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1. gunsnb/asiiinadas:

1.1 ﬂﬁ’adgaﬂﬁﬂﬁ?u Axio Imager M2 (Fully Motorized Microscope)
1.2 aauNaas uazvavaiiinat
1.3 WASINILIAWRY LED
1.3.1 White light source: LED
1.3.2 Fluorescence light source: LED Colibri 7, Type R[G/Y]B-UV
1. UV (385/30 nm - 370-400 nm) for excitation of DAPI, Hoechst 33342, Hoechst
33258, Alexa Fluor 350, Alexa Fluor 405, Indo-1, eBFP / BFP, eGFP (wt), True Blue
and similar dyes
2. Blue (469/38 nm - 450-488 nm) for excitation of FM1-43, Cy2, eGFP, NBD,
MitoTracker Green, Alexa Fluor 488, BCECF, Calcein, DiO SNAFL, YO-Pro-1, Nissl,
LysoSensor Green, honeydew, FITC/ Fluorescein, Kaede (green /red), PerCP, YoYo-
1, FuraRed and similar dyes
3. Green (555/30 nm - 540-570 nm) for excitation of TRITC, 7-AAD, Cy3, tdTomato,
Alexa Fluor 546, Alexa Fluor 555, DsRed, mOrange, TagRFP, SNARF, DyLight 549,
Spectrum Orange and similar dyes
4. Yellow (590/27 nm - 576-603 nm) for excitation of MitoTracker RED FM/CMXRos,
txRed, mCherry, mRFP1, Cy3.5, Rhodamine B, Alexa Fluor 568, Dylight 594, Alexa
Fluor 594, Bodipy TR and similar dyes
5. Red (631/33 nm - 614-647 nm) for excitation of Alexa Fluor 633, Alexa Fluor 647,
Cy5, DRAQS5, ToTo-3, ATTO-655, MitoTracker DeepRed, APC, ATTO-647N and
similar dyes
1.4 Filters
1.4.1 Filter Set 02 DAPI G 365 FT 395 LP 397
1.4.2 Filter set 44 FITC EX BP 475/40, BS FT 500, EM BP 530/50
1.4.3 63 HE mRFP EX BP 572/25 (HE) FT 590 (HE) BP629/62 (HE)
1.4.4 90 HE DAPI/ GFP/ Cy3/ Cy5 EX BP 631/33
- Beam splitter: QBS 405+493+575+653
- Emission: QBP 425/30+514/30+592/25+709/100
1.4.5 Cy 3 Chroma EX AT540/25x, BS AT565DC, EM AT605/55m
1.5 Objective Lens:
1.5.1 N-Achroplan 5x/0.15 M27 (FWD=12.0mm)
1.5.2 N-Achroplan 10x/0.25 M27 (FWD=6.5mm)
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1.5.3 N-Achroplan 20x/0.45 M27 (FWD=0.63mm)

1.5.4 EC Plan-Neofluar 40x/0.75 M27 (FWD=0.71mm)

1.5.5 EC Plan-Neofluar 100x/1.30 Oil M27 (FWD=0.20mm)
1.6 NRAITNYNIN

1.6.1 Color - ZEISS Axiocam 305 color

1.6.2 Mono - ZEISS Axiocam 807 mono
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Eﬂﬁ 1 Overall view of Axio Imager - motorized

a. Eyepieces

b. Binocular phototube

c. Fluorescence light source: LED Colibri 7
d. Microscope stand, motorized

e. TFT display

f. Mechanical stage

g. Nosepiece

h. Reflector turret

i. White light source: LED
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2. BULYANITN I
£ A A o A¢ & aAr & o ' o Ao
Hauain3asda 2.1 avvialld gnegndsad duwis WnIan
2.2 U75a dunsloe funiks Je3dn

2.3 TR’ aqpiw‘“ﬂmﬁ'ﬂﬁ RIS ;j"ﬁ'm'?ﬁ‘i’g

3. 95M57Men

3.1 dan3asdsadln (1)

d o
MW uREIRIN NIt aVaILATDY ﬁ']‘.iﬂﬁvl,‘w

3.2 Lﬁﬂmﬂfmunﬁaaqammﬁ L3U91N power supply maanﬁaoqamiﬁﬁ (2,3) > naatuila (4)

U U =1 v
Awtaiaua @l‘lmm

MW power supply maanﬁaaqamiﬂﬁ

AN ﬂqm‘ﬂﬂ-ﬂ@
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N Wanslfunauniaas

3.4 Jamslrulysunsulasnisauiiandnitonan ZEN Pro

lal v ¥ ' { 1 Qs k3 &
3.5 SuawnIlsowlysunsu ZEN Iﬂil,mimzmwmqﬂmrﬁma 9 NidanuIzUUNdaI9anTIANGIRL

Ltaﬂowﬁma@”\igﬂﬁz AANEANI1 Calibrate Now

Stage/Focus not Calibrated

The stage and focus are not yet calibrated.
It is recommended to perform an automatic calibration before working with the system.

Caution!

Risk of trapping fingers and damaging the instrument. Ensure that people stand
clear of the instrument and that the full travel range is not obstructed by any

objects (e.g. sample carrier, stage insert, TL condenser or other special device
arrangements).

Calibrate Now Skip Calibration

Eﬂ‘ﬁ 2 Calibrate stage

3.6 Locate mode: LRaNALRUITIRWLD VDIFIDLIIHIWLAUTANNIONRAIAINS
A | . ° o A A Aw o A a A
\iani)y Favorites FRIULRaNINARANGINT TN (3U7 3 nTauAnFRa)
3.6.1 DAPI: ﬁmaumjamsmfﬁuﬂuma emission &34 ldwn DAPI, Hoechst 33342, Alexa

Fluor 405 #3afaunlnatfusni
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3.6.2 FITC: Afaungaalsaiouslugag emission fdiua |l FITC, GFP, eGFP, Alexa Fluor
488 wiaFauilnaAnanin

3.6.3 Cy3: Adaunnaalmauslugag emission Fduuad dur Cy3, TRITC, Alexa Fluor 555
wioRaunlnalAuenu

3.6.4 Cy5: ﬁﬁauﬂgamsmmuﬂwﬁw emission & far red 'l@lii Cy5, APC, Alexa Fluor 647
wioRauflndianeninu

3.6.5 TexRed: Afaunnaatrsiauslugai emission Fuas ldin MitoTracker RED

FM/CMXRos, Alexa Fluor 594, TexasRed, mCherry, Cy3.5 waaaufilnaifsenn
3.6.6 BF: Brightfield

[Q:) CAUsers\DELL\Pictures\temp\Live.czi - ZEN 3.10 (ZEN pro)

File Edit View Acquisition Graphics Tools Window Help

Locate

Transmitted Light Off

-
Find Focus Set Exposure ve Continuous Snap
-

Active Camera  AxioX

2

[ Microscope Control
B Comera VShow Al [

Exposure Time
Time ms ¥

Auto Exposure Intensity + | Set Bxposure
Spot Metet/Focus Region

Hnning >y 1P Quality

M Binning-ind

SS00K

2 Software Autofocus
 Movie Recorder
i Live Panorama

gﬂﬁ 3 Locate mode
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3.7 Wasuaudiagilfinunmwlasiianan dudredianientinens Microscope duanile (U 4)

E Microscope L4

SE 5x  10x 20x 40x | 463x

311 4 ﬁ'lé'ammmauﬁ"fﬁq
3.8 MINTNMWUAZMIALNINIINNADIAIABA (UT 5)

3.8.1 LdannaasliinanznumIlgaun Active Camera: Axiocam305
o [ A o 9 Aa Ao 1% o < A (%
- §wTunE auiuiiduiiandesluiuge @zdiwasiuniwiionldwiay
NuA28) Axiocam807

o ot o =S v a a A o v
- FIATUAWYN - 6 mmumouﬂmﬂaaﬂﬂauq@
3.8.2 Lﬁaﬂq:u Live tWBWLRAININ

3.8.3 USuanuainsved Wuaza 1w (Exposure Time) Huuniing1d Camera uaztniiundas
FWUTL white balance fwIUMIUTUINURVRININGA £1)a Auto 38 Pick

3.8.4 mwinaassansoiunwlsldlasdan Snap uas Tuitnnw lasidanmwdidasnis
1Jufin > File > Save as with option > éﬁ%a%ﬂﬁuanﬁan file type

dlaiidenazdwlwg .czi
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AUsers\DELL\Picturestemp\Live.czi - ZEM 3.10 [ZEN pro)

B Microscope Control

B Camera

Exposure Tieme
Thme

Imvter

Hadqion

4 A [
311 5 MINIIMINUATMTINUAIN
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4. mafunwwgeasmaud (FL, 3U7 6)

4.1 lfuil Acquisition LianN1IAIANMIEIEAINAIN experiment gnriwua Liudrunsdalu

Experiment Manager #3ad4a17taaas l3anng czi én p1ly Reuse

4.2 1880 channel Aidasnsanunw V lugasdndasnisanunin

4.3 LRANTIFNABINITNBININ Live view MunInandielustasdnaanis 1ou #8477

' [ { X { i . { %)
MNTIRRIFD L) IRnaN FITC aedfmdunsasves FITCuaznaLly Live ﬁquuumwad

#wiae LﬁaLLﬁ@]\‘]ﬂ’]W

4.4 Tdsunsuaansadsuamadentinngasldatnidaluaialasn1ina V Auto Exposure A3a RN

A A \ o . [ @ ) . A
dnasnlusasadtasle Time I@]ﬁm&mnﬂimmnﬂuvlmﬂmm

o = v q o { = A WV o = { o
4.5 Ysusasauaaling Stop waztian Snap LiNalAUAW ‘]j\‘iN’I‘Wﬁvl,@ﬁ]:Lﬂuﬂﬂiﬁm“qﬂﬁﬁﬁﬂ’]i V13

2 Smart Setup

Experime
Autornated lrr

Direct P

[ Imaging Setup

“» Acquisition Mode

& Channels

T
v HIC
v Cy3
v G5

Lightsource

Viluma/Colibri 5/7

| ﬂ/ ] =)
fAIBENN: mmaanmulugﬂmw

A NIWNIRUASTIIAAWIUATNLAL?

a < &
Elh’l 6 ﬂ']ilﬂ‘]Jﬂ'lWﬂQBﬂLiﬁL‘ﬁ%‘ﬁ




o o ao a < aa v A A
a'l%ﬂﬂ'l%']ﬁ)ﬂ'lﬂﬂ'lﬁ'\ﬂiqﬂﬂ']w ’Jﬁmi‘lmﬂiadua

AMLUNNLATFATLIINLILNE \389 A5lEnundasaansiet ZEISS Axio Imager M2 wazlysunsy ZEN Pro
a o
B UA
“NIBLRVLANET  WI-MI-16:01 avun: 02 Wmin: 9 igwiou 2568 WA 12 91N 24

5. MAAUMWULL Z-Stack (MAAVMWAIBESWULLRAITY, 3UN 7)

o o A & . & o an
5.1 LﬁﬂﬂI‘V‘l&lﬂ Z-Stack @4NNNNNDTIBUD ﬂ’]i@]dﬂ’]l%ﬂ'ﬁﬂﬁﬂﬂ'l‘w Z-stack ﬁ)z‘ll&l']il‘ll%&l’]ﬂ@li%&l(ﬂ

5.2 LRANNTENENNULL Z-stack IINMITMARAGIUAUSIUFALSZEIFA (First/Last) fnIuaE1IN

TansuanuninNuinen lasna Live LWaLEAINIWLWANND0
5.3. ﬁguiwﬁ'a"lﬂﬁ@iWLLﬂuquuq@ IINUUNA Set First LNDWANGILAI
5.4, mnﬁfu%gﬂwﬁ'a"lﬂluﬁﬂﬂﬁa@lioﬁﬂuaﬁnﬁun@ Set Last bNaLWANGLALLS

= . o o o & o wn A [ A
5.5. Laan optimal Iﬂil,mim:mmimmmmmwﬁulﬁ’[@ﬁamiuwsﬁda:ﬂmmummmm:auma

"ﬂtLﬁﬂﬂﬂ’]’]ﬁJ‘Hu’]Lax‘ll%“ﬁﬂ\‘l interval

5.6 Lﬁam%ml,ﬁmq@mwimrmﬁ Stop URZIIULAUATN Z-Stack Lianaf Start Experiment

AR 0D (el o | (0]

Find Focus Set Exposure Live Continuous Snap

v Z-Stack 5 Slices

Tiles
Time Series ---

All Tracks per Slice
P> Start Experiment

v Show All [

= Z-Stack

First / Last

Range 5.02 ym
Slices 20
Interval 0.26 um

Optimal 0.26 uym

Keep ® |nterval

Slice

138542 ym

Position 1380.40 pm

Slice# |1

{ <
Ellﬁ 7 MILNUANLLU LY Z-Stack
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6. MIAALAWULLL time series (3U7 8)

A S . . & ' . . & [ wn & X
6.1 Laldanlnaa Time Series NM3AIA IUANTENUAINULLL time series ALVENSUUINDA UG 119%
sanIniuAWWRaaLTEITUERAEFUAT Z-Stack TINAUNMTALNN timeseries o
6.1.1 Duration: . Jumshuuaszaznalumafumnndnue laganansamnua laidn
30U (cycles) #38 1IA1 (MBdulafIwf Jufl wnfl 32lus nIa7u) minlimrue
v 1 A .
cycles mmsm&q@m'ﬁmaaavlmaamumil,aan As Long as Possible
6.1.2 Interval: LumMsMuuaszazvinssznitemaiumwluganafmaue modu
A aa A a a a o A o
fafiunf Juf wdl 1alus wiadu)

6.2 ISNLALAN time series lauAan Start Experiment

Acquisition
Experiment *

J¥ Smart Setup

AF (o] = o]
Find Focus Set Exposure Live Continuous

Z-Stack

Tiles

\
P~ Start Experiment
@ Time Series

Duration

As Long as Possible

= [ . .
31]7! 8 NIFLNUATNLLULU time series
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7. MW Tiles (MaAuMWearagivwalvg, 3U1 9)

4 &, ' & o YN
7.1 \WatRanluue Tiles N13AIATMANNTTNLAIN Tiles 3LVLNLUUNIDA L@

{ a o ¥ Ado ' A o .
7.2 N Show viewer [NBLIUYNMIRONNUNNABINTITEY T99zANIN69 Tiles —~Advance

& a o . A o
Setup LRAIVUHIIMNAIBVIN LLAENGLIve LWﬂ@ﬂﬁWﬂﬁ]ﬁ!U%

7.3 \Ranlwualunaifiu Ties lulnuaf 3 (X,Y) iRewldfiyuuugafiiasasnmuaznatly + 1ive

venyaisndurlumaiy uddeanllaugudngg natdu + luises gauasuiunndainis

7.4 Lﬁal,a%uﬁmqﬂmwimn@ﬁ Stop WAZLSNLALATN LUBNaAN Start Experiment

‘\‘_"/1 Tiles - Advanced Setup - ZEN 3.10 (ZEN pro)

File Edit View Ac

Acquisition

[F Imaging Setup

~» Acquisition Mode
&' Channels
O Focus Strategy

© Software Autofocus

= Tiles

Show Advanced Tiles Viewer

Default

Verify Tile Regions

0 Positions

i Experiment Information

Graphics

Tools W

Tées - Advanced Setup ©

=

Continuous

> Start Experiment

riment Feedback

show Al (2
]
>

{ [
3111 9 NMSLNUNIN Tiles

14 97N 24
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8. Image Processing Mode: nM3U3sun wnadnng (gﬂ‘ﬁl 10)
8.1 M3U3uns W Histogram (fn& RGB) taUsuF1asmwanansniaonluuay histogram 'ﬁ'ay;
ANWENVDININ
8.2 lasynnidunw FL azanunsadsuudaz channel d18n3iden Single Channel LlaannauLdaz L
MwLRTeAesUTuNI W Lﬁ%ﬁ]l,l,ﬁaéyﬂaamﬂﬁmwﬁﬁmunﬂ channel A4L&3

S Histogram Spline Mode

All
Auto Fit

Auto ‘Min/Max ~ BestFit ' 200 (' (001 |'T ANZ' '~

Navigator ¥ Interpolation

Single Channel Range Indicator

Quick Color Setup

Black 206 5 Gamma 14 - 045710 White 33162 <

gﬂﬁ 10 Image Processing Mode

8.3 MyUuATW Deconvolution (lF&wILAW FL, gﬂﬁ 11)
8.3.1 vlﬂﬁtmu Processing 18an method LT Deconvolution
8.3.2 \§an input Ndasmy
8.3.3 13U Parameters audasmisdsaslinauaziianlunsyszananafianani

{ o a = . & = o
8.34 Laaﬂ Appl Lﬁa@’]l,uuﬂ’ﬁ ‘U\‘ﬁ]zﬁn*]wl%&lLLEX@MJWJ’]I‘LLLLVI‘]JI]’]W@@V]’]&I
y 3

Processing
Function: Deconvolution (defaults)

Single

Method

Parameters

Good, medium s

Input + Show All

8ES-AE + hTF..DCV.czi

4

Set Input Auton

Remain at current view

3111 11 n135U5unW Deconvolution
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9. Image Analysis Mode: Myiatdasdn (3avwa, 1& scale bar, g‘ﬂﬁ 12)

9.1 liannwildasn3ia 11U Graphics azdiln3asidalumiadne g iswnmaiandind ROI, mild

4aAY, NMTI scale bar MIIATELL, mﬂagﬂm‘, MIIATVUATARLN WNAN LTUAU

] Y { . A ' o '
9.2 mansalaadnsgla laslufn Frequent Annotations 49924 1IaMNTENE, Furik focus Uag

1 Exposure time (D

9.3 1N save Eﬂtfluvl,wggﬂﬁ"sv[ﬂ wa2lifidn scale bar 38 A1 measure lwn wiulna? Burn-in

Annotations LWa¥inn1y merge 1NN scale bar #38 A1 measure

Graphics  Tools Window Help

Burn-in Annotations...

111 12 Image Analysis Mode

9.4 Export Table (zfl_lﬁ 13) vl,‘i_lﬁl tap measure nnvuly tap Measurement ﬂﬁﬂﬁ Create Document

X v { . . @
2w Iuan519 Windasnsas save a15191U7 File > Save As (811130 save file '3 EﬂLL‘.LI“.I_Iﬁa

.czt, .csv LAz .xml)

31l 13 Export Table
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10. matiin|Wanw (U7 14)
10.1 m3iufinnn 1A File Save aziilunnisave file wiwana CZz.

#30save T IWALAY Save As CZI
azilunssave file wWINANA CZI. %38 Save As with Options LﬁaLﬁammWIumeﬂﬁu
10.2 WINGBIN1T Export Lﬂuvlwa‘ﬂ’lwu’]&laqaau 144 File > Export/import > Export Lian input image

> LRanfile type > Burn-in Graphics > tiandunianaziiu WsiNauazmsdsuuds > Apply

nap-07.czi - ZEN 2.3 lite
File Edit View Acquisition Graphics 1

q New.. Ctrl+N
E Open... Ctrl+0O
8 Save Ctrl+S
8 save AsCZL.. Ctrl+Shift+S

Save As with Options...

# Image Parameters

Parameters + Show All
Semtings [ [ (s~
File type [ Tagged Image File Format (TIFF) '\'\
W Convert to 8 Bit
Compression (LZW 152 \

Resze 17 100 [100%[5) File type

™ Original Data
W Shift Pixel
W Apply Display Curve and Channel Color
| |V Burn-in Graphics |"
[ Use channel names

(® Use Full Set of Dimensions ° ' = VL [
€ Define Subset - FUARUILNU WG
| Export to |C:\USE(5\May\3ictures O |‘

IV Create folder
[ Generate xml file
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