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Initializing Hardware...
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File Edit View Acquisition Graphics Tools Window Help
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Locate \

System Mode XA Eyepiece 0
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Transmitted Light ] On Reflected Light C On
Switch To J¥ Transmission J¥ Fluorescence

Favorites  Configure...

DAl | GFP Rhodamin CY5
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Choose the FL configuration you need



Multichannel Image Acquisition




Multichannel Image Acquisition 1
Load Experiment methods from Experiment Setup

e —
/ ‘@ @ Acquisition) Proce
‘chuisition JProcessing 1
/ [
(AiryScan SR 40588521 633 * confocal 405 488 561 633 tile scan
t User Documents ¥ Smart Setup
| 488 561 640

| AiryScan MPLX 405 488 561 633
AiryScan SR 405 488 561 633 *
confocal 405 488 561 633
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J‘ap ) Find Focus Set Exposure Live Continuous Snap

Choose the Experiment you need




Multichannel Image Acquisition 2

£ B functionzi g

EAE T EEEN - A DEAREE - F TS ENEIEAE > EH—k
T\ﬁﬁﬁbf?ﬂ: ARFAEEIEHlaser BgainfHiF Al H FIITEAEMChannel »
REBNREL - AERITZST > Tile. . FHRE ©
N\
{ Find Focus |Set l§sure @ Continuous Snap |
N A

IV Z-Stack 7 Slices — B

[ Tiles = -

[ Time Series --—- - §9106:225

[ All Tracks per Slice § S

All Tracks per Slice l ( p-StartExpariment ]

\
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- Z-StackHdTiles, Time Series
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Multichannel Image Acquisition 3

Acquisition Parameters

=

AY

EIEEZE M channel

# Acquisition Parameter

= Acquisition Mode v Show All [#

LSM

Line )

: ——
\_IV'J TCa ' {'\‘ J 1 '0 X
() Scan Area

JmageSize 210 um 210 oumPixaloze  0.62 um
Frame Size [512 px |_CJ X 1512 px EJ Presets ¥

= Acquisition Parameter
~ Acquisition Mode v Show All  [#
4. Channels v Show All [
[ | Tracki Confocal DAPI Ref. B~
[ | Track2 Confocal EGFP v
[V | Track3 Confocal | DsRed N~
v I ~ l -+ | o IFocusRef.| |¢'J

IV High Intensity Laser Range

Tick it for longer laser life span

Sampling 0.2 x ( confocal

Track3

Lasers

[T 4205 [T 488 W 561
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™ 640

Frame Time 253s Pixel Tim 2.06 ps
Scan Speed ([ ™Max |

e e——

Correction Auto

Correction X

Correction Y

Line Step @ i)

Averaging 2X 4Ax 8x 16X

256 or 512 @ scan speed 7
for fast adjustment for focus,
laser and detector gain

Bits per Pixel

10




Multichannel Image Acquisition 4
2D Image

& 1. © » Adjust Laser Intensity and Master Gain for All Channels
Live Continuous | | Snap « —RiE—{Bchannel > IKFFAEEMB channel B laser 3E 8L Master Gain

4. Channels v Show All [#

4. Channels v Show All [

r W Confocal DAPI 2 Ref. W~ [T [Track1 Confocal DAPI Ref. B~
[V | Track2  Confocal EGFP O~
[ |Track2 Confocal | EGFP O~ =
7 | Track3 Confocal DsRed | R
'V |Track3 Confocal | DsRed R [~ [ & [ @ [Foousket] (3~
v [ ‘ ; l i} IFocusRef.l Ii}vj

IV High Intensity Laser Range

4. Channels + Show All [
Track3 P b charnels  siount

Lasers " 405 [ 488 W s561 [ 640 o FAEEFEHBE : KEBIERT10%LLAED 2 EfT o ¥ |Track1 | Confocal | DAPI Ref. M~
[ﬁ—: I” |Track2 Confocal | EGFP O~
% |
=S et . sk . ee an [7 | Track3 Confocal | DsRed -~
Pinhole - e il N Pinhole K/NAE ¢ E—{HFEE channel RE&ALAU » e —
éﬂ _ . .
1.00 Airy Units 2 1.3 um section 1 AU || Max %g;ﬁgchﬁlﬁf'l'(’!-nﬁt?ﬁsﬁj:(ajs(ek”:’:‘g'%uur;])
¢ [+ X ny
DsRed
Master Gain 550 V =)
— B pe— \ - AEMA channel B laser 1 E B Master Gain
| E - —RRERRAEB 700 - 557058 R85 RN 2
Digital Gain = 1.0 =
Display Setting [ Default Rd
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Multichannel Image Acquisition 5
2D Image

1. SEIFAEEBERNtrack = Acquisition Parameter
A Chorr T Show All [® ~x Acquisition Mode « Show Al [#
V¥ | Track1 | Confocal | DAPI Ref. l~ LSM
V' | Track2 | Confocal | EGFP | R .
- riame Line J
V | Track3 | Confocal | DsRed [ Rg
= [ A|J+ | @ [ Focus Ref. | | % v | ( Crop Area ) Q - 1.0 x L:)
o e A S (» Scan Area
sure Live Continuous Snap | Image Size ~° 319.5 um x 319.5 um Pixel Size  0.12 um
Frame Size |2586 pX LCJ X |2586 pX |_3)( Presets ¥ )
Sampling 1.0 x
Frame Time 25.58 s 3. xel Time 0.82 s
scanspeed  —————|[[6  [J)| Cmax )

 Ri&frame size ~ RIEFEHEE > REGSBRTZENREBHEE !
5. KIh& ! + 1024 or 2048 ° speed 5~7 RIRRZ2HHREME °
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Multichannel Image Acquisition 6
3D Image - Z Stack Acquisition

1. EP7A channel B9 laser 58 E 2 Master GainB i &5t

Track3
Lasers [T 405 [T 488 WM 561 [T 640
561 nm J 0.2 %
Pinhole =i} [30um  |[&J
1.00 Airy Units 2 1.3 um section
I DsRed I
| Master Gain } 550 V =
SBE _
2 EE—ETrack
# Acquisition Parameter
~ Acquisition Mode « Show All  [#
4. Channels v Show All  [#
[T |Tracki Confocal | DAPI Ref. H~
[T | Track2  Confocal EGFP O~
[/ | Track3 Confocal | DsRed o~
v | ~ | + | i} |FocusRef.j |-3:[-v
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3. Put your hand on focus wheel and be preparing

for focusing

4. Check Z-stack

Expenment Manager

[ FL image

- (ij

(2 Smart Setup )

I Show all Tools

0

@ @

Continuous Snap

—

-

69.44 MB

[ p Start Experiment J

13



Multichannel Image Acquisition 7

3D Im age - Z Stack Acq uisition # Multidimensional Acquisition
. . . - Set Last 7. =
5. Continuous with higher frame rate (ex: 5122 @ speed 7) g — ( ) R
Expenment Manager S Range S N
| FL image v (%) @ \/ 4 Slices DB EJ
[ # Smart Setup | I Show all Tools @ ' - . i l i Li"
— j ’ = Optimal [ 035um | 0.7 um
(o] @ @ @
- \ixposure Live Cont;rs;ous Snap B (Set Firsﬂ -437.030 pm l :\I
zspac | : .
: - - o * Interval o] optimal
2 Position -427.38 um e N — =
™ Time Seres - - o — . AR B TR
J e

B Siart Experiment |

Z-Stack Auto Configuration ( Start Auto Configuration WJ

6. HERHMBMrame size, speed ST RRIE Z stackiii= IR

Start Experiment FA%5H 8 Z-stack #1E—{Echannel > Continuous

¥z stackfR & > Z-stack
2R mEIRFEEL > Set First
HAEREIEZR 2L > Set Last
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Multichannel Image Acquisition 8
3D Image - Z Stack Acquisition

[ AF o @ ©
Find Focus |Set Exposure Live Continuous Snap
IV Z-Stack 7 Slices i
[ Tiles ---
[ Time Series  ---
[AII Tracks per Slice H

Start Experiment

| All Tracks per Slice

 Full Z-Stack per Track

@Y Airyscan Acquisition 1s not configured optimally. Details »

| Experiment Regions | Experiment Designer
| Auto Save

| Bleaching

| Automated Image Export

| Automation
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- —AREZ{ER All Tracks per Slice LU A [E1EE
@.Zf {iI
lsnﬁ?ﬁ? - BIFull Z-stack per Track? 171
—_l- 1~ gUE_ f N ZN E
« & Channel B Z Stack 1F524 18~ —1{&
Channel 893% Z Stack
o FEHEEC line scan bi-direction scan - BE3&
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Z stack: #8%5RZ sectionB8 K —R
BIER S X8 Orthogonal Projection
@) &

I Camela Processin 9
]

Function: Crnugunan rrUJECtIDI

1
Single Batch Apply ! iL
2 - Methnds

| Orthagonal Projection
Correct Stage Jitter
Color Balance

# Method Parameters

Parameters + Show All
Settings | [+ |§’
Projection Plane ( Frontal (XY) [~
Method [ Maximum [+] .
Start position | [—O]“I
4 Thickness ——— [—14L>|
]

| oin FEERTIFE ﬁ%

# Image Parameters
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IMAEFEN
Bright Field / DIC Observation

Turn the T-PMT Rotary Switches to

Favorites Configure...

* Right for eye observation
DAPI GFP Rhodamin

* Left for confocal imaging
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Bright Field / DIC Observation
Microscope setting for DIC

1. Focus the sample with objective

* Field Diaphragm 2. Adjust the condenser height by condenser focus knob.
3. Check the condenser center position by closing the
= « Polarizer —
o field diaphragm and reopen it after focusing the
- @ . Condenser focusing
- condenser.
Y - DIC contrast 4. Choose the DIC filter position (as last page)

5. Swing the polarizer holder in

6. Choose condenser turret position for DIC

7. Insert the objective DIC prism and adjust the knob

A 510 Qbsll‘f’

DIC Prism

Polarizer
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HE#F : DIC &

MBS 488/561 0

visible light [T

MBS -405 ()

NonelSM ’

Invisible light |

HEDICH &

1. MRBREEFREBABRIEELBITF GRESEZE0R)

2. BT » REFBBREBT-PMT

3. A EHUT—ETrack&HHAREEYS » kB MtrackE AR

4. E—TFBNEEBAERLEEDICH (10x& 20x) BDICIII Lir ch1
(40xPLt) (RFE) - ﬁ—“ﬁLWW:SEW

T-PMT Gain (Master) 2250/ GHKRE S
EE o TR BE DR ERG 23
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Recommend Single/Multi-well Chamber Types for
Living Cell Application

« #1.5 cover glass/ polymer bottom
dish/plate/slide for inverted
microscope with high N.A

objectives.

* Thickness: no 1 %2 0.17mm £0.005mm

Immersion oil
compatible

p-Slide 4 Well Ph+

Cell Imaging Plate
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Add Scale BarllAR#
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EMNEIRICE)

oo ] [ Keep Tool

[ Customize

J

2 | ol | TH i

©

o/
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fa)
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Type | MName
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Scale Bar
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A rscale baraERE B UK/ NEE

W &5 12 = W Delete

i AHFAS T
€4 Bring to Front
<, Send to Back
< Bring Forward

4 Send Backwards

' 3 scale barg€ BE) HIR

Format Graphical Elements

Format graphical elements

IV Zoom with Image

,_
()]

firz Ipm [2) (— soid B
2 =3 E Begin style | - Flat |v|
End style | — Flat |le
Text |:. Calibri, 26pt “ ] Horizontal A||gn I:Center |V\|
FHYER /)N . ) [7)
" Font [Calibri Calibri EN |
Al Size 26 ) pt
B|Z[U[T)] (@afar]a
Opacity T J.U\E Lt []_v[ ESSEY

23



(EZ

| File | Edit View Acqu
I

AW

=7 Open...

I 4l Save

_n]S e As..

Close
Save All

New File Browser

Open Containing Folc

iEl' Recent Files...
Recently Opened File:

B\ Print Preview

Exit
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BEISEN):

shMME3-R2-d-3

ZEFE(M):

Carl Zeiss Image (*.czi)

o FFEEr cZIBRTFIE
. *czi H1& ofreuse

- IEE TN R RI81E

. ZJE&T—BZtlf/Jng D% H AR E RORITRAR

== oG 4 ==k S
'ﬁﬁ@ S e ETTE

#%TE

export -

& & 0 exportsl K E #HE R E g batch
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= Method Parameters

= 4o s & Show all TR E SR
’f&'.ﬁautl:'.export A —— =
Settings [ STD |v) (%
=T~ gs s
(E—1= 3='=) d BETIFFARERS Y B1ET
File type ( Tagged Image File Format (TIFF) ;|_v| ’

EiE A Z R4
2 W Convert to 8 Bit F
Compression (None _[~) #15100% - EEEBEZHD
.:_:;A +~ lock-Gpl35-Actub.czi - ZEN 2 lite : E \ . sER . . A .
dit View Acquisition Graphics Tools Window Help i ] Resize | 100 100 %| - | E’jkorlglnm dataﬁ§W|ndOWS
Al New.. Curl+N o g o OgEEELER &
™ Original Data B7W/ d
[E» Open... Cri+0 [ = = g ]
B save Ctrl+S = 1 Eﬁ FSZ¢ $c IV Apply Display Curve and Channel Color = B ROR AN AR RS ¥ H
Bl Save As.. Ctrl+Shift+S - ¥ Burn-in Graphics o i —
Save As with Options... E:: v Merged Channels Image BDAE%E% /N
Eelaie } = W Individual Channels Image EA merge 18
cﬂﬂ‘ Iy | orto | [7 Use channel names BEEE R channel E21&
Export/Import 4 i = - : )
Export Ctrl | Cut_| ‘e Use Full Set of Dimensions o .y
Close Ctrl+F4 [ﬁ b Define Subset EEFTAxyze 8
Save All OME TIFF Export [ ) & \
, VI Export 30 Export to | EA\DEMO and analyze image A S JXEQ%JX)/Z$;1% FlaNAZE
New File Browser Ctrl+F a U | \ /By A —]
Open Containing Folder Impo‘r‘tv‘ Hi:: [V Create folder mergeﬂ: 5"/1% =] EE .IJ:t X AE
& Recent Files.. ST ) — I L " Generate )(.ml Tile | sEmdm s D s Sy BB
Recently Opened Files v i I™ Generate zip file F=PEs 7
Measure | _ |
B\ Print Preview Culer2 Ilnfz Prefix | 1-1 G-Mock-Gp135-Actub
Exit Alt+F4

5 EEERIK
{ Defaults !

| Prefixm iSRS

File Edit View Acquisition Graphics Tools Window Helf

Q & @B B & &l & uw B
@) &) = Image Parameters

[ mput
3 1-1 G-Mock-...tub.czi rEEin put & & Eé% AN ﬁﬁﬁﬁﬁ] TR S

Camera Processing

Function: Image Export

Single Batch

Recently used

‘ Image Export
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KEHXELE batch export 1

Parameters ~ Show All
0>
. L= 58
Batch Processing Settings [STD 0 xEZ ) E
VU*MWUWWE -‘EE. s 2 INET o F“Ety e [Tagged Image File Format (TIFF) EE%T'FF/N %EEQ% %21%Tl%ft
: O EIN—EEZEX ARRESE P
] . i NS == /7 B
— =‘ “Er—— e S ] W Convert to 8 Bit 8-bitHEEIE N EFHKEES
Batch Method B Didata center 3\R720\2016.. 1608 MB Image Export Compression - I
= x4
Change Scaling © B = Didatacenter 3\R720\2016.. 241MB Image Export - D Zri A 2R
Attach PSF @ 0§ = Didatacenter 3\R720\2016.. 2408 MB _Image Export . 4+ s {1 = e 42 S
ApoTome deconvolution © B = Didatacenter 31872002016. 2409MB Image Export Resize 1T 100 #15100% - PRIEEE X F D
ol © 1= DAdata center 3\R720\2016... 241MB Image Export v —X — -
image Export © i DAdata center 3\R720\2016... 2408 MB Image Export | Original Data £ - RwindowsTBEE A E R
1 E—— © B = Dydatacenter 3\R7202006.. 208 MY - Fnage Biport W Apply Display Curve and Channel Color o
VI Export © 0§ = Didatacenter 3\R72012016.. 2409 MB  Image Export I;P'PBY o g hi EHAZZBENBAREELE
Image Analysis Program o i DAdata center 3\R720,2016... 24.07 MB  Image Export R 7:”] A E %ﬁr % i) 7TT
Stitching ©@ 0§ = Didatacenter 3\R720\2016.. 2409 MB  Image Export V¥ Merged Channels Image . T
A

Undo Stitching @ 0§ = Didatacenter \R720\2016.. 16.07MB Image Export [V Individual Channels Im age }_iE: G merges’ & »
Draw Scale 8ar Annotation O i+« Di\data center 3\R720\2016... 2409 Me  Image Export [ Use channel names = /_:E 1@ /Dj U channelz 'f%
Extended Depth of Focus © B =  D:datacenter 3\R720\2016... 1608 MB Image Export .
Split Scenes (Write files) ©@ B = Didatacenter 3\R720\2016.. 1607 MB  Image Export (® Use Eull Set of Dimensions - -
OME TIFF-Export © 0§ = Didatacenter 3\R720\2016.. 20.11 MB  Image Export € Define Subset EERT Exyz 1%
Split Multiblock Image ©@ B = Didatacenter \R72002016.. 241MB  Image Export ETINE SUbs |

0 data center 3\R720\2016... 20.09 MB  Image Export |?' C =z BN

\ reate folder Sl AK
~ | M| +Add..| Jremove| T Remove All | EEERK
I Generate xml file
4 MARPREZEERIER I Generate zip file
Defaults
e y
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REMR

##54E batch export 2

Mg s wu = feay aE I T — uealy
Camera | Processing Batch Processing 11 Eé_ﬁ I|:|:|l z= E*H 2= :’ézlllsl.m 8 1 O L Hide )
iR \ExRIBIT A
Function: Image Export -\
i F Use Input Folder as Output Folder ]lJl [Naming...] [Copy Parameters] | Paste Parameters] Check AII] [Run Selected
Single Batch 7
? { Apply 1 2J

Batch Method

Change Scaling
Attach PSF
ApoTome RAW Convert
Image Export
Movie Export
ZVI Export
Draw Scale Bar Annotation
Split Scenes (Write files)
OME TIFF-Export
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| consistenc | File Name | Size | Method [ output Name | Output Storage Path { |
! - EADEMO and analyze imag... 468.22 MB Image Export EADEMO and analyze image\20160202 siGal8-Gp135 I
/a_l_l EADEMO and analyze imag... 000.£5 ME  Image Export EADEMO and analyze image\20160202 s1Gald-Gpl35 \
i = EADEMO and analyze imag... 744.28 MB Image Export EADEMO and analyze image\20160202 siGal8-Gpl35
i = EADEMO and analyze imag... 94234 MB Image Export EA\DEMO and analyze image\20160202 siGal8-Gp135 }Q'TESH I FTﬁ\_ ‘EE Hy
i = EADEMO and analyze imag... 3482 MB Image Export EADEMO and analyze image\20160202 siGal8-Gp135 9
i = EADEMO and analyze imag... 312.17 MB  Image Export EADEMO and analyze image\20160202 siGal8-Gp135 —F Eljﬁ‘
i = EADEMO and analyze imag... 34217 MB  Image Export EADEMO and analyze image\20160202 siGal8-Gpl135
i = EADEMO and analyze imag... 540.24 MB Image Export EADEMO and analyze image\20160202 siGal8-Gpl135
B = EADEMO and analyze imag... 612.26 MB Image Export EADEMO and analyze image\20160202 siGal8-Gpl35
| ¥ | + Add..| = Remove] T Remove All | | @ Load List... | Kl Save List...

7~10 MR EHFRHSHIEH

£ 88 Mpaste parametersfYEI{E - batch exportt] &g

o

LFRiExZE D -
EENE
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