Living up to Life

HHHHHHHHHHHH

TCS SP8

Advance

22222222



| EfRFTEE
1. Comparison view (£7%: % B D 5% )
2. Snapshot (RREHRD F v+ 7'F +)

. RF ¥ NYyxT— 3>
1. Time Lapse (XYZ B{RDZXEFER Y A %)
2. XT Scan (X 7 A > B ORREFER Y A H)

3.XZScan R—/X—ZHILN ) RTF—I(F T 3Y)

¥ R—/X— 7 HI/NJ AT — VA BEEDETE
4. Lambda Scan

5. Z ARNCBEDIE%E L% H % Scan § 5

6. ROl Scan ((FET Y T DR F v )

. RF ¥ =V I RTF=JERAE (FF3Y)

1. Tile Scan
*xF¥ v TL—>3 A%
2. W ILFRA >k (Mark & Find)

IV. Live Data Mode (§EHB XA LT FTR)(F T ayv)

V. Adaptive Focus Control (AFC)(+ 7> a )

VI. Process
1. Edit
1. Crop

. Resize

. Combine

. Shading

. Merge

. Mosaic Merge

. Manual Image Alignment

0 N O OB~ W N

. Projection

2. Adjust
1. Sharpens
2. Phase
3. Colors

Jeica

MICROSYSTEMS

[EN

~N O BB w NN

15

17
18
23
24

38
39
39
40
41
42
43
44
46
46

47
47
47
48



VII.

. Intensity

4. HSL/HSV Colors
5. Background

6. Baseline

. Noise Reduction

1. Median
2. Blur

. Segmentation

1. Threshold
2. Morphological Filters
3. Seeding

. Dye Separation

1, Automatic Dye Separation
2. Channel Dye Separation
3. Spectral Dye Separation

. Topological

1. Topological Filter
2. Topological 3D View

. Excitation Emission Scans

1. Excitation / Emission Contour Plot

2. Excitation / Emission 3D View
Quantify

1. Line Profile

2. Stack Profile

3. Histogram

4. Determine FWHM

. Tool

1. Select Channels and ROls
2. Sort charts by Channels and ROls
3. Select a Calculator

3. Colocalization

VIIl. 3D Viewer
1. 3D Viewer Mi#cEh & E AR
2. 3D Viewer X = 21—

1. Projection Procedure

Jeica

MICROSYSTEMS

48
49
49
50
50
50
51
51
51
52
53
53
55
56
57
57
57
58
58
59

60
60
60
61
61
62
64
64
64
65
68

70
70
71
72



Jeica

MICROSYSTEMS

2. Function for Displaying Images 75
3. Orthogonal Sections 76
4. Clipping Planes 7
5. Movie Editor 79
3. 3D Annotations 81
4. Processing 82

5. Processing Processes 83



Jeica

MICROSYSTEMS

| Ef{RRREER

I-1. Comparison view

REDERZWINRRT DI ENTEET

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

TRIKEN#ED D [Link] 29 &, LINK 230 L 2 ERED Zoom, Z, B, fIERL LD
BAENREIL£9
Xz &ERRANOFF 12 Y £9

I-2. Snapshot
Bk ETHI Uy 73 DE. TRFBRAD LS IC Snapshot £ 7214 Snapshot All AFRIRE
NExd

YSelection
Autofocus
Snapshot

¢ == IS A 5 s

Snapshot All

Snapshot : 57 U v 7 L7z Channel 7217 ® Screenshot BfR% R L £

Snapshot All : 52 U v o L7-BEEHRD T X TD Channel &£ U Overlay ® Screenshot %
ERCL £

FLLERESNTT —&IE, TTOT —XZDHEAIZ [Snapshot~] F7-1x [Snapshot
all~] Ao xF4
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. RFyrnNYyx— 3>
-1, 24 L5 7T ZADEKE (xyt, xyzt)
1. BEE— FO&ER

Sk Acquisition Mode 75 xyt £ 7213 xyzt #3&IRL £9
¥ Acquisition Mode th - XY @%Q@ XA LT 7OZ
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 £

* BEBIAD ORDIBEREE THA v X —NILTTERERDY A O ROBERIBETT
lEbY ELA)

* Minimize #3375 L BR/NHERTIHRE TE X T

3. QAFTEGRIESKMEIIQEFMAR LEIHKZREL £9

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

* Acquire Until Stopped T4 Stop =3 F Tl LT £

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

4. Start K> [ EUAZBIAL £

* EVSE % (3 Open Projects % 7HWIC Series~D &R C—KRFINE S

* BEREUAR L, BHMES L ORIRE ICAN VWL S ICTFERZT 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. OBFRHEBEE B LVOATEGRIESHE IR HEE LRKERELETT

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

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

: i URFVET

* Page Interval T Page Z & DiBRFEREZHRT L

£

* 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. QBEIROMEHORIZHZELET

* Line/Page THtEHICEEIA R REINZ DT, W74 »DE—DODEKR(Page) & L THR
THENERELEFTERA81I92 71 » F THRRAJEBE)

* Pages=5&3HEUS Line #/#it# o Line #(Line/Page) & %2 ) £ 9

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 BEBEZEE T2 R, BEXZWMAREBGRAEETS2ZI 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
SO KEAINY FFT(ETR), —H. A—/—Z AN/ RTF—=IZBONIERF ¥
VEIF % X Line TETE LZRETR—/X—Z AN/ R T—VBEZ5ETED L BRI
B0, UTLEALTOXZKEEGOEEHNAETT(HTH),

A
4

»
»

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

IR ZATF—=HFBNE X
RYTILEALXZHR
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1 B E— FO=ER

v Acquisition Mode XZ WrmEERz EE L7 WAED XY FEEGRZ S L
d 7-DB, xzy. xzt £7-1F xzyt #ER L £ ’f
*xzy & xzyt Tl XZ EHEBGROBEZTA £

=
LA %a¢38.00|0.69 AU

xyt
¥zt L6um |53 Steps

2. XZ WiABUS NI B DR TE

xzy, xzt £F7zlE xzyt ZBIRT B & XY FEERLEICRF vy aNsd XZUBE L TRIE
NERREINET

XZWmE=aEEL-WIBETI Yy 732 S@HBELET

3. 74— hRAE

XZWrmEn ZBZ WS 55513, Live L CEMEO 7 +—hR/TF
T2 EAY—bL—TTZOMEBEZREL T2 W

* XZ~EREE, 2 PO—NRXFIND ZBREE 21X ATIVEY UBREL A TILE
ANDR 3N

6. Y Stack D E
xyz OEGEHTEBEROES & [AHRIC Y Stack Z:ZE L £,

End [um]:
222389 |3

Begin [um] :
0.00 |2

-

Y Position [pm] :
22045 | 5

Y Size [um]:
22289 | 5

Y Around Current :

BEE
Stack Direction (Y) :

+4 ¥

7. Start R X > CHBUAZRB L £9,
* EN{S @tk Open Projects X 7WIC Series~DEZEI C—HREFEINE T
* BREOAR L, BEHERS L OBRIRSICHNZVLES ICTFR LW
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R=IN=Z HIWIN) RT =S DERE

R—=R=Z HNWN ) ZRT =D ZHRAOREEFHIL 1.5 mm TITA, 774/ FRETIE
Yo TUDL v XK -2 BT LT 2720205 mmICHIRLTWES, 0]
BRENT/DICIE, ROBETHREZZEEL T2 W

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

RLTLFZEWL

1l

i

@  [Super-Z Range] @ [Restricted Range (0.5 mm)] % [Whole Range (1.5 mm) |
ICEBBLTLEEE W

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
Tn

[ - %
@ rCOnflgUt’atIOI’]J &7\ 75\6 rHardWareJ Hardware %EE
RLTLTZx2w

@ [Z-Movement] ®#(Z TActive Z-Movement Limitation| & WS IEEA A H Y 4, =
DF v 7aENTIET, ZTOXHETORERER(D > & HEWERE) TOBERHNTA]
El)ET

v Z-Movement

Bidirectional XYZT Acquisition
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lI-4. Lambda Scan

Lambda Scan IZESEREZ EE L - IKETRERAARAICEHHA L, RAEDIRT b
WEBISTDTETT, £/o. TOESICEUS LICENANRY bLzTlc L OGEELIOK
RODBEZIT) ZENTEEXT

* WIERREI WAL DEREIEECAY ., RN ETHDEZZENTEETH, B
BERBZECT 2 EAXFHELI D BN ET, BLWSEIEMEXOHEDFZIFERER
lBefEL T Zan
*xYFaL—2arvlAVESICHEXOHNB L UEEREREBZZEL TLZETL
Acquisition Mode 5. XYi, XYZA%EBEIRL £ 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

bAERT ORI TCEA 7 AA Yy I 25 —%KET D
* AOBS(A T2 3 V)% BH T VAT LDBEREREDTIHEH Y A

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) i5& FSU(Flexible Supply Unit) D354

Objective: HCPLAPOCS2 63x/1400IL ¥ &

Objective: HCPLAPOCS2 63x/1400IL ¥ &

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
5T 2 EHOEY(Begin) L BREENd)DEREEADLFT

¥ 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. EREUSERIE(Band Width) DFRE
* f/)\ 5 nm
¥ A-Scan Range Properties:
Detection Begin: 500 | =  nm

Detection End: 720| £ nm

Total Detection Range: 220 nm

AN EEEEE NN NN NSNS SEEEEEEEEEEEEED

» Detection Band Width: 10 nm =

4EEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEERY

No. of Detection Steps:

A-Detection Stepsize:

PMT Selection:
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8. ERDENY A A DIETE

No. of Detection Steps. X 7:z1%. A-Detection Stepsize @ &5 5 H D% CEEGRENE % 1T
INRELET

No. of Detection Steps : Begin 7" End £ TICAKEIS T 2 A% E% L T, BEitR% IS
Lxd

A-Detection Stepsize : 7 TRE L 7= HX IS K RIEZ Stepsize 7 BB LA b EFRE
ESLET

* Stepsize Dx/IMEIX3 nm TY
* AR MILOEESEHFIL 6 TREL TWBD T, M X714 Stepsize DEL OHERE
THIE, S —HIEF—FWIREY FT

¥ A-Scan Range Properties:

Detection Begin:
Detection End:

Total Detection Range:
Detection Band Width:

PMT Selection:

9. BERE
AF¥ vy LAahn 7 THRE LI-HLEUSKREREZ X7 MLVEGSHERNTEH:N L, &
HEBNEZ BB (EANRLBLLAD)EMERLET, TOHEATHLZIAYF 2
L—>ary AWk S It ——mEPRHRORELRELET

HAREEHZE N L. REREDOS
VR R Z IR
*MHEREZ 7 ) v 7 L7,
TIADEKRA =, F—R—FD%E
¥ —CTHLbBERIEETT
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10. 7 —XEUSDRA
Start Rz > B 4L LRBRERGCEHEBORSZITVWET
11. EVE L=~ R ILBEHRD S S5 714t
HED &S 2 [Process| A=~ —%BI=. ProcessTools % 7FI® Dye Separation
@ Spectral Dye Separation Z 3R L £ 9 B _

12. ROl #48F L 2 =¥ ML A FER "
Viewer(BEAIICERRINZERR) EICROI 2IEET 2 & ZFDEBEFFTTD
AR MW T—ZHATEO LS ICRRENET

2 ] / s
200
180 ]

160 \

]/ 3

Aysuau) ueapy

100 ] \

10
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13. YT FILT— X DESR

ARG MILT—ZDREEITS & ZEAE TR “Save Current Spectrum”% 27 U v 79 3
. ATHARTENDID TEETENF T TRELEY

Spectral Dye Separation

LeicafALEXA 488 S Add

Leica/ALEXA 488 S

Save Current Spectrum

14, 2T PILT—REBWIZELDOHBE
TRABREDTERALA-EAECREFZIEER L AR bLE 2 DU EEIRLEY
(3 DLAERIRT 215415 Add TBIIL £9)

Apply R& >z Uy oL, MBEERITLET
(1TERLEDDEFE, 2 TERLADDERTRRLEY)

Spectral Dye Separation

D Add Measurement Area:

User/Spectrum_2
Rescale

Per Channel

All Channels

Save Current Spectrum

11
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1-5. Z AMICEEDOHIEE L AH S Scan §5

ZEAMICL —Y —BECRHBOREEZZZI BN OAF v T DR 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 I N A TWB T EARERLTLIEE W)

* Auto Focus, Best Focus #ge & I(IFFRTZ £ H A,

v F-Stack: 44.52pm | 126 Steps

Begin |- End |~

® 0
Nr. of Steps
Z-5tep Size
System Optimized

Galvo Flow :

Travel Ramnge [pm] :

Z-Compensation :

(o]

Compensation by :

End :

3 77 | =
33.22 |+

Begin :

.
-

Z Position [pm] :
3318 | 2
Z Size [pm] :

4453 [=

Z Around Current :

Stack Direction (Z) :

+ ¥

1. BEEY) ORKEBEEEITVET

2. EMFBR+RZE 7Yy L, Z-
Compensation /X)L AEBIE, TE2 2 DD5EE
BEAENIO 1 DEFRLETS
Compensation by AOTF/EOM Gain :
L—H—8EE*EETLHI EICL > TEEMIE
ZITWET

Compensation by Detector Gain :
BRHBRORE(Gain) 2 EBET 5 LIk > T
EfEZTWEY

*HEDOHEIZ, L2 D0ERIFEAEHE
TEARTHIENTEET

%@ (BEETH Sequential Scan A ON) DHEE

(¥, AOTF/EOM Gain(L —# —38) 72 17:ER

TEXY

Linear Z-Compensation

AOTF/EOM Gain

Detector Gain

12
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3. BEMIEAEZBIRTDEATONRIAUNPHEETES
Begin T&IE L 7=fiIEH® Z-Position 0 & 74 V) £4

v Z-Stack: 44.52 26 Steps
TEERE cx g | LD HEE Linear Z-Compensation

Begin |= End Co ion ~/  AOTF/EOM Gain
End:
AOTF/EOM Gain
33.22 |7
Begin :
1131 | =

£ Position [pm]
3318 | S
Z Size [pm] :

4453 | &

Z Arcund Current :

Begin
10F7]

Stack Direction () - @ Aae @ L
¥

Z-Position AQTF 488

System Optimized

Reference Position [um]:
Galvo Flow -

Travel Range [pm] :

Z-Compensation :

4. Begin & End DR HE N B L ORHEDOREEZLEET 5155

* Z B (EETH Sequential Scan 78 ON) D55, ZETZ % DL AOTF/EOM Gain(L —
H—E) T

RO N & - RMBOBREERE L, ZF L7 Z-Position 224 L [CHR 4
VEIY Y 0T EERENETBEINET

4

N

Linear 7-Compensation
+ AOTF/EOM Gain

AOTF/EOM Gain
________________________________________________________________ B E——

Reference Position [um}:

13
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5. Begin & End O TZEE L 7L 55
ZRI=WZIEBICHE L. A -3 HIROBRE 2 AR L 7214,
@ e gy o9 BE, Z-Position E BENBEFINETEMINET

Z-Position AOTF 488

6. Sequential Scan DH{E L, ZNEND Seq TEIHETEET
BIRENTW3 Seq Number DR TFIEE A Z-Compensation /X ILICERRENFE T,

T  Sequential Scan

Between Lines

Between Frames

Between Stacks

7.Start R& &2 Uo7 L, Z-Stack B E=EE L £9,

Add : EFFEAD Z-Position MBEIRIN TWBBEIZHRTETD LEEE, BRI WA WS

BIFRED Z LB THOREDIBM

Delete : iR L 72 BINEHFNALE D HIBR

(Begin, End (ZHIBrTE £ HA)

Move to : IR L = EHRLABE~DBH

Move to and Apply : #IR L 7= EHFMNBEDOZEDOFOHE L
Remove All : & TDEBMNEIFAE D HIBR

(Begin, End (ZHIBTZ £HA)

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

TR YT

AF¥ vy

7 \a

|

&

0.00 9.58 0.00 0.00

o 900

448 488 514 552

Lol
o
=]
©
a

B 2/v sirne. TR2o0mETROIEERLET

RSy o LERIETIH Y U =Y FORERI. K75 Uy o LEBR s e ponk
AES:

S0y S TRREEMU, TN vy LIBHERanonn ) £

15
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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 ROIBICEHNT 2 ERZHZETCETET
[+ REvE27 )y 0T BEUTONRIIILABEEET

RO

ROLOO1

ROLOOZ

16
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. RF v =5 R57—FERE (Tile Scan, 2808 (F7vav)

COKEREIZ, BIAIRAF VY VI RT U EBHEINTWE S R T LATOABETT
¥ LASXZUTHEIFRBRIC. AT =Y DA =23 v 574X 50T {T-oTLEE N

RAXF YV ITRT=IDA= % FAX

V7RI [LASX] #3b EIF2BRIC. RXF vV I 2RT7—SDA =2 v 54 XD
ZTY

TRIDOAy—UhFRENzn, [Yes] #0VU v o LTLEIN, AT—YHEHFHMNIC
BEHL, A=y 7ARXERBLETS

Leica Application Suite MICROSYSTEMS
Advanced Fluorescence
3.0.0 build 8134

Microscope Stand

Initialize Stage: DMI6G000 Stage ?

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

@

* AT —UHNBEEITDT, CORRTRELY Y TNV EXT -V EICHEAWTLEE
(W

K EREIC LY BRI EIFIFICA = v T4 X3, EREX v E—VHRRINAWVS
anHY ET

17
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IlI-1. Tile Scan BREAE
BEROBEBHREZERE L, I1MOBRICEE) GbEsZ&Ic&Y. &VEWREOEIE% EX
BYBIENARELY T

1 WiER EHE GRS Y ah Bk

* Rotation #8E(+ 7' 3 V) A BEH I N TS H AL, Rotation dF v U 7L —> 3 A
ThTWa Z & ZERLTLETW

Fry 7L —arHAELLITbNTULWANWEEYEbEAS T WEEFHA,
TRaD& > HIHFAE, FrUVTL—2arD)EFLTETCLELADOT, Fv U TL—¥
3 v afToTLTIZE 0,

Fr )T L—2arvHEE223A-V8R

axv UL —arTcETCLWAENES
b¥xv 7L —3 0 TETCWBES

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 Scan: RY > a3 » &#k

@ FHFARY Y 3 v OHIkR

1653 | = oA N W
Ll ® BEELE2HEYY 3 v OlR

4.0 32,0
|

@Stage Configuration

AT =Y DEKFE. Stitching(D 7%
FEME)DREREIEZ B LN
LITWEY

®Zoom
<y TRIRILK

®Positions
ZiEpRY Y 3 O&ER

@Field size
EX Y A B BURBEL DR TE
(3x2 i &)

®Use Focus Map
BERHIEA TV S EERIVE
HITWET

@Marge Images
BERIVS & RIRFIC. B O EGR
T IMOBERICEYEDEET

2. AF v vEBEZIRELET

2REREL. TN ZRNABOTERETIRAEZRF v VBELET 2 5L, BiftS
FRRREMEZ R MIMIRF v I 2HBEOY A XZIB/ET HHED2 20 H Y £9
WADBEREZIEETIHE  HADERLERD 2 A TRY Y avERREVE Iy o
ERFYHEENBECEATEINET

FIMIBZIEETBHE  BRABERY L 3 VEFIT IR v VHEOPMIBICHE
g L7-nbH, OField Size ICRF v V8% [3x2] OLSITIEELET

3. DY LADIEDHEE L £

19
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RUEHLEEITOERED [0 LA] DRI, @%7 Uw o435 ETK Stage
Configuration 74 > KA B & £, Tile scan Stitching Overlap "S> ZEE T 5 Z EAT
TFET

v Tile Scan Stitching Overlap

Manual Stitching : Manual Stitching
X: O 4 DY LAZRITHEETEET
Y: O
N Automatic Stitching
Automatic Stitching :
X: o DY LAZRTIHEETEET

e (@]

4. Focus Map
74 —HRUBE T L 7-IRAET 2D Tile Scan #1729
BIEMBEOEHNZ WE. BENSRYET

Use Focus Map : on .

Predictive Focus -

@ Predictive Focus Mode: 5 Point ¥

©) Previous

Next
®

Set Focus

@ Find Focuses

Merge Images :

5. BRI DO BEIBEIGREKRY AhEHEDRE

®Predictive Focus Mode

WEMBEEZYZ 2T ILTRESTH(T 74 M)HT 7L — k(A Circle or KA
Rectangle) #{#H 3 2 h . F/-WEMEEZ S5or 9 RUTTH2HMHEIRL T
RZaTIIVOBEITRIE3 ABLETT

@Previous
BIOMEMNBICRY £9

®Next
ROMEMBICRY £9

@Set Focus
RWEDZINBZZEHRLFT

®Find Focuses
F— b7 —HRAEREEAE > T ZABEDEFRAITVWET
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Merge Images : on [

Basic a

(D  Autostitching on

@ Overlap blending Smooth ¥

@ Linear blending [ o]

@ Auto-crop .

Advanced -

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

@ Multi Frame Search

®Auto Stitching
BEXEZSEICEROERY ZBETHELET

@0Overlap blending

BRYOFHEAEEERLES,

* None

DY LARADTERIC—HL TWBHEITERT S

- Smooth

DY LADRRIZH D, BEROFOALEICEL Pixe ICTEADIFLTAHELET

* Maximum Projection 21795 L IBFRIEN AT L > THLTWTT

- Statistical

DY LADEFIETRES>LS T > X LISEIEN., BEROFGISFEWLE EREIEN 20
Ehm<l< ) £d

@Linear blending
DY LADBNIWIEE ON(T 7+ L 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




Jeica

MICROSYSTEMS

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

Open projects ProcessTools

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

7. BIREVSEICKRY &hE8 %2175 5L, VI-1-6. Mosaic Merge(46 ~—) 518
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Scan Rotation ¥ ¥ Y7L — 3 VA&
£ T Calibration #27 Vw35 ¢&, A THARREINET

i

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. ZIAGZHENQD &S IS
BELET

AT =% ERICED L, H
B RIREFITICEC KD
I, @oEEAZHRELEY

16,53 | = | [mm]

Run Test X 7 ICBBIL, VA4 FUAD Live R %L T

Run Test "2 > %14 & Tile Scan BEROBBE L UTIEY GhEiThnxd
U EDLENIEFL VWL TWBIHEIFVA Y FTZEHALET
DELVSTLWAWGRR, BEAZRELEL TLEWL

Fr T L—aryTcETLAaVnES@). TETULBEAS(D)
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-2, = VFRA > F(Mark & Find) BH&EVSERE 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& >

||«

QRIS a3 vyOIREUH L
(4 TrALEREL, BEENED
147 [mm] 3/3\/7__\_&%H¥UHZ§L$—§_

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. RV L a v OES - B - HIBR

R L a VEFEITOWI-WERICES L, ®Position Z#%175 & Position AHBIIE N T
W& 9 (TAMIZ Position % 4 D8N L 72154)

TIE 7 A = a— b Position Z3EIRT 5 &L ZDHEMABELFT
OBRIRSNTVERY Y a v Dl @FTRTORYY a3 >0k, ©@FREINTWER
DiarveREMETLEEE

A Mark&Find® @ @ @

Positions : Positiond =

Z-Wide Position [pm] : Positionl

Position2

18.91 | [mm] AFC Position Position3

R ictd PR PRTR i AT ot Y it Same stack for all Position4

26471 % %

Z-Wide Position [pum] :
AFC Position

v/ Same stack for all

4. Z-Stack DERTE

PPy 3 YREITR—O Z-Stack % E CEIGREYS %17 5 HEId. [Same stack for all] o F
Ty VEANTRRE(T 74 M) THRELET

*RYT avDiBINE Z-Stack DETFEIFEBL LMWL THEREDL Y FHA

* RBICERTE SNT Z-Stack AT RTORY Y a VICEAINET

v/ Same stack for all

R avMTEA D Z-Stack R E (Begin, End DAIBE VIR, IREMIR) TEIRIX
B%1715%BE14. [Same stack forall] OF = v 7 &N L FT

Ry 3 vEIC [Z-Stack DERTE L & & Redefine Stack 3 L |, RDOKRI > 3 v DEHR
F3BELET

Same stack for all Redefine Stack
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3.AFCRY Y 3 v OREH 7> ay)

AFC(Adaptive Focus Contro) B8, & N TW 2354, EoMiSleErame ) £,
Z-Stack MEREHIC [Move To Center R&Z > ] T7 #—hRERLOAIBIC L7, [Set
Experiment Position] TAFCRY > a3 &2 &EFL £,

* V. Adaptive Focus Control(AFC)(34 ~—<) % & 88

AFC :RI ¥ a v %

v Z-Stack: 58um | 58 Steps

Begin - End |-
Begin [pm] :
-2376 | <

[ Move to Center K% v J

Store AFC Pos

Z-Wide Position [pm] :

AFC Position

v Same stack for all
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IV. Live Data Mode (‘.E,‘ BRALTFTRA A= OWMBRE) (F7¥av)
INETCOBREFETIHBEBREECA VY E—NILEALEEZDIEIETEELA

L7 L. Live Data Mode Tl D R A 2 imE &M (Format O 4 A X, Zoom &3,
Scan Speed R EDEHEEDE Yy T A>T, RALTTADA 2= e, (ZFL

TONRTA—R =)< ODL S ICHAEGOETEREITZIENTEET

1)

- =~

R—X Job 2
/ 10 4378 XYZT
{1 7 Stack BE A E—rN ) 30HBEEY AL ®T
L 54 24 78

1. Live Data Mode Wizard ##2& L £ 9
BEAELDODX=Z2— [TCSSP8] #7 Uv o L., F7ILE T X=—a—h5 Live Data

Mode %##R L £ 9
* TCSSPSICREAHE. JIK T X =2—h1 TCSSP8 #3# IR L £

TCSsps 2

SP8 ICR %55

.
Live Data Mode e

Live Data Mode ) . ElectroPhysiology :
Wizard Z#CE1d 2 . :
52 ' :

L]
FRAP XT =

Speed :
S FRETAB =
Bidirectional X:

u
Zoom factor: Q : 2 FRET SE 3
. 5

Zoom In: k
MatrixScreener o

Image Size :
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2. Insert £7=1% Add TlJob ZEML £

LDM Pattern * LDM Pattern *

R T + + B BEB O 8

New Confocal Job

New Pause

New Pattern

New Sequential Job
Reference to Existing Record

Insert : RSN T3 Job DFEJIC Job Z 1A CEEEMCUIEE

Add : EIRENL T D Job DT Job HHEA

Insert ¥7=(Z Add #27 U v 7 L, BINT 2 Job ZHERD LS ICRRENE TILE T > X
Za—hoFERLET

New Confocal Job : #T# Job d&/N

Job &R/REINFET

* Sequential Scan DERTEILTE T A

Sequential Scan MERTE %= 1T 3 HE L. New Sequential Job Z#EIRL TL A& W

LDM Pattern *

New Pattern

New Sequential Job
Reference to Existing Record
Record from File

New Pause : 75 Pause ®iBH0
ImsH 99 Days FCHETEEFT (T 74/ ME5s)
Pause #5727 U v 3% &, Pause Time hEREN, BREZZEETEET

LDM Pattern *

+ » BB

PLE L ot T

u New Pause

anEsAREEEEEEE >
New Sequential Job
Reference to Existing Record

Record from File

New Pattern : 31~ 7 0 DA

Job ¥ Pause BREDEREE—DDFELFY E LT/ ZEMNTEET

ATEOD LS IC Pattern & WS R 7AMER SN E T

LMD Pattern £ Tl Pattern & L T&RRE 1, Pattern £ TId Job *° Pause 74 £ 25 E T
EESCh

*Scan T RIEFDEECIR YR LEEEZHEICITI Z LA TEXT

LDM Pattern * (o)

#H1#8 Pattern & 7 A"
- :l:w C:/;?f?ocali-:b 1"'55/% é *‘L i g_

New Sequential Job
Reference to Existing Record
Record from File
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New Sequential Job : #7#% Sequential Job ®EN
Job(Seq.Scan) & EFRREINF T
Sequential Scan DEEFEEITHI T ENTEET

LDM Pattemn *

i = 2 = .
New Confocal Job Job(Seq:Scan) 1

New Pause

N
New Sequential Job -
ReRARASNMM RAN

Record from File

Reference to Existing Record : Bff7® Job, Pause > Pattern O E =SB R MRE
Uy 3 nE TRIOLIICHRZATAIHNERRIN, T§TICHELTWLWS Job
Pause LA LREAXFUVH L CERT N TEET
*PUPHINTZBEOWITNAZEET S L, ZDIEHND Job ° Pause ICHEEH BEIN
ICERESNET

LDM Pattern

)5 %) ) FO) | fe
New Confocal Job - “ . "
New Pause Job1  Job(SeqsScan) 1 Job2 Passel (5)
New Pattern
o nhiea Eeada/sta s nnn -
m| Reference to Existin: »
TERAAAAEAE IR RN o

Select Record Items

w Jobs (3)
Job 1
Job 2
Job3

¥ SeqJobs (1)

Record from File : RF &AM Job %> Pattern ZFEONH L
IV v dBE TROLSIZT 4V FIARRINBRERADERENRRINET

4|+ '8 as

New Confocal Job

New Pause

New Pattern

New Sequential Job -
* Refaiesc W Ewting Record | cquisition

=

a Record from File ® % Open
assnmmnnn?

S@) [l « LeicaMicrosystems » LASAF » Instrument Parameter Settings » ~ [ 43| [ Search nstrument Parameter

Organize v New folder

g 4 Neme ‘ & Date modified Type
8 Downloads ‘ || Alexad88_Alexa594.seq 20141254 PM  SEQFile
|_| DAPL-FITC(PMT)-TRITC.seq 9 SEQ File
=[] DAPLAITC-TRITC-CyS.seq 9 SEQFile
4 Libraries || DAPI-TRITC(PMT)-Cy5.5eq 9 SEQ File
% Documents || FITC-TRITC(PMT)-Cy5.seq 3/6/20141245PM  SEQFile
& Music ~ || FTC-TRITC.seq 3/6/20141244PM  SEQFile
&) Pictures || hoechct488594642.5eq 7 M SEQFile
B Videos |_] hoechst-488-594.seq 9 25PM  SEQFile

% Recent Places

File name: | Live Data Mode (*.Irp; *jb; "se +
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3. TR R DR

LDM Pattern *

Load : Save T1®7F L 7= Live Data Mode DR EEFUIHE £
Save: 7 Vv o d5ETINE T A= 1 —TTFiE Selected Record & Pattern @ 2 DA%k
RINFFT(EBHH Load AP UHEET)

Selected Record : TRTEEIRL T2 Job DEREZRTFL T

Pattern : Pause Z 58673 XTD Joh #RFLET
Define Loop : %R L 7= Pause 2 &8 7- 3 X T D Job(BFRIRT 2355 (1. Ctrl 2L 7=
FERVEREREZIV VI LEFT)OBRRLEELZ TEET
Job D EDEEE L TN IV y I $H5IETHRIRLEIKEEETCEET
View Jobs without hardware change : 7V v 79 % & Hardware DUIEZ %175 2 &
m, BERIEREDEREDHRBCEENTED LD ICADH, ZTEL Job DY R A
TEEY
Live R EDBEBRISZTOHEIEEI—EI7 U v 7 LTRICRL TS W (RE 4D -
7B E. LY —%2RIRETICRERBY ICHEET)

4. A SN Job, Pause ¥ Pattern OiRE

&lobDEL Uy HTERDES ST Y Y A =2 —HERE N, T -
ERIEATRTT e
Trigger : Job <> Pause DBIIA PR T B ICHMEREE (Trigger Unit HBIE 0 o

BCHBECY T T LVEHTEEE CTE LT (Pattern ICIFRETEEYE PRI
ARH])

Rename : #R XT3 Job, Pause ¥ Pattern D ZFIOEE
Define Loop(3 ™ Define Loop &[@ L)

BIRLBERESNT WD Job, Pause ¥ Pattern(8H0RIRT 23541, Ctrl ¥ —%# L7 %
FRNEREREE VY I LET)OBRLEEE TEEXT

Job LD EOEEEZZTNT )y $5ZETRIRLEAIBEZEETCEET

Save(3 @ Save L AIL) : BIR&E N T3 Job, Pause ¥ Pattern DIR7E

Remove : ZEIRINTWLB T T Job, Pause %> Pattern D H|kx

Delete : 3~ T® Pattern O HIk

*&ZJobld., FZv 7 &RFOy S TCIEBROZEEHNAIEETT
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5. AL Job BICREZITWET

=L, FEiBE Beam OFRE. BFEUSO/-HDEE. XYT. XYZ, XYZT REDE—FD
RE. RALTTRADREE#ITVWET

* ZNENDERE N #HRT 535514, View Jobs without hardware change 2 1) v
732E b DY BERZHRELITIZENTEEXT
BERICHI—EI U v I T20ETENRNTIES YY)

(o) Live Data Mode % Configuration

LDM Pattern *

+
DORF v v E—FDERTE

Experiments Acquisition
Load/Save single setting: | FITC-TRITC & Rol: @8R8 © SetBackground:

TEEm LY ‘IIIIIIIIIIIIIIIIIIII EEEEEEEEEEEEEEEEEEEEEN
v Acquisition Modd

.

A -

w2 a

L

0.00 2.00 0.00 2.00 0.00

N
& DNHI0NE 04 HBHE W3904 L 00 = § u & ml
*

Format : 512x512 4 ©
Speed : 400+ ©

Bidirectional X : on @ 0 00 0o
458 488 514 561 633
Phase X: 3217

Zoom Factor : 3.04
ZoomIn: 5 me:s
Image Size: 60.62 pm * 60.62 pm
Pixel Size : 118.64 nm * 118.64 nm

Optical Section : 089 pm @ Objective: 'HCPLAPOCS2 63x/L400IL &

Optimize XY Format
Beamsplitter : T 561 ¥  Autoselect
Pixel Dwell Time : 1.20 ps Frame Rate: 0.155/s
Scan-BF ¥
Line Average : 13
Line Accu:
Specimen
Frame Average :

Frame Accu :
Pinhole
v Z-Stack: 1 Steps
on B Gain [%]:  100.00 Standard %

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

Z Position [pm] :

w Z Size [pm] :
Z Around Current :

.
["]OFF] Y NN NN NN NN NN EEEEEEEEEEEEEEEEEEEEEEEEEEnnnnnnmnn?
.

oNn @ Gain[%]:  100.00 Standard %

D PMTTrans: on [} Gain[Vl: 442.00 Offset [%]: 000

AEEEEEE NN NN NN NN NN NN NN NN NN EEEEEEEEEEEEEEEEEEEEEEEEEEEEEEEnmmnn®

(]
n
(]
(]
(]
]
(]
(]
(]
n
(]
(]
(]
=
(]
(]
(]
n
(]
(]
(]
n
(]
(]
(]
n
(]
(]
(]
n
(]
(]
(]
]
(]
(]
(]
n
n
n
L]
(]
n
n
n
n
(]
(]
(]
n
(]
(]
(]
n
(]
(]
(]
n
(]
(]
(]
n
(]
(]
\d

z-Galvo § ©

QR K. WHKER.
O EEE IO HAEES N WSS R A & DR
FHEB, A—L, AF¥ v
- AE—=F ZRRZy o, &4
'l::ﬁ::l.lllIlllIlllIllll‘v A§7°Zja:t\‘)

Autofocus Live H Start Record Start Pattern

@ o

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

Mode : No Compensation ¥

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

L)
.
L]
.
.
(]
u
n
.
u
[
n
[
[
[
n
L]

¥
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6. XA LT TRALERDEIT. & Job DAHADEITIZ., TRAKX Y TITWET

Start Record Start Pattern Stop

Start Record : FEIRINTW 3 Job DAHDELT
Start Pattern : #IR LT L% Pattern DE4T
Start : X T® Pattern ®E{T

Skip Job : IREBEGEGHD Job # XF v 7L 9
Stop : BIREVSZHIEL £

7. BS T —XICOWT
T—XIETFHEDEL ST Sequence E WS H 7 74 IILE—DFIZ, Job TEITT =KD DH
NT—RFRFINET

Acquisition

RAIBETY

/NZ A —&—|4 Configuration X = 2 —/IPS/Confocal Live Data Mode THEZRTZ £ 9
Frv AN A->TWBIEBIZJObFETEETZETA, Fx v I/NA->TWAEWEALIZIE
HAGWHDIFEETEEEA

8. Mark & Find D& 7E

AR D &SI Pattern DETHICKRRIND KX v %4 & Mark & Find 3% ETE £
+

E7o. Mark & Find 27774 71295 ERATRIDE D IC+HRZ U HRREN, TD+H
2 %Y & Mark & Find O EBHEAFRRINE T (II-2.vILFRA >~ b Mark &
Find, 24 R—Y2R)
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V. Adaptive Focus Control (AFC) (# 7> a3 >)
AFCIZEITZEDEN LE L 2HRAKXOKEFZFAL TP L v XL RBEEOERM = L8
L. BEMICZOBMAMIET 24— b7+ —H RV RTFTLTT

AFC ERDEE R
CIARTORYL XD AFC ICERAREEE WO bIFTEH Y LA
L > ROBANTARRGIGHEIE, BEHBYETEHLAEHhE LTV

*AFC IR B EA COREREDOEICL > TELAERFEFA LA — 7+ — AR T
LT
*RBEEDES, ME., FN-BFICLY EFLEHLAVWGEL,HY £T

° T
Focus position — — - o -

~— Glass (n=1.52)

wm b1y T =FT=
Focus position — — A 1
G|ass (n=152) e Air (n=1.00)
%N (n=1.00)

A\
£

e
g

Il w

I- ‘ Hd 850 nm

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

[E—
== ==
I z\
|
e
—
@
g
28
3

VBB LUV 7+ —h AUEDZE{#(b) DIEHX

850 nm DL —H—%BE L, HI7REER/KEEDFRATDREFTREICL S RFEAL
ThREZZELET

anLbDEIIIHYL X EREOEHAZEHL> THEBRT 2HETT
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1. Acquisition Mode /XL D Auto Focus K& > % 2 Y w2 L. Adaptive Focus
Control /X3x L ZFRLET
v Acquisition Mode

E-N

vz

Continuous Mode E

On demand Mode E

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

Operation Mode MR

Continuous Mode : &ICF — 7+ — A RIKREICHRY £

XYT BEREFOHSKICERLEY

On demand Mode : EREISKIC7 +—hZXE5hbEE LET

XYZT B, £7-VLFHRA Y b &4 LT T ABGEDOEEE ICERAL £
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3 EESIERD ZIMNBEOEFZFEITVWET
Continuous mode MIFE :© XYT B

B4 3 ZUBA RS, [Hold Current Position| ICF v 272 AND e, BED ZNME
MEFFINET

v Autofocus: Adaptive Focus Control s

Focus-System : Adaptive Focus Control

o
e

AFC

@ AC @ Pos Objective: 10x

Max

Operation Mode
Continuous Mode

On demand Mode

Hold plane in Z-stacks
Store AFC Pos

AFCZRETE X AFC ZBETE EHA

Autofocus /S LD AFC R X U D EICAT L TWBIHE, Z0 ZAIE X AFC DRE
HEEANTTDT, BEHFAEETT
* RBICRIT L TWBIEEE, AFC OBREEENH Y, BENTZTEEA
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On demand Mode D55 @ XYZT BRP Y ILFHRA > b XA LT 7 X
@ Live BRZHLAN D, BFEEY Z-Stack EEZ B TR WVET

@ [Move To Center] #BIRL. RE L7 ZHEEADOHPRUB~BEL £
@ Autofocus /¥ )LD [Set Experimental Position] (CF = v 7 Z AN T

l Z-Stack : 20.98um | 21 Steps
SessssssssEmnnnEs v Autofocus: Adaptive Focus Control

Begin [pm] : Focus-System : Adaptive Focus Control ¥
1049 | 3
End [pm] : i
-1049 | = AFC

Z Position [pm] :

. 0.00 |2 . AEC . Pos. Objective: 10x

Z Size [pm] : Max
o 2098 | < :
Operation Mode
Z Around Current :

ON . Continuous Mode
Stack Direction (Z) : On demand Mode
z-Galvo 4 v guprmEEs

L]
(o) v Set Experiment Position '-_J_- Shnac
Min
Nr. of steps

z-step size Store AFC Pos

System Optimized

Z -Compensation :

* AR

AFC %{# L 7= Z-Stack Tl&. [Set Experimental Position] T&#k L 7=fiIE»' Z-Stack
OFRLOMEE LTEESNET

*Z DY A XTI ND /-0, RELT-Begin 5LV End L IZERZHMEAHLIBFRE -
BEINET

3 [Move To Center] %:#3iR# (C [Set Experimental Position] #Z%E L T 7Z& W
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4. 7-stack REEEOAF — b7+ —H X

 Hold current Position

[Hold plane in Z-stacks] ICF = v 7 & ANT=FE X, Z-stack RIS A — 7+ —5
ADBEHY £

5. A4 L7 7T RDEBEZH

*TINFRAY CDRALZTRREA ) VI DGE, BELHLEOEE L) SN
EHbUXPTLDT, BETHILaHBBHLET

XYT E—F, XYZT E—FDFEIE. BRETH2LEETHY) FEA

DAutofocus /XL D Tim\:%pse REVID, A= 74— RZHESE DRIV 0%
EIRLET

v Autofocus: Adaptive Focus Control *

Focus-System: Adaptive Focus Control < - First Cycle Only : —EBDOY A 7 IILTDOIHRENE
Fioc. @ \ - Every Cycle : §XTOH A 7L TEHE
AFC Settings ~ Timelapse ‘ -Every ~thcycle : F8E L7V 4 7 LT & ICEHE

Execution of Focus in Timelapse
First Cycle Only

Every Cycle
Every

=3
@VATFHA Y b 54 L5 TROBAIE, Autofocus /<31 0> [R5 14— b
T+ — N RAEEEI DX A IV 72 FERLET

v Autofocus: Adaptive Focus Control
- First Position Only : —&H B DRI > 3 > TOHAE
Focus-System: Adaptive Focus Control <
e
y > e K
e RS o iy . N R N
AFC Settings , Mark & Find - Every Position : ¥ XTDRY > 3> TEHE

E)f‘ecuti_on ofFQ(;us in Mark & Find . Every ~ th pOSitiOﬂ : TEE L 7":7]’33/3/ 3 ‘/%[Zt
) First Position Only

e
Every Position IZETE

Every

6. Bavhe, BEAEBLET
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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

38

Edit
BGROHME, U A X, v —VHEDRE

Adjust
BEHROIAV TN Ny o770y

R DR

Lightning. Deconvolution(#+ 7" 3
V)TaAviRYa—vav
* Bl S 8R

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
TEEd

Configuration
After applying parameters to image...

Keep current image activated
(and leave parameters unchanged)

Activate new image

(and reset parameters)




Jeica

MICROSYSTEMS

VI-1. Edit

S L 2B (F v > %)L, XYZ, Time Series) b F 2D T — X 2B T2 AN TEE
+

* HT—h A7 TiRE LIEBHRTIE. RGBEEBOHMEHAIEETT

VI-1-1. Crop

Frrx)b, XYEEELNZ LA L) —XBEGROMMHE., T—2Y 4 XOfEN%E21T5
CenTEES

FLERESNI=T—ZIE. TOT—XZDH%EAIZ [_Cropped~] #2279

F v v FLOYY RE

TRERF v RILVDRRH Iy 7
BESL=TIRLET

a0 Apply #4577
THL. TUTATEETF v RNES
DF = Z BT ENET

Chanmnels:

OFFICL7=F v > x/L

FERopTIE, FryorllBlU0207
— X DHDERIHF - ITERR SN T T

XY $Ei o)y B Y

I:Iﬁ&7%7Uv7
L.B&ETO RSy 28K
Ay 7TROlI ZER L. &
Td) R %
sUysdBE. BELE
FEAE S N T — & A
o IERENE T
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EHET—2oMmE (XYZ, XYT, XYZT %)
Z Series £ 7=13 Time Series BfR%#IR L. Select Required Image Component @
[From| & [To] ICOIVENE T —ROBEZADLET
[Set Start] F£7zlx [Setknd] 227 Vv o352 TRED ZF/-IFTAEZ [From]
7213 [End] ICERET DT EHTEET

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 2ZE§ % Y RLERELETHIEATEET

Bl 1 “1"DFmE. [From] A [Tol FTINTOEGEYYERY £9, “27DHE, 1K
BEICEGETVERY £9

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 ¥ & Uf Required Bit Depth &% FE L £
Required Size Required Bit Depth
Width {pixels} 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 XX Bit A EA %355, VI-1-2. Resize THIZ TH HiT-o TS L

Set image sources from selected image

First =>
Second >

Output Options User Constant
Inc bitdepth

Operation *5, EfREIOEEARTEZRIRLET

Output Options H L WU User Constant (CF = v 7 A A% & Tl DIEEERERT 522 &N T

TET

Inc. bitdepth (bit depth increment) : B{RDAE2 S A2EE T 2. ADBECYF 1L

— 2 avAREAVLIICbIt AT =LA 12 £/I1E 16 ICEXF T

Rescale : bit 7 — LD EEHENEERBRD bit 7 —LiZix ) £9

User Constant : [First] £7-1% [Second] TERL/ZBERO IV M IR MNEEZD I L

MT&E, [First] & [Second| OMA TEERNAEIRSNTWBIHE, [First] oav +7

AEAEDLY £
Product
Ratio

Mimimum

Madrmum

Sum :: ERLA2 DOBEGROGHEEZRRL £
Difference : #IR L 7= 2 DOBEHRDOEEDZE, [First] - [Second] #FRRL £T
Absolute Value : [Difference| TEEBERNEBOH TH->7-HE, ExiEEL L TRRL
ECH
BERINTORWES, 0 & LTRRINET

Mean : BIRL7- 2 DOBEROFINEE L TR L £
Product : IR L7z 2 DD EROEEEZ#IT/ERERXRLET

[User Constant] &R L 7=HE. AN L7E% [First] OEEEICENT/-iER%HRR
LEd
Ratio : #IRL 7= 2 DOBROIBEEZE| > /- iERERRLES

[Use Constant] %##IRL7-8HE. AN LET [First] OBEEZ S > -EREFR L
EJCH
Minimum : EIRL 722 DOBEGROBEEBEZ R L, BEEINNSWHERRLET
Maximum : #IRL 2 DOBROEBEEZ LKL, BEBIARKEVWAEZERRLET
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N CER LR EOBBEGRERTLET
LN EIR L 7CERETCLEEZRBLET
T REEVHEICRLET

VI-1- 4. Shading : BRSEKD > = —T 1 ¥ I HHIE

BRELAEROY 2 —T 4 Y RMIEMBBLIOMIE)ZT 52N TEET

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

Set image sources from selected image

First: > x—T 47 WBA 4 A2EGREZEIRLET
Second: v 1 —T 4 VI OSBEGREREFICY v TN EVEIR) ZEIRLET

ZREGRNEOIY

@O Hr7AEL, TIHLDHEWVEFEEVNET
(B> FILVEHGIERE S & [ U BBRASLHE )

@ BEF74—HZAETH L, T4 T7A4—HRATIMSEFET

BiREEREGLTESREAELEY
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VI-1-5. Merge

Merge IFE% 2 EHRT — X (Z—Stack B XA L) —XH0) 2 O EDDERT — X I
FEHBHIENTEERT

HIIER N END T —XIE., T—XREZDEAIZ [ _Merged~| ho& ¥
ABRLEWT—2%ZEIRL. [First] XV [Second] ZIRL T

Set image sources from selected image Options
First &> Ierge Dimension:

Second ¥ >

QOptions

Merge Dimension:

Merge Dimension : LT D 4 DDERTELNHY £
Channel : Sequence T/ L7 &N & 5 Channel & L TEBML X9

First @ Channel |2 Second @ Channel A8 N F 9
Ex. First & Second A2 Channel 3 2®i5& . Second @ Channel A3 & 4 (2 8ME N FE

+
t: Timelapse TwREL7-& ZD L I First @& & 12 Second AEIMENF T
KRENDBIE First DBICHE—SNF T

X : First OABEIC Second ZHEICHERTHRRLET

KRENDBIE First DBICHE—SNF T

y ¢ First ® FIZ Second Z#ftICENTRRLET

KRENDBIE First DBICHE—SNE T

Z . Z Stack BIRD &£ 5 IC First ®XR(Z Second D EHRZEML £
FRINDEBIL First DBICHE—SNET

BEROKZINELRDIGE., ELzahE8/RETERINET
BERLEEOBZEGERTLET

DN CEIR L7 E AR AR LT

HEZMNPEICRL £
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VI-1-6. Mosaic Marge

Tile Scan BEROIGY) EbhE & TWET

Tile Scan BT — X (T — % &1E TileScan_~& B> TWEF)EBIRLFT
HTIMERIND T —&XIE, T—XZDEAIC [_Merging~| D& Fd

¥ 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
REE(T 7AW M) TV EDEEITI ZENTEET

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 2EROMUERRZ 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

PRy 77X AZ 2= HUTND3D%REIRT 5 Z & A TE %9 (Auto-Stichinng A° ON
RS> TWBZEEABL TS W)

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

Smooth : EREHLEBEHADATEKRIEVWAICEADIFLTHELEY
BEREODHRAY B LHL T

Mosaic Merge # (2 Maximum Projection 3 2355, EREHEHEEI/EFRICHE->TL
Fo/-HBELTWELA

Statistical : ERAOEBEBOF TEHRIEVWAL L7 VX LIERL T, FELET
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 B, DR EHOFIE(Stiching) Z#1TWE 9
* OFF 055, BiRZENDZITTY

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 : JLIBEDEE L EREDNT Vv ADEREEZBIHWET

A EBOBEILZSWAREEALNY £

A2 BEIZEVWAREREIE MY FEA(T 74V MERIHTT)

Multi frame search (slow) : /Xy 7 75 7 >~ K TEEL L 7= Maximum Projection Bi{&k%
AWTERADEREBEOMEZITWE T (Z Stack BHR TOHRBMTY)

* Maximum Projection BfRIZTEEX S N E B A

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

DA RN Lo ETCAEERBLET

HEZMPEICRL £

* Light Sheet RE N X T TI/RFE LT — X DHJ/A. 16-bit L L IALEW=H, BULE

BQEBRDTENEZNTT

ZDHZE. YT FADNY 7Ty FEFHEINTLE D729, Look-Up Table Z #4F
EfR% IS UREEIC L TH » Mosaic Merge JLIEBA{T->TL2& W
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VI-1-7. Manual Image Alignment
Channel 1"#8%# 2 @& . Channel O EBEMIEZFETITH) 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 : FHNEICRY £

ATAR—= 1 A7 FLIzAAANKELEGEEXT

Shift values : KENX 7213 X 54 X —TEH L-BEE(Pixel BLOPum)pERRENET
F-BEE(Pixe)ZI8ET H N TEET

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

BRLCEEDBZEGEZRTLET

BIRL7-RECUBZFBLET

HEZMPEICRL £

VI-1-9. Projection
Maximum Projection BfRZ{ERT A5 2 ENTEET
WIBER L, T —RELDHEAIC [_Processed~] A D& %7

Projection

Madmum 5 Threshold o<

Maximum : Z 5[ CiRH A2 WHEZ Pixel Z&ICEL, RRLET
Threshold : X ~"9 2882 X DFREZRETCEET
BRLEEOBZEGRERTLET
BIRL7-RECNBZFBLET

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

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

Filter Settings

Kernel Size 500 |2 Strength 10,00 | =

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

Strength : WBATSBOEADITZRELEFT, EAREWVWEFELRTLLE T, / A
ZHHEPT R F9

BERLI-REOESBERERRLET

DO CERLIERECUIETRABLEY

BREEVIEBICRLEY

VI-2-2. Phase

WA MR * v > (Bidirectional X) Z A L 728, BEROAMAE(R F v > OFEK LEE) A
N2HBENHY., ZOMBEOTNEFMETEET

WEBEERIZ. T—2LDH%AIC [_Phase~] 2 & %7

Filter Settings

Pixel Deplacement Border Style
Interpolate

Trim

Cniginal

Pixel Deplacement : X 7 1 X — 72 I3HEBEA 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 0T WA EMZFHETLET
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 I3#MEAAIC L Y Contrast $ & O Brightness %
AEYT A TEET(-100 25 100 £ T)

Gamma: X 74 X —FIFFEAAICLY Gamma 2/ TS5 &N TEET
* &1L 0.01 o 7.00 (ICLTLZE W

1 KB TIREGIECARY, 1 JYKRETNIEAEZ LAY FT
BERLICEEOBHEGRERTLET
BIRL-RECUIBZRBLES

HEZMPEICRL £

VI-2-4. HSL/HSV Colors WideField(# X Z)D#ge ¢4
Hh AT TH/E SN/ RGB E&IZET LT HSL (Hue, Saturation. Lightness) £ 7-1% HSV
(Hue. Saturation. Value)iICKX VHIEAITHO Z &N TEELT

Filter Settings

Channel Chl: % Hue

Color Space:
HSL

HSW Lightness

Saturation

Channel: &fEZ{TY>F ¥ > 1L EHE T XS

HSL/HSV : 8 Ex TS AEZEIRLET

HSL : X RENRZDLOHINET 2 6)

HSV : MRt RICRET L TR LoD B)

Hue : R 7 A X —F /- I3BEAAICL Y BEEZAZETE £9(-180 A% 180)
Saturation : 2 5 4 X — - FBEANICK Y REEFAETE £9(-100 » 5 100)
HSL o5&, b0% CTEENTRAICKY £

HSV 054, 100% CEELN®RRICKRY £
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Lightness : HSL Z# R L 7-3558. XS NE T, RI7A X —FLIEHBEANICL VIEE
ERBETEET, EN—BREVWEE, BEAN—F® 4N £9(-100 5% 100)

Value : HSV # #IR L 7-3/E. [XRaNET, X7 A X —FRBREASICL Y IEEZH
BTEEY, 50%0 & T2, BEAN—FS<HY £9(-100 25 100)
ERLAREDEZEGRZRTLET

LN EIR L 7CERETCLEEZRBLET

REZNHEICRLET

VI-2-5. Background
EHRKRTOBEZZRTE TSI & T, Background #2522 &N TEET
SIEBBRIL, T—XELDHEAIC [_BSub~] "o EFF

Filter Settings

Channel Ch 1 < Background (o]

Channel : %% E 9 % Channel &R L £ 7

Background : X 74 X —F /- I3HBEANICLVEREZZETEET
8 bit MIFEIL 0 A5 255, 12 bit DIFEIL 0 A5 4095
BRLACREDEZEGRERTLET

A RN L T-ERECAREERALET

REZMPEICRL £

VI-2-6. Baseline
Baseline DX TEAXET 5 Z & T, Background 2z 5 Z &N TEET
WIBEGRIE. T—2ED% A2 [ Baseline~] A 2& £

Filter Settings

Correction Minimum 5| () Increase Dynamics

Correction : LI TD 3 DD 5ET Baseline #EH L. BEEH,S5Z2FT

Minimum : &/\#E{E% Baseline & L £9

Mean : F9$EEE% Baseline & L 9

Eliminate Autofluorescence : E#[EliR i S n > 7 FIL DA, &/IFEE % Baseline & L
E3C

Increase Dynamics : Baseline Z 5|\ 7z, STTO X7 — L ERUICH 2 LD ICHEEE% 5]
EEIFLET

BRLACEREDBZEGRERTLET

DO EIRLERECUIEERABLEY

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

VI-3-1. Median

IR EITNET

BRI IRITHETFINE T

WIBERIE, T—XEZDEAIC [_Median~] 22 £7

Filter Settings

Radius 5,00 |2 Iterations 1,00 |5 () 3D Filtering

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

Iterations : RIEFAEZTIEHEZREL XS

3D Filtering : Z Stack B{RICH L TAIBZITHIHEONICT 2 & FEmTlEAL, L
LTEELEXT

BERLI-REOESBERERRLET

U ORI LR ETCAIREARBLET

BREEVIBEICRLEY

VI-3-2. Blur
BIANEBAITWE S
BB, T—XZLDEAIC [ Blur~] Ao F5

Filter Settings

Kernel Size

Kernel Size : 3% L 78 A (Pixe) DIEE DR EAEE L L THRRLET

* Kernel Size »'3 M & &, 3x3 5t 9 Pixel DFEEA /LD Pixel DIEEE E L TRA S
nEd

BRLEEOBZEGRERTLET

BIRL-RECNEZFBLET

HEZMNPEICRL £
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VI-4. Segmentation
BERIC7 AL (EE)EZREL. BECERZMELET
VEEOFETTANRY VI TEET

VI-4-1. Thresholds
BREREITOBRENOTRE LRERETCEET
MIBERIT. T—RLD%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{&XT~3 2BMEO TR L VO LRZHRELFT
Binarize : TIRA O LROHFEANICH L EDZH, TREIY TZE20{EL L TERLZE

E“ﬂr

ERLIREDHDEGRERTLET
LN EIR L 7-ERETCLEZRB L ET
REZNHEICRLET

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

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 /N NEWEBEHIRYBRETFI(EAH2FH)
Dilation : #&% L W K& L, REZBEDE I (EHrH=FE)

Open : Erosion @& & |2 Dilation Z{TWE § (EAHUER)

NS BBEDEY BRONET (/A XDEVERICEMNTY)

Close : Dilation @& & | Erosion Z{TWLWE T (—&FTF)

BREAEE Y F T (BEICIKRITHAH D & 5 BERICEHTT)

Radius : 327E L 7= 1 X(Pixel) # EE (CAUEBAITWE T

BENKRZTWI L, FFRICKRE DY £7

Iteration : RIEFTEAITOEHEHREL £

3D Filtering : Z Stack BfRD#HE ON (CF 5 &, FETIERL, EKFEEL
TEELET
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ERLIREDEHDERERTL T
BIRL7CERE CUBZRBLEYS
REZNHEICRLET

VI-4-3. Seeding
Z Stack EIRD O FRE LICENBEZH DOV 7 FLOMEZITAET
WIBER L, T —RXELDHEAIC [_Seeding~] H2E %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 : it L 7= WEFTD XYZ BZEIZE®RZ 7 ) v 7§25 LBBANSNET(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
LTHRRLEFT(T7 4L bIiE ON)

BRLACREDHZEGRERTLEY

AN RN L T-ERETCARERALET

HEZYHAEICRL XS
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VI-5. Dye Separation

BEREDORNIAFEZITI) ZEATEET(S/NOVWLWEREZEAWS ZEHNEETY)
TROLDICEVWDITZLET

Channel Dye Separation :
CAEZITOWAEWEHLERD TN I NERBER L TWE Y TUAHH S5 H. BERANICEHN
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 FLVEGRZ(ERYT 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 X7 W55

- Automatic Dye Separation T £ < WA R WIGE

VI-5-1. Automatic Dye Separation
ZBEERICBEVWT, EXORNIADEEGZHEL. 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 > DMESEA B 1) =i

FT(/ ARy 77T RA5ENE
A)

Strong : 8H KO F.LZ EAEICHENTET @
BEIhxd

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

255 255
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Manual : RN ZADEGWZFEITHET 27 |[EEETIRes

ENTEET ch1 Ch2
«Manual ZBRY 5 &, BEARTENET . o =
Edit Matrix : Dye 1 £#7z/&d Dye2 ® Ch1 &

DV Ch2 BB RNIADEIGZ 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 —LEREEZZEELEEA

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 ' ON IC7 > TW5IHE, BE— Seq d

Keep Raw Image :

BRETHLERTEEEA) bt
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 T

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
ZEERICEVWT, BRPOEBDMUEDHCBELLL ZEICREDOFN I AMEZITVE
.a—

MIBERIT. T—RELD%AIZ [ Processed~| AA2E%£9

Channel Dye Separation

Rescale

Per Channel
All Channels

Mo Rescale

Measurement Area : Reference Z iR E T 2B DY A XZ&E TE £ 9 (BN1IE voxel)
Add : AX%EID Annotations Tool % 3R L.
Reference & 245fT&2 7 U v o35 &, +FEHEK
RENET

Add =2 v 24 % &, Channel DIEELLLNEFRIN
EJC

Clear : &% (& #k L 7= Reference ZHIR L £
Clear All : E#% L 7= X T ®D Reference ZHIBL £

Annotations M, [J O

= (Y el e hm) A=)

Per Channel : xR —JLEZE% Channel T & ICEF L £9
All Channel : &2 RX - —IL&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

Keep Raw Image :

MONICR->TWD L ZIIERTEEEA) oo

Keep Raw Image : Dye Separation 2175 8IDT — X % oSz
BLTHCHBIRTEET vy
DS 1, DS 2 : Pseudo Color # 58 F CE £ ¥ i e
Matrix : Dye Separation Z 175 BRORNEOE G WL Z & Reset Matiix
ETCEFXT

Reset Matrix : %7€ L 7= Matrix D= YUty LT

BT v 2V TRYAARRLZEREEOERT — X L TEHRKO 7L T Y XLITHE-S
THIBZITV, BHXEDRNIADMHEZITWET,
BERLI-REOEZBEGRERTLET

DU EIR LR ECHIEERABLET

N REAVEEICRLES
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VI-5-3. Spectral Dye Separation

HRABISER L TRV IAALET—XICE>TEEB LT — %I L THEFTA21T O EET
.a—

BAEEICDOWTIL, 11-2 Lambda Scan @ [X R MIVIEHRAEZ 75 71] OIBEAZ S8BT
T
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VI-6. Topological
SIEREEBRICELLT2D £/21E3DFRLET

VI-6-1. Topological Filter
BRD & SICZ Stack BROE S IEReEIBFERICERL T2DHRRLET
ETHIEEESR. & T Topological Filter AL % 4T - 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 7= Bik% 3D FxL £ 9

ATHEBEBER. FRA Topological Filter {LE 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 : BB = Epd 2B OEEAZRETCEET

X,Y,Z: BEArFKrnInEd

Scaling Factor : Z o5& %#8fAT 2 2 &N TEET(F 74 /L biE 1.00)
ADEBRETERNZ v/ IREMER, ARNTYITHEX-LTHIENTEET
BERLI-BREOEGEGRERTLET
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 > T35 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 2EEEXREL £
Pixel DIBEIE 7 U v 7§ 57213, ROl DBAIE RO AEEL T
3. Press Preview or Apply :

Bl 2RL-2EoMSEREERLET

BIRLBE CRBERAL £

58



Jeica

MICROSYSTEMS

Show image for current position : 2D (f{teh : phkS, 8k : =) EE2 o Vv o795 L,
BRSNS L URAETREINT-BEINIRRINET

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 : BEA R TONET A, ERSNBZRD I F U T 4 —IFEWTT
Triangulate : BEEEZEIC N XA —R=ZAFEIEZHAVCHEELET
ERENBZHD 7 FY T4 —ldEWTT

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 3D Viewer
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 Z R d 2B DEEAERETEET

X, Y,Z: BlEArFknInEd

Scaling Factor : Z 0@ x %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
S LEZEBRT—25HEICEEERTOI LN TEET
¥ Tool

Intensity ¥ [ ! kil IJ_L

Intensity
Colocalization

Intensity : BISEIR EICIEEL L 7= ROINDEEEAXEET 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 :
AIEREE (Channel Z & ICERENET)

Length : ROl ®& & (um)

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

Variance : #EEE DD

Standard Deviation(RMS) : iZ#(gz=
(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& HEDRENKE L Pixel DEEE
Maximum Valley : F9{ED b H B DRENKE L Pixel DEE(E
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 #£&88), 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 AFEHZRY PLETIERRRR XY b IVESE

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

ch 3 Z B EHRIVSE

Report : ROI pMEONT-BIR, EES 7 7. AERERE XMLEXTHAOLEY

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 OEEED 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{EEE(E
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

¥ Tool: "Analyse PSF" 0/,; FWHM(FU” Width at Half MaleUm);ﬂuE%?fi Zen
Intensity ¥ I‘: ! ak EL TZ X El

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

ROI : ROl ZEHUERK L7=BE. 77 7ICK KT D RO Z&RT DN 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
BR®D Channel Z#RT B &N TEET

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

Spectrum : =} XY FIILZEEUE L 72 BIfR T Stack Profile Z3&IRI 5 & BEHN T T 7

FRINET
Exc. Spectrum : pif2 X X7 ~ L& EXFS L 721E1& T Stack Profile ZBIRT 5 & EEN 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 THRRLET
SortROIs: 72 7% ROl Z& Tl TCRRLET
AllinOne: —2D 77 7ICdRTEFRRLET
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VII-2-3. Select a Calculator
Stack Profile BEiREFIC, BEBZBWFEZTI LA 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 bILEEIS L ZEEBRD ROl OBEEAEICHEATVWET
Spectrum/Frame : &=t X 7 bILZES L 72BHRD Frame OEEEZ EICFTEZTWL
ECH

Exc. Spectrum/ROI : Fhf2 X =7 FILZES L 72B{&R D ROl OEEEZEICFHEZTWLE
+

Exc. Spectrum/Frame : fiif2 2~ 7 h L& IS L CEI&R D Frame OIEEEZ EICFHEZ
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 BEZFTE T 5 55T

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

Draw Background ROl : /Xy 7 75> RE R 2FEZHE T 27-0D ROl 2R ETE
ESC

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

Calcium concentration according to Grynkiewicz

BHFRE LA E (T Grynkiewicz D F7EE AW THIIEA Calcium JBEE%251E 3 52 A5 TT
Ref. Takahashi et a/. PMID:10508230, Grynkiewicz et a/. PMID:8894275

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

Ratio : Fh#2t 340 nm #EEAE/BHASE 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 Thhite)

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 #5t&ERXICEAL 7

Load/Save Calculations : 35X EEL E#RELLIETOHET I EATELT
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: ETBDEZANTEEY

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

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

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# - A 2BEEAXE L £ 9 (Definition of FO) TEET 2 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 270D 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
TLVTYXLEZEILT Ay T4V T %TVET

T4 TAVITEITWEONIERIZT 7 7 EICEKRRINET

* plfkS R
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VI-3. 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: "7/ > O#8E8R %, Chl & Ch2 OEEMEZ+1 H -1 THL.
+1 DFBEREICHBAEL TV A (EOHEBEER) Z & 2R d, £/, -1 DHEEHBE
LTOWBWCROAEBERRICH D) I L eRT

* FHACTZE 2 DIFIFERICH 2HBE/EITTT

Overlap Coefficient : +—/\—Z v 7Rk

Chl & Ch2 EHLYZ 0N 1 TERL, 1LISEWEEHBELTWSZ LZRT
Colocalization Rate : #/57E L T \» 2 Ef&(Colocalization Area) z /N v 7 757 v F &Y £
|12 % mi&E(Foreground Area) TE| - 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 FIRERE
Intensity Sum Image : BREEICE 1T 5 HAEE DK

Intensity Sum ROI* : B&R2IKICH 1T 2 HARE D

Intensity Sum Colocalization : &/E7E L TWL 2 18I C 5 1T 5 R AERE D
*ROI Z1EE L7 HAICOATRRINE T
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Parameters
HBREXRAHNET IBROBEXRXRETCEET

v Parameters & Threshold Ch 1
Threshold Ch 1 (5 TIEFINI-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 ¥8EDEI&%Z ANT 52 & T, HBEXFAE
BEZRET DI ENTEET

Background Ch 1, Background Ch 2: Channel 2 & Channel 1 ~®_ Channel 2 5
Channel 1 ~ORN I ADENGEZANTE LT, AREXKAE~NOFEL B TEET
Link Background Ch1and Ch 2: 0N (C/ > TW 3354, Channell & 2 D
Background O EIEAELICAY . OFF 0iBa. BRI ET AN TEXT

Overlay : Pseudo Color BfRDO B AT, £BEL TLWEHENHIATEREIND,
Colocalization Only(Black & White) : /&7 L TL 2971 % B T&x
Colocalization Only(Color) : #£E7E L TW 32D D A% Pseudo Color THRR
Off : Pseudo Color B2 1F 2R ~T 2 (HBEL TLWEEHE L 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 RITEFROEENRIETT
(CIERTFLA)VRRD AR T X —,ERITNIE YERTETEIEHTEEY)

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

Ti% 3D Viewer icBhEmE

2 RIS & B EGIEE

Ny =T

(&)
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VIII-2. 3D Viewer X = a2 —
3D Viewer DEBIZH 2 FTED S 3D RRAEDEBEVCRHABEAITI ENTEET

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
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HEINTEEXT

Volume : £ tE/R, R LCEEE

.g_

Maximum : EhsR@/tR, R UCEBEETHNIE,. BRITIC

_a_

Shadow : & _E&E#&. Volume RRRIZ

* JLIBAE
EabEHLEY

Volume D& EHE @
Blend, Surface. Mixed ® 3 DDz RAENH

Volume Maxamum

Shaded
Depth Coding

"

Blend Surface

Opacity
Minimum
Maximum

Gamma

Background

Intensity o

Blend :
Surface :
EIESED

Mixed : Blend & Surface oA,

EHECEET

Shadow

HDOBERERZFHES 5 & T,
KOBHAAERAEST 5 & T, IR ERET

THEAITLIC

VET

Volume Maximum Shadow

Shaded
Depth Coding

v

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

Shininess (0]

Background

Intensity O

FDFEBIR & BBETE)

BiTZRETEES

Volume

Shaded

Depth Coding

Blend

Blend
Opacity
Minimum
Maximum

Gamma

Surface
Opacity
Threshold
Specular
Ambient

Shininess

Background

Intensity Q@

WE> THEEEME< RS &S ICRRLE

BEbhodELEEBERRL X

e A CAURRERfA L CRRLET
LW T, Volume F7:1% Shadow % OFF MIREET/R T X — X —DFAEXITS

Maximum Shadow

v

Surface
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Maximum 3 & U Shadow DX EEE

Volume Maximum Shadow Volume Maximum Shadow

Shaded

N

y Opacity
Minimum 5 Minimum

Maximum Maximum

Gamma Gamma

Background Background

Intensity Q@ 2 Intensity (o]

Shadow

Shaded :ON IC¥ 2 &0 P 7R b2l THRRLET
Depth Coding : AE&R®D & 5 ICEITAMICEZ I TERRT /| Depth Coding
ZD e é_’_ 75\—( g i '3— Draw Depth Coding Scale Bar

Scale direction Front to Back %

ON 2T % L ARIMBIIFRRSNE T
Draw Depth Coding Scale Bar : A E&GD & 5 ICEnZfL & ®E
TORIDRT—IN—FRREVNEZDHZENTEET

6 pm

Scale Direction : Front to Back, Back to Front A% 1. &% ?:ﬂ
ai?%%\Qﬁb%mt%mﬁb%~&%?%ﬁgﬁ??i zim
_a_ 0 pm

Elongation
Azimuth

Distance (0]

Shadow Brightness

Shadow : OFF |29 % & g & 3EFRRIC L £ 9 (Shadow D)
Bl v rv2e. srEgrsranzs
Elongation : BB519 % Yt A FEEE (Channel B T4@)
Azimuth : B8543 25t D51 A (Channel fETHi®B)
BIERFD*DREX Ty 7 EE7 Uy 7T ROBFUBEZEZAD I ENTEE
+
Distance : 5 ¥ COERZZE T&E £ 9 (Shadow D)
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Shadow Brightness : D% X #ZE T £ 9 (Shadow D &)
7

BElend Surface

Opacity O

B Yellow

S GlowDark
B Glow

B Glow (0&U)
B Gey(O2U)

hinirmum (0]
hMaimum

(Gamma O

Opacity : "EHEAZETCEET(EC T D&, BANRCT LAY £9)

Opacity ® X 5 A 7‘—756:37)%)- o)y o9 BHE, ERREGRAFKREIN, Pseudo
Color zZETE XY

Minimum : R RO TREZZEETCE £

Maximum : &/RD FREZZEETEET

Minimum 0254 £~ s 252 Vv 735 &, ALBEAERSN, EROT
R FRREZZEETE X

Gamma : BEROA YV EWEEB) ZEET 5 ENTEET

Gamma D254 4 —HEin oMM 57 )y sTBE. FIALMIRYET
Threshold : &9 2BMEZZETE £ (%)

Specular : B SN/ EZRETIEGVWERAECTCEZ LT
Ambient : B SN /- a2 RETI2EEVWEHAETCEET
Specular 1 Z AEICE T B FREZIF. Ambient [ Z AN DKM
Specular 5L Ambient DX Z A4 X—FIZH B - =7V 795 —
&, BMAERREN Pseudo Color #ZEECE XY
Shininess : XRREAZHAEL T £

A D
Background : [y Y = AEs Uy TR ETRARTEN, B2E

TEETHIENTEET

£ C ® Gradient Z ON (C§ 2 &, BEBE% L(ETHE
ELEB)DLTNETEELIE)IANTZT—a D
hho7-BICEETEET

+FED D Blackz ONIC9 % &, BREARICAY £

< Gradient (C

Intensity T 0 /%055 S EET 52 LA TEET

(50~300. Intensity #Z #3252 L ICLB2E =B, Frame, Scale R EIZHDRRANDFE
ZiihHY FHEA)
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VIII-2-2. Functions for Displaying Images
B 0BE, [, Frame PXT —ILAA—DBIAREETI A 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 OfRINADIDD VD EDIZZATr—IN"—%FKRL 4 (EGZREE 23
ERT—NUNR—=PDFRREINDZAIFEDY £9)

Scale Bar : 3D Viewer BEA FICRT —Ib/N—ZFRRLET

Auto-Spin : 3D EE 7 U v & RF v/ Li-A@ICEELE T T (AEEEIZ RS v
JLEREICKTFELEY)

Motion : 3D BiEFREZEH IC—EDAE CERICENEITET

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

Channels : Channel & & (CE— Channel ElfR»" 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—XZABFT 2 ENTE, EZRELTEELALYATERELZLD
AR EHS AN TEET(T 740 M 300 055 90)

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

Date and Time : EIfREUS HEF% 3D Viewer EICFRRL F T (ETFAERAFBRD 5EIR)
Relative Time : Time lapse Zi&R& L 723546, BEXNHEERH%Z 3D Viewer EICERRL £
T (ETERFRD HER)

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

Scale Bar : 3D Viewer BIHIA FICERRINDRT —IANR—DHY A X075 FREDEE
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 ICHEARTEINE 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

I~ & BLZENZNGED BERARD)XZ BrmE., YZ #¥rm. XY #makL TL
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)

KEDERDELODZREIEDLE, LI—ALZNICEDETCRERL T

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

Manipulator : KEIED D FRWHE DA ATIIKRET
FZvrd2LARDOLS ICHEOAEZBHEICE
ABZENTEET

Channels: 7V v 742 & TRIARKRRINE T

All Segments Selected Segment

Transparency Surface
® Channel 1 v

© Channel 2 v

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

All Segments : IEXRTREH TD Channel T & DRR/FERTIEZNTEET

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

Reset All : ¥ RTOEREZT 74/ MIREL £9 (3D BEROEEAN Zoom B EIFRY F
tA)
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ERFRBERyDRNDE T Y v T
T5E. ARNKRTEINET
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 |
JGCTRTRZEZER, BUNIEERICAY X
+

Opaque : Clipping Plan R D¥EE(E G L
TRREZZ, BUNIEBICAY X7
Apply to all : 3R L 7= Clipping Plan 7217
TH <, ZDMoD Clipping Plan I2EWTH R LR E(None, White, Transparent,
Opaque)=ERA L £¥

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

Yaw : Clipping Plan Z/KEAH@EICE WD, TEEHBO[EERA

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

X-Y, X-Z, Y-Z : Clipping Plan %z XY WrfE. 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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VIlI-2-5. Movie Editor
BEROBEEERTEET

EX® Movie Editor # ON 1232 &, 74V KW
TENCTFTHA AR REINET
*HRRICE Y ONICTELRWEELH Y F9

lace 'Remove ' Clear Frames 100 | Yo-Yo ¥ [Preview

Movie Editor Save Image...

Key Frames = Add Rotate.. Frames 100 Yo-Yo 7 Preview x24 Undo Settings..

AM:@@%W&T%@\@%@ﬁ%?#tt%ﬁ%?AM%ﬁUvﬁ?%t\tﬂ@i
S 2z b Y 3 I 7=+ 3 [ Add L 7Z3BA T ALgEAE
L7, RORI BRI LMLtﬁ%iti RIRENTWBEMAERLET
AIREBIROME 7 Y v o L. Add 2175 L ZOBEFTISEMNT 5 Z LA AIEETT

A% )y V& FZ v/ TEINT I LT, BEDBHEDRIAER DI ENTEET

Rotate...: 7 U v 792, AMARREINET Fereene » *
Horizontal(FE1E) £ 7= 1% Vertical k) CRlExEh & . -, 180°

360°

+/-. +CRIEAA%Z, HiETREA%,. Custom angle T 20 Loy
TROEEZANTEET cmomane
BEIRT B & el ~ R TEN B E ) .
ABhEInEd

Replace : EZX#: X -WEFTOHWR%Z 7 v 7 L. Replace ¢ L BRI NE T
Remove : JEL7ZL B WRZ 27 YU v L, Remove 4 L HETE XY

Clear: ZFE LI RCOFEEHEELEFT

Frames : #BD Frame X ECE £ 7

B > BiE 0L A% Single. Yo-Yo, Loop A SEBIRTE £ 7

Single I 1 A2 IFHE4E. Yo-Yo I3BE L FEEZEYRL. Loop dBEZRYERLEFT
Preview : FREEBOBF4EAFET, BEZHBELEXT So o

Bl oaomsng s minces £ (813 Frame/s)
Save... ! GRAERTRIN, ERRL7-BBIZRETEXT
Project IZBNEIEREED ETF& Z (S, BFlZ t & LT
Project NICHREFEL £9

Undo : BERTOBNIEZERYHL £

Redo : Undo ZERYEL £

Movie 1080p (1920 x 1080) 5
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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 > ~HE
T Threshold #Z x £9

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

Channel Color : 7R > FEIT Channel Z&DBEZEX X9
Clip Planes : K4 > F[ T Clip plane TRE L 7cRR/FERTELZFT
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 QDX 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 Image TIRAEFRT L TWLWAEHE®D Screen Shot #{R7FT 52 EATEXT
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VIII-3. 3D Annotations
ERDLSIC3D BEERPISERAEAND Z N TEET

Projects

+ Show in Viewer

New Annotation : 7 U v 7 L7-% &, 3D BRDERE AN —
WIS E A AR RT AU TOELEEETRIBEEICY coption copton1 (@
Uy odse, ARERMERBAXERTENRRINET Ry —
Caption : ‘FRO X A b

Text : FIRDOAX

Remove : ZBIR N TWL 2 ERDOHEIER
Clear : T XTOERDOH|K

Configuration the Comments Field

B zrvyr92c sRpETRENES

Show box : JFROARA > FMIBOAZFKKLET

Show text : FROAXE R RL T

Show arrow : JFIRDOFRA > b EFAXZ DL CRz R~ L X

Font

¥4 Opacity

Caption e
Text Color : T4 A ML OXFOEELEECEES s
Font : JTMRKXA PLXXDT7 4> MY A XL EEZEETE o
‘o ckground Color
Opacity : FIR&Z A FILORREFMORNEHEZEETE X
+

Text

Text Color : FRAX DX FDOEZZLZETE LT

Font : FHRAXD 74 v b YA X B EZEETEET

Opacity : FRANXOERREFTONEHEZEETETET
Background

Background Color : FRETREFOEREEZZETETET
Default Setting: 7 )V v 73 2¢ 774/ FDOREICEY £7
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VIlI-4. Processing

IERAEERKRRICLET

CX—=LT7T7MLET

EEROKXRT/TETEET (%)

P X—LAvLET

TV ELEERRICLET

: %R9 % Channel &R &£ ¢

: Channel ® Pseudo Color L BAZ & ZRETEE T

CERETAERRICLET

EEORTRRT—ILERKICLEY

TEEOERRRT LA —EBRLIWEZAICADYET

CEEORRRAT —IVERETEET

1 & Channel DEhEbHEGROAZFR KL E£T

! & Channel OERIEHROAZFRRL £

: & 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: VYOS HRFERETHIENTEET

24 : WHRRTEHEBROBZIERCE X

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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VIII-5. Processing Processes
TERNTA—=—X—ZRAWD I & T,
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

-

Jeica

MICROSYSTEMS

ERLIEEITH &N TEET

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

JHEMECH®E T 2R TT

Operatlon Active : IHE K L TUIBAIT S MEIRTE LT (7 7 4L b L 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 : % 4 L7 7 X EXYZ LINDRTH B BI5E. Th

ZNICHNDINT A =R —THUIB L £7

Dimensions
Crop : JEE#HFEZVIERA Z &N TEEX T
FlipX,Y,Z: X8AmOKE, YE#AEOKER, ZStack BIROKER(EFZZE X 5)
Dimension Reduction : 3D 7— X2 %Z T2 3 2DHET 2D BHRICEIRT 2 &L T TEE
+
Maximum Projection : Pixel IZC5 (7% Z AR TR EEEN S WHBEZHA L TEx
Best Focus Plane : %TEU)%\%’E@@% (v =72 )N E|H KX E W Z Stack % R
EANE 2R
Extended Depth of Focus : & Pixel ICEWT Z ABTRLY v — TR ANELL A
BrHEALTHRR
Concatenate : 42 BRT — X EMTHEINTEXT
Uy LAERT AEGREZEIRL, +F721d-TAKRT 2EGRZIBRT 2 Z N TE
EJCN
Dimensions : Bz & 2R Taeh O ERTEET
X, Y, Z, Channel, Light Sheet Excitation Angle, Emission wavelength, Excitation
wavelength, Stage Position, Time, Loop, Live

Resize
Factor XY, Z : XY £7-12 Z D Pixel A ZEET B EMNTE iT
Image data type : &RAT —/IL% 16 Bit h 5 8 Bit ICEE L. AREAFST
ENTEXT

Rescale : BEDFK/RRAT — /L& TR 3 Dh 0EIRTEET
No Rescale : £ RRT —ILAZBE L FHA
Maximum : R KFRRAT —ILzRHB2 WMERTICEHLEET
Min. to Max. : /B L UVTRART —ILEREBEVWE ZA LB WVEMICEDE XY
.27 VUv o3 3%E, Dimension Setting 3% C& £
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Mosaic Stitcher
VI-1-6. Mosaic Marge(44 ~—) 50

Sharpen

Delineate : EAHFDOERZIMYKBE, AV IR bZ EIFET

Unsharp Masking : / A1 X% LIf2Z ¢ %<, Yv—7 32 A%LEITET
(BIRMEDELAKE L Pixel BFEY . DN Z W Pixel l3BrEINET)

Smooth
Gaussian Filter : FEBEZROEIOEEEZ R LA LDEBICH CI-EADITEZLIcH L
TSR EEERY £9
Sigma: IOV A XZHBETEET
Sliding Average : B EZDOEAOFIEEEZEY £
Edge Preserving Smooth : F/.0:7h o DEERES K RO DIEE(E & D Pixel DIEEED
EILSUCT-ERA DT Lzdh E FIEEEZERY 9 (T v PfHETEEENKE IFNIL.
BBAMELRY, Ty IIREFESINET)
* /A XOKREVERICENTY
*BERILIBLI-H EICIDIBEIT) LR TRBRESBONDIGZELNDHY £T
Strength : SBEERIHARZRECTCTE T (T 74/ ML 20, EEHLIZWERFBRLAHLY FT)
Noise : FRU B /A XL RNILERETCEXIT (T 74/ ME 1)

Noise Reduction
Median Filter : Size X, Y, Z THRE L 7-HEOEEDHREXEEBE L £
Wavelet Noise Reduction : Wavelet Z#az &l Ty P #RH L, Ty aRKkLIzFF/
A X%MWZET

Noise : FTE L /BT DRERZEEZ /A XELTBRELET
*BRNEBLI-HEICTDMBAEITS LB BRI BONDHENHY £T
Total Variation Denoising : $EEZ(t DIEXFEZED L 7=ED D BEIERDIE O H S Z KD,
JARXEBRELET
*BRNIBLI-HEICZDIIBEITH LR T-RBEMBONDIHZENH Y £T

Background
Background Noise Reduction : F.0:h 5 D EERES £ OO OIEEE & fthod Pixel DEE
EDEICIGUT-EA D% L1z L FEEEZIRY £9 (T v P (HETEBEENKE TN
IE. EAMELRY )

Sigma : STEZITSHMAZRECEET

Noise : X E L 7-EUATOREREE /A X LTHRELET
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Background Substraction : Size TREL7- KT I DREEE S 7 7O TRIICHKD £
IZBIH L. ZDERONBIOEMBEES 7L e LETEUEE / A XELTHBELEY)
Size ! STREZ T HHZHRETETET

Arithmetics/Combine Images

Image Calculator : AR & 5 BEtE#AFTRI N, BHREZROET
B% Pixel & ITRET

* STEI$ 0-255 +° 0-65535 % £ D Gray Scale Tld# < 0-1 TiThh [T
E3C

Gray Morphology
Gray Erode : B D#EEE /NS LET
Size : NI THEAVERECTEET
Gray Dilate : BifRO#EEE KT LET
Size : KEKTHEAVERETEET
Smooth white detail - Open : Erosion ®#(Z Dilation 2175 Z & T”/hE WEELBRAN
ECH
Size : B <KEAGVWEZRECTEET
Smooth white detail - Close : Dilate @& & |Z Erosion #1795 Z & T/hE WRAZIED £
+
Size 1 1B LEAVWERECEET
Find white detail - Top Hat : TtOE/fk & Open LA T -BEROED AR KL ET
Size : FHRET 2HLIDEAVWERETCEET
Find black detail - Top Hat : Close ML A {T-> /=B L TOBERD EN % FRL £
Size : RHEBET IEIOEGVWARETEET
Enhance white detail : BRDHZ W& 2 A%z L £
Size : AT HIEEVWERETEET
Enhance black detail : BirRO 3> b2 b EIFET
Size: AV IR ELEITZEAVERETEET
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Segmentation

Threshold

Margin : Threshold TE&E L 7=1&+/-Margin TKE L 7-1&E % (&

& L£9(Threshold 12, Marginb & &, 7 & 1712754 %)

Reset : EQE L 7= Threshold DfEZ § X THIBRL £ 9

Undo : BEXREDERIEZHEIBRL £

Manual (BB ERSEZRETCEET
global threshold - Otsu : PEEEN R L RKE LRI KDEZE
BeLxd
global threshold - Iso : EZH 2EZZEL. TNULEZT (S
NUTOFHEZEHLET
INOLDOFHEEREL/EELERL, FHELY B REL L ZDEZFHEL L
ESCH
global threshold - Triangle Threshold : £t X b /'S5 LD — 2 & T & AR THU,
COREER N T LDEDDRIAEL L 2EZEHEEL LET
Maximum Entropy : —fB{t L7=f%, ZNZNOHHELTY FAE—HIRKIZK DE%
BeLET(T74ILH)

< R R

BRI . v b5 TR AT T £ 9 (Auto CILEIR T2 £ HA)
> P S R s

v 3 - Adjust Threshold

Reset

" Apply Automatically

Separate Objects : EHOEENEL TWBE, DI £T(BD 0iFE. HEXRAD CIF
HHEITRESINET)

Object Size : AL LB EDY A X% LITHIT o F 3 (EAIIdum)
Skelton : 1 Pixel(Voxel) DIR(B1&) e BEDHITIER L £ 9
Fill Holes : Image Processing Pre-Filter x> Adjust Threshold L3 % 1T
STBICTEBEDONZEH £ 9 (Intensity TREBHZ LV H /A X . .
ZHR BT ENTEEY, ERER (). LIBE(E))
Distance Transform : —fE{t SN7-ERICIF L T, 0 &3E 0 @ Voxel MO BEEE#FRRL
ESr
Gradient Magnitude : XYZ AAIOBEDAROARET S AR RLET

Binary Morphology

Shrink Objects - Erode : Size TRRE I N/EHH I 7 F A HNILR/IEEE % I H
L. RELGBEZ /NS NSLBEZHRLET

Grow Objects — Dilate : Size TERE I N/EHHIC> 7 F LA HNITRAEEEZ HH
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L. BE&EKREL, NILRRAEAZEDET

Grow Outlines : BEDFKMEZ B L. Size TREL/DTLITRELLET

Discard detail - Open : Dilation 1T > 7-%&IC Erosion Z[F U[EI#/Z 31TV, /A Xk L
NS EEEHERL X9

Combine black detail - Close : Erosion Z1T > 7:#&(C Dilation Z[R UC[EI#7/Z (31T #
BIZHDNSIRIRITEIBDES

Open and Close : Erode, Dilate. Dilate, Erode @JEICALIEL £

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

Split Touching : #AtL 1 D& L TREEINALL DO ZEBEE IS T XS

Invert : |EFRINTWBEBZAL, BIRSNTLWAWERZRIRLET
Edge Remove : B0 4 DICHEL TWAHEEEHBRL £
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eLca
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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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