHEEED ON/OFF 2% ETE 9 (7 7 4L ML ON)

20: ZORR RS EEHEREZ NIRRT 22 ENTEET(BERT LE—BGE
RICRY £9)

21 EHBEGRERTRT DE. EDLDICAERZDONRETHIENTEET

22 ZORRyEWTEWINRRLTCVWIEROEEAZY VI T2 ENTEET
23: VYIS HBRFERETHIENTEET

24 : WHRRTEHEBROBZIERCE £

25 WHRRTEHEROB RO £

26: X9 HBEGREREIRT D ENTEET

© 00N O 1 B W N B

O N T Y = S S Gy WSy Y
\lmmhwml—‘o
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FRAFA—Z—%FAVS I LT, ERLERTI LA TESET

Select an Operation...

Dimensions

Crop

Hip f Rotate
Dimension Reduction
Concatenate

Resize

Fusion - Local Entropy
Fusion - Wavelet

Mosaic Stitcher

Sharpen
Delineate

Unsharp Masking

Smooth
Gaussian Filter

Sliding Average

Edge Preserving Smooth

Moise Reduction
Median Filter

Wavelet Noise Reduction

Background
Background Moise Reduction
Background Subtraction

Adjust
Brightness Contrast Gamma

Image Alignment

Anthmetics / Combine Images

Image Calculator

Gray Morphology

Gray Erode

Gray Dilate

Smooth white detail - Open
Smooth black detail - Close
Enhance white detail
Enhance black detail

Find white detail - Top Hat
Find black detail - Top Hat

Segmentation
Thresholding

Split Objects
Skeleton

Fill Holes

Distance Transform

Gradient Magnitude

Binary Morphology

Shrink Objects - Erode

Grow Objects - Dilate

Grow Outlines

Discard detail - Open
Combine black detail - Close
Open and Close

Close and Open
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General Functions

Operatlon Active : IHEICK L TUIBAIT I MEIRTE LT (7 7 4L b E ON)
B EEITLET

Preview : JLB2%Z 5 F R~ L £

Dimension Settings

XYZ same setting : XYZ 3 RT%ZRL/NRTA—X—THLEBLET

XY same setting, Z different settings : XY & Z TR A - —%Z X TNEL £T

X, Y and Z different settings : XYZ TN ZNNTA —X—%ZZTUNEBFLFT

Individual setting for dimensions :

Dimensions
Crop : IEE&8HZVERD Z &N TEET
FlipX,Y,Z: X®8AmOKE, YE#AEOKRER, ZStack BIRORER(EFZZE X 5)
Dimension Reduction : 3D 7— % # Fi2 3 2D HET 2D BHRICERT & THTEE
+
Maximum Projection : Pixel IC5 1% Z AR TR EEEN S WHEZ HA L TFx
Best Focus Plane : BIREDDHDEE (> ¥ — 7 F X)W &R H KE W Z Stack @ %
EANIE-ZAN
Extended Depth of Focus : Pixel ICH72 Z ABTHEL ¥ — 72X EL R HUE
AL THRR
Concatenate : ZER2BKRT — X 2K T DL N TEET
o)y O LAY DEBREERL, +FE-TERT 2EEREERTEENATE
£
Dimensions : E[kZ 5T 2 RT%x T o BIRTEET
X, Y, Z, Channel, Light Sheet Excitation Angle, Emission wavelength, Excitation
wavelength, Stage Position, Time, Loop, Live
Resize
Factor XY, Z : XY £7213 Z D Pixel RAZEE T D &N TEFT
Image data type : Z "R —/L%& 16BitH5 8Bt ICEBEL, T—XBEZ ST 2
ENTEET
Rescale : EEDHXRRAT — LA TR I O OERTEET
No Rescale : £ RX 7T —IL%ZZEELEFHA
Maximum : RAFRRR T —ILaRHAZ WVEFRICEDE £T
Min. to Max. : R/NBLUPRAR T —LZRLBWLWEZA LRI WNMEMICEHOEET
: 27Uy 73 3%E, Dimension Setting 3% Cx £ 7
Mosaic Stitcher : Tile Scan TIRF L2 E&R% Ti2 3 2OAETOREEHOE LI LN T
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TET
None :
Smooth :
Statistical :
FlipX,Y,Z: X#AmDOKE, Y EAFAO KRG, ZStack BROKE(EF#ZZ 5)

Sharpen

Delineate : EAFOERAZIMYBKRE, AV FFX bx EITXY

Unsharp Masking : / A1 X% LIF 22 &% <, v —7xR%&E LT ET
(BHREOZENKE W Pixel H5% Y. ZlLD/NI W Pixel IZrESINET)

Smooth
Gauss : FBEBEEDOEIOEEER RLH S DRI CImEA DT % Lcdh & FIEE
BzEY £4
Sigma : A0V A XE{/ETCEET
Sliding Average : B EZDOEAOFIEEEZEY £
Edge Preserving Smooth : LA D DEREES K OO DOIEEE & fhd Pixel
DIEEEDEICG CT-EA DT 2 L H EFIPBEEZRY 9 (T y VHETEEELK
TN, BEAMMELRY £7) *BERMIESN/H L ICZOWNEBEIT) LB T-HBEN
"onsHeardHY £9
Strength : BEEHMAZRTETCEET (T 74/ ME 20, EHEAZ W ERRAHLHY £9)
Noise : RV R< / A XL NUZERETEET(T 74 M 1)

Noise Reduction

Median Filter : Size X, Y, Z TRE LB OBEDhRMELXBEMEE L £7
Wavelet Noise Reduction : Wavelet Z# & E(ICT v P2 L. Tv P 2EkLIcEE
Noise : FXE L/-EUTOREREE /A XELTHRELET

Total Variation Denoising :

Background Noise Reduction : F1.0:h0 5 DO EEEE S L O RO OIEE(E & fthdd Pixel DIERE
BEOEICSECI-EADITZ LIch E FIIBEEZRY £ (T vy VI TEEEAKRE TN
£, BAMMELC ALY £9)
Sigma ! S EZITOHEEZRETCEET
Noise : B&E L 7BEUTOREREEZ /A XELTBRELET
Background Substraction : Size TEREL/ZAZTIDKZEE S Z 7O TRICHD £ 5
LB L. ZOEROMUDEBE SV FILE LET @MU LEE /A XELTHRELEY)
Size ! SHEZTHYBHEERETCE XY
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Arithmetics/Combine Images

Gray Morphology
Gray Erode : B0 E&EE /NS LEFT
Size : NI THEAVWERECTEET
Gray Dilate : BifRO#EEERKELET
Size ! KELITHEAVWERETCEET
Smooth white detail - Open : Erosion ®#(C Dilation 2475 Z & T/h& WEEHBRHN
EJC
Size : BB < EGWAERECETET
Smooth white detail - Close : Dilate @& & |C Erosion 2175 Z & T/hNE WREAZIED £
+
Size : BOLEEVWERECEET
Find white detail - Top Hat : StO Bk & Open LA T -BROED AR KL ET
Size : RFBRET 2HLIIDEAFVERETEET
Find black detail - Top Hat : Close V2% 1T > 7-@{& & TTOBEKROED #FR L £
Size : RFBETIBIOEAGVWEARETEET
Enhance white detail : BRDHEZ W& 2 A7 L £
Size : BT HEEVERETEET
Enhance black detail : ko3> F 7 X bz EIF T
Size: AV 7R IMELIFEZEEVWERETCEET

Segmentation

Threshold

Margin : Threshold TF&E L 7={&+/-Margin TEKE L 7-1E % EIfE
&L E9(Threshold 12, Margin5 m& &, 7 & 17127423)
Reset : 2% L 7= Threshold D{EZ T X THIBR L £ 4

v 3 - Adjust Threshold

|

Undo : BiRD#ZRIEZHIBRL £ i
Manual : BifE& 2 2 EZRETCEET
global threshold - Otsu : HEEABHAE <A 2HOEEE [
B LET : »

global threshold - Iso : EGZH2EZHE L. TNULET [EERE s
NUTOFGEEZEHL T ¥ tonionately
INODOFHELHRELIBEELRL, FHELY BAREC AL ZDEZREES L
£9

global threshold - Triangle Threshold : E X F 7' 7 LD E—7 & T & EZIR TR
CDMELR N TLDEDHRBAREL L ZEZFES LET
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Maximum Entropy : —fE{t L 7zf%, ZNZNODHEITY FAE—HARKIZK DE%X R
BELETET 40 H)
BB FROBERETE £ T
L BED FRE TRAAARETE £ 9 (Auto TIHEIRTE £4A4)
l- HEDTRARETEE T

Separate Objects : EHOBENEL TLW AR, DT £ (3D 0iFa, #BEEXRAEOD (ITH
ZHEIREINET)

Object Size : AL L7EBEDY A X% L ITHIT o F 3 (EALIdum)
Skelton : 1 Pixel(Voxel) DR (E1&) & EEDHFITIER L £
Fill Holes : Image Processing Pre-Filter %> Adjust Threshold 13 % 1T
ST BICTEBEDTVEEDH £ T (Intensity TRZEBHZ2 LY H/ (X . .
MR B ENTEET, ERAER] (L), LEE(R))

Distance Transform : "Bt ENf-E/RICHT L T,
Gradient Magnitude :

Binary Morphology

Shrink Objects — Erode : Size THREIN/-EHICS 7 F LA BNILR/IEEES HH
L. REABEZ NS, NIBBETHRLET

Grow Objects — Dilate : Size TEHE I N/-FHHICT 7T AABNIIRKEEE % HH
L. BEZKREL, NELBKEEZIEOET

Grow Outlines : #5:&Dxkm AR5 L. Size TRE L7=AZITRELLET

Discard detail - Open : Dilation Z1T > 7-%&IC Erosion Z[R C[EI#/ZIF1TL, /A Xk &
NS EETHERL X9

Combine black detail - Close : Erosion % 1T > 7=#IZ Dilation Z[@ U[[RIZ7Z 1170, 1
BIZHDBNSIRIRITERBDES

Open and Close : Erode, Dilate. Dilate. Erode ®DEICALIE L £ 9

Close and Open : Dilate. Erode. Erode. Dilate ®JEICAIEL £

Split Touching :

Invert :
Edge Remove : B0 4 DICHEL TWAEEEHKRL £
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D BEBRPISERERTT DI ENATEXY,

New Annotation 227 U v 735 AADKRA v EHAERRINET, FRRIN-ARLZE
BRORS Y avICR 7y LT REBLIBICTY T REZE}HT & BEIRICKIFRA 5]
MNET, BEI/VYITEETFRIMRYIVZANPHEEFTOTHEREO YA XITHREL T

CTEE LN,

Experiments 3D Annotations  Measurement

~ Show in Viewer

New Annctation Remove

Caption | prosophila

Text Nervous System

# Caption

1 Drosophila

Clear

New Annotations

Annotation ZEET 5 &N TEXd, UV I TEICH
DF—varvhrHremanid,

Remove 7T 4 725> TWB Annotation Z Bk L £ 7,
Clear 27T Annotation 8L £9,

Caption FT B Caption ZAHNL F9,

Text F=rd B Text w AL X,

Annotation "Ry 7 RDFM%EHRTET DI ENTEET,
T bhhT— AR BRELKEEEETCEET,
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Ay A7 ATAR B ZFE

ES . T169-0075  HURARHAE X 8 I H51-29-9
Tel.03-6758-5640 Fax.03-5155-4336

K Be—WVAF 742 T531-0072 KBHFRBRTILIX S165-4-9 #3280
Tel.06-6374-9771 Fax.06-6374-9772

HE R E—VAF 742 T460-0003 AL R T IX $#12-15-20 AR HENV2F
Tel.052-222-3939 Fax.052-222-3784

i M- VAF 742 T812-0025 A I S AR N 1l 2 XI5 R IT8-30 W% 7a2 A frEIV12F
Tel.092-282-9771 Fax.092-282-9772

®http://www.leica-microsystems.co.jp E-mail: Imc@leica-microsystems.co.jp

#ZDORBOTHAY BIOHIL RALE DO FER LR T HHEFHIFET
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