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123456
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Leica Application Suite X
20215022 MICROSYSTEMS
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“machine.xlhw” , Microscope e
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2.2 B A R A

1 DhReA e : 2808 E (Configration) . FHHHHUE] (Acquire) . FZALIE (Process) .
A E (Quantify)

2 TEHRASCHE A DI Projects FUAT I /™ Y RTH AT IFAIIE F-, Acquisition
TR 1T T RE AL 1 T REFR LRI 25

3 S EC O EIGIRER Format, T speed EBIK Zoom factor. T ERL
Rotation 5,

4 =AW T HY, FTEMN SR =430 2 #aE, M HA B E

5 JEEEER MR I, M LA EMLE IR T AR 2056 I ) S s 4 T RO A ik
6 WBiE RN

2.3 RS T B
231 P B

AL R E ALY B D S BT M R e, SR Objectives” 8

i
TR (A0RIED -

amsplitter: DD 488/552 o

Total Magnification on ‘
{ '_J Eyepieces  400.00x

Objective Nosepiece-Mode: Dry.

Objective: HC PLAPO C52 63x/1400IL <

HCX PLAPC CS  10x/0.40 DRY
HCX PLAPO CS  20x/0.70 DRY

N D X 06 |
) )

* | Port; Right 100%

HCX PL APC  40x/0.85 DRY
HC PLAPO C52  63x/1.40 OIL
Empty 1x/0.00
Em pt}r /000 |

l;a'ng_;e'r scan [




2.3.2 I3 5%

Transmitted Incident Combi

BF 4 FLUO o FLUO-DIC 4

POL

19 BF #E8H 30 5%, ¢ TL-Shutter ] |

BHRETANE L, easnm G, M LE

FLUO-Filtercubes

FWZks (AR, EMSHEETE | iﬁwﬂ.f

PEEIEM T o it R e L 1o

FEEIER 2 fePE, W AL
[ “INT” DUREFE LI, A RGRCH
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Hiash LR EIERILE (A D

W
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| Transmitted Incident Combi

e B HUETARA) FLUO S el e i, |

POL |

FOLMBOLE (WA ERR),

FHEAOEI S (SHUTTER) 419506, | CipiE

b e ov Lo v Jooo o]
PEATRE AR 9SS S o 3 4% Filtercubes i1 -
BEAT AN [RIIHTE A 26 A, DAPLLP 2 (hilijE , FITC_LP 2k fifiis,

RHOD_LP 24 failiE. METHE)T, % BMBinTHE ER “SHUTTER” 4%
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RPEHE L, 8 DIC (s T¥) . POL (Rt) PIFINEL )7, DIC i#

WHTEWVR ISR, MGSORZINTFERE RS, POL & T HATRT
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setting” RS OAIRE, WOLMK K *
FITC-TRITC-Cy5
FITC-TRITC
D B R, R = :
Reflection =
Transmission ]
gain [ offset #82r HBNIE, & JLFEH M TRITC e

e ReE e IR I E )T, IR R Y 5L

i L ZE AT (AnJRIR) , FFEUETHY
4§,¢€%74 (hnt14)

AR PR OGO G YR
(ON JF, OFF %)

Load/Save single setting : Leica Settings % i) Rol: (@8R © SetBackground: [EF Bleachpoint : [IEHER

8 1 98 e T
IR
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B EABRE: ASCEERnEROE. WTROtH IR e, K
AR PMT 75 PMT R EE T PMT [ gain B offset o

FENDBTHISCE : a] NIRRT E . e Aot LH IR,
SENEN:N DA ot AN vl e INE ol & sSEAE

SHEEEREIFEN AR RO

Beamsplitter: DD 488/552 =

s \ \ e S Substrate
BRI A IER 68 (ISR BCes Objetlive: DD 448/514
DD 4884552

N \ N o N TD 488/552/638

E/‘jIElé AOBS %%ﬂlﬁﬁ\%%ﬁ> ﬂu@ TD 448/514/552

RT15/85 mi

N SR A R LIS E
)

@ 405 FOLERE Substrate; @ HoAl A TP HIBOCIR A HLI K= 700
5, 10 488 WOLTT 6% DD488/552, TD488/552/638 7345 . ORT 15/85 43
CEFTABASHOCH AT, (R Z K 85%HIBUGRER AT 15%K 2O T,
A LB IR SRTHOLE

Experiments Acquisition

E=E T Sk 2Ty

Ll A IHEF o v Acquisition Mode
vz e fE

Sequential Scan: % ﬁé */I— EI/\] Z{ v XY: 512512 | 600 Hz | 3.83 | 1.00 AU

Format 512x512

BOLIEEES, AT, R - —

Bidirectional X:

AR B R %, i, [

Image Size 75.91 ym * 75,91 ym

B RO, IR o

Optical Sectionc

RFEMEITIR A

. . Optimize xy Format
‘{mu - %EP ﬁ%*/‘l» ° Ef }EH Sequential Scan Pixel Dwell Time: 3 Frame Rate: 0.122/s

Line Average -
Ko (AIATIE) BE Sequential [ E—_—NE

Acac

Scan ]jjﬁl% 5 ﬂETEEg Seq I:Fléj\jnj” Rotation:

@ O O O

o

Sequential Scan

Pinhole

A,
B SRR AR L. G

v Sequential Scan

Sequential Sean

Seq1 Seq?2

Between Lines

Between Frames

10 Between Stacks



2.4.2 AR
BRIMACA xyz 4794, 25 RIS, FTHT <y 9461 2 &2
I (xyz $338) o EAIAE MR AR x, y, 2, ¢ () PR (3%
) AETRH 24T, W xey, xyt, xyh, xyzt, xyzh, xyzit 5o
2.4.3 WEHZEL
BAG AR (format) « FAFHEE (speed) s FLA/IN (pinhole) . L
(line average)  [F-H) (frame average)« ZfI (accumulation) M A%
(Zoom) . (WA
SIHEERR L BROMEDN 512X 5120 0 A] A3 S ARE S S R . 7 HRis,
AR G SRR, SR P Bt B TR B4 o
TR - BRI N 400Hzo FEAINE IS SR i 5 T RERR 2 B
WL . FIEEOR A 494 (Bidirectional X) SRIAZIBH S A, JX I Al GERT 2
BEFTHAREALHE (Phase correction)
FHALAV/IN: BOME N 1AU. IS RS LB, PIEINE SR, HE
PR G A LR AR ARG, S UIE e B2 3
P RS =W . 20 2Py (Line average) FIHFY) (Frame
average) , FIAE NSRBI
S AT IR S8 IR

ST Acquire BUET /I “Live” $#HIUAUEE G CRIED, KR

B S on A MY 2 B B
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PTG, “Live” #ZE1AZA “Stop”, siddi “Stop” HHLAIE 1T

HE: BRI, BOCTTRREE, AR R EGE, M
PoEiE, REROIERIEE .

B il Live #8022 R, AJHTY format & 512X 512, speed % 600Hz
DIARFHECAR A JRHT R o

MENZEZE AT ER: ORESESMENETH; OFEGRES)
SEEBEIREE-

A AT BT R “Z Position” HEHHk 2 il & WAL A2 F i (4

NED; BB AT RS TR R A B A L R AR e

;‘... t\)mu t-‘\ gml Potat .n:uu’ -

EED
SERJEEE R -

(1) Smart Gain fITT: HEARNME SAAME S AR, 3/ NUE S RIS 2980 ]
DL, Gain [HAYIEHYER] Y 500—900;

(2) Smart Offset I AINBRE RS, (HIRAE S 0A SR ERMER.
JEN L, AEARIER BRI RTEE &, Digital Offset (EEEEUT T 0 B

(3) 34, XTEEE, TEREHTROCRREL : RO, WES
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ks, RIS AR AR A S PR B K . 24 PMT gain {E T 800 5 HyD gain (K
T 100 56 R e LR RN, AT DA R IO R . AR 4R
s E G, BRI ORI L, ERERMG R AETIR T, WOt
JEEBAGBRGE o

P 5 B B AV BB R U U7 3

HARR SO G B i R B R RUBEIEAT, Al AT g 2 Y
LUTHA A TS oo LUT el CREIZIRE) WI7ELUT (B &R 2B,
W) “Glow Over Under  (GlowOU)” KR —#4 APt ££GlowOU

Prp, KR B AR R RN M, T K AR ORR 2K R /R g

"™
By
A, HhEiEst B, GlowoUHist, E@kiEL  C Glowou iz, BREMI

o 75 Smart Gainff G H U EUG R R, 75 Smart Offsec LKL
FIH 5o DO KGR Smart OffsetfY ERIMEN0%, 1 RAGHIR A 1l DL -5 1
RGN TR PBEEE M SRR AR S E, I8 Smart GainflISmart
Offset)i, IEEICEHPHIBIR, FaES2EA, H 20,
XFTHyDE G, HE s RAG, TR I I Y Smart Gain R [ I0H 5.
XPESHOCEG, RIFERTLORATESHEPMT B A m S ER AT, A
H A BFSmart Offset 48 5 T0% ARG Xt Ho

UNERJE T Sequential Scan, FENIZAERE Tl (Seq) 7Bl Id Tl b ok
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R B
2.4.5 RERE

XTRIEERA, S EER O RN, Bl “Capture Image” #ZHIRHE
B XFRAIA, S 4ERGAM, B Sar HHBHTEIGORE, (L
NED AR BRSBTS S R

PR PRI BN

WHEOUT, RERGR, AT SR HRES, AT ER RS
“Optimize xy Format” ##l (AN, HIRS A SNERED PR

HRHENyquist SRAEFIN, RZE R (Pixel Size) W APIEM A5 #E5 (R
xy “FHEIDHER) 192/5~1/2. Yo P ] i ) Be 2 WS L 39 H B B i3z
WL, A5 R/ INATAE R SO FRRIARTT o 53R ST BEA 0 R A
KAGEL (zoom) IENIMTIE/N. S e fEMEHEE, (REM B2 SR

“Fo
- . g X
B BN TIHE S sy — B,

Zoom In: R
Image Size : 184.52 ym * 184.52 pym

Pixel Size : 361.10 nm * 361.10 nm )
- Beamsplitter: DD 488/552
Optical Section: v.eId um QO

Objective: HC PLAPO CS2  63x/1.40 OIL
Auto Gain Optimize xy Format

Pixel Dwell Time: 1.20 ps Frame Rate: 0.773/s Specimen

ISt =l A s SR EE LT
2.5 XYZ=24 4 (Z-Stack)

xyz AR R, bz 2 2, SEaWsrtmE
PRHYZS [R5 A1
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251 wELSE, .
2.5.2 iﬁ%Z?ﬁEﬂ?ﬁFﬂ paiirate - :,_? g - [ndlum]:v

sy “Live” BEATIRVGINE, 1Y

v Z-Stack: 6379.8pm | 1030 Steps

z WRRVIFTHR AR, BIE

AL EAGHUE SUZ VIR R, 752 4

/'/!
= Nr. of steps

EROFHOLL, FFOHER w0

z-step size

WETHIE EDIZ AL, Rl “Stop”

System Optimized

Z -Compensation :

Z AL BT o
2.5.3 ZMiZHOM %%
Wifxyz EUISERP IR “z-step size” CHARME/SEEIRBGIAIEE) T “Nr.
of steps” (EZVIELH) ARG IIAAE (“system optimized”) o 1A 51t “Nr. of steps”
FEMEIHER, SRR A ARG DI [R] B sl 2 D14k H 3E(7 B & o
2.5.4 XK
R A IER PR A, N Sart” #Txyz ERHIRE.
2.5.5 3D
53D EG G, FEEG BRI A 2 2 13D T 3D G R Y44 :
RS A AL (Maximum projection) 4 Bl Z V1T Y 5 A7 S IR
S RERERE R, Y THEZERGER ), ZHTERERERZ D

JE TR 55 R
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EACHNE J7 3% (Orthogonal section) @ 43 BIPAXY. YZ. XZ="J5 AT

ANRERERFIEGE, WA, 2T WEEHAE3DZS A AR ERL

R
f' T Tyt

Senes049§iur001 x=1024 y=1024 =66 (1384 MB)

X" Size: 5382 pm x 53.82 pm

SDAZMAREAIZ L (Open in
3D viewer) : FTIF3D A PLALAL
B, DIEMT A rn3DEsH
WHEE, ZEERIIRER A, A
ZRSHEOT LI R T,
IR AT LR BT Mg 2 1 1] i H

JEALI o
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2.6 B EIFFARE (Time series or xyt Scan)
5[] 7 5 4 22 T IE e s, el

2.6.1 E “Acquire” ;iié$7i:§ﬂ/\j “AcquiSiﬁon” E'jii‘@ Expernments Acquisition

T%th Tﬂ%%T%ﬁE; ’[%ij)mxyt jaﬁ%%%, ﬁDE@o ¥ Acquisition Mode
=10

2.62 WEICHZSA, JIiRFET

» XY:512x512| 333 Hz | 1.00 | 0.69 AU

2.63 EL “Time Interval”, RISREEHH L PIMIE]

v t: 10 | 00:00:20.270 h | 00:00:02.027 h

GFTFRIT I, IERR M Minimize”. [ RELES

Minimize

2.6.4 R TREERE “Acquire until stopped” s

Acquire Until Stopped
Duration

« . » N, « »
Duration” B{ “Frames
Frames

FeE “Acquite until stopped” , M EHEUEFFEET
 HETHLIL.
LEE “Duration”, 1 5 SR R0 S i
FUFE “Frames”, TT7E SUTTARHIEHRIAL
2,65 PEHEAIEMAPERAUNAARIE, i “Suarc” PN FH] L1
Tk
2.7 PR (xyh Scan)
KA T 1 R Sk R 4t 2

SR, U015 H P A FRATENET “Spectral Dye Seperation” , #4713k
PR

270 {& “Acquire” SEHRH “Acquisiion” PR FHIUR, Kl
DU, RN R T 7
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Experiments Acquisition

v Acquisition Mode

e

XY: 12333 Hz | .00 0.69 AU

Specimen

¥ A-Scan Range Properties:

Detection Begin: 460 | <  nm

Detection End: 780 | < nm

Total Detection Range: 320 nm

Detection Band Width: 10 nm
No. of Detection Steps: 32|=

A-Detection Stepsize: 10 nm

PMT Selection:

2.7.2 WEEAENMUL 5

2.7.3 £ “Detection Begin” (FHa A & G i ) F1 “Detection End”
(TG BT EL R o FERUTAE AR R TR W

2.7.4 F S “Detection Band Width” (FEILHYTFTE) , B/ IME M 55 A 5nm.
IR E GG, FTLASSIIHSE , (E2 G B s 23 P 11K

2.7.5 E S “No. of Detection steps” CREEMIMIA) 5 “A-Detection Stepsize”

(PP BE) o YA BEA BT B 5 -

2.7.6 PR HPMTRI Y (BHyDAZ )
2777 WS EN PR AEEE, Ml “Start” PETRSHIACEIRIIR

%o
2.7.8 Hid ARG, ARAAEADEIEEE . BREREN:

“Quantify—Tools—Stack Profile”, U1~ [&:
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fa
™

55

ERGE A T, BN, BRIEG AR, JlUE
LRI — 3K

FEFEG 0 1L 7 T, F— AR, P el Graphs B [1H 77
DS SR A SR R KA (RS 126) ;

16 EE IR G A, S P — 4 “Bxport o Dye Data
Base” (MBI, fifi, HtHian Ak RHEE

0BT WORTK (BRI K RG2S B ENF R, trTBAE B0
B\ HIEREESE, S OK”, BERERUREIREE ARG R

ATLLiEE “Configuration/Dye Database” 27, MAKGRAEAI YLk THI T

LURREZ%
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2.8 HyD# |58

Hy DA #82 = PE RE ARG IS, B PMIT 5 52 i j 5ok 4 5 b on @
HHAELAYRE. HyDR A =R e T kst Stftf

Standard: RHERIR, BEPMT—HE, KeWIRIN0(E S Epe R Standard

Counting

MG, AT ST SmartGain S R T B4
Counting: S AW, LA MR KT INE] 1 7 EU R %GR RN
S, IR & B Gain ol — N EH, BT T YA I GE G R R .
MTARR ISR ZOEHEARRY S B (i HIRCR AR, FHEEH R (accumulation)
IRER R EEEI B9 R IA B B Y ﬁﬁF
BrightR: UUERMEF oA mese [T T T
HOZEA , (EE S BRI B 4542

H
SRR, A I, g
SRR MG A RS — By
BrightR
S EHATER, AT
Intensity emitted from sample

TR HyDRE IR AR R A,
WA R SEROEE S 2R, RGA Ll BT Rp, 1
RIFTIL5E, e EMs, MRBEEARDUE, = A3k iailla, H
B8 A0 R 3 s e 1 -

Too high light intensity detected on detector
HyD 3

To prevent damage of the detector, the operating high voltage has been switched off,

Please reduce light intensrty start the scan process

@

20
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WG B ity “Stop” S IETINE, FEIRIOEIIE, J{kSmartGain{l, FHHN.

AR
O HHYD &R, — RO EA TR B RS, NMAEIT RSN,

OANEHYDI MR, BT, AR EE AT Ikt
2.9 EMESCHFROORAT Bt

2.9 BRI

“Acquire” f]” Experiment” T SR RAEHI T FEHGSCHE 4T, BRIAATT
LR SRAERIFTA BRI — SR, RSO 4, w2 Fh e

JURNER

Close Expenment

Save Expeniment

B Series049 (4.2 MB, x
B Series052 (4.2 MB, x
m Series0S6 (4.2 MB, x

Pt “Save Experiment”

SCHRAF RS A *IE SIS0, HRE

Save All

Save Experiment (as)
Create Collection
Delete

Rename

Copy

Export

Open in MMAF
Close All

RITE] A S i SO AR T R R Ao — A SO,

1t Leica LAS AF. LAS AF Lite a3 H A%l

PR AL BRAR AT T
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Experiments

2.9.2 lzl 1%ﬁ1¢ E]/\] iﬁﬁ Hj . v 5 2012-12-27.if (252 MB)

B Series028 (4.2 MB, xvr\
® Series034 (42 Me_ Close Experiment
W Series038 (4.2 ME Save Experiment
B Series049 (4.2

Series049 (42 ME oy

m Series052 (4.2 ME
Save Experiment (as)

A N » W Series056 (4.2 ME
A R S 4, G N

Delete
Export” BTG, A% H K -
.. — N Copy
@HA (Uff E‘/(‘—]peg) > :éﬁﬁk—‘géﬁ Iz] Export As Tiff...
Properties As JPEG...
,T%i]jm‘i@ ldj E\Z %?; (Qulclerne\ avi Open in new viewer As QuickTime...
Close All As AVL.
" AsMPEG-..
MPEG-4. WMVZ), A K . prts As WMV..

As DICOM..,

ST P SR T T s

VERE” AsTHE B As JPEG”, HEBLANT EAGXEHE, AR ke B

TR AT BiEhs, s OK”, Rl G H 8 ek,

B

Destination Folder d:\
Overlay channels

« Save RAW Data

Add quick annotations

Timestamp ._w,‘.,, 1) @:ﬁﬁ

Relative timestamp

A
« Micron scale RS DY AN

Dimension data

Cancel
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2.9 3B GORES BT SR
AHRGHEROUE 4, 27 Properties of---”, IR Rz BRI (KT A
SHOLEFE, WA,

Experiments Acquisition

o

Description:
MB, xyz)

(4.2 MB, xyz)
(4.2 MB, xyz} Apply Text
(4.2 MB, 1y Close Experiment
s052 (32 MB. o gave Experiment
W Series056 (4.2 MB, xy Image: Series038

Save All
Sire: 4.19 MB

- ) E
ave Experiment (as) File Location: DAGaotNLIFNelly\2012-12-27.lif eica
Create Callection Start Time: 201211/27 12:06:40.069
MICROSYSTEMS
Delete End Time: 2012/41/27 12:05:25.969

Rename

Cut

Total Exposures: 2 (2 channels, 1 frames)

Sy Dimensions
Export =
: Physical Length
Properties -t

25.31 um
Open in new viewer T

25.31 pm

Close All

Channels

| Lt
Green

Red
Time Stamps:

Frame (Show Al | Relative Time (s} Absolute Time (ham:s.ms)
] 12:06:10.89

12:05:25 585

Apply Settings Print Save as.. Close

Ri” Apply Settings”, HIVAIR & % FG R EER 2804 & . fiE” Save as...”,
A4 A 25UE B R xm D I E B8 E 1% 12

3 RGEHIZER
(1) PREF=IRN18-25C, HHXHREEA0-60% , SR fRIEZ N EREHIETE o

(2) PERRETROCRINIT SR

(3) FDIARKT , WHTIF R 2810 15min )y AT AT 0190606

PO )E e 2T, WTIFHIEUR r B ] o JoIe WRRAT /LT, $T77 )5 30min

23



LAEABESR A o

(4) WA “Mark and Find”+ “Tile Scan” “Matrix” ZEELRZ Y S
TENHYTIRERT, £ JHshH PR AT H M S Wliatl,, SR A BRI et £
FgAERER, B G IR MY ), A PR FE BOA P il FEAG Hz 5l .

(5) A RS, T TOK ORISR AR I e Ak
o, e TR AR AR T BT Y 7K 5t o

(6) KALHT, BRGNS B 2 RN, ATRAREE
PRAPI B o
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